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THE ECOLOGICAL MOVEMENT OF THE CITY OF NOVI SAD
AN IMPORTANT DECISION OF ITS PROGRAMME COUNCIL

Since 1995, the Ecological Movement of the City of Novi Sad organizes "Eco-
Conference® on Environmental Protection of Urban and Suburban Areas", with
international participation. Seven biennial conferences have been held so far (in 1995,
1997, 1999, 2001, 2003, 2005, 2007, 2009, 2011, 2013 and 2015). Their programs
included the following environmental topics:

Session 1: Environmental spheres: a) air, b) water, c) soil, d) biosphere

Session 2: Technical and technological aspects of environmental protection

Session 3: Sociological, health, cultural, educational and recreational aspects of
environmental protection

Session 4: Economic aspects of environmental protection

Session 5: Legal aspects of environmental protection

Session 6: Ecological system projecting (informatics and computer applications in
the field of integrated protection)

Session 7: Sustainable development of urban and suburban settlements-ecological
aspects.

Conference participants have commended the scientific and organizational levels
of the conferences. Conference evaluations have indicated that some aspects are
missing in the conference program. In addition, since a team of conference organizers
was completed, each even year between the conferences started to be viewed as an
unnecessary lag in activity.

Eco-Conference® on Safe Food

With the above deliberations in mind, a decision was made that the Ecological
Movement of the City of Novi Sad should embark on another project — the organization
of Eco-Conferences® on Safe Food. These Conferences were planned to take place in
each even year. Preparations for the first Eco-Conferences® on safe food started after
the successful completion of the Eco-Conference® '99.

So far four Eco-Conferences® have been held (in 2000, 2002, 2004, 2006, 2008,
2010, 2012 and 2014.) focusing this general theme.



Theme of the Eco-Conference®

By organizing the Eco-Conference® on Safe Food, the organizer wishes to cover all
factors that affect the quality of human living. Exchange of opinions and practical
experiences should help in identifying and resolving the various problems associated
with the production of safe food.

Since 2007 Eco-Conference gained patronship from UNESCO and became purely
scientific Conference.

Objectives of the Eco-Conference®

— To acquaint participants with current problems in the production of safe food.

— To make realistic assessments of the causes of ecological imbalance in the
conventional agricultural production and the impact of various pollution sources on
the current agricultural production.

— Based on an exchange of opinions and available research data, to make long term
strategic programs of developing an industrialized, controlled, integral, alternative and
sustainable agriculture capable of supplying sufficient quantities of quality food, free
of negative side effects on human health and the environment.

Basic Topics of the Eco-Conference®

Basic topics should cover all relevant aspects of the production of safe food.

When defining the basic topics, the intention was itemize the segments of the
production of safe food as well as the related factors that may affect or that already have
already been identified as detrimental for food safety and quality. The topics include
ecological factors of safe food production, correct choice of seed (genetic) material,
status and preparation of soil as the basic substrate for the production of food and feed,
use of fertilizers and pesticides in integrated plant protection, use of biologicals, food
processing technology, economic aspects, marketing and packaging of safe food.

To paraphrase, the envisaged topics cover the production of safe food on the whole,
individual aspects of the production and their mutual relations, and impact on food
quality and safety.

Sessions of the Eco-Conference®

1. Climate and production of safe food.

2. Soil and water as the basis of agricultural production.

3. Genetics, genetic resources, breeding and genetic engineering in the function
of producing safe food.

4. Fertilizers and fertilization practice in the function of producing safe food.

5. Integrated pest management and use of biologicals.
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6. Agricultural production in view of sustainable development
7. Production of field and vegetable crops.
8. Production of fruits and grapes.
9. Lifestock husbandry form the aspect of safe food production.
10. Processing of agricultural products in the framework of safe food production.
11. Economic aspects and marketing as segments of the production of safe food.
12. Food storage, transportation and packaging.
13. Nutritional food value and quality nutrition.
14. Legal aspects of protecting brand names of safe food.
15. Ecological models and software in production of safe food.

Attempts will be made to make the above conference program permanent. In this
way will the conference become recognizable in form, topics and quality, which should
help it find its place among similar conferences on organized elsewhere in the world.

By alternately organizing conferences on environmental protection of urban and
suburban areas in odd years and conferences on safe food in even years, the Ecological

Movement of the City of Novi Sad is completing its contribution to a higher quality
of living of the population. Already in the 19th century, Novi Sad was a regional center
of social progress and broad-mindedness. Today, owing first of all to its being a
university center, Novi Sad is in the vanguard of ecological thought in this part of
Europe.

It is our duty to work on the furtherance of the ecological programs of action and,
by doing so, to make our contribution to the protection of the natural environment and
spiritual heritage with the ultimate goal of helping the population attain e higher level
of consciousness and a higher quality of living.

Director of the Ecological

Movement of Novi Sad
Nikola Aleksic
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FOREWORD

Ecological Movement of Novi Sad continuously for twenty-six times is succes-
sfully organizing international scientific Eco-conference. Every odd year a conference
devoted to the ecological problems of cities and suburbs is organized and even years
a conference devoted to safe food is organized. This year the program of the conference
represent various aspects of safe food production. Population nutrition and in this
regard, correctness and biological value of food represents not only local but also a
global problem, which is why this problem attaches great importance worldwide.
Population nutrition is a multilayered problem of population and includes quantitative
and qualitative indicators which have a great impact on the health and prosperity of the
human population, but also represent the social, political, economic, and environmental
problem.

It is estimated that in the world, every ninth inhabitant is starving or about 800
million, of which 98% in developing countries, 500 million in Asia and the Pacific
region and 23 million in Africa. The reasons for insufficient amounts of food on a
global scale are numerous: local and regional wars for which it is not possible to cul-
tivate the land, the production of fuels from vegetable products, increasing production
and thus consumption of meat, which requires a greater quantity of plant products,
food price growth and reproduction materials for which farmers are not able to establish
manufacturing.

In addition, there is lack of agro-technical knowledge, corruption, inefficient use
of natural resources, environmental pollution, global climate change and others. It is
believed to be due to climate change by 2030.

Yields of cultivated species reduced by approximately 30%, while, at the same
time, there will be a reduction in arable land per capita, which in 1970, amounted to
3205 in 1990, to 2372, and in 2050, it will be reduced to 1500 m?. At the same time it
is estimated that the Earth's globe in 2050 to live more than ten billion people. An
interesting fact is claiming that 30,000 edible plant species in the world, only four
species: rice, wheat, maize and potatoes provide 60% of energy needs in nutrition.

Using large edible plant species on a large scale would contribute to partially
solving the problem of hunger, and probably better quality food. There is also an
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opinion that in the world, enough food is produced and that will be in the future be able
to provide increased needs. The problem is the global distribution of agricultural
products, their price and the huge losses that arise in the course of their processing,
storage and transport. This among other things is confirmed by the fact that especially
in developed countries, but not only there, the problem of obesity seems a growing
health problem.

It stems not only from the relatively low prices of food and in this regard the entry
of excessive amounts of calories, but also from an inadequate diet, intake of foods rich
in carbohydrates and fats.

Based on the above, one can reasonably ask how it fits the concept of safe food and
organic agricultural production to overcome its lack of quantity, especially in eco-
nomically underdeveloped countries, but also in other parts of the world. It would be
wrong to reduce the problem of hunger only in economically undeveloped countries,
it exists, and in countries in transition and prosperity, it is true to a lesser extent. Due
to the lack of application of chemicals (fertilizers, pesticides, etc.) still yields compared
to conventional production to organic production is the lower about 20%, a price on
that technology manufactured goods is also increased by about the same percentage.

Organic production is encouraged from the state budget funds, which means that
the poorer classes of the population is co-funding the consumption of organic food to
the upper classes of citizenship that such foods can buy. Additionally, organic food
production deserves attention for several reasons. Consumption of organic food con-
tributes to the health of the population, increasing environmental awareness not only
among food producers but also among consumers, it provides effective management
in smaller areas, as well as the export of such manufactured food for which there is a
significant demand in the world market.

Problem of safe food is very complicated, so the program and this year's conference
is designed so that it covers all aspects of this issue: climate, soil, genetics, fertilizers,
integrated crop protection, sustainable development of agriculture, food safety, pro-
duction of fruit and grapes, livestock production, food processing, storage, transport
and packaging, nutritional value, legal aspects and environmental models and software
in the production of safe food.

Ecological Movement of Novi Sad and the co-organizers hope that the conference
will contribute to better understanding and addressing specific environmental issues
regarding the production of healthy full-value food and thanks to everyone who contri-
buted to the organization and holding together with the message what attitude we
should have toward nature, since natural resources are borrowed from future gene-
rations.

Prof. Dr. Miroslav Malesevi¢
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CHALLENGES AND SOLUTIONS
FOR AGRICULTURAL PRODUCTION
IN THE UPCOMING ERA

Abstract

The aim of this work was to provide an overview of the current and upcoming challenges
of the overall agricultural and especially animal production from a global perspective and in the
Balkan region with an analysis of possible solutions.

Accordingly, to the forecasts, the agricultural sector, and especially the sector of animal
production will be challenged with many issues in the upcoming period (climate change, increase
in human population, a deficit of natural resources and energy, higher environmental protection
demands, increased consumer standards). Furthermore, in the Balkan region, besides this, there
is a number of more elementary problems (bad politics, low transfer of knowledge in practice,
underutilization of available resources).

However, there is a solution for every problem and it is up to the scientific sector to ensure
the application of new technologies and knowledge in order to enable the sustainability of the
food supply of the human population in the Balkan region.

Key words: agriculture, animal production, climate change and resources,
precision technologies, insect farming, artificial mea
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INTRODUCTION

According to US Census Bureau (2016; figure 1), the global human population, by
the year 2050, will increase to over 9 billion people. FAO (2011) emphasised that the
population growth will result in an increase in food consumption by 50-60% compared
to the present consumption. Also, it is expected that the global population will become
wealthier indicating that will prefer to select animal products (meat, milk and eggs)
resulting in a significant increase in the number of domestic land animals (Picture 1).
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Figure 1. Expected population Picture 1. Expected increase
growth (US Census Bureau, 2016) of land animals (FAO, 2011)

According to the UN (2022), the world population could peak at nearly 11 billion
(or higher (Consensus for Action, 2013) around the year 2100. Expected growth has
been the consequence of the increase in surviving rate to reproductive age, significant
changes in fertility rates, growing urbanization and migrations worldwide.
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On the other hand, considering the constant trends in the reduction of the birth rate
in developed countries and the significant decline in number of births in China in 2021
(only 10.6 million children were born, which is 7.52 births per 1000 inhabitants, which
is the lowest number of births since the year 1949 (Chinese National Bureau of
Statistics), it is realistic to expect different scenarios from the extreme increase in the
number of inhabitants in the world.

Regardless of the scenario of the world's human population, the basic need of all
inhabitants is food, therefore the agricultural sector as a producer remains one of the
primary and most important activities in ensuring the survival of the human population.

THE CHALLENGES OF AGRICULTURAL PRODUCTION
AND RESOURCES

Agricultural production worldwide in the future period will have to manage a
number of significant challenges: fast population growth, growing demand for energy,
lack of resources, accelerated urbanisation, changes in diet, ageing inhabitants in rural
areas in developed countries, increased competition in the global markets, deficiency
of access to funds in developing countries, and changes in climate (EPRS, 2016).

How will agricultural production in the European Union be impacted by changes
in climate conditions? Accordingly, to European Commission, DG AGRI (2016) the
change in rainfall will represent a severe problem in many European regions. Further-
more, increasing temperatures, variability and seasonality as well as increasing fre-
quency of extreme events, heatwaves, droughts, storms and floods across the European
Union are some of the anticipated changes (Picture 2 and Picture 4).
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Picture 2. Predicted impact of changes in climate on European Union
(EC, DG AGRI, 2016)
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Furthermore, IPCC (2007) stated that changes in climate will affect agricultural
production and especially animal production worldwide. In support of the stated,
Battisti and Naylor (2009) predicted that by the year 2050, most of the world will be
exposed to median temperatures during the summer period that will be higher than the
highest registered temperatures. While, Reiczigel et al. (2009) in Hungary, as well as
Dunn et al. (2014) in United Kingdom indicated an increase in heat stress days per
year resulting in serious problems in the animal production sector. Furthermore,
Popovi¢ et al. (2013, 2022) pointed out that the production of oil flax and buckwheat
will also face difficulties in terms of forecasted changes in climate and temperature
rising.

Also, the natural resources required to enable global food and agricultural pro-
duction are limited and will not grow. Therefore, the required increase in agricultural
production has to be managed in the terms of the growing deficiency of natural
resources: agricultural land, water, nutrients, and people knowing what to do and how
to produce efficiently and environmentally sustainable (Picture 3).

Picture 3. Availability of natural resources in terms of changing
climate conditions (CPA Canada, 2022)

Furthermore, to minimize the consequence of global food and agricultural pro-
duction on the environment, waste and greenhouse gasses (GHG) emissions must be
reduced. The latest results (IPCC, 2018) highlighted that a number of climate change
effects could be avoided in the case of limiting global warming to 1.5°C compared to
2°C, for example, lower global sea level rise. The limitation of global warming could
give people and ecosystems more time to adjust and remain below appropriate risk
thresholds. Finally, limiting global warming to 1.5°C demands immediate, far-reaching
and outstanding changes in all aspects of civilisation.

What about Balkan region? The perspectives? The analysis of the general situation
in the Balkan region, indicates accelerated inflation of all valuables, energy, commo-
dities and services, as well as, what is extremely dangerous for society, inflation of
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general social values. Those trends are partially caused by the COVID-19 pandemic
and associated speculation on world markets and inflation as well as the transition
from a communist regime to some sort of so-called capitalism. Results of that changes
are losing confidence in state institutions, pronounced pessimism in the population
and a remarkably prominent trend of depopulation of the working-age population. Such
a deeply corrupt society and an environment of insecurity and loss of confidence in
knowledge and skills have resulted in an apparent economic decline of the region,
which is particularly pronounced in the field of agricultural production resulting in an
extreme decrease in production which currently amounts to about 30% self-sufficiency.
Furthermore, a common characteristic of the Balkan region is the loss of interest in
higher education related to agricultural sciences and the rapid decline in the number of
students at related faculties, as well as the loss of interest in agricultural production and
the progress and modernization of the food production sector.

Picture 4. Drought in Europe. Shipping threatened in Germany
as Rhine water levels continue to drop (Euronews, 11/08/2022)

Also, the agricultural sector, is burdened with a number of soluble problems, like
inadequate policies, irrational utilization of resources, lack of application of knowledge
in the field, insufficient transfer of knowledge from higher education institutions to
practice, low level of education of producers, and generally neglected branch with
extremely high potential for progress. So, Balkan does have resources, land, water,
and people, but...

WHAT ARE THE SOLUTIONS?

In the scenario of significant growth of the human population, in order to prevent
global food insecurity, the sustainable intensification of the total agricultural and
animal production sector needs to be enabled in the following conditions: increased
demand for animal products decreased necessary resources (agricultural land, water),
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and various tools and production methods that could be applied. In these conditions,
intensification of animal production implies an increase in animal density and a
decrease in the stockperson per animal ratio. In the scenario of increasing herd size and
decreasing availability of employees on the farm, precision animal production techno-
logies impose as the optimal solution.

Precision animal farming technologies imply the usage of diverse sensors/de-
tectors and managing of big data in order to deliver simple information regarding
animal health status, production on a daily, monthly or some other basis, and welfare.
The information concerning the production, reproduction and welfare could be avai-
lable at the individual and herd levels.

That information enables a farmer to optimize the farm management and accor-
dingly realize an efficient and sustainable production.

Information

Picture 5. loT sensors for smart livestock management
(Iwasaki et al., 2019)

Precision animal farming is not a new science (for instance, test-day records as a
managing tool were used for a few decades) but the applicability and availability of
precision animal farming techniques have been significantly improved due to the
accelerated development of computer science and the availability of inexpensive
sensors developed for the video gaming industry.

How does it work? Remote sensors such as cameras, microphones, thermometers
and accelerometers monitor or capture information such as images, sound, heat or
motion from groups or individual animals. The data from the sensors could be stored
in external drives or sent directly to a processing node and then processed by algo-
rithms. An algorithm represents a formula or step-by-step set of operations that are
used to solve a specific problem or some class of problems. For instance, the feature
variable percentage of time pigs are lying down is used to determine the biological
outcome of “lameness”, or the number of coughs is used to detect the biological
outcome of “respiratory disease”.
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By applying precision agriculture technologies, we are able to facilitate our busi-
ness and increase the profitability of our farm business. The choice and applicability
of precision technology systems largely depend on the characteristics of each farm and
the management method of each farmer. Therefore, the decision to apply is the
individual decision of each farmer. New technologies are available and new systems
are emerging on the market every days, it is up to us to select, apply and put them into
operation in order to optimize our business.

Research, development and innovation have made the agricultural sector in Europe
competitive and effective in producing enough quantity of quality food for the citizens
of Europe. Application of new technologies and new knowledge, and by improvement
of our production system on daily basis, we can be economically and environmentally
sustainable.

But, there are some rumours that animal production pollutes! According to the
Greenpeace analysis (2020), farm animals and the fed production in Europe are pro-
ducing more greenhouse gases every year than all of the bloc’s cars and vans jointly.
Nevertheless, the information and relevance of the information depend on the source
of the information and the intention to place the same information. How much animal
production really contributes to the total anthropogenic emission of greenhouse gases
needs to be adequately scientifically assessed (which has not yet been carried out).
However, the fact is that different lobbies (vegans, artificial/cultured meat, insects...)
promote their ideas very strongly in terms of marketing.

Cultured Meat — Meat without Harming a Single Animal

‘Cultured meat, produced in bioreactors without the slaughter of an animal, has
been approved for sale by a regulatory authority for the first time. The development has
been hailed as a landmark moment across the meat industry’ (Guardian, 2020).
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Picture 6. The production of cultured meat
(Cultured meat, 2022)

Cultured meat could be represented as an early-stage technology with some pos-
sible benefits and challenges, so... There are lots of unanswered questions regarding the
cultivated meat, the question of impact on human health, impact on the environment,
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the emission of greenhouse gasses, water consumption, footprint ... The information
placed in the media that artificial/cultivated meat will save the planet from GHG
emissions is not scientifically proven, and there are no scientific estimates of the extent
to which meat production will contribute to the reduction of GHG, and how it will
affect the human health and welfare? The only estimates currently available are
regarding the financial turnover in the artificial meat market in the amount of 140
billion euros in the next few years. So, potentially good business for investors and not
so good for consumers.

Vegan diet

A vegan diet implies a plant-based diet and avoiding all foods that come from
animals. There are some opinions that ‘if farm animals stopped landing on everyone s
plates 14.5% of all human-related emissions would be offset’ ECOPEANUT (2021).
However, there are potentially several obstacles to the transition of the human
population to a vegan diet, for example, the lack of resources for the production of
sufficient food of plant origin for the entire human population and the impossibility of
using certain plant species that ruminants process very efficiently into high-value
products for human nutrition (Picture 7). Furthermore, there are conflicting opinions
and evidence regarding the impact of a vegan diet on human health. Finally, the
extinction of domestic animals will result in catastrophic long-term consequences on
the pedological quality and structure of agricultural land that would directly endanger
existing plant production.

FOOD CHAINS AND FOOD WEBS
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Picture 7. The basics — food chain (Gloster EDU, 2019)

human being

Insect farming

Insect farming represents a rapidly growing industry, with a large number of farms
worldwide rearing insects. Farmed insects, or “mini-livestock,” imply the rearing of
insects such as crickets and mealworms as food or feed for animals. Reverberi (2020)
stated that eating collected insects was a common practice in many countries for
hundreds of years (edible insects represent traditional foods in over 100 countries of
Asia, Africa, and South America) while farming and processing insects into a food
ingredient represent a new developing industry. Small companies in North America
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and Europe are processing cricket (and mealworm) powder into packaged food (energy
bars, pasta, and chips). There are some opinions that insect agriculture implies lower
greenhouse emissions, and therefore lower environmental impact compared to animal
farming. Furthermore, farming insects that is the production of insects’ protein requires
less resources than the production of animal protein (XiaoZhi Lim (2022), Picture 8).
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Picture 8. Comparation of various food sources (XiaoZhi Lim, 2022)

CONCLUSION

Forecasts indicate that the agricultural sector, and especially the sector of animal
production will be faced up with a number of obstacles in the future period. One of the
most pronounced challenges is unquestionable changes in climate in the direction of
worsening conditions for agricultural production. Then there is a need for a significant
increase in the amount of produced food and feed caused by the expected rapid incline
in the human population that is supposed to be realised in terms of natural resources
and energy decline. Furthermore, agricultural production must ensure a high level of
environmental protection and meet increasingly high consumer standards. So how do
you bring seemingly contradictory settings together? There are different solutions,
from alternative ways of producing the necessary proteins for the nutrition of the
human population to smart solutions (precision agriculture) that will enable the
satisfaction of all modern challenges and sustainable food production. However, the
problems of agricultural production on a global level and on a local level, for example
in the Balkan region, are somewhat different. Apart from the already mentioned
challenges, the Balkan region is also burdened by more elementary problems such as
bad policies, unorganized production systems, negligible transfer of knowledge into
production, and general despondency of the population and loss of faith in the
possibility of improvement. However, it is up to the scientific sector to reverse the
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trends and establish modern efficient and sustainable agricultural production and ensure
the application of new technologies and knowledge in order to enable the sustainability
of the food supply of the human population in the Balkan region.
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FOOD CONTROL SYSTEMS AND PROTECTION
OF HUMAN HEALTH

Abstract

Providing a sufficient amount of safe food with defined desirable quality parameters is an
imperative for every producer, but also an unmatched demand of a modern consumer. Globa-
lization of the food market, development and introduction of novel foods and new production
processes, ever more present centralized method of preparing and distributing food, growing
demand for minimally processed food with increasing use of ready to eat food, as well as the
creation of ever longer and more complex food chains, have contributed to a significant increase
of risk level in the area of its safety. The issue of food spoilage and its safety is an indispensable
part of all national structures’ activities involved in public health care, which, in recent decades
has gained a new integrated approach, known as ,,One Health”.

Key words: food spoilage, foodborne diseases, food control, ,,One Health”

INTRODUCTION

Given that modern food trade and transport have an international character, food
safety is a common issue and subject of attention of both developed and developing
countries (Veskovi¢ Moracanin et al., 2015). In order to respond to the challenge, the
governments of many countries have established new institutions, standards and
methods for regulating food safety and increased investments in systems for controlling
potential hazards. The very fact that withdrawal of a product from the market can lead
to serious financial losses, damage to manufacturer’s reputation, as well as to the
occurrence of foodborne illness, and in the worst case, even fatal outcomes, contributed
to the issue of food safety being at the forefront of national policies today.

The principles ,,from field to table” (Italy), ,,from farm to fork” (England) or ,,from
producer to consumer” (Germany) are synonyms on which the new integrated food
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safety system is based in the European Union, as well as in our country (Veskovi¢
Moracanin et al., 2015; Veskovi¢ and Duki¢, 2018). The principle suggests that food
safety begins, before all, at the level of primary production, i.e. production on the
agricultural land and in the barn, and ends with the consumption of food by the final
consumer. This system establishes the responsibility of all participants in the integrated
food chain, starting with production, processing, and ending with food transport and
distribution (Veskovi¢-Moracanin et al., 2014). In addition to the defined and shared
responsibility, other actual challenges are directed towards the need to: i) reduce eco-
nomic losses caused by food spoilage, ii) lower the cost of the food production process,
iii) reduce the possibility of transmitting pathogenic microorganisms, as well as iv)
meet the growing needs of consumers for ready-to-use food, which has a fresh taste,
high nutritional and vitamin value, and which, in addition, is minimally processed and
treated with preservers (Veskovi¢-Moracanin et al., 2015; Veskovi¢ and Puki¢, 2018).

Apart from the above requirements, according to FAO projections, in decades to
come, agricultural and food production will have to increase by at least 70% in order
to be able to keep up with the expected growth of the world's population. At the same
time, it is completely realistic to expect that the aforementioned necessary increase in
production will open up new challenges in the area of food quality and safety, as well
as human health (WHO, 2022). The issue of food spoilage and its safety is an indi-
spensable part of all national structures’ activities involved in public health care, which,
in recent decades has gained a new integrated approach, known as ,,One Health”.

FOOD SPOILAGE

In the 21% century, food spoilage with its consequent loss is of great importance.
In addition to direct material damage, a significant loss is also reflected in lost work,
used water, energy, land, as well as other resources that enter the food production chain
(Lipinski et al., 2013).

Food spoilage is a natural, metabolic process that leads to sensory changes in the
texture, smell, taste, or appearance of food that becomes undesirable or unacceptable
for human consumption. (Doyle, 2007; Nychas and Panagou, 2011). Irrespective of
its origin (vegetable or animal), due to its composition (moisture, proteins, lipids,
carbohydrates and other organic and mineral substances) food represents an ideal
environment for the development of unwanted microbiological, chemical and physical
processes that lead to the emergence of unpleasant sensor changes, i.e. spoilage. The
nutritional value of the food does not change during the mentioned process, while the
sensory properties (color, smell, texture and edibility) become changed, and the food
itself is unusable for human consumption (Rahman, 2007). Although microorganisms
are the most common carriers of the food spoilage process, this process does not always
lead to illness in consumers, given that pathogenic microorganisms or their toxins do
not have to be present in spoiled food. However, the resulting changes in sensory
properties mean that this type of food cannot be used further in human diet.

Explaining the processes of food spoilage, certain ecologists believe that the created
harmful metabolic products, primarily, characteristic unpleasant smells, represent a
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protective mechanism of microorganisms — the cause of spoilage, which in this way
keep the necessary nutrients for themselves, while other potential users of the same
food, e.g. large animals, including humans, are repulsed (Burkepile et al., 2006).

Food spoilage is a major concern of the entire world population, with developing
parts of the world particularly affected. At the same time, the research results indicate
that there is a global lack of information about this problem, especially in the part of
quantifying food loss in relation to the etiology of the cause, as well as the extent of
economic damage that accompanies such loss (FAO, 2011). In parallel with these
unfamiliarities, there are no adequate assumptions about the potential costs that could
be spent on activities aimed at reducing or preventing food loss due to food spoilage.
On the other hand, expert predictions suggest that food production should be signifi-
cantly increased in order to meet global demand in the future (Fonnesbech et al., 2005).
Due to all of the above, the issue of food spoilage is of great international importance,
both from the aspect of efforts to suppress and reduce hunger in the world, improve its
safety during the intended period of use, and from the economic aspect, due to the
damage caused by food losses.

It sounds paradoxical but the data of the United Nations Department of Economic
and Social Affairs (DESA) indicate that the food sector at the beginning of the XXI
century has produced enough food for the needs of the entire human population. On
the other hand, it is estimated that more than 690 million people in the world are still
hungry. In addition to the different economic development of the countries, the afore-
mentioned situation is conditioned by the fact that a third of the produced food is
unused due to its spoilage or some other reason (Gustavsson et al., 2011). Research has
shown that in developing countries, due to the lack of modern processing and preser-
vation technologies, as well as adequate storage methods, much more food is lost
during the production/processing phase and immediately afterwards. In contrast, in
industrialized countries one-third of food spoilage and write-offs occur at the retail or
consumer level (FAO, 2011). The highest percentage of food loss was found in root
vegetables (40-50%), fruits and vegetables (35%), fish and seafood (30%), cereals
(20%), meat, oilseeds and dairy products (20%) (FAO, 2019).

The worrying data is that in the countries with medium and high incomes, food is
to a large extent wasted, even if it is still suitable for human consumption, but also due
to its increased production in relation to the actual needs of end users.

Regardless of the level of economic development and maturity of the system in the
country, it is necessary to strive to reduce food losses to a minimum. Considering the
importance of this problem, many countries in the EU have, as part of their national
policies in the area of food production, and an important part of their strategies, raised
the issue of reducing food loss and wastage, asking that legally binding activities that
will contribute to this reduction be established within the legislation (UNEP, 2021).
However, in most countries, legislation is designed in such a way that food safety is
treated separately from the issue of food spoilage. Despite such a prevailing approach,
from the microbiological-economic point of view, the mentioned areas cannot be sepa-
rated or considered individually. The occurrence of diseases with accompanying health
problems, as well as economic losses due to foodborne diseases, are directly related and
complementary to economic losses due to food spoilage (Di Renzo et al., 2015).
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THE MOST COMMON FOOD BORNE DISEASES

Food safety issue is receiving ever-increasing attention worldwide since high corre-
lation has been found between consumer diet and health. As much as the essential need
for food is, so is safe food consumption a basic human right. Food safety is a global
issue with significant implications on human health. World Health Organization
(WHO) has been warning that at least two billions of people worldwide get sick from
eating unsafe food. Unsafe food contains dangerous agents or contaminants, which
can lead to the appearance of diseases in people, or to the creation of an increased risk
of developing chronic diseases. Such contaminants can reach food in many different
ways during processing, and they can also be found in it due to poor or inadequate
production and hygiene conditions. The most common danger for the creation of unsafe
food is the presence of various pathogenic microorganisms, parasites, mycotoxins,
residues of veterinary drugs and pesticides (Veskovic¢ et al., 2011).

Experience so far has shown that food safety is a common problem and subject of
attention, both in developed and developing countries. Research indicates that the most
common risks to food safety, and thus directly to human health risks, are greater in
developing countries than in developed countries (Gizaw, 2019). However, highly
developed countries, such as Japan, the US, etc., have also experienced incidents where
hundreds and thousands got sick or died (Fung et al., 2018). Based on a comprehensive
overview, it can be said that the level of risk varies depending on the sanitary condition
of the soil (Puki¢ et al., 2008, 2011), climatic conditions (Veskovi¢ and Puki¢, 2018),
the way people eat, the level of their social status, that is, the height of the state public
revenue and established infrastructure.

The constant need for a larger amount of food due to the increase in the population,
the increase in the volume of its production, the establishment of complex transport and
supply chain with trade globalization, as well as the existence of an inevitable demand
for a lower price and increased competitiveness, contributed to an increased number
of incidents in the area of disease occurrence that are directly related to food. Also, the
uncontrolled and frequent application of agrochemicals in primary agricultural pro-
duction, along with the appearance of an increasing number of new pathogens with
changes in their virulence, further increases the risk of disease. The emergence of
antibiotic resistance of microorganisms, which is consequently followed by an intense
increase in the number of multiresistant species, is also very worrying. At the root of
this problem is, of course, the uncontrolled and inadequate use of antimicrobial agents
in animals, with the consequent incalculable harmful effect on this issue.

Foodborne diseases today are public as well as the main problem in the whole
world. The WHO defines them as "diseases of an infectious or toxic nature that are or
suspected to be food and waterborne". There are various agents like bacteria, viruses,
and parasites causing foodborne diseases, among which, the bacterial agents are more
prevalent. According to estimations of the Centers for Disease Control and Prevention
(CDC, 2021), of more than 250 different food-borne diseases registered in total, over
48 million people get sick from a foodborne illness every year, 128.000 are hospi-
talized, and 3.000 die. The most severe cases of the disease occur in infants, small
children, the elderly, immune-compromised (such as those with HIV/AIDS, cancer,
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diabetes, kidney disease, and transplant patients), but also in healthy people who are
exposed to high doses of the causative germs. The largest number of causative agents
of these diseases are bacteria (about 66%), while other causative agents are viruses,
parasites, natural and synthesized chemical substances, as well as microorganism
toxins, among which, in addition to bacterial toxins, mold toxins are particularly impor-
tant (Skrinjar et al., 2013).

The gate of infection for foodborne pathogens and their toxins is gastrointestinal
tract where preliminary symptoms are most commonly registered. Nausea, vomiting,
abdomen cramps and diarrhoea are frequent symptoms of the diseases.

Foodborne diseases significantly burden the world economy on an annual basis.
The estimated costs of registered incidents in the US economy ten years ago, and which
refer only for the purposes of notifying consumers, withdrawing food from market
circulation and compensating damaged users in lawsuits, were approximately 7 billion
dollars per year (Hussain and Dawson, 2013). According to the reports of U.S. Depart-
ment of Agriculture Economic Research Service (USDA ERS, 2018) the total econo-
mic burden was about $17.6 billion, an increase of about $2 billion, or 13 percent, over
the 2013 ERS estimate of $15.5 billion.

Table 1. The most common animal products and foodborne bacteria
causing disease in humans

Type of product Foodborne bacteria Disease symptoms
Fresh and thermally Campylobacter jejuni, Abdominal pain, nausea,
underprocessed meat and Escherichia coli, vomiting, diarrhoea
meat products Salmonella spp.
Listeria monocytogenes
Fresh milk and L. monocytogenes, Abdominal pain, nausea,
dairy products Salmonella, Shigella, vomiting, diarrhoea,
Staphylococcus aureus, increased temperature
Campylobacter jejuni
Fresh eggs and thermally | Salmonella Enteritidis Abdominal pain, nausea,
underprocessed egg vomiting, diarrhoea,
products increased temperature

The 2018 World Bank report indicates that the total productivity loss associated
with foodborne diseases in low- and middle-income countries is estimated at $95.2
billion per year, while the annual cost of treating illness caused by contaminated food
is estimated at $15.6 billion dollars (World Bank, 2019). Therefore it can be said for
sure that foodborne diseases represent a significant problem for individuals, commu-
nities and the entire food industry (Fung et al., 2018). Epidemiologic data worldwide
have shown that food of animal origin is in 50 —90% cases involved in etiology of
foodborne disease. According to the European Food Safety Authority (EFSA, 2014)
data, eggs and egg products are considered one of the most important vectors of
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foodborne outbreak (22.8%), while meat and meat products account for 20.2%, seafood
13.8%, and cheese for 5.4%. Today, several thousands of different products of animal
origin can be found on the global food market. Analyses have shown that fresh, ther-
mally unprocessed food is a very suitable environment for growth and propagation of
foodborne pathogens, which classifies it in the high-risk foodborne disease (Table 1).

It is considered that Salmonella spp., excluding S. typhi, and Campylobacter spp.
are major causes of foodborne diseases in the US, England and Australia (Scallan et
al., 2011). Today, the most common is norovirus with an estimated 15 million cases,
followed by Campylobacter spp., which is responsible for almost 5 million cases.
When it comes to meat chain, classical zoonoses, such as tuberculosis, cysticercosis,
trichinellosis or anthrax infection became much less important (Bunci¢ et al., 2019),
while causative agents like Campylobacter, Salmonella, Shiga toxin-producing Esche-
richia coli (STEC), Listeria monocytogenes and Yersinia enterocolitica, mostly excre-
ted by asymptomatic animals or coming from the surrounding environment, became
predominant (Nastasijevic et al., 2020).

In 2018, 26 EU member states reported a total of 5.146 outbreaks caused by food-
borne pathogens and 48 outbreaks caused by waterborne pathogens. 4.588 ill was
hospitalized, while the number of deaths was 40. Campylobacteriosis was the most
commonly reported zoonosis. Apart from Campylobacter, causative agents of these
outbreaks were Salmonella, norovirus, bacterial toxins other than Clostridium botuli-
num and Campylobacter (EFSA, 2019). WHO (2019) reports that 70%, of the total of
approximately 1.5 billion registered diarrhoeas was caused by biologically contamina-
ted food, whereby these poisoning, primarily in undeveloped countries, were respon-
sible for deaths of approximately 3 million children. Morbidity caused by food poiso-
ning in Europe is second right behind respiratory diseases, with estimated 50.000—
300.000 cases of acute gastroenteritis annually per million inhabitants (Luchansky,
1999).

FOOD SAFETY
Food control — historical aspects

The issue of food safety is probably as old as the human race itself. The first
elements are contained in the intuitive recognition and subsequent avoidance of foods
that are naturally toxic and harmful to consume. As human patterns of living, eating,
habits and food characteristics changed, the issue of food safety took the form of
formalization, and later the framework of legislation. In the beginning, there was, as
in laws of ancient Israel, some advice on foods to avoid, ways of preparing them, as
well as the importance of food hygiene during consumption. In the third book of Moses
(the book of Leviticus), from 2000 BC, it is said that Moses introduced laws to protect
his people from food-related diseases, which included mandatory washing of clothes
and bathing after animal sacrifices. It is also stated that the Chinese, Greeks and Ro-
mans had similar thoughts (Mossel et al., 1995), and that the Egyptians stored and
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marked their food thousands of years ago. In 375 BC, the Indian teacher, philosopher
and economist, Chanakya, mentioned the issue of food adulteration in his book
,,Arthashastra”.

Observed throughout history, the concern for food quality and safety increased and
over time took its regulatory form. The early period of legislation was, first of all,
based on the need to prevent the possibility of food adulteration, as well as the need
for food to be accurately described. The first English law on food from 1202 (the Assize
of Bread, proclaimed by King John of England) referred to the ban on the use of ground
peas or beans during the production of bread, which is equivalent to nowadays bans on
food adulteration. Also, in 1266, the UK parliament prohibited unsafe food. The term
,unwholesomeness” was introduced as official terminology in public life and
legislation. Four centuries later, in 1646, the American colonists passed a similar regu-
lation on the origin of bread, and a century and a half later (in 1785) they passed the
Massachusetts Act against Selling Unwholesome Provisions, which can be considered
America's first food safety law. The aforementioned law aimed to prevent the sale of
adulterated food in Canada and the USA, primarily tea, coffee, milk, etc., given that
the turnover of these goods at that time was extremely high (up to 50% of the total
amount) (Mahmoud, 2020).

Since then, and up to the present day, many key milestones have occurred in the
field of food safety. The most important can be considered: the formation of the US
Department of Agriculture (USDA) in 1862; the establishment of the Food and Drug
Administration (FDA) in 1906, which in the same year adopted the first American
laws dealing with food safety in public supply procedures — the Pure Food and Drug
Act and the Federal Meat Inspection Act. The first law prescribed norms that prevented
the production, transportation and sale of adulterated food and drugs, while the second
(the Federal Meat Inspection Act) regulated the trade of meat and meat products,
providing that animals must be slaughtered, as well as that meat processing must take
place in sanitary conditions (Johnson, 2016). The 19th and 20th centuries are marked
as a period with a high prevalence of food-related diseases (e.g. botulism, tuberculosis,
typhoid fever, etc.). At the same time, the mentioned diseases had the highest incidence
and prevalence, as well as the mortality rate in the whole world. That is why laws on
food safety, as well as accompanying sanitary conditions during its production, have
increasingly been the subject of national legislation. This trend was particularly
pronounced after World War II, when many countries of the world developed food
laws that remained, with certain changes, in effect until two decades ago (Johnson,
2016; Mahmoud, 2020).

Food control — today

In order to be able to respond to the complex challenges that appeared at the end
of the 20th and the beginning of the 21st century, modern food safety control systems
were directed to follow the latest scientific and professional achievements, to work on
the basis of the concept of risk analysis and to be in line with international standards
and the practices recommended by Codex Alimentarius (CXC 1-1969).
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Namely, after the outbreak of an epidemic caused by Escherichia coli O157:H7
(1993) in the USA, it was necessary to thoroughly and critically review the existing
food safety system, as well as to find a faster, more efficient and safer system than the
previous one. Parallel to this incident in Europe, in the United Kingdom, an outbreak
of bovine spongiform encephalopathy (BSE) was recorded, which had great economic
consequences in the world, due to the ban on the import and export of beef. At the
same time, this epidemic has significantly undermined public confidence in food safety
systems in Western Europe. In such an environment, there was an increased interest
in the implementation of the system of the Hazard analysis critical control points
(HACCP) worldwide. Although the basic principles of this system were developed
several decades earlier, intensive work has been done on its implementation in the field
of food production since the nineties of the last century. The aforementioned concept,
based on seven principles, in this area was harmonized with the recommendations of
Codex Alimentarius.

The most significant downside of the former traditional control method, which
anticipated testing of a representative final product at the end of the production process,
was the fact that the results obtained could not provide a high level of warranty
regarding the safety, stability and microbiological quality of the product. There was a
high risk of the unwanted presence of pathogenic microorganisms, because it was
impossible to claim with certainty that the untested part of the finished product does
not contain pathogenic microorganisms, that is, that the entire production line of the
given product is safe for consumption

Many parts of the world, including our country, have HACCP implemented in their
food safety systems today, as a mandatory regulatory requirement. HACCP is regarded
as a systemic approach to ensure safety and as a better method than end-product testing.
This preventive system, which is managed by the food industry today, implies an
objective assessment of all potential hazards (biological, chemical, physical), as well
as the establishment of appropriate control along the food production chain, which
aims to eliminate or reduce the risk of an unsafe product. In other words, at the base
of the system lies a preventive approach, not inspection one (Herrera, 2004). In addition
to risk assessment and adequate risk management, the system involves continuous
record keeping, which proves that the established system is alive and that the stipulated
requirements have been met. In modern conditions of food production, the importance
of applying HACCP is immeasurable, given that unsafe food can lead to serious
financial losses due to the withdrawal of products from the market, damage to the
producer's reputation, but also to the occurrence of foodborne illness, which in some
cases can have a fatal outcome.

To date, the EU has, in its 28 member countries, proactively adopted food laws
that imply the mandatory application of HACCP. The same conditions apply to other
countries (i.e. third countries) intra-trading with EU member states. Besides, EFSA
has been established in Europe since 2002, which is responsible for risk assessment
(EFSA, 2018).

Today's food safety policy of our country is fully based on the EU food safety
policy, and aims to protect the domestic consumer, while, at the same time, creating
conditions for the smooth functioning of the single food market. By implementing the
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national Food Safety Act, as well as other accompanying legal acts, along with the
implementation of the HACCP system, the entire food chain "from farm to table/fork"
is covered in an integrated manner. The implementation of the aforementioned legal
norms enables the achievement of prescribed food hygiene in all stages of production,
guarantees the creation of a safe finished product, takes care of the health and well-
being of animals, plant health and affects the prevention of environmental contami-
nation. Also, established legislation obliges food producers to be ready at all times to
provide adequate evidence of the proper and safe functioning of the system. The
requirements of the standard are identical, both for food produced for the domestic
market (e.g. meat) and for food intended for export from our country.

FOOD SAFETY: A HOLISTIC APPROACH

Regardless of the fact that foodborne diseases are different, that some of them are
zoonotic and some are not, the most effective form of their prevention is the constant
application of the integrated, preventive holistic approach of ,,One Health” (formerly
One Medicine). This approach implies the implementation of systematic surveillance
throughout food production chain, with the mandatory connection of human health
with animal health and environmental health. Mandatory integration and exchange of
information on animal and human health is the key to the effectiveness of any national,
as well as global, health system (FAO-OIE-WHO, 2010). One Health's integrated
approach arose from the need to manage food safety with a high level of certainty, as
well as to properly understand all aspects relevant to the occurrence of risks and
hazards to human, animal and environmental health. By collecting and analyzing all
significant data on human diseases that can be food-related, the health consequences
of the occurrence of potential foodborne diseases, as well as the accompanying eco-
nomic losses in the economy, are reduced at the same time. The application of One
Health in veterinary and public health represents a significant potential for preventing
the occurrence of health incidents, but also an incentive for the development of
"healthy" national economies (Boqvist et al., 2018).

Knowledge of potential sources of disease, ways of transmission of pathogens,
degree of exposure to environmental influences, level of humans-to-animals contact,
as well as the level of direct human-to-human contact, are important factors for defi-
ning disease control strategies. In addition, it is necessary to look at consumer behavior,
the existence of trends in diet and the type of food consumed, the nature of current
economic incentives, as well as trade and politics trends, etc (Zinsstag et al., 2011).

A deep understanding of all socio-economic factors in the food chain, starting with
food producers, regardless of whether they are small farmers or large entities in the
food business, to the consumers themselves, contributes to the adequate selection of
appropriate health protection methods. Also, many experiences from the past, both
positive and those that led to mistakes, should be thoroughly analyzed in order to be
able to serve for the enhancement of future food safety systems. It is obvious that this
approach requires a strong and integrated cross-sectoral cooperation of national
economic and health institutions. In other words, only a coordinated, collaborative,
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multidisciplinary and cross-sectoral approach to solving existing and unknown risks
within the interaction of people - animals - ecosystem, may have sufficient strength and
ability to respond to new and unknown challenges and threats to human health
(Mackenzie et al., 2019).
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CUCTEMMU KOHTPOJIE XPAHE U 3ALITUTA 3IPAB/bA JbYIN

Cazkerak

006e36equT JOBOJBPHY KOMMYHMHY Oe30eaHe XpaHe ca JeHHHCAHUM IOXKEJbHUM Iapa-
METpUMa KBAJIUTETA jé MMIIEPATHB CBAKOT Mpou3Bohjaya, au M HEMPUKOCHOBEH 3aXTEB Ca-
BpPEMEHOT moTpomaya. [ modanu3annja TpKUAIITA XpaHe, pa3Boj U yBoheme ,,HOBe XpaHe”
HOBHX IIPOM3BO/JHUX IIPOIIECa, CBE 3aCTYIEHHjU [IEHTPAIN30BaHN HAYNH IIPATIPEME U TUCTPH-
Oyuuje xpaHe, pactyha norpaxma 3a MUHUMaIIHO IpepalleHoM XpaHoM, y3 cBe Behy yrnorpely
ready to eat XxpaHe (XpaHe CIIPEMHE 33 KOH3yMHPambe), Ka0 U CTBAPAE CBE JY)KHX U CIIOKEHUX
JIaHalla XpaHe, JONPHHENH Cy 3HauajHOM NoBehamky HUBOA PU3HKA Ha II0JbY HeHe 0€30eJHOCTH.
[Mutame KBapewa xpaHe U HbeHE 0e30€JHOCTH HEM30CTaBaH j€ 1€0 aKTHUBHOCTH CBHX HAIHMO-
HAJIHUX CTPYKTYpa YKJbYYEHHUX Yy jaBHO 3IPaBCTBO, KOj€ j€ MOCIeABHX IeIeHHja JOOUIO HOBH
WHTETPUCAaHU MIPUCTYI, IO3HAT Kao ,,jedHO 30pasme”.

Kibyune peun: kgapemwe xpane, 601ecmu Koje ce npenoce XpaHom, KOHMpoid Xpate,
,,Jeono 30pasme
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Abstract

The paper presents results of the analysis of the presence of heavy metals with an assessment
of its potential for the further development of fruit growing in North Montenegro, and in this
specific case at the territory of the River Basin Ljubovidja, which is the hilly-mountainous area
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of the Balkan Peninsula. Sampling and further analysis showed that the dominant type of soil in
this area is District Cambisol. In the second phase, we conducted further research on the presence
of heavy metals in the area of Pavino Polje, in the municipality of Bijelo Polje, Montenegro. The
results of the analysis finally showed that there is no presence of heavy metals in the samples
we collected during the field visit. The studied area is recommended for the establishment of
organic production. It is particularly suitable for the production of fruit growing, vegetables and
fodder is also recommended.

Keywords: Heavy metals, mountainous areas, fruit growing, organic production,
Polimlje, Montenegro, Balkan Peninsula

INTRODUCTION

At the end of the 20" century, significant changes occurred in the world: social,
economic, and political (Zejak et al., 2022). Population explosion, industrialization,
urbanization and exploitation of natural resources are creating problems globally
(Nagpal et al., 2020). The problem of land degradation is more and more one of the
most important issues that should be treated very seriously. Large quantities of different
kinds of elements are discharged into the environment as contaminants each year by
human activities. Heavy metal toxicity and its lack of biodegradability and long-lasting
duration in the environment while entering the food chain are considered to be one the
most serious potential pollutants of the ecosystem (Popovi¢, 2002; Pakzad et al., 2016;
Kastratovic et al., 2016). No or low degraded soil and well-protected lands are today
a special asset of every society. Proper management of this resource is an obligation
and is part of all wise decisions of those who deal with agrarian policies and sustainable
management.

According to the official statistic (MONSTAT), Montenegro is with 0.84 ha per
inhabitant of the total agricultural land. In relation to this criterion, the country is in the
second position in the European continent after Ireland. On the other hand, this country
is poor in fertile land, because many meadows have been turned into pastures, and
pastures into forest land; and finally barren land counts for 23% of the territory. That
is why Montenegrin agriculture is characterizing the so-called rural agriculture, i.e.
production took place just for satisfying farmers' own needs (Fustic and Spalevic, 2003;
Fustic et al., 2005). Land degradation in Montenegro is caused by numerous natural and
anthropogenic factors. The distinctly hilly and mountainous area of Montenegro (94%
with a slope of over 5%), a very dynamic and scattered relief, a developed and dense
network of watercourses, an abundance of precipitation (1000-5000 mm per year) and
other climatic characteristics are factors of crucial importance for provoking of water
and wind erosion. This is contributed by the high share of erodible and non-resistant
soils substrates, the devastation of plant cover and bare land, which make up 23% of
the total territory, the damages are enormous, multiple and incalculable. Another type
of land degradation is conditioned by excess floods that threaten 26,000 ha in flat areas
with varying intensity covering only 5% of Montenegro. Applying soil conservation
measures, these potentially fertile lands should be brought to intensive agriculture
production — culture for more intensive use in agriculture. Technological development
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caused an increase in the use of natural resources by exploitation of mineral raw
materials, industrialization and urbanisation — construction of infrastructure facilities
and settlements, which "consumed" a considerable area, mostly the most fertile land.
With this particular form of degradation through conversion — land use change,
Montenegro has lost 800-1000 ha per year in the last 40-50 years (Fustic, 2005).

In Montenegro, the transition from conventional agriculture to organic production
is increasing. This method of production is well accepted by those who are engaged in
soil conservation. Unlike conventional agriculture, which, due to the application of
pesticides and fertilizers, led to the loss of individual plant and animal species, organic
farming is based on the principles of protection and preservation of plant and animal
species and the environment. Organic production is based on the biological balance of
the system land — plant — animal — human. According to the Codex Alimentarius defi-
nition, it is a "holistic" production system that promotes and strengthens the agro-
ecosystem and health, including biodiversity, biological cycle, and soil. Organic pro-
duction is one of the world's leading trends in agriculture that is continuing to grow.
Organic production of agricultural and other products is based on the application of
organic production methods at all stages of production, aims to reduce the use of
chemicals, and excludes the use of GMOs and products consisting of or derived from
GMOs, as well as the use of ionizing radiation. Organic farming aims to produce safe
food, of high quality, in an environmentally sustainable way, maintaining the genetic
diversity of agro and ecosystem, preserving the environment, maintaining and impro-
ving soil fertility, reducing all forms of pollution, and producing food of high nutri-
tional value, improving health and making a profit (Popovi¢ et al., 2014; 2019; Zejak
et al., 2022; Ikanovi¢ and Popovi¢, 2020). The land we want for the future must be
carefully treated and well protected today.

MATERIALS AND METHODS

Study area. Montenegro is a country with great variability, ranging from sand and
rock coasts (some corresponding to a ria coast), karst plateaus, large (intra-montane)
fields, high mountains holding a (peri) glacial imprint, canyons, and more; all of it
comprised in only 13 812 km? and within an elevation range of 2535 m. It is charac-
terized by a Mediterranean climate, with warm and dry summers and autumns, and
relatively cold winters with heavy snowfall on the continent (Zejak et al., 2022). The
average altitude is 1,086 m; the lowest point: is the Adriatic Sea 0 m; the highest point:
is Prokletije (Zla Kolata, 2534 m a.s.l., Dobra Kolata, 2528 m); Durmitor Kuk
(Bobotov Kuk, 2522 m). According to data provided in the papers of various authors
(Zejak et al, 2022; Spalevic et al., 2019; 2020), the structure of land use in Montenegro
is as follows: agricultural land: 38.2% (estimated in 2018); arable land: 12.9% (esti-
mated in 2018); crops: 1.2% (estimated in 2018); pasture: 24.1% (estimated in 2018);
forest: 40.4% (estimated in 2018); other: 21.4% (estimated 2018). Irrigated land 24
km?2 (2012). The Map of Montenegro with the studied region of River Basin Ljubo-
vidja is presented in Figure 1. North Montenegro, where the studied region is located
is mainly mountainous. In this neighbouring region, the highest peaks of Montenegro

53



are found, including Komovi (2487 m a.s.l.) and Zla Kolata (2535 m a.s.l.) in the
Prokletije Mountains of the same Polimlje Region. Nevertheless, this area of Polimlje
is quite densely populated and includes the towns of Plav, Andrijevica, Berane, and
Bijelo Polje. The rivers in this region drain to the Black Sea, and some of them form
deep canyons crossing limestone formations. Further downstream, they form broader
valleys flowing through softer Palacozoic material (Spalevic, 2011).

| Longitude: 18.440869

Longitude: 20.382531|

Latitude: 43.556734 |
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Figure 1. Map of MNE, Ljubovidja basin and Pavino Polje, (Zejak et al., 2022)

Table 1. Maximum allowed concentrations of dangerous and harmful substances
in soils based on standards of Ex-Yugoslavia (mg/kg of air-dry soil)

Elemet Official Gazette of Rulebooic Rulebook on metheds
<he Repudl’c of OfCounc| organic herbal of aroduction,
Serbia 23/1944 Of Europe Cfficial Gazette o
2092/91 FRY 51/2002
Cadmium 3 20 0.8
Lead 100 100.0 50.0
Mercury 2 1.0 0.8
Arsenic 25 - 10.0
Chrom 50 500 30.0
Nic <el 300 - -
Copoer 100 50.0 50.0
2inc 300 150.0 1500
Boren 50 -
Molybdenam 10.0
Cobal: - 30.0

Source: Kastori et.al., 2003.
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Climate. Based data of more than 70 years (1948-2021) for temperature and
precipitation, the study area is characterized by a mountain Mediterranean climate
(Rajovi¢, 2009) with rainy autumns and springs, cold winters, and a deficit of preci-
pitation in summer months (Table 2.)

Table 2. Precipitation and temperature for the period 1948-2021
recorded at Bijelo Polje

‘ Jan ‘ Feb ‘Mar‘ Apr‘May‘ Jun ‘ Jul ‘Aug‘ Sep ‘ Oct ‘ Nov‘ Dec
Max daily precipitation in mm

Max | 68.6|92.8| 73 |93.3|42.6|58.5|97.8|55.8]95.6|157.6/101.6| 79.4
Aver. [234(228|21.5| 24 [21.9|20.6|21.7|21.1|253] 29 | 29 | 235
StD. [ 156(18.6| 13 | 15 | 99 | 124|152 (11.9|17.2|24.6|16.2]| 14.7
Mean monthly temperatures in °C
Max | 29 | 58 | 7.8 | 12.6|15.8|18.2]20.8|209|17.7|12.6| 8.6 | 4.4
Min | -5.6] -5.2| -0.7] 6.1 | 9.8 | 14.1|16.2|143|11.3| 6.2 | -1.6| 4.7
Aver. | -1.6| 0.8 | 46 | 89 [ 133|163|18.1|17.7|143] 9.4 | 45| 0.1
StD. | 22 (27|21 (13|13 1 1.1 | 14|15 14|21 |22
Max. daily temperatures in °C
Max |15.4]20.9|25.6(28.1|32.4|355(36.8|39.2| 36 [29.5| 23 |19.2
Aver. | 11.7]14.5]20.1|23.6|27.6|30.4|32.8|32.8|29.4|24.8|18.6|13.6
StD. |28 | 3 |31]23|22|25| 2 |[25]26]|26]28]|33
Min. daily temperatures in °C
Min |-27.6|-24.5|-16.5{-75| 4 | 0 | 1.2 | 2.6 | 4 |-7.2|-154|-21.7
Aver. |-15.1| -13 | -84|-28| 09 | 48 | 65| 6.1 | 23 |-2.5|-73|-12.6
StD. | 53 |47 |41 18| 2 | 18|21 | 15]25|23] 37|46

Source: Data from the Hydrometeorological Institute of Montenegro

The absolute maximum air temperature ever recorded was 39.2 °C. Winters are
severe, with negative temperatures as low as —27.6 °C. The average annual air tem-
perature, t0, was 8.9 °C. The average annual precipitation, H year, was 873 mm. The
temperature coefficient for the region, T, was calculated at 0.99. The torrential rain, bb,
was calculated at 84.7 mm.

The geological structure and soils of the area. The study area at large consists of
various types of sediment, magmatic and metamorphic rocks generated in the long,
Palaeozoic to Quaternary, interval. Most of the terrain is underlain by Mesozoic
formations of carbonate composition, while magmatic and silico-clastic rocks are
substantially less present. Paleozoic geological formations consist of sedimentary and
metamorphic, silico-clastic rocks found mostly in the north-eastern parts of Monte-
negro, while Cainozoic rocks of carbonate and clastic composition occur almost in all
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regions of Montenegro. The research part related to geology and soil is based on
previous geological and pedological studies (Fustic and Djuretic, 2000), who analyzed
all geological formations and soils of Montenegro. Furthermore, we collected some
soil samples for chemical and physical analysis. The grain size composition of the soil
was determined by the pipette method. The soil samples were air-dried at 105°C sifted
through 2 mm sieve and dispersed using sodium pyrophosphate. Total carbonates were
determined by the volumetric Scheibler method; the soil reaction (pH in H.O and
nKCl) was determined with a potentiometer; the content of the total organic matter
was determined by the Kotzman method; easily accessible phosphorous and potassium
were determined by the Al-method and the adsorptive complex (y1, S, T, V) was
determined by the Kappen method (Spalevic et al., 2011). Certain soil analyzes in
Montenegro for the presence of heavy metals were carried out as part of the "program
for testing harmful substances in the soil for the year 2007". the analyzes were done
by the ministry of tourism and environmental protection. The program was imple-
mented by the public institution "Center for ecotoxicological testing of Montenegro"
in accordance with the rulebook on permitted amounts of hazardous and harmful
substances in soil and methods for their testing (official gazette of the Republic of
Montenegro 18/97). The investigation includes analyzing land in 15 settlements that
are most exposed to pollution. The total content of heavy metals in the soil was
determined after preparing the samples in a closed microwave system under high
pressure Milestone Ethos 1 according to US EPA method 3051A (2007).

RESULTS AND DISCUSSION

Soil is the basic substrate for plant production, and that is why it is necessary to
determine whether it is suitable for this purpose, from the point of view of the content
of harmful substances and heavy metals, in order to produce health-safe food (Vukelji¢
et al., 2002). This is possible if the determined content of heavy metals is compared
with the limit value for the respective element. The limit values for the maximum
allowed concentration of heavy metals in the soil (Table 1) represent significant support
in the assessment of soil pollution with these predominantly toxic elements (Kastori et
al., 2003; Buki¢, 2003). With the sudden scientific and technological development in
all branches of the economy, the emission of heavy metals increased, which thus
became significant pollutants (Vukelji¢ et al., 2002). Plants grown on contaminated
soils and useful in nutrition endanger the life and health of people and animals (Triphati
et al., 2001). The concentrations of Pb, Cd, Cu and Mn in sixteen imported NPK
fertilizers, which are most often used in Serbia, were determined by the method of
flame atomic absorption spectrometry. The obtained results show that the content of
heavy metals in samples of different fertilizers varies significantly, which depends on
the ratio of N:P:K in the examined samples of fertilizers, as well as on the origin of the
fertilizers themselves. The highest content of Cu was found in coloured, mixed NPK
fertilizers originating from Hungary, Greece and the Netherlands, and exceeds the
value of the maximum permissible concentration of Cu that can be found in the soil.
The Mn content in the Hungarian NPK fertilizer (10:10:20) is ten times higher than the
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average Mn content in the soil. These data indicate that it is necessary to permanently
control the content of heavy metals in imported fertilizers, in order to reduce soil,
underground and surface water pollution (Milinovi¢ et al., 2008). The maximum
permitted amount of hazardous and harmful substances in soil (Tab. 3), in Montenegro,
can lead to its pollution, and which is caused by the improper use of mineral fertilizers
and plant protection products by legal and natural persons, as well as by the discharge
of waste matter from various sources, are specified in the Rulebook on permitted
amounts of hazardous and harmful substances in soil and methods for their testing
("Official Gazette of Montenegro", 18/97).

Table 3. Maximum allowed quantities (MDK) of dangerous and harmful substances,
according to the current Ordinance

Chemical MDK in the MDK ip the soil Aver.age
No. Element soil in MNE, | in Serbia, mg/kg | value in the
label mg/kg dry soil soil, mg/kg
1. Cadmium Cd 2.0 3.0 <0.50
2. Lead Pb 50.0 100.0 17.37
3. Mercury Hg 1.5 2.0 0.0527
4. Arsenic As 20.0 25.0 <5.0
5. Nickel Ni 50.0 50.0 17.75
6. Fluorine F 300.0 300.0 144.0
7. Copper Cu 100.0 100.0 22.5
8. Zinc Zn 300.0 300.0 95.0
9. Boron B 5.0 50 3.0
10. Cobalt Co 50.0 30.0 14.25
11. | Molybdenum Mo 10.0 10.0 <5.0
12. Potassium K - — 207.65
13. Phosphorus P - - 492.5
14. Nitrogen N - — 0.15

The research also covers the area of Bijelo Polje. The content of hazardous and
harmful substances in the soil in the Municipality of Bijelo Polje was analyzed at four
locations. The results of the analysis of the samples indicate the presence of lead (Pb)
in concentrations above the MDK at the location of City Landfill 1. At the afore-
mentioned location of City Landfill 1, an increased concentration of cadmium (Cd),
chromium (Cr), copper (Cu), and zinc was also determined (Zn). The concentration of
fluorine (F) at the Zaton 1 location is above the MDK. At the locations of City Landfill
1 and Zaton 1, there is an evident increase in lead concentration compared to the
previous year, while at the other two locations, a decrease in lead concentration can be
observed compared to the previous year. The content of polyaromatic hydrocarbons
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exceeds MDK at the location of City Landfill 1. Except for the location Zaton 1, at all
other locations, there is an increase in the concentration of polyaromatic hydrocarbons
compared to the previous year.

In the final report of the Ministry, it was concluded that the condition of the soil in
relation to the content of dangerous and harmful substances can be characterized as
satisfactory. On the basis of the monitoring carried out, at the targeted locations, it was
found that in nine municipalities, it was polluted as a result of inadequate disposal of
municipal waste. In the municipality of Niksi¢, inadequate disposal of industrial waste
causes an increased content of dangerous and harmful substances. In most munici-
palities, there is a negative impact of traffic, i.e. exhaust emissions, which is a signi-
ficant source of pollution of the surrounding land, at the same time endangering air
quality. In relation to the study area of in the Polimlje, Montenegro region, a soil
samples were analyzed, from a plot of pasture/meadow culture (Figure 1) in the Pavino
Polje, municipality of Bijelo Polje, at a location of the altitude of 800 m.a.s.1., with a
sampling depth of 0.3 and 0.5 m of the Ah portion of the profile. Then an analysis was
carried out for the presence of heavy metals by the national and authorized laboratory
at the Public institution Center for Ecotoxicological Testing — CETI in Podgorica
(Montenegro). This analysis by using the method AOAC (Official, method 990.08 —
Metals in solid wastes, AOAC Official methods of analysis (1995), Chapter 9, p. 31).
The K content was determined on an AA-6701F Atomic Absorption Spectropho-
tometer, and the P content was determined on the Sequential Plasma Spectrometer
ICPS-7500. Both instruments are products of Shimadzu. The results of the tests in
CETI-Podgorica are given in Tab.3. The majority of microelements belong to the group
of heavy metals, which are characteristically toxic to plants, animals and humans in
larger quantities quote from Brankov et al. (2006).

Maximum permitted amounts (MDK) of dangerous and harmful substances, accor-
ding to the current Ordinance (Official Gazette of the Montenegro, No. 18/97)), it was
concluded that the concentration of cadmium (Cd) is below the permitted concen-
tration, more precisely, that it is only 0.05 mg/kg, while 2mg/kg is otherwise permitted.
The concentration of 2mg/kg in the sample indicates that the presence of lead (Pb) in
the controlled soil is about 30% lower than the permitted level, mercury (Hg) is only
0.005, which is a trace presence in the sample compared to the permitted 1.5mg/kg.
Arsenic (As) is recorded with around 25%, and Chromium (Cr) the same with around
25%. Nickel (Ni) 17.75 mg/kg of the permitted 50 mg/kg. Fluorine (F) is recorded
with about 50% of the permitted concentration, Copper (Cu) is present with 22.5mg/kg,
while its presence is permitted in the amount of 100 mg/kg. Zinc (Zn) was found in the
sample in a concentration of about 30% of the allowed: Boron (Bo) was recorded with
3 mg/kg, which is 2 mg/kg less than the allowed 5 mg/kg in the soil sample. Cobalt
(Co) was found in the amount of 14.25 mg/kg, and the permitted concentration is 50
mg/kg. Molybdenum (Mo) is above 5mg/kg, while the permissible concentration of
molybdenum is 10mg/kg of the sampled soil. The moisture content of the sampled soil
during testing was 9.35%. The nitrogen content is 0.15%, phosphorus 492.5 mg/kg, and
potassium 207.65 mg/kg. Based on the results (Tab. 3.) of laboratory tests in the report
of Pubic institution CETI — Podgorica, it was determined that the tested soil samples
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corresponds to the conditions of the Rulebook on permitted concentrations of
hazardous and harmful substances in soil and methods for their testing (Official Gazette
of Montenegro, No 18/97).

CONCLUSION

— At the studied area of Pavino Polje, analyzes of soil samples did not determine
the presence of heavy metals. As a consequence it is possible to organize organic
production in this region, but it is necessary to take care of the locality itself in
such a way that possible existing or potential sources of its pollution would be
avoided.

— The relief, climate and soils of the North Montenegro, their existing condition and
soil use would be arranged for organic agriculture, so that this area can be used
for the possible production of: (1) planting of continental fruits such as raspber-
ries, blackberries, blueberries, apples, pears and plums; (2) field crops (buck-
wheat, millet, potato, barley, oats, rye), and the production of (3) certain types of
bulk fodder (hay, silage) for domestic animals raised in the organic farming
system.

— The soil, climate and relief, with their current state and existing basic features,
favour the further development of organic agricultural production, especially in
the studied area and region of northern Montenegro.
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and Technological Development of the Republic of Serbia, Grant numbers: 451-3-68
/2022-14/200032.
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N3Boa

V pany je mpuKa3aHa aHaIM3a IPUCYCTBA TEIIKMX METaja Ca MPOLjEHOM HEroBOI MOTEH-
Ijana 3a y3roj Bohapckux KyaTypa y 3emsbuintimMa cjesepa Lipae [Nope, cimBa pujexe Jbyoo-
Bule, Koja ce Hala3u y OpICKO-INIAHHHCKOM HoApy4jy bankaHckor moiyocTpBa. Y3uMame
y30paKa je MoKasaio Jia je JOMHHAHTHH TUIT 3eMJBHUIITA OBOT MOJpYYja AUCTPHIHI KaMOUCOI,
IITO Ce MOJYAApHiIO ca MPEeTXOAHUM ucTpaxuBamuMa dycriha n Bypernha (mperxomnor
Bujeka), Cnanesuha u 3ejaka (oBora Bujeka). Y apyroj $hasu, CBEIH CMO Jajbe HCTPAKUBAba HA
NPUCYCTBO TEIIKMX MeTana Ha noapydyje IlaBunor Iloska, kKoje je O CBOjUM (pH3MYKO-TEO-
rpa)CKUM KapaKTepUCTHKaMa PENpe3eHT OBOT Mopyyja u3 ommruae bujeno [Moske. [Tonasna
XHIIOTe3a je Orita Ja je 0BO MoApYyyje NOTEHIINjaIHO TIOT0IHO 32 1ajbU pa3Boj BohapcTsa, a oBa
HCTPXOMBaKa U IPEIO3H Cy UIILIH Ka TOME J1a CE OBJIje 1aJbe HE Ka YCIIOCTaBIbakby OPraHCKe
npou3Bo/be. Pe3ynTaTu aHanu3a cy Ha Kpajy IOKa3alu Ja y y30pLKuMa OTBOPeHHUX npoduia, a
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KOjH Cy IPHUKYNIUBEHH TOKOM paja Ha TEPeHy, HE MOCTOjH NPUCYCTBO TEIIKHX METana.
ITpeMeTHH JIOKATUTET je IPENopydJbUB O] CTPaHe CTPYKE U HayKe 3a JIaJbU Pajl Ha 3aCHUBAKY
opraicke npousBoime. [IoceOHO je moromaH 3a IPOU3BOAKBY Boha, kKao IpuMapHe TpaHe, a
NPENopy4sbUBO j€ U rajere noBpha 1 KpMHOT OHJba.

Kibyune peun: Tewxu memanu, nianuncka noopydja, eohapcmeo, opeancka
npoussoomwa, [onummwe, L{pua I'opa, Bankancko nonyocmpeo.
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AUTOMATED ECOMONITORING OF WATER
IN THE FUNCTION OF SOIL AND WATER PROTECTION

Abstract

With the construction of large industrial and similar facilities, the threat of water and soil
pollution is increasing. It is often considered that improperly disposed waste or discharged dirty
water will not significantly harm nature. Incidents rarely occur in large plants, but they do happen
from time to time. All of this points to the need for permanent monitoring of the influence of
people, but also of natural phenomena, on the quality of soil and water. Monitoring of water
quality also detects contamination of the soil through which the water passes. Since no one can
predict if and when some emergency situations will occur, such monitoring must be carried out
continuously, and the measured data must be sent to the cloud in real time, so that they are
available to the persons in charge. Healthy-and safe water is a guarantee of environmental
protection and the production of healthy and safe food.

Key words: water pollution, soil pollution, remote measurement

INTRODUCTION

Human activity implies large industrial plants, a large amount of people in one
place, which results in large amounts of solid and liquid waste. Modern societies have
organized collection and disposal of solid waste, and controlled collection and treat-
ment of wastewater. Despite this, we are witnessing the uncontrolled occurrence of
various types of water and soil pollution at certain time intervals. Most often, such
things happen by accident, carelessness, negligence or caused by a technical mal-
function, but unfortunately, there are also cases when it is done knowingly.

The goal of this study was to create monitoring of water and soil and assess the
current situation, based on which timely and proper reactions would be made in the
necessary situations in order to ensure health-safe water and create conditions for the
production of healthy and safe food.
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WHY HEALTHY SAFE WATER IS ESSENTIAL
FOR THE PRODUCTION OF HEALTHY FOOD

Water is directly and indirectly connected to the soil where food is grown. Plants
draw water directly for their growth and development, and incorporate this water
directly into the fruits.

In nature, underground water is found under the surface layer of the soil, at a greater
or lesser depth. Groundwater is usually "connected" with surface water, and surface
water has a great influence on the level and quality of ground water.

Also, in agriculture, irrigation is carried out by pumping underground water from
wells or by pumping water from rivers, lakes, ponds or similar water sources. In this
case, we serve water directly to the plants on the leaves and roots, without being sure
of the quality of the water.

THE MOST IMPORTANT PARAMETERS
FOR GROUNDWATER MEASUREMENT

By measuring the quality of groundwater, we indirectly measure the quality of the
soil. Groundwater washes certain substances from the ground, and by measuring the
water, we also measure the quality of the soil.

The most interesting parameters to monitor in groundwater are water level, water
temperature, pH value, electrical conductivity, presence of carbohydrates and others.

The level of underground water is a parameter that largely gives us information
about soil moisture, the need for irrigation and drainage, or systems for regulating
underground water. Also, if we have water intake for irrigation from a well, it tells us
about the current capacity of the well.

The temperature of the underground water must be stable because of the main-
tenance of microorganisms in the soil. It is a common phenomenon that cooling and
heating systems, like heat pumps use underground water in the technological process.
Unaware of the fact that such processes negatively affect the temperature of the
underground water, the devices heat up the underground water in the summer, while
cooling it in the winter. Such procedures affect the temperature of the soil even more.

The acidity and alkalinity of groundwater is a good indicator of the quality of the
soil, its changes during the year or over a period of several years. The agronomic
profession also takes care of the pH value of the soil. Soil quality testing is done
periodically and automated water monitoring provides this information instantly in
real time. It is visible how the rainy season affects the pH value and how the application
of certain agrotechnical means affects the pH value. With automated monitoring, it is
possible to accurately monitor the influence of external factors on the quality of the soil.

Electrical conductivity is data that gives us a picture of the general composition of
water. This data indirectly shows the proportion of dissolved minerals, salts and heavy
metals in the water. Electrical conductivity is expressed in puS.

Sensors for the detection of hydrocarbons in underground water can timely detect
oil derivatives in small quantities. Oil is naturally found in the environment, but it
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often happens that due to constructions in nature, oil is uncontrolled in underground
water and soil. Uncontrolled occurrence of oil in water and soil occurs most often due
to spillage from various tanks (hand tanks, transport and work machine tanks...), but
also from oil pipelines or oil plants.

In addition to measuring underground water, it is also necessary to measure the
quality of surface water, both stagnant and flowing..

In flowing water, the most common problems that occur are the lack of dissolved
oxygen, E.coli and salmonella bacteria, the presence of hydrocarbons in the water, the
presence of heavy metals and more.

The probe for measuring the amount of dissolved oxygen directly measures the
oxygen concentration expressed in mg/l. The lack of oxygen in the water causes the
death of plant and animal life in the water. The most common cause of lack of oxygen
in water is the direct discharge of fecal water or slurry into streams, canals and rivers.
The reduced concentration of oxygen in the water is in direct correlation with the
temperature of the water.

The measurement of the redox potential of water, whether ORP indicates the oxi-
dation potential of water or the reduction potential of water. This indicator can indicate
the appearance of E.coli and salmonella bacteria. It is expressed in mV. This parameter
is also correlated with water temperature.

Hydrocarbons and the appearance of minerals and salts in flowing water is a
problem similar to problems in other waters, underground and stagnant waters..

In addition to the chemical analysis of water, it is important to measure and monitor
water level and water temperature movements. It has already been stated before that
the amount of dissolved oxygen and the redox potential have a great dependence on the
water temperature. Temperature is often elevated at low water levels, i.e. at low flows.

Picture 1. Stagnant water (https://www.v-elin.hr/)

Places where negative processes in terms of biological and chemical changes in
water most often occur are stagnant waters, lakes, ponds, retention ponds and the like.
In stagnant waters, negative processes in terms of water quality are often the product
of natural processes, plant and animal life. These waters are referred to as "stagnant
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waters", waters with a reduced amount of oxygen, with an excessive amount of
vegetation and algae, with a large amount of sludge that is the product of rotting plant
species and animal excrement. Such "stale waters" sometimes turn into "pickled wa-
ters". These are waters with completely negative parameters in terms of the amount of
dissolved oxygen, redox potential and pH value. Precisely because of these negative
natural phenomena, but also because of waters where people and human activities have
anegative impact. It is necessary to regularly monitor the quality of such water. These
waters, although stagnant, affect the quality of the surrounding soil, and slowly affect
the quality of underground water as well. Special attention should be paid to the quality
of standing water if such water is used in irrigation systems.

It is known that large installations, traffic, thermal energy plants, landfills, compo-
sting plants, water purifiers, biogas installations and other plants emit certain sub-
stances into the air. All this has an impact on people's quality of life (Vrbanec, 2021)

AUTOMATED DATA COLLECTION

To measure water parameters, a probe, data collection equipment and equipment
for powering the measuring and communication equipment are required.

Stations for the automatic measurement of individual measuring quantities are
equipped with channels for connecting sensors and communication equipment.

A significant part of this measurement system is the VEMOGS remote stations.
These stations are designed specifically for collecting measurement data and sending
all data in real time to the Internet and the cloud. Data is transmitted via GSM/GPRS
public communication channels, which is a fairly cheap way of communication. Also,
VEMOGS remote stations are adapted for power supply from batteries supported by
photovoltaic modules. Such a construction of remote stations ensures long-term
functioning of the system without the need to replace batteries, while functioning in all
seasons.

Data on the Internet, in the cloud, are adapted for easy access and review. All
authorized persons receive their own access code and can freely access the data. The
data can be viewed in real time, the archive can be viewed, and if necessary, the mea-
surement data can be exported in excel format.

CONCLUSION

Monitoring and protection of water is an important link in preserving the soil and
the environment.

The measurement system enables timely, real-time information on changes in water
parameters to be presented and documented. Such information makes it possible to
prevent further pollution of water and soil, but also opens up the possibility that, often
with very simple activities, water treatment improves water quality. Some of the simple
methods for increasing the amount of dissolved oxygen are water aeration. In the event
of bad pH indicators, it is possible to intervene for a short time with the addition of
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various neutralizers. In general, with elevated "bad parameters" of water, if possible,
by increasing the water flow, or by adding certain amounts of clean, fresh water, we
dilute the polluted water. Of course, there are other, longer-term and somewhat more
expensive methods of treating water and the area around water in order to protect water.

So, with small operations and human activity, it is possible to preserve water that
is healthy and clean. Safe water is a guarantee of soil preservation, and such soil is
necessary for growing healthy, safe and tasty food.

Caring for water begins with monitoring water quality and the changes that occur
in the water. Safe water is a guarantee of environmental protection and the production
of healthy and safe food.
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AYTOMATU3NPAHU EKOMOHUTOPHUHI' BOJAE Y ®YHKIINJU
SAHITUTE 3EMJ/BUIITA 1 BOJA

Caxerak

W3rpagmoM BENMKHUX MHIYCTPHjCKUX U CIMYHUX o0jeKaTa IpHjeTba 3a 3arajeme Boja U
3emJpHLITa cBE je Beha. YecTo ce cMarpa 1a HENPOIMCHO OJUIOXKEHU OTIIaJ WM MCITyLITeHA
npJbaBa BoJa Helie OMTHO HAIITETHUTH NPUPOAU. Y BEIMKUM ITIOTOHMMA PHJjETKO JOJTa3H 10
MHIWJICHTHHX Joraljaja, ali OHU ce ¢ BpeMeHa Ha BpujeMe urnak jnoralhajy. Cee oBo ymnyhyje Ha
noTpedy TpajHOr MOHHUTOPHHTA yTjelaja JbyIu, aji U IPUPOIHHX 110jaBa Ha KBATUTETY 3eMJbe
U BoJie. MOHHTOPHHIOM KBAJIUTETE BOJIE Y MPABHILy CE IETEKTHPA M 3araljeHoCT Tiia Kpo3 Koje
BoJa mponazu. Kako HUTKO HeMoxke mpeaBuajeTd xohe I M Kaja AOhW 10 1ojaBe HEKHX
BaHPEAHUX CUTYallHja, TAkaB MOHTOPHHT MOTPEOHO je MPOBOUTH KOHTUHYHPAHO, a N3MjepeHe
MoJaTKe y PeaTHOM BPEMEHY CIIaTH Y ,,00/1ak™, Kako O OMiIn JOCTYIHH oco0ama 33y KEHIM
3a npaheme. 3npaBcTBeHO Oe30eHa Bosla TapaHIlHja je 3aIITHTE KUBOTHE CPEUHE M IIPOH3-
BOZIbE 3[JPaBCTBEHO Oe30e/1He XpaHe.

Kibyune peun: sacajerve 600a, 3azalerve 3emme, 0abUHCKO Meperbe
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THE STRUCTURE OF VERTISOL SOIL IN THE AREA
OF THE MUNICIPALITY OF SMEDEREVO

Abstract

The objective of this study was to investigate the structure of Vertisol, the aggregate distri-
bution, and the stability of structural aggregates. The investigation was conducted in the
municipality of Smederevo in eastern Serbia. At ten locations, disturbed samples, as well as soil
samples for structure analysis were taken. The distribution of aggregates shows the high amount
of macro aggregates, low content of aggregates 2-3 mm size, and according to the structural
coefficient satisfactory structure. The stability of macroaggregates to dispersion by water in the
arable layer of Vertisol is excellent. The results of this research could be used in cultivation
practices planning since there is a possibility of improving the structure of Vertisol.

Key words: Vertisol, soil structure, dry and wet sieving

INTRODUCTION

The mechanical elements of the soil are connected into structural aggregates of
different sizes, shapes, stability, and porosity. Soil structure is the result of the complex
interaction between soil's physical, chemical, and biological properties. Of all types of
structure, the most favorable is a granular structure with structural aggregates, larger
and smaller, that do not have a certain geometric shape, but their rough surface prevents
the aggregates from sticking together in a compact mass and such a structure maintains
the loose state of the soil. If the topsoil is granular, the water enters easily and seed
germination is better (Vuci¢, 1987). In a prismatic structure, the movement of water
in the soil is predominantly vertical and water circulates with difficulty (Brouwer et al.,
1985). Soil structure is not permanent and can be improved utilizing cultivation
practices.
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Vertisol belongs to a group of heavy-textured soils with a high clay content of the
montmorillonite type. Vertisol is characterized by phenomena associated with swelling
and shrinkage; storage of moisture causes swelling and loss of water causes shrinking.
Water-air properties are poor due to the high proportion of capillary and subcapillary
pores. The major property contributing to the importance of Vertisols is their high
water-holding capacity, but because of the high wilting point, the available water is
limited. Because of their low permeability, inadequate irrigation of these soils may
result in waterlogging and a buildup of salinity unless adequate artificial drainage is
provided. Moderate wetting of these soils provides the best conditions for utilizing the
great production potential of Vertisol.

The structure of Vertisol is related to the water regime because of the pressure
which results from the swelling and shrinkage processes. Prismatic structural aggre-
gates are a typical feature of the Vertisol structure. Due to the phenomena of self-
mulching, a thin loose layer with a granular structure can be created on the surface
(Ciri¢, 1984)

Therefore, the objective of this study was to investigate the structure of Vertisol,
the aggregate distribution, and stability of structural aggregates, and based on the obtai-
ned results, to give an agronomic assessment of this soil.

MATERIAL AND METHOD

The surveyed area covers the undulating lowland area of the southern end of the
Pannonian basin. It extends near the Danube River. The relief of this area is meso-
relief. The altitude of the investigated area ranged from 130 to 259 meters above sea
level. The climate belongs to the moderate continental type influenced by the proximity
of the Danube River. In the investigated area, the largest part of the land is used for
agricultural purposes, and these are mainly orchards of smaller areas.

To determine external and internal soil morphology, at ten locations pedological
profiles, pits were opened. From each location, from the arable layer, disturbed samples
were taken to analyze the mechanical composition. Also, soil samples were taken to
analyze the soil structure according to Bosnjak et al. (2012).

Laboratory analysis

Soil laboratory tests were performed in the Laboratory for Pedology and Soil Water
Regime in the Faculty of Agriculture in Novi Sad. The physical and water-physical
properties of the soil were analyzed on the samples taken.

The following physical properties of the soil were examined:

— Mechanical composition - determined by the pipette method, and preparation of
samples for analysis with Na-pyrophosphate according to Thun,

— Textural class - determined based on Tommerup's classification.

The structure of the soil was examined, that is, the analysis of the aggregate distri-
bution (dry sieving) and the stability of structural aggregates in water (wet sieving).

70



Dry sieving was determined by the standard procedure according to the Savinov
method (Bosnjak et al., 2012). Wet sieving of the soil was performed to determine the
stability of the structural aggregates according to the adapted method of Elliott (Elliott,
1986).

The Structure coefficient and Mean weight diameter are used to evaluate the soil
structure. The structural coefficient (Ks) is calculated based on the formula (Illenn &
I'onuapos, 2006):

Ks=2
b

where a is the content of macro aggregates from 0.25 mm to 10 mm, and b is the
content of aggregates smaller than 0.25 and larger than 10 mm.

Mean weight diameter (MWD) was calculated based on the formula (Hillel, 2003):

n
MWD =Y xi wi
i=1

where xi is the mean diameter of the class of stable aggregates (um), and wi is the
weight percentage of the class of stable aggregates to the mass of the total sample.

Statistical analysis

The research results were processed statistically by the analysis of variance
(ANOVA) method using the TIBCO Statistica 14.0.0.15 software program (TIBCO,
2020). “One-way ANOVA” was used to compare the results of the structural analysis
between aggregate fractions. The significance of differences between treatment means
was determined by Duncan's test for a significance threshold of 5%.

RESULTS AND DISCUSSION

Mechanical composition

The classification of the International Society of Soil Science is based on the
principles of particle division according to Atterberg and is accepted as the basic
classification of the mechanical composition of the soil (Beli¢ et al., 2014).

At all locations, soils are classified as loamy clay (data not shown). According to
FAO-WRB classification (IUSS Working Group WRB, 2015), the soil belongs to
Haplic Vertisol. The surface layer of Vertisol contains from 27 to 44 % of clay. Verti-
sols may have 30 to 80 percent clay content. The lower limit of swell/shrink activity
is approximately less than 35 %. Increasing the content of sand reduces the swelling
capacity of the soil (McGarry, 1996).
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Soil structural analysis

The soil structure is an indicator of soil fertility. Soils with good soil structure have
favorable aeration, water mobility and capacity, heat regime, and root development
potential. Poor soil structure increases vulnerability to drought and erosion and can
limit the availability of some nutrients (Shepherd, 2000).

Dry sieving

The distribution of soil aggregates, as they exist in the field, is similar to the
distribution of fragments only when the energy input is low enough to avoid significant
changes in the size of the aggregates (Diaz-Zorita et al., 2002).
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Figure 1. Distribution of structural aggregates of the arable layer of the Vertisol.
Vertical lines indicate a standard error and different letters indicate significant
differences between aggregate fractions.

The results of dry sieving (Figure 1) show that the arable layer of Vertisol has the
highest content of macro aggregates >10 mm in size (54.96 %), and the lowest amount
of aggregates smaller than 0.25 mm (4.85%). The total content of aggregates between
0.25 and 10 mm is 44.44 %. Even though from an agronomic point of view the struc-
ture cannot be evaluated only by considering the ratio of individual fractions of
structural aggregates, the fact remains that aggregates of 0.25-10 mm are the basis for
the formation of favorable water-air properties of the soil (Vuci¢, 1964).

Statistically, significantly higher content of the largest fraction, >10 mm, as well
as the aggregate fraction 10-5 mm was determined in relation to the content of the
other fractions. Differences in aggregate content of fractions in the range of 1 to 5 mm
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were not determined, as well as statistically significant differences between fractions
smaller than 1 mm. The higher content of smaller aggregates especially aggregates
<0.25 mm, indicates a greater dispersion and a greater susceptibility to wind and water
erosion.

The investigated Vertisol is characterized by low content of aggregates 2-3 mm in
size, about 4,3 % on average, and a high amount of macro aggregates. Vucic (1987)
points out that the smallest evaporation is from the soil that has structural aggregates
of 2-3 mm size and the highest when the aggregates are 10-15 mm. Also, the rate of
water permeability decreases with an increase in the content of dispersed aggregates.

Wet sieving

The results of wet sieving of the soil samples (Figure 2) show that the lowest
content of aggregates was in the < 53 um fraction (12.59 %), and the highest amount
of aggregates after wet sieving of the 0-30 cm layer was in the 2000-250 um fraction
(46.41 %). Based on Kacinski's classification, the stability of macroaggregates to
dispersion by water in the arable layer of Vertisol is excellent.
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Figure 2. Stability of structural aggregates of the arable layer of the Vertisol.
Vertical lines indicate a standard error and different letters indicate significant
differences between aggregate fractions.

Statistical analysis revealed significant differences in the content of aggregates
between fractions. The analysis indicates significantly higher content of aggregates
2000-250 pm, stable fractions, and significantly lower content of smaller, more unsta-
ble fractions of aggregates.
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The soil infiltration and filtration, irrigation erosion, the degree of soil compaction,
soil crusting, and porosity, that is, the overall fertility of the soil depends on its struc-
ture. Soil, especially in irrigation conditions, is exposed to a greater degree of water
impact, which can cause unwanted consequences to a certain degree (Bosnjak, 1999).
In the conditions of irrigation, land degradation is a consequence of improper exploi-
tation of the irrigation system and the application of poor-quality water.

Structural coefficient and mean weight diameter

If the structure coefficient is greater than 1.5, the soil has a good structure, if it is
between 1.5 and 0.67, it is satisfactory, and if it is less than 0.67, the soil has an
unsatisfactory structure (Gajic et al., 2014).

The value of the structural coefficient of Vertisol is about 1.00 (Figure 3), that is
the obtained results indicate a satisfactory structure of the investigated soils.

Mean weight diameter (MWD) indicates the size distribution of the aggregates and
is a measure of the stability of the macroaggregates to water disturbance since the
aggregates remaining on each sieve must be stable to the wetting process. The value
of the mean weight diameter of the structural aggregates is on average 1.8 for
investigated Vertisol soils (Figure 3).

Statistically, the use of any single parameter such as the MWD to characterize a
distribution of aggregates is incomplete. Also, the soil with more clay particles gives
more undecomposed aggregates, which is not always a sign of a favorable agronomic
evaluation of the structure, i.e. a higher coefficient does not necessarily mean a better
structure. The importance of assessing the stability of structural aggregates is in
monitoring the dynamics and trends in structural changes that are a consequence of
land use (Diaz-Zorita et al., 2002; Vucic¢, 1987).
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Figure 3. Structure coefficient (Ks) and mean weight diameter (MWD) values.
Vertical lines indicate a standard error.
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CONCLUSION

The following conclusions can be drawn based on laboratory research of Vertisol
soils:

Based on the presence of fractions of mechanical particles, it can be concluded that
the examined surface layer of the soil belongs to loamy clay. The surface layer of
Vertisol contains from 27 to 44 % of clay.

Based on the results of dry sieving, it can be concluded that the surface layer has
the highest content of macro aggregates >10 mm, and the smallest content of aggre-
gates <0.25 mm, responsible for greater dispersion and greater susceptibility to wind
and water erosion.

The distribution of aggregates obtained by wet sieving indicates excellent stability
of macroaggregates to dispersion by water in the arable layer of Vertisol. Analysis of
wet sieving revealed the highest content of aggregates 2000-250 pum, stable fractions,
and significantly lower content of unstable fractions of aggregates.

The structural coefficient indicates a satisfactory structure of the tested soils.

The obtained results indicate the possibility of improving the structure of Vertisol
and can be used in planning agricultural production.
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Pe3ume

Lusb paja je OMo 1a ce UCHHTA CTPYKTYpa CMOHHMIIE, TUCTPUOYIHja arperata U CTabMITHOCT
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GREEK STRAWBERRY TREE (Arbutus andrachne L.)
GENOTYPES PROPAGATION

Abstract

In the period 2014-2015 possibility of generative and vegetative propagation of the rare fruit
tree Greek Strawberry tree (Arbutus andrachne L.) genotypes, located in natural stands, on the
middle course, from the left side of Konjska River, in South part of North Macedonia are
investigated. The Type 2 is characterized with the largest seeds (in average, seed area 4.31 mm?,
perimeter 8.72 mm and 1.81 mm width). The results show that the seed from the Greek Straw-
berry tree genotypes (4. andrachne L.) has low germination percent and very low survival rate
of the seedlings. The exception from this rule is the Type 2 with about 78 % survived exemplars
after four months observations. The highest germination percent has the Type 4 (25 %). Rooting
of cuttings gives the higher percent of live plants. Rooting in sand in average gives better results
than the rooting in vermiculite. The Type 2 is characterized with the highest ability of rooting
cuttings in sand (49.3 %).

Key words: Genotype, seed, germination, cutting, seedling

INTRODUCTION

Member of Ericaceae family, Greek Strawberry tree (Arbutus andrachne L.) is an
evergreen, bushy shrub or a small tree up to 12 m, which grows along the Medi-
terranean coast spontaneously, separately or in association with the related species
Arbutus unedo L. (Strawberry tree). It is widely distributed from the East Medi-
terranean to Northern Black Sea area (Bertsouklis and Papafotiou, 2009). The phylo-
geographic investigations show that during the Last glacial maximum (21.000 years
ago) A. unedo was extinct from the East Mediterranean coast because the minimum
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monthly temperatures were bellow 4 °C limit for its survival, and after that again
colonized from the North African glacial refugium (Santiso et al., 2016). The A. andra-
chne seems that through Last glacial period was decimated but not extinct. Greek
Strawberry tree (4. andrachne L.) is present mostly along the coast of East Medi-
terranean, and as more tolerant to low winter temperatures than 4. unedo, it penetrates
trough river valley and gorges deeper into mainland. It is founded in similar geogra-
phical configuration, in river gorges of the two west tributaries of the river Vardar on
the territory of North Macedonia in purified composition through the harsh winter
weather conditions, with absence of related and tenderer A. unedo. One location is
extent the lower course of Crna River, and the other is the middle course of Konjska
River (Em et al., 1974).

Strawberry tree (4. unedo L.) fruits, which are similar to Greek Strawberry tree (4.
andrachne L.) fruits, have traditionally been used for human consumption in the
Iberian Peninsula and other Mediterranean regions (Molina et al., 2011). In Spain and
Portugal, it is one of the most important wild fruit species and its raw fruits are usually
consumed in the field and sometimes used for home for made dessert (Tardio et al.,
2006). New studies suggest potential uses of Strawberry tree fruits (Arbutus unedo L.)
in the food industry and raising commercial orchards for fruit production (Alarcéo-E-
Silva et al., 2001). According to some authors (Celikel et al., 2008), both Srawberry
and Greek Strawberry trees belong to the group of new, underutilized fruit tree species.
Very important advantage of Greek Strawberry tree (Arbutus andrachne L.) is that in
late autumn has uniformly matured fruits which are ripen simultaneously, considering
the short blooming period in spring. In autumn at the Strawberry tree (Arbutus unedo
L.) can be found flowers, immature, underripe and ripe fruits, as a result of discon-
tinuous blooming period in warmer subtropical conditions. The ripening of Greek
Strawberry tree fruits lasts about 7 months, while at the Strawberry tree lasts over 12
months (Santiso et al., 2016). More prominent winter dormancy and short simulta-
neously ripening of the Greek Strawberry tree with, represent its adaptation to the more
severe climatic conditions of the East Mediterranean, which mean a useful genetic
predisposition, and an opportunity to introduce this fruit species in commercial fruit
production. Generally, A. unedo is characterized as a difficult-to-root (Seker et al.,
2010). Generative or vegetative propagation of selected types of Greek Strawberry
genotypes is necessary to provide material for commercial use and orchard design and
to reduce the natural habitat degradations (Sulusoglu, 2012). The aim of this paper is
to be done a first step to investigate possibility to start a positive selection by the
propagation abilities of Greek Strawberry tree (Arbutus andrachne L.) genotypes,
founded in North Macedonian dendroflora and to choose those which will be most
suitable for creation of rootstocks and varieties for cultivation of this interesting fruit
tree in intensive orchards.

MATERIALS AND METHODS

It is performed investigation of the propagation characteristics of eight Greek
Strawberry tree (Arbutus andrachne L.) genotypes from locality Ampiratov Hill from
the left side of Konjska River, municipality of Gevgelija, North Macedonia, 75 km
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closest air line distance from the Aegean Sea, and 250 km from Adriatic Sea. The
location is on 41°10°07” N latitude, 22°23°06” E longitude, altitude of about 350-400
meters on poor skeletal soil over gabbro or limestone, where dominate the special
variant of submediterranean pseudomaquis (Carpinetum orientalis phillyretosum),
exactly because the presence of A. andrachne in it (Em et al., 1974).

The examination of the seed characteristics e.g. seeds cross section area (SA), seed
length (SL), seed width (SW), seed perimeter (SP) is made by using scanning device
for obtaining high resolution images which are processed with the digital image
processing method that performs precise analysis of the object dimensions (Markovski
and Velkoska-Markovska, 2015) through computer software “ImageJ” (1J). Except the
measures of the seed (area, perimeter, height and width) it is used also shape descriptors
for determination of Greek Strawberry genotypes seed form with help of some 1J
software equations, such as: Circularity — 4m*area/perimeter2, Aspect ratio (AR) —
major axis/minor axis, Roundness — 4*area/(n*major_axis"2), Solidity — area/convex
area. It is investigated by the 50 seeds in three repetitions from eight Greek Strawberry
tree genotypes, with surface sowing in humus soil substrate in germination chamber
at the temperature of 25 °C and 85 % humidity. The germination control is performed
periodically every seven or more days from the setting. In those conditions it is
monitored the growth of the seedlings and the survival rate (SR). The seed vigor is
analyzed through six periods, wherein the germination percent for the period is divided
with the number of past days in the period and the sum of the quotients of the six
periods gives the seed vigor (Kolekevski et al., 2004). About 50 cuttings with 3 - 4
buds, or at approximate length of 20 cm, with two to three one third reduced leaves are
left on the every cutting. The cuttings were investigated in three repetitions from every
genotype and were stuck on 3 - 4 cm depth into sand (SR) or in vermiculite (VR)
substrate.

The data are statistically analyzed by ANOVA and Fisher’s multiple comparisons
testing at a level of 0.05. Pearson correlation matrix and Principal component analysis
and ANOVA are performed using the Minitab and Xlstat softwares.

RESULTS AND DISCUSSION

The mother plants, which the plant material is collected from, are in excellent
condition, without any kind of important diseases and pests presence. Seed morphology
is an evolutionary trait contributing to genetic diversity (Aniszewski et al., 2001). For
the determination of germination ability of Greek Strawberry tree genotypes, the
quality and dimensions of the seed are very important. Seed morphology has influence
on many later seed characteristics (water relation and seed dispersal, emergence,
survival and seedling establishment), so the large and heavy seeds germinate rapidly
with high survival and fast growth as compared to small seeds (Koechl et al., 2014).
The germination of the smaller seeds is generally faster and that providing greater
competitive advantage in early developing stages, but the larger seeds germinating
slowly and have higher germination (Souza and Fagundes, 2014). The measurements
show statistically important differences at the dimensions and shape of the seed. Type
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2 is characterized with the largest seed. The highest statistic difference is found in
relation to cross the section area of the seed. Type 2 has statically significant larger
cross section area and thicker seed compared to six of the investigated genotypes (Tab.
1). The vigor of the seedlings depends on the seed size and large seeds tend to produce
more vigorous seedlings compared (Yanlong et al., 2007). Regarding to the perimeter
of the seed, the Type 2 varies statistically from only 3 genotypes. The most elongated
seed has the Type 6. It is interesting to note that the differences in seed length are not
so expressed such as the seed width. It is recorded statistically significant differences
in seed shape. The Types 8, 9 and 2 have the most circular form. The Type 4 has the
most ellipsoidal seed considering for the smallest seed width (Tab. 1). The same Type
is characterized with statistically significant deviations of the values for AR and
roundness. As a result of the convex parts domination at the area of seed, the Type 4
is characterized with the lowest value for solidity (Tab. 1).

Table 1. Seed dimension of A. andrachne genotypes

Genotype Arezzl Perime-| Length | Width CirFu- AR | Round S(.)li-

mm* |ter mm| mm mm | larity dity
Typel 3.71° | 8.68* | 3.05* | 1.53¢ | 0.63° | 1.98" | 0.50% | 0.97*
Type2 431* | 8.72* | 3.04* | 1.81* | 0.71% | 1.71<¢ | 0.60% | 0.97*
Typed 3.33% | 8.16* | 3.01* | 1.40° | 0.62¢ | 2.17* | 0.47° | 0.96"
TypeS 2.32F | 6434 | 2.16° | 1.36° | 0.70° | 1.60¢ | 0.63* | 0.97*
Type6 4.01° | 8.46® | 3.09* | 1.66° | 0.70° | 1.87° | 0.54<¢ | 0.97®
Type7 3.22¢ | 7.70° | 2.73° | 1.52¢ | 0.69° | 1.86% | 0.56 | 0.97®
Type8 3.514 | 7.65¢ | 2.66° | 1.68* | 0.75* | 1.61¢ | 0.63* | 0.98
Type9 4.09% | 8.40® | 2.94* | 1.76™ | 0.72%® | 1.67¢ | 0.61* | 0.98°
Average 356 | 802 | 2.83 | 159 | 0.69 | 181 | 0.56 | 0.97

* Means that do not share a letter are significantly different

The evaluations show that the seeds from the Greek Strawberry tree have very low
germination in the average (16 %). According to some investigations the seed germi-
nation is influenced by some external factors such as air temperature and shows to an
optimal temperature of 20 °C a rate of 19.2 % (Hammami et al., 2005). Some authors
suggest that the germination of the Arbutus genus is originally very nit and erratic
(Seker et al., 2010). The influence of different temperatures over Greek Strawberry
tree seed germination is investigated and it is concluded that the lower temperatures (10
°C and 15 °C) of incubation in agar medium (Murashige/Skoog) affect to high percents
of seed germination (84 % to 90 %), while at the higher temperatures (20 °C and 25
°C), practically there is no germination or it is very low (1 %) (Bertsouklis and
Papafotiou, 2013). During the field investigation, around the mother plants it is noted
high number of young seedlings, which is sign for high germination potential of the
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seed. Generally, large seeds are expected to have higher seed germination ability than
the small seeds (Koechl et al., 2014). Beginning of the germination dynamics shows
that after 20 days from the sowing only two of genotypes have bigger percent of
germination over 5 % (Fig. 1). Only the Type 7 has statistically significant deviation
to the starting germination from half of the investigated genotypes. Until the 40th day
the three genotypes stand out by the increased seed germination (Type 7, Type 8, and
Type 1). Again, only the Type 7 has statistically significant difference in relation to five
of the investigated genotypes. In the fifth period is observed a rapid germination of the
other genotypes (Type 2 and Type 4). So, the statistical advantage of the genotypes
with faster germination is significantly decreasing. In the last period it is noted
accelerated germination of some of the genotypes that have been long time inactive,
such as the Types 4 and 8, which have twice as bigger germination compared with
germination in the fifth period. In the last period the Type 4 reaches the highest
germination of 25 % among the all investigated genotypes.
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Figure 1. Seed germination of A. andrachne genotypes

Determination of the seed vigor best explains the germination dynamic periods
(Tab. 2). Most uniform germination through all six periods has the Type 7. With
uniform germination are characterized also the Types 8 and 9. These three Greek
Strawberry tree genotypes have the highest seed vigor among the investigated geno-
types. Also, it is noted that the mentioned three genotypes have increased seed vigor
up to the third period, and then mildly decreasing of the seed vigor. Another group of
genotypes (Type 1, 2, 4 and 6) are characterized with slight increasing to the third
period and with a rapid increasing of the seed vigor at the end of the observation. The
Type 5 is characterized with different dynamics than the other genotypes, or this Type
has increasing of the seed vigor up to third period, stagnation to the fifth period and
sudden increasing in sixth period. The observation of further growth of the seedlings
shows that from the total number of emerged seedlings with appearance of cotyledon
leaves, after thirty days, begins the decline of the surviving plant number. Entirely are
survived only the seedlings from genotypes 2, 5 and 7 (Fig. 2).
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Table 2. Seed vigor of Greek Strawberry tree genotypes

Geno- | Period | Period | Period | Period | Period | Period \?i(;)(i
b : i : ! > 6 | (rotan

Type 1 0.00 0.00 0.03 0.09 0.16 0.13 0.41
Type 2 0.09 0.07 0.06 0.16 0.25 0.25 0.88
Type 4 0.05 0.07 0.08 0.12 0.21 0.37 0.90
Type 5 0.00 0.07 0.11 0.09 0.11 0.21 0.59
Type 6 0.05 0.03 0.03 0.07 0.09 0.10 0.37
Type 7 0.32 0.41 0.39 0.40 0.37 0.34 2.23
Type 8 0.14 0.28 0.28 0.26 0.23 0.31 1.49
Type 9 0.27 0.28 0.25 0.23 0.21 0.18 1.42

Already it is noted statistic significant difference among the Types 2 and 7 with
some of other Types. After 90 days it comes to sudden decreasing or halving the
number of surviving seedlings at the most of genotypes, and also occurs the statistical
significant difference between the Type 2 with all other genotypes. Except the Type
2, significant statistical difference is noted at Type 5 relating to the number of seedlings
with one of the investigated genotypes. At the end of observation, the number of
surviving seedlings of the Type 2 is decreased for only 22 %, while among the other
genotypes decreasing is from 91 % to 73 % (Fig. 2).
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Figure 2. Survival rate of A. andrachne genotypes seedlings

The reason for drastic decreasing of the seedling surviving number and reason for
prematurely dying of the seedlings from the genotypes of Greek Strawberry tree is
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unknown. The fact that most of the genotypes seedlings are affected with this phe-
nomenon shows that it is the factor which is referred to whole Greek Strawberry tree
species. That fact additionally increases the value of the Type 2 with the high number
of surviving seedlings in further investigations. It is known that the species from genus
Arbutus live in symbiosis with arbutoid mycorhhizae. Sometimes the presence of
wrong incompatible microbiota in the ectomycorhizae can cause dying of the seedlings
of Arbutus species (Becerraa et al., 2007).
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Figure 3. Rooting of softwood cuttings from A. andrachne genotypes

The rooting of cuttings from the genotypes amounts 25 %, in average. Using high
concentration of biostimulator (IBA) at the related species Arbutus unedo is achieved
the very high percent of rooting (up to 87 %) of the cuttings of some local Turkish
genotypes (Sulusoglu, 2012). Statistical significant difference between the rooting in
sand (SR) and rooting in vermiculite (VR) does not exist. Generally, the cuttings from
the genotypes are rooting better in sand (30.1 %). The investigation shows that the
influence of substrate sand over rooting of cuttings from the Greek Strawberry tree
genotypes is higher than the influence of the genotype. Analyzed individually, only the
genotype 7 has bigger, but statistically insignificant difference to the rooting in vermi-
culite (31.6 %) than in sand substrate (15.7 %). Type 2 is characterized with the highest
rooting percent in vermiculite substrate (38.2 %). The Types 2 and 6 have statistically
significant greater ability for rooting in vermiculite in relation to many of the other
genotypes (Type 5, 8,9 and 6) (Fig. 3). Only two (Type 1 and Type 5) from the investi-
gated genotypes have statistically significant higher percent of rooting in sand, than in
vermiculite. The statistical difference is higher in sand substrate rooting of cuttings.
The Types 2, 1 and 5 have statistically greater difference in relation to other types,
with exception of Type 4. The greater ability for rooting in sand substrate has again the
Type 2 (49.3 %). It can be said that the rooting of cuttings as a vegetative way of
propagation of Greek Strawberry tree genotypes, is more efficient than the germination
of the seeds.
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PASMHOXKABAIE TEHOTHUIIA IPBA 'PUKE MAT'UIHE
(Arbutus andrachne L.)

Pe3ume

V neproxy 2014-2015. ronuHe ucTpaxuBaHa je MOryhHOCT TéHepaTHBHOT M BET€TaTUBHOT
pa3MHO)KaBara FeHOTUIIOBA PETKOT BOhHOT ApBeTta I'puke Marume (CHHOHUMU: ['puKka riaHuka,
l'omo npBo, I'o woBek) (Arbutus andrachne L.), cMEIITCHUX y IPUPOIHUM CacTOjHHAMA, HA
CpelmbeM TOKy, ca JeBe cTpaHe Komcke peke, Ha jyxHoM ey Cesepre Makenonuje. Tun 2
KapakTepuiry Hajseha ceMeHa (pocevna noppuirHa ceMena 4,31 Mm%, 06um 8,72 MM 1 NIMpPUHA
1,81 mm). Pesynratu nokasyjy a ceMe reHOTUIOBa ApBeha rpuke Marume UMa HU3aK MpoLeHat
KIIjaBOCTH M HHUCKY CTOIY NMPEKUBJbaBamka CaJHUIA. Tun 2 ce ommukyje HajehoM crocoo-
Homhy yKOpemaBama pe3HuIa y mecky (49,3 %). syserak je Tum 2 ca oko 78% mpekuBennx
npUMepaka HaKOH YeTUpPH Mecela mocMmarpama. Hajeehu nporenar knujasoctu uma tn 4 (25
%). YkopemwHBame pe3HUIA Jaje HajBehu mporieHaT >KMBUX OMibaka. YKOPEHUBAKBE Y MIECKY Y
HpOCeKy Jaje 60Jpe pe3yaraTe off yKOpPEHhaBamba Y BEPMUKYIIUTY.

Kibyune peun: ['enomun, ceme, kaujarve, pesnuya, pacao
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PRODUCTIVITY OF GLUTEN-FREE PSEUDOCEREAL
Fagopyrum esculentum Moench — NOVOSADSKA
BUCKWHEAT ON THE CHERNOZEM

Abstract

Buckwheat t is successfully cultivated in the mountainous area. Buckwheat seeds are used
in food, while leaves and flowers are used in pharmacy, they have a preventive effect on human
health: hypertension, arteriosclerosis, constipation, etc. Buckwheat is also of great economic
importance in beekeeping, because of nutritionally valuable honey. In this study, the productivity
of “Novosadska buckwheat” grown in experimental plots of the Institute of Agriculture and
Vegetables, on chernozem in 2022 was analyzed. “Novosadska buckwheat” showed that it has
excellent genetic potential and achieved excellent performances in an unfavorable year for
production. The average yield of buckwheat was 1.11+0.20 t ha™!, plant height 152.00+0.32 cm,
plant height to 1% inflorescence 27.00£7.83c¢m, which shows that buckwheat can be successfully
planted in plain areas.

Key words: Fagopyrum esculentum Novosadska buckwheat, gluten-fiee grain,
productivity, chernozem.
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INTRODUCTION

Buckwheat — Fagopyrum esculentum Moench. is a pseudocereal; it belongs to
Polygonaceae family. It is a fast-growing, broad leaf annual crop of warm-season with
small white or pink flowers (Sattel et al., 1998). The flower clusters developin to brown
triangular seeds that consist of a groat surrounded by a thick hull (Myers &Meinke,
1994). There are other commercially available species of buckwheat, such as F.
tartaricum, F. sagittatum, F. emarginatum but the most common species is F. escu-
lentum (Treadwel & Huang, 2008). Buckwheat got its name from the fact that seeds
are similar to the beech tree’s seeds that are called boekweit in Dutch (Myers &
Meinke, 1994). The origin of buckwheat is believed to be mountainous part of south
western China, it was cultivated in China around 5000 years ago (Boland, 2013; Chen,
2001). It spread through Asia to Europe and the New World experienced the intro-
duction of the crop in the 17" century with the movement of European colonists (Tread-
well & Huang, 2008). Buckwheat grain contains: carbohydrates (85%), proteins (12%),
fats (2%), minerals (potassium, 218 mg; phosphorus, 254 mg; calcium, 21 mg; mag-
nesium, 85 mg; iron, 3.2 mg; sodium, selenium, fluorine, as well as trace elements:
iodine, zinc, bromine, etc.), then vitamins (B, B, P, E), dietary fiber, phytosterols,
contains bioflavonoid rutin (which has a positive effect on the blood system) and lysine
(an essential amino acid important for bone growth and blood regeneration) as well as
agrimin (reduces the risk of sterility). Buckwheat flower can be used as a cough
medicine and to ease breathing, while the fresh leaves have a pronounced bactericidal
effect, they can be applied directly to open wounds or cuts. In this study, the possibility
of using buckwheat harvest residues was analyzed. Harvest residues and residues after
grain processing can be used in different ways, such as: fodder, mulch, for making
compost, in further industrial processing, for the production of biofuels and for plou-
ghing under. Buckwheat stem has pharmaceutical value, because it contains the sub-
stance rutin, which increases capillary resistance and is used as a means to stop
bleeding (Popovi¢ et al., 2017; 2021). Buckwheat biomass in the ripening period can
be used to obtain biogas or to produce pellets. If above-ground biomass is used for the
preparation of solid fuels, briquettes or pellets, after combustion in boiler plants, ash
rich in potassium and calcium remains. Biomass can also be used as green fodder
(Popovi¢ et al., 2021). Plowing buckwheat biomass, if the goal of cultivation is
sideration, is carried out after the flowering of the plants in order to use it for the
production of honey. The best quality siderate for plowing is obtained from biomass
after the flowering of plants. Vegetative biomass plowed in the flowering phase is
quickly mineralized in the soil so that the next crop has mineral salts available at the
time when it needs them the most. Buckwheat also has great agrotechnical importance
because, as a crop of dense sowing, it covers the soil well and suppresses weeds. In
addition, it can absorb phosphorus from less accessible forms and prevent its leaching
into deeper layers and underground watercourses. Buckwheat plants have a short
vegetation period, so we can grow them as a follow-up or side crop in very different
climatic and soil conditions. (Glamoclija et al., 2015; Popovi¢ et al., 2017; 2021).

The very favorable agro-ecological conditions of this region provide exceptional
opportunities for this type of production. Given that buckwheat achieves the best yields
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in mountainous terrain, the aim of this study was to examine the productivity of
buckwheat in the plain area on chernozem.

MATERIAL AND METHODS

The production trials were carried out on the trial plots of the Institute of Field
Crop and Vegetable, in Backi Petrovac. This study shows the production of buckwheat,
a variety of “Novosadska” grown on chernozem. Sowing was done in three repetitions,
on an area of 10m? (5x2=10m?), at the optimal time, in mid-April. Cultivation
technology applied in the crop was varietal. The crop was irrigated five times during
the growing season with 30 mm water. The harvest was done at technological maturity.
Before harvesting, 10 buckwheat plants were taken from each plot for morphological
analysis. The yield was taken after harvest from each plot and converted to 13%
moisture. The obtained results were processed using descriptive statistics and presented
tabularly and graphically.

For sowing buckwheat, it is best to use seeds from the previous year, with a seed
germination rate of at least 95%. In lowland areas, buckwheat is sown in the second
half of April, and at higher altitudes (in our country up to 1,100 m) in May. As a follow-
up crop, buckwheat is sown until the end of June, and for the production of fodder
successively, approximately in five periods in order to extend the mowing period as
much as possible. Common buckwheat is sown both in narrow and wide rows.
Buckwheat is sown in close succession at an inter-row distance of 12 cm with grain
drills, with a consumption of 60-80 kg ha'! of seed. Wide-row sowing of buckwheat is
carried out at an inter-row distance of 25-50 cm and a spacing of 1.5 cm between plants
in the row and is carried out with seed drills for wide-row crops with the consumption
0f 40-50 kg ha! of seeds. This method of sowing buckwheat is common in arid areas
and on weedy lands. Buckwheat sowing depth is 4-6 cm. After sowing, the surface
can be rolled if necessary. Supplementary pollination of buckwheat is carried out by
placing beehives with bees around the crop at the beginning of flowering. In densely
sown crops, weeds can be controlled before sowing with the herbicide preparations
Devrinol 45-F, Acetochlor-90 or during the growing season with the preparation Focus
ultra. If buckwheat is grown for the needs of the pharmaceutical industry, the plants are
cut about 30 days after germination, because that's when they have the highest content
of rutin. As ripe buckwheat fruits are easily shed, harvesting should be done as soon
as possible or the crop should be sprayed beforehand with defoliants due to accelerated
leaf shedding (eg Reglone forte) or preparations that prevent grain shedding (Spodnam
DP or NU film), (Popovi¢ i sar., 2013; 2017; 2019).

Soil properties. The soil in its natural state rarely provides the most favorable
conditions for the growth of crops, that is why man, by applying various agrotechnical
measures, changes its physical, chemical and biological properties and adapts them to
his needs. The physical composition of the soil is an important factor for water, air, heat
and nutrition regime, thus fertility, and to a significant extent determines the suitability
of the soil for agricultural production (Popovi¢, 2010; Glamoclija et al., 2015). Pro-
ductive agricultural soils have the ability to promote root growth, preserve moisture and
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supply the plant with water, to retain, increase the availability and enable the circulation
of mineral substances, ensure optimal gas exchange and stimulate the activity of the
biological phase. All these properties are partly a function of physical properties and
processes in the soil. The chemical reaction of the soil in "Backi Petrovac" is weakly
alkaline with 4.7% CaCOs. The soil is well supplied with total nitrogen (0.2%), readily
available phosphorus and potassium (37 and 36 mg/100g).

Meteorological conditions. The successful production of cultivated plants largely
depends on meteorological conditions, and above all, on the amount of precipitation
and air temperature. These two factors determine the climate of an area and signifi-
cantly influence the growth and development of crops and applying of all agrotechnical
measures. In the examined year of 2022, the average air temperature was 20 °C and the
total amount of precipitation was 162 mm. The production year was very unfavorable
for crop production.

RESULTS AND DISCUSSION

The yield formation of buckwheat plants depends on the characteristics of the
genotype, agroecological factors and the applied cultivation technology. Manifestation
of certain traits and their dominant influence on the production of yield can be different
in different conditions of the external environment. This study included the monitoring
of morphological traits important for yield, such as stem height, plant height up to 1
inflorescence, stem thickness, leaf length and width, spikelet length and weight of 1000
grains. The results of the research for productive parameters of “Novosadska buck-
wheat” are shown in table 1. “Novosadska buckwheat” showed that it has excellent ge-
netic potential and achieved excellent performances in an unfavorable year for pro-
duction. The average yield of buckwheat was 1.11+0.20 t ha!, plant height 152.00+
0.32 cm, plant height to the 1** inflorescence 27.00+7.83 cm (graph. 1-2), stem thick-
ness 1.00 £0.18 cm, leaf length 8.04+0.74 cm, leaf width 9.10+£0.57 cm and leaf mass
1.02 £0.15g which shows that buckwheat can be successfully grown in plain areas.

Table 1. Productivity of Novi Sad buckwheat for chenosema

Average Std.

Parameter Min Max IvV*
value Dev.

Grain yield, t/ha 1.11 1.02 1.22 0.20 0.22

Plant height, cm 152.00 | 148.80 | 153.40 3.25 4.60

Plant height until 1*

. 27.00 22.92 34.00 7.83 11.08
inflorescence, cm

Stem thickness, cm 1.00 0.85 1.10 0.18 0.25
Leaf lenght, cm 8.04 7.50 8.55 0.74 1.05
Leaf width, cm 9.10 8.60 9.40 0.57 0.80
Leaf mass, g 1.02 0.89 1.10 0.15 0.21

* IV — variation interval; Autor’s calculation
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In the world, there is an increasing interest in buckwheat, which is why the areas
are increasing every year. In 2020, the area under buckwheat amounted to 1,856,913.0
ha, the grain yield was 975.0 kg/ha, and the production was 1810816.0 million tons.

(Popovi¢ et al., 2022).
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Figure 1. Buckwheat grain yield in arid year, Backi Petrovac, Serbia

The height of the plant is an important feature that significantly affects the harvest
index and grain yield. The height of the tree is significant in the competition for life
factors. Buckwheat has tall plants, so it smothers and shades weeds with its habit and
achieves good yields. The conditions of the external environment have a very signi-
ficant influence on the morphological and productive properties of buckwheat. By

examining the height of the tree, it is evident that the examined values are the result of

the influence of meteorological factors during the vegetation period. In addition to the
external environment, the genetic potential of the examined variety also has a

significant influence on tree height (Popovi¢ et al., 2017).
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Figure 2. Buckwheat plant height and height to the Ist inflorescence, cm
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Taylor et al. (2001) emphasizes the importance of aboveground biomass deve-
lopment in suppressing weeds and preventing their growth. Grain yield is the result of
many developmental and physiological changes during the life cycle of a plant. In the
formation of yield, the importance of several components is highlighted: the number
of inflorescences per unit area, the number of fruiting trees per plant, the number of
grains per plant, the weight of 1000 seeds and the harvest index (Glamoclija et al.,
2015). The productivity of these components depends on the weather conditions in the
growing season, the assortment and the applied cultivation technology (Popovié et al.,
2017). Stability in achieving the expected yield is one of the most desirable features
for the genotype to be recommended for widespread cultivation. The expression of
quantitative traits in plants is conditioned by the influence of the genotype, the
environment and their interaction, which occurs as a result of the genotype's response
to changes in the external environment (Baker, 1990; Glamoclija et al., 2015; Popovié
etal., 2017; 2019; 2022). The formation of grains and the creation of yield takes place
mainly at the expense of the breakdown of reserve substances and their transfer from
older and photosynthetically inactive parts of the plant, such as the stem and older
leaves, to the ear. According to estimates, carbohydrate reserves in the stem contribute
to the total yield of buckwheat with about 10-12% in optimal agroecological conditions
and with more than 40% in conditions of drought and heat stress (Austin et al., 1977).
All over the world doctors as well as nutritionists are mentioning health problems
linked to the consumption of cereals containing gluten as sources of allergies and
intolerances. Rice, quinoa, amaranth and buckwheat are proposed as alternatives.
Buckwheat doesn’t contain any gluten so it can fit perfectly in a diet low or free from
gluten. Quality of buckwheat grains is varies from: protein content 12-18.6%, fat
content 3-4%, starch 63-66%, Oleic acid 42%, Linolic acid 32%, Palmitic acids 16%
(Tomotake et al. 2006). Buckwheat is known in France by “galettes de blé noir”
traditional crepes made from buckwheat flour, especially in Brittany; in Eastern
Europe, the toasted buckwheat groats "Kasha" are used to preparing traditional dishes
(in soups etc.), in Russia buckwheat flour is also prepared as blinis; in Asia, is known
buckwheat pasta "Soba noodles"; herbal tea called "Sobacha" and buckwheat is
delicious in any salad.

CONCLUSION

The Novosadska variety grown on chernozem in a dry year achieved excellent
morpho-productive properties. The yields it achieved were significantly higher than the
average world yields, on the basis of which we can conclude that buckwheat can be
successfully grown in our country and in the plains.

Buckwheat is becoming more and more important in the world and in our country
in the economic, ecological and social sense. A growing trend for gluten-free
buckwheat based products highlights the need for development of new products in
functional food.

Acknowledgements. Research was supported by the Ministry of Education,
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451-03-68/2022-14/200032 and 200116).
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MNPOAYKTUBHOCT BE3I'/TYTEHCKOI ICEYAOXUTA
Fagopyrum esculentum Moench. - HOBOCAJICKE XEJbJE
HA YEPHO3EMY

Cazkerak

Xesbfa ce yCHENHo y3raja y INJAHUHCKOM NOJPYYjy. XeJbUHO CeMe ce KOPUCTH Yy HCXPaHH,
JIOK C€ JINCTOBY U IIBETOBH KOPHUCTE y (hapMaIlHju jep IPEBEHTUBHO JETy]y Ha 3[paBJbe JbYIH,
KOJI XHIIEPTEH3Hje, apTePHUOCKIIepO3e, 3aTBOPA UTA. XeJbJa MMa U BEJIMKH IPUBPEIHH 3HAYA] Y
MYEIapCTBY, 300 HyTPUTHBHO BPEJHOT Meia. Y 0BOj CTY/MjH aHAIM3UPAaHa je IPOAYKTHBHOCT
HOBOCA/JICKE X€Jb/I€ TajeHe Ha OTJIeHHNM IapienaMa MHCTUTyTa 3a paTapcTBO M MOBPTapCTBO,
yepHo3eMy y 2022. ronunu. HoBocazcka xespJa je mokasana Ja ¥Ma OJUIN4aH FeHeTCKH
HNOTEHLMjall U MOCTHIJIA OJJIMYHE IeppopMaHce y HENOBOJHHO] TOAMHH 33 HPOU3BOMMY.
Ipoceuan mpuHOC XeJbe u3HocHo je 1,11 0,20 t ha!, Bucuna 6uspke 152,00+0,32cm, BucuHa
ombke 1o npBe nBactu 27,00+7,83 cm, mTo mokasyje na xeJbIa MOXKe YCIENIHO Ja e Taju H y

PaBHHUYApPCKUM IIpeaecanma.
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BANKUT WHEAT

Abstract

"Bankut" varieties of wheat had great economic importance for wheat production in
Vojvodina and other areas of our country. Among thevarieties of this wheat, the most significant
were the "Bankut 1201" and "Bankut 1205" varieties. These varieties were created by Laslo
Baro$ on a farm in Bankut, Hungary. He wanted to create a winter variety of wheat suitable for
the conditions of Potisje, better than Banatka. Populations of domestic Banat and world-famous
Manitoba wheat served as parents for hybridization. He crossed the "Bankuti" variety no. 5 sepa-
rated from "Banatka" with "Manitoba". As a result of this hybridization, several varieties were
created, among which variety no. 1201. The same combination gave, just a little later, variety
no. 1205 (Bekri¢, 1989).

Key words: wheat, commercial quality, technological quality

INTRODUCTION

"Bankut 1205" is a winter wheat. Variety that came to Vojvodina during the Second
World War. Since liberation, the Institute for Agricultural Research in Novi Sad has
worked on its improvement (Misi¢, 1995). Similar to the variety Bankut 1201, it was
characterized by high biological plasticity, so it could be successfully grown outside
the Vojvodina area. After the Second World War, it became the leading variety in pro-
duction, so that since the fifties, together with Bankut 1201, it has occupied more than
80% of the wheat areas of Vojvodina (Misi¢, 1995). Bankut 1205 retained its dominant
position in the assortment of Vojvodina until the first years of the seventh decade when
varieties from the Mediterranean area took over the primacy in production.
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History of growing bankut wheat

In the ten-year period from 1930 to 1939, on an average area of 2.114.100 ha, a very
low grain yield was achieved, only 1.14 t/ha. The leading variety was Bankut 1201, and
the supplementary variety was Bankut 1205. The ten-year period from 1951 to 1960
was also included in the studies.On an average of 1.902.000 ha, the yield was 1.32
t/ha, which is 15.8% more than it was inthe period from 1930 to 1939. The leading
varieties in this period were Bankut 1205 and Bankut 1201. From 1961 to 1965, on an
average of 2.009.200 ha, a yield of 1.78 t/ha was achieved, which is 56.1% more
compared to the period from 1930 to 1939. In addition to Bankut 1205, Bankut 1201
wheat was also represented.

The trend of increasing the average yield of wheat continued in the five-year period
from 1966 to 1970. Then it was grown as a supplementary variety to Bankut 1205. On
the average area of 1.467 ha, the yield was 2.00 t/ha, 75.4% higher than in the period
from 1930 to 1939. Compared to the period from 1961 to 1965, a 27.4% higher average
yield was achieved. The average yield of the individual sector in the period from 1961
to 1965, when Bankut 1205 was the most widespread variety in production and the
supplementary variety was Bankut 1201, was 52.9% ofthe yield of the social sector
(Bekri¢, 1989). From 1966 to 1970, with the supplementary variety Bankut 1205, the
average yield of the individual sector was 57.6% of the average yield of the social
sector.

Variability of agronomic characteristics of wheat

In addition to the variety and applied agrotechnics, varying meteorological condi-
tions between years is one of the main causes of varying grain yield and technological
quality of wheat (Hristov and Mladenov, 2007). In the growing season of 2008/2009.
year, an experiment was carried out in order to examine the variability of grain yield,
the number of grains per m? and the weight of 1000 grains. The variety Bankut 1205
had the lowest number of grains per m? (Jockovi¢ et al., 2010). The mode of inheritance
and components of phenotypic variability for the number of grains per ear of wheat
were studied when five different genotypes of wheat were crossed (NS Rana 2, Bankut
1205, NS 732, Atlas 66, and Siete Cerros 66). In the F1 offspring of all crossings, do-
minance was manifested, and in one part of the offspring, superdominance. The calcu-
lated value of the average degree of dominance indicates that in the inheritance of the
number of grains per ear, in the crosses of the mentioned genotypes, it is about super-
dominance (Petrovi¢ et al. 1994). Heredity, phenotypic variability, and components
of variance for spike length and number of spikelets per spike were studied in 50
cultivars including Bankut 1205 from different selection centers. The coefficient of
variation for the number of spikelets per spike ranged from 4.7% for Bankut 1205 to
12.4% for the Norin 10 variety. The phenotypic analysis of variance showed that the
genetic variance accounted for a larger part of the total phenotypic variability for spike
length (81.082%) and the number of spikelets per spike (57.36%) than the influence
of environmental factors on the expression of the analyzed yield components. (Zecevié
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et al., 2004). The main goal of wheat breeding is to obtain varieties with high genetic
potential for yield, which would be best suited for certain growing regions, hetero-
geneous in terms of climate and soil. As yield is a complex property, the result of a
series of quantitative properties, for a successful breeding effect it is necessary to know
the characteristics of genotypes, but also the interaction between genotypes and envi-
ronmental conditions, to make the best possible use of the genetic yield potential and
create more adaptable genotypes (Borojevié, 1982). Stability tests of the class index
were performed in a sample of 22 wheat genotypes, among which the Bankut 1205
variety was tested. According to the regression coefficient, among the most stable ge-
notypes are Ana, Kratka, Talent, Florida, Sremica, Concordia, Aibian, and Italy. The
variety Bankut 1205, with long and heavy spikes, showed the highest mean values of
the spike index. Genetic analysis of divergent wheat genotypes grown in our agro-
ecological conditions contributes to their better understanding and facilitates the selec-
tion of parents for crosses in future wheat breeding programs (Petrovi¢ et al., 2002).

The inheritance of the number of primary roots in F1 and F2 generations was
investigated by diallel crossing of 4 varieties of winter wheat ("Sava", "Libellula",
"Bankut -1205" and "Krusevacka 9083"). The number of primary roots is inherited
partially dominantly and intermediately. The parental varieties differed in the number
of primary roots. The number of primary roots is controlled by additive and non-
additive gene effects. "Libellula" and "Sava" had more recessive genes than "Bankut-
1205", which had more dominant genes in F1. In F2, "Sava", "Bankut-1205" and "Kru-
Sevacka 9083" had similar recessive-dominant proportions of genes, but "Libellula”
had more recessive genes. Heritability in the broad sense was very high.

Regression analysis of covariance and variance in diallel crosses was conducted to
determine the effects of genes on the number of grains per ear of five wheat genotypes:
NS Rana 2, Bankut 1205, NS 732, Atlas bb. Graphical regression analysis showed that
the number of grains per ear is determined mainly by the effects of the dominant gene,
as well as by the unequal distribution of dominant and recessive genes between the
five genotypes of parental wheat (Dimitrijevi¢ et al., 1994). In one study, attention
was paid to the problems of open pollination of wheat. Six different genotypes were
selected for this purpose: San Pastore, Bankut-1205, Novi Sadska Rana-2, NS-732,
Nizija, and Siete Cerros. The frequency of open-pollinated plants in relation to the
total number of plants was 3.8 in the pure variety NS-732, which indicates that
approximately 26 open-pollinated plants per m?, i.e. 260.000 phenotypically different
plants per m%*ha, can be expected in the crop of the tested variety. 39 different
genotypes of wheat were selected in order to examine the variability of yield, the
number of grains per m?, and the weight of 1000 grains. A field trial was set up at
Rimski Sancevi in the 2008/2009 season. Based on the obtained results, we determine
significant differences in the yield, the number of grains per m* and the weight of 1000
grains among the tested genotypes. The Dragana variety had the highest average grain
yield (9.25 t/ha), and the Banatka variety had the lowest (3.08 t/ha). The highest number
of grains per m? (51532) was the variety Sana, and the lowest number of grains per m?
(22360) was the variety Bankut 1205. The highest weight of 1000 grains (57.1 g) was
the variety KG 56, and the lowest weight of 1000 grains (33.2 d) has variety NS 3-
5299/2 (Jockovi¢ et al., 2010).
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Technological characteristics

The variety Bankut has a white, spindly, and thistle spike with a red grain. Accor-
ding to the ripening time, it ripens three days before Banatka. It had very good resi-
stance to low temperatures, heat and air drought, and high temperatures during the
grain filling phase. As with Bankut 1201, its stem was over 140 cm high, with insuffi-
cient resistance to lodging. Despite that, it suppressed increasingly low-yielding
varieties such as "Banatka", "Dakota" and others. It was equal to Bankut 1201 in resi-
stance to grain shedding. Like Bankut 1201, it did not have satisfactory resistance to
powdery mildew (Ustilago tritici), leaf and stem rust (Puccinia recondita tritici and
Puccinia graminis tritici). The quality of her flour and bread was very good and slightly
better compared to Bankut 1201. It had a medium-large vitreous grain, with a weight
of 1000 grains up to 40 g and volumetric grain weight of up to 84 kg. It achieved the
best results on more fertile soils and in conditions of improved technology. It was
registered by the Commission for the recognition of Varieties as a variety of AP
Vojvodina, central Serbia, Kosovo, Kumanovo, and Tetovo regions.

In support of this, the quality of Bankut wheat of the agricultural farm from Dobrica
was tested. The technological quality of wheat is attached:

Table 1. Commercial quality of Bankut wheat

Bankut 1205
Test parameters Rating value
Water content (%) 12.8
Volumetric mass (kg/Hl) 81.30
Broken and coarse grains (%) 3.6
Corroded grains (%) 1.4
Spoiled grains (%) | Fusarium 0.4

The rest 2
Content of total impurities (%) 6.9

Table 2. Technological quality of Bankut wheat

Bankut 1205

Test parameters Rating value
Water content (%) 12.8
Volumetric mass (kg/HI) 81.30
Grinding (%) 63.0

Wet gluten content (%) 34

Water absorption power (%) 59.3

Test development (min) 32
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Test stability (min) 1.3
Degree of softening (FJ) 76
Area (cm?) 61.7
Quality number 8.8
Quality class B1
Energy (cm?) 41.0
Tensile strength (EJ) 162
Stretchability (mm) 156
O/R ratio 1.0
Maximum resistance (EJ) 180
Maximum Viscosity (AJ) 1265
Content of separable impurities (%) 3.6
SUMMARY

Bankut 1205 maintained its dominant position in the assortment of Vojvodina until
the first years of the seventh decade when varieties from the Mediterranean area took
over the primacy in production. The tested sample of the variety Bankut 1201 belongs
to technology group B1, the relationship between resistance and stretchability is not
ideal. The stretch it self is extremely good. The hectoliter mass is also high.
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BAHKYT INIIEHUIIA

Caxerak

,,DaHKYTH" IIICHUIIE Cy UMaJie BEJIUKH NMPHUBPEAHH 3Ha4aj 3a HPOU3BOAY IMIICHUILE Y
BojBoauHu 1 1pyrum noapy4juma Haiue 3emibe. Vizmely oBux mieHuIa Haj3HavajHuje cy ouie
copre ,,bankyt 1201 u ,,barkyt 1205“. OBe copte cTBopHO je Jlacno Bapour Ha ra3auHCTBY y
mecty bankyt y Mahapckoj. OH je jkelieo aa CTBOpH 03UMY ITILICHHUILY 3a ycioBe [lotrcja, 605y
on banatke. Kao poautessu 3a Xubpuan3sanujy nocayxuie cy nomynaruje fomahe banatcke n
qyBEeHE CBETCKE IIIeHuIe,,MaunTtode”. OH je yKpcTHO IHHH]Y ,,baHkyTn 6p. 5 u3aBojeHy us
,,baHatke ca ,,MaHuToO0OM™. Y pe3yiraTy oBe XHOpUAN3aIlHje CTBOPEHO j€ BUIIIC JINHI]ja U3Me-
by xojux ce ncrunana nuauja Op. 1201. Mcra komOuHamuja fana je, caMo HEIITO KacHH]e,
nmuaujy 6p. 1205 (bekpuh, 1989).

Kn,y'me peun: nuienuya, KOMepZ{ujaJZHu Keanmenm, MmexHolIoOWKU Keaiumeni
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THE INFLUENCE OF DIFFERENT SUBSTRATE MIXTURES
ON SEEDLINGS QUALITY AND ECONOMICALLY HIGH
YIELD OF TOMATO, PEPPER AND BASIL

Abstract

In this paper, the influence of different substrate mixtures on seedlings quality and yield of
tomato, pepper and basil were investigated. The experiments were carried out in the plastic
greenhouse and experimental field of the Institute for Medicinal Plant Research "Dr. Josif
Panci¢" in Pancevo, during year 2016. Four treatments (different substrate mixtures) and a
control treatment (soil from the investigated location) were tested. The best characteristics of
morphological traits of transplants were achieved using the commercial Klasmann Potgrond H
substrate. On the other hand, the plants that were grown on the compost produced during the
production and processing of medicinal plants (IMPR) had the highest yield of fruits (tomatoes
and peppers) and yield of fresh aboveground mass (basil).

Key words: substrate mixtures, tomato, pepper, basil, yield

INTRODUCTION

There is almost no part of the world where tomatoes, peppers and basil are not
used. They are used as a fresh vegetable or as a raw material for processing and various
product preparation. In order to enable transport over long distances and a long period
of manipulation and storage, new hybrids with "long shelf life" properties have taken
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over 90% of the domestic market. Such hybrids are more suitable for producers. But,
without pleasant taste, aroma (without any, in some cases) and texture, they are not
appreciated among consumers and processing technologists. The major disadvantage
of old varieties is its softness and inability to survive on store shelves for more than a
day or two. However, in recent times, old varieties that have a recognizable taste and
aroma are increasingly "requested", such as tomato varieties: Novosadski jabucar,
Volovsko srce, Roma and others, and pepper varieties Kurtovska kapija, Dukat, Zupska
rana, Shoroksari, Somborka, Strifanka or basil variety Sitnolisni aromaticni and simi-
lar. One of the above-mentioned varieties is the Volovsko srce variety. This variety has
taken a special place in our region primarily because of its specific taste and smell,
but also because of the tradition in its consumption. It is a variety characterized by
large fruits and specific color, and distinctive heart-like shape, which is how this variety
got its name. One of the most important shortcomings in the production of this variety
is the impossibility of long-term storage, due to the fact that its fruits ripen quickly
and cannot withstand long-term transport. The second variety is the Zupska rana pepper
variety. Zupska rana is a variety of early pepper. It is highly valued and cultivated in
these areas. It is one of the tastiest pepper varieties. It often has good growth and stem
height and is very yielding. The fruits are very long and fleshy and it is suitable for both
greenhouse and field production. When the fruits are fully ripe, they are distinctly red
in color. The third variety is the small-leaved aromatic basil variety. This variety of
basil is the most cultivated in our country. It tolerates our agroecological conditions
well, achieving a satisfactory yield and quality every year (Filipovi¢ et al., 2016). It is
mostly used as a spice, but also in religious ceremonies and as an ornamental plant. In
addition, it also contains significant amounts of essential oil of good quality. Since all
three plant species, i.e. the mentioned varieties, are grown from seedlings for that
purpose, it is necessary to provide appropriate growing media that can be used for the
production of quality transplants (Filipovi¢ and Ugrenovié, 2013). The market offers
a large number of commercial substrate mixtures, which often have high prices and
sometimes unsatisfactory quality. Choosing the substrate which can improve the plants’
traits during the cultivation of selected tomato, pepper and basil varieties is another
important task. Therefore, the aim of this research was to determine the possible
influence of different autochthonous substrate mixtures on seedling quality and pro-
ductivity of selected tomato, pepper and basil varieties.

MATERIAL AND METHODS

The following plant material was used in the research: tomato (Lycopersicon lyco-
persicum L.) variety Volovsko srce produced by "Superior" d.o.o. from Velika Plana,
pepper (Capsicum annuum L.) variety Zupska rana produced by the Institute for
Vegetable Crops from Smederevska Palanka and basil (Ocimum basilicum L.) variety
Sitnolisni aromaticni produced by the Institute for Medicinal Plant Research "Dr Josif
Panci¢" from Belgrade. Research was conducted during 2016 in the greenhouse and
experimental field of the Institute for Medicinal Plant Research "Dr Josif Panci¢"
located in Pancevo (44°52'20"N; 20°42'06"E; 74 m.a.s.l.).
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During mid February 2016, seeds for the production of seedlings were sown in the
greenhouse without additional heating. The seedlings were transplanted into the four
examined substrates and one commercial substrate after the appearance of the first
regular leaf (end of March 2016). Seedlings were produced in plastic round pots with
a diameter of 10.5 cm, a depth of 9.0 cm and a substrate volume of 525 cm?’. After
three months, more precisely in the middle of May 2016, developed seedlings were
transplanted in the field, when the seedlings reached the most optimal stage for
reception. Planting was done manually, for tomato/pepper at a distance between rows
of 80 cm, and in a row 40 cm plant from plant, while for basil the distance between
rows was 50 cm, and in a row 30 cm plant from plant. In the experimental field, oil flax
was grown (Linum usitatissimum L.) as a pre-crop to all examined species. The trial
was based on a completely randomized block design with a base plot size of 24.5 m?
(10.0 m x 2.45 m) in four replications. The impact of different types of substrate
mixtures was investigated and compared with the control variant: as a control variant,
marshy black soil type (collected at the experimental location) was used. This soil has
the following agrochemical characteristics: pH value = 5.4, humus content = 2.3%,
P»Os content 3.6 mg/100 g of soil and K.O 36.2 mg/100 g of soil. The second variant
was a mixture (25% marshy black soil type : 25% sand : 50% compost created from
the waste obtained from green areas (parks and gardens) with the following agro-
chemical properties: pH in KC1 = 6.98, humus content = 3.86%, CaCO; content =
3.0%, P05 6.8 mg/100 g soil and K>O 10.3 mg/100 g soil. The fourth variant was re-
presented by the compost created during the production and processing of medicinal
plants (IMPR — product of the Institute for Medicinal Plant Research "Dr. Josif Panci¢"
from Belgrade). The properties of this compost are: pH in KC1 = 6.02, humus content
= 3.86%, nitrogen = 2.2%, 0.46% P»0Os and 0.48% K0, 2%, Fe 0.6%, Zn 0.08% and
26% organic matter. The last, fifth variant was represented by the commercial substrate
Klasmann Potgrond H, which is a mixture of black sphagnum peat and very fine white
sphagnum peat to which soluble fertilizer and microelements have been added, pH va-
lues 5.5-6.5, 1, 5 kg/m? has an average of 14% N, 16% P>0s and 18% K>O (Glamo¢lija
et al., 2015). Meteorological data during the experimental vegetation period were
obtained from the meteorological station of the Institute “Tamis” Pancevo (Table 1).

Table 1. Meteorological data for vegetation period in 2016

Parameters May June July August | Sum/ Average
Precipitation 26.8 160.6 103.2 14.2 304.8
Temperatures 18.2 233 23.0 21.1 21.1

During the growing season, classic measures of care of seedlings and old plants
from pests, diseases and weeds were applied. The first watering was done immediately
after planting, and subsequents were done as needed.

Ten plants were taken from each repetition (some in the seedling stage, some for
the purposes of measuring examined traits in adult plants). In our research, the follo-
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wing were measured: seedling height (cm), seedling leaf number, seedling stem
thickness at the base (mm), seedling root mass (g/plant), fruit width (cm), fruit length
(cm) and fruit/fresh herb yield (g/plant). In the case of tomatoes and peppers, only
three harvests were carried out, while the other harvests were not recorded, which,
depending on the year, range from 10 to 15. Tomato and pepper fruits were harvested
at the technological stage of ripening, and the basil plants were harvested by hand with
a sickle at the cut height of 8 cm above the ground. The first mowing of the above
ground mass of basil was done in full bloom at the end of July. The second harvest was
done at the beginning of October (Filipovi¢ et al., 2016). The obtained data were
processed with indicators of descriptive statistics: mean value, standard deviation
(StdDev) and coefficient of variation (Cv). Statistical analysis was performed with the
statistical software Statistica for Windows 10 (STATISTICA, 2010).

RESULTS AND DISCUSSION

The influence of different substrate mixtures on various traits of seedlings and fruits
of tomato Volovsko srce variety is shown in table 2.

Table 2. Different mixtures of substrates and parameters nursery-plants
and tomato fruit

Nursery-plants - Protected area Open field
1y-p P
The
. thick- First |Second | Third | Fruit
Tretmants :;eslgg m];r;zllaf;:r ness of ocllvlsisesd- Width | Fruit | harvest | harvest | harvest | yield
lings | per the stem ling root fruit | length | - fruit | - fruit | - fruit | per
(cm) | plant in the (g/plant) (cm) | (cm) | yield | yield | yield | plant
grounds (¢/plant)|(g/plant)|(g/plant)| (g/plant)
(mm)
Control 160 | 60 | 68 1.1 6.1 6.2 | 218.6 | 330.8 | 259.5 | 808.9

Mixture
(25:25:50) 197 | 73 7.6 1.6 8.9 8.0 | 3554|3453 |236.4 | 937.1

Compost
- plant and 221 78 8.2 2.0 7.2 6.7 |210.4 | 308.2 | 339.9 | 858.5
wood waste

f?ﬁg?ft 207 | 82 | 84 | 20 | 113 | 9.0 |4918 | 5189 | 436.0 | 14467
Potgond H | 232 | 87 | 94 | 21 | 53 | 84 |2133 31202882 | 8135
Average 208 | 76 | 81 | 18 | 77 | 77 29793630 | 3119 | 9729
StdDev 2789 | 0974 | 0901 | 0434 | 2.59 | 151 | 140.5 [109.34]100.60|307.80
Cv (%) 1342 | 12.82 | 11.17 | 2461 [ 3350 | 19.74 | 47.18 | 30.12 | 3225 | 31.64
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The highest tomato seedling height was achieved by the plants grown on the Pot-
grond H substrate (23.2 cm). Seedlings produced on compost IMPR (22.7 cm) and
compost from plant and wood waste (22.2 cm) had almost identical seedling heights.
As expected, the lowest tomato seedling height was recorded in the control treatment
(16.0 cm). The highest number of leaves per plant was recorded for the Potgrond H
substrate (8.7), and the lowest number of leaves per plant was recorded in the control
variant (6.0). A similar trend was observed for the stem thickness at the base and the
root mass of the tomato seedlings of the Volovsko srce variety. In the open field, the
widest and longest tomato fruits were achieved by plants produced by transplants
grown on the compost IMPR, which were 11.3 cm wide on average and 9.0 cm long,
respectively 8.9 cm wide and 8.0 cm long. Tomato plants produced from transplants
grown on Potgrond H substrate had the smallest average fruit width (5.3 cm), while the
smallest fruit length was recorded in the control treatment (6.2 cm). Regarding the
most productive harvest, the best results were achieved during the second harvest, with
an average of 363.0 g of fruit weight per plant. Overall, the highest individual yield of
tomato fruits after three harvests was achieved by plants whose seedlings were
produced on compost IMPR (1446.7 g/plant), while the lowest fruit yield per plant
was recorded on plants from the control treatment (808.9 g/plant). As can be seen, in
the examined year, the agroecological conditions were favorable for the cultivation of
this tomato variety. Volovsko srce is an early tomato variety, and it ripens in 80 days
from planting. Some amounts of cow manure have an extremely good effect on the
yield of tomatoes (Castro Pacheco, 2021). Growing tomato seedlings on different
substrate mixtures, with a special emphasis on mixtures with vermicompost, gives
satisfactory results, and the best results are obtained with the combination of vermi-
compost and zeoplant (Pordevic et al., 2004). In Malek's research (2012), the Volovsko
srce variety achieved a yield of 38 t/ha when treated with 40 g/plant of cow manure,
which is an economically justified yield when growing tomatoes. Fruit yield of
Volovsko srce cultivar at Bangladesh Agricultural University farm after induced
mutation treatment had yield per plant ranging from 2.2 to 3.9 kg (Nahyan et al., 2014).

The influence of different substrate mixtures on various traits of seedlings and fruits
of the Zupska rana pepper variety is shown in table 3.

When it comes to the production of pepper seedlings of the Zupska rana variety,
the best results (seedling height, number of seedling leaves, seedling stem thickness at
the base and seedling root mass) were achieved by plants that were grown on the
substrate Potgrond H. Slightly lower values of the mentioned indicators were recorded
for seedlings that were grown on IMPR compost and compost from plant and wood
waste. The lowest values of examined traits of pepper seedlings were achieved by
plants produced on a mixture-based substrate and on the control treatment. As for the
cultivation of pepper variety Zupska rana in the open field, the largest fruits (the
highest values of width and length) were recorded in plants with seedlings produced
on the IMPR compost based mixture and seedlings produced on the substrate Potgrond
H. The weight of the fruit, as well as the number of fruits per plant, play a decisive role
in the formation of the yield of peppers. Overall, for all three harvests, the highest yield
of pepper fruits was achieved using transplants grown on substrate based on IMPR
compost (283.9 g/plant). Next in rank was the yield achieved by plants whose seedlings

107



Table 3. Different mixtures of substrates and parameters, nursery-plants

and pepper fruit
Nursery-plants — Protected area Open field
The
. thick- First | Second | Third | Fruit
Tretmants ;Zlgg mIl‘nelzllafer ness of Ocll\/lsz;sesd_ Width | Fruit | harvest | harvest | harvest | yield
lings | per the stem ling root fruit | length | - fruit | - fruit | - fruit | per
(cm) | plant in the (gplant) (cm) | (cm) | yield | yield | yield | plant
grounds (g/plant)|(g/plant)|(g/plant)|(g/plant)
(mm)
Control 158 | 59 | 63 | 016 | 4.1 75 1307 | 37.7 | 32.7 | 101.1
gg_‘;‘l;eso) 185 | 69 | 70 [ 017 | 57 | 110 | 634 | 763 | 586 | 1983
Compost

— plant and 207 | 8.1 75 1 0.19 | 4.8 79 | 351 | 57.1 | 484 | 140.6
wood waste

f‘]’l\“/}f}l‘l’;t 200 | 87 | 81 | 020 57 | 112 | 919 [ 1126 | 79.5 | 283.9
Potgond H | 208 | 94 | 84 | 020 | 53 | 11.0 | 716 | 84.0 | 520 | 2075
Average 192 [ 7,80 | 744 [ 018 | 5.02 | 97 | 585 | 735 | 542 | 1863
StdDev 1.971 | 1334 | 0.806 | 0.019 | 0.853 | 2.110 |28.575|34.582|21.544] 73481
Cv (%) 1028 | 17.12 | 1084 | 10.66 | 16.69 | 21.69 | 48.82 | 47.04 | 39.74 | 39.45

were produced on the Potgrond H substrate (207.5 g/plant), which was about 27% less,
while the lowest fruit yield per pepper plant was recorded on plants from the control
treatment (101 ,1 g/plant). In research by Puki¢ et al. (2003) the average length of the
fruit of the variety Zupska rana was 16.7 cm, and the width was 4.95 cm, while the
weight of the fruit was 94.65 g. This pepper variety can be successfully grown in con-
ventional as well as organic growing conditions in which it achieves more than satis-
factory results (Bicikliski et al., 2018).

The influence of different substrate mixtures on examined traits of seedlings and
yield of the fresh above-ground part of basil plant of the Sitnolisni aromaticni variety
is shown in table 4.

As with the previous two plant species, the best results of the examined morpho-
logical traits (height of seedlings, number of leaves, thickness of the stem and mass of
seedling roots) were achieved by the plants grown on the Potgrond H substrate, which
are closely followed by the values of seedlings grown on the IMPR based compost. The
control treatment had the lowest values for examined traits, but also for both individual
and total yield of fresh above-ground biomass. The highest values (563.4 g/plant) of
the total yield of the fresh above-ground biomass were obtained from plants whose
seedlings were grown on IMPR compost, while the lowest values were achieved by
plants whose seedlings were grown on compost from vegetable and wood. waste (308.4
g/plant), in the control (327.0 g/plant) and on the substrate Potgrond H (331.7 g/plant).
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Table 4 Different mixtures of substrates and parameters nursery-plants

and basil herba
Nursery-plants — Protected area Open field
The Fresh
Height Leaf thickness | Mass of Fresh aboveground Total
.~ |aboveground| ™"\ fresh
Tretmants of number of the seedling : yield -
. . yield - boveground
seedlings per steminthe | root . Second ;
First harvest yield
(cm) plant grounds | (g/plant) (g/plant) harvest (g/plan)
(mm) &P (g/plant) &b
Control 9.2 6.3 34 0.07 180.8 146.2 327.0
Mixture 9.5 6.9 39 | 001 | 2299 | 2035 | 4333
(25:25:50) ' ' ' ' ' ' ‘
Compost
—plant and 10.0 7.5 4.2 0.13 152.8 155.6 308.4
wood waste
Compost
_IMPR 10.6 7.6 43 0.13 265.7 297.7 563.4
Potgrond H 114 8.0 43 0.13 179.8 151.9 331.7
Average 10.1 73 4.0 0.11 201.8 191.0 392.8
StdDev 0.846 0.616 0.361 0.028 52.100 67.863 | 110.105
Cv (%) 8.36 8.49 9.02 25.17 25.82 35.54 28.03

The results obtained in the research of Colik (2015) showed that there is a significant
difference between basil seedlings grown on soil and on substrate. In this case too, the
quality of the substrate affected the yield of basil. Thus, the mass of the fresh basil leaf
grown on the substrate was 24.57 g, which is 9.38 g more than the one grown on the
soil. Beatovi¢ et al. (2009) conducted a study on the effect of different substrates on
basil yield, in which the most suitable substrate for basil production was a combination
of Gaj peat and manure in a ratio of 70%:30%. Hewidy et al. (2014) conducted a study
in which loamy soil was enriched with peat, compost and vermicompost. The best
results when growing basil seedlings were obtained in a combination of soil and
compost 70%:30%. The achieved values were in accordance with the values obtained
during fertilizing with vermi-compost and biological fertilizers in the research of
Rezaee and Nabavi (2012).

CONCLUSION

Based on the conducted research and analysis of the data obtained during the
application of different substrate mixtures on seedling quality and productivity of
selected tomato, pepper and basil varieties, it was concluded that the best results of
the examined traits (seedling height, number of leaves, thickness of the stem and mass
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of seedling roots) were achieved in plants that were grown on the substrate Potgrond
H. Satisfactory results were also achieved using seedlings grown on the IMPR based
compost mixture. As for the productive traits of the tomato crop, the highest yield of
fruits was achieved using seedlings grown on the IMPR compost based mixture, while
the lowest yield of fruit per plant was recorded for plants from the control treatment.
The same situation was recorded when measuring the yield of pepper fruits and the
yield of the fresh aboveground biomass of basil, where the highest values of this trait
were achieved in plants produced on IMPR compost based mixture.
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YTULAJ PABJIMUUTUX CYIICTPATHUX CMEIIIA HA KBAJIUTET
PACAJJA 1 EKOHOMMNYHO BUCOK ITPUHOC ITAPAZTAJ3A,
ITAITPUKE U BOCUJbKA

Pe3ume

V pany je UCTpakMBaH YTHIQ] Pa3IMYUTUX CYNCTPATHUX CMella Ha KBAJHUTET pacana U
MpPOJYKTUBHOCT yCeBa Mapajajsa, narnpuke u 6ocmbka. VMcrpaxuBama cy o0aBibeHa Ha JIO-
Kaliju Koeknuje HCTHTYTa 3a poYaBame JIeKOBHUTOT Omiba ,,Jlp Jocud [Tanunh* y [TangeBy,
y Toky 2016. rogune. MciuTHBaHO je YeTUPU BapHjaHTE CYIICTpaTa M KOHTPOJIHA BapHjaHTa
(3emspuiure 6e3 cyncrpara). Hajoosbe kapakTepucTike MOP(OIOLIKIX OKA3aTeIha OCTBAPUIIC
Cy OmsbumIle NPOM3BEACHE HA KOMEPLHUjaTHOM CYIICTpaTy 3a MPOU3BOIY pacana KinacMaHH
Motrponn X. C npyre crpaHe, OUibke Koje Cy IPOU3BEAEHE HAa KOMIIOCTY HAaCTaJIOM y HPOM3-
BOJIEbYU 1 TIPEPaju JIEKOBUTOT OMJjba, KOJI CBUX MCIIMTHBAHMX BPCTA UMaje cy HajBehe miogose
(mapayiaj3 ¥ manpuka) U MpuHOC CBEXEr Haa3eMHOT Jena (0ocuibax).

Kbyune peun: cyncmpamue cmewe, napadajz, nanpuxa, 60cusmsax, npuHoc
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APPLICATION OF NORMAL-PHASE HIGH PERFORMANCE
LIQUID CHROMATOGRAPHY TO THE ANALYSIS
OF SOME PESTICIDE RESIDUES IN APPLE JUICE

Abstract

This paper describes a new, precise and accurate normal-phase high-performance liquid
chromatography (NP-HPLC) method with ultraviolet-diode array detector (UV-DAD) for
determination of some organophosphorus insecticide residues in different apple juice samples.
The analyses were performed using a LiChrosorb CN analytical column (250 x 4 mm; 5 um), a
mobile phase composed of n-hexane and dichloromethane with a volume ratio (80/20, V/V), a
flow rate of 1 mL/min, a constant column temperature of 25 °C and UV detection at 220 and 270
nm. The obtained results showed that analysed apple juice samples did not contain detectable
residues of investigated pesticides.

Key words: NP-HPLC method, organophosphorus insecticide residues, apple juice samples

INTRODUCTION

Organophosphorus insecticides are widely used because of their relatively low
toxicity, but their improper use can cause their presence in agricultural products,
serious environmental pollution, as well as human health impairment. Through primary
agricultural products, such as fruits and vegetables, they can also be found in processed
products for human consumption, such as fruit juices. Apple juice is one of the most
used juices in the world with many positive effects on human health. Maximum
Residue Levels (MRLs) for pesticides in food are legally regulated in most countries
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to guarantee consumer safety. In the European Union, the MRLs are determined by
Regulation No. 396/2005 (2005), and those for apple and apple products amount to:
0.05 mg/kg for parathion, 0.01 mg/kg for fenitrothion, and 0.02 mg/kg for malathion.

Analytical methods for the determination of pesticides at very low concentrations
are particularly needed for monitoring pesticide residues in food and environmental
samples. The most applied analytical methods for the determination of pesticide
residues are GC (Gas Chromatography) and LC (Liquid Chromatography) equipped
with various detectors (Alder, et al., 2006). However, it is usually necessary to sample
preparation, such as extraction or concentration of the sample before their chroma-
tographic determination.

In previous research, we developed and validated several analytical methods for the
determination of some pesticide residues in water and apple juice using reversed-phase
high-performance liquid chromatography (RP-HPLC) (Velkoska-Markovska et al.,
2018a, 2018b, 2020), but because the solubility of parathion, fenitrothion and mala-
thion in non-polar solvents, such as n-hexane is very good, the aim of this paper was
to investigate the possibility of their determination in apple juice by means of normal-
phase high-performance liquid chromatography (NP-HPLC).

MATERIAL AND METHODS

Reagents and Chemicals. The Pestanal analytical standards of parathion (98.8 %
purity), fenitrothion (95.2 % purity) and malathion (97.2 % purity) were manufactured
by Sigma-Aldrich (Germany), and HPLC-grade n-hexane and dichloromethane were
purchased by Merck (Germany). For analysis, 100 % apple juice samples, produced by
three different producers (A, B, C), were purchased from local supermarkets.

Equipment. The HPLC analyses were carried out using an Agilent 1260 Infinity
Rapid Resolution Liquid Chromatography system equipped with: vacuum degasser
(G1322A), binary pump (G1312B), autosampler (G1329B), a thermostatted column
compartment (G1316A), UV-VIS diode array detector (G1316B) and ChemStation
software. An analytical column of the type LiChrosorb CN (250 x 4 mm, 5 mm)
produced by Merck (Germany) was used for the chromatographic separation and
determination of pesticide residues in apple juice samples. An ultrasonic bath “Elma”
was used for the better dissolving of the stock and sample solutions, and for the solid-
phase exstraction (SPE) was used a vacuum manifold Visiprep (Supelco, Sigma-
Aldrich).

Preparation of Stock Solutions. The stock solutions of parathion, fenitrothion
and malathion were prepared by separately dissolving of 0.0113,0.0173 and 0.0223 g,
respectively, of the pure analytical standards in #-hexane in 25 mL volumetric flasks.
The solutions were degassed for 15 min in an ultrasonic bath and kept in a refrigerator
at 4 °C. These stock solutions were used to prepare a series of working standard
solutions and for fortification of apple juice samples in order to test method validation.

Sample preparation. Before the analysis, the apple juice samples were filtered
through a 0.45 pm nitrocellulose membrane filter (Millipore, Ireland). For the method
validation, specificity, selectivity, linearity, precision expressed as repeatability of the
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retention time, peak area and peak height, and accuracy were tested. For that purpose,
1 kg of apple juice samples were prepared, by spiking with three sets of concentrations
for each analysed pesticide, namely: 0.035; 0.05 and 0.06 mg/kg (for parathion); 0.007;
0.01 and 0.012 mg/kg (for fenitrothion); and 0.014, 0.02 and 0.024 mg/kg (for
malathion). Samples to which no pesticides have been added were used as blanks. For
each concentration level, 5 samples were prepared (n = 5). In order to quantitatively
determine the presence of analysed pesticide residues, the analytes were concentrated
by solid-phase extraction using Supelclean ENVI-18 columns (0.5 g, 6 mL, Supelco),
and then NP-HPLC analysis was performed. Volume of 20 puLL was injected from each
sample. The solid-phase extraction procedure consists of the following steps: condi-
tioning the columns (by passing 5 mL of acetonitrile and then 5 mL of water at a flow
rate of 2 mL/min); passing the sample (1 kg of apple juice sample was passed through
the conditioned column at a flow rate of 8-10 mL/min); washing the column (by
passing 5 mL of water); drying the column (under vacuum for 20 min); and elution of
the components of interest (with two portions of 2 mL each of acetonitrile). The eluates
were evaporated to dryness using nitrogen at a temperature of 40 °C, and then the dry
residue was dissolved with 1 mL of n-hexane using a Vortex for 1 min. Before per-
forming the HPLC analysis, the final extract was filtered through a 0.45 pm Iso-Disc
PTFE syringe filter (Supelco) and transferred into appropriate vials for analysis. The
volume of 20 pL was injected from each sample.

RESULTS AND DISCUSSION

As aresult of the fact that the solubility of parathion, fenitrothion and malathion in
n-hexane is very good, the possibility of developing NP-HPLC method for the
qualitative and quantitative determination of parathion, fenitrothion and malathion in
apple juice samples was considered. An intermediate LiChrosorb CN column (250 x
4 mm, 5 pm) was used for the development of the NP-HPLC method. LiChrosorb CN
represents an intermediate stationary phase that can be used with typical normal-phase
and reversed-phase eluents. When using the reverse-phase mode of chromatography,
the properties of this stationary phase are similar to those of silica gel, but the presence
of nitrile groups changes the selectivity of silica gel. In relation to certain groups of
compounds, cyanopropyl-silica gels possess a satisfactory retention ability both in
normal-phase and in reverse-phase chromatography mode (Lough and Wainer, 1996).

Non-polar solvents, such as n-hexane and dichloromethane, in different volume
ratios were used for the preparation of the mobile phase. Moreover, in order to develop
a simple NP-HPLC method, the chromatographic process was conducted by applying
isocratic elution, at a constant column temperature of 25 °C.

The choice of the wavelength at which the chromatographic analyses were perfor-
med was based on the UV spectra of the components of interest recorded in a solution
of n-hexane and dichloromethane, with a volume ratio of 80/20 (Figure 1).

As can be seen from the recorded UV spectra, the three components: parathion,
fenitrothion and malathion show a band with a maximum at a wavelength around 220
nm (Figure 1). For the components parathion and fenitrothion, one more band was
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observed, the maximum of which lies at a wavelength around 280 nm for parathion and
270 nm for fenitrothion. For these reasons, the HPLC analysis for the simultaneous
determination of parathion, fenitrothion and malathion in apple juice samples with a
normal-phase elution mode was carried out at a wavelength of 220 nm.
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Figure 1. UV spectra of parathion (a), fenitrothion (b) and malathion (c) recorded
in a solution of n-hexane and dichloromethane, with a volume ratio of 80/20

Additionally, the chromatographic process was also monitored at 270 nm because
fenitrothion and parathion show maximum absorption and greater intensity of their
chromatographic peaks at this wavelength. A series of preliminary tests have been
performed in order to obtain optimal conditions for the separation of analytes with a
symmetrical shape of the chromatographic peaks and satisfactory values for the purity
index. For this purpose, the volume ratio of n-hexane and dichloromethane in the
mobile phase was changed. The optimal conditions for the separation of parathion,
fenitrothion and malathion by means of normal-phase liquid chromatography under
isocratic elution on an analytical column LiChrosorb CN (250 mm x 4 mm; 5 pm)
were obtained using a mobile phase composed of of n-hexane and dichloromethane
with volume ratio (80/20, V/V), flow rate of 1 mL/min, constant column temperature
of 25 °C and UV detection at 220 nm and 270 nm (Figure 2). Under these experimental
conditions, the baseline was calm, without pronounced noises, and the chromatographic
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Figure 2. Chromatograms obtained from a standard mixture of 0.89 ug parathion
(1), 1.31 ug fenitrothion (2) and 3.46 ug malathion (3) at 220 nm (a) and 270 nm
(b) on a LiChrosorb CN column (250 mm x 4 mm; 5 um)
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peaks were sharp, symmetrical and completely separated (Figure 3). In support of this
finding are the calculated values for the separation factor («) of two adjacent
chromatographic peaks (a > 1) and the resolution of adjacent peaks (Rs > 2.90) (Table
1). The values for the dead time of the column (%), the retention time (¢r) of the
analytes, their retention factor (£'), the separation factor () and the resolution (Rs) of
the adjacent peaks are shown in Table 1. The time required for this analysis was about
6 min.

Method validation was performed according to EU regulations and EU documents
(European Commision, 2010; Document, 2011), and for that purpose, the specificity,
selectivity, linearity, precision, accuracy and limit of quantification were tested. The
validation of developed method was carried out at 220 nm for the malathion, and at 270
nm for the parathion and fenitrothion.

Table 1. Data on retention time (tz), retention factor (k'), separation factor (o)
and resolution (Rs) of the examined components obtained

by the developed method
Compound fr/min k’ o Rs
parathion 4.40 0.64 1.12 2.90
fenitrothion 4.62 0.72 1.46 9.49
malathion 5.49 1.05 - -
n-hexan/dichloromethane (80/20, V/V) 2.68 — - -

Specificity and selectivity. To confirm the specificity of the developed method for
determination of analysed residues in apple juice samples, UV-diode array detection
was used to check the peak purity and analyte peak identity. The purity index for all
analytes was greater than 999, which means that the chromatographic peak was not
affected by any other compound. Identification of the components of interest was
performed by comparing the retention times of the analytical standards with those of
the same components in the apple juice sample and by monitoring the values for the
match factor obtained by overlapping the UV spectra of the pure analytical standard
and the absorption spectrum of the same analyte present in apple juice samples. The
identity of the analytes was also confirmed by the obtained values for the matching
factors (> 998). According to EU criteria ((European Commision, 2010), to further
prove the selectivity of the method, in Figure 3 presented chromatograms of a standard
mixture of the components of interest with a concentration corresponding to the MRL
(a), a blank sample (sample of apple juice in which no pesticides were added) (b) and
an apple juice sample spiked with pesticides at a concentration equal to the MRL (c).

Linearity. The linearity of the developed method was determined by construction
of calibration curves with triplicate injections (20 uL) of the spiked apple juice samples
in the range from 30 % less than MRL to 20 % above (Table 2). The calculated results
for multiple correlation coefficients (R? > 0.99) indicated that the proposed method
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has a good linearity. However, the values obtained for the multiple correlation coeffi-
cients (R?) when the peak area was taken as dependent variable were greater than that
obtained when the peak height was taken as dependent variable. Hence, the further
calculations were performed according to the peak area.
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Figure 3. Chromatograms obtained from a standard mixture of parathion (1),

fenitrothion (2) and malathion (3) with a concentration equal to the MRL (a),

a blank sample (b) and a sample of apple juice enriched with pesticides with
a concentration equal to the MRL (c) at 220 nm

Table 2. Statistical data for linearity of the method

Compound | Linearity range (mg/kg) Regression equation R?

. ly = 83864x — 2866.4 0.9982

Parath 0.035 - 0.05 y
araron 2y =19210x— 66538 | 0.9980
o ly=33818x — 199.31 0.9988

Fenitroth 0.007 - 0.01 y
cmtroton 2y = 14678x — 101.99 0.9969
Malathion 0.014 — 0.02 'y = 19783x - 207.4 0.9984
2y =5322.7x — 74.432 0.9936

!y = peak area, %y = peak height

Limit of quantification. The limit of quantification (LOQ) was determined by
spiking an apple juice sample with concentration correspond to 30 % less of MRL for
each analyte. The signal-to-noise ratio (S/N) at this concentration level was found to
be > 10 and therefore, the LOQ was estimated to be 0.035, 0.007 and 0.014 mg/kg of
parathion, fenitrothion and malathion, respectively, in apple juice sample, which is
acceptable for determining the pesticide residues according to the EU rules ((European
Commision, 2010). Precision. The precision was expressed as repeatability of obtained
results from five successive injections (20 puL) of the spiked apple juice samples at
MRL of each analyte (Table 3). The values of RSD for retention time, peak area and
peak height indicated a good precision of the method.
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Tab. 3. Statistical data for Intra-day precision retention time,
peak area and height, n=>5

Compound X SD RSD (%)
retention time (min) 4.40 0.002 0.05
Parathion peak area 1372.26 29.98 2.18
peak height 284.26 6.81 2.39
retention time (min) 4.62 0.006 0.13
Fenitrothion peak area 136.23 10.83 7.95
peak height 42.76 3.22 7.53
retention time (min) 5.49 0.016 0.29
Malathion peak area 179.21 19.70 10.99
peak height 28.67 2.76 9.64

Table 4. Results from recovery experiments

(n=35)
Compound Fortification Total analyte found Recovery RSD
level (ug/kg) (ng/kg + SD) (%) (%)
0.035 0.0347 £+ 0.000006 99.19 0.19
Parathion 0.05 0.0505 + 0.00036 101.08 0.71
0.06 0.0598 £+ 0.00057 99.74 0.95
0.007 0.0070 + 0.00016 99.69 2.25
Fenitrothion 0.01 0.0099 + 0.00032 99.22 3.23
0.012 0.0119 £0.00015 99.65 1.27
0.014 0.0138 +0.00033 98.78 2.39
Malathion 0.02 0.0195 £ 0.00099 97.71 5.10
0.024 0.0232 £0.0012 96.59 5.33

Accuracy. The method accuracy was determined by recovery studies in apple juice
samples spiked with the analysed pesticides at three concentration levels (Table 4).
Obtained values for recovery and for relative standard deviation were within following
ranges 96.59—101.08% and 0.19-5.33%, respectively, and they are in accordance with
the EU criteria ((European Commision, 2010). Consequently, it can be concluded that
the proposed method was accurate and suitable for the determination of the target
pesticide residues in apple juice samples. The method has been successfully applied to
the analysis of residues of the investigated pesticides in different apple juice samples,
produced by different manufacturers. No residues of parathion, fenitrothion and
malathion were found in the analysed samples in a concentration corresponding to the
MRL or higher.
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CONCLUSIONS

A new possibility of successful determination of parathion, fenitrothion and
malathion residues in apple juice samples using NP-HPLC method and UV-DAD has
been presented. The proposed method carried out on a LiChrosorb CN analytical
column (250 x 4 mm; 5 pm) using a mobile phase composed of n-hexane and dichlo-
romethane with a volume ratio (80/20, V/V), a flow rate of 1 mL/min, a constant co-
lumn temperature of 25 °C and UV detection at 220 nm and 270 nm can be used to
qualitatively and quantitatively determine the tested pesticides in apple juice samples
in concentrations corresponding to the MRL, after solid-phase extraction. Obtained
results showed that analysed samples did not contain detectable residues of investigated
pesticides.
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INPUMEHA TEYHE XPOMATOI'PA®UJE BUCOKUX IEPOOPMAHCA
HOPMAJIHE ®A3E HA AHAJIN3Y HEKUX OCTATAKA INECTHIIUJA
Y COKY OJ JABYKE

H3Box

OBaj paJi onucyje HOBY, MPELM3HY U Ta4HY TeUHy XpoMarorpadujy BUCOKHX nephopMaHcH
nopmanue ¢aze (NP-HPLC) ca ynrpamsybudactum auomuum aerekropom (UV-DAD) 3a
onpehrBame HEKNX OCTaTaka opraHo(ocGopHIX HHCEKTHIUIA Y PAa3IMIUTHM y30pLHUMa COKa
o jabyke. AHanmze cy obaBibeHe KopumhemeM Lichrosorb CN ananutnuke komnone (250 x 4
mm; 5 um), MobuiHe (aze cacTaBbeHE OJ] #-XEKCaHA U AMXJIOPOMETaHa ca 3aIPEeMHUHCKHM
oxrocoM (80/20, V/V), mporokoM of 1 mL/min, KOHCTaHTHA TeMmIepaTypa KoioHe of 25 °C u
VB nerexnuja Ha 220 u 270 nm. [loOujeHn pe3ynTaTy Cy IOKa3alu Aa aHAIU3UPaHU y30pIH
coKa oJ1 jabyke He cajpike NeTeKTaOMITHe OCTaTKe NCIMTHBAHHUX HEeCTHIHIA.

Kbyune peun: NP-HPLC memooda, ocmayu opeanogocghoprux uncekmuyuoa,
y30pyu coka 00 jabyke
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SPINOSAD APPLICATION IN PROCESS
OF INTEGRATED PEST MANAGEMENT AGAINST
RHYZOPERTHA DOMINICA F. IN STORED SMALL GRAINS

Abstract

This study aimed to evaluate insecticidal activity of Spinosad applied at doses of 0.25, 0.5,
and 1.0 mg kg!' (ppm) on Rhyzopertha dominica in wheat, barley, rye, oats and triticale grains.
Mortality was assessed after 7 and 14 days, while impact on progeny production was assessed
after 8 weeks. In the lowest dosage after 7 days of exposure, Spinosad application affected
mortality ranged from 94.5% (wheat) to 100% (barley). After 14 days, all doses of Spinosad
achieved mortality of 100%. All three applied dosages of Spinosad prevented progeny emer-
gence. Damaged grain and dust in Spinosad treated samples were not recorded which represent
the most ideal small grain protection. Spinosad has been identified as a natural and promising
alternative to stored-grain protectants.

Key words: R. dominica, small grains, Spinosad, insecticidal activity

INTRODUCTION

Pest infestation has the great influence on stored grain goods. The lesser grain borer
Rhyzopertha dominica F. (Coleoptera: Bostrichidae) is the major cause of insect
damaged kernels (IDK) in wheat. R. dominica spends most of its life inside kernels,
feeding on its endosperm, which causes damage and changes in grain physicochemical
properties. Adult feeding activities produce large amounts of dockage, most of which
consists of ovoid granules of undigested endosperm mixed with a finer floury part.

125



Application of chemical insecticides has a crucial role in the quick and efficient
control of this pest, which is followed by the occurrence of undesirable residues in
grains and resistance of particular populations of stored-product pests. The aforemen-
tioned problems demand the necessity of finding alternative, environmentally friendly
solutions, and omit or significantly reduce negative effects of the application of
synthetic insecticides. Natural originating insecticides, such as Spinosad, will contri-
bute to solving these problems in the near perspective. Spinosad is a natural product,
obtained by fermentation of soil actinomycete, Saccharopolyspora spinosa Mertz &
Yao. Resistance of R. dominica to Spinosad has not yet been found (Andri¢ et al.,
2019).

This is a primary pest which can destroy stored wheat completely. Perisi¢ et al.
(2017) were concluded that small grains — wheat, barley, rye, and triticale can be
considered as "nutritionally suitable" for R. dominica development, but triticale is the
most susceptible to attack and suitable for development of R. dominica. Based on the
aforementioned, it is important to determine is the protection of all stored small grains
can be uniform or it must take care of grain species, especially during application of
natural originated insecticides and because of covered way of life as specificity of R.
dominica (life cycle mainly spends in the grain feeding by grain endosperm). Special
attention must be direct to the "grain effect”, i.e. variation in the pest sensitivity caused
by different grain species.

MATERIALS AND METHODS

The experiment was conducted in the Center for Small Grains in Kragujevac. The
tested adult population of R. dominica was reared on the whole wheat kernels under
laboratory conditions (temperature 26+1°C and relative humidity — r.h. 60+5%.). In the
experiment 2-4 weeks old adults were used. Five species of small grains were tested:
wheat (Vizija variety), barley (Rekord variety), oats (Vranac variety), rye (RaSa va-
riety) and triticale (Favorit variety). All varieties originate from the Center of Small
Grains Kragujevac, Serbia. Grain samples with the moisture content ranging from 11-
12 % were included in the experiment.

For examination of insecticidal efficacy pesticide Laser 240 SC (active substance
Spinosad-240g/L;Dow AgroSciences, Austria) was used. Efficacy of applied insecti-
cide on small grains was determined according to methods for evaluation of the bio-
logical efficacy of insecticides in storage pests suppression (OEPP/EPPO, 2004a,b).
The 0.5 kg lots of each grain samples were weighed on an analytical balance (Mettler
609-B6, Zurich, Switzerland), and placed into jars (1000 ml in volume). Afterward,
grain samples were treated with 5 ml of aqueous solutions of Spinosad in amounts of
0.25; 0.5 and 1.0 mg kg™ (ppm) of grain. Grain labeled as a control A was treated with
5 ml of distilled water, while grain used as a control B stayed untreated. Firstly, treated
grain was manually shaking for 30 seconds and afterward were mixed on a rotary mixer
for 10 min.

Plastic vessels (200 ml in volume) were filled with 50 g of treated, as well as
untreated grain, and placed in a thermostat chamber with controlled conditions, 26
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+1°C temperature and 60 +5% r. h. After 24 h, 25 adults of R. dominica were released
into each vessel (except in control B) and the vessel was topped with a cotton cloth and
fixed with a rubber band. Four plastic vessels was set up for every variant, i.e. four
replications. Insect mortality was determined after 7 and 14 days of contact with treated
or untreated grain types. After the last mortality count, both dead and living adults
were removed and all vessels were returned to the incubator for 8 additional weeks
under the same (described) conditions.

After 8 weeks, progeny emergence/suppression was determined by counting insects
in treated and control grain samples. During F1 generation counting, whole grain, da-
maged grain, and dockage from each vessel were separated and weighed on an ana-
lytical scale (Mettler 609-B6, Zurich, Switzerland). The whole procedure was repeated
twice. Recorded data of insecticide efficacy were expressed as percentage mortality
with calculated standard error (% + SE). Before analysis, the percentage of mortality
was transformed using arcsine, while data for the amount of insect-damaged grains
and dockage were transformed by a square root. Differences in means for all data were
statistically analyzed with one-way ANOVA and Tukey-Kramer (HSD) post hoc test
(at P =0.05).

RESULTS

In the lowest dosage, after 7 days of exposure, Spinosad application affected
mortality from 94.5% (wheat) to 100% (barley). The high mortality of R. dominica
(>98%) with dosages application of 0.5 and 1 mg kg™ in all tested grain species was
achieved. Spinosad application in the dosage of 1 mg kg!' caused 100% of the R.
dominica mortality, except in triticale where mortality was slightly lower (99.5%). In
the present research, Spinosad application caused 100% of R. dominica mortality after
14 days of exposure, for every applied rate, in all examined grain species (Table 1).

Table 1. Mortality of R. dominica adults (% £ SE) after 7 and 14 days of exposure
in different grain types treated with Spinosad

Insecticide | Dosage Mortality (%=+SE) after exposure in small grains
(mgkg™") Wheat ‘ Barley ‘ Rye ‘ Oat ‘ Triticale
After 7 day of exposure
0.25 94.5+0.2°" | 100.0+£0.0* | 97.5+0.2° | 96.5+0.3° | 95.5£0.2°
Spinosad 0.5 99.0+£0.2¢ | 100.0£0.0° | 99.5£0.0%® | 99.5+£0.0 | 98.0+0.0%
1.0 100.0£0.0* | 100.0£0.0* | 100.0£0.0* | 100.0+0.0* | 99.5+0.0°
Control A 0 2.0£0.1¢ 1.0£0.1° 2.0£0.1¢ 1.0£0.1° 1.0£0.1°
F 719.30 91823 457.78 341.83 266.37
P <0.05 <0.05 <0.05 <0.05 <0.05
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After 14® day of exposure
0.25 100.0+0.0° | 100.0+0.0° | 100.0+0.0* | 100.0£0.0* | 100.0+£0.0°
Spinosad 0.5 100.0+0.0* | 100.0+0.0* | 100.0+0.0* | 100.0+0.0* | 100.0+0.0?
1.0 100.0£0.0* | 100.0£0.0* | 100.0+0.0* | 100.0+0.0* | 100.0+0.0°
Control A 0 2.0£0.1° | 1.040.1° | 2.040.1° | 1.040.1° | 1.0£0.1°
F 686458 918203 686458 918203 91203
P <0.05 <0.05 <0.05 <0.05 <0.05

* Within every period of exposure, values across columns marked with same letters do not show
a statistical difference; Tukey-Kramer (HSD) test for P>0.05; df=7.56. Control A —untreated,
infested grain with R. dominica

Ten weeks after the treatment, all three applied dosages of the examined insecticide
prevented progeny emergence. The suitability of grain species for R. dominica deve-
lopment was varying. The greatest progeny number in control samples was determined
in triticale (432.5), followed by rye (177.1) and wheat (128.5), while oats had the

lowest suitability (36.4) (Table 2).

Table 2. Average number of the R. dominica progeny in grains (£SE) ten weeks

after insecticide Spinosad treatment

Insecticide | Dosage Progeny number average (+SE) in small grains
(mg kg!) Wheat Barley Rye Oat Triticale
0.25 0 0 0 0 0
Spinosad 0.5 0 0 0 0 0
1.0 0 0 0 0 0
Control A 128.5+1.0 | 82.1+0.8 | 177.1£0.8 | 36.4+0.3 | 432.5+0.8
F 31.81 25.12 41.81 20.21 50.89
P >0.05 >0.05 >0.05 >0.05 >0.05

— Control A — untreated, infested grain with R. dominica

The smallest mass of damaged grain was found in infested, untreated oats (0.44
g), while the greatest mass of damaged grains was weighed in triticale (10.26 g). The
presence of dockage in all treated samples with Spinosad was not recorded. The highest
mass of the dockage was measured in a control sample of triticale infested with R.
dominica (5.2 g), followed by rye (3.8 g), significantly lower in wheat (2.04 g) and
barley (1.05 g), and the smallest in oats (0.27 g) (Table 3.).
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Table 3. Mass of damaged grains and the dockage (g+SE) after sieving
of the R. dominica progeny from Spinosad treated grains

Insecticide | Dosage, Mass of damaged grains and the dockage (g£SE) in grain types
mgkg! Wheat ‘ Barley Rye Oat Triticale
Damaged grains

0.25 0£0.0° 0+0.0° 0+0.0° 0£0.0° 0£0.0°
Spinosad 0.5 0+0.0° 0+£0.0° 0+0.0° 0+0.0° 0+0.0°
1.0 0£0.0? 0+0.0° 0+0.0 0£0.0° 0£0.0°

Control A 0 6.83+0.3° | 3.04+0.2° | 6.85£0.2° | 0.44+0.1° | 10.26+0.2°
F 33.77 14.08 18.04 3.53 23.29
P >0.05 >0.05 >0.05 >0.05 >0.05

Dockage

0.25 0.00? 0.01+0.0° 0.05° 0.00a 0.01°
Spinosad 0.5 0.00? 0.01* 0.00° 0.00a 0.00?
1.0 0.00° 0.00° 0.01° 0.00a 0.00°

Control A 0 2.04+0.1° | 1.05£0.1° | 3.80+0.2° | 0.27+0.0° | 5.20+0.2°
F 29.75 24.35 47.78 10.47 11.04
P >0.05 >0.05 >0.05 >0.05 >0.05

* Within every period of exposure, values across columns marked with same letters do not show
a statistical difference; Tukey-Kramer (HSD) test for P>0.05; df=7.56;
— Control A — untreated, infested grain with R. dominica

DISCUSSION

In the present research, Spinosad caused 100% mortality of R. dominica after 14
days of exposure, for every applied rate, in all examined grain species. Numerous stu-
dies determined complete control of R. dominica in wheat with Spinosad, after 14 days
of exposure (Fang et al., 2002; Vayias et al., 2009; Vayias et al., 2010; Athanassiou et
al., 2011; Subramanyam et al., 2012; Nayak and Daglish, 2017).

Athanassiou et al. (2008) recorded that the mortality of R. dominica increased with
dosage, exposure interval of Spinosad, and temperature. In present study the highest
dose was 1 ppm. This dose was recommend for used to discriminate between suscep-
tible and resistant populations for future resistance monitoring programs (Nayak and
Daglish, 2017).

Our study combined research on the efficiency of Spinosad on all small grains
(wheat, barley, rye, oats, and triticale). By examining the application of Spinosad on
different food commodity, Fang et al. (2002) were among the first who found a diffe-
rence in the efficiency of Spinosad in the control of R. dominica on four classes of
wheat (hard red winter, hard red spring, soft red winter and durum wheat). During the
examination of grain species (wheat, barley, rice, and maize), depending on the efficacy
of Spinosad, Athanassiou et al. (2008) and Vajas et al. (2009) revealed that R. dominica
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mortality was the lowest in maize, after 7 days of exposure. After 7 days of exposure,
Chintzoglou et al. (2008) recorder the same lower mortality on maize (80%) treated
with 0.025 ppm of a.i. and no differences of Spinosad efficacy in wheat and barley.
Listed authors determined no significant differences in mortality of R. dominica after
14 days of exposure in comparison with the commodities. Athanassiou and Kavallie-
ratos (2014) investigated the Spinosad efficacy on R. dominica in the applied rate of
1 ppm on wheat, barley, rye, and maize and reported that overall mortality ranged from
92.8 to 100 % after 7 days of the exposure. After 14 days of exposure, all adults were
dead in all treatments, which is in agreement with our results.

The influence of commodity (wheat, barley, rice, rye, and maize) on the efficiency
of spinosad was determined in controlling of Sitophilus oryzae L., Prostephanus trun-
catus (Horn), Tribolium confusum (Jacquelin du Val), Tribolium castaneum (Herbst),
Cryptolestes ferrugineus (Stephens), Plodia interpunctella (Hubner). Although tested
small grain species differed in properties, Spinosad effectiveness in exterminated small
grains was not different. According to Athanassiou et al. (2008) the "grain effect" is
manifesting at the most in pest species less susceptible to Spinosad, while in R.
dominica, as very susceptible, differences between different grain species could be
masked.

Present study revealed that the examined insecticide prevented progeny emergence.
Similar results were reported by Vayas et al. (2009), Athanassiou et al. (2011) and
Nayak and Daglish (2017), who draw the same conclusions for Spinosad application
in dosages of 0.1, 0.5 and 1 mg kg'!, after 10 weeks of exposure. Athanassiou and
Kavallieratos (2014) revealed that offspring emergence was <0.4 adults/vial in all
tested commodities (wheat, barley, rye, and maize), with total suppressed only in
wheat.

Present results show that R. dominica progeny production and feeding damage
varied considerably depending on the small grain species, so the influence of commo-
dity on the development of this pest was significant. In the present study, the highest
progeny was found in untreated triticale, as well as the mass of damaged grains and
dockage. The amounts of damaged kernels and dockage were in correlation with the
emergence of progeny in untreated, infested samples. Damaged grain and dust in
Spinosad treated samples were not recorded which represent the most ideal small grain
protection and especially in the world where permitted limit for wheat is 2.5 damaged
grain/100 g of total grain.

CONCLUSIONS

In this laboratory bioassays, Spinosad application was efficient in the suppression
of R. dominica adults in small grains. All three dosages of examined insecticide were
prevented progeny emergence and that is very important parameter for making decision
about long protecting potential in stored grains. Untreated grain samples, infested with
R. dominica, in relation to the other tested samples, showed the biggest change in mass
of damage grain and dockage which clearly show a positive aspect of the use of
Spinosad.
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IIPUMEHA SPINOSAD-a Y UHTET'PAJIHOJ 3AIITUTU CTPHUX )KUTA
O RHYZOPERTHA DOMINICA F.

Cazkerak

HcrpaxuBame je ClpoBeIeHO Y IUJbY OIIEHE HHCEKTHIUIHE akTHBHOCTH CIIHOCA A, IPH-
MemeHor y gozama ox 0,25, 0,5, u 1,0 mr kr'! (M) Ha Pxyzonepmxa domunuya y 3pHY
MIIEHUIIE, jeuMa, pakH, OBca M TpUTHKaiea. CMPTHOCT je MpolemkeHa HakoH 7 U 14 naHa, 10K
je yTHIIaj Ha cTBapame MOTOMCTBa OLleHheH HaKkoH 8 Hezesba. [Ipu HajHIDKOj 031 HaKOH 7 1aHa
n3narama, npuMena CrimHocaa je u3as3pana cMpTHOCT o 94.5% (mmenna) o 100% (jedam).
Haxon 14 nana, cBe no3ze CrimHocana octBapuie ¢y cMptHocT of 100%. CBe Tpu npuMemeHe
no3e CrimHOCazia Cripeduie cy 1ojaBy OTOMCTBA. Y y3opiLuMa TpetupaniuM CIUHOCAI0M HUje
3a0ernexeHa nojasa omTeheHUX 3pHa U NpallUHE IITO MPE/CTaB/ba CaBPIICHY 3aIUTUTY 3pHA
cTpHEX XxuTa. 3a CIUHOCA] je yTBpheHo ma mpeacTaBiba MPUPOIHY U oAroBapajyhy anrepHa-
TUBY CHHTETUYKUM MHCEKTUINANMA CTPHHX XKHTA.

Kibyune peuun: Rhyzopertha dominica, cmpua srcuma, Cnunocao, uncekmuyuona
aKmueHocm
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THE INFLUENCE OF PESTICIDES ON PLANTS, SOIL
MICROORGANISMS AND FOOD SAFETY IN PLANT
PRODUCTION

Abstract

Pesticides, is chemical agents for plant protection, and are mostly used in agriculture and
forestry (90%), i.e. in plant production. In addition to accumulating in the environment, pesti-
cides act on plants, microorganisms and other members of the biocenosis, and through the food
chain, they reach the human body, where they exhibit active biological effects. In this study, the
impact of pesticides on plants, soil microorganisms and food safety in crop production is
considered.

Key words: pesticides, plants, microorganisms, biological effect, food safety

INTRODUCTION

The use of pesticides, i.e. chemical agents for plant protection, is the most radical
measure of yield protection against pests, diseases and weeds. Pesticides include more
than ten thousand preparations, based on 600 chemical compounds. Their intensive
and uncontrolled application causes them to accumulate in the soil, especially in the
fertile surface layer, where they affect beneficial microorganisms and other soil
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organisms, carbon and nitrogen cycling and other biogenic elements, as well as plant
nutrition. From the soil, pesticides get into groundwater, rivers, drinking water, and
through food chains into the plant, animal and human body (Puki¢ et al., 2007; Lakié¢
et al., 2018; Ikanovi¢ and Popovié, 2020; Tkanovi¢ et al., 2020; Bozovi¢ et al., 2020;
Rajici¢ et al., 2020). In addition to dichloro-diphenyl-trichloroethane (DDT), the use
of which was prohibited in most countries since the 1970s, a large number of other
pesticides, which are used to increase yields in modern crop production, have negative
effects on the environment and human health (Bagi and Bodnar, 2012; Andelkovi¢,
2018). It has been proven that pesticides have an active biological effect, toxic,
mutagenic and carcinogenic, on living organisms. Numerous studies have shown high
correlations between exposure to pesticides and the occurrence of various types of
cancer (Beard, 2006; Bassil et al., 2007). For the above reasons, the reduction of
pesticide use, along with the intensification of preventive and biological protection
measures, are the basic goals of sustainable agriculture and sustainable development.
In this paper, the impact of pesticides on plants, soil microorganisms and food safety
in crop production is discussed.

INFLUENCE OF PESTICIDES ON PLANTS,
SOIL MICROORGANISMS AND FOOD SAFETY

Although pesticides are also used in veterinary medicine, the greatest application,
as chemical agents for plant protection, is still found in agriculture and forestry (90%),
that is, in plant production. They include more than ten thousand preparations, based
on 600 chemical compounds. Pesticides were created precisely as a result of man's
desire to produce a larger amount of healthy food, that is, to achieve higher yields in
agriculture, but also the need to eradicate diseases, in which pests play the role of
transmitters. However, although the application of pesticides represents the most
radical measure of yield protection against pests, diseases and weeds, the impact that
pesticides have on other members of the biocenosis, and through food chains on the
health safety of food, is very complex and diverse (Puki¢ et al., 2007; Stajkovac et
al., 2009).

Different types of pesticides exhibit numerous physiological activities in plant
organisms. The impact of pesticides on plants begins from the moment of contact and
penetration through the root, stem and leaf. Most herbicides and insecticides with
systemic action, acaricides and some fungicides quickly penetrate and move around the
plant and have a general effect on the entire plant organism. When developing plants
are treated, pesticides penetrate the plant organism to the greatest extent through the
leaves (cuticles and pores), in the form of liquid and vapor. In the absence of moisture
in the plant, pesticides penetrate through the fatty components of the cell wall via the
lipid pathway. Pesticides that are not able to move, are localized at the places of initial
penetration into the plant and they have a local effect. The resistance of plants to the
action of pesticides is determined by the anatomical and morphological characteristics
of the plant, growth stages, applied agrotechnical measures in plant production, che-
mical composition, doses and forms of preparations. The basis of the resistance of
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different plant species to pesticides is their biochemical differences in the exchange of
matter during the physiological reaction to these compounds. Depending on the applied
dose and type of preparation, pesticides introduced into the soil can change the
composition of the soil microflora. There is no doubt that the intensive and uncon-
trolled application of pesticides causes their accumulation in the soil, especially in the
fertile surface layer, where they affect beneficial microorganisms and other soil
organisms, the cycle of carbon and nitrogen and other biogenic elements, as well as the
nutrition of plants (Puki¢ at al., 2007, Stajkovac et al., 2009). In addition to plants,
soil microorganisms are a key factor that enables the cycling of matter in all ecosystems
on the planet and the maintenance of life in the biosphere (Puki¢ and Pordevi¢, 2004;
Saréevi¢-Todosijevi¢ et al., 2020). A general indicator of the effect of pesticides on the
microflora is the biological activity of the soil or the intensity of soil respiration
(sorption of O, release of COz). Soil fungicides and fumigants, as a rule, have a ne-
gative effect on soil microflora. Fumigants are strong inhibitors of soil microorganisms
and are therefore often called soil sterilizers. They prevent the development of
heterotrophic microorganisms and stop soil respiration. Fungicides that do not pass
into the gaseous phase, that is, do not have a fumigation effect, show a less pronounced
sterilization effect, which is caused by their uneven distribution in the soil and
heterogeneous soil structure. Puki¢ et al. (2007) point out that different types of soil
fungi are differently sensitive to fungicides. Among the saprophytes, representatives
of the genera Trichoderma, Fusarium and Penicillium are the most resistant to fun-
gicides, so in soils treated with fungicides, the mentioned genera dominate in the
population of soil fungi. In the doses recommended against soil pests, organochlorine
insecticides generally do not have a negative effect on the abundance of soil micro-
organisms. They have a stimulating effect on the development of certain groups of
microorganisms, while at higher doses they initially suppress and then stimulate the soil
microflora. Herbicides break down relatively quickly in the soil and their application
in the recommended doses does not have a negative impact on the soil microflora.
Duki¢ et al. (2007) state that production doses of herbicides: products of phenyl
carboxylic acid, chlorine-substituted aliphatic acids, sym-triazine do not have a clearly
expressed effect on the qualitative and quantitative composition of soil saprophytic
fungi, bacteria and actinomycetes. However, when herbicides are introduced into the
soil in increased doses, there is a temporary regrouping of the composition of the
microflora (Puki¢ and Pordevi¢, 2004; Puki¢ et al., 2007; Stajkovac et al., 2009).
When considering the impact of pesticides on soil microorganisms, it is important to
mention the microbiological transformation of pesticides in the soil. Puki¢ at al. (2007)
point out that in this process in the soil, as well as in the culture of microorganisms,
stable products of pesticide transformation can be formed, whose presence and accu-
mulation in the environment and plants is harmful. Favorable conditions for the
microbiological synthesis of such compounds, in combination with pesticides, are also
created by high doses of applied nitrogen fertilizers. Therefore, during the application
of chemical plant protection agents, it is necessary to take into account their interaction
in the system pesticides — mineral fertilizers - microorganisms (Puki¢ et al., 2007).
From the soil, pesticides get into groundwater, rivers, drinking water, and through
food chains into plant, animal and human bodies. Although the use of the oldest pe-
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sticide dichloro-diphenyl-trichloroethane (DDT) has been banned in many countries
since the 1970s, it has not yet been completely eliminated from the environment, and
exposure to the pesticide is still widespread. In developed countries, the slow elimi-
nation from the body means that a large part of the population still has detectable levels
of DDT, or its metabolite DDE, in their serum or adipose tissue. In developing coun-
tries, the pesticide is still used for vector control and a significant proportion of infants
have daily intakes above recommended levels. However, recent breast cancer research,
conducted using cohort studies, has allowed for a more rigorous assessment of the role
of DDT in the etiology of the disease. However, recent breast cancer research,
conducted using cohort studies, has allowed for a more rigorous assessment of the role
of DDT in the etiology of the disease (Beard, 2006).

Figure 1. Chemical structure of dichloro-diphenyl-trichloroethane (DDT) (source:
National Library of Medicine/National Center for Biotechnology Information
https://pubchem.ncbi.nlm.nih.gov/compound/Clofenotanettsection=2D-Structure)

A large number of other pesticides, which are used to increase yields in modern
crop production, have negative effects on the environment and human health (Bagi
and Bodnar, 2012; Andelkovi¢, 2018). It has been proven that pesticides have an active
biological effect, toxic, mutagenic and carcinogenic, on living organisms (Pordevi¢ et
al., 2020). Toxins are substances that are dangerous for living organisms due to the
harmful effects they cause in cells, tissues, organs and biochemical processes. The fate
of toxins in the body depends on the way they are ingested; toxic substances that are
present in food and water enter the body through the digestive tract (Andelkovi¢, 2018).
Margni et al. (2002) state that the intake of pesticide residues through food results in
the highest exposure of the human body to their toxic effect, as much as 103 to 105
times greater than the intake of pesticides into the body through drinking water or
inhalation. Based on this, they emphasize that monitoring pesticide residues in food
should be a priority in the production of health-safe food (Margni et al., 2002).
However, the organophosphate pesticide parathion is easily adsorbed through the skin,
lungs or digestive tract and is equally toxic regardless of how it enters the human body
(Andelkovi¢, 2018). The common biochemical mechanism of action of organophos-
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phates in the composition of this group of pesticides is based on inhibition of the
activity of the enzyme AChE (acetylcholinesterase) of blood, brain and other tissues.
Inhibition of AChE causes the accumulation of ACh (acetylcholine) at the central and
neuroeffector synapses of the cholinergic nervous system, which leads to impaired
neurotransmission. Irreversible AchE inhibitors can thus lead to muscle paralysis,
convulsions and bronchoconstriction, and death due to asphyxiation. In addition to the
above, organophosphates also have a non-specific effect on other enzyme systems, as
well as a general toxic effect, especially on the liver and blood components (Massoulié
et al., 2008; Pohanka, 2011).

Mutagens are environmental agents that change the genetic information of orga-
nisms. A significant number of mutations introduce the cells of living organisms into
malignant processes, so mutagens are carcinogens at the same time. Cancer is one of
the leading causes of death in the world. Experiments performed on cell transformation
in in vitro conditions, using DNA isolated from cancer cells, indicated the genetic
mechanisms of carcinogenesis. Based on empirical data confirmed in numerous
experimental models, it was concluded that mutation or activation of one gene is not
enough, but can be a trigger for a cascade process, that is, mutation or activation of a
number of other genes. There are three types of evidence for this claim: evidence based
on DNA analysis from different stages of carcinogenesis; evidence based on the
increased expression in cell cultures and experimental animals of oncogenes, that is,
genes that encode proteins, which are capable of inducing carcinogenesis in a living
organism; as well as evidence from epidemiology. Namely, all cancer cells have a
clonal origin, and the incidence of cancer increases with age (Zimonji¢ i sar., 1990;
Marinkovi¢ and Marinkovi¢, 2012, Pordevi¢ et al., 2020). It has been proven that cer-
tain types of pesticides can play a significant role in the described genesis of malignant
processes in the body. Numerous studies have shown high correlations of exposure to
pesticides with the occurrence of lymphoma, leukemia and solid tumors (especially
brain and prostate). Illnesses generally occur as a result of long-term exposure to high
doses of pesticides, and in some cases, specific pesticides have been identified that
caused the illnesses (Bassil et al., 2007).

Back in 1983, Fujii and Inoue established specificity in the action of pesticides on
organisms. They tested on soybeans the mutagenic activities of several types of
pesticides used in agriculture. For several types of pesticides (lebaycid, diazinon, EPN,
karphos), no mutagenic activity was determined. An increase in the mutation rate was
found for ecatin. Then, tests were carried out for ecatin using in vitro or in vivo methods
on microorganisms. However, systematic tests of bacteria gave negative results in all
cases, so the authors conclude that the manifestation of mutagenic activity of ecatin is
specific for plants (Fujii and Inoue, 1983).

Brki¢ et al. (2006), using the Ames test, examined the genotoxic properties of the
herbicide GAL-57, containing two active ingredients; bentazon and dicamba. Taxons
Salmonella typhimurium and Escherichia coli were tested. The authors state that the
results showed that there was neither a biological nor a statistically significant increase
in the mutation factor, on the basis of which they concluded that the herbicide GAL-
57, has no genotoxic properties (with or without metabolic activation) under experi-
mental conditions in the Ames test (Brki¢ et al., 2006).
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Results like those obtained by Brki¢ et al. (2006) are encouraging. However,
sustainable, rational and safe use of pesticides in crop production is necessary. The
absence of a legal framework for the application of pesticides, significantly increased
uncontrolled use of low quality pesticides in many parts of the world. With the aim of
protecting the environment and human health, the maximum allowable concentrations
(MAC:S) of pesticides and their decomposition products, which can be present in food,
have been determined. These concentrations do not lead to health damage or any
physiological effect in the most sensitive individuals (Bagi and Bodnar, 2012).

Reducing the use of pesticides, along with the intensification of preventive and
biological protection measures, are the basic goals of sustainable agriculture and
sustainable development. Biopesticides represent one of the most significant disco-
veries of biotechnology. Biopesticides reduce environmental pollution and enable
preservation of food safety (Pukié et al., 2007; Saréevié-Todosijevié et al., 2019;
Popovi¢ et al., 2019; Stevanovic et al., 2019). It is important to mention the use of
microbial antagonists in the control of plant pathogens. Antagonistic microorganisms
have shown the potential to inhibit the growth and proliferation of various phyto-
pathogens, with little or no negative side effects on the environment.

CONCLUSION

Intensive and uncontrolled application of pesticides causes their accumulation in the
soil, in which they affect beneficial microorganisms and other soil organisms, the
cycling of biogenic elements, as well as the nutrition of plants. From the soil, pesticides
get into groundwater, rivers, drinking water, and through food chains into the plant,
animal and human body, in which they exhibit an active toxic, mutagenic and car-
cinogenic effect. Therefore, in the protection of the environment and the production of
safe food, it is necessary to reduce the use of pesticides, while intensifying preventive
and biological protection measures.
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UTICAJ PESTICIDA NA BILJKE, MIKROORGANIZME ZEMLJISTA
I ZDRAVSTVENU BEZBEDNOST HRANE U BILJNOJ PROIZVODNJI

Rezime

Pesticidi, su hemijska sredstva za zastitu bilja, i najviSe se upotrebljavaju u poljoprivredi i
Sumarstvu (90%), odnosno u biljnoj proizvodnji. Pored akumuliranja u Zivotnoj sredini, pesticidi
djeluju na biljke, mikroorganizme i ostale ¢lanove biocenoza, a preko lanaca ishrane, dospevaju
iu organizam Coveka, u kojem ispoljavaju aktivna bioloska dejstva. U ovoj stidiji razmatra se
uticaj pesticida na biljke, mikroorganizme zemljiSta i zdravstvenu bezbednost hrane u biljnoj
proizvodnji.

Kljuéne reéi: pesticidi, biljke, mikroorganizmi, biolosko dejstvo, zdravstvena
bezbednost hrane
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ESSENTIAL OILS FROM BULGARIAN ROSA ALBA L.
AND ROSA DAMASCENA MILL. AMPLIFY
THE ANTIFUNGAL EFFECT OF NYSTATIN

Abstract

Rosa alba L. and Rosa damascena Mill are the most popular Bulgarian essential oil-bearing
plants. The purpose of this work is to investigate the antifungal activity of both essential oils
individually and in combination with nystatin against human and plant pathogens, Aspergillus
fumigatus, Aspergillus niger, and Aspergillus flavus. Fungal cultures were grown in a beer agar
medium. The agar dilution method was used to analyze the antifungal activity. Antifungal effects
of both oils (in concentrations of 10, 25, and 50 mg/L and in combination with 50 mg/L nystatin
as well) were determined by measuring the inhibition zones diameter 48 and 120 hours post
inoculation and were presented as an antifungal index (Al). The results showed a decrease in the
radial growth of Aspergillus flavus culture, depending on the oil concentration. The most sen-
sitive inhibition was observed of both of oils at a concentration of 50 mg/l, which was more
pronounced at 48 hours. Combination of R. alba L. oil with nystatin exhibited over additive
antifungal effect that was more efficient than the respective combination of R. damascena Mill.
with nystatin against 4. niger. The over-additive effect for both combinations was the most pro-
nounced at 50 mg/1 oil and 48h post-inoculation. These data indicate that rose oil could be
utilized as a topical disinfectant in clinical practices.

Key words: Rosa alba L., Rosa damascena Mill. oil, Aspergillus fumigatus,
Aspergillus niger, Aspergillus flavus, antifungal activity
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INTRODUCTION

Aspergilli species are ubiquitous fungi found in air, soil, plants, and decaying
organic materials. Aspergillosis is an opportunistic infection that can attack the lungs,
ears, eyes, digestive system, kidneys, and brain. The growth of Aspergilli in foodstuffs
is toxicologically significant since some species are known to produce mycotoxins
like aflatoxins-B1, B2, G1, and G2, aspergillic acid, hydroxyaspergillic acid, and oxalic
acid. The consumption of moldy products can cause mycotoxicoses, and more
importantly, some mycotoxins are potent carcinogens (Bennett & Klich, 2003).

Nystatin is one of the commonly used antifungal drugs administered orally for the
treatment of infections caused by fungi. Nowadays, the problem with fungal resistance
is very serious and many researchers are focused on developing new antifungal agents
from medical and aromatic plants and their products.

Essential oils have been long recognized as antibacterial, antifungal, antiviral,
insecticidal, and antioxidant agents (Bassole & Juliani, 2012). According to Aoudou
et al., (2010) antifungal activity against the strain Aspergillus flavus is due to some
major compounds as geraniol, nerol, and geranial (Aoudou et al., 2010). Nedkov et al.
(2009) have found abouth 214 components in rose oils through HPLC, GC, and GC-
MS. The composition of R. alba L. oil is similar to R. damascena Mill. (Nedkov et al.,
2009), with the same major compounds, but with different proportions of the major
compounds. Many scientists reported about antimicrobial properties of R. damascena
Mill. essential oil (Shohayeb et al., 2014). A study by Mileva et al. (2014) indicates a
weak activities against the fungal strains 4. niger and A. flavus of some plant essential
oils belonging to the Rosaceae family. Due to the develop resistance to nystatin, it is
interesting to explore its antifungal effect in the combinations with rose oils. The aim
of the present work is to explore antifungal activity of nystatin in combination with
essential oils of Rosa alba L. and Rosa damascena Mill. against Aspergillus fumigatus,
Aspergillus niger, and Aspergillus flavus.

MATERIAL AND METHODS

Plant material

Essential oil from Rosa alba L. and Rosa damascena Mill. F. Trigintipetala Dieck
were provided by Institute for Roses and Aromatic Plants (IRAP) in Kazanlak.

Fungal strains

A. fumigatus, A. niger, and A. flavus — from the Mycological Collection at the Insti-
tute of Microbiology, Sofia, were used throughout and maintained at 4 °C on beer agar,
pH 6.3.
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Mycelial growth inhibition

Oils and their combinations with nystatin were screened for their antifungal activity
against A. fumigatus, A. flavus, and A. niger by employing the standard discs diffusion
technique. The fungal cultures were grown on beer agar and 7-day-old culture was
used for antifungal assay (v/v) tests. Inoculum (100 pl) were applied on the surface of
the beer agar plate and spread by using sterile glass spreader. Stock solutions of rose
oils in ethanol were used for preparing filter paper discs for assay. The sterile discs (5
mm diameter Whatmans filter paper No 42) were soaked through adding 10ul adequate
concentration to prepare following discs: rose oil 25 pg/disc, nystatin 50 pg/disc and
combination of (rose oil 500 pg and nystatin 50 pg)/disc, after drying. The incubation
was carried for 48 h at 28 °C. The sensitivity to nystatin and the different oils indivi-
dually and their combination with nystatin was determined by the diameter of the
inhibition zone.

Antifungal activity assay by agar dilution method

Potato dextrose agar (PDA) medium with different concentrations of essential oils
(10, 25, 50 pg/mL), nystatin (50 pg/mL) and their combination were prepared by
adding the appropriate quantity of essential oil/and, or nystatin to the melted medium,
followed by manual rotation of the Erlenmeyer flask to disperse in the medium. Plates
were incubated at 28°C. The antifungal index (AI) was calculated according to Wang
etal., (2005): Al = (1 — Go/Gc) x 100; Go = diameter of growth zone in the test plate,
Gc = diameter of growth zone in the control plate. Each experiment was performed
three times, and the data were averaged (Wang et al., 2005).

RESULTS AND DISSCUSSION

The total number of compounds identified in R. alba L. and R. damascena Mill. oils
were determined by Mileva et al., (2014). The essential oils have following major
components: geraniol (R. alba — 18.28% and R. damascena — 14.13%), B — citronellol
(18.00%; 13.56%), nerol (7.74%; 8.34%), eugenol (0.38%; 0.64%), methyleugenol
(0.1%; 2.05%) and B — caryophyllene (3.7%; 4.08%).

The oils contain the same substances, but differ by their ratios. R. alba oil contents
more geraniol and citronellol, and R. damascena oil has more nerol, eugenol, methy-
leugenol and B — caryophyllene.

The essential oils concentrations were chosen based on published data by Mileva
et al. (2014). The inhibition zones of combination of rose oil and nystatin are larger
than individually treatment. Diameter of fungal radial growth is presented in Table 1.
Antifungal activity has been calculated as antifungal index and illustrated in Figures
1,2 and 3.

The strongest activity of essential oils against 4. fumigatus was found at 48 h expo-
sition (Figure 1) at concentration 10 pg/ml, Al for R. alba and R. damascena were
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56.66% and 53.33% respectively. The combinations showed trend to weak intensi-
fication of the effect in comparison with individually supplementation. The antifungal
effects were lower at 120 h post inoculation in comparison to that at 48 h.

The effect of tested oils and their combinations with nystatin against A. flavus is
expressed as Al (Figure 2). The cultivation in the presence of the rose oils also result
to inhibition of A. flavus radial growth (Table 1), more clearly expressed on 120 h.
The effect was higher at the variant of nystatin plus R. damascena, Al — 66.67%, than
combination of nystatin and R. alba, Al — 55.56%.

Table 1. Diameter of fungal radial growth and influence of essential oils
and their combination with nystatin

Mean diameter of radial growth (sm)

puL/mL rose oil, individually or in

combination with 50 pg/ml A flavus A.niger A. fumigatus

Nystatin
48h 120h 48h 120h 48h 120h

Control 3 4,5 4,4 8 3 7
Nystatin 23 4 2,4 6 2,7 5,7
R.albaL. 10 23 4 2,5 6,5 1.3 6,5
R. albal. 25 23 35 2,5 7,5 2,7 6,7
R.albaL.50 2.1 2 4,4 8 3 6,5
R. alba L. 10 + Nystatin 2 4,5 1,5 5 1,2 6
R. alba L. 25 + Nystatin 1,9 4 1,5 74 1,7 4,5
R. alba L. 50 + Nystatin 1,6 2 0.9 4 2 5,7
R. damascena Mill. 10 2 4 2,5 8 1,4 6,5
R. damascena Mill. 25 2,5 4 4.4 8 2,8 6,5
R. damascena Mill. 50 2 2 4,4 8 2,5 7
R. damascena Mill. 10 + Nystatin 2 4 1,6 6,5 1,2 6
R. damascena Mill. 25 + Nystatin 1,5 33 1,7 6,5 2 5,5
R. damascena Mill. 50 + Nystatin 1,5 1,5 2,4 7,5 1,72 5,17
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Figure 1. Antifungal activities of R. alba and R. damascena essential oil,
and their combination with nystatin against A. fumigatus.
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Figure 2. Antifungal activities of R. alba and R. damascena essential oil,
and their combination with nystatin against A. flavus.

The activities of the two oils and nystatin, individually and in combination expres-
sed as Al against 4. niger, are shown in (Figure 3). The inhibition of radial growth of
A. niger by tested substances, was more considerable after 48 h cultivation, than that
of 120 h. After application of nystatin, Al was 45.45% at 48 h, and 25% at 120 h post
inoculation. The rose oil concentration dependence of Al was observed after 48 hours
and 120 hours exposition when applying the combination of nystatin with R. alba oil,
with the highest value of Al at 50 pg/ml — 79.54%. and at 120 h the effect was much
lower — 50.14%. The effect of combination nystatin/ R. damascena oil was the highest
at 25 pug/ml R. damascena oil, Al — 61.36%.
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Figure 3. Antifungal activities of R. alba and R. damascena essential oil
and their combination with nystatin against A. niger.

The activities of the two oils and nystatin, individually and in combination expres-
sed as Al against 4. niger, are shown in (Figure 3). The inhibition of radial growth of
A. niger by tested substances, was more considerable after 48 h cultivation, than that
of 120 h. After application of nystatin, Al was 45.45% at 48 h, and 25% at 120 h post
inoculation. The rose oil concentration dependence of Al was observed after 48 hours
and 120 hours exposition when applying the combination of nystatin with R. alba oil,
with the highest value of Al at 50 ug/ml — 79.54%. and at 120 h the effect was much
lower — 50.14%. The effect of combination nystatin/ R. damascena oil was the highest
at 25 ng/ml R. damascena oil, Al — 61.36%.
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CONCLUSION

The combinations of Bulgarian R. damascena Mill. and R. alba oils with nystatin
are promising effective antifungal formulations against A. flavus and A. niger, which
pharmacological treatment is challenging.

Acknowledgments. The present study was funded by Bulgarian National Science
Fund, project N KP-06-H36/17, granted to M. Mileva.
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ETERICNA ULJA IZ BUGARSKE ROSA ALBA L. 1 ROSA
DAMASCENA MLIN. POJACIVACI ANTIFUGALNOG
EFEKTA NISTATINA

Sazetak

Rosa alba L. 1 Rosa damascena Mill su najpopularnije bugarske biljke koje sadrze eteri¢no
ulje. Svrha ovog rada je da se ispita antifungalna aktivnost oba eteri¢na ulja pojedinacno i u
kombinaciji sa nistatinom protiv ljudskih i biljnih patogena, Aspergillus fumigatus, Aspergillus
niger i Aspergillus flavus. Kulture gljivica su uzgajane u podlozi sa pivskim agarom. Za analizu
antifungalne aktivnosti kori§¢ena je metoda razblazivanja agara. Antifungalni efekti oba ulja (u
koncentracijama od 10, 25 1 50 mg/L i u kombinaciji sa 50 mg/L nistatina) su utvrdeni merenjem
precnika zona inhibicije 48 1 120 sati nakon inokulacije i predstavljeni su kao antifungalni indeks
(AI). Rezultati su pokazali smanjenje radijalnog rasta kulture Aspergillus flavus u zavisnosti od
koncentracije ulja. Najosetljivija inhibicija je primec¢ena kod oba ulja u koncentraciji od 50 mg/I,
koja je bila izraZzenija nakon 48 sati. Kombinacija ulja R. alba L. sa nistatinom pokazala je
aditivni antifungalni efekat koji je bio efikasniji od odgovarajuce kombinacije R. damascena
Mill. sa nistatinom protiv A. niger. Efekat prekomernog dodavanja za obe kombinacije bio je
najizrazeniji pri 50 mg/l ulja i 48 sati nakon inokulacije. Ovi podaci ukazuju da bi ruzino ulje
moglo da se koristi kao lokalno dezinfekciono sredstvo u klini¢koj praksi.

Kljuéne rec¢i: Rosa alba L., Rosa damascena Mill. ulje, Aspergillus fumigatus,
Aspergillus niger, Aspergillus flavus, antifungalna aktivnost
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IMPACT OF FOOD PRODUCTION
AND CONSUMPTION ON THE ENVIRONMENT,
GEOGRAPHICAL APPROACH

Abstract

Food travels long distances to reach our plates. A concept related to carbon footprint is
measuring "food miles" which shows how environmentally desirable that food is. This study, —
which follows the ,,from farm to plate” approach — analyses examples of different stages when
measuring it, and the possibilities and difficulties of its reduction. The use of local products, the
short food supply chain concept, good cooperation, and communication play an important role.
For better understanding, a questionnaire survey was conducted with consumers, to find out
what they know about this concept, and about the transport, production, and packaging of the
purchased food.

Key words: food miles, local product, short food supply chain, awareness, consumption

INTRODUCTION

Food mileage is an unusual topic of everyday conversation because, yet few people
are aware that it is currently a problem that needs to be solved (Leavens, 2017). During
our shopping, we ourselves are at a current point in this process. Nowadays, envi-
ronmental awareness has become part of everyday life. We can meet a lot of move-
ments that try to present humanity with a more sustainable world, thus ensuring the
future of the next generations and our Earth. The concept of food kilometers expresses
the distance traveled by food. Besides introducing some international examples, this
study focuses on Hungarian consumers, to find out what they know about this concept
and what their attitude toward environmental protection is, related to it.
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THE CONCEPT OF FOOD MILEAGE

The first time we encountered the questions coinciding with the concept of "food
miles" was in the 1994 report of Tim Lang (2006) who presented his report to the
Sustainable Agriculture Food and Environment (SAFE) association. The professor
revealed in detail how production volumes have increased over the past 50 years, and
how large-scale changes food distribution has undergone. This was based on the food
kilometer report written that year, which reported on the dangers of the distance
traveled by food. He also touched on how consumer habits were adjusted accordingly.
Consumers have gradually become accustomed to convenience over the years. Today,
it is natural for them to find all kinds of products on the shelves of stores, and most of
them have a very wide range to suit their needs. Thanks to globalization and large-
scale urbanization, the food intended for human consumption can have an increasingly
long journey behind it before reaching its final destination.

LEGAL REGULATIONS REGARDING PLACE OF ORIGIN
OF FOOD PRODUCTS

The local farmers' market is a market in which the farmer sells his products in the
county of his commercial region or within a distance determined for his own goods
circulation. "[...] supplies a retail or catering establishment or public catering esta-
blishment within the region or within a maximum distance of 40 km as the crow flies
from the location of the farm in Hungary... "(FVM decree 52/2010).

Based on the provisions of the American legislation, a distance of 400 miles (644
km) is specified, in contrast to the environment with a radius of 40 km in Hungary. In
addition to distance — which is measured as the crow flies, — this definition also includes
the movement of goods within the current state. These measures are mainly due to the
huge distances resulting from geographical conditions.

SHORT FOOD SUPPLY CHAINS

In 2012, thanks to the legislative changes, the process of developing farmers'
markets was greatly simplified. Since then, the opening of these markets has been non-
stop, even at an increasingly rapid pace. This also shows the growing consumer de-
mand for the products available there. A short food supply chain (SFSC), — as defined
for the first time in the EU’s rural development policy for 2014-2020 — by the EU
(Regulation, 2013), is a supply chain involving a limited number of economic operators
committed to cooperation, local economic development, and maintaining close geo-
graphical and social relations between food producers, processors, and consumers. As
a result of this regulation, urban and rural farmers who sell their products directly to
consumers, with minimum intermediaries, have increased in number in recent years.
The growth in SFSCs can be linked to a shift in consumer behavior, which has shown
an increased appreciation of local food and related attributes such as the place of origin,
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traditional production methods, and processing techniques. It could be even more
efficient with good communication strategies to share information about products
between producers. The situation is very similar in North America, as well, but not
recognized by everyone everywhere the same way.

In Hungary, with the support of domestic producers, the argument in favour of
SFSC is that the chains are also more reliable from an environmental point of view.
They may seem like a more reasonable choice compared to traditional retail channels,
as they are more sustainable. In the next part of the study, different aspects, and
examples of thinking about environmental protection are shown.

Transportation

The largest part of greenhouse gas emissions is generated directly in relation to
food kilometers, i.e. during transportation. According to Tim Lang (2006), the emission
of carbon dioxide gas is distributed among the ways of transport in the following ratio:
60% is generated by road, 20% by air, and 10-10% by rail and sea. This distribution
is still recognized in research. However, the level of emission increases proportionally
with the distance. Raw materials transported by train can travel up to ten times the
distance compared to trucks, while the level of emissions remains the same. Compared
to this, in the case of huge distances, the most suitable tool for reducing greenhouse
gases is the cargo ship. This is followed by the railway, the car, and finally the airplane.
As an example, the harmful effect of transporting one ton of food by plane can be
almost seventy times greater than that transported by cargo ship. Vehicles used for
different types of transport can produce widely different emissions. Flying the distance
from Boston to Chicago (about 850 miles) is far more polluting than shipping from
China to California by freighter, which is nearly 11,000 miles.

The distances covered by individual foods can now be calculated with various
internet calculators. With these, we mainly get only an approximate value. Based on
LCA (life cycle assessment) calculations for the United States by L. Weber and H.
Scott Matthews, 83% of the harmful environmental impact from the production to the
consumption of food occurs during the production processes. Shipping accounts for
only 11% of the total, and within that only 4% is the final transportation stage, during
which it reaches the place of processing to the retailer (Weber & Matthews, 2008).

An example of sugarcane cultivation in the Hawaiian Islands

The location of the processing and related side processes may differ from the
original location of the cultivation process. Based on the example of the following
sugar farm, we highlight how big distances can exist in reality, in cases where the place
of cultivation and processing are separated from each other. Consumers would not
even think that semi-processed foods can and do travel such huge distances between
individual sub-processes.

One of the Hawaiian Islands, Maui is famous for its sugar cane farming. More
precisely, it was until the owner company, the Hawaiian Commercial & Sugar Com-
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pany (HC&S), closed it in 2016 after about 145 years of active operation. Using the
example of former sugar cultivation, we highlight how important it is during the pro-
duction of a product to carry out the necessary activities, if possible, if not directly, but
in its close surroundings. The plant grown here was only processed locally to the state
of raw cane sugar. From there it was transported to California, where it was further
refined into white sugar near San Francisco. However, this is by no means the end of
the process. After that, the refined sugar was sent all the way to New York, where the
packaged end products were made one by one. With this, we achieve the result that the
sugar has covered a distance of up to 15,000 kilometers before the coffee is consumed
in a cafe located just a few kilometers from the sugar cane cultivation.

The role of production conditions

There are countless circumstances that play a role in the individual steps of the
processes. We examine the factors from the infrastructure built around the production
process. Stationary energy is the one that significantly influences the harmful emissions
of a given production unit. For better understanding, we present an examination of
different Australian tomato plantations (Roggeveen, 2014). The main aspects were the
types of fuel supplying stationary energy and the plant's technological equipment. The
answer is clear, coal proved to be the most harmful to crops, followed by diesel, and
finally electric energy. According to technological development, high and medium
categories were investigated. It goes without saying that a higher standard entails a
higher cost. This way, however, it is possible to ensure a constant, ideal temperature,
ventilation, and continuous water supply with the help of the established automatic
irrigation system. After the static energy, the other huge problem is caused by the by-
products and wastes formed and preserved during the processing. This part accounts
for almost a quarter of the total value of harmful emissions.

The tomato seedlings were mainly transported to the farms by truck. The year-
round supply achieved by this route is also only 1% contaminated at these plantations.
Emissions during transport are practically negligible. This is especially important when
foods needlessly travel long distances between stages of processing. When traveling,
it is suggested to avoid empty flights. It is not uncommon for a van or small truck to
not be fully loaded. By paying attention to this, half-full flights could be avoided. It is
interesting that calculated on an annual time interval, the amount emitted by trucks is
still four times bigger than the environmental load accumulated during the transport of
nutrients and other growth-stimulating substances arriving from Europe by cargo ship.

The case of the cultivation conditions of different tomato producers shows that the
distance is not always the most relevant since colonies close to each other were
observed.

The role of the relationship between partners

Before the vegetables and fruits reach the store shelves, they go through the hands
of many people. Their individual attitude related to environmental protection can also
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greatly contribute to the successful direction of the reduction of environmental pollu-
tants formed during production. It is important how they manage their own business,
and what kind of relationship they have with their partners and other members of the
supply chain.

Unsurprisingly, the factors that help reduce emissions depend primarily on the
financial situation. First of all, the applicable system that helps to reduce the level of
emissions must be assessed and its application must be sought. However, this method
must be affordable and not have a negative impact on the success of the business
economy. his also requires that alternative solutions are available, which people can
access in different ways. People in question must also want the change and strive to use
such a system, the design of which is far from easy.

Weather conditions may seem like a small factor at first, but they play a huge role
in well-functioning agricultural farms. By definition, it is advisable to start cultivation
and production where the given conditions are ideal.

Processing of meat-based foods

An exceptionally large proportion of greenhouse gases originate primarily in the
form of methane from the excreta associated with livestock and the gases emitted by
them. The majority of people are aware of the fact that transportation is harmful to the
environment in large quantities, but few people know that agriculture is a much more
important factor. Livestock farms account for 18% and other agricultural industries
for 11% of all greenhouse gas emissions. Significantly more water is used in the
production of meat and dairy products than in the case of plant-based foods.

Consumers are also not aware of how much damage meat processing causes to the
environment. Among the other factors, we can also mention soil degradation, the use
of petroleum, and deforestation. Solutions to the problem should be widely sought
within the meat processing sector. This would probably take less time than for consu-
mers to reduce their consumption of animal foods. Meat processing companies could
reduce emissions by investing more energy in proper manure management and
researching other feed alternatives to avoid large amounts of methane gas. They should
also have a new perspective on the way they handle the remaining unprocessed,
inedible by-products, waste, and various packaging.

Considerations of packaging

The packaging accompanies the products all the way from the processing phase to
the end of use by consumers (Marsh and Bugusu, 2007). Its task is to protect the given
product from harmful environmental effects: chemical, biological and physical. In
addition, the traceability and nutrition information on the displayed label are very
important and useful information for consumers. The design and execution of the
packaging greatly contribute to the life of the final product during its time on the
shelves. The range of materials traditionally used for packaging includes glass, plastic,
metal, paper, and various types of combinations. Researchers are constantly trying to
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find solutions that can reduce the environmental impact of packaging materials. During
processing, they are increasingly trying to use smaller amounts of packaging material.
Fortunately, most of the materials used can be recycled.

During the preparation of a final product, packaging plays a role at several points.
There are strict legal requirements for the packaging process and the use of materials.
By complying with these conditions and by carefully selecting and using materials, it
is possible to stimulate the extent of pollution reduction. To survive long distances, the
food needs a greater degree of safety. The label informs the distributor, the location of
the production process, and the place of origin, but it is not possible to obtain precise
data from this about the level of environmental impact for the consumer.

FINDINGS OF THE SURVEY OF CONSUMERS

The key question for reducing the food mileage is whether consumers know this
concept and how much they care about it, since their habits and attitude are decisive,
and their willingness is necessary for the situation to improve. Primary research based
on the answers of a questionnaire survey was applied to find out how much attention
the consumers pay to the environmental impact of their food. Would they possibly
change their consumption habits if they learn about new aspects? The evaluation of
their answers shows how much they care about the place of origin and other environ-
mentally important information about individual foods during their shopping prefe-
rences. A total of 146 people filled out the questionnaire which was evaluated with
statistical methods.

Table 1: What do “‘food miles” mean for the respondents of the survey?
(source: own compilation)

Distance, the food traveled 47.26%

Other (related to the environment, nutritional
value, time, quantity, export-import) 10,96%
I don't know 41,78%

One of the first questions was about the meaning of food miles. More than 40% did
not have any idea about it. The answers are summarised in Table 1. From the answers
to the open question, we see that people have some information, but most of them do
not know and understand the reasons; and that the price is important for them. With
correlation analyses, it can be established that the importance of quality, price, and
brand name is independent of gender. Regardless of gender, age, or place of residence,
the quality of a given product is more important (90,41% say so) than its place of
origin. There is no significant difference between different age groups whether they
read the labels or not. Reading the label surprisingly does not mean that the consumer
is reading every detail on it (Figures 1.)
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Do you read the labels of the products in the stores? Do you check the place of origin of products
before buying them?

P % = occasionally or no
17,12% = often

= sometimes

28,77%

never

= always = often = sometimes never

Figure 1: a) How often do the respondents read the labels of products they purchase,
b) including the place of origin? (source: own compilation)

When shopping, the choice of local products is listed as the most important aspect
to a small extent. Figure 2 shows that women prioritize the choice of local products on
the scale of importance. This may indicate that women shop more consciously and
that they trust local products more than imported goods.

Buying local products is important for consumers

m not at all not very much m indifferent myes mvery much

Female

wae [ I

0% 20% 40% 60% 80% 100%

Figure 2: Importance of buying local food
(source: own compilation)

Women are more sensitive when they can support domestic and
local farmers than men

m I'd like to support local farmers 30,8%

Female
m | don't check the place of orogin
of products
m | don't like buying imported
products Male

domestic products are of better 2,;%

quality
0,0% 10,0% 20,0% 30,0% 40,0%

Figure 3: Reasons for the importance of the place of origin
(source: own compilation)
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Importance of the packiging Attitude for changing meat consumption habit if knowing

that it is harmful for the environment
- 397% W 29,45%

40,41%

= | would reduce = | can decrease a little

not at all notvery much = indifferent = Maybe, | would think about it = No

I do not eat meat

= yes = very much

Figure 4: Importance of packaging (left) and meat consumption (right)
(source: own compilation)

In addition, women — thanks to their more empathic nature - pay more attention to
supporting the prosperity of domestic producers and economies through conscious
shopping. The distribution of various reasons can be seen in Figure 3.

It can be seen from Figure 4 that respondent consumers have an indifferent feeling
about packaging and that people who consume meat do not want to change their habits.

SUMMARY

The quantity of agricultural products must increase to meet the rapidly growing
global population. If the conditions do not change, by the 2050s the current level of
greenhouse effect emissions may result in an increase of nearly 80%. Since production
conditions affect harmful emissions to such a large extent, it is certain that small
producers and local products have an advantage compared to goods coming from far
away. The selection of the way of transport is always primarily based on the quantity
to be transported, and the best when trying to make full use of the capacity of a freight
car. The management of raw materials would require more attention, especially in
relation to water and energy consumption. To minimize the use of water, they should
optimize their system in such a way that they can reuse the wastewater.

From the point of view of both retailers and nature conservation, it is important to
get rid of packaging materials as simply and cheaply as possible, so that they are not
wasted and have no further negative effects. They try to encourage consumers to buy
individual products in bulk. To obtain better values, continuous monitoring would be
necessary, the implementation of which would require a lot of human resources. In
keeping with this trend, the European Commission is supporting multi-actor projects
in which researchers and agri-food practitioners cooperate. Unfortunately, the infor-
mation on the label on the packaging is not sufficient to reflect the level of envi-
ronmental impact for consumers. Information sharing with them needs more impro-
vement.
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THE ROLE OF FOOD AND DRINK HUNGARIKUMS
IN TOURISM AND HOSPITALITY

Abstract

In this paper, we first present some of the so-called Hungarikums, foods and drinks that
belong to the most well-known Hungarian cuisine. It is a tradition in Hungary that events and
tourist events including those organized for residential communities, villages, smaller towns,
and even national and international visitors are based on local specialties, including these
traditional products. We focus on two well-known Hungarikum main dishes and their con-
sumption, presenting case studies for thematic events, and festivals that are introducing them.
This study analyses the important role these dishes play in the Hungarian tourism and hospitality.

Key words: Hungarikum, fish soup, mutton stew, festival, program tourism

INTRODUCTION

Every nation is proud of its outstanding accomplishment, special economic achie-
vements, natural and cultural values, its unique quality products, cuisine, food, and
drink specialties. What Germanicum is for Germans, Polonicum for Poland, Italicum
for Italy, Serbicum for Serbians, etc., Hungarikum is for Hungarians.

Hungarikums are products that are unique to Hungary, they are special, of unique
quality, and can be found in Hungary or produced in Hungary using a special method.
This method has to be applied everywhere the same way, always under the same
conditions, having a precise description or recipe. Therefore, they have unique natural,
economic, or cultural values that can only be found in Hungary (T6zsa, 2016) and they
are protected by law regarding national values and Hungarian heritage adopted in 2012
(Farkas, et al., 2022).
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HUNGARIKUM FOODS AND DRINKS

Famous traditional and unique products of Hungary can be suggested for becoming
a precious value of Hungary, to belong to the Hungarikum list. The decision is made
by the Hungarikum Committee. There are different types of these products, this study
focuses on foods and drinks. The following thematic Hungarikum list is not complete
due to space limitations, it includes the internationally most well-known and famous
Hungarikums. Firstly, raw materials and herbs are mentioned. These include ground
paprika from Kalocsa, Hungarian acacia, acacia honey, paprika from Szentes, Piros
Arany, Erds Pista, onion from Mako, ground paprika from Szeged.

Figure 1: From the left: Piros Arany, Eros Pista (Hungarikum Bizottsag, 2013)
(Hungarikum Committee, 2013)
From the right: Ladies making Szeged pepper garlands
(Agrarminisztérium — Hungarikum Foosztaly, 2022)

Hungarikums also include preserved meats, such as the Csabai sausage, Csabai
thick sausage, Gyulai sausage, Gyulai paired sausage, Debreceni paired sausage, Herz
Classic T¢liszalami salami, and products made from a fattened goose.

Figure 2: Csabai sausage and Csabai thick sausage
(Hungarikum Bizottsag, 2013)
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Sweets include the chimney cake (kiirtés kalacs, or called Dorongfank in Transda-
nubia), dumplings, the so-called friend's ear (baratfiile), Rigdjancsi, Dobostorta, Ra-
kéczy curd cake.

Figure 3: On the left: Chimney cake, Kiirtéskaldacs (Hungarikum Bizottsag, 2013)
On the right: Dobostorta (Egal-Team Kft., 2022.)

The Hungarian well-known drinks are palinka, marc palinka, Térley sparkling
wine (champagne), and UNICUM bitter liqueur. Hungarikums are Egri bikavér red
wine with a special historical past, Tokaj aszu, produced in the wine region of the
Tokaj Mountains (and cannot be made anywhere else), as well as in the summer heat
cooling and refreshing spritzer (called froccs), for which soda water is used, and it is
also among Hungarikums.

Figure 4: Spritzer made from white wine with soda water
(Hungarikum Bizottsag, 2013)

Among the main dishes, Hungarikums are the fish soups (Bajai, Tiszai), the Kar-
cagi mutton stew, and the Hungarian goulash soup. We have to mention that the
gastronomic and catering heritage of Karoly Gundel and the Gundel Restaurant are
also considered Hungarikums.
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EVENTS BUILT ON HUNGARIKUMS

Hungarikum foodstuffs belong to the national heritage of Hungary. They are made
in a strict traditional way; they have a high added value and also comply with the
quality policy of the European Union. Their production is not characterized by large-
scale production, but rather by family businesses, primary producers, and small and
medium-sized enterprises.

More and more programs related to hospitality and tourism are being built around
these Hungarikum dishes in the country. We consider it important to mention that this
is characteristic not only in Budapest — the capital city — but also in the countryside.
Besides, it has economic significance, it is justified that one of the elements of rural
development could be supporting these events. There are one-day and longer event
series, which also include programs related to the preservation of tradition, culture,
and community building. Festivals and cultural events attract visitors, often from the
surrounding settlements, but often from distant parts of the country and abroad, thus
spreading the settlement's good reputation (Véha, et al., 2012).

Events connected to Hungarian cuisine are: the Fish Cooking Festival in Baja;
Csaba Sausage Festival; Zamat Festival in Debrecen; Hungarikum Festival, PORVA;
Hungarikum Festival Szeged; Local Product Festival — Hungarikum Festival — Zither
Festival (Kecskemét); Hungarikum Piknik, Eger; Mutton Cooking Festival in Karcag;
Kiirtdskalacs Festival; Mohacs bus tour; Szolnok Goulash Festival; etc.

In the following, we present the two case studies of events related to Hungarikum
dishes chosen based on focus group interviews with gastronomy festival visitors: the
Fish Cooking Festival in Baja and the Mutton Cooking Festival in Karcag. Obser-
vations were made on these festivals in 2022, and the findings are given along with
photo illustrations.

FISH COOKING FESTIVAL IN BAJA

Baja is a fishing town. The flavor of the fish soup and the way it is served are
unique. It is served with so-called "match pasta" and the juice of the fish soup jus and
the cooked fish slices are served separately.

Figure 5: The way of serving the Baja fish soup (Anon., 2016)
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In Béacs-Kiskun county, they are not fascinating and wearying the visitors with
historical data. Instead of that, tourists are enticed by various entertaining programs,
presentations of the county's cultural and historical landmarks, ethnographic curiosities,
and gastronomy. the Fish Cooking Festival in Baja is one of these events, organised
every year at the same time, on the second Saturday of July, where tens of thousands
of people come.

The first occasion was in 1996, the 300th anniversary of the founding of the city.
Tens of thousands have visited it every year since then, as light music concerts and art,
programs are also part of the festival, in addition to cooking fish soup (hvg.hu, 2016).
For years, Baja fish soup — which is considered a Hungarikum — is cooked in almost
2,000 cauldrons, in Szentaromsag square. This Festival is also mentioned in the
Guinness Book of Records as "the occasion for preparing and eating the largest amount
of food prepared according to the same recipe in one place" (Info, 2020.). Ten-person
cooking teams are formed from residents, acquaintances, and friends of the city and
surrounding settlements. When the fish soup is ready, they eat it, and since it goes best
with it, they drink local red wine (Barna, 2017).

In 2022, the Fish Cooking Festival in Baja was held on July 8-9. Around 20,000
servings of fish soup were sold during the event. Besides the delicious fish soup, the
visitors could enjoy various programs prepared for them by the organisers. In addition
to the commemorative band and acoustic music concerts that ensured the festival
atmosphere, there was a painting exhibition, presentation of a fine art collection from
Marosvasarhely, as a twin-city of Baja, cruises on the Danube, boating, folk music
and folk-dance programs, craft fair, dog school presentation, and many other smaller
programs. In the evenings, well-known DJs provided a good atmosphere.

Figure 6. Pictures from the Fish Cooking Festival in Baja
(Bdcskai Naplo — Baja Hiroldala, 2022.)

MUTTON COOKING FESTIVAL IN KARCAG

In the Nagykunsag region, the most characteristic animal husbandry was in the
Great Plain, where there was a tradition of consuming mutton meat. Karcag, the capital
of Nagykunsag, the mutton stew was prepared in a unique way compared to the recipes
of other settlements in Kunsag. So, the Karcag Mutton Stew was included in the
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UNESCO National Register of Intangible Cultural Heritage in 2009 as "the Karcag
tradition of Kunsadg Mutton Stew". And in 2013, as a so-called "Hungarikum by law",
it was included in the Collection of Hungarikums under the name "Karcagi Bir-
kaporkolt" (Hungarikum Bizottsag, Hungarikumok Gylijteménye — Magyar Ertéktar,
2016).

The head and claws of the sheep are burnt, then the meat is almost fried without
adding water, so it is roasted like that, and then all is cooked together with the tripe and
offal. For seasoning, only onion, ground and piped peppers, and salt are used. The
cooking takes place in huge cauldrons, large enough to fit the whole mutton sheep in
it (Hungarikum Committee, Collection of Hungarikumok — Magyar Ertéktar, 2013).
The meat of different mutton-sheep animals is never cooked together. As the saying
goes: "one sheep — one leg". From a sheep with a live weight of 50-55 kg, remains
approx. 26-28 kg after the cleaning preparation. It needs a 30-liter big cast iron pot to
just fit inside (Figure 7) and makes about 56-60 portions of stew (Retromuzsika.hu,
2022).

Figure 7: Karcag mutton stew (Karcagi Birkaf6zo Fesztival, 2022)

Since 1999, the mutton cooking competition has been held in Karcag every year on
the last Saturday of June (Karcagi birkaf6z6 fesztival 2022, 2022.) In 2022, this event
took place on June 24-25 (Karcag, 2022).

This year, mutton stews was made in more than 200 cauldrons. Chefs of various
ages came from all over the country to find out who cooks it better (Daroczi, 2022).
In addition to delicious food and drinks, visitors were also traditionally treated to cul-
tural events. Guests could take part in a folklore festival, various concerts, craft fairs,
children's programs, and there was a street party, too (Open Gates Hungary Kft.,
2022.).

On the first day of the festival, Friday, there were operetta hits, old hits, children's
games, crafts, Wine Yard, and Rock Yard. The cooking competition was on Saturday.
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Figure 8: Pictures from the Karcag Mutton Cooking Festival
(Karcagi Birkaféz6 Fesztival, 2022)

SUMMARY

The dishes that have received the honorary title of "Hungarikum" are made with
reliable ingredients and traditional recipes, so consumers and guests are assured that
the food they have chosen is special and of high quality. They also know what they can
expect because it is always made the same way. Programs, village days, and festivals
organized around Hungarian food increase the number of guests visiting the settlement,
the number of tourists is increased and due to international visitors, it ensures a good
reputation abroad. These are also important sustainable tourism attractions since local
products are used for cooking as raw materials. The events organized in addition to the
usual cooking competitions meet the interests of several age groups and play an
important role in presenting and preserving traditions. In addition, music concerts and
other cultural programs are touching the crowd unnoticed. These festivals are also
good locations for the advertising activities of various companies, which can appeal to
a new audience with their presentations. We can therefore say that the usually multi-
day programs organized around Hungarikum food have economic and cultural
significance not only from the point of view of the local residents.
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THE SIGNIFICANCE OF SAFE FOOD
IN TRAVEL AND TOURISM DEVELOPMENT
IN THE POST-COVID-19 ERA

Abstract

The purpose of this paper is to analyze the current situation of multidimensional food safety
assurance as well as the significance of food safety in travel and tourism development in the
post-Covid era. The paper also investigates the place and role of food safety in the Travel &
Tourism Development Index (TTDI index). The method of observation, analysis, synthesis,
comparative and inductive-deductive methods were used in the paper. The research shows that
food safety is neglected and that the TTDI index did not include food safety as a significant
indicator in sub-index changes, indicating that umbrella tourism organizations did not recognize
the importance of food safety as an indicator of the development of a tourist destination.

Key words: Food, safe, health, Covid-19, TTDI index

INTRODUCTION

Tourism is a rapidly growing industry, which has to face many challenges during
its various processes. Besides the most common topics of sustainability, climate change
and conditions of a pandemic caused by the virus Covid-19, another important aspect
of the industry is food safety.

We are entering a new, unprecedented global economic and social era following the
Covid-19 pandemic, in which there will be opportunities and threats for the goods and
services provided. It seems that food safety is neglected, even though sustainable food
supply and risk-free food safety are closely related to each other and are very important
for safety in tourism destinations. Although the food industry is one of the most
important global industries with significant implications for the world economy, very
little research has been done to cover this topic and address its specificity, issues, or
performance assessment.
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In recent years, the impact of COVID-19 has further demonstrated the need for the
T&T sector to build resilience and has highlighted the role that socioeconomic
conditions, healthcare, food safety, social protection, working conditions and ICT
investment play in sector development and longevity.

Safety in tourism has gained much more importance in the period during and after
the Covid-19 crisis. However, the sector and its customers have probably changed
permanently.

The paper aims to investigate the role of safe food in the development of tourism
as well as potential innovations within the era of the COVID-19 crisis after framing
them within the four issues of the food sector: food safety, bioactive food compounds,
food security, and food sustainability that are directly affected by the pandemic.

This paper discusses an innovative approach for measuring tourism competitiveness
using a new Travel & Tourism Development Index (TTDI index) and investigates the
place and role of food safety in the Travel & Tourism Development Index (TTDI
index).

LITERATURE REVIEW

Understanding food safety hazards is essential to avoid potential negative health
impacts in the food supply chain in a post-Covid-19 pandemic era. Developing stra-
tegies for virus direction in foods plays a vital role in food safety and verification
(Zhang, et al. 2021). Three main transmission means of SARS-CoV-2 have been
proposed and discussed, namely, human-to-human contact transmission (He et al.
2020; Zhang et al. 2020), aerosol transmission (Li et al. 2020; Anderson, 2020), and
droplet transmission (Galbadage et al. 2020). Moreover, it has been suggested that the
virus can transmit via the digestive tract, but its role and significance need further
observation and research (Wong et al. 2020). Limited attention has been focused on the
transmission of SARS-CoV-2 in food and the food supply chain. During the COVID-
19 pandemic, all categories of the food supply chain, including fresh vegetables, fruit,
bakery items, perishable goods, and food grains, have been highly compromised
(Ivanov, Dolgui, 2020). Food safety is one of the four pillars of the food system that
has been badly affected by the COVID-19 pandemic (Galakanakis, 2020).

When the virus contaminates the food, the risk of infection may increase during
transportation due to the lack of strict control of the transport pathway. (Zhang et al.
2021). The food system is comprehensive, multifaceted, highly interconnected, and
has the potential to address food security, safety, nutrition/quality, and manufacturing
allocation (Abbaspourrad et al. 2017). Studies have found that SARS-CoV-2 can be
transported via the surface of contaminated droplets in the form of an aerosol, which
appears in the air at the department store’s entrance. Thus, at the end of the food chain,
people still suffer from the risk of infection in food consumption (Liu et al. 2020).

Surveys conducted in 2020 investigated the food consumption behavior during the
pandemic period, attempting to predict the post-Covid-19 era as well (Skalkos et al.
2021). A US study in major metropolitan areas showed that patterns for major food
groups seem to stay the same. Still, a large share indicated that they had been snacking
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more because of the beginning of the pandemic, which was offset by a sharp decline
in fast food consumption (Chenarides, et al. 2021). A Swiss study revealed that con-
sumers considered having more time to prepare meals themselves as being particularly
important to achieving healthier food consumption (Hansmann et al. 2020). A unique
panel survey of representative households in Addis Ababa implied, at least indirectly,
that the aggregate food value chains have been resilient to the shock associated with
the pandemic (Hirvonen et al. 2021). The Covid-19 pandemic led to millions of
infections and deaths worldwide, changing dramatically what we perceived as norms
and impacting society, health systems, governmental policies, and businesses. The
food sector is no exception, as the consequences of this “Black Swan” socio-economic
event has changed the way we think, buy and consume food by accelerating pre-
existing innovation trends (Askew, 2020) marking a “before” and “after” period. The
role of mapping trends and predicting consumer behavior toward new technologies,
services, and products for transitioning beyond Covid-19 will be highly beneficial as
per approaches described by Busse and Siebert (Busse, Siebert, 2018) and Suanda et
al. (Suanda et al., 2018). According to Galanakis, 2020 on a long-term basis, the
pandemic affects the whole food sector in four main domains: food safety, bioactive
food ingredients, food security, and sustainability. In the post-pandemic era, the
research in the food sector was abruptly redirected to four main domains:
1. Food safety became a critical issue to limit the spreading of the virus in the food
chain among producers, farmers, retailers, and consumers
2. The demand for foods containing bioactive compounds increased rapidly, as
consumers were looking to adopt healthier diets and boost their immune systems
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Figure 1. The possible transmission of SARS-CoV-2 in a food supply chain
via three main means: water, aerosol, and contact

Source: Zhang, W., He, H., Zhu, L., Liu, G., & Wu, L. (2021). Food safety in Post-COVID-19
pandemic: challenges and countermeasures. Biosensors, 11(3), 71.
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3. The lockdown of billions of people worldwide has led to food shortages and
food security problems related to price spikes and panic buying

4. The sustainability and resilience of the food sector is another issue to be addres-
sed to restrict relevant crises in the future (Boyaci-Gunduz, et al. 2021; Gala-
nakis, 2020; Rizou et al.2020).

Food systems affect human health directly and indirectly, and today it is more
urgent than ever that they should become sustainable. In 2015, the United Nations
(UN) 2030 Agenda for Sustainable Development declared the 17 Sustainable Develop-
ment Goals (SDGs), which comprise an urgent call for action by developed and
developing countries in a global partnership (https://sustainabledevelopment. un.org/).

The current food systems are highly dependent on animal-based protein sources
that are not sustainable from an environmental point of view but also from a health and
food security perspective (Galakanis, 2020).

Food insecurity is growing due to the economic crisis caused by the Covid-19
pandemic (World Food Program, 2020). Both developing and developed countries are
facing the same situation due to increased food insecurity during the Covid-19 pan-
demic, while vulnerable and low-income population groups are more severely affected.

THE TRAVEL AND TOURISM DEVELOPMENT INDEX

The competitiveness of tourist destinations is important, especially as countries
strive for a bigger market share. However, competitiveness is a complex concept,
encompassing various aspects that are very difficult to measure. When the World Eco-
nomic Forum published its 2019 edition of the Travel & Tourism Competitiveness
Report (TTCR), growth in the Travel & Tourism (T&T) sector was achieving new
records. Two years later, the T&T industry looks very different. Demand in this sector
was one of the hardest hit by the COVID-19 pandemic, leaving companies and tourism-
driven national economies severely affected by shutdowns, travel restrictions, and the
disappearance of international travel. Fortunately, there are positive signals, and
analysis shows that recovery has started, albeit not at the same pace across the globe
or in the same market segments.

Since 2007, World Economic Forum (WEF) has developed the first report on the
World Travel & Tourism Competitiveness Index (TTCI). For the past 15 years, this
report has become the leading benchmark and measure in the world tourism industry
(Travel & Tourism Development Index 2021: Rebuilding for a Sustainable and Resi-
lient Future).

However, in the past two years, the severe damage to the Travel & Tourism sector
(T&T) due to the impact of the Covid-19 pandemic has completely changed the
approach of WEF. WEF has made important changes between the TTCI and the TTDI,
which is presented through the theme of the 2021 report: “Rebuilding for a Sustainable
and Resilient Future.”

The Travel & Tourism Development Index (TTDI) is a direct evolution of the
Travel & Tourism Competitiveness Index (TTCI). The TTDI benchmarks and mea-
sures “the set of factors and policies that enable the sustainable and resilient
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development of the Travel and Tourism (T&T) sector.” Some of the most notable fra-
mework and methodology differences between the TTCI and TTDI include the addi-
tions of new pillars, including Non-Leisure Resources, Socioeconomic Resilience and
Conditions, and T&T Demand Pressure and Impact.

The new TTDI framework is designed to support this pivot in strategy and practice.
Sustainable management of tourism demand that maximizes benefits for local
communities while mitigating negative side effects such as overcrowding will also
become a vital component of T&T development as the sector recovers.

The number of subindexes has been increased from four to five with the addition
of a T&T Sustainability subindex. The Natural and Cultural Resources subindex has
been renamed T&T Demand Drivers. The Environmental Sustainability pillar and the
new Socioeconomic Resilience and Conditions and T&T Demand Pressure and Impact
pillars have been grouped together under a new T&T Sustainability subindex to
emphasize how vital sustainability is for long-term T&T sector development (Travel
& Tourism Development Index 2021: Rebuilding for a Sustainable and Resilient
Future, 2022).

FOOD SAFETY AND TTDI - DOES THE FOOD SAFETY
HAVE A PLACE IN TTDI?

Due to the magnitude of the pandemic, one of the aspects that might be worth
studying is the behavioral change linked to the perception of the risk posed by Covid-
19. According to the protection motivation theory, the evaluation of the severity of a
threat is one of the cognitive processes behind the decision to engage in protective
behavior (Villacé-Molinero et al., 2021).

Under these circumstances, the World Economic Forum (WEF, 2020) demands
that all stakeholders urgently come together to minimize the impact on public health
and limit its potential for further disruption to lives and economies worldwide.

Looking at the pillars of TTDI, it can be concluded that safe food is dealt with by
two pillars: Pillar 2 — Safety and Security and Pillar 3- Health and Hygiene. According
to TTDI indicators make up each pillar. Table 1. shows indicators of pillar Safety and
Security (6 indicators). Safety and security are critical factors in determining the
success of a country’s T&T sector.

This pillar measures the extent to which a country exposes locals, tourists and
businesses to security risks. In addition to creating barriers to T&T investment,
countries with a high incidence of crime or violence are likely to deter visitors, making
it less attractive to develop the T&T sector in those places. The costliness and occur-
rence of common crime and violence, police reliability, and terrorism and armed con-
flict are considered.

It is unusual that there is no mention of food safety anywhere. We are of the opinion
that safe food is a very important indicator of the safety of a tourist destination,
especially in post- Covid-19 era. For the above reason, we looked at which indicators
make up the pillar Health and Hygiene. Table 2. shows indicators of pillar Health and
Hygiene.
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Table 1. Indicators of pillar Safety and Security

Pillar 2: Safety and Security

Business costs of crime and violence

Reliability of police services

Safety walking alone at night

Homicide rate

Global Terrorism Index

Organized violence, deaths

Source: Travel & Tourism Development Index 2021: Rebuilding
for a Sustainable and Resilient Future, 2022

Table 2. Indicators of pillar Health and Hygiene

Pillar 3: Health and Hygiene
Physician density

Use of basic sanitation

Use of basic drinking water

Hospital beds density

Accessibility of healthcare services

Communicable disease incidence

Source: Travel & Tourism Development Index 2021: Rebuilding
for a Sustainable and Resilient Future, 2022

This pillar measures healthcare infrastructure, accessibility and health security.
COVID-19 has highlighted the potential impact of communicable diseases on the T&T
sector. In particular, the pandemic has demonstrated how important a country’s
healthcare system is when it comes to mitigating the impact of pandemics and ensuring
safe travel conditions, and workforce availability and resilience. In general, if tourists
or sector employees do become ill, the country’s health sector must be able to ensure
that they are properly cared for, as measured by the availability of and access to phy-
sicians, hospital beds and general healthcare services. Moreover, access to safe drin-
king water and sanitation is important for the comfort and health of travelers and locals
alike. Food safety and security don’t exist as an indicator of this pillar. The modern
food industry is among the key partners of today’s global tourism. As part of the tou-
rism processes, tourists buy and consume local food in the local catering facilities.
Furthermore, tourists are usually willing to try out gastronomy specialties during their
travels. Food safety is important for tourists although it is not always part of their
conscious behavior at the destination. Because of that, we think safety food should be
included as an indicator of this pillar.
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CONCLUSION

The Covid-19 pandemic crisis has created a new era. Food sector experts will have
to face many significant challenges: ensuring food safety and food security, introducing
Industry 4.0 tools to reduce losses and waste of food, as well as identifying alternative
and safe protein sources that meet the nutritional expectations of consumers. At the
same time, they should introduce innovations fast enough with the imminent economic
crisis in the era of the COVID-19 pandemic as well as offer acceptable and econo-
mically competitive products and develop functional foods fortified with bioactive
compounds and antioxidants that promote health and support consumers’ immune
system. Post-COVID tourism must focus on the development of new tourist products
in the area of selective forms of tourism, emphasizing the well-being of tourists, health,
safety, and security issues, and sustainability.

In the context of indicator analysis of TTDI it was concluded that food safety does
not exist as an indicator in each pillar, which is completely unclear and unjustified.

There is an urgent need to identify and develop cross-sectoral policies which
promote and support a healthy, safe and sustainable food system in a post-covid-19 era.
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3HAYAJ 3JPABCTBEHO BE3BEJHE XPAHE Y TYPU3MY
Y IIOCT KOBUJ ITEPUOY

Abstract

Iwss pana je na ykaxke Ha MyITHAAMEH3HOHATHOCT OCHTypama 6e30eJHOCTH XpaHe, Kao ’
3Ha4aj 37[paBCTBEHO-0e30eHe XpaHe y CEKTOpYy Typu3Ma M IyToBama y noct-Kosup

nepuoxy. Y paly ce HCTpaxKyje MECTO U yJjiora 3J[paBCcTBeHO-0e30eHe XxpaHe y MHnekcy pa3Boja
TypusMa u nytoBama (TTDI index). Merononoruja paga ykpyduia je Kopuiiheme MeToaa
oIicepBalyje, aHaIn3e, CHHTEe3e, KOMIApaTUBHY U UHIYKTHBHO-IEIyKTHBHY MeToay. VcTpa-
KHBambe MMoKasyje 1a je 6e30eaHOCT XpaHe 3aHeMapeHa 1 3aksbydero je na TTAU unnexc Huje
YKJbY4HO 6e30€HOCT XpaHe Kao 3HauajaH HHANKATOP y NpOMEHaMa MOANHIEKCA IITO UMILIH-
Upa Aa KpOBHE TYPHUCTHUYKE OpPTaHHU3alfje HUCY IMpero3Haie 3Ha4aj 0e30eTHOCTH XpaHe Kao
WHNKATOP pa3Boja TYPHCTUYKE JACCTHHALHjE.

Kibyune peun: xpaua, 6esd6eonocm, sopasmwe, Kosuo-19, TTDI unoexc
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STUDENTS 'ATTITUDES TOWARD THE USE
OF FOOD ADDITIVES

Abstract

Nowadays it is hard to imagine the food industry without the use of food additives. Additives
make up about ten percent of the food which the average adult consumes. Additives added to
food products are usually labeled with E — numbers, which are unique and specific for each
compound. These labels refer to artificial and natural additives whose use is approved in the
countries of the European Union. The results of the research showed a weak awareness of
students about the use of additives in food products.

Keywords: additives, food products, student attitudes, food, E- numbers

INTRODUCTION

Food additives are both natural and synthetic substances that are added to food
products in order to preserve sensorial properties (taste, smell, color, appearance), to
improve texture or have some other technological function (Kaptan and Kayisoglu,
2015). Today, there is about 25,000 additives in use worldwide.

In the 1980s, the global food production system was motivated to increase the
consumption of certain food products. In order to meet the multiple demands of
consumers, the food industry found a solution in the use of food additives. During the
production process of various food products, additives are necessary because their use
ensures safety, product quality and extension of shelf life (Ilback and Busk, 2000). In
addition, additives improve some attributes of the food itself, such as quality and
sensory properties and thus make the product attractive to consumers (Sohar, 2005).

Food safety is recognized as a global problem. Consumers are increasingly con-
cerned about food safety. Many studies have confirmed that consuming excessive
amounts of synthetic food additives can cause respiratory, dermatological, neurolo-
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gical, and gastroenterological problems (Randhava and Bahna, 2009). Henson and
Traill (1993) point out that food safety is in inverse proportion to the risk that
consuming certain foodstuff carries. Based on that, it is believed that the risk can be
expressed as the probability that the consumer is not in danger of consuming certain
food. Experts believe that the potential risk to human health from regular consumption
of food containing additives is negligible compared to the benefits which the use of
additives has in food production (Emerton and Choi, 2008).

However, although the consumers are somewhat aware of the benefits of food
additives, they still tend to look at their presence in food with a certain amount of
caution and try to avoid buying such products (Wandel, 1997). Emerton and Choi
explain this mistrust with the fact that during the development of additives and their
application in food processing, additives are associated with the use of bad raw
materials, poor technological processing, as well as health problems. In addition to the
facts stated by Emerton and Choi, there is another reason for mistrust, which is the
name of food additives.

The names given to additives are mainly unknown to consumers. According to the
Rulebook on food additives, the labeling of additives sold individually or in a mixture
with other additives and/or other food ingredients, which are intended for sale to the
final consumer, must provide information about the name and E number of each
additive or the name under which it is sold (Rulebook, 2018). Furter confusion and
the reason for consumers’ suspicion comes from E numbers. This fact can be attributed
to the insufficient knowledge of consumers. As a result of a lack of information and
commitment to consumers, when general information and knowledge about additives
are concerned, during the 90s there was a growing interest in the consumption of
organic food (Brokman and Biren, 2011).

This topic is still popular and arouses interest among scientists. As food safety has
become a global problem, more and more scientific papers investigate consumers’
perception of the use of additives in food industry. The works also emphasize commu-
nication between state institutions, the government, and the media, which are somewhat
obliged to inform consumers about reports related to the testing of food additives and
their use in the food industry. Food safety research has shown that consumers tend to
make rational food choices if they have some knowledge about the detrimental health
effects associated with a particular additive present in a specific food (Redmond and
Griffith, 2003a).

Several studies dealt with consumers’ attitudes, knowledge, and perceptions about
food additives. Altug and Elmaci (1995) conducted research among students, doctors,
housewives, nurses, high school students, kindergarten teachers and employees of the
Department of Food Engineering at Ege University. The study showed that regardless
of the group respondents belong to, most consumers had little knowledge about food
additives and believe that additives are harmful to health. In a similar study, Wandel
(1997) points out the negative attitude of consumers towards the numbering system,
ie. naming the additives on food labels with E numbers. In 2007, Kim, Na and Kim
conducted a survey involving high school students. The obtained results indicate that
most of the respondents are not familiar with the additives used in food production, and
equally have difficulties in identifying them on the product label.
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A similar study was conducted at the University of Mauritius by Shaheen Koyratty
and Aumjaud (2012). The obtained results showed that 65% of the respondents do not
read or check the labels on food products and have scarce knowledge about food
additives.

The aim of this paper was to examine the attitudes of students at the University of
Novi Sad toward the use of additives in food products.

MATERIAL AND METHODS

The research was conducted in the period from 01.04.2022. to 01.05.2022. based
on research conducted by Shaheen (2012) at the University of Mauritius with certain
modifications. The research involved a total of 151 students at the University of Novi
Sad, the second largest university center in the Republic of Serbia.

The research was conducted using a survey method. After data collection, the
results were processed by descriptive analysis.

The questionnaire consisted of three parts. The first part was related to the socio-
demographic characteristics of respondents. The second part consisted of multiple-
choice questions, with the aim to assess the knowledge of the students about additives
and their presence in food products. The third part involved the questions related to the
students' perception of food additives and their presence in food products. The
respondents were provided responses based on the standard 1-5 Likert scale (1 — not
agree at all, up to 5 — completely agree).

RESULTS AND DISCUSSION

Analysis of socio-demographic characteristics of respondents
In Table 1 the results of socio-demographic characteristics of the respondents are
presented.

Table 1. Socio-demographic characteristics of the respondents

Gender Men Women

(Participation %) 52,3 47,7
Age Participation

(man and women) (%)

Age 19-23 49,7

24-26 344

27-30 11,3

more than 30 years 4,6

Source: Author, 2022.
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The sample of 151 respondents included students of different levels of study, aged
from 19 to 30 years. Among the surveyed students, there were slightly more men
(52.3%) than women (47.7%). The largest number of students was on basic academic
studies (36.4%), while the smallest number of respondents were doctoral students
(9.3%).

RESULTS OF THE STUDENT SURVEY ON KNOWLEDGE
OF ADDITIVES AND THEIR APPLICATION IN FOOD PRODUCTS

Table 2. Example of multiple choice questions for assessing knowledge

of additives
Questions Options and correct answer
In your opinion, what a) Treatment and/or prevention of certain
is the role of additives diseases (e.g. cancer)
in food products? b) Extending the shelf life of food products

and improving their taste and color.
¢) Increasing the mass of food products.

What is the health effect a) May cause hyperactivity in children.

of food coloring such as b) It can improve the eyesight of the elderly.
tartrazine (E102). ¢) It can cause carcinogenic diseases in younger
people.
Why does the presence a) Warns people who are sensitive to phenylalanine
of aspartame in the product to take precautions.
require the additional claim | b) Informs diabetics that snacking is e.g. tortilla
"contains phenylalanine" chips safe to consume.
on food label? c¢) To emphasize the benefits of aspartame
in a product such as e.g. tortilla chips.
The statement "Diet" a) Non-alcoholic drinks are without additives.
on the bottle of a soft drink | b) Non-alcoholic drinks do not provide energy.
indicates the following: c¢) Non-alcoholic drinks can replace lunch.

Source: Author, 2022.

The total of ten questions referred to the knowledge about food additives and their
application in food products. According to the results, the majority of the respondents
(over 70%) knew the exact definition of food additives, their role and the difference
between natural and artificial additives. This result is quite encouraging, considering
that research conducted in previous years (Kim Na and Kim, 2007) showed that regard-
less of the group of respondents, knowledge about food additives was limited.

‘When the function of sodium sulfate and tartrazine in food is concerned, more than
50% of respondents showed that they are well informed. Tartrazine is an orange food
color. It is mostly used in the food industry, but also it has application in the phar-
maceutical, textile, and cosmetic industries. Tartrazine can cause side effects on human
health, such as hyperactivity of children, allergies, asthma (Rovina et al., 2017). So-
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dium sulfate can also cause allergic reactions of asthmatics. On the other hand, when
it comes to the meaning of the number E330 (citric acid), the opinions of respondents
are divided. Only 36% of respondents gave the correct answer, while 33.3% of them
believe that this number represent the amount of citric acid that is allowed in food.
The issues related to aspartame and diet products are often linked, since aspartame is
an artificial sweetener that is most often found in diet products. When it comes to
aspartame, more than half of the respondents (55.3%) gave the correct answer. What
is particularly interesting is that 45.3% of respondents believe that products with the
statement "diet" on the label do not contain any additives.

Preservatives are known as antimicrobial agents, and they belong to the group of
food additives. Their function is to protect food from spoilage caused by micro-
organisms. According to the Rulebook (2018) there are 45 substances that can be used
as preservatives. Although these substances are harmless if used in allowed quantities,
some of them may have adverse effects on human health. Some of the side effects are
rash, itchy skin, shortness of breath, sneezing (Silva and Lidon, 2016). In this study,
27% of respondents explain that the statement "No preservatives" on label means that
the food product does not contain additives.

The last part of the survey referred to the students' perception of food additives and
their presence in food products. Students expressed their attitudes using a Likert scale
numbered from one to five. Number one indicates that the student does not agree at all
with the given statement, and number five indicates that the student completely agrees
with the given statement.

Out of the total number of respondents, only 2.67% of them regularly read the label
on food product and thus get information about the ingredients and the presence of
additives. In a study conducted by Koyratty et al. (2014) the obtained percentage is
much higher and amounts to 35%. Mentioned research involved a larger number of
respondents (180). Similar research conducted in Norway (Wandel, 1997) and Austra-
lia (Williams et al., 2004) showed that information about food additives is the most
desirable and the most often read detail on the products label. It should be noted that
these studies were also conducted on a larger sample.

A worrying fact is that 62.66% of students do not read the products label at all,
while 43.33% of respondents believe that food that contains additives have a negative
impact on human health. Although the respondents in the previous part of the survey
showed a solid knowledge about food additives, based on these data, the question is
how they choose their products. Most of them, 56.66%, are willing to pay more for a
product which does not contain any additives.

On the other hand, 49.33% of respondents do not agree with the statement that the
use of additives has some benefits, and they believe that food containing additives is
of poorer quality. The use of additives in the food industry is regulated by the Rulebook
on food additives. Food producers must comply with this policy. However, although
this fact is true, distrust towards producers exists. Almost half of the respondents, 48%,
believe that manufacturers do not operate in compliance with this rulebook.

On the other hand, most of them believe that products that contain the statement
"without additives" on label, do not contain them indeed.
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CONCLUSIONS

Based on the results of the conducted survey about students' knowledge and

application of additives in food products, it can be concluded that a small number of
students read the labels on food products and thus are not adequately informed about
the product and its composition. It indicates the lack of their knowledge about the
presence of additives in food and their effects on the health. It can also be concluded
that students have different opinions when it comes to the presence of certain additives
and their use in the food industry as well as their adverse effects to consumer health.
This indicates the need to discuss this topic with young people in order to raise the
level of their knowledge about food additives.
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GENOTYPE EXPRESSION OF TRADITIONAL PEAR
VARIETY SINEC DEPENDING ON ECOLOGICAL FACTORS

Abstract

This paper presents the results of an examination of the phenological characteristics,
pomological properties and chemical composition of the fruits of the traditional pear landrace
Sinec in three regions of the Republic of North Macedonia (Kumanovo, Debar and Kriva
Palanka). The pear Sinec blooms in mid — April. The fruits ripen from the second decade of
August (in Kumanovo and Kriva Palanka) and to the end of August (the Debar region). The
landrace pear Sinec forms intermediate small fruits, while larger ones are formed in the region
of Kumanovo and Debar. The fruits contain on average 13.9 % soluble dry matters, 13.04 % total
sugars and 0.33 % total acids. For all investigated fruit properties are found statistically
significant differences except for the content of total acids in the fruit.

Key words: traditional landrace, flowering, ripening, pomology, chemical traits

INTRODUCTION

In the past there was an extensive sorting of traditional varieties of pears, such as
Karamanka, Letna Kajkushka, Zimska Kajkushka, Tiranka, Zimorka, Erebasma, Trup-
njak, Mustabej, Sinec, Tatlikuti, Shalganka etc. (Avramovski et al., 2005). Their com-
mon characteristics were vitality and longevity with an average age of 100-150 years
old. It should be noted that they were well suited to local conditions and had a natural
resistance to some diseases making the use of chemical plant protection insignificant
and unnecessary (Stancevic, 1983).
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Striving towards maximum benefits, the application of new industrial varieties,
replacement of local varieties and landraces by foreigns, significantly reduced the pear
genetic diversity. The intensification of agricultural production and introduction into
production of new, relatively speaking better varieties of pears, introduced diseases
that destroyed the entire sorting both domestic and foreign (Selamovska and Nikolic,
2012).

Today traditional landraces are true rarity to be encountered and mainly appear
sporadically in yards. The individual trees can be found in the displaced areas and hilly
and mountainous areas, where extensive agriculture is still being practiced (Selamov-
ska, 2013a). This unenviable situation imposed the necessity to preserve traditional
domestic pear sorting. Through trials efforts are being made to revitalize the pear in
Macedonia.

MATERIAL AND METHODS

In this paper the traditional pear landrace sinec is studied. When choosing varieties
for specific soil and climatic conditions it is necessary to know the specific genetic,
morphological and pomological properties of landraces, their behavior toward various
soil and climatic conditions, start of giving fruit and yield, sensitivity or resistance to
various biotic and abiotic factors, convenience for storage, transport and other.

Hence, arose the plan to work in this paper by examining certain important traits,
such as flowering and ripening time; fruit features like fruit mass (g), fruit dimensions-
length and width (mm), fruit firmness (g/cm?), fruit taste, fruit texture, length of stalk
(cm) and seed number per fruit. Also, the chemical fruit traits such as total sugar (%),
total acid (%) and soluble dry matters (%) are examined. The morphological charac-
teristics were determined of the Pyrus descriptor as developed by the International
Board of Plant Genetic Resources (IBPGR). The classification of fruits was done
according to the Rubcov classification (Mratinic, 2000). The fruit mass was weighed
on the Mettler analytical laboratory scale and fruit firmness was measured with a FTOS
penetrometer. The extraction of seeds was done manually and then the number of filled
(healthy) seeds per fruit was counted. The total sugar and the soluble dry matter were
measured with a Carl Zeiss Jena — DDR/713457 refractometer. The total acids were
determined by a standard method of titration (NaOH).

The examinations were performed on three localities and their vicinity in Mace-
donia: Kumanovo region (v. Stracin), Kriva Palanka region (v. Konopnica) and Debar
region (v. Mogorche).

All outreach analyses were performed on cooperation with professionals from the
Agency for Individual Agriculture Development. This research was a part of the
scientific-research projects which were funded by the Ministry of Agriculture, Forestry
and Water Economy of Macedonia.

The region of Kumanovo belongs to the continental — mediterranean — climate
vegetation — soil area, which combines the impact of east-continental and continental
climate. The average annual air temperature is between 11.8°C to 13.6°C (in average
12.7°C). The average annual amount of precipitation in the region of Kriva Palanka
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amounts 460 -583mm. According to the thermal designation by Grac¢anin, Kumanovo
region has moderately warm climate (Filipovski et al., 1996).

The regions of Kriva Palanka and Debar fall within the warm - continental climate
vegetation — soil area. This area represents the transition between Mediterranean and
continental climate. The mean annual temperature is 9.6°C to 11.8°C (on average
10.9°C). The valley where Kriva Palanka is situated is characterized by lower daily
high temperature and dry climate (9.6-10.1°C) compared to Debar that has humid
climate (11.6-11.8°C) with an annual amount of rainfall 600-700mm in Kriva Palanka
and 800-900mm in Debar. The soil temperature at a depth of 20cm ranges from 11.1°C
to 12.8°C and depth of 50cm from 12.3°C to 13.1°C. Although in this area cinnamon
forest soils can be found, it is dominated by the lessiv variety. In the past, the forests
in the region of Kriva Palanka were used for extensive grazing as pasture (Filipovski
et al., 1996).

The obtained results were statistically processed by analysis of variance. The
significance of differences between the average values were tested using LSD test
(0.01%, 0.05%). The correlation between the morphological and chemical-physio-
logical characteristics of the fruit is calculated according to the Réemer — Orhal
categorization.

RESULTS AND DISCUSSION

In Macedonia, pear Sinec is encountered in the regions of Kriva Palanka, Kuma-
novo, Debar and Skopje. It is found under several synonyms: Sinec (Kriva Palanka,
Skopje), Sinac, Sinjak (Kumanovo), Sinci, Sinici, Since (Debar). It grows in hilly to
mountainous conditions, at an altitude of 300-500-1000m. Soliter trees are found on
natural pastures, fields, yards, etc. According to the morphological features, the pear
Sinec is high, branched tree with upright branches and represents vital and long-living
fruit which is abundantly fruitful. Almost all fruits are collected by locals, mostly for
their own use, and only a small portion is sold to local markets (Selamovska and
Nikolic, 2012; Selamovska et al., 2013b, 2014, 2019). Sinec is a traditional variety re-
sistant to Psylla pyri, one of the most pear phytophagic sap-sucking insect (Dimi-
trovski, 1974).

Depending on the climatic conditions, the variety has different flowering times
(Milutinovic et al., 1998). It starts to flower in the middle of April, with the difference
that in the surroundings of Debar it flourishes a few days later compared to Kumanovo
and Kriva Palanka. And in the region of Skopje, the variety forms flowers earlier
(Selamovska et al., 2013b). According to Gjurgjevic and Shoshkic (1968), the tradi-
tional pear variety Sinec belongs to the group of early flowering varieties. According
to the maturation time, Sinec is a summer traditional variety and the fruits ripen in the
second third of August. In the region of Kumanovo and Kriva Palanka, they ripen
earlier in comparison with Debar, where they are mostly found. The reason for the
later flowering and ripening of the variety in the Debar region is the cold climate, the
higher altitude and the higher amount of precipitation during the year compared to the
other regions.

193



Table 1. Morphological pear fruit properties grown on three localities

Locality v. Stracin V. Konopnica v. Mogorche Average
(Kumanovo) | (Kriva Palanka) (Debar)
FWg (g) 61.20+15.58 39.20+7.49 60.80 £ 11.85 53.73 £12.59
FL (cm) 51.10+£4.51 51.90 £ 4.61 55.80£4.10 52.93 +£2.51
FWd (cm) 46.40 £4.90 40.00 +3.30 46.00 + 3.86 4413 +£3.59
Ratio FL:FWd 1.11£0.09 1.29+£0.12 1.22 £0.09 1.21+0.09
FSL (cm) 41.00 £ 3.59 51.00 £ 6.26 39.70 £ 4.60 4390+ 6.18
NoSs 0.80£0.79 1.10£1.29 1.20 + 1.40 1.03+0.21
FF (g/cm?) 1301.00 +292.10| 755.00 £40.89 |1470.00 + 581.28|1175.33 £373.70

* Data are average of n=10 = SD, Abbreviations: FWg — Fruit weight, FL — Fruit length, FWd
— Fruit width, Ratio FL : FWd — Ratio of fruit length : Fruit width, FSL — Fruit stalk length,
NoSs — Number of seeds per fruit, FF — Fruit firmness

The results obtained during the analysis of the properties of the fruits are given in
Table 1. The fruits of the Sinec variety have a cushioned pear-shaped and asymmetric
shape (form 1.3-1.4). The fruit is of an irregular shape and in relation to the cup is
curved and spreads, and the stalk narrows down. The fruit's exoderm is rough and with
basic green colour. The average weight of the fruit is 53.73 g, i.e. the Sinec variety
forms medium to small fruits (according to Rubcov's classification). In terms of length,
it has been concluded that the fruits are with an average length of 52.93 mm and an
average width of 44.13 mm. Large fruits are formed in the region of Kumanovo and
Debar with an average weight over 60.00 g for which statistically significant diffe-
rences have been determined. Regarding the mass, the length and width of the fruits,
there were ascertained statistically significant differences in the region of Kumanovo
and Debar. According to the climate conditions it is quite expected that the fruits in the
Debar region will be enlarged because the climate and orographic conditions are very
favourable for growing pears. This region is characterized by sufficient amount of
precipitation throughout the year and high relative humidity. The pear is a fruit plant
which in dry conditions produces smaller and less quality fruits with a higher quantity
of stone cells (Dimitrovski, 1974; Milutinovic et al., 2005). The stalk of the fruit is
medium thick and long with an average height of 43.90 mm which make suitable for
growing in windy and hilly mountainous conditions (Niketic, 1951; Mratinic, 2000).
The fruits of the region of Kriva Palanka are characterized by a longer stalk, for which
statistically significant differences are determined.

The fruits formally produce 1.0 healthy seeds, and according to the classification
of Nyeki et al. (1998), the sinec variety forms a very small amount of seeds in the fruit,
indicating triploidality of the variety, as well as the tendency to partenocarpic fruits.
The largest number of seeds form the fruits of pears grown in the region of Kriva
Palanka and Debar, for which statistically significant differences have been determined.
The fruit mesocarp is juicy with a medium-sized taste (aroma, sweetness), a rough
texture and a large amount of stone cells. When the fruit is ripened mesocarp rots.
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Otherwise, the fruits are stored for two to three weeks. The fruit firmness is one of the
more important and commonly utilized measurements of a fruit’s quality and it is very
significant characteristic when it comes to transport and storage of fruits. Namely,
firmer fruits are more easily transported and stored. The average fruit firmness is
1175.3 g/ cm?. In Debar region Sinec variety forms the firmest fruits.

Table 2. Chemical pear fruit properties grown on three localities

Locality v. Stracin V. Konopnica v. Mogorche Average
(Kumanovo) | (Kriva Palnaka) (Debar)

SDM (%) 12.00+£1.17 14.80 £0.71 14.90 £ 0.45 13.90 + 1.65

TSC (%) 11.01 £0.59 14.30 + 0.63 13.80 +£0.74 13.04 +1.77

TAC (%) 0.51+0.04 0.13+0.01 0.35+0.02 0.33+0.19

Ratio TSC:TAC | 21.51+1.27 107.80 +4.90 39.43 £2.45 56.24 +45.52

* Data are average of n=10£SD, Abbreviations: SDM — Soluble dry matters, TSC — Total sugar
content, TAC — Total acid content, Ratio TSC:TAC — Ratio of total sugar content : total acid
content

The average content of soluble dry matter in fruits is 13.9%, total sugars 13.04%
and total acids 0.33% (Table 2), depending on the areas where pears are grown. High
content of soluble dry matter has fruit in the region of Kriva Palanka and Debar The
sweetest fruits of pears with the highest content of total sugars are those grown in the
region of Kriva Palanka, and hence, because of this feature, they are used for making
homemade brandy of high quality. The lowest content of total sugars has the fruits
grown in the region of Kumanovo. Except for the content of total acids in the fruit for
other chemical properties statistically significant differences were found. In all the
parameters tested, statistically significant differences were found due to the very
different climatic conditions of cultivation, except for the total acids. This is the result
of the large amount of stone cells that degrade during the maturation process. Namely,
the polysaccharide — cellulose in the cell wall decomposes, thus the amount of soluble
sugars increases rapidly. Then the mesocarp rots and is converted into acids, which is
a variety characteristic.

Table 3. Correlation between the researched pear fruit parameters grown
on three localities

Locality FWg:FL FWg:FWd FF:FWg SDM:TSC
V. Stracin 0.707 0.985 0.235 0.148
(Kumanovo)

v. Konopnica

(Kriva Palanka) 0.626 0.972 -0.045 -0.230
v. Mogorche

(Debar) 0.760 0.940 0.493 0.242
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The weight of the fruits is strongly correlated with the length of the fruits at two
sites, Stracin and Konopnica, and very strong at the site Mogorce, while the width of
the fruits at all three sites has a complete correlation. In the other parameters the
interdependence ranges from very low to medium (Table 3, Table 4).

Table 4. Correlation between the researched pear fruit parameters grown
on three localities (continue from Table 3)

Locality SDM:TAC TSC:TAC FF:TSC FF:TAC

(Vkiﬁ?olvo) 0.271 0.447 0.838 ~0.464

(VKESS‘;%‘;;;?@ 0.173 0.434 0.769 0.253

(V]')Iggf)"r“he -0.310 0.230 ~0.615 -0.363
CONCLUSION

Based on the research carried out about the pear variety Sinec grown at three diffe-
rent sites, the following conclusions can be drawn:

Depending on the climatic conditions Sinec starts to flower in the middle of April.
Sinec is a summer pear variety whose fruits ripen in the second decade of August. The
fruits in the region of Kumanovo and Kriva Palanka mature early.

Sinec forms medium-sized fruit with a long stalk and a very small number of seeds
in the fruit. The fruit mesocarpe is juicy, medium-flavored with respect to flavor and
sweetness, rough texture and a large amount of stone cells. When the fruit is ripened
mesocarp rots.

Fruit pears on average contain 13.9% soluble dry matter, 13.04% total sugars and
0.33% total acids depending on the breeding area. The parameters examined have
statistically significant differences due to the very different climatic conditions of
cultivation.
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N3PAKABAIBE '’EHOTUITIA TPAINIIUOHAJIHE COPTE KPYIIKA
CHUHEIL 3ABUCHO O/l EKOJIOIIKUX ®AKTOPA

H3Bog

V pany cy npHKa3aHy pe3y/ITaTh UCIUTHBaKka PEHONOMKHX KapaKTEPHCTUKA, TOMOJIOLIKUX
CBOjCTaBa M XEMH]jCKOT CacTaBa IIOJ0BA TPaIULIHOHATHE cOpTe Kpyiuke CHHEI y TpH perHoHa
Peny6mke Cesepre Makenonuje (Kymanoso, [le6ap u Kpusa [Tananka). Kpymka Cunen useta
cpenrHoM ampmia. [InonoBu caspeBajy on apyre nexane asrycta (y KymanoBy u Kpusoj
IMananmm) no kpaja aBrycra (edapcku kpaj). Kpymka copre Cunen hopMupa cpeame CUTHE
IUIOI0BE, JIOK ce KpymHUju Gopmupajy y peruony Kymanosa u Jlebpa. [Tnomgosu caapxe y
mpoceky 13,9 % pacTBopsbHBUX CYBUX MaTepHja, 13,04 % ykynuux mehepa u 0,33 % ykymHuX
KHCEJIMHA. 3a CBa HCIIMTHBAHA CBOjCTBa Boha yTBpheHe Cy CTATHCTHYKU 3HAaYajHE Pa3IUKe OCHM
3a caJprKaj YKYITHHX KHCEIIMHA Y TUIOAY.

Kbyune peun: mpaouyuonanna copma, yeemarse, cazpesarbe, nOMo102uja,
xemujcka ceojcmea
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CONTENT OF SOME ANTIOXIDANTS IN THE FRUITS
OF AUTOCHTHONOUS APPLE VARIETIES

Abstract

The content of vitamin C, total phenols, anthocyanins, flavan-3-ols and the antioxidant fruit
activity of 7 apple varieties (Ubavo cvetka, Shareno blago, Prespanka, Tetovka, Karapasha,
Kozharka, Bela Tetovka) were examined. Most of the autochthonous varieties had better pro-
perties and higher antioxidant activity compared to the standard variety Idared. The autochtho-
nous variety Bela tetovka had the highest content of total phenols (7544.59 mg/kg FW), flavan-
3-0ls (1019.957 mg/kg FW) and antioxidant fruit activity (87.2% inhibition). A positive corre-
lation was found between total phenols and flavan-3-ols with the antioxidant activity, as well as
between flavan-3-ols and phenols. Moderate negative correlation was detected between the
content of vitamin C and flavan-3-ols.

Keywords: vitamin C, total phenols, anthocyanins, flavan-3-ols, antioxidant activity

INTRODUCTION

Fruits are a rich source of antioxidants that have a preventive, curative and
therapeutic effect on human health, destroying free radicals that cause cancer and dege-
nerative diseases. The content of antioxidants depends on the genotype, environmental
conditions, cultivation way, method of fruit storage and processing (Bassi et al., 2017).

Vitamins are necessary for maintaining human life and health, ensuring growth
and development of the body. Insufficient intake of certain vitamins in the body leads
to various diseases called hypovitaminosis and avitaminosis. One of the strongest
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antioxidants is vitamin C. It is contained in smaller (4-20 mg/100g pear, apple, plum,
walnut, apricot, cherry, peach) or bigger quantities (50-1008.3 mg/100g citrus,
strawberry, blueberry, black currant, pomegranate, hawthorn, rose hips and actinidia)
(Latocha et al., 2010; Selamovska and Miskoska-Milevska, 2021; Rahman et al., 2008).

Polyphenols are very important compounds found in fruits, that have antioxidant,
anti-inflammatory, anticancer and antimutagenic action, antiallergenic and antimi-
crobial action (Hertog et al., 1993; Goldner et al., 2015). They provide protection
against infections, reduce the risk of chronic diseases, cardiovascular and neurode-
generative diseases (Vauzour et al., 2010). Flavonoids are a class of plant secondary
metabolites, polyphenolic antioxidants, which belong to the group of soluble coloured
pigments. They are classified into 12 subclasses in terms of chemical structure,
including flavonols, flavons, catechins, isoflavonoids etc. (Panche et al., 2016). They
are most common in fruits (especially berry fruits) and grapes. Flavonoids are neces-
sary for the production of vitamin C (Cook and Sammon, 1996). Flavonols belong to
flavonoids and represent building blocks of proanthocyanidins. They are found in
apples, strawberry fruits and grapes. Campferol, quercentin, myricetin, rutin and ficetin
are especially present. Flavanols or catechins are the 3 hydroxy-derivatives of flava-
nones. They include flavan-3ols, mainly responsible for the astringency, bitterness,
and nutrient structure (Ivanova and Dimovska, 2010). Flavon-3-ols include catechins
and their derivatives (catechin, epicatechin, epigallocatechin, gallocatechin, epicate-
chin-3-O-gallate). They are mostly present in apple, blueberry, strawberry and grape.
Anthocyanins are a group of over 500 different compounds that contribute to the red,
purple, and blue colour of many plants. They belong to the group of phenols. The most
important representatives of the group of anthocyanidins found in fruits and grapes
are: pelargonidine, cyanidin, peonidine, delphinidine, petunidine and malvidin. They
are most common in berry fruit species (black currant, blueberry, strawberry, rasp-
berry), grapes and some tropical species. (Panche et al., 2016; Khoo et al., 2017).

Macedonia is plentiful in autochthonous fruit varieties which represent a rich
starting material in the further selection process. The aim of this study is to detect and
determine the content of specific biologically active substances (antioxidants) in the
fruits of each autochthonous apple variety.

MATERIAL AND METHODS

The study was part of the scientific project Antioxidant activity of fruits of
autochthonous varieties and populations of fruits, vegetables and grapes. The labo-
ratory tests were performed in the oenological laboratory at the Institute of Agriculture
in Skopje.

Seven autochthonous varieties of apple (Ubavo cvetka, Shareno blago, Prespanka,
Tetovka, Karapasha, Kozharka, Bela Tetovka) were taken as material for analysis.
Comparative studies were performed in relation to the standard variety Idared.

The content of vitamin C (mg%) was examined by the volumetric method, accor-
ding to the method of Murray. The content of total phenols, anthocyanins and flavan-
3-ols was determined by the spectrophotometric method, expressed in mg/kg FW.

200



Their content was determined with Agilent 8453 UV-VIS spectrophotometer. Deter-
mining of the antioxidant activity was performed as an anti-radical activity against the
stable product DPPH (2,2-diphenyl-1-picrylhydrazil).

According to the XLStat test 2014 5.03, a correlation analysis was made between
the examined parameters. The coefficient of determination R? and certain general
standard parameters, such as maximum and minimum values, average value and
standard deviation for each of the parameters were calculated.

RESULTS AND DISCUSSION

In Table 1, results from the chemical analysis performed on the fruits of some
autochthonous apple varieties were given.

Table 1. Results from the chemical analysis performed on fruits
of autochthonous apple varieties

Vitamin Total Antho- Flavan Antioxidant
Variety C phenols cyanins 3 ols activity

(mg %) mg/kgFW | (mg/kgFW) | mg/kgFW (% inhibition)
Ubavo cvetka 12.0 3668.59 19.63 291.420 53.1
Shareno blago 7.0 3475.31 8.22 366.399 52.6
Prespanka 11.0 5012.37 13.61 579.940 69.9
Tetovka 7.0 3518.51 2.90 450.609 50.9
Karapasha 7.0 4387.83 3.70 898.645 61.6
Kozharka 9.0 4975.00 6.15 393.035 63.2
Bela tetovka 9.0 7544.59 1.30 1019.957 87.2
Idared 13.0 2482.30 1.37 143.884 44.5
Average 9.37 4383.06 7.11 517.980 60.37

The content of vitamin C in the fruits of the apple varieties had average value of
9.37 mg%. The obtained results for the content of vitamin C were about 15.52% of the
total antioxidant activity. Compared to the standard variety, all autochthonous varieties
had smaller content of vitamin C, except Ubavo cvetka (12.0 mg%) and Prespanka
(11.0 mg%). The standard variety Idared had the biggest content of vitamin C of the
total antioxidant activity (29.2%), while Bela tetovka the smallest (10.3%). The data
on the content of vitamin C in apple corresponded to the available literature data (Boyer
and Liu, 2004) according to which, apple fruits contained an average of about 5.7
mg/100g of vitamin C, i.e. vitamin C participated with less than 0.4% of the total
antioxidant activity. Vitamin C was a powerful antioxidant, but according to the
authors, the antioxidant activity of apples was caused more by other antioxidant com-
ponents.

201



The average content of total phenols in apple varieties was 4383.06 mg/kg FW.
All of the autochthonous apple varieties had a higher content of total phenols compared
to the standard variety Idared. The highest content of total phenols was found in
Prespanka (5012.37 mg/kg FW) and Bela tetovka (7544.59 mg/kg FW). A positive
correlation was found between the content of total phenols and the antioxidant activity
of the fruits. Our results corresponded with Murillo et al. (2012), who also, found a
positive correlation between polyphenol content and the antioxidant activity. Kaur et
Kapoor (2005) found a positive correlation between the content of phenols and antho-
cyanins in some fruit species.

The average content of anthocyanins in the fruits of the autochthonous varieties
was 7.11 mg/kg FW. Almost all of the apple autochthonous varieties, with the excep-
tion of Bela tetovka, had higher content of anthocyanins compared to the standard
variety. The highest content of anthocyanins was detected in Ubavo cvetka (19.63
mg/kg FW) and Prespanka (13.61 mg/kg FW).

The accumulation of anthocyanins is primarily influenced by genetic and external
factors (light, temperature, etc.). According to Honda et al. (2002), during the synthesis
of anthocyanins in apple fruits, five genes were expressed, of which the level of
expression correlated with the concentration of anthocyanins. Anthocyanins in apples
were found in the cellular vacuoles of the epidermis and subepidermis (Dayton citation
according to TeSovi¢ et al., 1999). The main anthocyanin component in the epidermis
of apple fruits according to Sun and Francis (1967) was cyanidin-3-galactoside,
followed by cyanidin-3-arabinoside and cyanidin-7-arabinoside. In the fruits of wild
and cultivated apple varieties, TeSovi¢ et al. (2012) determined 3 anthocyanin com-
ponents.

The average content of flavan-3-ols in the fruits of the autochthonous apple
varieties was 517.98 mg/kg FW. All of the apple varieties had higher content of flavan-
3-o0ls compared to the standard variety. The highest content of flavan-3-ols was obser-
ved in Bela tetovka (1019.957 mg/kg FW). There was a strong and statistically signi-
ficant positive correlation between flavan-3-ols and phenols. Moderate negative
correlation between vitamin C and flavan-3-ols was detected. The other compared
parameters had no significant correlation. The variety Bela tetovka had low content of
vitamin C, but high content of flavan-3-ols. These results were similar to the results of
Boyer and Liu (2004). According to them, most of the content of antioxidants in apples
was made of flavonoids.

The antioxidant activity of apple fruits had an average of 60.37% inhibition. All
autochthonous apple varieties had higher antioxidative activity in fruits compared to
the standard variety. Bela tetovka had the highest fruit antioxidant activity (87.2%
inhibition). A strong and statistically significant correlation between the total phenols
and flavan-3-ols and the antioxidant activity was determined. The variety Bela tetovka
had the highest content of total phenols and flavan-3-ols and also had the biggest
antioxidant activity in fruits.

The antioxidant fruit activity depended on the biotype, type and age of the plant
material. The greatest antioxidant activity was found in strawberries, blackberries and
red raspberries. Fruits and leaves of fruit species had great antioxidant activity. With
aging, the content of total phenols in leaves reduced and their antioxidant ability
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decreased (Wang and Lin, 2000). In some apple and strawberry varieties the antioxi-
dant activity was 12- 64 mM FRAP (Kaur and Kapoor, 2005).
In Tables 2, 3, 4 and 5, the statistical data and the correlation values of the examined

parameters in the autochthonous varieties of apples were given.

Table 2. Maximum and minimum values, average value and standard deviation
for each of the parameters

Obs. Obs.
Variable Ob§ crva- Wlt.h w¥th(')ut Minimum | Maximum| Mean St(.i'
tions missing | missing Deviat.
data data
X“amm 8 0 8 70000 | 13,0000 | 93750 | 2,3867
Phenols 8 0 8 |2482.3000|7544,5900|4383,0625 15323433
Antho- 8 0 8 1,3000 | 19,6300 | 7,1100 | 6,5160
cyans
glzlvsan 8 0 8 | 143,8840 [1019,9570| 517,9861 | 301,2189
Antiox. 8 0 8 44,5000 | 87,2000 | 60,3750 | 13,4958
activity

In the apple varieties, strong and statistically significant correlation of total phenols
and flavan-3-ols and the antioxidant activity was found. This indicated presence of
other chemical compounds that have inhibitory or intensifying effect on the tested
compounds (phenols and flavan-3-ols). That meant, in case of increasing of the value
of total phenols, as well as of flavan-3-ols, the antioxidant activity in the apple fruits
would drastically increase. There was a strong and statistically significant correlation
between the flavan-3-ols and phenols. This meant that the values of phenols, flavan-
3-ols and the antioxidant activity in apple fruits were directly related. Apart from the
moderate negative correlation between vitamin C and flavan-3-ols, the other compared
parameters had no significant correlation (Table 3).

Table 3. Correlations between tested parameters

Variables Vitamin C Phenols Anthocyans F;aglz;n Ie?cl‘:;[i/?‘?y
Vitamin C 1 -0,1935 0,3731 -0,4721 -0,1518
Phenols -0,1935 1 -0,1469 0,8117 0,9885
Anthocyans 0,3731 -0,1469 1 -0,3105 -0,1130
Flavan-3-ols -0,4721 0,8117 -0,3105 1 0,8284
ﬁ‘c’;‘sﬁy 10,1518 0,9885 20,1130 0,8284 1

Values in bold are different from 0 with a significance level alpha=0,05
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The value of p (0.0001 — 0.0111) was significantly below the given alpha = 0.05,
which showed high statistically significant correlation of the values of total phenols and
flavan-3-ols on the antioxidant activity, as well as high correlation between phenols and
flavan-3-ols. (0.0144). There was a value overlap of the mentioned parameters which
was almost absolute (Table 4).

Table 4. p values between tested parameters

Variables Vitamin C Phenols Anthocyans . AnFiqx.

three ols activity
Vitamin C 0 0,6462 0,3626 0,2376 0,7197
Phenols 0,6462 0 0,7286 0,0144 <0,0001
Anthocyans 0,3626 0,7286 0 0,4542 0,7900
Flavan-3-ols | 02376 0,0144 0,4542 0 0,0111
i“t.‘o.’" 0,7197 <0,0001 0,7900 0,0111 0

ctivity

Values in bold are different from 0 with a significance level alpha=0,05

The highest coefficient of determination was between the phenols and the anti-
oxidant activity, i.e. about 97.7% of the variations in the value of the antioxidant
activity were explained by the variations in the value of phenols. Also, the high
coefficient of determination between the flavan-3-ols and the antioxidant activity of
68.6%, as well as the coefficient of determination of 65.9% between the flavan-3-ols
and phenols should be mentioned (Table 5).

Table 5. Coefficient of determination R?

Variables Vitamin C Phenols Anthocyans Flavan An.tic.)x.

3ols activity
Vitamin C 1 0,0374 0,1392 0,2228 0,0230
Phenols 0,0374 1 0,0216 0,6589 0,9772
Anthocyans 0,1392 0,0216 1 0,0964 0,0128
Flavan-3-ols 0,2228 0,6589 0,0964 1 0,6862
Antiox. 0,0230 09772 0,0128 0,6862 1
activity

CONCLUSION

According to the values obtained for the examined parameters, the autochthonous
apple varieties compared to the proposed standard variety Idared showed higher values.
This indicated that these varieties had high quality properties, were characterized by
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high antioxidant activity for the species and had a strong positive effect on human
health. The autochthonous variety Bela tetovka had highest content of total phenol,
flavan-3-ols and antioxidant fruit activity. The standard variety Idared had the lowest
content of total phenols, anthocyanins, flavan-3-ols and antioxidant fruit activity, but
the highest content of vitamin C.

A strong positive correlation of total phenols and flavan-3-ols and the antioxidant

activity was determined. There was a strong positive correlation between flavan-3-ols
and phenols. Moderate negative correlation between vitamin C and flavan-3-ols was
observed. The other compared parameters had no significant correlation.
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CAIPKAJ HEKUX AHTUOKCHUJAHATA Y IVIOJOBUMA
AYTOXTOHHUX COPTHU JABYKA

Cazkerak

HcnutuBanu cy caapxkaj suramuHa C, ykynHH (pEeHOIH, aHTOUHjaHH, (iaBaH-3-0JH H
AQHTHOKCHIATHBHA aKTHBHOCT IUIO/IOBA y CEJJaM ayTOXTOHHX copTH jabyka (Jlemorperka, [1la-
peHo Onaro, [Ipecnanka, TetoBka, Kapanama, Koxapa, bena Teroska). Behu neo ayroxronnx
COpTH MMajy 00Jb€ KapaKTEePHCTHKE M BHIIE aHTHOKCHAATHBHUX aKTHBHOCT Y OJHOCY Ha
cTaHIapAHy copTy Ajmapen. AytoxToHa copTta bena TeToBka nMa HajBHUIIN CaapiKaj YKYITHHX
denona (7544,59 mg/kg FW), dnasan-3-oma (1019,957 mg/kg FW) u aHTHOKCHAATHBHY
aKTUBHOCT 11071082 (87,2% unxubuimje). Yrephena je Beha no3utiBHa Kopenanuja usmely
yKynHuX (eHoua 1 ¢uiaBaH-3-071a ca aHTHOKCHIATHBHOM aKTHBHOIINY, Kao 1 u3Mel)y ¢iaBan-
3-ona u Qenona. [lerepMHUHNCaHa je yMepeHa HeraTWBHa Kopelanuja m3mely canpxaja BH-
tamuHa C 1 ¢raBan-3-ona.

Kibyune peun: sumamun C, ykynuu enonu, anmoyujanu, ¢rasaw-3-onu,
AHMUOKCUOAMUBHA AKMUBHOCT
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COMPARISON OF QUALITY PROPERTIES OF FRESH
AND SOLAR DRIED GOJI BERRIES
(LYCIUM BARBARUM)

Abstract

In this research the quality properties of fresh and solar dried goji berries (Lycium barbarum)
were investigated and compared. For that purpose, freshly harvested goji berries, the JB2 variety
were used. Before the drying, the berries were treated in several ways, immersion of berries in
boiling water and in 1 % ascorbic acid solution; immersion of frozen berries in 1 % ascorbic acid
solution; berries without treatment (control). The following parameters were analyzed in fresh
and dried goji berries: the total dry matter, moisture, total acids, mineral matters (ash), glucose,
fructose, vitamin C, protein, fat and total polyphenols. For that purpose, the standard laboratory
methods were used. Sensory properties were estimated by scoring method (max. 20).

Key words: goji berries, solar dryer, quality and sensory properties

INTRODUCTION

Goji berry (Lycium barbarum) is deciduous shrub tree of Solanaceae family, that
grows in China, Tibet and other parts of Asia (Adiletta et al., 2015). It is also known
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as Chinese wolfberry, possibly because Chinese farmers observed wolves eating these
berries (Kulczynski, 2016). Due to its short vegetation period, goji berry is successfully
cultivated in Europe (Wojdyloa et al., 2018). In the last few years, the cultivation of
goji berries has become increasingly popular, both in the Balkans and in Northern
Macedonia (Karakashova et al., 2020).

Goji berries have been an important part of traditional Chinese and Asia medicine
for more than 2000 years due to its nutritional value, some pharmacological activities,
and functional properties (Kulczynski, 2016; Agagiindiiz et al., 2021). Goji fruits are
orange-red, approximately 2 cm long ellipsoids berries, with sweet-and-tangy flavor.
They are an excellent source of carotenoids (0.03—0.5% d.w.), mainly of zeaxanthin,
which are natural pigments responsible for yellow, orange, and red color (Amagase et
al., 2009). Goji berries are also rich in ascorbic acid (approx. 42 mg/100 g) and vita-
mins E, Bi, By, and Bs (Llorent-Martinez et al., 2013). Some other compounds iden-
tified in the berries include polyphenols — with quercetin and kaempferol derivatives
of rutinoside as dominant fractions — chlorogenic and caffeic acids, and small amounts
of caffeoylquinic and p-coumaric acids (Rocchetti et al., 2018). Further, goji berries
contain carbohydrates (arabinose, rhamnose, xylose, galactose, mannose and glucose)
(Montesano et al., 2016), organic acids (malic acid, citric acid, shikimic acid and
fumaric acid) (Mikulic-Petkovsek et al., 2012), and many minerals (potassium, sodium,
phosphorus, magnesium, iron, calcium, zinc, and selenium) (Llorent-Martinez et al.,
2013). Goji berries comprise also fatty acids (hexadecanoic acid, linoleic acid and
myristic acid) (Blasi et al., 2017) and amino acids (proline, betaine and taurine) (Potte-
rat, 2010). Due to their chemical composition, goji berries are used in the pharma-
ceutical, food and cosmetics industry (Karakashova et al., 2020). Goji berry is a fruit
with a wide range of biological effects, proven in various human, clinical and in-vitro
studies. Goji berry is a food that has a positive effect on human health, which is mainly
attributed to the presence of important chemical compounds (Mikulic-Petkovsek et al.
2012). The recommended daily intake for fresh goji berries is 25 to 120 g (Amagase
and Farnsworth, 2011).

Drying is the oldest way of preserving food. During the drying process, a large
amount of water is released, the mass and volume of fruits are reduced, and there is an
increase in the concentration of dry matter, with all the components from its com-
position (Veres, 2004). Also, the drying process is intended to remove water from
foodstuff in order to prevent microbial spoilage and chemical alterations thus prolon-
ging shelf-life (Cuccurullo et al., 2012; Cinquanta et al., 2010). During the drying of
the raw material, not all of the free-water content must be removed, as this could cause
a negative impact on the elasticity and ability to rehydration (Veres, 2004).

Sun drying is one of the oldest and the most economical way of drying. Drying of
fruits can be performed in natural atmospheric conditions on the sun or in solar dryers.
In North Macedonia, there are favorable conditions for using solar drying, because
there are about 250 sunny days during the year (Vasilevska-Popovska, 2009). During
the sun drying there is a risk of damage due to dust and insect infection. Generally, the
dehydration causes damages in texture, color, taste and nutritional value of food due
to the high temperatures and required long time of drying (Adiletta et al., 2015).

Dried fruit should have an appropriate aroma and color to the variety and a good
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ability to rehydrate (increase in volume) when immersed in hot water, for 10 minutes,
after which it should have a taste and smell corresponding to the fruit from which it is
obtained. Also, dried fruit should not have: any physiological damage to fruits due to
over-drying, etc.; no foreign odors and tastes and to not contain mechanical and biolo-
gical impurities (Vracar, 2001). The purpose of the present research is to study the
impact of pre-treatment and the process of solar drying on chemical and sensory pro-
perties of dried goji berries, the variety JB2.

MATERIALS AND METHODS

Sample preparation. Goji berries trees, variety JB2 (Figure 2-a), are grown in the
region of Skopje, North Macedonia. Goji berries, varieties JB2 reaches the minimum
yield up to 5 kg per tree. This variety have small berries, with orange-red in color. The
berries ripen successively and therefore the harvest takes place several times, starting
in June until October. After the harvest, the fresh goji berries (JB2) were inspected
and selected only berries in proper technological maturity, without mechanical and
physiological changes or damage.

Drying experiments. In order to obtain quality dried products, it is necessary to
prepare goji berries, through several technological operations: selection, washing, pre-
treatment of berries, drying, packaging and storage. After washing, goji berries should
be drained and then exposed to appropriate pre-treatments, in order to prevent disco-
loration, as well as changes in chemical composition. In order to find out appropriate
pre-treatment of goji berries, in this research were applied different method before the
drying process. There were used: JB2-I- control variant — (without treatment); JB2-II-
variant — immersion of berries in boiling water, cooling and immersion in 1 % ascorbic
acid solution, 5 minutes; JB2-III-variant — immersion of frozen fruits in 1 % ascorbic
acid solution, 5 minutes. The treated goji berries were placed on wooden drying shel-
ves, with plasticized grids and an area of 1 m?. During the drying process the wooden
drying shelves were changed, in order the goji berries to be dried evenly and faster.

Figure 1. Solar dryer Figure 2. Fresh (a) and solar dried (b) goji berries JB2

The process of drying was performed at solar dryer, that is made of metal lined
with galvanized sheet metal and glass, set at an angle, through which the sun's rays
penetrate (Figure 1). The natural solar energy heated the air in the solar dryer, causing

209



it the process of drying berries. There are intake openings for fresh air, and in the upper
part there are exhaust openings (ventilators) for the wet and hot air, which maintains
the natural air circulation. The temperature was reaching from 55 to 65 °C, and at night
from 30 to 45 °C, which had a favorable effect on the drying of goji berries. The tem-
perature, humidity and airflow were the factors that significantly affect the evaporation
of the water from the fruit (Karakashova, 2003). The drying time of goji berries ranged
from 36 to 48 hours, what directly depends on the availability of the sun, the flow and
humidity of the air, and the properties of the raw material that is being dried.

The dried goji berries (Figure 2-b), in order to be successfully preserved for a longer
period of time, need to be packed in paper bags to stabilize, and afterwards to be
packaged in appropriate packaging with suitable air porosity. The dried berries were
stored in suitable storage conditions, protected from influence of the air moisture and
direct sunlight.

Quality properties. To determine the quality properties of fresh and dried goji
berries, standard laboratory methods were used and the following chemical parameters
were determined: total dry matter, in the dryer at 105 °C up to constant mass (Vracar
2001); soluble dry matter by refractometric method; total acids, with 0.1 M NaOH
solution and 1 % phenolphthalein solution as an indicator; the mineral matters (ash) in
a Muffle oven, at a temperature of 525 + 25 °C (Vracar 2001); glucose, fructose and
sucrose by applying HPLC-method with RI-detector; vitamin C, with 0.1 N-solution
J2 and 1 % starch solution; the proteins were determined with the Kjeldahl method; the
fats by applying Soxhlet method (Vracar 2001); total polyphenols with Folin—Ciocalteu
method, at the absorbance 765 nm wavelength (Lamuela-Raventos, 2018).

To determine the quality properties, it is also especially important to evaluate the
sensory properties, both for fresh and dried goji berries. Sensory evaluation has been
performed by point system method, with a maximum of 20 points in relation to all
properties (color-max. 7; taste-max. 4; odor-max. 4 and fruit condition and appearance-
max. 5 points) (Karakashova and Babanovska-Milenkovska, 2012).

The results obtained from the quality properties analysis were processed using
standard statistical methods, Microsoft Excel 2010 as well as the statistical software
package R 3.3.3.

RESULTS AND DISCUSSION

In this research were made comparison of quality properties of fresh and dried goji
berries. The quality properties were estimated according to the analysis of some
chemical parameters and sensory properties.

Comparison of chemical properties of fresh and dried goji berries. Chemical
composition means the content of all compounds in the product, including water. The
specificity of the chemical composition depends on the variety, climatic conditions,
agro-technical measures and the degree of maturity (Obradovié¢, 2011). From a tech-
nological point of view, all the components present in the fruit, except water, make up
the total dry matters, which are composed of soluble components and insoluble matters.
Quality varieties of fruit have a higher content of total dry matter and thus higher
nutritional value (Katalini¢, 2006).
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Total dry matters content. The total dry matter of the fresh goji berries, JB2 variety
was estimated as 22.22 %. In the dried goji berry of the JB2 variety, the total dry matter
in the control variant (JB2-I) was 86.91 %, 85.54 % in the JB2-II variant, and 86.39
% in the variant JB2-III. From the obtained results it can be concluded that the average
value of the total dry matters in the dried goji berries for the variety JB2 was 86.28 %.
From the applied variants, a statistically significant difference was determined between
the control (JB-I) and variants JB2-II and JB2-III for the total dry matters content, at
p=10.05and p=0.01.

Soluble dry matters content. According to Donno et al., (2015), the content of
soluble dry matters in goji berry was 11.63 %, and from the study of Zhang et al.
(2016), the content of soluble dry matters in eight goji berry genotypes grown in
Ningxia — China, was with an average value of 19.3 %. According to the data obtained
from our research, the content of soluble dry matters was 16 % in goji berries of the
JB2 variety.

Sugar content. According to the data of study (Adiletta et al., 2015), glucose and
fructose are the most common sugar in goji berries. In the fresh goji berries, JB2 variety
was found 7.74 % of glucose content, fructose content was lower with a value of 5.24
% and the value of sucrose was 0.57 %.

The highest average value in terms of glucose content was determined in dried goji
berries, variant JB2-1II (12.03 %), and the lowest was determined in a control variant
(JB2-I) with 9.46 %. From the applied variants, a statistically significant difference
has been found between the control variant (JB2-I) and the variant JB2-III, at p = 0.05
and p = 0.01 in terms of glucose content. In sun-dried goji berries of the JB2 variety,
the highest value for the fructose content was determined in the variant JB2-III (12.82
%), and the lowest value of 9.64 % was found in the control variant (JB2-I). The
fructose content of goji berries of the JB2-1I variant was 11.56 %. Between the control
variant (JB-I) and variant JB2-III, has been found a statistically significant difference
at p = 0.05, in terms of fructose content.

Total acids content. In the last stage of maturation there is a decrease in the content
of acids, and an increase in the content of sugars. According to Obradovi¢ (2011), the
average acids content in the fruit ranges from 0.2 to 1.2 %, and the pH is around 3.5.
The content of total acids, expressed as malic acid, in fresh goji berries variety JB2 had
a value of 0.53 %. The average value for the content of total acids, expressed as malic
acid, in the sun-dried berries of the variety JB2 had a value of 2.47 %. Dried goji
berries, variant JB2-11I, was characterized by the highest value (2.99 %) of total
acids, expressed as malic acid, and the lowest value was determined in the variant
JB2-I (1.95 %). With the statistical processing of the obtained results for the content
of total acids of all variants of dried goji berries (JB2), was determined that their
average values of all variants had not shown statistically significantly difference from
each other, at p=0.05 and p=10.01.

Vitamin C content. In our study, the amount of vitamin C in fresh goji berries, the
variety JB2 was estimate on 85.68 mg/100 g. According to Vuli¢ et al. (2016), the
fresh goji berries grown in the Republic of Serbia has the amount of 59.47 mg/100 g
vitamin C.
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In the dried berries JB2 variety, the highest content of vitamin C of 35.65 mg/100
g had the control variant JB2-1, while the content of vitamin C was 18.17 mg/100 g in
the dried berries JB2-11, and 24.56 mg/100 g in the variant JB2-III. The average value
of the dried goji berries JB2 variety, from the applied variants, was 26.1 mg/100 g in
relation to the content of vitamin C. From the results obtained from the statistical
analysis, regarding the content of vitamin C, it was concluded that there are statisti-
cally significant differences between the three applied variants (p = 0.05). There were
no statistically significant differences found between the variant JB2-11 and JB2-II1
(p=0.01).

Total mineral matters (ash) content. Fresh fruits usually contain mineral matters in
the range of 0.3 to 0.8 % (Obradovi¢ 2011). From the research was found that the fresh
goji berries of the JB2 variety were characterized by the amounts of 1.71 % total
mineral matters (ash). According to Donno et al. (2015), the content of total mineral
matters (ash) in fresh goji berries was determined on 0.95 %. In the dried goji berries
of the JB2 variety, the mineral matters were 4.16 % in the variant JB2-III (highly
present), 4 % in the variant JB2-II, and 3.86 % in the control variant JB2-I. With the
statistical processing of the obtained results for the content of mineral matters of all
variants for the analyzed variety JB2, it was determined that their average values had
not statistically significantly difference from each other at p = 0.05 and p = 0.01.

Protein content. According to the results obtained from our analysis, the fresh goji
berries, variety JB2 had a protein content of 7.37 %. Donno et al. (2015) determined
that the protein in fresh goji berries grown in northern Italy is 12.20 %. The highest
value for the protein content of 15.53 % was found in the dried goji berries of the
JB2-II variant, in the variant JB2-III was determined protein content of 15.19 % and
the lowest protein content was found in the control variant JB-I (13.72 %).

Fat content. According to the results, a fat content of 2.57 % was determined in the
examined fresh variety JB2. According to Endes et al. (2015), goji berry has content
of4.11 % fats. The highest presence of fats was determined in dried goji berries of the
JB2-III variant (11.04 %), while in the control variant JB2-I and in the variant JB2-II,
8.19 % and 7.82 %, respectively, fats were determined.

Total dietary fiber content. According to the data obtained from this examination,
the content of total dietary fibers in the fresh goji berries JB2 variety was 7.74 %.
Endes et al. (2015) found that dietary fibers in goji berries in Turkey are present in
quantities of 7.3 %.

Total polyphenol content. According to the research data, the variety JB2 of goji
berries contains 121 mg/100 g total polyphenols. Donno et al. (2015) determined the
content of total polyphenols in the analyzed goji berry samples with a value of 268.35
mgl00 g.

Among the three variants of sun-dried goji berries, the JB2 variety, the total poly-
phenols were mostly present in the variant JB2-III (1425.4 mg/100 g), while the value
of total polyphenols was 703.9 mg/100 g in the control variant JB2-I, and 581.5 mg/100
g in the JB2-II variant. For the applied variants, it was determined a statistically
significant differences in relation to the total polyphenols between the control JB2-1,
JB2-II and JB2-III variants, at p = 0.05 and p = 0.01.

Sensory properties of the fresh and dried goji berries. The appearance, color,
taste and texture of the goji berries can determine by the sensory analysis. From the

212



obtained results, the fresh goji berries of the JB2 variety were characterized with a
total of 15 points (out of 20 max.). For the dried goji berries, in terms of color (max.
6), the highest value had JB2-I variant (4.5 points). The JB2—II variant had the lowest
value for smell (3 points) and for texture (3.5 points), (out of 4 and 5 max., re-spec-
tively). In terms of taste (max. 5), the highest value had JB2-III variant (3 points). The
total points (max. 20) from the sensory analysis had the highest value for JB2-111
variant (15 points) and the lowest value had the JB2-II variant (10.5 points).

CONCLUSION

According to the obtained results of chemical composition and sensory properties
of goji berries, variety JB2, it can be concluded that it has very important nutrients and
good qualitative properties. In relation to pre-drying treatments, in variant JB2-II, was
notice a loss of color and partially of some components of the chemical composition
that are easily soluble in water. Dried goji berries JB2-III proved to be a good variant
of pre-treatment, when frozen goji berries were immersed in a 1 % solution of ascorbic
acid. There were obtained the highest values for the content of glucose, fructose, total
acids, ash, fats content, content of total polyphenols. This variant of dried goji berries
had also good sensory evaluetion, what includes appropriate texture, slight color
change and had the highest total points 15 (out of max. 20).

The interest, production and promotion of goji berry is constantly growing in the
Republic of North Macedonia, due their good chemical properties. In dried goji berries
are retain most of the nutrients from the fresh berries. We recommend solar drying to
the producers and emphasize to increase the production of dried fruits.
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POREDENJE KVALITETNIH SVOJSTVA SVEZIH
I SUSIH GODZI BOBICA (Licium barbarum)

Apstrakt

U ovom istrazivanju ispitana su i uporedena svojstva kvaliteta svezih i solarno susenih godzi
bobica (Licium barbarum). U tu svrhu kori$éene su sveze ubrane godzi bobice, sorte JB2. Pre
suSenja bobice su tretirane na vise nacina, potapanjem bobica u kljucalu vodu i 1% rastvor
askorbinske kiseline; potapanje smrznutih bobica u 1% rastvor askorbinske kiseline; bobice bez
tretmana (kontrola). U svezim i suSenim goji bobicama analizirani su slede¢i parametri: ukupna
suva materija, vlaga, ukupne kiseline, mineralne materije (pepeo), glukoza, fruktoza, vitamin C,
proteini, masti i ukupni polifenoli. U tu svrhu kori$éene su standardne laboratorijske metode.
Senzorna svojstva su procenjena metodom bodovanja (maks. 20).

Kljuéne reéi: Godzi bobice, solarna susara, kvalitet i senzorna svojstva
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THE VARIABILITY OF BIOCHEMICAL PARAMETERS
IN BLOOD SERUM AND MILK OF HOLSTEIN COWS
REGARDING THE AGE AND HEALTH STATUS

Abstract

In order to determine the variability of biochemical parameters, blood and milk were sampled
from 25 Holstein cows for a period of three months. The differences in the analyzed parameters
due to the animal's health status (risk of acidosis or ketosis or normal health status; defined
according to the fat/protein ratio) and animal’s age (parity classes) were determined. The results
of this research indicate the variability in biochemical parameters in both blood serum and milk
as a result of variance in animals' health status and due to various age of animal implying that
animals' response depends on animal age. Obtained results should be considered in the modelling
for the prediction of metabolic disorders occurrence.

Key words: Holstein cows, biochemical parameters, milk, blood, metabolic disorders

INTRODUCTION

One of the most challenging livestock productions is dairy cattle farming because
the farmer must examine a big quantity of data every day and understand how to react
in time to prevent potential problems in production (Gantner, 2020; Gantner et al.,
2021). Furthermore, to optimize the management and realization of the genetic poten-
tial of dairy cows, the farmer must be conscious of the genetic and environmental
aspects of different characteristics of interest for milk production. The term effective
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dairy cattle farming means gravidity and calving on an annual basis, with the transi-
tional period and the beginning of lactation being the most stressful period in the pro-
duction cycle of dairy cows (Gantner, 2020). Various factors, such as changes of ration,
negative energy balance, reduced food intake, weight loss and hypocalcemia can cause
sets of different disorders in this period (Ametaj, 2017). After giving birth and during
the first month of lactation, the most common metabolic disorders that appear in dairy
cows are sub-acute and acute ruminal acidosis, laminitis, ketosis, fatty liver, displaced
abomasum, milk fever, downer cow, retained placenta, liver abscesses, metritis, ma-
stitis and bloat (Ametaj, 2017). Additionally, it is significant to point out that the
occurrence of one metabolic disorder is highly associated with another one (Suthar et
al., 2013; Ametaj, 2017). Accordingly, cows impacted by milk fever are more prone
to mastitis, retained placenta, metritis, ketosis; at the same time cows impacted by
acidosis are more tending to laminitis, milk fever, mastitis, and fatty liver (Suthar et
al., 2013; Ametaj, 2017). Ruminal acidosis in subacute and acute forms frequently
occurs in high-producing dairy herds in early lactation and cows with a high intake of
dry matter (Ametaj, 2017), while ketosis usually occurs as a result of negative energy
balance (usually due to increased daily milk production). Since subclinical disorders
produce high economic losses to dairy farmers through therapy costs, decreased pro-
duction, decreased reproduction characteristics and increased involuntary culling
(Suthar et al., 2013), it is very important to detect and prevent disorders in the sub-
clinical phase.

The purpose of this study was to determine the effect of cows age (parity) on the
variability of biochemical parameters in blood serum and milk of Holsteins regarding
the cow’s health status (based on F/P ratio classes).

MATERIAL AND METHODS

The study was conducted in the east of Croatia on an indoor dairy cattle farm. The
cows included in the research were healthy and did not have any disorders. The cows
were fed with a total mixed ration with the addition of mixture accordingly to the daily
milk production. During the three months of research, blood and milk was sampled, on
monthly basis, from 25 Holstein cows (mean milk production near 40 kg/day, Table
1). Blood samples were taken from the coccygeal vein into tubes with lithium heparin
anticoagulant (Becton Dickinson, Plymouth, England, UK) and centrifuged (1.500
g/10 min at 4°C) in order to separate the plasma. Milk samples were taken into clean
tubes and centrifuged (12.000 g/30 min at 4°C) for plasma separation. The determi-
nation of the biochemical parameters in blood and milk plasma was performed
operating an automatic clinical chemistry analyzer Beckman Coulter AU400 (Beckman
Coulter, Germany). The concentration of B-hydroxybutyrate (BHB) was determined
utilizing commercial kits (Randox Laboratories Ltd, Crumlin, UK) following the
enzymatic colorimetric method. The test-day records of animals included in the
research, obtained during the regular milk recording, were taken from the central data-
base of the Croatian Agency for Agriculture and Food. Test-day records were corrected
accordingly to the ICAR guidelines (2017). With reference to the F/P value, records
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were divided into three classes: F/P ratio < 1.1 (acidosis risk); F/P ratio in [1.1, 1.5]
(normal status); F/P ratio > 1.5 (ketosis risk). Table 1 presents basic statistical para-
meters of daily production (daily milk yield, daily fat and protein content along with
F/P ratio) accordingly to the parity classes (cows in II. parity and cows in III. and
higher parities).

Table 1. Basic statistical parameters of daily production traits
of Holstein cows

Trait N ‘ Mean ‘ SD ‘ Minimum | Maximum
II. parity
DMY, kg 28 38.79 8.33 18.60 55.70
DFC, % 27 3.50 0.94 2.12 6.94
DPC, % 27 3.34 0.25 2.70 3.81
F/P ratio 27 1.05 0.28 0.65 1.94
ML+ parity

DMY, kg 47 39.61 9.48 19.90 59.80
DFC, % 47 4.02 1.26 1.99 8.61
DPC, % 47 3.41 0.36 2.66 4.26
F/P ratio 47 1.19 0.43 0.56 3.24

* DMY — daily milk yield; DFC — daily fat content; DPC — daily protein content; F/P — fat/protein

The variability of biochemical parameters due to F/P ratio classes separately for
each parity class (II., and III. +) was tested using the least square means in the GLM
procedure in SAS (SAS Institute Inc., 2019). The following statistical model was used:

Vit = ptbi(di/305)+b2(di/305)+b3In(305/d;)+baln*(305/d;)+Mi+Diteju

Where:

yiiii = estimated biochemical parameters;

| = intercept;

b1, bz, bs, bs = regression coefficients (lactation curve by Ali and Schaeffer, 1987);
di = days in milk (i= 11 to 345 day);

M; = fixed effect of experiment month k (k = May, June, July),

Dx = fixed effect of F/P ratio classes (acidosis risk, normal status, ketosis risk),
eijx = residual.

Scheffe’s multiple comparisons in PROC GLM (SAS) were used to test the
significance

(p <0.05) of the differences in biochemical parameters due to F/P ratio classes.
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RESULTS

The values of the biochemical parameters in the blood serum due to F/P ratio
classes separately for each parity class are presented in Table 2. The highest values of
y-glutamil transferase (GGT), urea (UREA), B-hydroxybutyrate, Fe and Ca were
determined in cows in the second lactation with an F/P ratio lower than 1.1 that is in
cows at risk of acidosis. The lowest values of protein (PRO), albumin (ALB) and Fe
were observed in cows in second parity in ketosis risk (F/P > 1.5). The concentration
of triglyceride in blood plasma did not show variability due to the F/P ratio regardless
of the parity class. The concentration of all biochemical in blood serum, with exception
of glucose, was higher in older cows at risk of acidosis prevalence. Furthermore, almost
all biochemical parameters (except urea, B-hydroxybutyrate, and Ca) were lower in
older cows at risk of ketosis occurrence.

Table 2. LSmeans of the biochemical parameters in blood serum in regard
to F/P ratio classes separately for each parity class

F/P ratio F/P ratio in F/P ratio
Trait <1.1 [1.1, 1.5] >1.5
Acidosis risk | Normal status | Ketosis risk
Parity II. 1.+ 1I. IIL+ I1. L+

Aspartate amino
transferase (U/L, AST)

v-glutamil transferase

143.51 |152.16°| 176.36 [122.61%| 148.31 | 63.20°

33.18 | 39.59 | 31.62 | 31.05 | 32.42 | 25.96

(UL, GGT)
Glucose (mmol/L, GUK) 3.00 | 296 | 3.10 | 3.16 | 3.21 | 2.85
Urea (mmol/L, UREA) 441 | 4.58 | 3.88 | 479 | 3.07 | 430
Protein (g/L, PRO) 84.59 | 84.67 | 84.82 | 83.95 | 82.35 | 87.78
Albumin (g/L, ALB) 31.70 | 32.23 | 32.13 | 32.61 | 30.88 | 29.41
Triglyceride

(mmol/L, TGC) 0.12 | 0.11 0.11 0.12 | 0.11 | 0.13

B-hydroxybutyrate
(mmol/L, BHB)

Fe (pmol/L) 2448 | 25.04 | 25.08 | 23.53 | 20.33 | 12.90
Ca (mmol/L) 213 | 220 | 211 | 2.17 | 2.10 | 2.15

047 | 047 | 031 | 059 | 036 | 041

* Values within the same row and parity class marked with different letter differ statistically
significant (P<0.05)

The variability of the biochemical parameters in milk regarding F/P ratio classes
separately for each parity class is presented in Table 3. The highest value of GGT and
the lowest values of glucose, urea, albumin, Fe and Ca in milk were determined in
cows in the second lactation that was at risk of ketosis prevalence. Also, the highest
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values of aspartate aminotransferase (AST), glucose and Ca in milk were observed in
younger cows in normal status. Furthermore, older cows with acidosis risk had a higher
concentration of GGT, glucose, urea, protein, albumin, and Fe than the younger ones.
On the other hand, older cows at ketosis risk had a lower concentration of GGT,
glucose, protein, and Fe than the younger animals implying that animal's age, besides
the individual health status, affects the concentration of biochemical parameters both
in blood serum and milk.

Table 3. LSmeans of the biochemical parameters in milk in regard
to F/P ratio classes separately for each parity class

F/P ratio F/P ratio in F/P ratio

Trait <11 (1.1, 1.5] >1.5

Acidosis risk | Normal status | Ketosis risk
Parity IL | o+ | 1. | oo+ | | o+
@Zﬁsafr;i‘;::‘gj‘;f AST) 13.99 | 13.12¢ | 17.66 | 16.56" | 1639 |33.17°
Z{ﬁlﬁt%‘ré%ramfeme 312.46 | 322.87 | 374.49 | 377.08 | 419.42 | 354.25
Glucose (mmol/L, GUK) 0.57 | 0.69* | 0.61 | 0.43* | 0.53 | 0.27°
Urea (mmol/L, UREA) 5.33 558 | 484 | 5.61 3.74 | 4.85
Protein (g/L, PRO) 3548 | 36.22 | 34.81 | 37.07 | 34.86 | 34.48
Albumin (g/L, ALB) 2228 | 22.68 | 21.85 | 2321 | 21.04 | 21.17
Fe (umol/L) 22.80 | 27.50 | 21.24 | 26.43 | 17.30 | 14.53
Ca (mmol/L) 3.16 | 3.10 | 337 | 339 | 3.15 | 3.41

* Values within the same row marked with different letter differ statistically significant (P<0.05)

DISCUSSION

The inadequate feeding management and imbalanced ration (regarding the forage
to concentrate ratio) accompanying the reduced absorption capacity of short-chain
fatty acids through the rumen due to underdeveloped rumen papillae after parturition
significantly increases the probability of metabolic disorders prevalence (Dieho et al.,
2016). The occurrence of some metabolic disorders frequently results in variations in
the concentration of biochemical parameters both in the blood and milk of dairy cows.
Understanding the essentials underlying the development of metabolic disorders by
using biochemical parameters of blood and milk to assess animal health could improve
disease prevention.

The aspartate aminotransferase (AST) and y-glutamyl transferase (GGT) as
important catabolic enzymes play a significant role in proper animal liver function.
Similarly like in this research, Liu et al. (2012) determined that GGT enzyme con-
centrations in milk were higher than in blood plasma, while in the case of AST
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concentrations were the opposite (higher in blood plasma). The highest concentration
of urea in the blood serum and milk of animals at risk of acidosis could indicate
inefficient utilization of nitrogen from food. Another useful parameter is milk urea
nitrogen (MUN) because it shows nitrogen metabolism during the whole 24 hours.
Stefanska et al. (2020) pointed out that in cows with low rumen pH, MUN rises sig-
nificantly.

The results of this research indicate the differences in biochemical parameters in
both blood serum and milk due to animals' health status and due to animal age implying
that animals' response depends on animal age. Obtained should be considered in the
modelling for the occurrence prediction of metabolic diseases.

CONCLUSIONS

The obtained results indicate the variability in biochemical parameters in both blood
serum and milk due to animals' health status (classes of F/P ratio that is acidosis or
ketosis risk) and due to animal age (parity classes) implying that animals' metabolism
and response to feeding management and production needs depends on animal age.
Obtained should be considered in the modelling for the occurrence prediction of
metabolic diseases.
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LOAD OF SOIL, FOOD, ANIMAL FEED AND BIOLOGICAL
MATERIAL WITH RADIOACTIVE RESIDUES

Abstract

The uses of nuclear energy for peaceful purposes (nuclear weapon testing, nuclear reactor
accidents, industrial and medical use of radioactive compounds) and application of phosphate
mineral fertilizers in agricultural production lead to a substantial environmental contamination.
Land contaminated with radionuclides represents the first link in the food chain and results in
radioactive contamination of crop and livestock production. The activity concentrations of
radionuclides gamma emitters were determined using low-level gamma spectrometry on high
resolution HPGe detector system produced by ORTEC. The concentrations of thorium and
uranium in all the samples were analysed by a technique of inductively coupled plasma using
mass spectrometry (ICP-MS 7700, Agilent). The samples of the soil, foodstuff (meat and meat
products, milk and dairy products, fish, honey), animal feed (complete mix, concentrated pre-
mix feed, phosphate mineral feed, fish meal) and biomaterials (internal organs, urine) were
examined. The results revealed the presence of the following natural radionuclides: K-40, Ra-
226, Th-232, U-235 and U-238. The presence of Cs-137, that is, an anthropogenic (artificially
produced) radionuclide has also been confirmed. Based on the results obtained, it can be con-
cluded that the highest concentration of activity originates from natural radionuclide of potas-
sium-40 in all tested samples. Also, in this study, the examined content of the tested radio-
nuclides in different environmental samples provides interesting additional information for
approximate calculation of the average input of radioactive residues.

Key words: natural radionuclides, artificial radionuclides, biosphera

INTRODUCTION

The use of nuclear energy in science, agriculture, industry, transport and energy,
and even in regular operating conditions can cause environmental contamination.
Accidents at nuclear power plants (Chernobyl, 1986; Fukushima-Daiichi, 2011) are
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also major sources of environmental contamination with radioactive substances. Nume-
rous studies on the degree of contamination of the cycle of agricultural production with
artificial radionuclides examine the origin, transfer and migration routes, as well as
their content in the final agricultural products — food and animal feed (Mitrovi¢ al.
2008).

Radionuclides of natural origin contribute equally to the radiation load of the
biosphere, and the organisms that live in it, as those created artificially. Natural radio-
activity consists of radioactive elements that originate from the time of the formation
and evolution of the Earth and the first beginnings of the development of the entire
living world. Tests show that there are very significant differences in the content of
natural radionuclides between individual locations on the Earth's surface, and their
amount varies from place to place. In nature, the largest contribution to the activity
comes from the natural radionuclide *“°K. Natural radionuclides that have always been
present on Earth include U, 238U, 22Th, *Ra and *?Rn (Levant, 1996). All living
beings have been exposed to the low-intensity radiation of these elements from nature
since their creation on the Earth. This is background radiation. The living world is
evolutionarily adapted to the natural level of radiation and reacts to the increased
presence of radioactive substances in its environment with changes in basic life pro-
cesses. This results in pathological changes in cells, tissues and organs, and in the cases
of drastic increase of radiation levels, these changes can have a fatal outcome.
Radioactive elements emit ionizing radiation that, passing through the tissue, causes a
series of biological consequences (Veris et al., 2009), such as: inhibition of cell divi-
sion, mutation (transformation) of cells, as well as a series of genetic effects (chromo-
some damage).

MATERIALS AND METHODS

Sampling: soil samples were collected from several locations in Vojvodina and
Central Serbia. Sludge samples were collected from the bottom of the Danube in the
region of Novi Sad. The samples were dried at 105 °C to constant mass (IAEA, 1989).
All mechanical contaminants, mainly small stone pieces and plant material were
removed. The samples were then sieved and homogenized as fine powder. Food sam-
ples of fish, dairy products (powdered milk, powdered whey, powdered eggs), honey
and meat were collected from different sales points, and samples of animal feed (fish
meal, premixes, mineral nutrients) from regular production. The samples weighing
about 300 g were prepared and packed in cylindrical geometry-Marinelli beakers
(V=250ml) and measured on the cap of detectors.

Analysis: Activity concentrations of radionuclides gamma emitters were determi-
ned by the method of low-level gamma spectrometry on high resolution HPGe coaxial
detector system produced by ORTEC with nominal efficiency of 28%, resolution
(FWHM) at 1.33 MeV %Co of 1.67 keV and and Peak-to-Compton ratio 67:1. The de-
tector was shielded with the cylindrical lead shield of 10 cm wall thickness. The gamma
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spectra were acquired and analyzed using the GammaVision® software. The preci-
sion and accuracy of the method was tested using a certified reference material LR
320 (Deutscsher kalibrierdienst, Germany). Typical measurement time was 100 ks.
Acti-vity concentrations of thorium and uranium in all the samples were analyzed by
a technique of inductively coupled plasma with mass spectrometry, on the Agilent
ICP-MS 7700 (Carol S., 2007). The samples were prepared by wet digestion using
Ethos, Labstation Microwave, Milestone (Pappas et al., 2002).

RESULTS AND DISCUSSION

In all tested soil and river sludge samples (Table 1), the long-lived artificial
radionuclide *’Cs was found. Its average activity in soil samples was ~ 6 Bq/kg, while
in river sludge samples it was slightly higher than 15 Bq/kg. The measured activity of
40K, 22Th and ?**Ra in all tested samples has the values typical for Vojvodina soil (Bikit
et al., 2010). The mean values of natural 28U activity concentration range from 33 to
41 Bg/kg, and the mean values for natural 2°U activity in all tested samples are ~ 2
Bg/kg (Mihaljev et al., 2015).

Table 1. Activity concentration of cesium-137, potassium-40, thorium-232,
radium-226, uranium-235 and uranium-238 in soil and sludge samples

Activity
Locality 137(:S 40K 232Th ZZGRa 238U 235U
[Bg/kg| [Bg/kg| [Bg/kg| [Bq/kg] [Bq/kg] [Bg/kg]

Vojvodina A=541 A=531 A=419 A=423 A=364 A=1.87
(n=11) VI=4.10-9.10 | VI=344-741 | VI=43-54 | VI=41-51 |VI=29.2-52.5|VI=1.51-2.71

Central A=5.94 A=353 A=383 A=39.8 A=41.0 A=2.10
Serbia (n=18) | VI=0.91-16.7| VI=70-629 |VI=32.2-49.6|VI=32.2-49.6 | VI=31.0-66.8 | VI=1.59-3.43
Novi Sad

A=154 A=548 A=3438 A=546 A=334 A=172

Danube- VI=13.8-17.0 | VI=494-640 | VI=19.6-43.9 | VI =4.15-8.12 | VI=11.6-51.8 | VI =0.60-2.66

sludge (n=5)

A — Average value of activity concentration;
VI — variation interval (span) = min. value — max. value

Based on the results shown in Table 2, it can be concluded that the presence of '¥
Cs, as a biologically significant radionuclide, was determined in the samples of small
blue fish (sprat, mackerel, sardines) with an average value of 3.05 Bq/kg and in samples
of some dairy products (milk powder, whey powder) with an average value of 1.99
Bg/kg. The measured “)K activity ranged from 32 Bq/kg (honey) to 894 Bq/kg (milk
powder).
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Table 2. Activity concentration of cesium-137, potassium-40, thorium-232,

radium-226, uranium-235 and uranium-238 in food samples

Aktivnost
Vrsta uzorka B1Cs WK BTh 26Ra 3y By
[Bq/kg] [Bq/kg] [Bq/kg] [Bq/kg] (Bg/kg] [Bg/kg|
Sitnaplava | A=3.05 A=122 A=1.94 A=291 A=8.78 A=045
riba (n=15) | VI=2.55-4.13 | VI=101-162 | VI=1.03-3.33 | VI=1.23-4.88 | VI=3.0-17.0 [ VI=0.15-0.87
Mleéni proiz- | A=1.99 A=535 A=2.08 A=452 A=1723 A=0.88
vodi (n=10) | VI=0.80-4.12 | VI=113-894 | VI=1.22-3.12| VI=137-15.8 | VI=9.0-31.6 | VI=0.46-1.62
Med <05 A=53 A=133 A=4.86 A=13.8 A=0.71
(n=11) ' VI=32-84 | VI=05-20 | VI=19-60 | VI=1021 | VI=05-1.0
Meso <05 A=123 A=098 A=226 A=551 A=028
(n=12) ' VI=87-132 | VI=0.53-1.94 | VI=6.96-68.3 | VI=1.3-82 |VI=0.07-0.42

A — Average value of activity concentration;
VI — variation interval (span) = min. value — max. value

The activity of other natural radionuclides (*2Th, 22Ra, **U, 2**U) had the usual
values, typical for certain types of tested samples.

Table 3. Activity concentration of cesium-137, potassium-40, thorium-232,
radium-226, uranium-235 and uranium-238 in animal feed samples

Activity

Sample type 137Cs 40K ZJZTh ZléRa 238U 235U

[By/kg] [By/kg] [Bq/kg] [Bq/kg| [Bq/kg| [By/kg]

Fish meal A=4.08 A=448 A=1.76 A=4.13 A=284 A=1.46
(n=16) VI=0.6-104 | VI=145-583 | VI=0.56-2.61 | VI=1.02-11.0 | VI =22.3-37.7 | VI =1.14-1.93

Premixes A=1.03 A=321 A=2.62 A=3.29 A=145 A=0.74
(n=14) VI=0.37-2.8 | VI=99-604 |VI=1.58-3.84 | VI=1.09-9.69 | VI=5.0-26.0 | VI=0.26-1.34

Mineral feed <05 A=52 A=14.0 A=6.57 A=486 A=249
(n=5) ' VI1=20.2-80.0 | VI=2.43-46.6 | VI=1.36-9.59 | VI=32-1474 | VI=1.65-75.7

A — Average value of activity concentration;

VI — variation interval (span) = min. value — max. value

Fish meal contains dried and ground whole fish or fish parts and represents an
important source of nutrients in the diet of domestic animals. Fish are significant
indicators of the aquatic environment they inhabit, and the determination of activity
level of natural radionuclides in protein feed of animal origin is highly important
(Jovanovic et al., 2001).

In some fishmeal samples, the presence of artificial radionuclide '*’Cs was deter-
mined with a maximum value of 10.4 Bg/kg, and in premixes the maximum measured
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value of ¥’Cs was 2.8 Bg/kg. The obtained results (Table 3) show the presence of
natural radionuclide K-40 in all analyzed samples, with an activity level of 145-583
Bg/kg in fish meal and 99-604 Bq/kg in premixes. In some samples of fishmeal (table
3), moderately elevated concentrations of radium-226 (11 Bg/kg) and uranium-238
(37.7 Bq/kg) were found, and they were 9.69 Bq/kg (***Ra) and 26 Bg/kg (***U) in the
premixes. Other examined natural radionuclides (**Th, 2°U) in fish meal and premixes
had the activity of less than 4 Bg/kg. The feed for domestic animals contains mineral
ingredients, yet in inadequate amounts and undesirable ratio. Mineral feedstuffs such
as monocalcium phosphate (MCP) are inorganic compounds intended for satisfying
animals’ needs for calcium and phosphorus, which are essential for bone formation
and play an important physiological role in all cells of the body. Monocalcium phos-
phate Ca(H2P0Os)2-2H>0 is produced from natural phosphates (apatite, phosphorite).
The principle includes their decomposition by action of mineral acids to obtain soluble
hydrogen-phosphates. Dissolution of natural phosphates results in the deposition of
uranium from phosphate ore in final products, that is, mineral feedstuffs (MCP), and
consequently reaches the body of humans and animals (Vranjes et al., 2017).

The results shown in Table 3 reveal that the average activity of thorium-232 in
mineral feed samples was 14 Bg/kg, and reached as high as 46.6 Bq/kg in one sample
of MCP. The highest measured value for 2°U was 75.7 Bg/kg. It should be emphasized
that activity concentration of even 1474 Bg/kg for 28U was determined in one sample.
This is particularly important because the radioactive decay of radium nucleus pro-
duces radon (**2Rn), a radionuclide that is the most responsible for atmospheric
contamination (especially in enclosed areas). Radium is an analogue of calcium in the
body, and is incorporated in the bones of animals and humans (~80%).

Game animals populating certain geographic locations can be considered excellent
bio indicators for pollution with radioactive residues, having in mind their consumption
of non-processed food of plant origin and their movement across a specific habitat.
Still, one should bear in mind that radionuclide accumulation is affected by various
features such as endogenous (age, sex, health condition of the animal) and exogenous
(geographic position, hydrographical conditions, soil, climate, flora) factors (Mihaljev
etal., 2019).

Table 4. Activity concentration of cesium-137, potassium-40, thorium-232,
radium-226, uranium-235 and uranium-238 in samples of biological material

Activity
Sample type 137Cs 40K 232Th 226Ra 238U 235U
[Bq/kgL] | [Bg/kgL] | [BgkgL] | [Bqkgl| | [mBgkgL] | [mBg/kgL]
Wild animal <05 A=175 A=1.70 A=8.63 A=1203 A=6.18
kidneys (n=10) ' VI=108-341 | VI=0.58-4.93 | VI=3.56-16.6 | VI=38.6-463 | VI=1.98-24
Game animals’ <05 A=253 A=179 A=222 A=423 A=217
urine (n=21) ' VI=128-381 | VI=0.77-106 | VI=4.18-29.3 | VI=17.4-232 | VI=0.89-11.9

A — Average value of activity concentration;
VI — variation interval (span) = min. value — max. value
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In all tested game samples (table 4), potassium-40 is the dominant natural radio-
nuclide with an average activity concentration of “K.,=175 Bq/kg (in kidneys) and
4K =253 Bg/L (in urine). In the body, potassium is under homeostatic control and is
little influenced by environmental variations (Mihaljev et al., 2018). Thorium-232 is
a metallic naturally occurring element that is radioactive. Due to the insolubility and
very low specific activity, thorium can be found in biosphere in very small amounts.
This was also confirmed in our results: in the majority of analyzed samples of kidneys
and urine of wild animals the activity of thorium-232 was below 5 Bg/kg. However,
thorium-232 activity in some urine samples of wild boars (Sus Scrofa) reached a value
of 106 Bq/L. Considering the nutritive habits (omnivores) and free movement of in
nature, this game species can be useful in the process of environmental control as the
bio indicators of radioactive contamination. Also, increased activity of uranium iso-
topes (3**U.=120.3 Bg/kg) and **3U.,=6.18 Bq/kg)) was apparent in kidney samples,
which is in line with the fact that kidney is a critical target organ for natural uranium
(Puri¢ et al., 1996).

CONCLUSION

The presence of radionuclide '3’Cs in soil, foodstuffs and animal feed is mostly the
result of the accident at the "Lenin" nuclear power plant in Chernobyl in 1986.

The main contribution to radioactive contamination comes from gamma-emitting
radionuclides from the 2*2Th and 238U series as well as from “’K. The radioactivity of
the soil in all the tested samples is in approximately the same ranges, while the
deviations are primarily influenced by the type of soil. It can also be concluded that soil
samples from all analyzed locations do not indicate an increase in radioactivity that
could threaten food production. It is to be emphasized that activity of radionuclides in
the examined samples was significantly lower than maximum permissible values set
by the relevant legal provisions (Official Gazette of RS, 36/2018).

Control of the content of radioactive substances in the biosphere is a basic
parameter that ensures maximum radiation safety of the population. From the point of
view of protecting nature from the harmful effects of ionizing radiation, the knowledge
about the routes and methods of transmission of radionuclides through the environment
is of fundamental importance.
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OIITEPEREHOCT 3EMJ/bUIITA, HAMUPHHUIIA,
XPAHE 3A ’)KUBOTUIHLE U BUOJIOIIKOI' MATEPUJAJIA
PAJUOAKTUBHUM PE3UJTYAMA

Caxerak

MupospyOuBo kopuiheme HykiieapHe eHeprije (UCIMTHBAkEe HyKIIeapHOT OpyKja, Hecpehe
HyKJI€apHHX PeakTopa, MHAYCTPUjCKa N MEAUIMHCKA yIoTpeba paJloaKTHBHUX jeUHCHa) U
npuMeHa GochaTHHX MUHEpaTHHX [yOpuBa y MOJHONPUBPETHO] MPOM3BOIKBH TOBOJE O
3HAYAjHOT 3araljera )KMBOTHE cpeanHe. 3eMJBUINTE KOHTAMIHUPAHO PaJHOHYKIHINMA TIPe-
CTaBJba NPBY KapUKy Y JIAHIy HCXpaHe, a CAMUM THM U PaAHOAKTHBHY KOHTaMUHAIHMjy OMJbHE
U CTOYapcKe Ipou3Bomke. KoHIeHTpalyje akTHBHOCTH paJHoOHYKIIMIA, TaMa eMUATEpa, Ofipe-
hene cy MeTomoM rama crieKTpoMeTpuje Huckor HuBoa Ha XI1I'e IeTeKTopCKoM cucTeMy BUCOKE
pesonyimje mpousBohaua OPTELL. KonreHTpaiuje Topujyma U ypaHdjyMa y CBUM y30pLUMa
aHaJM3UpaHe Cy TEXHUKOM MHIYKTHBHO CIIPErHYTE IJIa3Me Ca MaceHOM CIIEKTPOMETPHjOM
(ULII-MC 7700, Arunent). Mcnuranu cy y30puu 3eMJBUINTA, Pa3IMYUTUX HAMUPHHLA (Meca
1 IPOM3BOJIa O/1 Meca, MileKa M MIIEYHHX MPOU3Boa, pubde, Mea), XpaHe 3a KHUBOTHE (TIOTIIyHE
cMelre, KOHIIEHTPOBaHE MpeICMeIIe-IIPeMHXH, (ocdaTHa MUHEpATHA XPAaHHUBA, pHOJbE OpaIrHo)
1 OHoJIoIKOT MaTtepuana (YHyTpalllbi OpraHy, ypuH). Pe3ynTatu nokasyjy 1a je y HCIUTaHIM
y30pIEMa YTBpheHO MpHCycTBO MpUpoaHUX paguoHykimuga: K-40, Pa-226, Tx-232, V-235 u
V-238. Ox Bemrtaukux (MPOU3BENCHIX) PAIHOHYKINIA ICTCKTOBAH j€ aHTPOIIOTCHH Pajio-
Hykmux Lc-137. Moxke ce 3akJbydnTH A2 je KanujymM-40, y CBUM HCIIMTHBAHUM y30pIHMa TIpe-
JIOMHHAHTHU NIPAPOTHA PaJHOHYKIIH]] y OJHOCY Ha APyTe PaIHOHYKIHLE.

KibyuHe peun: npupoonu paouoHykiuou, eeumauku paouoHykiuou, buocgepa
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THE CORRELATION BETWEEN SOME DAILY MILK
TRAITS AND BIOCHEMICAL PARAMETERS
IN PLASMA AND MILK OF DAIRY COWS

Abstract

Aiming the determination of the relationship between some daily milk traits (daily lactose
content and somatic cell count) and biochemical parameters samples of blood and milk were
taken during three months of research from 25 Holstein cows reared on an indoor dairy cattle
farm. The relationship between the analyzed traits was determined using the Pearson Correlation
Coefticients. The conducted statistical analysis indicates high variability of relationship strength,
from negligible to strong relationship. A weak or negligible relationship was determined between
the daily lactose content in milk and all analyzed biochemical parameters in plasma, while with
the biochemical parameters in milk relationship was stronger. The correlation coefficients
between the somatic cell count (normal and transformed) and biochemical parameters in plasma
were higher than with the daily lactose content. Determined correlations should be considered
when designing systems for the early prediction of mastitis occurrence on dairy cattle farms.

Key words: daily lactose content, somatic cell count, biochemical parameters,
dairy cattle

INTRODUCTION

Modern, market-oriented dairy cattle farming, on the one hand, is constantly under
the influence of demands to raise the level of environmental protection, while at the
same time the race for profitability does not stop. In the search for new solutions, a
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significant place is occupied by some already existing ones, but in a new and innovative
way. Mastitis, inflammation of the udder parenchyma of dairy cows, is one of the most
common diseases of dairy cattle, present in clinical and subclinical form and affecting
the general health of the herd, and is associated with increased use of antimicrobial
drugs and associated resistance to the causative agent of the disease (Ebrahimi et al.,
2019). Since the dairy industry requires high-quality milk (with low somatic cell count
and high fat and protein content) for the production of dairy products, economic losses
due to mastitis result from quality deterioration and reduced milk production (Halasa
et al., 2007). Preventing and/or controlling subclinical mastitis consequently reduces
the greenhouse gas emissions per unit of product on a farm resulting in improved
profits for the farmers through reductions in milk losses, optimum culling rate and
reduced feed and other variable costs (Ozkan Giilzari et al., 2018). Therefore, the
development of useful new models for predicting disease incidence and monitoring
the prevalence of mastitis is a priority. Although the number of somatic cells in milk
is a generally accepted method for monitoring the occurrence of mastitis, some authors
state that lactose is the most promising parameter (Pyorala, 2003). The low lactose
content is correlated with increased somatic cell count in milk, while lactose content
<4.5% is an indicator of mastitis (Babnik et al., 2004). Inflammation in the mammary
gland leads to cell damage and reduced lactose synthesis (Kitchen, 1981) (Silanikove
et al., 2009). It also causes a disruption of the blood-milk barrier with reduced pro-
duction and secretion from the epithelial cells of the udder, which causes a change in
the composition of the milk, as well as the biochemistry of the blood due to the release
of various harmful toxins in the mastic udder. Therefore, it is necessary to identify
accurate milk and blood biomarkers of inflammation in mammary tissue in order to use
them in designing new alternative diagnostic approaches for rapid detection and
confirmation of mastitis in dairy animals (Benic¢ et al., 2018).

The objective of this research was to determine the relationship between some daily
milk traits (daily lactose content and somatic cell count) and biochemical parameters
in plasma and milk samples.

MATERIAL AND METHODS

The research was performed in the east of Croatia on an indoor dairy cattle farm.
During the three months of research, milk was sampled, on monthly basis, from 25
Holstein cows with an average daily milk yield of around 40 kg/day. The cows inclu-
ded in the research were healthy and did not have any disorders. The cows were fed
with a total mixed ration (TMR) with the addition of mixture accordingly to the daily
milk production. Blood samples were taken from the coccygeal vein into tubes with
lithium heparin anticoagulant (Becton Dickinson, Plymouth, England, UK) and centri-
fuged (1.500 g/10 min at 4°C) in order to separate the plasma. Milk samples were taken
into clean tubes and centrifuged (12.000 g/30 min at 4°C) for plasma separation. The
determination of the biochemical parameters in blood and milk plasma was performed
operating an automatic clinical chemistry analyzer Beckman Coulter AU400 (Beckman
Coulter, Germany). The concentration of B-hydroxybutyrate (BHB) was determined
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utilizing commercial kits (Randox Laboratories Ltd, Crumlin, UK) following the
enzymatic colorimetric method. The test-day records of animals included in the re-
search, obtained during the regular milk recording, were taken from the central data-
base of the Croatian Agency for Agriculture and Food. Test-day records were corrected
accordingly to the ICAR guidelines (2017), and the somatic cell count was transformed
using the log function. Table 1 presents basic statistical parameters of daily milk traits
(lactose content and somatic cell count) of the animals included in the research.

Tab. 1. Basic statistical parameters of daily milk traits
(lactose content and somatic cell count)

Trait N Mean SD Minimum | Maximum
DLC, % 74 4.464 0.221 3.570 4.850
SCC 72 1420674 2205157 31818 10844297
ISCC 72 29.169 1.950 24.923 33.336

* DLC — daily lactose content in milk sample,%; SCC — somatic cell count;
ISCC — log value of somatic cell count

The relationship between some daily milk traits (daily lactose content and somatic
cell count) and biochemical parameters in plasma and milk samples were determined
using the Pearson Correlation Coefficients.

RESULTS AND DISCUSSION

The correlation coefficients between the daily milk traits (daily lactose content and
somatic cell count) and biochemical parameters in plasma presented in Table 2. ranged
between 0.001 (negligible relationship) to —0.605 (strong relationship). A weak or
negligible relationship was determined between the daily lactose content in milk and
all analyzed biochemical parameters in plasma. A positive relationship existed between
the daily lactose content and aspartate aminotransferase, y-glutamil transferase, urea,
albumin and Fe concentration. Furthermore, between the daily lactose content and
glucose, protein, triglyceride, B-hydroxybutyrate and Ca concentration negative
relationships were determined. The correlation coefficients between the somatic cell
count (normal and transformed) and biochemical parameters in plasma were higher
than with the daily lactose content indicating a stronger relationship between the
somatic cell count than with the lactose content. The highest determined correlation
coefficient of -0.605 between the somatic cell count and concentration of Fe in plasma
indicates a decrease in plasma Fe in case of mastitis occurrence. A moderate negative
correlation was also determined between the SCC and AST (-0.339), and GGT (-0.247)
indicating a decrease of aspartate aminotransferase and y-glutamil transferase in a case
of SCC increase or mastitis occurrence. On the other hand, a moderate positive corre-
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lation between the SCC and glucose (0.329), and triglyceride (0.225) indicate an
increase in glucose and triglyceride concentration in plasma if SCC increases.

Correlation coefficients between the daily milk traits (lactose content and somatic
cell count) and biochemical parameters in milk are presented in Table 3. The highest
and positive correlation coefficient was determined between the daily lactose content
and glucose (0.307) and Fe concentration in milk (0.269) indicating simultaneous
fluctuation of the defined parameters. The relationship between the daily lactose
content and other biochemical parameters in milk was negligible or weak.

Table 2. Correlation coefficients between daily milk traits
(lactose content and somatic cell count) and biochemical
parameters in plasma

Trait DLC, % SCC ISCC
Aspartate amino transferase (U/L, AST) 0.157 —0.339 —0.494
0.186 0.004 <0.001
y-glutamil transferase (U/L, GGT) 0.067 —0.247 —0.356
0.573 0.038 0.002
Glucose (mmol/l, GUK) -0.075 0.329 0.315
0.531 0.005 0.008
Urea (mmol/L, UREA) 0.056 0.101 -0.111
0.637 0.401 0.356
Protein (mmol/L, PRO) —0.185 0.077 0.161
0.117 0.522 0.180
Albumin (g/L, ALB) 0.001 —0.038 —0.090
0.995 0.751 0.457
Triglyceride (mmol/L, TGC) —0.111 0.225 0.259
0.352 0.059 0.029
B-hydroxybutyrate (mmol/L, BHB) —0.007 —0.094 0.020
0.952 0.441 0.868
Fe (umol/L) 0.142 —0.605 —0.523
0.231 <0.001 <0.001
Ca (mmol/L) —0.091 —0.075 —0.128
0.445 0.537 0.286

* DLC — daily lactose content (%); SCC — somatic cell count;
ISCC — log value of somatic cell count

Somatic cell count (normal and log value) was positively correlated with the AST,
GGT, and Ca concentration in milk, while a negative correlation was determined with
the glucose, urea, protein, albumin and Fe concentration in milk. Conversely to the
correlation with the AST and GGT in plasma, the correlation between the SCC and
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transferases was a positive indicating increase of catabolic enzymes in the milk of
animals with increased somatic cell count. Understanding conditions underlying the
development of mastitis using blood and milk biochemical parameters to assess animal
health will improve disease prevention. Different deviations were observed in the
results of blood and milk yields, and finding appropriate relationships between these
parameters individually in blood and milk is crucial for understanding the health and
production status of animals.

Table 3. Correlation coefficients between daily milk traits
(lactose content and somatic cell count) and biochemical
parameters in milk

Trait DLC, % SccC ISCC
Aspartate amino transferase (U/L, AST) —0.100 0.398 0.379
0.402 0.001 0.001
v-glutamil transferase (U/L, GGT) —0.005 0.336 0.225
0.966 0.004 0.056
Glucose (mmol/l, GUK) 0.307 -0.399 -0.510
0.009 0.001 <0.001
Urea (mmol/L, UREA) 0.064 —-0.054 -0.134
0.593 0.652 0.262
Protein (g/L, PRO) 0.091 -0.071 0.011
0.450 0.553 0.929
Albumin (g/L, ALB) 0.164 -0.235 -0.212
0.170 0.047 0.074
Fe (umol/L) 0.269 -0.277 -0.265
0.022 0.019 0.024
Ca (mmol/L) 0.056 0.172 0.143
0.640 0.148 0.232

* DLC — daily lactose content, %; SCC — somatic cell count;
ISCC — log value of somatic cell count

Aspartate aminotransferase (AST) and y-glutamyl transferase (GGT) are important
catabolic enzymes that play an important role in animal liver function. Liver dys-
function is often associated with mastitis, and some studies (Liu et al., 2012) have
shown that GGT enzyme activities in milk are higher than in blood plasma. Though
some studies have found a significant increase in serum AST activities in mastitic cows
compared to apparently healthy cows, these elevated levels of aminotransferases (AST)
may be indicative of cellular damage, particularly in the liver and myocardium, and
subsequent leakage of cellular enzymes into the serum (Amany & Dina, 2008) (Al-
autaish et al., 2018). Lactation has a great influence on the biochemical parameters in

239



the blood of cows, reflecting the metabolic needs, and the activity of AST in the blood
is very important. AST acts as a catalyst in linking the metabolism of amino acids and
carbohydrates. Accordingly, changes in their activity in the blood may be a conse-
quence of their increased activity in cells (primarily the liver), but also a reflection of
damage to the cellular structure. In some studies (Djokovic et al., 2017), a statistically
significant higher (P<0.01) AST activity in blood serum was found in groups of cows
in early lactation compared to groups of cows in mid-lactation, while no significant
difference (P>0.05) in AST value in milk serum. It has been observed that the levels
of AST activity in milk are higher than those found in blood serum (Batavani et al.,
2003) (Ping Liu et al., 2012) and it is suggested that the main source of AST in normal
and mastitic milk is a secretory cell of the mammary gland, which is consistent with
our results. On the other hand, some authors (Mohamed, 2014) report that a significant
difference was found in AST activity in the blood serum of cows at the beginning
compared to the middle of lactation, without a significant difference in enzyme activity
in milk, where AST activity was significantly lower in milk than in blood in both stages
of lactation.

A negative correlation between glucose in milk was found in relation to SCC and
LSCC, and a possible explanation is that glucose is transferred from milk to the extra-
cellular pathway to maintain the osmotic balance between the extracellular environ-
ment and milk with an increase in Na+ and Cl — when the body suffers from mastitis
(Hu et al., 2021). In addition, hypoglycemia may result from the accumulation of
immune cells at the site of infection, which reduces the availability of glucose in the
local area. During inflammation, the glucose demands of the immune system may
increase to amounts similar to those required for high milk yields (Habel & Sundrum,
2020). Inflammation of the mammary gland caused a significant increase in the con-
centration of glucose in the blood plasma despite a rather significant decrease in the
extraction of glucose by the mammary gland, and it can be considered a protective
mechanism due to the supported increased energy demand of the immune system (Sila-
nikove et al., 2014). The higher correlation coefficient found between albumin in milk
compared to albumin in plasma is consistent with the claims that although the major
site of albumin synthesis is in the liver and that it enters milk by leakage through the
epithelial tight junction from the bloodstream, is the main source of the increase in
albumin content in milk in inflammatory conditions the gland itself (Batavani et al.,
2007). A significantly (P<0.05) lower level of albumin was reported in subclinical
(2.44 g/dl) and clinically (2.31 g/dl) infected animals than in animals of the control
group (2.94 g/dl) (Singh et al., 2014). a-lactalbumin is a part of lactose synthetase, and
a reduction of it, especially with higher leukocyte counts, agrees with reduced lactose
synthesis during mastitic conditions (Haenlein et al., 1973). Serum levels of some
minerals in subclinical mastitic animals reveal that subclinical mastitis involves a
decrease in the iron concentration of 9.9 + 0.8 compared to the control of 18.6 + 1.4
(Al-autaish et al., 2018). Restriction of availability of Fe (hypoferremia) represents
one of the anti-microbial defense mechanisms. Ganz (2018) reported that a common
mechanism of hypoferremia during inflammation is a cytokine-driven increase in
hepcidin, which decreases the concentration of ferroportin and thereby reduces iron
fluctuation into the extracellular fluid. Although some authors report a drop in the level
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of calcium in the blood and milk of infected cows (Yildiz & Kaygusuzoglu, 2005; Zaki
et al., 2010; Hassanin, 2019) in our research, negative correlation coefficients were
determined for calcium from plasma, and positive correlation coefficients for calcium
in milk. A significantly higher level of calcium was recorded in the plasma of sub-
clinical and clinically infected animals compared to the control group of animals (Singh
et al., 2014), and it could be a consequence of a decrease in the milk yield of infected
animals, therefore less total calcium is excreted in milk.

CONCLUSIONS

The analysis of the relationship between some daily milk traits (daily lactose
content and somatic cell count) and biochemical parameters in plasma and milk indi-
cates high variability of relationship strength (from negligible to strong relationship).
A weak or negligible relationship was determined between the daily lactose content in
milk and all analyzed biochemical parameters in plasma, while with the biochemical
parameters in milk relationship was stronger. The highest and positive correlation
coefficient was determined between the daily lactose content and glucose and Fe
concentration in milk.

The correlation coefficients between the somatic cell count (normal and trans-
formed) and biochemical parameters in plasma were higher than with the daily lactose
content indicating a stronger relationship between the somatic cell count than with the
lactose content. The highest correlation coefficient was determined between the
somatic cell count (SCC) and concentration of Fe in plasma indicating a decrease in
plasma Fe in case of mastitis occurrence. A moderate negative correlation was deter-
mined between the SCC and aspartate aminotransferase (AST) and y-glutamil trans-
ferase (GGT). Conversely to the correlation with the AST and GGT in plasma, the
correlation between the SCC and transferases in milk was positive indicating an
increase of catabolic enzymes in the milk of animals with increased somatic cell count.

Determined correlations should be taken into account when designing systems for
the early prediction of mastitis occurrence on fairy cattle farms.
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KOPEJAIIMJA UBMEBY HEKUX JTHEBHUX OCOBNHA MJIEKA
N BUOXEMUJCKHUX ITAPAMETAPA Y IVIAZMHA
N MUIEKY MJIEYHUX KPABA

Caxerak

VY nupy yrBphuBama Bese m3Mely HEKMX JHEBHUX OCOOMHA MileKa (IHEBHOT caipikaja

JIaKTo3¢ U O6poja comarckux henuja) u OMOXEMHUjCKUX MapameTapa, TOKOM TPOMECCUHOT HCTpa-

JKUBamba y3€TH Cy y30pLH KPBH M MIIeKa o 25 kpaBa XONIITajH pace y3rojeHNX Ha MIICYHO]

dapmu 3aTBOpeHOr THHIA Ipkama. OgHOC u3Mel)y aHanm3mpaHux ocobmHa onpeheH je
kopunrhemeM [TupcoHoBux xoedpunujenata xopenanuje. CrpoBeaeHa CTATHCTHYKA aHAIN3a

yKa3yje Ha BEJIMKY BapHjaOWIIHOCT jadyrHe 0JHOCA, O] 3aHEMapJbHBe JI0 jake Be3e. YTBpheH je

ci1ab MM 3aHEMapIbHB OHOC H3Mely AHEBHOT cafpikaja JaKTo3€ Y MIIKy U CBHX aHAIM3HPAHHX
OHOXEMHUjCKHX MapaMeTapa y IUIa3MH, 0K je KO OHOXEMHjCKHX MapaMerapa y MIIEKy OIHOC
6mo jaun. Y1Bphene kopenanuje Tpeda y3eTn y 003up IPHIMKOM IIPOjeKTOBamka CHCTEMa 3a

paHo npenBubame mojaBe MacTUTHCA Ha apMaMa MIICYHHX TOBEZa.

Kbyune peun: onesnu cadporcaj naxmose, opoj comamcxux henuja, buoxemujcku
napamempu, Mieuna 206eoa
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THE USE OF BIOWASTE AS A SILAGE BY-PRODUCT
FOR SUSTAINABLE FOOD AND FEED PRODUCTION

Abstract

Worldwide, food production is on the rise, as well as the amount of waste. In recent years,
rising disposal costs, environmental regulations, and awareness have created the need to find
sustainable alternatives to waste management. There are various options to turn food waste into
value-added products such as compost, fertilizer, soil improvement supplements, biogas, medical
products, livestock feed, etc. The work showed the application of food waste in the form of raw
materials for silage and the preparation of high-quality animal feed. In this way, waste was
converted into a new by-product of the food industry for the preparation of high-quality silages

Keywords: by-product, bio waste animal feed, silage

INTRODUCTION

Food processing operators are characterized by industrial processes that produce
significant amounts of byproducts that, under the new EU waste regulation, can be
reused or recycled with favorable environmental impacts and an important impact on
the economy. Each sub-sector produces different types of byproducts that can be
treated or reused in different processes or industries. Each waste producer carries with
it responsibility in waste management, which includes certain obligations. The waste
producer is obliged to draw up a waste management plan and organize its imple-
mentation if it produces a certain amount of non-hazardous waste or hazardous waste
annually. It is also obliged to obtain a report on waste testing and renew it in case of a
change in technology, changes in the origin of raw materials, or other activities that
would affect the change in the character of waste and keep the report for at least five
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years, or to obtain a corresponding exemption certificate in accordance with this law.
The waste producer is obliged to ensure the application of the principles of the waste
management hierarchy, collect waste separately in accordance with the need for future
treatment, and store waste in a way that minimally affects human health and the
environment. Currently, the food industry seeks to reduce the amount of waste material
produced during the production cycle. There is growing interest in the commercial use
of different generated side products during different production processes. Repla-
cement of edible feed crops with human-inedible biomass in animal diets is a potential
strategy that could reduce food-feed competition and mitigate the environmental
impacts of livestock, (Salami et al., 2019).

The cost of many traditional feeds restricts their use in many countries, and pro-
ducers are turning to alternative feed sources because may supply the energy and
protein requirements for reproduction but can contain plant secondary compounds that
affect various components of the reproductive cycle, (Blache ef al., 2008). Feed techno-
logy involves the processing of ingredients and the manufacture of animal feeds and
is an integral part of animal production systems to provide high-quality and nutritious
food, with the objective is to transform low-quality ingredients into higher-value feed
components and improving nutrient utilization of compound feeds, (Abdollahi et al.,
2020). Bio-waste is created depending on the type of culture in part before the raw
material of vegetables enters the food factory, during purification, then in the proces-
sing depending on culture and after processing, where pieces are extracted, and when
the cut product does not correspond in shape, size, and color, while a smaller part of
the waste is created during the packaging process due to waste.

MATERIALS AND METHODS

In order to obtain initial results on the possibility of bio-waste ensiling, different
mixtures of vegetables were ensiled in the Laboratory for Nutrition of Domestic
Animals, at the Faculty of Agriculture — University of Belgrade. Laboratory mini silos
were used for rape, with a hermetic opening, a volume of 1.5 liters, and one-way
emissions. Each silo is filled with 1100-1,200 grams of compressed bio-waste. Expe-
rimental silos are stored at room temperature.For ensiling in experimental laboratory
silos, it was used: peas from production, broccoli cubes, broccoli bites, vegetable waste,
vegetable waste mixed vegetables, tomatoes, parsnip, corn sugar grain, and corn leaves.
In order to eliminate the undesirable moisture content, it was used: wheat grain, a
covered whole grain of wheat, and a corn crop. Experimental mixtures with different
combinations of bio-waste vegetables and foods in dry form, as well as in different
relationships were ensiled.

Analytical DM content of oven-dried samples and concentrate diet ingredients were
determined by drying at 105 °C for 5 h. Samples were ground through a 1-mm diameter
screen. Ash was determined by combustion at 550 °C for 6 h. The CP content was
determined by the micro-Kjeldahl method (method 988.05; AOAC, 2002) using
K2S04/Se catalyst-Kjeltabs S 3.5, on the Kjeltec Auto 1030 Analyzer-Tecator System.
Ether extract content was determined by extraction using diethyl ether in the Soxhlet
apparatus (method 920.39; AOAC, 2002). Neutral detergent fiber (NDF) content was
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determined using heat-stable a-amylase (A3306 Sigma Chemical Co., St Louis, MO,
USA) and sodium-sulfite (Official Method 2002:04; AOAC, 2002). The acid detergent
fiber (ADF) and acid detergent lignin (ADL) content were determined according to
the Official Method: 973.18 (AOAC, 2002).

RESULTS AND DISCUSSION

Ensiling is a technological process of conservation of high-moist plants (the most
common moisture content is 60-80%), intended primarily for the nutrition of domestic
animals. Feed conservation is done using acids that are obtained by the activity of
bacteria in lactic-acid fermentation. As a result of the whole process, obtained is
product silage, which is used in the diet of animals on farms throughout the year.

It was ensiled three different mixtures of vegetable waste from food processing,
which are present in table 1. Results of standard chemical analysis and quality of silage
fermentation are shown in tables 2-7.

Table 1. Composition of experimental silages, %

Silage 1 Silage 2 Silage 3
Corn leaves Corn leaves
and knobs 23,04 Tomato 10,29 and knobs 26,32
Vegetable mixture 9,82 Broccoli petty 14,83 Green beans 22,30
waste

Vegetable leaves |[11,00| Broccoli cubes 13,37 Vegeteg]):: tr;nxture 12,18
Parsnip 8,30 Green beans 20,69 Parsnip 9,66
Broccoli cubes 9,94 Corn leaves 13,83 | Sugar corn grain | 7,01
Green beans 14,15 Tomato 4,89 Wheat grain 22,53

Corn cover 23,75 Corn flour 22,10 / /

Table 2. The results of the standard chemical analysis of silage 1

Parameter As Feed, % In DM, %
Moisture 70,38 —
Dry Matter 29,62 -
Crude protein 3,19 10,77
Ether extract 0,69 2,34
Ash 0,71 2,40
Neutral detergent fiber-NDF 12,95 43,72
Acid detergent fiber-ADF 3,18 10,73
Acid detergent lignin-ADL 0,05 0,17
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Table 3. Total organic acid content and silage quality rating per DLG system
for silage 1

Acid Participation % | Content, % Points Rating
1. Lactic acid 5,33 0,008 0
2. | Acetic acid 94,67 0,144 0 Quality
3. | Butyric acid / / 10 Class V
4. | pH 3,58 9 Bad quality
2

Table 4. Total organic acid content and silage quality rating per DLG system

for silage 2
Acid Participation % | Content, % Points Rating
1. | Lactic acid 73,58 0,39 20 .
2. | Acetic acid 26,42 0,14 10 %‘fahtf
. ass
3. | Butyric acid / / 10 Very good
>
Table 5. The results of the standard chemical analysis of silage 2
Parameter As Feed, % In DM, %
Moisture 70,65 -
Dry Matter 29,35 -
Crude protein 3,50 11,93
Ether extract 0,75 2,57
Ash 0,62 2,10
Neutral detergent fiber-NDF 12,52 42.65
Acid detergent fiber — ADF 3,32 11,30
Acid detergent lignin — ADL 0,08 0,28

The flow of conservation and intensity of change will depend on a number of
factors but mostly those that condition the successful development of lactic-acid
fermentation such as food moisture content, environmental anaerobicity, carbohydrate
content, and temperature, (Iveti¢ A., 2017). These factors enable conditions in which
desirable microorganisms will dominate during plant fermentation and enable you to
obtain high-nutritional quality silage. Silage 1 consists of a parsnip, broccoli, green
beans, corn leaves, waste vegetable, and their leaves from food production. Silage 2
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consists of broccoli, green beans, tomatoes, and peas. Silage 3 consists of tomatoes,
green beans, sugar corn grains, and leaves. Experimental silages 2 and 3 were cha-
racters in high-quality quality fermentation, as opposed to experimental silage 1.
Acetic acid was presented in experimental silage 1 with 94.67% DM. On the contrary,
in high-quality silages 2 and 3, the presence of lactic acid was 66.67 — 73.58 % DM.
It is necessary to highlight the benefit of such ensiling with vegetable waste which is
that no experimental silages have had the participation of butyric acid.

Table 6. The results of the standard chemical analysis of silage 3

Parameter As Feed, % In DM, %
Moisture 69,39 -
Dry Matter 30,61 -
Crude protein 4,12 13,50
Ether extract 0,98 3,20
Ash 1,05 3,44
Neutral detergent fiber-NDF 18,74 61,21
Acid detergent fiber-ADF 8,98 29,33
Acid detergent lignin-ADL 0,13 0,41

Table 7. Total organic acid content and silage quality rating per DLG system

for silage 3
Acid Participation % | Content, % Points Rating
1. | Lactic acid 66,67 0,40 20 ]
2. | Acetic acid 33,33 0,20 9 %‘f;slg
3. | Butyric acid / / 10 Very good
4. | pH 4,04 9 quality
> 48

The main goal of plant ensiling is to preserve the nutritional value of the green

mass of plants during conservation so that the nutrient value is as close as possible to
the nutritional value they had before conservation, ( Iveti¢ A., 2018). The content of
crude protein CP was in the range of 10,77 — 13,50 % DM, which is satisfactory in
relation to some of the poorer ones in CP such as corn silages. Because, of low fer-
mentation quality and reduced nutritional value animals are consumed in small quan-
tities due to distaste and subsequently less utilization of SP, (Stojanovi¢ ef al., 2020).

Lower SM content in silages and a slower decline in pH value may facilitate the
development of undesirable bacteria. Arriola ef al., (2021) suggest that this may explain
more modest improvements in aerobic stability than inoculation in low SM content
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compared to those with medium or high DM content. DM content was smaller in
experimental silages and was 29-30%.

Also, it could be expected that silage nutrient concentrations and silage fermen-
tation products would affect methane yield and that these factors could be used to
predict the methanogenic potential of the silages, (Weiby ef al., 2022). Understanding
the variability of quality silage, milk production of lactating dairy cows fed alfalfa
silage-based diets and the nexus between quality silage and milk yield is vital for silage
quality improvement while contributing to profitable milk production, (Tharangani et
al., 2022). The indigestible part of the animal feed is the content of the lignin. A very
positive effect of these silages on lignin content was observed, which ranged from
0.17-0.41% DM, which is tenfold and more, less than the content of lignin in the silages
that are made from traditional crops. Nowadays, plant-based human food products are
considered to be more sustainable than animal-derived products, (Wehrmaker ef al.,
2022).

CONCLUSION

The sustainability of food and feed production means ensuring that agriculture
remains sustainable and successful in the long term. The concept and goal of sustai-
nability can be achieved by creating a common value in which food and feed pro-
duction and environmental values are joined together. This means providing agriculture
production benefits to suppliers and customers, while at the same time following with
a positive impact on the planet, humans, and animals. All food and beverage production
processes lead to by-products from waste materials that remain after the completion of
production activities. A certain amount of bio-waste is generated during the food
production process. Depending on the type of product, as well as the production cycle,
bio-waste occurs during receiving vegetables raw materials, washing, processing raw
vegetable materials, packaging, and manipulating in the warehouse of finished pro-
ducts, as well as in retail. There are various options to turn food waste into value-added
products such as compost, fertilizer, soil improvement supplements, biogas, medical
products, livestock feed, etc. This work it is presented the application of food vegetable
waste in the form of raw materials for silage and the preparation of high-quality animal
feed. In this way, waste was converted into a new by-product of the food industry for
the preparation of high-quality silages.

Acknowledgments. We would like to thank companies Frikom Ltd and

Agnoprotein Ltd from Serbia for their support during the research and development of
the new sustainable vegetable mixture for ensiling.
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UPOTREBA BIO OTPADA U VIDU SPOREDNOG PROIZVODA
ZA SILIRANJE U CILJU ODRZIVE PREHRAMBENE PROIZVODNJE
I PROIZVODNJE HRANE ZA ZIVOTINJE

Rezime

Sirom sveta proizvodnja prehrambene industrije je u daljem porastu; kao i koli¢ina otpada.

Poslednjih godina, rastuéi troskovi odlaganja, ekoloski propisi i svest stvorili su potrebu da se
pronadu odrzive alternative za upravljanje otpadom. Postoje razlicite opcije da se bio otpad
prehrambene industrije pretvori u proizvode sa dodatom vrednoséu kao $to su kompost, dubrivo,
suplementi za poboljSanje zemljiSta, biogas, medicinski proizvodi, sto¢na hrana i dr. U radu je
prikazana primena bio otpada prehrambene industrije u vidu sirovina za siliranje i pripremu
konzervisane hrane za ishranu zivotinja. Na ovaj nacin je bio otpad konvertovan u novi sporedni

proizvod prehrambene industrije za pripremu visoko kvalitetne silaze .

Kljuéne reéi: bio otpad, sporedni proizvod, ishrana Zivotinja, silaza
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NEW TYPE OF COOKIE PRODUCT
WITH DEHYDRATED PEACH

Abstract

Osmodehydrated and lyophilizated peach is characterized by upgraded dehydration effec-
tiveness and enriched chemical and mineral matter content, and as such, is an interesting material
to be added to the cookies’ formulation. Produced cookie samples with different levels of peach
dehydrated by two different methods, were subjected to the nutritive and technology quality
parameters testing. Obtained results showed that the addition of higher levels of dehydrated
peach enhanced all nutritive, while simultaneously decreased most of the technological quality
parameters. The optimal addition of osmodehydrated and lyophilized peach to the cookie
formulation was determined to be 15%. Testing consumers’ attitude showed high appriciation
of cookies with dehydrated peach sensory characteristics and high positive attitude towards
presented new product thus pointing at its’ high potential for market acceptability.

Key words: osmotic dehydration, lyophilization, sugar beet molasses, peach, cookies

INTRODUCTION

Combinations of different material dehydration methods have provided numerous
beneficial results. Combination methods of osmotic dehydration with lyophilization,
for example, has several advantages. This combined method has the possibility to lower
the application volume of a high energy-demanding process that gives excellent pro-
duct quality (lyophilization) via application of a low energy requirements pre-treatment
of osmotic dehydration (Ciurzynska et al., 2016; Igual et al., 2019; Filipovi¢ et al.,
2022a).
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Sugar beet molasses is characterized by high dry matter content and rich nutritive
composition, and due to high driving force for the water removal during osmotic
dehydration has the potential to be a good osmotic solution. Its specific chemical com-
position, sensory properties, low cost and reuse of by-products of different industry,
presents molasses as a better choice than some other, usually used osmotic mediums
(Loncar et al., 2021).

Cookies are very popular wheat-based product consumed in the whole world, due
to their different flavours, affordable price, long shelf life and readiness to eat. In effort
of health improvement and increase of conscience regarding diet and health interaction,
cookies’ formulation adjustment is needed (Blanco Canalis et al., 2020).

Cookies are a complex system where every ingredient has an essential purpose,
and every change in standard formulation usually leads to cookies' dough changes that
affect final product quality, hence every addition of new raw material to the cookies’
formulation, requires precise testing and quality optimization (Blanco Canalis et al.,
2017; Filipovi¢ et al. 2022b).

In this research, most of the results produced in scientific project titled: “Production
and implementation of innovative product from domestic peach with improved sensory
and nutritive properties” are systemized and elaborated in effort of presenting new
type of cookie product supplemented with combinedly dehydrated peach.

PEACH COMBINED OSMOTIC DEHYDRATION
AND LYOPHILIZATION PROCESS

In published papers: Filipovi¢ et al., 2022a; Filipovi¢ et al., in press, osmotic
dehydration process performed under atmospheric pressure, at constant temperature
of 20, 35 or 50 °C, during 1, 3 or 5 hours in molasses of 60, 70 or 80% concentration
and succesive lyophilization process of following parameters: pressure of the 1.6 Pa,
condenser temperature of —57 °C and duration of the lyophilization of 2, 4, 5 or 6
hours, were descibed.

The obtained results from the research showed that all three osmotic dehydration
parameters (process temperature and duration and molasses concentration) statistically
significantly affected dry matter content and ay;, values of combinedly dehydrated
peach. Osmotic dehydration process, in combination with lyophilization, contributed
to enhancing overall dehydration effectiveness, by increasing obtained dry matter
content values of successive dehydration process, reducing time and energy con-
sumption of high energy demanding single-stage lyophilization process. Exceptional
peaches samples’ a,,, values reduction in lyophilization stage contributed to the
synergetic dehydration method with samples’ microbiological stability, obtaining
dehydrated product of only 0.433 of aw value. Dehydrated peach chemical content was
preserved, while mineral matter content was highly enriched, due to molasses, as an
osmotic solution, application. As the optimal parameters of combined osmotic
dehydration and lyophilization process were determined: osmodehydration process
temperature of 20 °C, during 5 hours in 80 % molasses concentration and 5-hour
successive lyophilization process (Filipovi¢ et al., 2022a; Filipovi¢ et al., in press).
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COOKIES WITH DEHYDRATED PEACH
PRODUCTION

Cookies samples were produced with and without the addition of lyophilized and
osmodehydrated and lyophilized peach at different levels od addition. In the effort of
obtaining the same moisture content and comparability of different cookie dough while
applying material of different moisture content, the quantity of distilled water addition
was adjusted to every cookie sample with dehydrated peach formulation, providing
the same level of dough moisture content through the investigated cookie samples.

On produced cookie samples chemical, mineral, total carotenoid and polyphenol
content, antioxidative activity, technological quality, instrumental texture and colour
and descriptive sensory analysis were performed (Filipovi¢ et al., 2022b).

QUALITY OF COOKIES WITH DEHYDRATED
PEACH

The results of cookies with dehydrated peach addition quality testing and optimi-
zation showed that different dehydration methods had statistically significantly diffe-
rent impacts on the nutritive characteristics of cookies, where molasses application in
the osmotic treatment stage of the combined dehydration method had a positive effect
on cookies with dehydrated peaches’ overall nutritive composition. Cookies with 10%
of combinedly dehydrated peach addition nutritive quality indicates a significant
increase in chemical, mineral, and phenol content, and antioxidative activity. Peaches’
combined dehydration method positively influenced certain cookies’ technological
quality parameters in comparison to cookies with the same amount of lyophilization
peaches addition. The results of the descriptive sensory analysis showed that with the
addition of up to 10% of dehydrated peaches to the cookie formulation, there was a
positive effect on all sensory responses, providing a favorable peach note to overall
taste and flavor (Filipovi¢ et al., 2022b).

In table 1 results of the Z-score analysis of cookies, with and without the addition
of lyophilized and osmodehydrated and lyophilized peach, are shown. Presented results
show segment Z-score S1 - S6, which correspondents to Z-score results of chemical,
mineral matter and phenolic compounds content, technological quality parameters,
instrumental colour and descriptive sensory analysis responses, respectively. The addi-
tion of peach dehydrated by combined method led to the increase of segment Z-score
values for all nutritive cookie characteristics, while segment Z-score values for tech-
nological cookie characteristics declined with the addition of dehydrated peach to the
cookies’ formulation, especially with the addition of peach dehydrated by the combined
method. Total Z-score values, mathematically combine all segment Z-scores and point
at the optimal combination of all tested cookies’ nutritive and technological responses.
The addition of dehydrated peach by combined method to the cookies formulation,
produced an optimal combination of tested quality characteristics. The optimal addition
of osmodehydrated and lyophilized peach to the cookies formulation was determined
to be in the quantity of 15% (Filipovi¢ et al., 2022b).
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Table 1. Z-score analysis of cookies with and without the addition
of lyophilized and osmodehydrated and lyophilized peach
(Filipovié et al., 2022b)

Sample description Segment Z-score ZTsOctgie
d b

and (number) Si | S | S | Si|ss | S| s

Control

(1) 0.00 | 0.09 | 0.00 | 0.98 | 0.75 | 0.81 | 0.54
o e

2.5% of lyophilized peach 0.16 | 0.03 | 0.05 | 0.43 | 0.64 | 0.79 | 038

addition (2)

5 o

5% of lyophilized peach 0.27 [ 0.00 | 0.10 | 0.18 | 0.58 | 0.78 | 0.31

addition (3)

2.5% of lyophilized and

osmo-dehydrated peach 0.16 | 0.16 | 0.08 | 0.75 | 0.57 | 0.77 | 0.48

addition (4)

5% of lyophilized and

osmo-dehydrated peach 0.28 | 0.28 | 0.14 | 0.60 | 0.53 | 0.60 | 0.45

addition (5)

10% of lyophilized and

osmo-dehydrated peach 049 | 049 | 0.22 | 0.52 | 0.47 | 0.49 | 0.47

addition (6)

15% of lyophilized and

osmo-dehydrated peach 0.71 | 0.65 | 0.45 | 0.44 | 0.39 | 0.31 | 0.49

addition (7)

20% of lyophilized and

osmo-dehydrated peach 0.84 | 0.83 | 0.63 | 0.27 | 0.34 | 0.13 | 0.46

addition (8)

25% of lyophilized and

osmo-dehydrated peach 1.00 | 1.00 | 1.00 | 0.04 | 0.25 | 0.00 | 0.45

addition (9)

CONSUMERS’ TEST OF NEW COOKIE PRODUCT
WITH DEHYDRATED PEACH

Cookie product with lyophilized and osmodehydrated peach, of experimentally
determinated optimal formulation (quantity of dehydrated peach addition of 15%), was
produced in higher quantities, in effort of conducting consumers’ test and evaluating
acceptability of new type of cookie product on large scale of unspecified consumers
(576 randomly selected consumers of different sociodemographic characteristics).

Table 2 shows 3 general and 5 specific questions (Filipovi¢ et al.., 2016), that con-
sumers were asked on the conducted survey.
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Table 2. Consumers’ survey questions

Qliestlon Question Question
ype no.
General Ql Do you read declarations on cookies’ packaging?
questions (Answer: YES/NO)
Q2 Does your health condition require special diet?
(Answer: YES/NO)
Q3 Based on your opinion, does the food affect health
condition?
(Answer: YES/NO)
Specific Q4 Is the cookies’ with dehydrated peach colour acceptable?
questions (Score from 1 to 9, where 9 is the highest score)
Q5 Is the cookies’ with dehydrated peach taste acceptable?
(Score from 1 to 9, where 9 is the highest score)
Q6 Is the cookies’ with dehydrated peach smell acceptable?
(Score from 1 to 9, where 9 is the highest score)
Q7 Is the price of cookies’ with dehydrated peach
significant issue in buying decision? (Score from 1 to 9,
where 9 is the highest score)
Q8 Would you buy cookie with dehydrated peach
and implement it in your diet? (Score from 1 to 9,
where 9 is the highest score)

Table 3 shows results of the consumers’ answers to the conducted survey, from
which it can be seen that with the age, level of education and income increase, percent
of the positive answers to the reading of the declarations, increased also. Younger
consumers were not exposed to the health issues that would require special diet, which
changed with the age increase. In general population, there is a low percent of con-
sumers whose health condition requires special diet — 18.90%. Large share of consu-
mers in all groups positively answered the question regarding effect of the food on
health condition.

Answers to the specific questions regarding acceptability of colour, taste and smell
of the cookies with dehydrated peach were very high (close to maximal value od 9).
Cookies colour was highly evaluated by all consumers, while some lower scores were
marked at middleaged consumers, with high level of education and with the highest
income level. Taste and smell were better scored at older and higher educated and po-
pulation with the highest income. Consumers’ answers to the questions from Q4 to Q6
indicate to highly appriciated sensory characteristics of cookies with dehydrated peach.

Cookie price was marked with significantly high scores and evaluated as important
buying parameter, especially at younger population.

Answers to the last question, would consumers buy cookies with dehydrated peach
and implement it in their diet, showed high level of positive attitude towards presented
new product and indicated on high potential for marked acceptability of newly
developed cookie type with dehydrated peach.
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Table 3. Consumers’ answers to the survey questions

Ql | @2 | Q3[4 | Q5] Q6] Q7] Qs
Positive answers Consumers average
percent (%) score
Consu-mers | <18 15.34] 0.00 [84.61] 8.89 | 7.72 | 8.86 | 6.43 | 3.86
age 18-30 63.7621.80(100.00 8.91 | 7.70 | 8.74 | 4.63 | 5.40
31-50 74.70[17.96[100.00| 8.20 | 8.50 | 8.52 | 4.82 | 6.91
>50 82.32/16.07]96.82| 8.74 | 8.49 | 7.50 | 5.75 | 5.50
Education | Elementary |41.99|15.00{100.00] 8.83 | 7.71 | 8.91 | 6.42 | 5.14
level Medium | 65.11]18.05[100.00] 8.97 | 7.85 | 8.31 | 5.31 | 5.77
Hihger 87.17/20.09(85.57| 8.91 | 8.39 | 7.20 | 6.60 | 4.80
High 74.43[18.91(100.00 8.38 | 8.63 | 8.51 | 4.30 | 6.66
Income Low 48.00(10.10 [100.00] 8.79 | 7.49 | 8.39 | 5.10 | 4.50
level Medium  |79.53[29.49(97.02| 8.65 | 8.29 | 8.12 | 5.83 | 6.88
Hihger 80.10/10.50|88.51| 8.55 | 8.77 | 7.62 | 4.50 | 6.30
High 77.20]14.39(100.00 8.31 | 8.97 | 8.37 | 4.16 | 6.23
Sex Male 68.14[17.08]96.71| 8.37 | 8.37 | 8.30 | 4.60 | 5.86
Female 62.55[19.60]99.01 8.80 | 8.30 | 8.29 | 5.24 | 6.23
Total in all groups 64,53[18.90(98.15| 8.61 | 8.33 | 8.32 | 5.04 | 6.04
CONCLUSION

From presented results it can be concluded that:

— Osmotic dehydration process, as pretreatment to lyophilization, increased total
dehydration efficiency, reducing duration and energy consumption in high energy
demanding lyophilization process.

— Due to molasses, as an osmotic solution application, antioxidative activity, che-
mical and mineral matter content of combinely dehydrated peach was increased.

— Cookies with 10% addition of dehydrated peach were nutritively enriched, with
significant increase chemical, mineral and polyphenol content and antioxidative
activity.

— Some technological quality parameters were enchanced by using combinely
dehydrated peach in comparison to lyophilized peach.

— The optimal addition of osmodehydrated and lyophilized peach to the cookies
formulation was determined to be in the quantity of 15%.

— Results of consumers’ test showed high appriciation of cookies with dehydrated
peach sensory characteristics by large group (576) of randomly seleced con-
sumers.

— Consumers showed high positive attitude towards presented new product and
indicated on its’ high potential for market acceptability.
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HOBA BPCTA KEKC ITPOU3BOJA
CA JEXUIUPAHOM BPECKBOM

Pe3ume

OcMoTcKHu exuapupany u nroduinnzoBany OpeckBy KapakTepuile yHamnpelhena eduka-
CHOCT Aexuparaiyje 1 odoralieH XeMHjCKU U MUHEPATHH Ca/IpKaj, U Kao TaKBa, NHTEPECAaHTaH
je JIoaTak y CHpOBMHCKOM cacTaBy Kekca. McnuraHu cy HyTPUTHBHH M TEXHOJIOIIKHU Hapa-
METpH KBaJIUTETa IPOU3BEICHIX Y30paKa KeKca ca pa3IMuuTHM HUBOMMA OpECKBE JeXUIpUpane
nomohy aBa Metoza. JloOujeHn pe3ynTatu Cy rmokasajid Ja je I0AaTaKk BUIIMX HHBOA JACXH-
JIpupaHe OpeckBe yHAIpeauo CBe HYTPUTHUBHE, JIOK j€ HCTOBPEMEHO CMamuo BehHHY TEXHO-
JIOIIKKX MapaMeTapa. 3a ONTUMAJIHY KOJMYHHY J0JaTKa OCMOTCKU JICXUIAPUPAHE U JTHODH-
nHM30BaHe OpecKBe y CUPOBHHCKH cacTaB Kekca oapeheHa je koianunHa of 15%. McnutuBame
CTaBOBa MOTPOIIAYa je MOKa3aJ0 BUCOKY IIPUXBATJEUBOCT CEH30PHHUX KapaKTEpUCTHKA KeKca
ca IeXUIpUpaHoOM OPECKBOM M BUCOKY NPHUXBATJEUBOCT HOBE BPCTE KEKC MIPON3BOIA U YKa3aJIo
j€ Ha BEeroB BUCOK TPIKHIIHYU MOTEHIIHjaJl.

Kibyune peun: ocmomceka oexuopamayuja, moguruzayuja, menaca wiehiephe pene,
bpeckea, Kekc
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HOMEBREWING OF CRAFT BEER

Abstract

Craft beer has been considered an alternative to industrial beers for years. One of the main
reasons lies in the relatively simple and fast production process as well as the desire for unique
tastes and all-around personalization of the beer consumption experience. One of the reasons is
the relatively cheap production of craft beer in limited quantities. Water, barley, hops and yeast
are used as basic ingredients for making craft beer. Increased infrastructure, already familiar
technology, marketing and availability of the same have led to the fact that craft beer is regularly
consumed and the price of the packages - brewing kits themselves for production has become
cheaper. This paper tried to investigate the possibility of producing craft beer at home.

Key words: craft beer, wheat beer, hops, yeast, fermentation

INTRODUCTION

Beer is a refreshing drink made by alcoholic fermentation from an aqueous extract
of sweetened barley with hops. Water, barley, hops and yeast are used to make craft
beer. The quality of all raw materials has a decisive influence, often even crucial, on
the quality of the finished product i.e. beer (Gruji¢ et al., 2000). The nutritional value
of beer is great. It is rich in nutrients, carbohydrates, amino acids, minerals, vitamins
and phenolic compounds (Gerhduser, 2005). The healing properties of beer have been
confirmed in many works. Beer has a beneficial effect on the psyche, thus encouraging
good mood, relaxing and reducing stress (The Brewers of Europe, 2008). Craft beer has
become very popular in Serbia a few years ago, and its appeal continues to grow despite
expectations. Namely, the demand for craft beers, which are specific in that they are
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made in small, independent breweries where the production is individualized and
specialized has increased in the world. Craft beers offer a different experience and
atmosphere than traditional industrial beers because of the way they are made. Ho-
wever, this also brings higher production costs per unit, as well as the price that people
are increasingly willing to pay in order to enjoy the original taste and unique expe-
rience. However, the whole story of beer began in America a long time ago, where
individual producers began to slowly break into the market and where today they have
a significant share.

HISTORY OF CRAFT BEER PRODUCTION

Craft beer was slowly being introduced as an alternative to traditional, industrial
beer in America, so in the last decade of the 20™ century, it began to gain popularity
by taking market share from large American and international breweries. Until 1971
in the United States, the market was held by a few large companies which did not make
high-quality beer due to a huge volume of production. In the same year, small craft
brewing which would produce quality beer as in the past gained attraction (Glover,
1999). According to Murray and O'Neill, "the number of small specialty breweries in
the United States has increased dramatically since 1980, and this change is related to
the signing of President Jimmy Carter's 1976 law that allows domestic beer production
nationally." Since 1997 American breweries surpassed for the first time the number of
German ones, a nation that still enjoys the strongest brewing tradition and the highest
per capita beer consumption in the world (Carroll and Swaminathan, 1992). Adhering
to established recipes, creativity and inserting a dose of innovation, they laid the
foundations of craft beer production and continued to step forward. Although the
COVID-19 pandemic affected the sale and consumption of beer in general and craft
beer in particular, its use still occupies a decent part of the market. The primary reason
for the larger decline in sales was the transition from the sale of beer in bars and
restaurants to the sale of packaging in stores, and this advantaged large producers who
were already in this market. Today, it is almost impossible to find a city in America
that does not serve "domestic" craft beer, while places that offer only their own beers
can easily fall victim to the same market trap of limited variety of offers that has upset
large breweries. One example of this is a recent Budweiser ad that reminded the public
that the company's roots were originally from a microbrewery and it provides strong
anecdotal evidence that even the largest producers are feeling the effects of growing
market share in the craft beer industry. Although it has suffered a significant decline
in the past two years, this industry has seen undisputed growth in the last 10 years or
so. The constantly growing percentage of market share and sales gives strong support
to the idea that microbreweries start the market, and artisan beer lovers can really be
seen as important and attractive consumers in the market. When we think of innovation,
authenticity, phenomenal aroma, and unforgettable taste - that's exactly what craft beer
is about. Today, Serbia can boast of many producers who open the first independent
small breweries where magic is created, contributing daily to the production of craft
beer, as well as its promotion.
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GERMAN WHEAT BEER (HEFEWEIZEN)

When it comes to the consumption of craft beer in the world, most consumers prefer
IPA (India pale ale), while lagers are represented in a smaller percentage. German
wheat beer is no exception, so it is generally more attractive to people who come from
Europe or those who like a stronger taste of beer. American beers generally have a
milder taste than European ones. Most people seem to either like or dislike German
wheat beers, and their opinions are usually based on previous experiences with them.
Those who like German wheat beers including Hefeweizen probably had the
opportunity to try a sample with the appropriate level of esters and phenols obtained
by fermentation. Those who do not like wheat beers have probably tried some of the
poor quality, where the character of the yeast was domineering or completely out of
balance. In the end, it all comes down to individual preferences. Jaime Hurado says that
wheat beers have spread in the American world of specialized brewing. According to
him, every brewery and practically every microbrewery has wheat beer of some style,
whether it is fermented with domestic yeast or a special Bavarian or Flemish yeast
used for wheat beer. According to Picarieli et al., wheat beer is a traditional light top-
fermented beer brewed with at least 50% malt (e.g. German wheat beer) or no malt (e.g.
Belgian Witbier) wheat (Triticum aestivum) as an additive to barley malt (Hordeum
vulgare). Hefeweizen is a traditional Bavarian wheat beer brewed with at least 50%
wheat malt and yeast that give the product a distinctive taste of cloves and bananas. The
very low content of hops allows the fundamental taste of wheat to dominate the
product. Hefeweizen is a light, pleasant beer with a hazy look and soft texture. It has
a high level of protein and yeast in the solution that makes Hefeweizen a cloudy or at
least foggy beer. Although most breweries are familiar with the murky German
Hefeweizen, there is also a filtered, clear version called Kristallweizen. Hefeweizen can
be a variety of colors from pale yellow to dark gold and has a large, thick and creamy
white foam. The balance between bitterness and sweetness in these beers is usually
balanced, where none dominates although some beers may have increased sweetness.
E. Schulz states that there is a difference between two types of wheat beer: Hefeweizen
and Kristallweizen. This second type no longer contains yeast and by filtering the beer
it gets a nice shine. Hefeweizen differs in the yeast cells left in the beer after bottling
and has approximately 1 million cells/ml while wheat cloudy beer has up to 10 million
cells/ml.

TECHNOLOGICAL PROCESS OF CRAFT BEER PRODUCTION

Bavarian Hefeweizen TrueBrew™ Ingredient Kit, a Bavarian wheat beer kit from
the American producer TruBru was used for this test. The description of this kit states
that this is a "real Bavarian treat". The website https://bsghandcraft.com/bavarian-
hefeweizen-truebrew-ingredient-kit also states that this beer should be served in a tall
glass with a slice of orange. Also, to feel the traditional blurry look of beer, it should
be served mit Hefe ("with yeast") by swirling the bottle with a little remaining beer in
it to make sure you get all the remaining yeast. The production of this beer fully
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followed the procedure described on the manufacturer's website https://bsghandcratft.
com/bavarian-hefeweizen-truebrew-ingredient-kit, and the ingredients used were:
Malt: 2 packs of 3.3 pounds (1.49 kg) of liquid wheat malt extract
Yeast: 11.5 g of wheat yeast Fermentis SafAle WB-06
Hops and aromas: 1 0z (29.57 ml) of German Hallertau Mittelfriith hops
150 g of fermenting sugar was used as an additional ingredient

BAVARIAN HEFEWEIZEN
Ingredient Kit Brew Date :

0G: 1.045 -1.049 Eoml Crmaty®
0 ing Date :
Ready: 2-4 weeks Fermentation Tamperature :
Notes:

A true Bavarian defight! This Bavarian Hefewsizen
e is golden blond and cloudy with classic banana

and clove phencls from the yeast wrapped up with
broady wheat fiavars. Want that traditional cloudy
appearance? Serve it “mit hefe” (wi g
ingthe bottlewith a Rttle remaining beer in tto make
sure you get allthe favorful yeast. Prost!

Malts: Hops & Flavorings:

\
+2x 3.31b cans Wheat Liquid Mast +1 0z German Hallertau Mitteifrah Hop
Extract (Step 2) Peliets (Step 4)
Yeast: _ Other
1.5 g Fermentls SafBrew WE-06 [ "% +150 g Priming Sugar (Step 11)
‘Wheat Yeast (Step 8)

" «mstnctions

LET'S BREW SOME BEER!

PREPARATION:
Before braw day, make sura you have the folowing:

for sanitizing, fermenting, and bottling

« Abrew pot of at least 3.

« Access to running water and a burner or stove - for Brew Day
« Aquiet, dark spot o keep the fermentor — for Fermentation

= Approx. two cases of emply pry-oft beer bottles - for Bottiing Day

Picture 1: TruBru™ kit of Bavarian wheat beer

Preparation

Before starting the process of making beer, it was important to check that every-
thing from the equipment was ready. The equipment used for this experiment Bavarian
Hefeweizen TrueBrew™ Ingredient Kit contained almost all of the necessary ingre-
dients. Additional equipment included an industrial thermometer, disinfectant lo Star
Sanitizer and an aichose optical refractometer model COMINHKPR124469. A set of
5-gallon home brewing equipment (18.92 liters) including disinfection, fermentation
and bottling equipment as well as a cooking pot with a capacity of at least 3.5 gallons
(13.24 liters) for malting and hops with water were prepared and set in place. Proper
access to running water and the burner or stove was checked before starting the process,
as well as finding the cold and dark place for storing the fermenter. Approximately
two packages of 24 empty beer bottles were prepared in advance. Unlike in Europe,
where the most common beer bottle size is that of a 500 ml, people in America use 12
ounce (354.88 ml) bottles as in this case.16 (473.17 ml) ounce bottles are used less
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often, and they are also equated to one pint (A pint is a unit of measures which is used
primarily in the United States, Great Britain, and Ireland).

Brewing

The process of brewing beer is the first and extremely important step in the process
of obtaining craft beer because as in other similar processes, too much temperature or
lack of mixing can later greatly affect the quality of beer or lead to spoilage. The
cooking pot was filled with approximately 2.5 gallons (9.46 liters) of water and heated.

Two packs of liquid wheat malt extract were added to water heated to 160°F
(71.11°C). According to the manufacturer's recommendation, special care was taken
to add a small amount of malt to the hot water in the cooking pot and stir at the same
time until the malt dissolved. The mixture of malt and water was gently heated to
boiling point and left to boil for 15 minutes. When 15 minutes had elapsed, 1 ounce of
German Hallertau Mittelfriih hops was added to the cooking pot and cooking continued
for the next 45 minutes at a moderate temperature with regular stirring. After 45
minutes, the fire was turned off and the boiling was over.

Cooling

A mixture of malt, hops and water called wort can be cooled with a wort cooler or
by placing a covered cooking pot in an ice bath. In this case, an ice bath was used until
the pot was no longer warm to the touch. The recommended maximum temperature at
which yeast can operate is 80 °F (26.67 °C). In this case, the temperature was measured
with an industrial temperature gauge and when it reached that value, the cooled wort
was poured into a disinfected fermenter, and water was added to a final volume of 5
gallons. Then we started sampling and measuring the initial density of beer, which
was 1.054, which confirmed that the brewing process was successfully completed
because the value is within the normal range for this beer, which is 1.047 — 1.056 g /
cm® (11.7-13.8 ° P).

Picture 2: Beer brewing and cooling
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Fermentation

When the mixture has cooled down to the needed temperature, the yeast seeding
process started. Thus, the cooling process ended and the most important part of the
production of craft beer, fermentation, began. The packaging of Fermentis SafAle
WB-06 wheat yeast was carefully opened and the contents were sprinkled on the
surface of the wort. The fermenter was then hermetically sealed and moved to a cool,
dark place at approximately 70°F. Due to the high temperatures in Las Vegas, the
fermenter was placed near an air conditioning source.

The yeast began to ferment the wart, converting malt sugars into alcohol and COs..
This process usually begins within 24-48 hours of brewing and ends in about 3-7 days.
Fermentation was measured until the 10" day when it was already certain that it was
nearing the end.

The result — Craft beer

When the primary fermentation was completed after 14 days, the final phase of
making craft beer began. Bottling of beer resulted in secondary fermentation in which
carbonation was obtained and the final taste formed. Bottling equipment consisted of
household utensils which were disinfected using the same iodine solution used in the
disinfection process before primary fermentation. Two packs of 48 12-ounce bottles
were prepared for bottling, as well as enough caps for closing.

The prepared carbonation solution was obtained by mixing 150 g of carbonation
sugar with 1 liter of boiling water. This filling solution was then mixed with fermented
beer. In this part of the craft beer production process, it was very important to pay
attention to the cleanliness of all devices. The bottles were filled with beer and sealed.
They were then transferred back to a cool, dark place at 70°F where they remained for
the next two weeks to carbonize. The recommended time frame for carbonation of this

Picture 3: Bottling of beer
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type of beer is from 10 to 14 days. After 28 days or 4 weeks from the primary fermen-
tation, tasting and measurement of the final density of beer were conducted. One of the
cooled bottles was opened and the final density was measured using the same apparatus
used to measure the initial density. The final density was 1.015, which is in the range
for this type of beer 1.008 — 1.016 g/ cm? (2.1 - 4.1°P).

The emergence of kraft beer coincides with the strengthening of consumer aware-
ness of the importance of quality and pure original beer ingredients. Apart from quality
and aroma, craft brewing differs from conventional beer-making in terms of visual
appearance on the market. Interesting forms of packaging, illustrations, or some stri-
king detail on the packaging can pique the interest of the customer and attract their
attention (Meler, 2005). Special attention is paid to the design of the label, so con-
sumers have the opportunity to enjoy a modern and unique design, and regarding
bottles, in addition to the standard bottle sizes, 25.36 ounces (0.75 liters) bottles are also
used (https://www.ugostiteljstvo.com/zanimljivosti/craft-pivarstvo). Although it is
considered to be the least favorite color in the world, brown is still often used in
marketing and is believed to help create a healthy feeling, connection with the ground,
as well as a sense of order and conventionality. It is often used in food packaging
because it can indicate that the food is natural (http://www.artitudesdesign.com).
Analyzing (bottle design), a large number of respondents (48.9%) found that the
aesthetic design of products has a great influence on the purchase of craft beer (Kelin,
2018).

CONCLUSION

Craft beers are becoming universally recognizable and more people appreciate
them. One of the most important differences between craft and industrial beer is in the
way it is prepared. The word "craft" itself is close to the word "skill", so we can freely
say that craft brewing is a skill of making beer. Unlike industrial, craft beer is made in
a way that the yeast stimulates fermentation at the top, the so-called top fermentation,
at higher temperatures. This kind of fermentation does not end with the complete
conversion of sugar into alcohol, so such beers are sweeter, thicker, fuller in taste and
generally of better quality. During the production of this type of beer, brewers are also
allowed to add ingredients of their choice when making beer, which will achieve a
unique color and taste and will make the beer a unique product. The main task for the
largest beer producers on the world market in the future will be to increase compe-
titiveness due to the existence and expansion of numerous small (micro) breweries
covering local markets around the world, focused on quality, specialties and indivi-
duality, such as craft breweries. Brewing beer seems like a complicated process, but it
is very simple as long as the rules are followed. The advice when buying the kit was
to pay special attention to the cleanliness of the dishes, which, as with most similar
products, is the most important part of the process. Inadequate and unclean equipment
can very easily lead to spoilage or altered taste of beer, which is why the manufacturers
of these kits and sellers insist on buying quality iodine-based sanitizers. The specific
climatic conditions in Las Vegas have been taken into account in the preparation of this
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beer, and special attention has been paid to keeping the beer at the required tempe-
rature, light, and humidity during the fermentation and storage process. The bottling
job was facilitated by great equipment and good organization. The beer itself was rated
by the examiners as being of good quality. Special praise was given to the foam that
lasted longer than prescribed and the taste that was described as stronger than that of

CO

mmercial beers of the same or similar type. Taking into account this data, we believe

that the preparation of this beer was successful and that there is potential for further
individual and commercial production.
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PROIZVODNJA ZANATSKOG PIVA U KUCNIM USLOVIMA

Abstrakt

Zanatsko ili kraft pivo se ve¢ godinama spominje kao alternativa industrijskim pivima. Jedan
od glavnih razloga lezi u relativno prostom i brzom procesu proizvodnje kao i izrazenom zeljom
za jedinstvenim ukusima i svejevrsnom personalizacijom iskustva konzumiranja piva. Kao jedan
od razloga se spominje i relativno jeftina proizvodnja zanatskog piva u ograni¢enim koli¢inama.
Za pravljenje zanatskog piva kao osnovni sastojci koriste se voda, jecam, hmelj i kvasac.
Povecana infrastruktura, ve¢ poznata tehnologija, marketing i dostupnost istih su doveli do toga
da se zanatsko pivo redovno konzumira a i cena samih paketa-kitova za proizvodnju je pojef-
tinila. Ovaj rad je pokusao da istrazi moguénost proizvodnje zanatskog piva u kué¢nim uslovima.

Kljuéne redi: zanatsko pivo, psenicno pivo, hmelj, kvasac, fermentacija
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COOPERATION OF FORENSIC ACCOUNTING
AND FORENSIC AUDIT IN FOOD PRODUCTION
COMPANIES

Abstract

Independent forensic accounting in food manufacturing companies essentially collaborates
with independent forensic auditing. This is done continuously and should be seen as an essential
link from which real improvement of all work processes can result. It is of great importance for
manufacturing companies. Positive effects in companies that have introduced a realistic con-
nection between forensic accounting and forensic auditing are essentially realized in the short
term after implementation. Forensic accounting and forensic auditing introduced by the top
management essentially contribute to the security of top management's financial reporting,
because such reports are based on research in the company itself, on the basis of documents that
exist in the company and are found in the company's accounting and finances. In this way, the
business of the entire company improves overall, there is greater security in business. As the last
effect of those activities, it can be pointed out that the company's operations become more
economical. Essentially, after such an implementation, making management decisions is safer
and more realistic.

Keywords: forensic accounting and auditing, management, top management
reporting
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INTRODUCTION

Forensic accounting in the company has continuous cooperation with other auditors
and subjects:

— Internal auditors,

— External auditors,

— Forensic auditors,

— State authorities (tax),

— To banks,

— Appraisal houses and others.

Forensic accounting and forensic auditing are hired by the company's top mana-
gement to perform certain tasks in the company or by state authorities, banks, etc. and
all with the aim of detecting fraud and prosecuting it [1-5].

The forensic audit introduced by a company, and especially by a food production
company, represents a special audit service, and the subject of interest of forensic
auditors is financial statements, which are based on the application of accounting and
auditing skills in the form of targeted, focused and detailed audit procedures, in order
to available documentation revealed fraud in the company itself [6-10].

Therefore, a forensic audit should reveal illegalities, primarily in financial state-
ments. The presentation of the functional cooperation of forensic accounting and foren-
sic auditing should be observed especially in companies engaged in food production,
because there is objectively a great responsibility in them [11-12].

COOPERATION OF FORENSIC ACCOUNTING AND FORENSIC
AUDITING IN FOOD PRODUCTION COMPANIES

Presentation of the functional cooperation of forensic accounting and forensic
auditing it is given in the form of a display in Figurel.

Forensic accounting > F . dit
in the company < orensic audi
\ Undertaking activities to prevent
irregularities

Y

Determination of irregularities
and fraud in the company

Figure 1. Presentation of the functional cooperation of forensic accounting
and forensic auditing Source: Authors (2022).
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MODELS RELATED TO FINANCIAL REPORTING
OF TOP MANAGEMENT IN COMPANIES ENGAGED
IN FOOD PRODUCTION

The authors presented the possible financial reporting primarily intended for the top
management of the company, and the presentation itself is given in the form of the
presentation of Figure 2, where they presented the most important driving incentives
for compiling realistic financial reports in the company's operations, which can be used
by the top management.

INTERNAL CONTROL RECOMMENDATIONS
ESTABLISHED IN COMPANY OF THE AUDIT PROFESSION
SUBMITTED TO THE TOP

MANAGEMENT OF
THE COMPANY

EXTERNAL CONTROL
ESTABLISHED IN COMPANY

REQUEST OF STATE
AUTHORITIES

TOP MANAGEMENT OF COMPANY

Y
DECISIONS ON THE INITIATIVE FOR CORRECTION OF FINANCIAL
REPORTING ON THE BASIS OF REQUIREMENTS TOWARDS TOP
MANAGEMENT

Figure 2: A model based on the initiative of entities to improve financial reporting
in the company Source: Authors (2022).

AN INITIATIVE TO CHANGE FINANCIAL REPORTING
IN COMPANIES ENGAGED IN FOOD PRODUCTION

The initiative to change financial reporting in companies engaged in food pro-
duction can come not only from internal audit but also from other bodies in compa-
nies. Forensics can also be a driver, and an overview of possible activities is given in
Table 1.
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Table 1: Application of presentation and standard presentation in the process
of reporting to the top management of the company

NOTES ON THE
APPLICATION OF
REPORTING TO THE
;[lgrsl_];]gg ATION ADVANTAGES DEFICIENCY TOP MANAGEMENT
ARE GIVEN IN
WORDS IN ORDER
OF IMPORTANCE
Not all evidence can
be presented
It can lead to difficulties
Interactive in presenting complex
Flexible data which can lead to
Easier acceptance misunderstandings
Helps to consider Presentation skills GREAT INFLUENCE
difficult questions and active involvement | ON THE BUSINESS
PRESENTATION and solutions of two people are OF THE COMPANY
May increase the required
chance of enforcement Good preparation
Contributes to focusing | is necessary
on priority issues Possibility of dominance
of one person or a
particular problem
The user can still request
areport
Good for detailed They require more
reporting and complex | preparation time
data Long reports can remain
It can provide general unread until the end MEDIUM IMPACT ON
STANDARD REPORT | information and context | Sometimes hard to accept| THE BUSINESS OF
The evidence is They may be untimely THE COMPANY
immediately available presented due to delays
to the reader in preparation
CONCLUSIONS

Forensic accounting and forensic audit in a company engaged in food production,
which has introduced forensics into regular operations, realizes a whole series of
activities and continuous cooperation with other entities that are of vital importance for
the functioning of the entire company. It should be pointed out that forensics cooperates
with auditors (internal, external, forensic experts engaged on a specific issue by com-
panies or state authorities, banks, etc.). All activities of forensic accounting and foren-
sic auditing are carried out with all parts or sectors in the company. It is an activity that
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requires the coordination of all parts of the company, but above all the activities that
are carried out within the framework of obtaining documentation in the financial and
accounting sector.

The goal of introducing forensics is the systematic detection of fraud in the
company, which is of great importance for the survival of a company engaged in food
production. Frauds are most often committed by company employees. Detection of
fraud is done after receiving the documentation, but also by processing it.

Forensic audit is a special audit service, which is related to forensic accounting, as
pointed out by the authors of the paper. This cooperation is based on the financial
reports obtained from the company, which are based on the application of accounting
and auditing knowledge of people who perform forensic work.
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CAPAJIIbA ®POPEH3UYKOI' PAYYHOBOJACTBA U ®OPEH3NYKE
PEBU3UJE Y KOMITAHUJAMA 3A ITPON3BOJIBbY XPAHE

Cazkerak

HesaBucHo (opeH3n4Ko pauyHOBOACTBO Y KOMIIaHHjaMa Koje ce 0aBe MPOU3BOIH-OM XpaHe
CYIITHHCKH capaljyje ca He3aBHCHUM (GOopeH3nUKOM peBH3njoM. To ce BpIIM KOHTHHYHPAHO U
Tpeba ra HoCMaTpaTH Kao CYIITHHCKY Be3y U3 Koje Moxe mpon3ahu peatHo M0O0JbIIamhe CBUX
nporeca paga. To je on Belanke BaKHOCTH 3a MPOU3BOAHE KoMmaHuje. [lo3utuBHU edexT y
KOMITaHHjaMa Ko0je Cy YBeJe PEaHO YCIOCTaBIbambe Be3e H3Mel)y (pOpeH3HIKOTr padyHOBOJICTBA
U (OpEeH3NUKE PEBU3HjE CYLITHHCKH C€ OCTBAPYjy Y KPaTKOM POKY HAaKOH MMILIEMEHTALHje.
DOpEeH3UYKO PadyHOBOJCTBO U (HOPEH3MYKa PEBH3H]jA KOj€ CY YBEJH Y MOCIOBAKkE BPX TOI
MEHAIIMEHTa CYIITHHCKH JONMPUHOCH CHUTYPHOCT ()MHAHCHjCKOT M3BjeIITaBama TON MEHall-
MEHTa, jep Cy TAKBH M3BELITajH 3aCHOBAHU Ha HCTPAKHBAKHMA Y CaMOj KOMIIAHH]H, HA OCHOBY
JIOKyMeHaTa KOjH IOCTOje Y KOMIIAaHHjU U KOjU ce Hajla3e y PauyHOBOACTBY U (MHAHCHjama
kommanuje. Ha Taj HauMH MoCIOBame Iefie KOMIaHHje Ce YKYIHO MoOoJhlnaBa, Beha je
CHI'YpPHOCT y TocioBamy. Kao mocnenmu epekar Tux akTHBHOCTH MOXKe ce HcTahiu Jja 1mocio-
Bab€ KOMIIaHuje OuBa 1 ekoHOMI4HHje. CYIITHHCKY HAKOH TaKBE NMILIEMEHTAIIM]E JOHOIICHa
YIPaB/baYKHX OJUTYKa, je CUTYPHHjE U PeaiHuje.

Kbyune peun: gpopenszuuro pauyno8oocmeo u pesusuja , ynpasavarse, U36euimasarbe
mon Menaymenma
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MACRO-ECONOMIC RESPECT FOR HETEROGENEOUS
ENVIRONMENTAL FACTORS IN COMPANIES ENGAGED
IN THE PRODUCTION OF HEALTHY SAFE FOOD

Abstract

Macroeconomic consideration of numerous heterogeneous environmental factors that affect
the work of companies that are mainly engaged in the production of safe food requires the top
management in these companies to introduce in its analysis a whole range of new ways of
observing these factors. This is important for the real business of the mentioned companies.
Respect for the economic environment of companies is of great importance for the work and
functioning of companies engaged in responsible social production. As a rule, the results of their
activities can affect a large number of people, especially from the health safety aspect, which can
have implications for the whole society in one economy. One of the modern approaches to doing
business in such companies is the analysis of the economic environment of companies engaged
in the production of safe food within their overall business. The goal of conducting such activities
is to raise the level of realistic perception of the impact of the environment on the possible
business of companies, especially within the business of companies that are predominantly
engaged in the production of safe food.

Keywords: health safe food production, company environment

INTRODUCTION

Top management in companies that produce healthy food has a constant need to
find new ways to improve the overall management of the companies in which it
performs management functions.
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One of the ways in which the level of improvement of the overall business in the
work of the mentioned companies could be raised is the management that will clearly
adopt the observation of the economic environment of the company.

This is of special importance for companies engaged mainly in the production of
safe food, where it is necessary to achieve a high level of safety in food production
(Chen, 2019; Popovié, 2014; Popovic et al., 2017; Novakovi¢ et al., 2018).

In companies that produce health-safe food, safety can be achieved based on the
application of realistic reports within the companies themselves (Popovi¢ et al., 2015;
Popovi¢ et al.). 2018, Popovi¢ et al., 2020, Radovi¢ et al., 2019; Vitomir et al., 2019).

However, it should be noted that security in the operation of the company is
possible both by applying and respecting the real economic environment of the com-
pany (Tomas-Miskin, S., 2021; Tomas-Miskin, S., 2021; Tomas-Miskin, S., 2021).

Practical improvement of the overall business in these companies can be defined
as a significant contribution of authors who expressed their views in emphasizing the
importance of respecting the economic respect of the environment of companies in
companies engaged mainly in food production. food, especially when it comes to
healthy food.

MACROECONOMIC IMPACTS ON THE BUSINESS
OF HEALTH FOOD COMPANIES
It is reflected in the existence of a strong macroeconomic influence of state bodies
on economic trends, which may have implications for the work of many companies

engaged in food production.

The representations are given in the form of the representations in Figure 1-2.

INDIRECT EFFECTS OF THE
FINANCIAL CRISIS
GROWTH
OF CREDIT
INDEBTEDNESS
COSTS
Y

THE POSSIBILITY LOWER RATE
OF LOWER BORROWING OF ECONOMIC
OF NEW LOANS GROWTH, ETC.

Figure 1: Overview of indirect effects of the financial crisis in small countries

282



THE RESPONSE
OF THE NATIONAL ECONOMY
TO THE EXISTENCE OF THE
FINANCIAL CRISIS

LIMITED
INCREASING Sllslgll\?glENTG
THE COVERAGE
OF IMPORTS
BY EXPORTS

CONTROLLED INCREASE IN FOREIGN EXCHANGE
OPENING OF THE DIRECT INVESTMENT RATE STABILITY
ECONOMY

Figure 2: Overview of indirect effects of the financial crisis in small countries

The existence of the economic environment in the Republic of Serbia is of great
importance for the real business of companies, i.e. companies should respect the
existence of an environment that affects the possible business of companies.

The research was conducted in the Republic of Serbia, which essentially seeks to
apply positive experiences, and this paper focuses on the existence of an economic
environment towards companies, emphasizing that these companies should be viewed
through the prism of food companies, especially in safe food.

In this practical presentation of the importance of the analysis of the economic
environment from the point of view of macroeconomic observation of the impact on
the company's business.

GENERAL MODEL OF THE IMPACT OF THE ECONOMIC
ENVIRONMENT ON THE WORK OF COMPANIES OPERATING
IN THE FIELD OF HEALTHY FOOD SAFETY

The general model of the impact of the economic environment on the work of
companies operating in the field of healthy safe food can be shown in Figure 3, which
shows the impact of the macro-economic environment on the business of companies.
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DECISION ON THE SUPREME MANAGEMENT BOARD
FOR THE APPLICATION OF THE ANALYSIS
OF THE ECONOMIC ENVIRONMENT OF THE COMPANY

Y
THE WORK OF TOP MANAGEMENT
WHILE RESPECTING THE EXISTENCE
OF MACRO-ECONOMIC INFLUENCE
OF THE ENVIRONMENT

Y
THE RESULTS OF THE WORK OF
TOP MANAGEMENT WHILE RESPECTING
THE EXISTENCE OF MACRO-ECONOMIC
INFLUENCE OF THE ENVIRONMENT

Figure 3. General model of the impact of the economic environment on the work
of companies operating in the field of healthy food safety

Based on the presentation of the general model, which shows the real respect for
the analysis of the economic environment at work and business of companies that are
mainly engaged in the production of safe food, it can be seen that there are the
following important characteristics:

1. The connection of numerous environmental factors to the work of companies,

2. The connection of economic factors of the environment to the work of com-

panies,

3. Relationship between the influence of state bodies from the economic environ-

ment as a factor influencing the business of companies that produce safe food,

4. The decision and the will to implement the decision of the top management on

the application of continuous analysis of the economic environment that may
have an impact on the regular operations of the company, in order to achieve
significantly better overall business results.

CONCLUSIONS

The processes of actually perceiving the impact of the economic environment on
the business of a large number of companies cannot bypass companies that produce
health-safe food. The application of the analysis of the macroeconomic environment
to the work of companies engaged in production and organization of production is of
great importance for the company's operations, especially companies that produce safe
food.
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The application of business principles that will take into account the analysis of
the environment is just one of the ways in which it is possible to improve production
in companies that produce healthy food.

One of the examples of positive application in business is the application of envi-
ronmental analysis, namely the analysis of the macro-economic environment to the
real business of many companies that produce food, especially healthy food.

The authors came to these observations by observing the work and business of
companies in the field of health safe food production, which began to apply the analysis
of the macro-economic environment to the real business of many food companies,
especially healthy food.

In essence, the application of realistic analyzes of the macroeconomic environment
to the real business of many food companies, especially healthy food, can serve as a
method and way to realistically improve and raise the general level of business security
in health food companies.
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MAKRO-EKONOMSKO UVAZAVANJE HETEROGENIH FAKTORA
OKRUZENJA U KOMPANIJAMA KOJE SE BAVE PROIZVODNJOM
ZDRAVSTVENO BEZBEDNE HRANE

Sazetak

Makro-ekonomsko uvazavanje brojnih heterogenih faktora okruzenja koje je od uticaja na
rad kompanijama koje se pretezno bave proizvodnjom zdravstveno bezbedne hrane zahteva od
top menadzmenta u pomenutim kompanijama da uvede u svoju analizu ¢itav niz novih nadina
posmatranja pomenutih faktora. To je od vaznosti za realno poslovanje pomenutih kompanija.
Uvazavanje ekonomskog okruzenja kompanija je od velike vaznosti za rad i funkcionisanje
kompanija koje se bave odgovornom drustvenom proizvodnjom. Rezultati njihovih aktivnosti
po pravilu mogu da uti¢u na veliki broj ljudi, pogotovo sa zdravstveno bezbednog aspekta, $to
moze da ima implikacije na celokupno drustvo u jednoj ekonomiji. Jedan od savremenih pristupa
poslovanja u takvim kompanija je analiza ekonomskog okruZzenja kompanija koje se bave
proizvodnjom zdravstveno bezbedne hrane u okviru svog ukupnog poslovanja. Cilj sprovodenja
takvih aktivnosti je podizanje nivoa realnog sagledavanja uticaja okruzenja na moguce poslo-
vanje kompanija, pogotovo u okviru poslovanja kompanija koje se bave dominantno proizvod-
njom zdravstveno bezbedne hrane.

Kljuéne reéi: proizvodnja zdravstveno bezbedne hrane, okruzenje kompanije
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INDEPENDENT FORENSIC ACCOUNTING
IN FOOD COMPANIES

Abstract

Independent forensic accounting in companies engaged in food production should be viewed
as a practical discipline that can practically contribute to the improvement of work in companies
that have introduced forensic accounting into their operations. Top management can establish a
new specialized department in the company that can fundamentally improve the security of top
management's financial reporting. In this way, the business of the entire company gains the
safety and economy of making management decisions, which is of great importance in com-
panies that do most of their business in food production. Essentially forensic accounting can
contribute with its existence to improve the overall reporting in the company and essentially
become one of the parts of the independent audit of financial statements.

Keywords: forensic accounting, management, top management reporting

INTRODUCTION

Forensic accounting is a relatively new practical discipline, which is introduced by
a large number of companies in their regular operations. Essentially, it should be
pointed out that the application of forensic accounting in companies in the global
framework is more and more forthcoming, that is, its place and role in theory and
practice is gaining more and more importance [1-5].

It is believed that independent forensic accounting in companies can be seen as a
practical application of a new specialized service in a company that can fundamentally
improve the security of top management's financial reporting. and that it is one of the
parts of the independent audit of financial statements.
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Forensic accounting in companies that have introduced it uses heterogeneous
methods in its work to monitor and collect forensic evidence, in order to investigate
possible crimes such as fraud and embezzlement in the financial statements of com-
panies [6-9].

Forensic accounting in companies is carried out continuously, regardless of the
time frame of the executed transactions, it focuses on finding facts and admissible
evidence that may appear in the procedures for determining the overall validity of the
operations of all parts, that is, all sectors within the company [9-11].

Before the start of the specific work that should be done by employees employed
in forensic accounting jobs in companies, the head of forensic accounting makes a plan
for performing forensic accounting jobs.

The possible layout of the plan of forensic accounting in companies is given in the
form of tabular representation number 1, in which the possible interval of importance
for the overall forensic plan by its parts or wholes is included.

PLANNING OF FORENSIC ACCOUNTING
IN FOOD PRODUCTION COMPANIES

Forensic accounting planning in food production companies is done continuously
in companies. The possible layout of the forensic accounting plan in the given com-
panies was presented by the authors in the form of tabular presentation No. 1. Table
No. 1 shows a presentation in which the possible importance interval for the overall
forensic plan is included in its parts or wholes.

Table 1. Presentation of the plan of forensic accounting in companies
and the possible interval of importance by plan segments

Plan number

Importance interval for

FORENSIC PLAN ACCOUNTING theI;afe ty of the forensic
accounting plan

The person who created the forensic accounting plan 1-10
Subject of forensic accounting 1-10
Key objectives of forensic accounting 1-10
Findings from previous forensic accounting reports 1-10
Objectives of forensic accounting 1-10
Scope of performing forensic accounting 1-10
Priorities of forensic accounting 1-10
Approaches of forensic accounting 1-10
Remarks on the forensic accounting report 1-10
Planned time frame for performing forensic accounting 1-10

Source: Authors (2022).
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TIME FRAME FOR FORENSIC ACCOUNTING PLAN
IN FOOD PRODUCING COMPANIES

The timeline of the forensic accounting plan in food companies can be viewed
operationally within the planning that is essentially carried out by the top management
of the food company.

A possible layout of the time frame of the forensic accounting plan in companies
is given in the form of tabular presentation number 2, which includes the time frame.

Table 2. Presentation of the timeline of the forensic accounting plan
in companies

TIME FRAMEWORK FOR FORENSIC ACCOUNTING PLAN
Time frame
for performing Importance
Serial forensic accounting interval
The content (coordinated between for the safety
number .
top management of the forensic
and head of forensic | accounting plan
accounting)

1. Introduction 1-10

2. Recording of the 1-10
existing state

3. Establishing goals 1-10
Identification 1-10

5. Assessment 1-10
of control

6. Testing 1-10

7. Making 1-10
conclusions

8. Forensic audit report 1-10

Source: Authors (2022).
CONCLUSIONS

Forensic accounting in the company that introduced it achieves continuous coope-
ration with other auditors (internal, external, forensic who are engaged on a specific
issue by the company or state authorities, banks, etc.), but also with other parts or
sectors in the company, but before especially with the financial and accounting sector.

The goal of the introduction of forensics is the systematic detection of fraud by
employees in the company, but also the processing thereof, the delivery of data and
findings to the courts, etc.
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Forensic audit is a special audit service, and the subject of interest of forensic

auditors is financial statements, which are based on the application of accounting and
auditing skills in the form of targeted, focused and detailed audit procedures. Therefore,
a forensic audit should reveal illegalities, primarily in financial statements.
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HE3ABUCHO ®OPEH3UYKO PAYUYHOBOACTBO Y KOMITAHUJAMA
3A MTPON3BOAKBY XPAHE

Caxerak

HesaBucHo (hopeH3HdKo padyHOBOACTBO Y KOMIIaHMjaMa Koje ce 0aBe MPOU3BOEHOM XpaHe
Tpeba mocMaTpaTH Kao MPakTHYHY JUCHUILIMHY KOja IPAKTUIHO MOXKE JOTIPUHETH MOOO0JbIIAkY
pama y KoMmmaHujama Koje Cy yBele Y CBOje MOCIOBame (POPEH3UIKO padyHOBOACTBO. Tor
MEHAIMEHT MOXE J1a OCHYj€ HOBY CIICLIHjaJIM30BaHy CIyKOy y KOMIAHUjH KOjU CYIITHHCKA
MOKe OOOJBIIATH CUTYPHOCT (DMHAHCH]CKOT M3BjelITaBama TOIl MeHauMeHTa. Ha Taj HaunH
TIOCJIOBAKE 11eJIe KOMIIaHHje 100Hja Ha CUTYPHOCTH M eKOHOMHYHOCTH JIOHOIIICH:A YIIPaBJbay-
KHX OJUTyKa, LITO j€ O] BEJINKE BAXXKHOCTH Y KOMIIAHH]Ma KOj€ OCTBapyjy BehnHy CBOT MOCIOBamba
y npou3BoAmH xpaHe. CyITHHCKH (GOPEH3UYKO PauyyHOBOACTBO MOXKE JTOIPHHETH CBOjHM
MOCTOjarbeM J1a Ce M000JbINa YKYITHO H3BEIITABAke Y KOMIIAHH]H | JIa CYIITHCKY IIOCTaHe jeaH
0J1 IeJI0Ba HEe3aBHCHE PeBH3Hje (PMHAHIIN]CKUX H3BjEIITaja.

Kbyune peun: gpopenzuuro pauynosoocmeo, ynpasnvarse, u36eumasarbe
mon MeHaumMeHma.
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THE IMPORTANCE OF OPTIMIZING THE VALUE-ADDED
TAX RATE IN PIGLET PRODUCTION

Abstract

The aim of the work is the analysis of the tax burden, that is, its impact on the volume of
production and budget revenues. Through the projection, it is shown what happens when the
government increases the tax rate (value added tax), that is, how it is reflected on the volume of
piglet production on the one hand and how it is reflected on the amount of tax revenues. Fiscal
policy is a complex area through which the state determines business conditions with various
instruments. In the paper, on the example of piglet production, a simulation of tax rates and the
effects they maintain on the produced quantities is made. By imposing high taxes, taxpayers
feel less incentive to earn because everything they earn goes to the state, which is shown in the
paper as a multiplier effect. A more detailed analysis was made on a sample of piglet production
of 10,000 pieces. Some implications of established empirical relationships between variables
are presented in the last part of the paper. Based on the obtained results, it was shown how much
tax revenues change at different tax rates. A change in the tax rate of 8% causes an increase in
tax expressed in money by 80%.

Key words: VAT, tax revenues, tax collection efficiency, piglet production, branch offer

INTRODUCTION

The production of piglets in the Republic of Croatia represents a very important
segment in the balance of agricultural production. Various theoretical studies show
that at a tax rate of zero percent and at a rate of one hundred percent, tax revenues are
equal to zero. With an increase in the tax rate, tax revenues also increase, but after a
certain point, the increase in the tax rate no longer fills the state budget (Baumol,
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Blinder, 1991), but the other way around. This point of view is advocated by Pareto.
In economic theory, efficient allocation is considered Pareto efficient allocation, which
means that no movement of economic factors can improve the position of one person
without worsening the position of another person. Namely, high tax rates discourage
people from working and saving. They either move their economic activity to the area
of the informal economy, or they decide to have more leisure and less work. By
increasing the tax rate, the state did not reach for an acceptable fiscal policy measure:
state revenues are lower, there is less work effort, lower investments and lower growth.
When production factors become more expensive, domestic products are not com-
petitive and the export of agricultural products decreases (Messere, 2009). The intro-
duction of taxes leads to changed behavior on both the supply side and the demand side.
Growing increases in allocative losses with each increase in the tax rate form the basis
of arguments against high marginal tax rates. (Frank, Bernanke). Value added tax (he-
reinafter referred to as VAT) is a multi-phase sales tax that is calculated at each stage
of the production-sales cycle, but only on the amount of added value formed in that
stage, and not on the entire production value. Therefore, the aim of this paper is to
show the importance of optimizing the value added tax on the example of piglet
production.

MATERIAL AND METHODS

The calculation of the selling price of beef will be made on the basis of 10,000
piglets weighing an average of 20 kg, and fixed costs, variable costs, mixed costs and
earnings will be calculated. Furthermore, the offer of the company and the offer of the
branch will be analyzed. This analysis will be based on Hal R. Varian's microeconomic
model. Final considerations will be made based on a comparison of the tax rate with
the amount of tax revenue. This method will show the consequences for the revenue
side of the budget if the tax rate varies, and how it affects the total volume of produc-
tion. The data that is the subject of the analysis was obtained from the manufacturers:
Belje d.d., Gavrilovi¢ d.o.0., Pivac d.o.o. and PIK Vrbovec and refer to average expen-
ditures. In connection with this, the following methods were used during the research:
analytical method and case method from practice. Prices are expressed in euros.

Table 1. Elements of piglet cost price formation in the Republic of Croatia

Elements of calculation The price of a 20 kg Price per kg of meat
fattener
Fixed costs 12,95 0,65
Variable costs 21,93 1,10
Mixed costs 5,58 0,28
Cost price 40,47 2,02

* Made by the author according to the data obtained
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The table shows the average costs for the production of piglets weighing 20 kg,
and the calculated price per kilogram of piglets in euros.

The cost price plus tax constitutes the selling price. Given that there is no clear
idea of an efficient VAT system, it is impossible to determine a precise measure of
VAT efficiency. According to the authors Ebrill and Keen, one of the measures of
VAT collection efficiency is the C-efficiency ratio (CER). In this context, the C-effi-
ciency ratio (CER) can be expressed as:

CER = R/(FC*r)*100

where R is the total income from VAT, FC is the final consumption of households, and
r is the standard rate of VAT.

It is important to point out that increasing the standard VAT rate in practice does
not contribute to increasing efficiency if all circulation of money, goods and services
is not in the fiscalization system. In order to determine how much certain factors
contributed to the efficiency of VAT, i.e. to the growth/decrease of VAT revenue, it is
necessary to perform a decomposition of VAT changes according to efficiency
measures, changes in the tax base (personal consumption) and changes in the tax rate.
The application of reduced rates and exemptions and the expansion of bases for the
application of reduced rates leads to a loss of VAT revenue, and thus to a decrease in
VAT efficiency (Ebril et.al., 2001; Copenhagen Economics, 2007 & 2013). However,
according to the authors Bettendorf and Cnossen, if there is room to introduce a
reduced rate of VAT for some products, the efficiency of collection should not go in
a downward direction, because in this way an incentive would be given for the
production of those products, provided that no they lose tax revenues. In practice, most
EU countries have introduced and reduced tax rates for certain products in their tax
system, which they introduced to protect their strategic resources.

RESULTS AND DISCUSSION

In the analysis of business costs, the calculation of the selling price of beef at
different VAT rates is formed. It should be noted here that the legislation of the
European Union allows each member state to apply reduced VAT rates to certain
goods. By analyzing the production of 10,000 piglets with an average weight of 20
kg, a sales price calculation was made at different VAT rates. An overview is given in
the following table.

From this analysis, it can be seen that at different VAT tax rates (10%, 13%, 15%,
and 18%) the tax varies. The lowest tax is EUR 40,460.00, and the highest tax is EUR
72,828.00. The difference between the highest and the lowest tax amounts to EUR
32,368.00, i.e. 80%. Although the biggest difference compared to the smallest analyzed
tax rate is 8%, the monetary amount of the tax is multiplied 10 times. From the data
previously mentioned, considering that we are analyzing the production of cattle at
four tax rates, the offer of the branch is formed.
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Table 2. Calculation of the selling price of cattle

Elements of Calculation of the sales price at different VAT rates
calculation 10% 13% 15% 18%
Fixed costs 129.500,00 129.500,00 129.500,00 129.500,00
Variable costs 219.300,00 219.300,00 219.300,00 219.300,00
Mixed costs 55.800,00 55.800,00 55.800,00 55.800,00
Cost price 404.600,00 404.600,00 404.600,00 404.600,00
Amount of VAT 40.460,00 52.598,00 60.690,00 72.828,00
Sale price 445.060,00 | 457.198,00 465.290,00 477.428,00
* Made by the author according to the data obtained
Selling price
18% 15% 13% 10%

480.000 /

440.000

wooo |/ /A

5.000 10.000 15.000 Produced
amount of piglets

Figure 1. Branch offer

Figure 2 shows the supply of the branch that was created based on costs and
different tax rates. The parts of the offer curve marked in red represent the taxable
part. It can be seen that the segments where the tax rate is lower are flatter compared
to those where the tax rate is higher. As the tax rate increases, the supply curve becomes
steeper and vice versa, when the tax rate decreases, the supply curve becomes flatter.
In an industry with free entry and exit of goods to the market, the long-run average cost
curve would have to be a straight line at the price level equal to the minimum average
cost. This is precisely the long-term supply curve of the company that has constant
returns to scale (Varian, 2008). Given that our market is free, i.e. entry and exit from
the market is free, in the short term the branch's supply curve will have a positive slope
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(upward), while in the long term it becomes flatter at the price level with the same
average cost (Barro, 1987). The introduction of a higher tax confronts final consumers
with a higher price (Samuelson, 1992).

Selling price
Moved short-term offer

480.000
a Moved long-term offér

/'\)/oned /\ Tax
440.000 short-term

/ ffer
400.000 /

Long term offer

Short term offer

S

5.000 10.000 15.000 ,Produced
amount of piglets

Figure 2. Changes in tax rates and the impact on the supply
and demand of fattening animals

Figure 2 shows the behavior of the supply and demand curves due to changes in tax
rates that are reflected in price changes. The blue horizontal lines represent long-run
supply curves. The black vertical lines represent short-run supply curves. The red line
represents the search curve. The introduction of taxes is represented by point c. At that
point, a demand of 15,000 units of cattle is projected, and the short-term supply curve
is under a slope of 45 degrees. Point b represents the profitability limit of cattle
production, and shows that if a tax rate of 13% is introduced, the price is 457,198.00
eur, the demand decreases to 10,000 units of piglets, and the short-term supply becomes
steeper. The more the price increases due to the introduction of a higher tax rate, the
market suffers pressure, and the demand decreases to 5,000 piglets, the short-term
supply curve is completely vertical, the long-term supply curve shifts upward and the
intersection with the demand curve is at point a.

CONCLUSION

Therefore, when determining the tax rate, its creators must be very careful and well
define the goals in the short and long term, so that the fiscal measures are stimulating
and in the function of economic growth. The tax policy of the state is an instrument
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used to determine market conditions. In the research part of the paper, it was presented
that tax revenues vary with different tax rates. However, the state can also suffer
negative consequences if it wants to raise the tax rate beyond realistic limits. Analyzing
the relationship between supply and demand, long-term and short-term, the conclusions
are reached that at a higher tax rate, the supply curve is upward and vertically posi-
tioned, and intersects the demand curve in the upper part of the graph. In the opposite
case, when the tax rate is low, the short-term supply curve is flatter and intersects the
demand curve in the lower part of the graph. Therefore, the VAT system should be set
up in such a way that, on the one hand, the introduction of a reduced rate does not have
a negative effect on tax revenues, and on the other hand, the level of the tax rate keeps
domestic production competitive in the market.
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3HAYAJ OIITUMHU3ALNJE CTOIIE IIOPE3A
HA JOJATY BPEJHOCT Y TIPOU3BOABLU TPACAIN

Cazxkerak

wb pazna je aHanm3a nopeckor ontepeherma, 0HOCHO BEroBor yTHiaja Ha 00MM Ipou3-
BOJIibe U OyieTcke mpuxoze. Kpos mpojexnujy ce mokasyje ImTa ce felaBa kajaa apxasa moseha
MOPECKY CTOITy (IIope3 Ha 0JaTy BPEAHOCT), OMHOCHO KaKO c€ TO OJpakaBa HA OOMM IIPOH3-
BOJEC MIPACa/IH C jeJIHe CTpaHe M KaKo ce 0JjpakaBa Ha BUCHHY MOPECKUX Hprxo/a. Puckanna
MOJIMTHKA je CII0XKeHa 001acT Kpo3 Kojy JpXkaBa pasHHM HHCTpyMEHTHMa yTBplhyje ycioBe
HocJoBama. Y pajy je Ha IpruMepy POU3BOALE IIpacaau ypal)eHa cuMmyJianyja HOpecKuX CTona
U epexara Koje OHE OJpIKaBajy Ha MPOM3BEACHE KONUUYMHE. YBohemeM BUCOKHX Tope3a, Mo-
pecku 00BE3HHLIM UMajy Mame MOACTHIIAja 1a 3apajie jep CBe ILUTO 3apaje Uae Ip>KaBH, IITO je
Y paiy MpHKa3aHO Kao MYJITHILIMKATUBHH edekar. JleTasbHuja aHamu3a ypal)eHa je Ha y30pKy
npom3Boame npacaan ox 10.000 komana. Y mocnenmeM ey paja gate ¢y HeKe MMIDTAKAIH]e
YIBpheHUX eMIMpHjcKuX oxHoca n3Mel)y Bapujadimu. Ha ocHOBY 1oOMjeHHX pe3yirara oKa3aHo
j€ KOJIMKO ce MeHbajy TIOPECKH IIPUXO/IH 110 Pa3IMYUTHM HopeckuM cronama. [Ipomena nopecke
ctone oX1 8% u3a3uBa nosehame nopesa u3paxxeHor y Hosuy 3a 80%.

Kibyune peun: /1/{B, nopecku npuxoou, epuxacHocm naniame nopesa, npousgoora
npacaou, epancka noHyoa
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COMPARISON OF THE SYSTEM
OF EU COMMUNITY TRADEMARKS
AND HUNGARIKUMS

Abstract

The study aims to present the framework in which the European Union protects and supports
the production of high-quality agricultural products and foodstuffs and their trade within the
Union. A further objective is to introduce the relevant Hungarian quality control systems. A
comparison of the Hungarian regulations concerning Hungarikums and Hungarian wine regions
with EU Community Protection is made. It is shown that many high-quality Hungarian products
with a national characteristic possess Community Protection and most of them are included in
the Hungarian Repository of Values, but because of some reasons, Hungarian regulation declares
fewer items as Hungarikum.

Key words: Community Protection, Hungarikums, Agricultural products and foodstuffs

INTRODUCTION

The study briefly details the European Union’s Community Protection trademarks
supporting the production and trade of high-quality agricultural products and trade-
marks, together with the groups of products. The number of trademarks registered by
Member States (groups) is presented in the categories of Protected Designation of
Origin, Protected Geographical Indication and Geographical Indication. Then the Hun-
garian regulation of the area is examined and compared to EU regulation in terms of
specific items protected by either system.
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EU REGULATION ON FOOD AND AGRICULTURAL
PRODUCTS

In 1992 the European Union introduced trademarks in order to promote quality
control of agricultural products and foodstuffs. In 2006 Council Regulation (EC) No
510/2006 laid down the regulation of the following labelling:

1. Protected Designation of Origin (PDO):
for food and wine products

2. Protected Geographical Indication (PGI):
for food and wine products

3. Geographical Indication (GI):
for spirit drinks and flavoured wines.

This labelling should apply only to those products for which there is an organic
link between the product’s characteristics and its geographical origin. An explicit
objective of introducing protection is to enable producers of a product of given cha-
racteristics and quality to make a fair revenue and to make sure customers get well
informed about the geographical origin and related specific attributes of the product
when making a decision about purchasing it.

‘Designation of Origin’ means the name of a region, a specific place, or a country,
used to describe an agricultural product or a foodstuff originating in that region,
specific place or country, the quality or characteristics of which are essentially or
exclusively due to a particular geographical environment with its inherent natural and
human factors, and the production, processing and preparation of which take place in
the defined geographical area. ‘Geographical Indication” means the name of a region,
a specific place or a country, used to describe an agricultural product or a foodstuff
originating in that region, specific place or country, and which possesses a specific
quality, reputation or other characteristics attributable to that geographical origin, and
the production and/or processing and/or preparation of which take place in the defined
geographical area (Council Regulation, 2006).

For better transparency, the Regulation introduced three main and several sub-
categories for foodstuffs, wine, and spirit drink products:

1. Agricultural products and foodstuffs with 23 subcategories.

2. Wines (with no subcategories).

3. Spirit drinks with 45 subcategories
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In these three categories, Member States possess 1391 protections for Agricultural
products and foodstuffs, 1614 protections for Wines and 242 for Spirit drinks altogether
(as of June 2022).

Figure 1 shows the number of foodstuff items with Protected Origin or Geogra-
phical Indication possessed by member states (or groups) of the European Union. It is
clearly seen that most of the items belong to Italy and France.
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Figure 1: Number of foodstuff items with Protected Origin or Geographical
Indication by member states (or groups) of the European Union.
(Source: own compilation based on eAmbrosia)

Figure 2 shows the number of wine items with Protected Origin or Geographical
Indication possessed by member states of the European Union. Again, most of the
items belong to Italy and France.
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Figure 2: Number of wine items with Protected Origin or Geographical
Indication by member states (or groups) of the European Union.
(Source: own compilation based on eAmbrosia)

Figure 3 shows the number of spirit drink items with Protected Origin or Geo-
graphical Indication possessed by member states (or groups) of the European Union.
Here Germany joins the top three along with Italy and France.
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Figure 3: Number of Spirit Drink items with Protected Origin or Geographical
Indication possessed by member states (or groups) of the European Union.
(Source: own compilation based on eAmbrosia)

The regulation on EU Community Trademarks was created in order to protect and
assist the producers by distinguishing them from other producers and to ensure the
quality of the relevant products for the customers. Having a Community Trademark
provides the producers with further benefits in terms of administrational and legal
issues as with a single procedure the protection gets valid in all EU member countries.
Additionally, the fee is lower than the total fee would be for separate protection in all
countries. (Székelyhidi, et al., 2014).

Most probably, these advantages motivate EU member countries to take this oppor-
tunity — as it is also suggested by the high number of protected products.

HUNGARIAN REGULATION

Based on national regulation, products with a registered Community Trademark
automatically make part of the Collection of Hungarian Values. Currently, 92 Hun-
garian products are protected by Community Trademarks or are registered as products
with Protected Origin as Table 1 shows.

The purpose of Act XXX of 2012 on Hungarian national values and Hungarikums
is — apart from enhancing agricultural product and foodstuffs quality assurance — to
highlight and preserve national values. The fundamental point of view of the Act is that
Hungarian National Values are unique values to be preserved, collected and docu-
mented in a researchable manner. The manmade and natural values shall be compiled
in a comprehensive repository of values.

The Act does not contain a detailed description of the necessary parameters of
Hungarikums. The inclusion of national values in repositories of values is a three-step
procedure:

Application for inclusion in a local, county, regional or branch repository and for
declaring the item a national value.
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Table 1: Number of Protected products by product category and protection type
(source: own compilation based on eAmbrosia)

Type GI PDO PGI Sum
Foodstuffs 0 9 24 33
Wine 0 38 5 43
Spirit drink 16 0 0 16
Sum 16 47 29 92

Application for inclusion of the item in the Hungarian Repository of Values, i.e. for
its classification as an outstanding national value.

Filing a request to the Committee for Hungarikums for classification of the item as
Hungarikum (CNV a, 2022).

GEOGRAPHICAL LOCATIONS

The following section examines how many Hungarian products with EU Commu-
nity Protection in each major category are registered as a Hungarikum.

BYIRLD

L ’\_/_X Categories

Figure 4: Hungarikum foodstuffs with Community Protection
(source: own compilation) Note: The size of the disks roughly indicates
the size of the relevant geographical area

Agricultural products and foodstuffs

Only 9 items are declared Hungarikum out of the 33 items with Community Pro-
tection, as shown on the map (Figure 4). As it is seen, these Hungarikums are related
to locations in Mid- and Eastern Hungary (with the only exception being the Hungarian
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grey cattle, which is produced at several places all over the country, so they are not
shown on the map). The reason for this lies in the difference in the natural resources
and the settlement structure between the various regions.

In the case of the following foodstuffs (Figure 5) with Community Protection, no
application for registering them as a Hungarikum was filled yet — although their
national characteristic, uniqueness and quality are unquestionable.

Fruits: Other plants:

1) Black cherry from Szomolya Horse radish from HajdUsag

2) Apple from Tuzsér Carrots from Fert6d

3) Peach from Budaors Parsley root from Hegykd

4) Apple from Derecske Parsley root from Mako

5) Apricot from Gonc Rice from Nagykunséag

6) Apple from Szabolcs Grounded paprika from Szentes

7) Sour cherry from Ujfehérto Pumpkin seed oil from Orség
White-heart cherry from Nagykort

Meat products:

SRS 1) Wintersalamifrom

Cheese: Budapest

1) Csemege cheese form Gy6ér-Moson- | 2) Lamb from Kelemér
Sopron county

2) Lajtacheese

Figure 5: Non-Hungarikum foodstuffs with a Community Protection
(source: own compilation)

UA
Borsod-Abatl-Zemplon

Szaboles-Szatmér-Borog

Hajdi-Binar

RO

Figure 6: Wine-producing areas (numbered) in Hungary. (wikipedia, 2022)
Colours indicate the production volume (the higher the darker)

Wines and spirit drinks
In the main category of wines only two products — Egri Bikavér and Tokaji Asza
— are Hungarikums, but Hungarian agricultural legislation considers the production of

high-quality wines as a highlighted strategy objective. For this end Act XVIII of 2004
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on viticulture and wine defined the list of wine-producing areas and regions in Hun-
gary. According to the regulation, a wine-producing area is an area with similar cli-
matic, geographical and soil characteristics with a specific set of grape varieties and
wine production traditions. The wine region is a set of wine-producing areas with
common geographical characteristics.
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Figure 7: Hungarikum spirit drinks with Community Protection
(source: own compilation) Note: The size of the disks roughly indicates
the size of the relevant geographical area

For spirit drinks, currently, there is no Hungarian regulation to ensure their tradi-
tional and national characteristics and high quality. The Act on Hungarikums declared
all Palinka (including marc Palinka) products as Hungarikums, but no regulation exists
with detailed requirements on raw materials or production procedures. On the other
hand, 16 Palinka products from various fruits and geographical locations possess
Community Protection, as shown on the map (Figure 7).

SUMMARY

The study briefly summarized the European Union’s quality control regulations
concerning food and agricultural products and some statistics about the Member States.
It detailed the Hungarian regulations and revealed the harmony between the two
systems. Hungarian products with Community Protection are also included in the
Hungarian Repository of Values, but they are not necessarily Hungarikums. This is
explained by special legal and administrative features of the procedure to declare a
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product as a Hungarikum. Furthermore, Hungarikums include a lot of items outside of
the framework of food and agricultural products, from the domain of health and life-
style, built environment, industrial and technical solutions, cultural heritage, sport,
natural environment, tourism and hospitality (Hungarikum Committee, 2022).
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POREDENJE SISTEMA ZNAKOVA HUNGARIKUMS
ZAJEDNICE EU

Sazetak

Studija ima za cilj da predstavi okvir u kojem Evropska unija §titi i podrzava proizvodnju
visokokvalitetnih poljoprivrednih i prehrambenih proizvoda i njihovu trgovinu unutar Unije.
Dalji cilj je uvodenje relevantnih madarskih sistema kontrole kvaliteta. Napravljeno je poredenje
madarskih propisa koji se odnose na Hungarikume i madarske vinske regije sa zaStitom EU
zajednice. Pokazalo se da mnogi visokokvalitetni madarski proizvodi sa nacionalnim obelezjem
poseduju zastitu zajednice i vecina njih je ukljudena u madarski repozitorijum vrednosti, ali iz
nekih razloga madarska regulativa proglaSava manji broj artikala kao Hungarikum.

Kljuéne reéi: Zastita zajednice, Hungarikumi, Poljoprivredni proizvodi i prehrambeni
proizvodi
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ECONOMIC RESPECT FOR HETEROGENEOUS FACTORS
IN COMPANIES ENGAGED IN THE PRODUCTION
OF HEALTHY SAFE FOOD

Abstract

Economic appreciation of numerous heterogeneous factors in companies that are mainly
engaged in the production of safe food requires the top management in these companies to
introduce a whole range of innovations in business. This is of great importance especially
because these companies are engaged in responsible production, which can affect a large number
of people, especially their health. One of the modern approaches to doing business in such
companies is the application of a higher level of standardization in the overall business, such as
the application of international accounting standards within the standard business of these
companies. The goal of implementing such activities is to raise the level of real financial
reporting in companies, especially within the business of companies that are predominantly
engaged in the production of safe food.

Key words: health food production, international accounting standards

INTRODUCTION

Top management in health food companies is constantly in need of finding new
ways to improve the overall management of the companies in which it performs
management functions.
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One of the ways in which the application could improve the overall business of the
company is management in companies where clear and precise accounting procedures
have been established in all parts of management in the company. The authors point
out that such management is necessary for all levels of management in the company,
it needs to be practically adopted and changed by all employees in the company and
there is a need for prior public disclosure of changes that may occur in the imple-
mentation of accounting policies.

This is especially important in companies that produce mainly food, where it is
necessary to achieve a high level of standardization of all activities and at all levels
within the business of the company itself. We also have such an observation in our
works (Chen, 2019; Popovi¢, 2014). Novakovi¢ et al., 2018).

The application of international accounting standards enables the improvement of
the relevance and reliability, first of all, of the financial reporting of the top mana-
gement, which is of great importance in the business of companies engaged in the
production of safe food.

This means that the application of international accounting standards in companies
engaged in the production of safe food can significantly contribute to the improvement
of overall management in companies, because the real financial statements of compa-
nies are essentially used (Popovié et al., 2015; Popovi¢ et al. 2018, Popovi¢ et al.,
2020, Radovi¢ et al., 2019; Vitomir et al., 2019).

The practical improvement of the overall business in these companies can be
defined as a substantial contribution of authors who expressed their views in empha-
sizing the application of international accounting standards, as part of improving and
improving financial reporting in these companies, which mainly operate in food pro-
duction, especially health. food.

SWOT ANALYSIS OF THE STATE OF COMPANIES OPERATING
IN THE FIELD OF HEALTH SAFE FOOD AND REGULARLY
APPLY INTERNATIONAL ACCOUNTING STANDARDS
IN THEIR BUSINESS

Using already published papers (Popovié et al., 2017) the authors presented the
SWOT analysis in companies that apply the principles in the field of health safe food
and regularly apply international accounting standards in their business. The presen-
tation of the mentioned analysis was given by the authors in the form of tabular pre-
sentation number 1.

The Republic of Serbia has signed documents with the EU on the basis of which it
intends to carry out the process of accession to the European Union. This essentially
means adjusting to the standards that apply in EU countries.

The situation is similar with other countries in the region, which are essentially
striving to join the EU, and are rapidly working on introducing standards in the busi-
ness of their companies.
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Table 1. SWOT analysis of the situation of companies operating
in the field of health safe food and regularly apply international accounting
standards in their business

Avalirale

options

Weaknesses

* The existence of a signed Chapter 32
with the EU on financial control in the
public sector,

* The existence of positive attitudes of
internal audit introduced in the public
sector,

+ adopted internal audit procedures are
compatible with internal control
procedures,

* Many years of tradition in applying
audit procedures in the public sector

* Lack of complete information on the
importance of full implementation of
internal control in the public sector,
Lack of interest of local self-
government units to significantly
increase the operational reliability

of companies,

Insufficient interest of companies that
have established local self-government
units for internal control in terms of
essential financial reporting to the
founder,

The frequent change of the top
management appointed by the local
self-government causes discontinuity
in the performance of commenced
tasks in the introduction, control and
implementation of internal control
recommendations in enterprises

Chances

* Increase in commitments based on
signed pre-accession chapters with
the EU,

* Increasing the safety of top
management that has implemented
internal control in the companies it
manages,

* Increasing the security of financial
reporting to local government and
state authorities,

» Facilitates public-private investment
activities in the public sector,

« Internal control contributes to the
increase in the level of local
government investment in the primary
enterprises due to the increased
security of investment and the return
of funds into the budget based on the
generated profit of the company

Threats

Insufficient sanctioning of companies
established by local self-government
in terms of poor financial reporting,
Insufficient sanctioning of public
utility companies established by local
self-government in terms of poor
implementation of business programs
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The research was conducted in the Republic of Serbia, which essentially seeks to
apply positive experiences from the EU and introduce its companies to regular busi-
ness, which is of great importance especially in companies engaged in food production,
especially health food, where it can be said that there is greater need to apply standard
control methods.

In this practical presentation of the importance of applying international accounting
standards in the business of companies primarily operating in the field of food pro-
duction, especially health food, the authors stressed the importance of presenting the
application of international accounting standards by presenting SVOT analysis. apply
the standard in financial reporting of top management companies.

General model of implementation of international accounting standards in com-
panies which operating in the field of health safe food and regularly apply international
accounting standards in their business

The general model of implementation of international accounting standards in
companies operating according to the principles in the field of health safe food and
regularly apply IAS in their business, was presented by the authors in the form shown
in Figure 1.

DECISION ON TOP MANAGEMENT FOR
THE APPLICATION OF INTERNATIONAL
ACCOUNTING STANDARDS IN BUSINESS

OPERATIONS

/

FORMATION OF THE FINANCIAL SECTOR

THAT HAS INTRODUCED INTERNATIONAL
ACCOUNTING STANDARDS IN

THE COMPANY'S OPERATIONS

CONNECTING OTHER
SECTORS AND COMPANY
PRACTICAL
FUNCTICONICNG OF ACCOUNTING IN WHICH
THE COMPANY'S INTERNATIONAL
FINANCIAL SECTOR ACCOUNTING STANDARDS
ARE DIRECTLY APPLIED

\ /

TOTAL BUSINESS RESULTS OF THE COMPANY AS
A RESULT OF CONNECTING OTHER SECTORS AND
ACCOUNTING IN THE COMPANY THAT APPLIES
INTERNATIONALACCOUNTING STANDARDS

Figure 1. Overview of the general model of implementation of international
accounting standards in companies which operating in the field of health safe food
and regularly apply international accounting standards in their business
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Based on the presentation of the general model, which shows the application and
introduction of international accounting standards in the business of companies that are
mainly engaged in the production of safe food, it can be seen that there are the
following important characteristics:

1. The connection of all sectors in the company is great,

2. Connectivity and connections within all sectors in the company is strong,

3. The connection of all sectors and the connections that arise in the real business
of the company are based on financial statements that should be considered by
the top management of the company,

4. There is a strong impact of financial reporting on the business results of the
company,

5. There is a strong influence of accounting policy on the financial reporting and
operations of the company,

6. A decision and the will to implement the decision of the top management on the
application of international accounting standards in the regular operations of the
company is needed, in order to achieve significantly better overall business
results.

CONCLUSIONS

The processes of real standardization in the business of a large number of com-
panies cannot bypass the companies that produce health-safe food. The application of
standards in production and organization of production is of great importance for the
company's business. Application of principles and application of international business
standards are just one of the ways in which it is possible to improve production.

One of the examples of positive application in business is the application of inter-
national accounting standards and such application may mean that in the work and
operations of many companies that produce food and especially healthy food should
be applied standardization, which can essentially begin with the application of inter-
national accounting standards. is to raise the general level of business security in the
work of the companies themselves.

The authors came to these observations by observing the work and business of
companies in the field of health safe food production, which began to implement the
application of standards and the application of international accounting standards in
their regular operations.

In essence, the application of international accounting standards can improve and
raise the general level of business security in companies that produce health-safe food.
This is an approach that has a practical application of a relatively new way of organi-
zing work in the mentioned companies, especially in the Republic of Serbia. In this
way, it is possible to change the business of a large number of companies that produce
safe food, which is of great importance for the entire process of rapprochement, both
countries and the Republic of Serbia and for companies that introduce one form of
standard in their business. which already exist in the EU.
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EKONOMSKO UVAZAVANJE HETEROGENIH FAKTORA
U KOMPANIJAMA KOJE SE BAVE PROIZVODNJOM ZDRAVSTVENO
BEZBEDNE HRANE

Sazetak

Ekonomsko uvazavanje brojnih heterogenih faktora u kompanijama koje se pretezno bave
proizvodnjom zdravstveno bezbedne hrane zahteva od top menadzmenta u pomenutim
kompanijama da uvede ¢itav niz novina u poslovanju. To je od velikog znacaja pogotovo jer se
te kompanije bave odgovornom proizvodnjom, koja moze da utice na veliki broj ljudi, pogotovo
na njihovo zdravlje. Jedan od savremenih pristupa poslovanja u takvim kompanija je primena
veéeg nivoa standardizacije u ukupnom poslovanju, poput primene medunarodnih ra¢unovod-
stvenih standarda i to u okviru standardnog poslovanja pomenutih kompanija. Cilj sprovodenja
takvih aktivnosti je podizanje nivoa realnog finansijskog izvestavanje u kompanijama, pogotovo
u okviru poslovanja kompanija koje se bave dominantno proizvodnjom zdravstveno bezbedne
hrane.

Kljuéne reéi: proizvodnja zdravstveno bezbedne hrane, medunarodni racunovodstveni
standardi
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IMPLEMENTATION OF INTERNAL AUDIT IN COMPANIES
MAINLY OPERATING IN THE FIELD OF HEALTHY
SAFETY PRODUCTION

Abstract

The implementation of internal audit in companies that mainly operate in the field of safe
food production is one of the opportunities available to the company's top management in order
to improve the real business of the company. Essentially, its introduction can improve the overall
management of the company. In the processes of real decision-making of top management, it is
very important to make valid business decisions, and one of the most important is to introduce
some form of control. The implementation of internal audit in companies that mainly operate in
the field of safe food production can contribute to its activities to improve the security of business
decisions by top management. Implementation of internal audit in companies that mainly operate
in the field of health food production can increase the security of the entire business in the
company, which refers specially to achieving prescribing procedures in food production, which
is the main goal of introducing internal audit in these companies.

Key words: internal audit, companies, production of safe food

INTRODUCTION

The company's top management can implement internal audit in companies that
mainly operate in the field of health food production because they look at one of the
possible models and opportunities to increase the work and security of the overall
business in the company. One of the ways to implement internal audit in companies that
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mainly operate in the field of safe food production is the essential introduction of
internal control and internal audit in the operations of these companies.

This is observed within the already adopted policy of implementing internal audit
in companies that mainly operate in the field of safe food production, which is essen-
tially a set of special principles, bases, agreements, rules and practices that the company
already applies.

Such observation must be made in particular when compiling and presenting finan-
cial statements for the purposes of both top management and government reporting
(Barker & McGeachin, 2013; Chen, 2019).

Financial reporting by top management is one of the most important reports in a
company’s business. Financial reporting is also important for other management bodies
in the company and it is the next phase of financial reporting, and finally we can
observe the third phase of actual reporting, i.e. reporting for government agencies by
companies operating in the field of health food production.

In addition to the above three forms of dominant corporate reporting, reporting
based on the existence of internal audit work can also be used for reporting purposes
of majority owners, shareholders and others. relevant users of financial statements
made by the company's top management for the needs of external reporting (Popovic,
2014; Popovi¢ et al., 2015; Vitomir et al., 2019).

This view of the application of internal audit and reporting is of great importance
for the establishment of a standard way of reporting (Popovi¢ et al. 2017; Popovié et
al. 2020).

The formation of accounting policies in companies operating on the principles of
the green economy should take into account the following areas of application in
companies:

— valuation of fixed assets,

— conducting a policy of intangible investments in the company,

— valuation of investment real estate in the company,

— selection of methods for calculating ascending stocks in the company,

— the chosen method regarding the estimated method as well as the participation in
the capital of related legal entities, which relate to the significant operations of
the company,

— determining the recording of interest expenses and other borrowing costs,

— consolidation of joint,

— Controlled legal entities and others.

THE PROCESS OF IMPLEMENTING INTERNAL AUDIT
IN COMPANIES THAT MAINLY OPERATE IN THE FIELD
OF HEALTH FOOD PRODUCTION

The top management of the company can implement internal audit in companies
that mainly operate in the field of health food production should be seen as an extension
of the establishment of a control function by the top management of the company.
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Based on the implemented internal audit in companies that mainly operate in the
field of health and food production, it can be said that there is an increase in occu-
pational safety and business in the entire company that operates in the field of health
and food production.

Implemented internal audit in companies that mainly operate in the field of safe
food production should aim to achieve improvement and business security throughout
the company, or in all its parts, in all sectors and departments.

In addition, the work of internal audit should contribute to the improvement of the
overall decisions made, which are based on the existence and fulfillment of the stan-
dards of the audit profession. The introduction of internal audit can significantly impro-
ve the overall business of the company.

In its work, internal audit is dedicated to real business, as follows:

— independence in the work of internal auditors in relation to the entity in which the
required audit work is performed;

— wide scope of work of internal audit in companies,

— the ability of internal auditors to make the results obtained by auditors such that
they can become available to all interested parties in the company that has
essentially commissioned the internal audit of a particular area.

Internal auditors should take into account heterogeneous requirements in their
work, such as:
— analysis of the effectiveness (efficiency) of the internal control system,;

—the audit also deals with aspects of correctness, as well as the structure that
ensures economy, efficiency and effectiveness (effectiveness) in companies;

— consideration of legality / regularity of transactions;

— an analytical approach to the work, where the starting point should be an over-
view of the characteristics of the audited entity, the responsibilities and problems
it faces, and the administration and organization of the audited entity;

— an active approach, through which audit work, where possible, is characterized
by a constructive attitude that ensures change, which can be seen in maintaining
constructive and adequate relations with employees, but also in the timing and
approach applied in reporting audit findings.

USE OF SOFTWARE DURING INTERNAL AUDIT
IN FOOD COMPANIES ACCORDING TO THE PRINCIPLES
OF SAFE FOOD PRODUCTION

The authors presented the possible use of software during the work of internal audit
in companies that produce food according to the principles of safe food production in
the form of Figure 1 and Figure 2.
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THE DECISION OF TOP MANAGEMENT
TO ESTABLISH INTERNAL AUDIT
IN THE COMPANY

FORMATION OF INTERNAL

AUDIT
PRACTICAL

FUNCTIONING OF =<
THE COMPANY'S
INTERNAL AUDIT

LINKING THE INTERNAL
AUDIT AND ACCOUNTING
SECTOR OF THE COMPANY

THE RESULTS OF LINKING INTERNAL
AUDIT AND ACCOUNTING
IN THE COMPANY

Figure 1. The general course of implementation of internal audit in companies
that mainly operate in the field of safe food production

THE LEGAL SECTOR TOP MANAGEMENT
INITIATES THE INTERNAL == MAKES THE DECISION
AUDIT IMPLEMENTATION >

PROCESS TO ESTABLISH
AN INTERNAL AUDIT
THE WORK

OF THE INTERNAL AUDITOR
IN THE COMPANY

Y
RESULTS AFTER
THE INTRODUCTION OF INTERNAL
AUDIT IN THE COMPANY

Figure 2. Launching an initiative for the operation of internal audit
in the company
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APPLICATION OF INTERNAL AUDIT IN THE OPERATIONS
OF COMPANIES THAT BASICALLY HAVE THE PRODUCTION
OF SAFE FOOD

The basic feature of the application of this approach remains the professional audit
court formed by the internal auditor in his work on the basis of the authority given to
him by the top management of the company.

Although it is important that auditors are thoroughly acquainted with all aspects of
the real functioning of internal audit in companies. Some of the key messages, the
author pointed out, such as:

1. Internal audit should be adjusted to the circumstances within the audited entity

and should be based on an audit risk assessment,

2. giving an opinion on internal controls is not the only goal of the audit in com-
panies,

3. examination of the structure of corporate governance in the audited entity and
examination of the performance of management in the medium term should
become equally important for the adoption of the position and opinion of the
internal auditor,

4. Audit findings should be presented in a timely manner in internal audit reports
to ensure that appropriate measures can be taken in a timely manner by the
company's top management.

In addition, it should be emphasized that the external audit and the already formed
internal audit in the companies that have introduced internal audit should be essentially
linked.

With such an approach, the top management of the company has the opportunity
to achieve the overall goal by obtaining the highest quality audit services from the
aforementioned internal and external audit that they have engaged in the process of
strengthening financial reporting in companies.

CONCLUSIONS

The implementation of internal control mechanisms in companies should be carried
out continuously. One of the ways is the implementation of one or more forms of
internal control mechanisms in the business of companies, and in this paper the authors
drew attention to the work and implementation of internal audit. Internal audit aims to
increase the security of financial reporting at all levels of management in these
companies. In this way, the top management of the company has the opportunity to
make valid business decisions within the regular business of the company. As a result
of improvements in company management, a reduction in total operating costs in the
regular operation of companies most often occurs.
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IMPLEMENTACIJA INTERNE REVIZIJE U PREDUZECIMA KOJA
PRETEZNO POSLUJU U OBLASTI PROIZVODNJI ZDRAVSTVENOQO
BEZBEDNE HRANE

Sazetak

Implementacija interne revizije u kompanijama koja pretezno posluju u oblasti proizvodnje
zdravstveno bezbedne hrane jedna je od mogucénosti koju ima na raspolaganju top menadzment
kompanije sa ciljem da unapredi realno poslovanje kompanije. Sustinski njenim uvodenjem
moze da se unapredi ukupno upravljanje u kompaniji. U procesima realnog odlucivanja top
menadzmenta veoma je vazno da se donesu validne poslovne odluke, a jedna od bitnih je da se
uvode neki od oblika kontrole. Implementacija interne revizije u kompanijama koja pretezno
posluju u oblasti proizvodnje zdravstveno bezbedne hrane moze da doprinese da se njenim
delovanjem pospesi sigurnost donosSenja poslovnih odluka od strane top menadzmenta. Imple-
mentacija interne revizije u kompanijama koja pretezno posluju u oblasti proizvodnje zdrav-
stveno bezbedne hrane moze se povecati bezbednost celokupnog poslovanja u kompaniji, §to se
odnosi narocito na postizanje propisivanja procedura u proizvodnji hrane, a §to predstavlja i
osnovni cilj uvodenja interne revizije u pomenutim kompanijama.

Kljuéne redi: interna revizija, kompanije, proizvodnja zdravstveno bezbedne hrane
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THE ROLE OF THE BIOLOGICAL AND NUTRITIONAL
VALUE OF THE DIET IN THE PREVENTION
OF CORONAVIRUS INFECTION

Abstract

Deficiency of a number of nutrients in the diet can disrupt the chemical, structural and
regulatory processes in the body, which negatively affects the state of the immune system. The
purpose of the review article is to consider the role of nutrients and a number of biologically
active substances in improving immunity for the prevention of COVID-19 in the population.
As aresult of the analysis of foreign and Russian scientific publications, it was found that such
nutrients as complete protein, vitamins A, C, D, E, minerals — selenium, zinc, biologically active
substances - resveratrol, turmeric flavonoids, melatonin play an important role in the prevention
of coronavirus infection, having immunomodulatory, anti-inflammatory, antioxidant and anti-
viral properties.

Key words: nutrients; immunity; COVID-19; coronavirus infection, biologically active
substances

INTRODUCTION

The disease caused by the new Severe Acute Respiratory Syndrome coronavirus,
called SARS-CoV-2 (Severe Acute Respiratory Syndrome-related Coronavirus), has
been named COVID-19. To cause disease, a virus must enter, replicate, and damage a
human cell, escaping immunological defenses to infect neighboring cells. The entry
gate for the causative agent of this disease is epithelial cells, on the surface of which
there are receptors for angiotensin-converting enzyme type II - ACE-2. In addition to
ACE-2, 2 more enzymes play an important role in the introduction of coronavirus into
the cell: furin and 3-CL protease [14,17]. Increasing human innate immunity and
influencing ACE-2, furin, and 3-CL protease with various dietary biologically active
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substances is an alternative approach to the prevention of coronavirus diseases. To
ensure the proper functioning of the immune system, it is necessary to consume a
sufficient amount of biologically active nutrients that act on the immune system
through gene expression and correction of intestinal microbiocenosis.

MATERIALS AND METHODS

The work used the method of literary research and analysis of modern domestic and
foreign scientific literature on the research topic. The review analyzes the data of
scientific electronic libraries eLIBRARY.RU, bibliographic databases of articles on
medical sciences MEDLINE and PubMed-NCBI.

RESULTS AND DISCUSSION

For the prevention of infectious diseases, an adequate intake of nutrients plays an
important role in maintaining immunity, increasing the functional reserves of the body
and reducing the risk of infection. Improving immunity is the main link in the
prevention of coronavirus infection [10]. This requires such components as an increase
in a person’s innate immunity before a disease, sufficient sleep (at least 7-8 hours a
day), moderate physical activity and positive emotions. An increase in a person's innate
immunity before a disease can be provided by the consumption of a normal amount of
protein in the diet, vitamins C, D, A and E, minerals, especially zinc and selenium.
Biologically active substances from curcumin, an aqueous extract of wormwood
leaves, echinacea, propolis, garlic, soy, green tea, as well as probiotics, prebiotics,
melatonin and other nutrients are important for improving immunity.

According to Methodological recommendations 2.3.1.0253-21 «Norms of physio-
logical needs for energy and nutrients for various groups of the population of the
Russian Federation» [5], a person should receive proteins in an amount from 75 to 114
g/day for men and from 60 to 90 g/day for women, depending on the intensity of
physical activity, of which 50% are animals. The lack of proteins in the diet leads to a
decrease in the efficiency (effectiveness) of the functioning of the body's immune
defense, since the synthesis of antibodies, lymphocytes, neutrophils, lysozyme, adrenal
cortex hormones, biologically active substances and other participants in the body's
defense reactions requires the entire spectrum of amino acids.

However, for people suffering from COVID-19, attempts to improve the body's
immune function can be harmful. In COVID-19 infection, it is important to prevent
overreactivity of the innate immune system and reduce inflammation. Therefore, an
increased content of protein, especially of animal origin, can worsen the patient's well-
being, since meat products are rich in tryptophan and arginine. The latter increase the
production of Th-17 cells, which increases overall inflammation in the body. Another
amino acid, leucine, is able to activate the mTOR protein (a special intracellular protein
that regulates the development of muscle fibers), which also contributes to the growth
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of the number of Th-17 lymphocytes. Decreased mTOR production by reducing
inflammation, mTOR inhibitors found in coffee, extra virgin olive oil, and lack of
amino acids in the diet.

More than 100 functions in the body are known for vitamin C, in which it takes part.
Ascorbic acid is involved in the functioning of the body's immune system by enhancing
the activity of the T-cell link of immunity, as well as stimulating the bactericidal
activity and migratory ability of neutrophils; has a regenerating effect, increasing the
level of cyclic adenosine monophosphate (3',5'-cAMP) in tissues by suppressing the
activity of phosphodiesterase; participates in the synthesis of corticosteroids (anti-
inflammatory action), as well as in the synthesis of connective tissue, etc [14]. The
physiological need for adults is 100 mg/day, for children — from 30 to 90 mg/day,
depending on age, an adequate intake level for adults is 70-100 mg/day, the upper
acceptable intake level is 700 mg/day [MP 2.3.1.19150-04 «Recommended con-
sumption levels of food and biologically active substances»].

Ergocalciferol (vitamin D2) is found in food, synthesized by ultraviolet irradiation
from provitamin — ergosterol, which is part of plant tissues. Cholecalciferol (vitamin
D3) is formed from 7-dehydrocholesterol contained in the skin under the influence of
ultraviolet rays (up to 80% of the daily requirement for vitamin D), it is also found in
animal products. Vitamin D synthesized by the skin circulates 2-3 times longer than
vitamin D obtained from food.

Already by 2010, the results of numerous studies were obtained indicating the
antibacterial and antiviral effects of vitamin D [12]. Vitamin D, modulating the activity
of T-lymphocytes, mast cells, antigen-presenting cells, helps to reduce the excessive
inflammatory response, increasing the levels of anti-inflammatory IL-10, reducing the
levels of IgE, alarmin cytokines, IL-17, histamine, leukotrienes [14]. The discovery of
calcitriol receptors in many cells of the immune system (on T-lymphocytes, macro-
phages, immature thymus lymphocytes and mature CD8 cells), as well as the ability
of mononuclear phagocytes to produce 1,25-dihydroxyvitamin D3, proved the parti-
cipation of vitamin D in functioning of the immune system.

All healthy people need a minimum physiological dose of vitamin D in the summer
months of 500 IU/day, and from September to June — 1000 IU/day. In the clinical
guidelines «Vitamin D deficiency in adults: diagnosis, treatment and prevention»
developed by the Russian Association of Endocrinologists to maintain the level of
25(OH)D 30 ng/ml, the following regimen for taking Aquadetrim® is presented: 1000—
2000 IU daily orally (2— 4 drops per day); 6,000—14,000 IU once a week orally (15—
30 once a week). Elimination of vitamin D deficiency is fundamentally important for
maintaining innate antiviral immunity in all age groups [13], reducing the risk of a
“cytokine storm” and compensating for comorbid diseases associated with vitamin D
deficiency (type 2 diabetes mellitus, arterial hypertension, coronary artery disease,
bronchial asthma, COPD), which aggravate the course of coronavirus infection. Karo-
nova T.L., Andreeva A.T., Vashukova M.A. [3] also found that vitamin D deficiency
is a risk of severe and fatal coronavirus infection.

Vitamin A plays an essential role in maintaining the integrity of respiratory
epithelial cells [8,14]. Vitamin A has an immunostimulating effect by accelerating the
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proliferation of lymphocytes and activating phagocytosis; is an antioxidant; necessary
for the function of the eyes, the condition of the skin, and mucous membranes, the
synthesis of chondroitin sulfates (“beauty vitamin”, “growth vitamin”). The active
form of vitamin A, retinoic acid, has a protective effect in respiratory pathology [16]..

Zinc has a multifaceted effect on all parts of the immune system [2,15]. It is
necessary for the synthesis of T-helpers, the formation of antibodies, and the blast
transformation of B-lymphocytes. Zinc has an immunostimulatory effect, increases
the activity of T and B lymphocytes, the phagocytic activity of neutrophils. The
biochemical basis of the activity of zinc is its ability to block the enzyme RNA
polymerase, which is necessary for virus replication. 118 zinc-containing proteins are
involved in human antiviral immunity, 11 of which are directly related to protection
against single-stranded RNA viruses, which include SARS-CoV-2 [7].

The Zn-dependent protein TRIMSa inhibits the release of viral RNA inside the
cell. The Zn-dependent proteins TRIM22, ISG15 and the iron/folate (B9)-dependent
protein viperine, whose gene expression is regulated by vitamin D, inhibit viral
replication and virus budding from the plasma membrane. In addition, zinc is involved
in the metabolism of vitamin A, is part of corticosteroids (protection against stress,
anti-inflammatory effect), provides the function of assessing the taste of the papillae
of the tongue, stimulating the synthesis of thickening by the parotid glands, is involved
in spermatogenesis, testosterone synthesis. An increased concentration of zinc prevents
the penetration of virions into cells and blocks its reproduction process. Zinc has
become even more popular due to the development of the COVID-19 pandemic [6].

Zinc and selenium deficiency occurs in 30—40% of Russians. Among older people
with comorbid pathology or alcohol abusers, the deficiency of these trace elements is
observed in 60-80%. Given this situation, zinc and selenium preparations can be taken
without examining their content in the body for no more than 3 months and in moderate
doses: for zinc 5-10 mg / day, for selenium — 50 mcg/day. With a significant deficien-
cy, the intake is needed longer, and the doses are larger. For zinc, this is 80 mg / day,
for selenium — 100-200 mcg/day. With coronavirus infection, such doses can be taken
for 3 weeks. The main dietary sources of zinc are seafood, meat, eggs, nuts, and le-
gumes.

Selenium is an essential component of antioxidant protection. Actively participating
in antioxidant protection, selenium exhibits synergism with respect to the action of
tocopherols, and also ensures the reactivation of ascorbic acid as a result of its
interaction with selenium-containing thioredoxin reductase. Selenoprotein P protects
vascular endothelial cells from reactive nitrogen radicals. Epidemiological studies
demonstrate that selenium deficiency alters immune responses and reduces resistance
to viral infection.

Reliable sources of selenium are animal products (seafood, meat products, nuts),
as they contain a stable amount of it. In plant products, the content of selenium directly
depends on its concentration in the soil. Selenium is present in cereals, meat products
and mushrooms in the form of selenomethionine and selenocysteine, in onions and
garlic — in the form of selenocysteine oxide, in nuts - in the form of selenocystathionine.
The assimilation of selenium from mixed diets is practically not inhibited and reaches
80% or more.
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Administration of higher than recommended daily doses of nutrients, such as vita-
mins D, C, E, zinc, and ®-3 fatty acids, may have a beneficial effect in the setting of
disease, potentially reducing SARS-CoV-2 viral load and length of hospital stay [4].

American scientists have discovered the anti-coronavirus properties of an aqueous
extract of wormwood leaves. The results of the study are published in the bioRxiv
online library. Wormwood can produce artemisinin, a substance with antiviral activity
that helps to suppress the replication of the coronavirus even after it enters the cell.

To improve the performance of ACE-2, you can suggest regular aerobic exercise,
a diet of whole foods of plant origin, the use of curcumin (a set of turmeric flavonoids)
and resveratrol. Resveratrol is synthesized by some plants to protect them from bacteria
or fungi. Inhibits the growth of the corona virus, reduces the inflammation caused by
it. Resveratrol reduces the amount of free radicals and enzymes involved in inflam-
matory reactions and the formation of reactive oxygen species (including myelo-
peroxidase, NADPH oxidase). In animal and cellular studies, resveratrol increases
levels of key antioxidant enzymes: mitochondrial superoxide dismutase-2 (SOD2) and
Nrf2 (nuclear factor-2) protein, which are key components of antioxidant defense, as
well as glutathione, catalase, and heme oxygenase 1. In a study on brain cells, resve-
ratrol increased the activity of heme oxygenase 1, which protects the brain from da-
mage. This effect is enhanced by melatonin.

To increase the bioavailability of resveratrol, it is necessary to combine resveratrol
with other polyphenols or flavonoids. Thus, the counting of resveratrol, quercetin and
genistein is highly synergistic. Low dosages of these natural compounds can provide
similar benefits in the aggregate. In addition, you can increase the bioavailability of
resveratrol by taking liposomal or nano-resveratrol, as well as along with foods rich in
fats.

Curcumin is a plant-derived polyphenolic compound found in the rhizomes of
Curcuma longa. Curcumin can be used as a biologically active food supplement with
protective, in relation to free radical oxidation, and antioxidant properties [1].
According to the current legislation of the EAEU, the adequate daily dose of curcumin
for a person is 50 mg, the upper allowable dose is 150 mg. The results of studies [11]
demonstrated the health-promoting effects of curcumin in healthy middle-aged people.
Materials published in the databases PubMed, Web of Science, Google Scholar,
platform eLIBRARY.RU for 2008-2020 testify to the immunotropic, anti-inflam-
matory, antioxidant effects of curcumin.

Melatonin is a hormone produced by the pineal gland. It supports antiviral immu-
nity and also helps control NLRP3 (cryopyrin). Melatonin is produced in the dark,
mostly between 2-3 am. Melatonin synthesis decreases with age, which may be one of
the factors influencing the outcome of COVID-19 in elderly patients. Melatonin is able
to prevent infection with the SARS-CoV-2 coronavirus, the development of a severe
form of COVID-19. Melatonin is found in cherries, cherries, and bananas.

As the pandemic continues, many people continue to work remotely and try to
minimize social contact. In conditions of prolonged stay at home and a high probability
of infection, general recommendations for maintaining a nutritious diet can be
extrapolated to the entire population in order to maintain the immune system and body
resistance to infection, as well as reduce the risk of forming incorrect food stereo-

types [9].
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CONCLUSION

Optimal nutrient intake in diets influences the immune system through gene

expression, cell activation, and modification of signaling molecules. Various food
ingredients are also determinants of the microbial composition of the gut, subsequently
shaping the body's immune responses. Using the method of literary research, it has
been established that vitamins C, D, A and E, minerals — selenium, zinc, biologically
active substances — resveratrol, turmeric flavonoids, melatonin play an important role
in the prevention of coronavirus infection. With immunomodulatory, anti-inflamma-
tory, antioxidant, and antiviral properties, these nutrients and bioactives are promising
alternative nutritional approaches to combat COVID-19.
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ULOGA BIOLOSKE I NUTRITIVNE VREDNOSTI ISHRANE
U PREVENCUJI INFEKCIJE KORONA VIRUSOM

Sazetak

Nedostatak odredenog broja hranljivih materija u ishrani moze poremetiti hemijske,
strukturne i regulatorne procese u organizmu, §to negativno uti¢e na stanje imunog sistema.
Svrha preglednog ¢lanka je da se razmotri uloga hranljivih materija i niza bioloski aktivnih
supstanci u pobolj$anju imuniteta za prevenciju COVID-19 u populaciji. Kao rezultat analize
stranih i ruskih nau¢nih publikacija, utvrdeno je da hranljive materije kao Sto su kompletni
proteini, vitamini A, C, D, E, minerali — selen, cink, bioloski aktivne supstance - resveratrol,
flavonoidi kurkume, melatonin igraju vaznu ulogu u prevenciji infekcije koronavirusom, i imaju
imunomodulatorna, antiinflamatorna, antioksidativna i antivirusna svojstva.

Kljuéne reci: hranljive materije; imunitet COVID-19; virus korona zaraza;
bioloski aktivne supstance
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CURRENT ISSUES ON LESSER-KNOWN FIELD CROPS
FOR FOOD SAFETY PURPOSES

Abstract

Current agricultural systems stress the environment and degrade biodiversity, making it
difficult to ensure safe food, human health, conservation, and climate change. Nevertheless,
agriculture as a source of nutrients and income must not be interrupted and abandoned. Modern
agriculture and food production have negative impacts on the environment and do not satisfy
nutritional recommendations for a healthy diet. The challenge for modern civilization is to
produce enough healthy food in a sustainable manner at affordable prices. In contrast, the use
of lesser-known field crops has implications for diversified production. This enables a healthy
diet, reduces poverty levels, increases income, and improves health.

Key words: Agrobiodiversity, alternative crops, sustainable production, healthy food

INTRODUCTION

FAO (Food and Agriculture Organization of the United Nations) recognizes that
food production must take into account the conservation of natural resources in the
countries in which it operates and therefore supports programs that promote con-
servation and assist in the development of codes of conduct for responsible fishing
and farming practices that help streamline activities, access, and/or linkages to them
(Food ..., 2020).

One of the challenges currently facing the entire planet is climate change, which
affects sowing and harvesting times, and thus yields. Predicting the future development
of agriculture will therefore be one of the most important areas of our work.

Current trends pose numerous challenges to safe food and agriculture. Resource-
intensive agricultural systems that have led to widespread deforestation, water scarcity,
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soil depletion, and high greenhouse gas emissions cannot ensure sustainable food and
agricultural production. Innovative systems must be developed to protect and enhance
natural resources while increasing productivity. This requires a transformation process
toward "holistic" approaches such as agroecology, agroforestry, climate-smart agri-
culture, and conservation agriculture that also draw on indigenous and traditional
knowledge. Technological improvements combined with drastic reductions in the use
of fossil fuels in business and agriculture would help combat climate change and the
increase in natural hazards that affect all ecosystems and all aspects of human life.
Greater international cooperation is needed to prevent emerging transboundary threats
to agriculture and food systems, such as pests and diseases (FAO, 2017).

Today's agriculture, including fisheries and forestry, is anything but sustainable
from a global perspective. Much of human progress comes at a significant environ-
mental cost. To produce more food and other agricultural goods, a combination of
increased agricultural production methods and deforestation has damaged natural
resources and contributed to climate change. If we continue to address these challenges
with a "business as usual" approach, the future does not look promising. Sustainable
food and agriculture systems cannot be achieved without significant additional effort
and change. Nevertheless, there are ways to address these challenges, but they must be
carefully considered. Food and agricultural systems can take alternative paths depen-
ding on the evolution of numerous factors, such as population growth, dietary habits,
technological advances, income distribution, natural resource condition and use,
climate change, and conflict prevention and resolution. These pathways can and will
be influenced by strategic and policy decisions. Swift and focused action is needed to
ensure the long-term sustainability of food and agricultural systems. The future is
uncertain, but to act now, we need a good sense of what the world might look like
along potentially different pathways (FAO, 2018).

It is therefore essential to shift agricultural practices to more sustainable ones
(Adegbeye et al., 2020). Today, rice, wheat, and maize account for 50% of the calories
consumed daily. 12 crops and 5 livestock species provide 75% of the world's food.
Agriculture is largely evolving away from the diverse, nutrient-rich crops domesticated
by earlier civilizations. The reasons for these changes are complex (Hunter et al., 2019).

Switching to healthier foods would help reduce pollution. Food diversity
contributes to the natural wealth of a country of which we are not sufficiently aware
(Hunter et al., 2019).

PROBLEMS IN THE CULTIVATION OF LESSER-KNOWN
FIELD CROPS

A modified approach to plant production

Agricultural development and the industrialization of food production have reduced
diversity on farms and in the food chain. This in turn has led to a decline in biodiversity
and ecosystem services that are essential for food production. Specialization in the
cultivation of a particular crop is not a new doctrine, it goes back to the earliest times
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of species domestication. Each of the major agricultural revolutions has contributed to
a reduction in the range of cultivated crops (Mehrabi et al., 2022). The diversity of
cultivated crops in agriculture refers to the simultaneous cultivation of different plant
and animal species on a given area. This system can be called agrobiodiversity, which
has a positive impact on ecosystem services and reduces the need for external fertilizers
or sprays. It relies on crop diversity as a mechanism to sustainably increase yields
(Garibaldi et al., 2016). The decline in cultivated crops has led to a situation where
food security depends on only a handful of cultivated crops (maize, rice, and wheat)
that provide 50% of the world's caloric needs. Dependence on only a few crops leads
to food shortages and threatens food security (Pirzadah and Malik, 2020).

The emphasis must return to improving the nutrient content of crops rather than
maximizing yield. At the same time, greater diversity in production systems is needed.
This will reduce pressure on the environment and improve food security (Hunter et
al., 2019).

Modern biotechnology and the improvement of lesser-known crops can bring us
closer to ensuring safe food. Currently, widespread production of lesser-known crops
is hindered primarily by poor yields, ill-adapted farming methods, limited markets,
and breeding strategies (Mir et al., 2022).

Globally, lesser-known crops are better adapted to local environmental conditions.
As a result, they contribute to the diversification and resilience of local agricultural
systems. At the same time, they tend to be less demanding in terms of fertilizer and
pesticide use. Often, more physical labor is required (Hunter et al., 2019).

Sustainable food production requires a shift toward crops that require less water to
grow, are more tolerant of abiotic stresses, and have good yields or favorable nutrient
composition relative to inputs. By increasing demand, we encourage farmers to choose
to grow a particular crop. In this case, they also make sure that they use high quality
inputs (seeds, fertilizers, sprays). This also leads to higher yields and incomes (Hossain
et al., 2022).

Seeds:

Seed production is quickly limited when governments do not encourage the
cultivation of a particular crop. This puts lesser-known crops at even greater risk. Seed
producers and consumers determine which crops and varieties are sold and developed
and how they are adapted to local conditions. Currently, there is a global struggle to
privatize seeds by large corporations. This prevents local people from producing their
own seeds. Both natural and cultural diversity is being lost. This leads to even greater
economic problems for farmers (Gerrano et al., 2022).

Limited production of lesser-known crops:

Among the lesser-known crops, some are also drought tolerant. Some even have
favorable amino acid composition (Adegbeye et al., 2020). Lesser-known crops are
grown in limited quantities due to lower yields, water scarcity in growing areas, lack
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of hybrids and varieties with improved properties, poor soil fertility, and losses to pests
and diseases (Gerrano et al., 2022).

Yields can be increased by breeding hybrids and precision farming systems. Better
yields could also be achieved through improved knowledge that enables farmers to
sow/plant their crops at the most appropriate time. Other measures could also be
optimal soil conditions before seeding and adequate nutrient supply to the plants during
the growing season. Optimal growth and yield could also be achieved by establishing
irrigation systems and pest control. Of course, good agricultural practices such as crop
rotation and optimal harvesting methods should not be forgotten. For all these mea-
sures, the farmer needs financial resources, which primarily means having access to
affordable credit. Crop perishability is also an issue. Farmers do not want to produce
perishable food if they do not have the possibilities to store it properly and sell it
quickly (Gerrano et al., 2022; Pirzadah and Malik, 2020).

A cost effective biotechnological solution would be to breed hybrids that mature
faster and consume fewer resources to do so. Locally adapted, specialized cultivation
techniques for growing lesser-known crops would also have a global impact (Adegbeye
et al., 2020).

Ensuring food security

Adequate intake of macro- and micronutrients is an important factor for good
metabolism and health. Nutrient deficiencies lead to dysfunction and the development
of diseases. The quantity and quality of food available for consumption is influenced
by environmental factors (Mir et al., 2022). The number of undernourished people
continues to increase. About two billion people do not meet their needs for micro-
nutrients such as vitamin A and iron, which are necessary for optimal body develop-
ment and functioning. On the other hand, the proportion of obese and over-nourished
people is increasing as well. More than 600 million adults are overfed. No less than 3
out of 4 deaths are caused by non-contagious chronic diseases resulting from poor
nutrition and unhealthy lifestyle. The current food production system produces a large
amount of food that is insufficient to meet all nutritional needs. Traditional crops have
a higher nutritional potential. By bringing these products back into the diet, we can
reduce food insecurity and provide a local, sustainable, and culturally appropriate diet
(Hunter et al., 2019). Lesser-known and native crops are also a good solution in years
when yields of commercially attractive crops are reduced due to unfavorable
environmental conditions (Gerrano et al., 2022).

In recent years, there has been a trend toward global standardization of eating habits
that has led to a loss of diversity in food sources. Many nutrient-rich sources such as
millet, sorghum millet, sweet potatoes, yams, and cassava have been pushed out of the
modern diet at the expense of increasing production and consumption of wheat, maize,
and rice. Lesser-known crops are those that are neglected by farmers, producers, policy
makers, and researchers (Hunter et al., 2019).

Genetic diversity of foods helps address vitamin and mineral deficiencies in the
diet. Lesser-known crops also contribute to the intake of complex carbohydrates,
proteins, and plant metabolites. Secondary plant metabolites have health benefits as
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they can lower blood pressure, are involved in cholesterol metabolism, and have anti-
oxidant and antidiabetic effects (Mir et al., 2022). Therefore, global dietary guidelines
recommend the consumption of a wide range of foods. However, it would be useful to
include recommendations for the use of lesser-known crops in the dietary guidelines
(Hunter et al., 2019).

Quinoa and amaranth are two of the lesser-known crops that have made a major
breakthrough in recent years, primarily because they have an extremely favorable pro-
tein composition similar to that of cow's milk. At the same time, they are also free of
gluten, which has been unnecessarily avoided by many in recent years (Mir et al., 2022).

Lesser-known crops, especially pseudocereals, have great potential for producing
functional foods to combat "hidden hunger" or micronutrient deficiencies in the diet.
Pseudocereals such as buckwheat, millet, quinoa, teff, and amaranth are rich in poly-
phenols, flavonoids, fiber, vitamins, minerals, antioxidants, and amino acids. Pseudo-
cereals are also good for the diet because they contain less starch than conventional
grains. Instead of starch, they provide energy in the form of protein and fat, which are
essential for humans. They are well adapted to unfavorable conditions and are suitable
for cultivation on less fertile soils. At the same time, growing pseudocereals would
provide economic benefits and ensure food security in the face of climate change
(Pirzadah and Malik, 2020).

In some parts of the world, lesser-known crops have been nicknamed "food for the
poor." The unpleasant connotation and the rise in economic status are reasons for
increasing reliance on animal foods. In particular, some legumes are also referred to
as "nonprofit crops," although farm-gate market prices for legumes can be higher than
those for grains. In several regions of the world, there is a trend toward substituting
animal products, especially meat, for traditional foods. Some authors refer to this trend
as the "livestock revolution." The question arises to what extent it will be possible to
offer meat on the market. Meat production requires a lot of feed. It generates large
amounts of greenhouse gasses. Excessive meat consumption contributes to non-
contagious chronic diseases (Gerrano et al., 2022).

"Organic" products:

A study by Velez-Terreros et al. (2021) found that consumers perceive "organic"
products as healthier and more environmentally friendly. The results of the study
showed that there were no differences in health benefits between "organic" and
conventional products. Labeling contributed to consumers' willingness to pay more
for such products. It was also found that consumers attributed a better, fuller taste to
"organic" products.

Insects:

High-quality protein can also be obtained from insects. Insects processed into feed
are less harmful to the environment than whey, eggs or fish meal. Raising insects does
not require large amounts of fertilizer, water or land. Insects can even be successfully
grown on kitchen and agricultural waste (Adegbeye et al., 2020).
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Social aspects of using lesser-known crops for food

Population growth and climate change will increase the likelihood of insufficient
food production and associated food and nutrient shortages. Lesser-known crops
provide a nutrient-rich alternative to crops of commercial interest (Mir et al., 2022).
Yield increases are not necessarily the solution to ending hunger and ensuring food
access. Today, enough food is produced globally to feed everyone, but it is not ade-
quately distributed. Interestingly, yields in areas most affected by nutrition problems
have not changed significantly for more than half a century (Garibaldi et al., 2016).

Some of the reasons for the loss of food diversity can be attributed to the neglect
of lesser-known crops by researchers and the interconnections between health,
agricultural, and education sectors on this topic. Infrastructure and market intercon-
nections for lesser-known crops are also often inadequate. Tariff restrictions and strict
safety regulations hinder access of lesser-known crops and their products to the global
market (Hunter et al., 2019). An even greater problem is the growing urban population
and its rising economic status, which is changing people's food habits. It is evident
that as economic status increases, more animal foods, especially meat, are consumed.
The consumption of starchy foods is decreasing (Gerrano et al., 2022).

A revival and renewed interest in lesser-known crops could be stimulated by inclu-
ding these foods in school lunch programs and food procurement systems. This would
support local agriculture, shorten supply chains, preserve cultural landscapes, and
encourage decision makers to work to preserve diversity. Celebrity chefs could also
play arole in promoting and publicizing lesser-known crops by preparing dishes using
these foods in cooking shows or online publications. Events such as markets and stalls
featuring local dishes and visits to growers also show good results (Hunter et al., 2019).

Lesser-known crops should be better marketed rather than just creating highly
specialized markets for them (Hunter et al., 2019).

CONCLUSION

Legislation on lesser-known crops and legislative action to promote diversity
should aim to increase the availability of lesser-known crops at a reasonable price.
When an issue becomes part of the public policy debate, it helps raise awareness and
promote the product. At the same time, policies should be developed that incorporate
diversity into all aspects of nutrition, from education to the political agenda. Laws and
policies should promote diversity already on the farm level. At the same time, a review
of which crops are adapted to which biotic and abiotic stressors should be conducted,
and the use of the most adaptable crops should be encouraged. A review of crop
adaptations to stress would also facilitate the selection of crops with which to conduct
biotechnological breeding processes (Hunter et al., 2019).

The successful use of lesser-known crops in nutrition would require an expansion
of research in this area and its scope. The results should be publicized by educating
school children and by including these crops in dietary guidelines. Policy guidelines
should be developed to encourage the cultivation of lesser-known crops and increase
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agricultural diversity. Locally grown and culturally appropriate lesser-known crops
should then be included in school meals to ensure a sustainable and nutritious meal for
school children.
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AKTYEJIHA IMTABA O MAIBE ITIO3HATUM BPCTAMA XPAHE
Y CBPXY BE3BEJHOCTHU NCXPAHE

Pe3ume

CajaimsH MoJEOIPUBPETHH CHCTEMH HaTIallaBajy )KUBOTHY CPEIUHY U AETpaanupajy Ouo-
JIVBEP3UTET, IITO OTEXKaBa OCUTypaBame Oe30eaHe XpaHe, 3[paBiba Jby U, OUyBama U KIIH-
MaTCcKHX nmpoMeHa. Mnak, moJponpuBpesa Kao U3BOP XpaHbUBUX MaTepHja U IMPHUX0/ia HE CMe
6uTH NpekuHyTa U HamymTeHa. CaBpeMeHa MOJFONPHBPEA U MPOU3BOIHa XPaHE HETaTUBHO
yTHUYy Ha )KHBOTHY CPEANHY M HE 3a/[0BOJbaBajy HYTPUTUBHE MPETIOPYKE 3a 3APaBY UCXPaHY.
H3a30B 3a caBpeMeHy IUBHIIN3ANN]jY j€ TPOU3BECTH JOBOJHHO 3APAaBE XpaHe Ha OAPKUB HAYNH
0 IIPUCTYyMaYHuM IieHaMa. Hacynpot Tome, ynorpeba Mame MOo3HaTUX PaTapcKUX yceBa MMa
HMIUTHKALKje Ha pa3HOBPCHY Mpou3Boby. OBo omoryhaBa 31paBy UCXpaHy, CMamyje HHBO
CHpOMAIIITBa, MoBehaBa NPUXOA M MOO0JbIIABA 3APaBIbE.

Kibyune peun: Aepobuoousepzumem, anmepHamusHu ycesu, 00piICU8d NPOU3E00Fd,
30pasa xpara
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IMPORTANCE OF BROAD BEAN IN THE DIET
— POSSIBILITY OF MORE RATIONAL USE OF MAIN
AND BY-PRODUCTS

Abstract

Broad bean is rich in quality proteins, which is why we use it in the diet of humans and
domestic animals. Ripe bean seeds can be used as a stew or ground, and flour mixed with grain
flour in a certain percentage is an excellent raw material for making various bakery products. The
aim of this study is to point out the benefits of improving broad bean production in the Balkans
use of its main and by-products. In addition to the main product, mature grain, there are harvest
residues that have multiple applications.

Key words: biomass, broad bean, by - products, nutrition, climate change

INTRODUCTION

Broad bean (lat. Vicia faba sect. Faba Cubero; Faba vulgaris Moench; eng. Broad
bean; fra. Feve; rus. Kormovie bobi) is an annual plant from the legume family
(Fabaceae), genus Faba, with large seeds used in the diet as well as beans .The genus
Faba has one cultural species — Faba vulgaris — cultural broad bean and one wild
species that grows in Algeria — Faba pliniana (Murat). According to archaeological
data, the cultivation of this plant began about 8,800 years ago in the eastern
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Mediterranean. The largest areas are in China (806,858 ha), followed by Ethiopia,
Morocco, Peru, etc. In Serbia, broad bean is grown on small areas, mostly in backyards.
In addition to the main product, which is usually mature grain, there is harvest waste
that is used in a similar way as other grain legumes. For human consumption, unripe
or ripe grain are used. The work of breeders has created several types of broad bean
that differ in the way they are used (vegetable and livestock). With the introduction of
beans into production, it was pushed to the narrower Mediterranean area, but also to
northwestern Europe. Cultivated beans are divided, according to the size of the seeds,
into three varieties: large-seeded beans — Faba fulgaris var. major, medium-sized
(horse bean) — Faba vulgaris var. equina and small-seeded beans — Faba vulgaris var.
minor. Large-seeded broad bean is more of a garden crop. The weight of 1000 grains
is 800-1200 g, and sometimes up to 2400 g. Small-seed and horse beans are grown as
field crops and are used to feed livestock. They differ in seed size. Small-seeded beans
have a weight of 1000 grains, 300-650 g, and horse beans 650-800 g (Laki¢ et al.,
2018; 2019). Broad bean is cultivated for seeds rich in quality proteins. We use it in
the diet of humans and domestic animals. Board bean seed is suitable for canning
(Laki¢ et al., 2018). Broad bean is used as vegetables. Young legumes or seeds, rich
in nutrients, are used in the diet. 100 grams of mature raw seeds contain over 25 grams
of protein, carbohydrates, fiber and minerals. In folk medicine, broad bean seeds are
used as a diuretic, expectorant or as a tonic. In addition to the great nutritional value,
this seeds also contain a significant percentage of anti-nutrients that are decomposed
by heat treatment. People who have problems with glucose-6-phosphate dehydrogenase
(G6PD) deficiency, may have an broad bean seed allergy. Broad bean is rich in the
amino acid L-dopa, which is a precursor of dopamine, so it is recommended for people
with Parkinson's disease, because their body weakly produces dopamine. Harvesting
leftovers can be used as coarse fodder. The grain of small-seeded varieties of broad
bean is used mainly in the diet of ruminants and non-ruminants, then caged birds, and
that without prior peeling. The harvest residues of broad bean are suitable for
composting because they contain a higher percentage of nitrogen compounds. Chopped
can be used as mulch in the fields or as a mat for domestic animals. From the
agronomic point of view, the best way is to plow the crop residues, especially in
conditions when farmers have less and less quality manure or compost at their disposal.
Board bean is also of great agro-technical importance, because, like all nitrogen-
collecting plants, it enriches the soil with mineral nitrogen compounds. In recent times,
it is increasingly serving as a raw material for the production of bio-fuels (Lakic et al.,
2018). One of the significant possibilities of reducing the emission of greenhouse gases
is the use of plant residues from agricultural production for energy purposes (Popovié
et al., 2020a, 2020b). Varieties of small-seeded and medium-seeded broad bean are
grown as fodder plants and their seeds. We grow broad bean as a fodder plant, most
often in combined sowing with millet-like cereals, and we make silage from above-
ground biomass. Harvest residues of broad bean straw, have up to 10% of total protein
and are suitable coarse food for domestic ruminants. In some countries, straw is
briquetted after the broad bean harvest and used as a heating material. Broad bean is
also of great agro-technical importance, is nitrogen-collecting plants, they enrich the
soil with mineral nitrogen (Lakic et al., 2018).
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The time of harvest determines the further procedure of using the grain. The broad
bean reaches the stage of maturity, depending on the type of variety and the method
of use, in 85 to 200 days from the emergence of plants. Broad bean grown in combined
sowing with cereals is used to make silage and is mowed with forage harvesters when
the lower pods on the trees are in the phase of milk maturity. Mown biomass is ensiled
just after mowing. The broad bean ripens quite unevenly and the seeds from the lower
pods are shed, so in some countries, to accelerate ripening, the crops are treated with
desiccants at 10-15 days before the harvest. Dried seeds break a lot during threshing,
despite the necessary adaptations that we perform on harvesters before harvesting. On
small areas, broad bean can be harvested in two phases, first mowing the plants, drying
them in the swaths and then threshing with harvesters (Laki¢ et al., 2018; Jankovi¢ et
al., 2019). The aim of this paper is to examine the possibility of more rational use of
broad bean and harvest residues of it in order to protect the environment.

MATERIALS AND METHODS

Bean sowing is done in early spring because it tolerates low temperatures well. In
our conditions, sowing should be done in mid-March. The amount of seeds depends on
the size of the seeds and the number of plants per unit area. The number of plants
depends on the variety (more in small seeds and vice versa), and especially on the
amount of precipitation in the growing area. In drier regions, 20-40 plants per m? are
sown, depending on the variety, and in wetter areas, the number of plants per m?
increases to 40-60 plants. Based on the number of plants, the weight of 1000 grains and
the use value, it is easy to calculate the amount of seeds in kgha'!. Sowing is done in
a wide row, with a distance between rows of 50-60 cm. If the broad bean is used for
silage, the width of the rows is smaller 30-40 cm. Depth of sowing depends on the
type of soil and varies from 5-8 cm. The data presented in the paper are presented in
Tables and Figures.

RESULTS AND DISCUSSION

Legumes include various types of vegetables such as beans, peas, broad bean, green
beans, Cicer arietinum (chickpeas), peanuts, lentils (lentils) and soybean. They are
nutritious and energetically strong, they are a source of protein and complex carbo-
hydrates, they are rich in minerals such as iron, phosphate, potassium, calcium, mag-
nesium and zinc, B vitamins, as well as fully or partially soluble fiber, which in inte-
stines form a gel. Legumes are digested slowly and slowly turn into blood (Glamoclija
et al., 2015). The main grain legumes (60), information on distribution and consump-
tion are shown in Table 1.

Productivity of broad bean. The yields of mature broad bean are 3,000 to 3,800
kg ha'l; the yields of aboveground biomass depend on the ratio of broad beans and
sown cereals. In favorable conditions of the water regime, 50 to 80 t ha! can be
achieved (Laki¢ et al., 2018).
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Table 1. The main grain legumes, with information on distribution
and consumption, 1ldiko Schuster-Gajzago 2022,
http://www.eolss.net/sample-chapters/c10/e5-02-02.pdf

Common . P ;
Latin name Distribution Consumption
name
Soybean Glycine max L. USA, Brasil, China, Human consumption, mainly processed
Argentina, Japan products (soy meal, concentrate, isolate,
soy milk, fermented products), animal feed
Faba bean Vicia faba L. Central Asia, South  [Human consumption, and canning, freezing
America, Europe, ... The dry harvested seeds are used
as animal feed.
Common Phaseolus India, Brazil, Human consumption green in pods
bean vulgaris L. France, UK, Russia, (canning, freezing) or dry seeds.
German, Ukraine
Cowpea Vigna unguicu Mediterranean area, Human consumption, it is eaten as dhal
lata L. Africa, Asia made from soaked, dehulled seeds
Pea Pisum sativum L. | Europe, North America Human consumption, combining
crop-animal feed

After harvesting, seeds should be dried to 10-14% of water and stored in ware-
houses where fumigation must be done, to protect them from barn pests. Malathion,
Aluminum phosphide, Methyl bromide (Haltox preparation) or some other insecticide
fumigant is used for fumigation. The yield of harvest residues of grain legumes, in
addition to time and method of harvesting, is influenced by other factors, such as
species, variety, method of cultivation, applying of agro-technics, agro-ecological
conditions and so on (Laki¢ et al., 2018).

Chemical composition of broad bean seeds — Broad bean seeds contain 25-35%
protein, depending on the variety and growing conditions. In addition to protein, it
contains about 50% no-nitrogen extractives and up to 2.0% oil. Straw contains 7-20%
protein. Broad bean is used for human consumption, for livestock nutrition and for
vegetable fertilization. Mature grain is ground, and flour is used as a protein component
in concentrated feed mixtures for cattle, especially for calves. Broad bean is grown as
a side crop, but it can be grown in a mixture with corn for silage. Good silage is made
from broad bean. The chemical composition of legumes is shown in Table 2. Similar
to bean seed is bean seed which contains 22.6% protein, 42.2% starch and 1.8% oil,
tab. 2. Road bean has partially soluble fiber, and due to the combination of fiber and
folic acid, it reduces the risk of stroke, as well as heart and blood vessel diseases. It is
recommended for diabetics and pregnant women, but not for kidney patients. However,
the shell contains pectin, which is difficult to digest, so broad bean is avoided in
diseases of the digestive organs. This is one of the favorite foods of vegetarians because
it contains a large amount of protein. It does not contain gluten, so it is also suitable
for the diet of people with celiac disease. In many people, broad bean cause bloating
and gas, so to alleviate this, it would be desirable to use spices such as cumin, mint
leaves, ginger and garlic.
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Table 2. Chemical composition of grains legume, %

Protein Oil Starch |Cellulose| Mineral
No | Plants % % % | % | salt,%
1. | Faba bean-Vicia faba-F: 50 | 20 | 501 | 63 15
vulgaris /bob
Phaseplus vulgaris /obicni 26 18 49 230 41
pasulj
2. | Pea— Pisum sativum / grasak | 23.0 25 55.0 5.6 3.1
3. Gras; pea-Lathyrus sativus / 310 200 410 10.1 13
sastrica
4. Cowpea- Vigna ungiculata / 25.5 17 405 43 35
vigna
5. Lelil.l‘ll—Lel’lS culinaris / 289 71 501 79 24
s0¢ivo
6. | Cicer arietinum / Naut 23.8 43 44.5 9.8 33
7. | Lupinus luteus / Zuta lupina 42.0 4.5 42.5 6.0 3.0
8. | Arachis hypogaea / peanut 254 52.2 19.2
9. Commqn vetch-Vicia sativa; 240 12 370 45 34
grahorica/hay-dm
10. | Soy — Glycine max /soja 38.5 20.1 325 6.7 4.1

Source: http://www.feedipedia.org/node/4926; Glamoclija et al., 2015.

Legumes are rich sources of protein as the seeds contain 200-250 g protein/kg. The
protein content of cooked legume seed (70-100 g/kg cooked food) is similar to that of
bread (80-90 g/kg), but still much higher than for potato (15-22 g/kg). Legume seeds
are rich in lysine and poorer in sulfur-containing amino acids (methionine and cysteine)
compared to cereals. Lysine is the first limiting amino acid so it is important that legu-
mes complement cereals in lysine balance. Legume proteins are composed of several

Faba bean

Protein, %

= 0il,%

= Starch,%
Cellulose,%

= Mineral salt, %

Faba bean

897907

W Chemical composition of fresh crop residues, %
W Chemical composition of dry crop residues (straw), %
M Chemical composition of seedlings

Figure 1. Chemical composition of Faba bean grain (a.) and of fresh
and dry harvest residues (b.)
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thousand specific proteins. About 70 to 80 % of the crude protein in legume seeds is
storage protein. The non-storage proteins are enzymes, enzyme inhibitors, hormones,
transporting, structural and recognition proteins (Ildiké Schuster-Gajzago 2022).

The chemical composition of the harvested residues of grain legumes depends
on the time of harvest, which, depending on the way the grain is used, may be in
technological maturity (occurs at the time of pod formation), then in the doughy or
full maturity phase. The yield of broad bean in the world is over 1.6 t / ha. The highest
yields are in Europe and Asia (5-2.5 t / ha), and the lowest yields are in South and
North America and Africa (600-800 kg / ha). Harvest biomass has the highest nutri-
tional value during pod formation (Table 3, Fig. 1b).

Table 3. Chemical composition of fresh and dry harvest residues
of Faba beans, %

Parameter |0 | protein | caulose | Mgmn | 0is | MO
Chemical composition of fresh crop residues of legumes, %
94 [ 178 | 260 | 53 [ 26 [ 9
Faba beans Chemical composition of dry crop residues of legumes, %
bob 897 | 94 | 392 | 103 | 13 | 88
Chemical composition of legume seedlinds, %, Constanza et al. (2012)
907 | 143 | 440 | 67 | 18 | 58

Source: http://www.feedipedia.org/node/4926

With the physiological maturation of plants, the nutritional value of harvest residues
decreases. If the harvest is done in single-phase with harvesters in the phase of full
maturity of seeds in pods, the harvest residues, as a whole, have the lowest nutritional
value with increased content of non-nutrients (Table 3).

Remains in the field after harvesting legumes for grain have a great and diverse use
value, which is shown by their chemical composition. Harvest residues of all legumes
can be used as coarse fodder, but they do not have the same nutritional value.

Producers dry this biomass in the field, then bale it and use it as fodder, which does
not lag behind alfalfa hay in terms of quality. Dry biomass of harvest residues of peas,
fodder peas, lentil and broad bean grown for grain has a higher nutritional value, while
in other legumes it is less usable due to the higher content of non-nutritious substances
(lignins, hemicelluloses and silicates). If used for certain species of domestic animals
(sheep or cattle) it should be treated with additives — ammonia or calcium hydroxide
to increase the coefficient of digestibility. Harvest residues are suitable for composting
because they contain a higher percentage of nitrogen compounds. Chopped can serve
as mulch in the fields as a mat for domestic animals. At recent times, it is increasingly
serving as a raw material for the production of bio-fuels. From the agronomic point of
view, the best way is to plow the crop residues, especially in conditions when farmers
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have less and less quality manure or compost at their disposal. This biomass in the
country decomposes quickly due to the increased participation of organic nitrogen
compounds.

Fresh harvest leftovers of broad bean. After the successive manual harvesting of
unripe broad bean green pods, 20-30 t ha'! of vegetative biomass remains in the field,
which consists of green trees, leaves and unharvested small, unripe pods. This biomass
in total dry matter has 14-20% of total proteins (Alibes et al., 1990). The amount and
digestibility of proteins depend on the share of leaves in the total yield of these harvest
residues (McVicar et al., 2013). If it is planned to use harvest residues as fodder, the
biomass should be cut as soon as possible after the pod harvest, because its nutritional
value decreases every day. Mowing is best done with a forage harvester. Mowed
biomass can be used fresh as fodder. However, the use of fresh biomass of crop
residues in the diet of domestic ruminants reduced the utilization rate of dry matter,
total protein and cellulose (Louw, 2009). Therefore, it is more expedient to use it to
make silage. Baddeley and Walker (2014) point out that vegetative biomass of board
bean is low in sugars and in order to produce quality silage, it is necessary to mix it with
grasses or biomass of some cereals (for example corn, sorghum or millet). This biomass
can be used as mulch or used for ploughing in. Easily degradable organic compounds
decompose rapidly in the soil and release significant amounts of nitrogen and po-
tassium.

Leftovers of broad bean harvest. Broad bean is a legume that has multiple uses
in the diet of domestic animals and humans. Legumes, unripe and ripe grain serve as
food for humans, while the main product and all leftovers can be used in the diet of
domestic animals, starting with the harvest residuals, ie straw. Residues remaining
after machine harvesting of mature grain participate in the total biomass with more
than 60%. According to chemical analyzes, they are rich in total proteins, digestible
celluloses and mineral salts, but also a large amount of indigestible compounds that
diminish the nutritional value of this bulky fodder. In order to increase the value of
straw, as a bulky fodder, it should be chopped and treated with additives before use to
neutralize hemicelluloses and tannins (McVicar et al., 2013). Other ways to use large
biomass of crop harvested residues are to obtain bio-fuels. Above-ground biomass
after pod harvesting is very suitable for use for bio-energy purposes. It is rich in
celluloses which are technologically converted into soluble sugars, the basic raw
material for the production of alcohol — ethanol or for the production of biogas.
Petersson et al. (2007) state that the technology of obtaining bio-ethanol and biogas
from lignocellulosic broad bean bio-mass, has been developed in Sweden. Harvesting
residues are ploughing in, in order to increase soil fertility, and in some countries this
plant is also grown as a cover crop or siderate to repair the structure and chemical
composition of poor soils.

Residues after grain peeling. Edible broad bean grains are used to prepare basic
food. However, they can be ground and the produced flour is mixed with wheat flour
for baking bread and bakery products. In order to increase the digestible value of flour,
it is necessary to prepare the grain beforehand, which means separating the seed coat.
The grains have large amounts of oil. These compounds are first separated and then the
remaining mass is ground to obtain defatted flour. The share of the seed coat in the total
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mass of grain is different and depends on the type, variety, growing conditions and
applied agricultural techniques. This by-product has significant amounts of polysaccha-
rides, proteins and mineral salts. Therefore, it can be used as a concentrated fodder or
as a raw material in further industrial processing. The variation in chemical compo-
sition is influenced by the more factors.

Seed coat of broad bean. The nutritional and digestible value of large-seeded
broad bean grains is significantly reduced by the husk, which accounts for about 12%
of the total mass. Before use in the diet of unripe or ripe (dry) broad bean, the wrappers
are separated from the grains by soaking and rubbing. This results in a food product
with more protein and starch, and less cellulose. The nutritional value of grain is
highest in immature seeds (Crépon et al., 2010). Separated shells are rich in digestible
celluloses (up to 50% dry matter) and digestible proteins (above 6%), but also tannins.
With prior preparation, which includes the treatment of biomass with additives, they
can be used in the diet of domestic ruminants. The grain of small-seeded varieties of
beans is used mainly in the diet of ruminants and non-ruminants, then cage birds,
without prior peeling (Aleksi¢ et al., 1999).

CONCLUSION

Edible grains of broad bean are used for food preparation. The grain can be ground
and the flour produced is mixed with wheat flour for baking bread and bakery products.
Utilization of secondary residues of broad bean is of great importance. Biomass can be
used for the production of compost or earthworms. Another way of using these
secondary products is ploughing in during the basic tillage. The grain of small-seeded
varieties of beans is used mainly in the diet of ruminants and non-ruminants, then
caged birds, and without prior peeling.
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/200032, 200116 and 200358.
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ZNACAJ BOBA U ISHRANI - MOGUCNOST RACIONALNIJE
UPOTREBE GLAVNIH I SPOREDNIH PROIZVODA

Izvod

Bob je bogat kvalitetnim proteinima zbog ¢ega ga upotrebljavamo u ishrani ljudi i domacih

zivotinja. Zrelo seme boba mozemo koristiti kao varivo ili ga samleti, a brasno pomesano sa
braSnom Zita u odredenom procentu predstavlja odli¢nu sirovinu za izradu razli¢itih pekarskih
proizvoda.Cilj ove studije je da se ukaze na prednosti unapredenja proizvodnje boba na podrucju
Balkana, kao i na moguénosti racinalnije upotrebe glavnih i sporednih proizvoda boba. Osim

glavnog proizvoda, zrelog zrna, ostaju zetveni ostaci koji imaju viSestruku primenu.

Kljuéne reci: biomasa, bob, sporedni proizvodi, ishrana, klimatske promene
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INFLUENCE OF GENOTYPES AND DIGESTATE
ON THE PRODUCTIVITY OF THE MORPHOLOGICAL
INDICATOR OF SILAGE-SORGHUM
AS HIGH QUALITY FEED

Abstract

Fodder sorghum is used for preparing silage in the phase of milk-wax maturity, when
sorghum contains 65-70% water. Sorghum silage is mostly used in the diet of dairy cows. Since
sorghum contains a lot of sugar, silage is successfully prepared without the addition of additives.
Sorghum forms a large biomass during the year. After each mowing the plants regenerate giving
a new swath. The aim of this study is to examine the influence of digestate on sorghum
productivity in the conditions of Vojvodina. Digestate had a great influence on plant productivity.
Based on the analysis of variance, it is evident that there is a significant difference in the number
of leaves per plant in relation to the variant (Fekp = 7.118 *)

Key words: fodder sorghum, fodder, number of leaves / plants, chemical traits

INTRODUCTION

Fodder sorghum is an annual crop from the group of cereals, which is grown in
Serbia on about 2000 ha. It belongs to the order Poales, family Poaceae, subfamily
Panicoideae, genus Sorghum which contains 34 plant species. Fodder sorghum is
characterized by high yields and high biomass production in our agro-ecological
conditions. Most of these species are annual or perennial wild plant species, often
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weeds in the fields. The most interesting for cultivation are two annual species and
two interspecies hybrids: Sorghum bicolor (L.) Moench. — common sorghum, Sorghum
sudanense L. — Sudanese grass, Sorghum almum Parodi — perennial almum sorghum
and Sorghum bicolor x S. sudanense — interspecies hybrid of common sorghum and
Sudanese grasses (Laki¢ et al., 2018). It is characterized by high yields and high
biomass production in our agro-ecological conditions. Green biomass yields range
from 50 to 70 tha™'. It is resistant to drought, diseases and pests. In times of drought, it
can stop development without harmful consequences, and as soon as moisture is
provided, it continues to develop unhindered. The first swath for green mass, which
gives the largest amount of green mass, arrives 50 days after germination, and the next
one in 40 days. The yield of green biomass is from 50 to 70 tha!, and even 100 tons.
For the preparation of silage, sorghum is used in the phase of milk-wax maturity, when
sorghum contains 65-70% water. Sorghum contains enough sugar, so silage is
successfully prepared without the addition of additives. Sorghum silage is mostly used
in the diet of dairy cows. Sorghum can also be used successfully as an energy crop.

The primary task of breeding is to create new inbred lines in order to obtain high-
yielding and stable hybrids of good quality (Berenji, 1990). The goal of the selection
is to create two types of sorghum hybrids: hybrids for animal feed and energy hybrids.
The results of the analysis of yield and yield components in lines and hybrids are
indicators used in selection and correctly direct the selection process towards obtaining
hybrids of desirable quality, but also give a clear picture of the mode of inheritance
(Debnath & Sarker 1989). Bangarwa et al. (1989) emphasize that selection for dry
matter should be based on plant height and number of broad leaves, and it is necessary
to pay attention to odder quality, because yield and quality determine the value of the
genus Sorghum in ruminant nutrition. Domestic sorghum hybrids are mostly used for
sowing in our country, but also hybrids of foreign seed houses. The Domestic Seed
House Institute of Field and Vegetable Crops, has three varieties of fodder sorghum:
Siloking, Titan and NS Dzin with a biomass yield of over 100 t/ha in dry farming
conditions (Glamo¢lija et al., 2015).

NS Dzin is a new variety of fodder-sorghum created by crossing the lines of fodder
sorghum and Sudanese grass. It is a multi-mowing variety (up to three mowing), with
a high genetic potential for forage yield, over 100 tha! in dry farming conditions. It is
mowing when the plants are 1.0-1.5 m tall. It is characterized by fast initial growth,
excellent tillering and good regeneration after mowing. Siloking is a medium-late
hybrid of sugar sorghum, long vegetation and high yields of green fodder and silage,
suitable for late mowing and ensiling. It is resistant to economically significant
diseases. The stem remains juicy until the end of vegetation, and is an excellent raw
material for making silage in bio-digesters for biogas production. It achieves very high
biomass yields, up to 110 t/ha. The domestic genotype Siloking has a fat content of
2.48%, a raw ash content of 11.60%, a cellulose content of 32.79% and BEM, and a
dry matter content of 41.27% (Pataki et al., 2010). Titan is a new multi-mowing variety
of fodder-sorghum, created by crossing the lines of fodder-sorghum and Sudan grass.
The variety gives up to 3 mowing, high genetic potential for forage yield. In the
conditions of dry farming, it produces up to 80 tha! green fodder. This variety rege-
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nerates well after mowing, has a fast initial growth and excellent tillering. Thanks to
the deep threadlike root of strong suction power, fodder sorghum can be successfully
grown on different types of soil (salt marshes, sandy and heavier soils), which are less
suitable for other plant species. Fodder sorghum tolerates drought and high tempe-
ratures well. The value of fodder sorghum will be even more significant if genotypes
are found that will surpass silage corn in quality and yield. After mowing, sorghum
regenerates from the ground nodes, so it can give a higher yield and better quality from
two mowing, because the plants are used in the younger stages. It tolerates drought
well, because it has a developed root system with strong suction power, and it uses
water and nutrients from the soil, which are inaccessible or difficult to access for other
cultivated crops. In the selection of parent lines for creating hybrids, those that have a
succulent stem by the end of the vegetation are selected, and the seeds ripen on a green
and succulent stem (Pataki et al., 2010).

We are witnesses of more frequent droughts and high daily temperatures (Popovic¢
et al., 2020a, 2020b). In such conditions, by sowing fodder sorghum, a high biomass
yield is achieved, thus the possibility of obtaining the use of raw materials for bio-
fuel. Due to the great importance of sorghum and its application, the aim of the study
was to examine two energy hybrids in Vojvodina and the possibility of obtaining
biogas and methane yields from sorghum biomass and to determine the impact of
digestate, bio-stimulant nutrients on plant highness, number of leaves, sorghum bio-
mass and biogas yield.

MATERIALS AND METHODS

During 2021, experiment was set up as randomized block system in 12 repetitions
with the size of basic plots of 10 m? (5 m x 2 m) in two variants, at the Ilandza site, on
hydrogen-type marsh black soil. Standard cultivation technology for sorghum to obtain
silage was used. For germination and sprouting of seeds, a minimum temperature of
8-10 °C is required, which is why sowing was done in the optimal time, at the end of
April. Experiments with two genotypes G1-Bulldozer (KWS) and G2-Siloking (Insti-
tute of Field and Vegetable Crops, Novi Sad), were set up, in two variants: without di-
gestate — control (C) and variant with digestate, which was introduced into the soil
immediately before sowing sorghum — digestate (ADD). In both variants, 115 kgNha!
(250 kg / ha UREA with 46% N) was applied to the soil. Fodder sorghum hybrids,
Bulldozer and Siloking were sown using a seeder for wide crops, at an optimal depth
of 3 cm, density 30 kg of seeds ha™! (250,000 plants per ha), after quality pre-sowing
soil preparations. Mowing of plants was performed at the beginning of the broom phase
(second decade of July), for the analysis of morphological characteristics of the number
of leaves, samples were taken from freshly mowed biomass. The results were analyzed
by the method of analysis of variance of one-factor testing (ANOVA) using the stati-
stical Program STATISTICS 12 and presented in tables and graphs. Significance of
differences in mean treatment values was tested by LSD test.
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RESULTS AND DISCUSSION

Meteorological conditions during the sorghum vegetation period

Depending on the climatic conditions, the variety has different plant production
(Popovic et al., 2020a. Ikanovi¢ et al. 2013, 2020a, 2020b). Weather conditions for
IlandZa were taken from the meteorological station in Vrsac (Figures la and 1b).The
average perennial temperatures, for the sorghum vegetation period, for Ilandza were
20.1 °C and the total vegetation precipitation was 209.2 mm. The vegetation season in
2021 is characterized by a higher amount of precipitation (334.4 mm) by 44.2 mm and
lower average monthly air temperatures (18.9 °C) compared to the multi-year average
for the IlandZza area (Fig. 1a and 1b).

Walter CEmadiagram, llandza (2021) Walter Climadiagram, Bandza (Long term period)
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Figure 1. Mean monthly air temperatures (°C) and precipitation (mm)
for the sorghum growing season in 2021, a)., long term period b)

Morphological parameter: Number of fodder sorghum leaves per plant

The examined morphological-productive trait of sorghum genotypes is shown in
Tables 1 and 2. Based on the analysis of variance, it is evident that there is a significant
difference in the number of leaves per plant in relation to the variant (Fep = 7.118 *),
(Table 1). Genotype and interaction of examined factors (V x G) did not have a
significant effect on the height of the obtained value of the number of leaves per plant
(p> 0.05).

Table 1. ANOVA for number of leaves

Degr. of
Parameter SS Frege dom MS F p
Intercept-blocks 2268.750 1 2268.750 | 1601.471 | 0.000000
Genotype — G 6.750 1 6.750 4.765" 0.060595
Variant — V 10.083 1 10.083 7.118% 0.028455
Genotypex Variant 0.083 1 0.083 0.059ns 0.814467
Eror 11.333 8 1.417
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The average value of the number of leaves of genotype G1 fodder sorghum varied
from 13.66 in the control variant to 15.33 in the variant with digestate, while the
average value in genotype G2 varied from 12.00 in the control variant to 14.00 in the
variant with digestate. The average value for the number of leaves per plant for
genotype G1 was 14.50, while genotype G2 had 13.00 leaves per plant. There were no
statistically significant differences between the examined genotypes for the values of
the number of leaves per plant, Table 2, graphs 3 and 4.

Table 2. Average values of examined morphological-productive parameters

of fodder sorghum
Genotype Year Variant Number of leaf
G1-Buldosder 2001 C.ontrol 13.66+0.57
Digestate 15.33+0.58
Average 14.50+1.05
v 1.67
Std. Error 0.43
G2-Siloking 2021 Control 12.00+2.00
Digestate 14.00+1.01
Average 13.00+1.79
v 2.00
Std. Error 0.73
Total Average 13.75+1.61
v 1.50
Std. Error 1.60
Parameter Genotype Variant GxV
LSD 0.5 0.1 0.5 0.1 0.5 0.1
Number of leaf| 1.585 2.306 1.584 2.305 2.703 3.261

Field trials should enable the selection of the most successful genotypes, which is
critical due to the existence of genotype interaction with the environment. To assess
this interaction, we are forced to conduct field research in several settings and / or
years (Popovié et al., 2011; 2013; 2019; Bojovi¢ et al., 2019; Laki¢ et al., 2018; 2019;
2020; Rakascan et al., 2019; 2020; Mladenovi¢-Glamoclija et al., 2020).

Fodder sorghum hybrids achieve high yields of green mass and dry matter and
represent very high quality animal feed. In recent times, fodder sorghum is also used
as a raw material for biogas production. In the area of eastern Croatia, in different
agro-ecological conditions, fodder sorghum hybrids achieved a dry matter yield of 9.4
to 28.0 tha! (Gantner et al., 2015).
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Effective hypothesis decomposition Effective hypothesis decomposition
Vertical bars denote 0,95 confidence intervals Vettical bars denote 0,95 confidence intervals
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Graph. 3. Interaction V x G a.) and interaction G x V (b.) for number
of leaves per plant of fodder sorghum

The nutritional composition of the fresh forage samples is in table 3. Forage
sorghum (https://dellait.com/nutritional-composition-of-sorghum-silage/) had DM
28.1, starch 17.2%, protein content 5.0% and fat 2.0% prior to ensiling.

Table 3. Nutritional composition of Forage sorghum

No. Parameter Forage sorghum
1. Dry matter (% AF) 28.1
2. Protein (% DM) 5.0
3. Neutral detergent fiber (% DM) 55.1
4. Starch (% DM) 17.2
5. Non-fibrous carbohydrates (% DM) 34.6
6. Fat (% DM) 2.0

Neutral detergent fiber was 55.1% in Forage sorghum. Sorghum silage is high in
water-soluble carbohydrates, which promote the growth of lactic acid bacteria, respon-
sible for lowering the pH. In addition, sorghum silage has little buffering capacity
(Fernandes et al., 2020), so pH reduction is often rapid in the early stages of the
conservation process.

Mowed biomass can be stored as haylage, silage or dried. Fresh sorghum biomass
can be used for domestic animals, after wizen for several hours to decompose harmful
substances. Over 70 t ha! of fresh sorghum biomass can be obtained during the year
(Lakic¢ et al., 2018).
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CONCLUSION

The use of digestate on the soil has led to an increase in the number of leaves per
plant. The obtained results showed a strong positive effect of digestate on the number
of leaves per sorghum plant, while there was no statistically significant difference
between the examined genotypes for the examined parameter. Future research on the
morphological characteristics of sorghum is needed, as well as the use of more hybrids
to determine which are the most productive and economical to produce.

Acknowledgments. The paper is funded by the Ministry of Education, Science
and Technological Development of the Republic of Serbia, Grant numbers: 451-3-68
/2022-14 /200116 and 200032.
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UTICAJ GENOTIPA I DIGESTATA NA PRODUKTIVNOST
MORFOLOSKOG POKAZATELJA SILAZNOG SIRKA KAO
VISOKOKVALITETNE STOCNE HRANE

Izvod

Krmni sirak se koristi za spremanje silaze u fazi mlecno-vostane zrelosti, kada sirak sadrzi
65-70% vode. Silaza od sirka najviSe se koristi u ishrani mlec¢nih krava. Posto sirak sadrzi dosta
Secera, silaza se uspesno sprema bez dodavanja aditiva. Sirak formira veliku biomasu tokom
godine, posle svake kosidbe biljke se regenerisu dajuci novi otkos. Cilj ove studije je da se ispita
uticaj digestata na produktivnost sirka u uslovima Vojvodine. Digestat je imao veliki uticaj na
produktivnost biljaka. PokoSena biomasa moze se spremati kao senaza, sinaza ili se susi. Sveza
biomasa sirka za ishranu domacih zivotinja moze se koristiti kad provene nekoliko sati da bi se
razlozile $tetne supstance. Tokom godine moze se dobiti preko 70 t ha'! sveze biomase sirka.

Kljuéne reci: krmni sirak, stocna hrana, broj listova/biljci, intreakcija godina genotip
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SOY HULL PECTIC FIBER - HIGHLY VALUABLE
FIBER EXTRACTED FROM BY-PRODUCT
OF SOYBEAN INDUSTRY

Abstract

Soy hull, a by-product of soybean processing, was investigated as a source of pectic fiber.
Pectic fiber was obtained with yield of 5.72 g/100 gow. Additionally, pectic fiber was charac-
terized and its galacturonic acid content was determined to be 44.32% (wt.) while its degrees of
methoxylation and acetylation were low. Investigation of properties of pectic fiber from soy
hull revealed considerable water and oil holding capacities as well as notable antioxidative
activity. These favorable properties could indicate to a great potential for application in different
food matrices.

Keywords: pectic fiber, soy hull, waste valorization

INTRODUCTION

Pectins are complex structural polysaccharides consisting mainly of a-(1-4)-D-
galacturonic acid. Galacturonic acid in pectin backbone can be partially esterified with
methoxyl or acetyl groups (Kalapathy and Proctor, 2001). Pectin is regularly used in
food industry as stabilizing, thickening and gelling agent, although it keeps gaining
more interest in applications such as functional foods, prebiotics, edible packaging,
active substance carrier, etc. (Mari¢ et al., 2018).

Common and the most exploited sources of commercial pectin are citrus peels and
apple pomace (Monsoor and Proctor, 2001) but as the demand for pectin continually
grows, new pectin sources need to be recognized and better utilized (Baississe and
Fahloul, 2018). Soy hull, a by-product of the soybean industry available in large
quantities, could be an alternative source of pectin rich fiber. Additionally, soy hull can
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be easily stored and transported without further processing thus facilitating its handling
while avoiding deterioration of the material (Kalapathy and Proctor, 2001).

The objective of this research was to evaluate soy hull as a potential source of
pectin rich fiber. Furthermore, obtained fiber was characterized regarding its galac-
turonic acid content, degree of methoxylation and degree of acetylation. Lastly, pectin
fiber properties relevant for its application in food matrices were evaluated.

MATERIALS AND METHODS

Soy hull was a kind gift from Sojaprotein, Becej. Pectic fiber was extracted from
soy hull in conventional hot-acid extraction, precipitated with ethanol and freeze-dried
(Monsoor and Proctor, 2001). Galacturonic acid (GalA) was determined spectro-
photometrically with m-hydroxydiphenyl method (Melton and Smith, 2005). The
degree of methoxylation (DM) was assayed by spectrophotometric analysis described
by Igarashi (1973). Degree of acetylation (DA) was assayed according to Aimanant and
Ziemann (2013). The in-vitro antioxidant activity was evaluated with ABTS radical-
scavenging activity assay (Re et al., 1999). Water holding capacity (WHC) was eva-
luated according to Bouaziz et al. (2016). Oil holding capacity (OHC) of soy hull pectic
fiber was determined by previously described method (Tan et al., 2014).

RESULTS

Pectic fiber was extracted from soy hull and its yield is presented in Table 1. The
obtained yield was 5.72 g from 100 g of soy hull dry weight.

Extracted soy hull pectic fiber was characterized regarding its galacturonic acid
content, degree of methoxylation and degree of acetylation. Results are given in Table
1. GalA content amounted to 44.32% (wt.). Degrees of methoxylation and acetylation
were low — DM of pectin fiber from soy hull was determined to be 6.94% (mol.) and
DA was 0.82% (mol.).

Table 1. Extraction yield and characteristics of pectin fiber from soy hull

Yield (g/100 gow) GalA (%, wt.) DM (%, mol.) DA (%, mol.)
5.72 £0.07 4432 +£1.19 6.94 £ 0.09 0.82+£0.01

Additionally, soy hull pectic fiber was evaluated in terms of its water holding
capacity, oil holding capacity and in-vitro antioxidant activity. Obtained properties of
soy hull pectic fiber are presented in Table 2. Both WHC and OHC were high for pectic
fiber extracted from soy hull — 22.85 and 9.21, respectively. Antioxidant activity was
assayed as ABTS radical-scavenging activity and expressed as trolox equivalents (mM
TE/100 g fiber). Soy hull pectic fiber had considerable ABTS radical-scavenging
activity of 650.07 mM TE/100 g fiber.
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Table 2. Properties of pectin fiber from soy hull

WHC OHC ABTS (mM TE/100 g)
22.85 +0.67 921 +0.14 650.07 = 17.89
CONCLUSION

Highly valuable pectic fiber was obtained from soy hull, a by-product of soybean

industry. This fiber has exhibited low degrees of methoxylation and acetylation as well
as high water and oil holding capacities and antioxidant activities. Therefore, pectic
fiber from soy hull with these favorable characteristics and properties could be suitable
for application in different food matrices.

Acknowledgement. This research was funded by Ministry of Education, Science

and Technological Development, Republic of Serbia, project number E!13082.
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VISOKOVREDNO PEKTINSKO VLAKNO EKSTRAHOVANO
IZ NUSPROIZVODA PRERADE SOJE

Sazetak

Sojine ljuske, koje predstavljaju nusproizvod prerade soje, su ispitane kao potencijalni izvor
pektinskog vlakna. Pektinsko vlakno je ekstrahovano sa prinosom 5,72 g/100 gsum. Ekstrahovano
vlakno je zatim okarakterisano pri ¢emu je odredeno da je sadrzaj galakturonske kiseline bio
44,32% (m/m), dok su stepen metoksilacije i stepen acetilacije bili niski. Ispitivanjem svojstava
pektinskog vlakna je utvrdeno da vlakno poseduje veliki kapacitet vezivanja vode i ulja, kao i
visoku antioksidativnu aktivnost. Ova povoljna svojstva ukazuju na veliki potencijal primene
ovog vlakna u razli¢itim prehrambenim formulacijama i proizvodima.

Kljuéne redi: pektinsko vlakno, sojine ljuske, valorizacija otpada
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GREEN TECHNOLOGY FOR ENHANCED RECOVERY
AND PROPERTIES OF RuBisCO PROTEIN
FROM PUMPKIN LEAVES

Abstract

The aim of this study was to evaluate potential of enzymes for the enhanced isolation of
RuBisCO protein and upgrading of its biological properties. Pumpkin leaves present waste
material that can be used for extraction of this protein. Results showed that applied green
protocol, that implies usage of Viscozyme and Enzyme complex, enhanced recovery of protein
by 50% and more than 200%, respectively. Enzymatic treatment with Enzyme complex impro-
ved antioxidant activity of isolated protein by 46%. Results showed that applied green tech-
nology enabled greatly enhanced recovery of protein with favorable biological properties suitable
for advantageous incorporation into food matrix.

Key words: pumpkin leaves, protein, RuBisCO, extraction, antioxidant activity

INTRODUCTION

The importance of food proteins is well established — they are considered as the
most valuable functional ingredients in food production. Over the last few decades
growing global demand for food proteins has driven the search for new, sustainable
protein sources based on plants able to potentially complement or replace animal
proteins in various food applications (Rommi, 2016). Plant-based proteins represent a
promising solution due to their long history of use and cultivation, lower cost of
production, and easy access in many parts of the world. Plant proteins are also more
environmentally sustainable (Willett et al., 2019). Beside their role in human diet, as
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indispensable source of amino acids, plant proteins within their structure possess
biological activity of importance to the health and well-being of the human organism.

While pumpkin is regarded as valuable vegetable that contains biologically active
components and it is consumed all over the world, their leaves are usually considered
as waste material. Pumpkin leaves are good source of crude protein, carbohydrates
and minerals (Mashiane et al., 2021). Ribulose-1,5-bisphosphate carboxylase/oxyge-
nase (RuBisCO) is one of the most abundant proteins in plants.

During extraction of proteins, usage of enzymes helps disintegration of the plant
cell wall that acts as a barrier for diffusion of protein into solvent, and consequently
enhances protein extractability. Degradation of structural polysaccharides usually is
achieved with carbohydrases (Rosset et al., 2014). Generally, enzyme-assisted extrac-
tions are recognized as eco-friendly technologies as they offer a possibility of greener
chemistry in a search for cleaner routes in food industry.

MATERIAL AND METHODS

Pumpkin leaves were selectively harvested at suitable maturity from the fields
where pumpkins were grown (JS&O, d.o.0. Novo Milosevo, Serbia). After harvest,
leaves free from decay or damage were selected for the experiments. They were stored
at —18 °C in the freezer for couple days prior to analysis.

Enzyme-assisted extractions were performed using enzyme preparations Visco-
zyme (Novozymes) and Enzyme complex (Novozymes) in previously determined
dosages. Enzyme-assisted extractions were carried out at 45 °C and pH 5.5 for 1 hour.
After extraction, mixture was centrifuged and the contaminant proteins from green
fraction were removed by thermal denaturation at 55 °C for 30 minutes. Subsequently,
supernatants from centrifugation were subjected to isoelectric precipitation at pH 4.5.
After precipitation, protein curds were collected by centrifugation and freeze dried.

The antiradical scavenging activities of all isolated proteins were determined
according to the method of Re et al. (1999).

RESULTS AND DISCUSSION

Results showed that green protocols with usage of enzymes enabled enhanced
recovery of RuBisCO proteins from pumpkin leaves. Improvement with Viscozyme
was approximately by 1.5 fold while treatment with Enzyme complex gave enhan-
cement higher than 3 folds.

Table 1. Recovery of RuBisCO protein extracted from pumpkin leaves with
and without enzymatic treatment

Enzyme No enzymes Viscozyme Enzyme complex

Recovery of protein

(%, Wt) 0.53+0.02 0.80+0.11 1.65+0.07

368



Moreover, it was confirmed that applied protocols affected antioxidant properties
of isolated proteins. Treatment with Viscozyme and Enzyme complex improved
antioxidant activity of proteins by 2 and 46%, respectively, compared to treatment
without enzymes. It was revealed that isolated proteins exhibited superior antioxidant
activity when they are extracted with the assistance of enzymes.

Table 1. Antioxidant activity of RuBisCo protein isolates obtained with
and without usage of enzymes

Enyzme No enzymes Viscozyme Enzyme complex
Antioxidant activity| 93 3 2122431 3055421
(mmol Trolox/g)
CONCLUSION

Achieved considerable upgrade of recovery and the improvement of antioxidant
activity of protein isolated by the assistance of enzymes indicated great potential of
applied green method for the production of high-value proteins from waste pumpkin
leaves.
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POBOLJSANJE PRINOSA I SVOJSTVA RuBisCO PROTEINA
IZ LISTA BUNDEVE PRIMENOM ZELENE TEHNOLOGIJE

Sazetak

Ova studija izuc¢avala je mogucnost primene enzima za poboljsanu ekstrakciju RuBisCO
proteina i unapredenje njegovih bioloskih svojstava. Listovi bundeve predstavljaju otpadni
materijal koji se moze Koristiti za ekstrakciju ove vrste proteina. Rezultati su pokazali da je
primenjeni zeleni protokol, koji je podrazumevao upotrebu Viscozyme i Enzyme complex
preparata, poboljsao ekstrakciju proteina za 50%, odnosno vise od 200%. Enzimski tretman sa
Enzyme complex-om poboljsao je antioksidativnu aktivnost izolovanog proteina za 46%.
Rezultati pokazuju da je primenjeni zeleni protokol omogucio znatno pobolj$anje prinosa
proteina i unapredenje bioloskog svojstva znac¢ajnog za njegovu inkorporaciju u prehrambene
matrikse.

Key words: /isce bundeve, protein, RuBisCO, ekstrakcije, antioksidativna aktivnost
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STUDENT’S PERCEPTION OF SOURCES
AND SIGNIFICANCE VITAMINS A AND D
IN THE DIET

Abstract

If someone would talk about the "fuel for the body”, it would definitely be vitamins and
minerals due to their huge impact on the development, function and overall health of the
organism. Lack of vitamins in the body has the greatest impact to the immune system, since its
deficiency causes decrease in immune system. In order to provide the body with the appropriate
quantities of vitamins A and D, it is necessary regularly to consume food rich in these vitamins.
The aim of this paper is to indicate the level of students” knowledge about the sources and
application of vitamins A and D. The obtained results can contribute in raising the general
awareness of students about the importance of these vitamins, as well as regular consumption
of food rich in these vitamins.

Key words: vitamin A, vitamin D, vitamin functions, vitamin sources, vitamin application.

INTRODUCTION

Vitamins are essential for the normal functioning of the organism during life and
for the optimal course of all biochemical processes which occur in the body.

Vitamin A is a basic liposoluble vitamin. Since it has a terpene chemical structure
it belongs to the group of organic compounds called terpenes. Vitamin A can be present
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in the body in various forms, so usually when we talk about Vitamin A we talk about
a group of compounds with the properties of vitamin A. All together they belong to
retinoids, ie. retinoic acid derivatives (esters, ethers or alcohol derivatives). Vitamin A
is also called retinol or vitamin A (Gerster, 1997). Vitamin A is essential for the proper
functioning of physiological and metabolic processes in the body, it is necessary for
good eyesight, hematopoiesis, embryonic development, differentiation of skin cells,
immune system function, etc. (Wolf, 1996).

Vitamin D belongs to a group of liposoluble secosteroids, which are responsible for
the increase of calcium, magnesium and phosphate absorption in the intestines, and
many other biological effects. In human body, the most important compounds are
vitamin Ds (cholecalciferol) and vitamin D, (ergocalciferol). Vitamin D is primarily
responsible for the metabolism of calcium and phosphorus in the human body. It
provides their absorption in the small intestine and deposition in the bone tissue.
(https://link.springer.com/content/pdf/bbm%3A978-1-4615-2131-0%2F1.pdf).

As the use of vitamins A and D has recently increased significantly, there is a great
need to study these vitamins in detail and to find out the extent to which young people,
especially students, are informed about the benefits and sources of these vitamins.
Also, the authors wanted to find out whether they use them in adequate quantities
through their daily diet or they use supplementation in order to provide adequate
quanities of these vitamins. Although vitamins are normaly present in food in extre-
mely small quantities, they are essential for regulating bodily functions. The lack of
certain vitamins, including vitamins A and D, causes certain negative effects in the
body. The most common disorders caused by vitamin A deficiency are night blindness,
keratomalacia, cell difference, and slow growth (Keith, 2003). When it comes to
vitamin D, the most common disorders are rachitis, osteoporosis and susceptibility to
viruses (Holick, 2007). In order to prevent this, it is necessary to supply the body with
the certain amount of these vitamins. However, the ideal food in which all the vitamins
are present in the right quantities does not exist. The best way to ensure adequate
vitamin intake is to consume a varied and balanced diet. It should be noted that some
of the vitamins present in food are not “real vitamins”. They are precursors, such as is
the case with beta-carotene and vitamin A. Precursors are chemically altered in the
body and converted into the active form of vitamins. To ensure a sufficient quantity of
vitamins A and D intake in the body, it is necessary on regular basis to take foods rich
in these vitamins. Moreover, it is important that food is fresh and unprocessed, in order
to preserve vitamins as much as possible (Popov-Ralji¢, 2016).

Dietary sources of vitamin A are devided in two categories. The first refers to
vitamin A (retinol), also known as formed vitamin A, and the second refers to the
provitamin of vitamin A, i.e. carotenoid precursors that are biologically active as
retinol. Retinol is found exclusively in foods of animal origin, while carotenoids are
found in foods of plant origin (Gerster, 1997). Sources of provitamin A are dark leafy
vegetables, algaes, red and yellow vegetables, potatoes, red and orange fruits and fresh
juices, red palm oil, carrots, etc. Sources of retinol are milk and dairy products, eggs,
fish and fish oils, shellfish, liver, chicken. The recommended daily intake of vitamin
A is 700 pg for women and 900 pg for men (Popov-Ralji¢, 2016).
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However, it is important to keep in mind the fact that despite the great importance
of vitamin A in the body, its excessive intake can cause serious problems that are
manifested by disorders on the skin, bones, joints and digestion. It is recommended to
take supplements in the form of provitamin of vitamin A (Novakovi¢ and Mirosavljev,
2002). Symptoms of increased vitamin A content in the body (hypervitaminosis) are:
peeling skin (dry skin and mucous membranes), bone fragility, fatigue and insomnia,
nausea and vomiting, anorexia, irritability and altered mental state, blurred vision, hair
loss, muscle pain and weakness as well as pain in the abdominal area, edema (accu-
mulation of fluid under the skin), yellowish skin color due to excess B-carotene that can
not be converted into vitamin A.

Vitamin D is present in foods of animal origin such as cholecalciferol (vitamin Ds).
Ergocalciferol (vitamin D) is found in some wild mushrooms, where it is converted
from provitamin, ergosterol. Plants used as food may contain ergosterol, but ergosterol
is not naturally converted into vitamin D,. Vitamin D; is absorbed much more
efficiently than vitamin Ds in the gut (Alardt, 2006).

The recommended daily intake of vitamin D is 5 pg for both adult males and
females. (Popov-Ralji¢, 2016). Important sources of vitamin D are egg yolks, yeast,
mushrooms, fish oil, eggs and butter, and fish such as eel, perch, herring, salmon and
tuna. Daily needs are met through food intake and sunbathing (Te$anovi¢, 2011).

Vitamin D can withstand various food processing procedures: smoking, pasteu-
rization, sterilization and drying. For example, during processing and storage, milk
should not be exposed to the sunlight, because due to oxidation process, vitamin D in
milk can be transformed into an inactive form with the help of riboflavin molecules,
which are sensitive to the action of oxygen. In addition to milk, it is very important to
eat fish such as eels, perch, herring and salmon at least once a week (Popov-Raljié,
2016).

MATERIAL AND METHODS

The research was conducted in the period from April 1% 2022. to May 1%.2022.
among students of the University of Novi Sad. The survey included a total of 242
students in five fields of study.

The research was conducted using a survey method. After data collection the results
were processed by descriptive analysis.

The survey consisted of 4 parts and a total of 24 questions. The first set of questions
related to the socio-demographic characteristics of the respondents. The second set of
questions related to the respondents' sources of information about vitamins A and D.
The third set of questions was aimed at showing the respondents knowledge of the
basic characteristics of vitamins A and D, the recommended daily intakes, as well as
the consequences of deficiency. The last set of questions gave an insight into whether
the respondents during their daily diet take care to meet the daily needs for vitamins
A and D, whether they use supplementation in the form of these vitamins and what are
the reasons for using supplementation.
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RESULTS AND DISCUSSION

ANALYSIS OF SOCIO-DEMOGRAPHIC CHARACTERISTICS
OF RESPONDENTS

Table 1. Socio-demographic characteristics of the respondents

Gender Number (%)
Men 93 38.4
Women 149 61.6
Total 242 100
Field of study

Natural and mathematic sciences 54 22.3
Social sciences and Humanities 67 27.7
Medical sciences 38 15.7
Technical and technological sciences 60 24.8
Art sciences 23 9.5
The most common way of informing

The media 107 44.2
Information via Internet 100 41.3
Other 35 14.5

As it can be seen from Table 1, that out of a total of 242 surveyed students, the fe-
male population was somewhat larger, 61.6%, and three areas of study were almost
equally represented: 22.3% — natural and mathematic sciences, 24.8% — technical and
technological sciences and 27.7% — social sciences and humanities. Students are most
often and almost equally informed through the media and the Internet.

Results of student survey on knowledge about vitamins a and d and their
importance

When it comes to the solubility of vitamin A only 113 respondents out of a total of
242 gave the correct answer, i.e. they said that vitamin A is soluble in fats, which
presents less than 46.7%. Based on the obtained results, it can be concluded that less
than half of the respondents gave the correct answer to this question. A more detailed
analysis showed that the best results in this issue were achieved by the respondents
who are studying the medical sciences, and the worst by the respondents who are
studying the social sciences and humanities. This result is certainly justified, consi-
dering that medical science students constantly encounter all nutrients throughout their
education, while social sciences and humanities students are not largely oriented
towards this type of matter.

When it comes to the solubility of vitamin D, 100 respondents out of a total of 242
said that vitamin D is soluble in fats, which is 41.3%. The best results when it comes
to this question were achieved by students of natural and mathematical sciences with
57.40% of correct answers.
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Regarding the source of vitamin A, the most common answer of the respondents
was carrots, which were marked by a total of 147 respondents, and presents 60.7%.
After that, 105 respondents (43.4%) marked fish and fish oils, followed by 85
respondents who have chosen (35.1%) milk and dairy products. It is interesting that
apricots were marked by 75 respondents (31%), while e.g. beef liver was marked by
68 subjects (28.21%), and has higher concentrations of vitamin A. That algae as a
source of vitamin A was noted by 47 respondents (19.4%), shellfish were marked by
66 respondents (27.3%), chicken by 51 respondents (21.1%), dark leafy vegetables
were marked as a source of vitamin A by 66 respondents (27.3%) and potatoes with
49 (20.2%) answers. Foods that are not sources of vitamin A, such as wheat, were
labeled with 30 (12.4%) responses, followed by corn, which was labeled with 35
(14.5%) responses, and rye was labeled by 27 respondents (11, 2%).

The most common answer that the majority of respondents opted for was carrot,
which was marked by 161 respondents (66.5%). As many as for 6% of respondents
more, marked carrots as a source of beta-carotene, compared to the source of vitamin
A, which is true statement. Interestingly, when asked whether vitamin A and beta-ca-
rotene are related, the following results were obtained: 115 respondents confirmed,
which is 48.3%, then 85 respondents said they were not sure, which is 35.7%. If these
answers are compared with the areas of study of the respondents, the results show that
68.51% of students from natural and mathematical sciences answered this question
correctly. This could be attributed to the fact that students of natural and mathematical
sciences, especially if they are students of chemistry, have a certain knowledge in this
field.

The introductory part of the paper presents food which is considered as a source of
vitamin D. The most common answer of the respondents, related to the knowledge of
food as a source of vitamin D, was salmon, whicht was marked by a total of 125
(51.7%) of respondents. After that, 113 (46.7%) respondents marked cod liver oil,
followed by 106 (43.8%) respondents who marked milk and dairy products. Herring
was marked by 102 (42.1%) respondents, and perch was marked by 96 (39.7%)
respondents. Only 83 (34.3%) respondents marked eggs as a source of vitamin D, and
57 (23.6%) marked soy milk. Foods that are not sources of vitamin D, such as cereals,
were marked in 55 (22.7%) responses, followed by root porridge which was marked
in 51 (21.1%) responses, pear was marked in 34 (14%) responses and apple in 24
(9.9%) responses.

When it comes to the recommended daily intake of vitamin A, from a total of 242
respondents, 102 answered correctly to this question, i.e. that the recommended daily
intake of vitamin A is 800 pg for adult women and men, which is 42.1%. The most
correct answers to this question were given by students from natural and mathematical
sciences. Regarding the recommended daily intake of vitamin D, the correct answer is
5 pg. Out of a total of 242 respondents, only 42 of them answered this question
correctly, which is 17.4%. When it comes to this question, the students of medical
sciences had the best results, of which 36.84% had a correct answer to this question.
Summarizing these results, it can be said that the students showed poor knowledge of
the recommended daily intake of these vitamins.

From the statistical analysis of the data, it can be concluded that all the conse-
quences of the deficiency caused by vitamin A were marked by only 4 students, which
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is 1.65%. Of these 4 students, 3 are students on basic academic studies of natural and
mathematical sciences, while one respondent is on master studies in medical sciences.
Nausea, which was one of the most common incorrect answers, marked by 51 (21.1%)
respondents, occurs due to vitamin A surplus, but not during deficiency.

Apart from knowing the recommended amounts of daily vitamin intake, the
answers to the question about the consequences of vitamin D deficiency is also
interesting. The correct answers to the question were rachitis, psoriasis, osteoporosis,
susceptibility to viral infections and multiple sclerosis. A completely correct answer to
this question, which was a multiple choice question, was marked only by 3 students out
of a total of 242 respondents, which is 1.23%. Headache, which was one of the most
common incorrect answers, marked by 89 (36.8%) respondents, occurs due to vitamin
D surplus, but not due to deficiency.

By processing statistical data, it was concluded that 77 students or 31.8% of a total
of 242 respondents take into account the needs of the body for vitamins A and D during
the daily diet. As many as 93 respondents achieve optimal intake by consuming foods
rich in these vitamins, which is 38.4%. 88 respondents, or 36.4% combine intake
through appropriate foods and the use of supplements, and 61 respondents, or 25.2%
take into account about the intake of these vitamins only through supplementation.

preporuka lekara 87 (36%)

savet prijatelja 43 (17,8%)

na osnovu medija i
informacija sa interneta

da budem siguran/na da sam
uneo/la odgovarajuce koli¢ine
zbog trenutke situacije sa
virusom COVIN 19

smatram da je dobro za moje
zdravlje

51(21,1%)

80(33,1%)
89 (36,8%)

0 20 40 60 80 100

Picture 1. Graphic overview of the reasons for using vitamin A and D
supplementation

The most common answer was the reason that they think it is good for health, which
was noted by 89 respondents, i.e. 36.8%. Then, a doctor's recommendation was cited
as the reason for the same share of respondents, 87 respondents, i.e. 36%, and the third
most common answer was due to the situation with the COVID-19 virus.

CONCLUSION
Based on the entire research, it can be said that the general knowledge of students

about the sources and application of vitamins A and D in the diet is at a low level. As
the key for a good health is in a rational and balanced diet, it would be desirable to
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improve students' awareness of these vitamins, as well as all nutrients. Students
represent the young population, which is mostly fed improperly. In the first place, it is
fast food or ready-made products that are easy to prepare and are not time consuming,
but also they are not nutritionally adequately balanced. A number of students eat in
student canteens, but these balanced meals are mostly prepared by fast processing
methods, such as deep fat frying, which negatively affects the nutrients in foods,
especially vitamins, most of which are very sensitive. Another aspect that students
look at when choosing food, in addition to the duratin of preparation, is the price. The
importance of balanced nutrition is not only to regulate body weight, but also to ensure
the normal functioning of the organism. Improper diet also affects the mood and
concentration that are most important for students. Based on the entire research, it was
concluded that students are not sufficiently familiar with these micronutrients, and we
believe that it is desirable to organize more lectures related to nutrition and nutrients,
regardless of the field of study.
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HEPIENINWJA CTYJAEHATA O H3BOPUMA N 3HAYAJY
BUTAMWHA A 1 1 Y HCXPAHH

Pe3ume

Ykonnko O opraHu3aM MMao CBOje “TOPHBO”, TO OM OMJIM BUTAMUHH U MUHEPAIH KOjU
¥Majy OrpoMaH yTHIIaj Ha Pa3Boj, PYHKIH]jy U 3ApaBibe opranu3Ma. Hemocrarak BuramMmuHa y
opraHu3My HajBehe rocenuie HCIoJbaBa Y OJHOCY Ha UMyHH cucTeM. Kako 61 ce BUTaMUHU
A n ]l yHOCHIM y OpraHu3aM y oAroBapajyhuM KoJMduHaMa HEOIIXOIHO j€ PEIOBHO KOH3Y-
MHpaTH HaMHpHUIE Oorate OBUM BHUTaMHHHMA. LluJb OBOT paja jecTe 1a ykaxe Ha HHBO
nH(OPMHUCAHOCTH CTyJeHaTa O U3BOpUMa U puMeHH BuTamuHa A u Jl. Jlobujenu pesynratu

MOr'y JONIPUHETH Y NMOJAU3AbY OIIITE CBECTH KOJ CTy/I€HATa O Ba)KHOCTH OBUX BUTaMHHA, Kao

" p€IOBHOM KOH3YMUpaky HaAMHUPHULIA 0orat¥M OBUM BUTaMHUHHMA.

Kibyune peun: sumamun A, eumamun [J, pynkyuje sumamuna, uzeop eumamund,
npumena umamuna
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NUTRITIONAL VALUE OF REFRESHING
NON-ALCOHOLIC BEVERAGES

Abstract

Refreshing non-alcoholic beverages (soft drinks) are liquid products, preserved by chemical
means, obtained by a specific technological process from tap or mineral water, sugar, carbon
dioxide and additives (acids, preservatives, natural or artificial flavors, vitamin C, dyes, caffeine
for drinks such as cola and quinine hydrochloride for tonic drinks, etc.)

The aim of this paper is to review the nutritional value of the refreshing soft drink Multi
Sola and determine the recommended daily dose for use. Excessive use causes numerous
disorders in the body.

Key words: refreshing soft drinks, nutritional value, vitamins, carbohydrates

INTRODUCTION

Multi Sola is a non-carbonated, non-alcoholic refreshing soft drink with mixed fruit
juice, with the minimum fruit content of 12%. The drink is pasteurized and without
preservatives, and has the following ingredients: water, sugar, concentrated juices of
orange, pineapple, grape, lemon and passion fruit, acid (citric acid), antioxidant
(ascorbic acid), mash of apricot, banana, mango, guava and peach. Vitamin content
per 100 ml is tas follows: niacin — 7 mg or 15%; vitamin E-1.5 mg or 15%; pantothenic
acid — 0.9 mg or 15%; vitamin B6-0.3 mg or 15%; vitamin A — 240ug or 30%; thiamine
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—0.21pg or 15%; folic acid-30pgili 15%; biotin-0.02mg or 15%; vitamin B12-0.15pg
or 15%; stabilizers pectin and carub gum, flavors. The total dry matter content is 8%.

VITAMINS

Vitamin B6 in food: bananas, whole grain cereals, legumes, chicken, legumes, egg
yolks, most dark green leafy vegetables, most fish and shellfish, meat, offal, milk, nuts,
peanut butter, potatoes, prunes, raisins, wheat , wheat germ, corn, avocado, black mola-
sses sugar syrup, brewer's yeast.

The main vitamins for enriching drinks are antioxidant vitamins A, C and E.
Ascorbic acid is easily oxidized and lost during storage of drinks, depending on storage
conditions. This fact is of great importance for the consumer who must know how to
store drinks and when to consume them in order to get the maximum benefit from the
addition of vitamin C (Cvetkovi¢ and Jokanovi¢, 2009).

Despite the proven harmful effects on health, the consumption of soft drinks in the
world and in our country is increasing every day. Additives are an indispensable
ingredient in refreshing soft drinks. They are the only carriers of the sensory properties
of these products. Of the total number of allowed additives, 2/3 can be used for
refreshing non-alcoholic beverages, and for about 60 of them the use is accompanied
by appropriate restrictions (Malisi¢ et al., 2011).

Table 1. Recommended daily doses of vitamin B6

Age Recommended dose»s of vitamin B6,
mgd!

Men 1,8-2,2

Women 1,8-2,0

Pregnant and breastfeeding women 2,3-2,4
Children from 2 months to 4 years old 0,7
Children aged 4 and over 2,0

CARBOHYDRATES

Carbohydrates are deposited in the human body in the form of glycogen. It is found
in the liver and serves as a reserve of energy that the body can quickly use by
converting it into glucose if needed (physical or intellectual effort). It is found in small
amounts in the muscles.

Daily needs for carbohydrates depend on physical activity; the greater the muscle
work the more carbohydrates are needed. On average, carbohydrates should provide
50-60% of energy in the total daily meal.
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NUTRITION VALUE LABELING

Article 31.

Labeling of nutritional value is done in one of the following ways:
1. Energy value: — amounts of protein, carbohydrates and fats.
2. Energy value: — amount of protein, carbohydrates, fats, sugars, saturated fatty

acids, fiber and sodium.

The nutrition declaration may include information on the amount of one or more
of the following ingredients: starch, polyol, monounsaturated fatty acids, polyunsa-
turated fatty acids, cholesterol, minerals and vitamins.

Table 2. Nutritional value

Calories 198 kJ, 46,5 kcal
Proteins <0,1g
Carbohydrates I,lg
Total sugars 11,1g
Fat <0,1g
Saturated fatty acids <0,1g
Fibers <0,1g
Sodium <0,03 g
Niacin 2,4 mg (15%) *
Vitamin E 1,8 mg (15%) *
Pantothenic acid 0,9 mg (15%) *
Vitamin B6 0,21 mg (15%) *
Vitamins (with provitamin A) 240 mg (30%) *
Tiamin 0,165 mg (15%) *
Folic acid 30 mg (15%) *
Biotin 7.5 mg (15%) *
Vitamin B12 0,375 mg (15%) *

* RDA% - recommended daily intake

Calories in 100ml: 46kcal
Carbohydrates: 11.1g x 4 = 44.4 kcal
Proteins: 0.1 g x 4 = 0.4 kcal

Fat: 0.1gx 9 =0.9 kcal

Daily needs:

Energy value: 2228.91 kcal
Fat (30%) = 74,297¢
Carbohydrates (55%): 278.61 g
Proteins (15%): 83,584¢g
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In the period January-June 2002, a total of 85 samples of soft drinks (66 soft drinks
and 19 syrups for soft drinks) were analyzed by HPLC, four of which were imported
and the rest from domestic production. Increased content of preservatives (benzoate
and sorbate) was found in 24 samples of soft drinks (36.36%) and in 15 samples of
syrup (78.95%). Labels represented a special problem as they either did not state the
presence of preservatives or showed preservatives that were not used in the product.
There were 18 such refreshing soft drinks (27.7%) and one syrup for refreshing soft
drinks (5.26) (Siriski et al., 2003). The control of the health correctness of the packa-
ging should include a larger number of samples of the packaging, and it includes
testing, ie. determination of migration of organic and inorganic substances, migration
of dyes, phenols, formaldehyde, migration and content of heavy metals and metalloids
(Miodragovi¢-Milojevic et al., 2003). Quality control of soft drinks according to the
legal regulations, in addition to other parameters, includes determining the content of
preservatives. Based on the obtained results, it was noticed that it is necessary to control
the content of preservatives in soft drinks, with education of producers and mandatory
control of imported raw materials — base for their production (Siriski et al., 2003). The
resulting by-products of fruit processing are intensively studied as raw materials for the
extraction of phenolic compounds, natural pigments, dietary fiber, protein isolates and
oils, as well as for the production of supplements with potential health benefits (Denev
etal., 2018).

CONCLUSION

The production of fruit juices is a very dominant and promising industry on a global
scale. The largest producers are Germany (with an annual production of 2,800 billion
liters), France (1,600), Great Britain (1,400) and Spain (1,300). Our country produces
about 230 million liters of fruit juice a year. This puts us among the most serious
producers in the region, given that Greece produces 187 million liters per year, Hun-
gary 127, Romania 111, Bulgaria 106 million, and Slovenia 40.

They can in essence differ in terms of used raw materials, composition, quality,
fruit content and packaging. According to the content of insoluble ingredients (sus-
pensoids), fruits can be divided into three subcategories: clear, cloudy and mushy.
Quality control of soft drinks according to the legal regulations, in addition to other
parameters, includes determining the content of preservatives.
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NUTRITIVNA VREDNOST OSVEZAVAJUCEG
BEZALKOHOLNOG PICA

Abstrakt

Osvezavajuéa bezalkoholna pica su te¢ni proizvodi, konzervisani hemijskim sredstvima,

dobijeni odredenim tehnoloskim postupkom od vode ili mineralne vode, Secera, ugljen-dioksida
i aditiva (kiseline, konzervansi, prirodne ili vestacke arome, vitamin C, boje, kofein za pica tipa
cola i kinin hidrohlorid za pica tipa tonic i sl.). Cilj rada je pregled nutritivne vrednosti osveza-
vajuceg bezalkoholnog pi¢a Multi sola i odredivanje preporu¢ene dnevne doze za upotrebu.
Prekomernom upotrebom nastaju brojni poremecaji u organizmu.

Kljuéne reéi: osvezavajuca bezalkoholna pica, nutritivna vrednost, vitamini,
ugljeni hidrati

383






o\“\(" ”0*
o A <,
FOYA o
.
% e ECO-CONFERENCE® 2022
3or A ECOLOGICAL MOVEMENT OF NOVI SAD

PhD and DA Agota Vitkay-Kucsera
Full professor Univeristy of Novi Sad, Academy of Arts, Novi Sad, Serbia
E-mail: agowit@hotmail.com
Original Scientific Paper

THE IMPACT OF DIET ON ELITE VOCAL PROFESSIONALS
WITH SPECIAL REFERENCE TO STOMACH ACID REFLUX
(GERD - GASTROESOPHAGEAL REFLUX DISEASE
AND LPR - LARYNGOPHAGEAL REFLUX)

Abstract

Vocal professionals are exposed to great physical and mental strain and stress. They use
their voice as one of the basic means of their professional activity. In the process of vocal
education, they develop vocal technique, but also awareness of the anatomy and physiology of
the vocal apparatus and vocal hygiene. Among other things, they often face problems of vomiting
or reflux of gastric acid, which occurs in two forms: as gastroesophageal reflux disease (GERD)
— damage to the oesophageal mucosa caused by pathological reflux of gastric contents into the
oesophagus or as laryngopharyngeal reflux (LPR), so-called “silent reflux”- into the pharynx and
then into the larynx. The paper points out the symptoms of these disorders and risk factors,
among which the impact of diet is emphasized, and an appropriate way of eating and behaving
is recommended.

Key words: elite vocal professionals, diet, gastroesophageal reflux disease,
laryngophageal reflux

INTRODUCTION

Elite vocal professionals (opera singers, other singers and actors) are people who
use their voice as the main means of their professional activity, and in whom a slight
change in the voice can cause severe professional consequences. Since the daily pho-
natory requirements are higher than for the average speaker, vocal education and
knowledge of vocal hygiene are the basis of the health of their speech apparatus, which
ensures them a long and successful career. Care for the vocal apparatus, as well as
personal health, is the basis of care aimed at preventing voice disorders that can
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interfere with daily activities and affect the overall quality of life. The profession of
elite vocal professionals depends on the coordination of the nervous, muscular, respi-
ratory and, to some extent, skeletal system of the body, so it is important that the person
who chooses this profession is physically and mentally healthy, and that their lifestyle
is adjusted to their profession. Through vocal education, an individual develops
awareness of their vocal abilities and the capabilities of a vocal professional, but in
addition to developing vocal technique, one also acquires knowledge about the ana-
tomy and physiology of the vocal apparatus, as well as vocal hygiene and risk factors
that can lead to organ damage.

According to Murry and Rosen (2000), the basic elements of vocal education,
without taking into account the general understanding of how the mechanism works,
include: (1) voice hygiene; (2) understanding medical problems that can affect the
voice; (3) smoking cessation; (4) the influence of alcohol, drugs, diet and hydration;
(5) vocal stress; (6) vocal exercise; and (7) singing during illness. According to Mitro-
vi¢ (2011), the human voice is a complex psychophysical phenomenon, and professio-
nals use it for a longer duration, with greater scope and intensity, under various
psychophysical and microclimatic conditions. Because of that, damage to the voice
and the system that creates it is much more common.

Elite vocal professionals and stomach acid reflux

Acid reflux, also known as stomach reflux, can be:

— gastroesophageal reflux disease (GERD) — damage to the oesophageal mucosa
caused by pathological reflux of gastric contents into the oesophagus or / and

— laryngopharyngeal reflux (LPR), so-called “silent reflux” — the return of gastric
contents through the oesophagus to the pharynx and then to the larynx.

In the area responsible for swallowing (oesophagus) and the area responsible for
breathing and voice production (larynx with structure), as well as the area of the
stomach, there are sphincters (rings). Sphincters are special, circular muscles that open
and close certain parts of the body, and they usually regulate the passage of some type
of fluid. Sphincters can act involuntarily, through the autonomic nervous system, or,
sometimes, under certain voluntary control they can act through the somatic nervous
system. If a sphincter loses muscle tone or has too much tone (spasticity), symptoms
and illness may occur. At both ends of the oesophagus there is a ring of muscles (lower
and upper oesophageal sphincter). Under normal circumstances, these sphincters hold
the contents of the stomach where they are needed — inside the stomach, but, in the case
of LPR, the sphincters do not work properly. Stomach acid returns to the back of the
throat (pharynx) or to the speech box (larynx), and even to the back of the nasal airway.
It can cause inflammation in areas that are not protected from exposure to stomach
acid. If the "lower oesophageal sphincter” or simply the lower circular muscle of the
oesophagus, the small circular muscle, loses its tone, and thus its effectiveness in
preventing food from reaching the stomach, the food is returned to the oesophagus.
Then we are talking about GERD.
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The symptoms of GERD and LPR are similar, but by no means the same, nor do
they have the same consequences for elite vocal professionals. “The link between
gastrophageal reflux (GER) and laryngeal (laryngeal) disorders in adults was recog-
nized in the late 1960s” (Young, Shav, Serl & Miner, 1996). In a 2002 article, Koufman
described the differences between gastroesophageal reflux disease (GERD) and its
related laryngopharyngeal reflux disease (LPR). GERD occurs when stomach acid is
withdrawn into the oesophagus; LPR occurs when it is pulled further down the throat.
Direct contact with gastric acid can injure the delicate mucous membrane of the larynx
and pharynx, which surrounds the vocal cords (Sereg-Bahar, Jansa & Hocevar-
Boltezar, 2005). Why are elite vocal professionals more prone to stomach acid reflux?
In order to produce a sonorous voice that fills the space without sound in different
spaces — scenes in which the acoustics are different, the voice that can withstand several
hours of use, the voice that is expected to have a greater range, more intense physical
and mental activity is necessary. The muscles of the inhalation and exhalation, and
especially the diaphragm, are in constant tension, which over time weakens the lower
sphincter, and allows the unwanted passage of stomach acid to the oesophagus, larynx
and pharynx.

In addition, the larynx changes its position depending on the requirements of the
composition, vocal readiness and abilities of the individual, which can also contribute
to the weakening of the sphincter function, i.e., the creation of space for the passage,
i.e., the return of stomach acid. Furthermore, travelling, a change of residence during
the preparation for a concert or performance, leads to eating disorders, sleep disorders
and increases stress. Also, rehearsals, concerts and performances are usually held in the
evening, and most elite vocal professionals, just like athletes, do not consume food
before the performance, but after it. Late meals, before going to bed, especially if they
are large and heavy, contribute to the occurrence of gastric acid reflux. We must not
forget the impact of stress, which is closely related to the profession. Stress caused by
a sense of responsibility, constant exposure to the assessment of colleagues, critics,
superiors and recipients, fear of possible failure, etc., can contribute to the emergence
of GERD or LPR.

SYMPTOMS OF GERD AND LPR

The most significant and most common symptoms of GERD:

— heartburn — a burning sensation in the stomach and behind the sternum that can
occasionally spread to the throat or oral cavity leading to a sour taste in the mouth;
it most often occurs after a meal, at night, when lying down or bending

— regurgitation — the involuntary return of food or fluid from the stomach to the
oesophagus

— dyspepsia — a feeling of discomfort or pain in the upper abdomen

— difficult / painful swallowing — it most often occurs when there are complications
in connection with GERD

— respiratory symptoms — hoarseness, dry cough, a feeling of a lump in the throat
or the entry of acid into the lungs and consequent pneumonia, which are also
often caused by reflux of gastric contents into the throat.
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Symptoms of LPR may not feel like acid reflux at all. The person will have no
heartburn or chest pain.

Symptoms include:

— chronic cough

— sore throat

— postnasal drip or a feeling of mucus in the back of the throat
— hoarseness of voice

— a constant need to clear the throat

—red, swollen or painful vocal cords

— swallowing problems

— laryngopharyngeal reflux (LPR).

Risk factors:

Obesity, overeating, pregnancy, strenuous physical work (which includes singing),
diet, time of the last meal, stress, smoking, alcohol, i.e., natural predispositions, life-
style, diet and vocal hygiene (when it comes to elite vocal professionals) are the most
common risk factors for the occurrence of GERD and LRP.

Diet

When we talk about nutrition and the impact of food on the human body, Jovanka
Ninkovi¢ (Ninkovi¢, 2009) analysing the production of healthy food in her final work
at the Technical College of Vocational Studies in Zrenjanin, described them as follows:
“The impact of food on the human body is multiple, very complex and continuously
present throughout life from birth to death. It affects all the senses: smell, taste, sight.
It also affects people’s emotions... Nutrition is a process that takes place from the
moment of food intake to the full utilization of nutrients in the body.

Food that is taken into the body, among other things, should meet 3 conditions:

1. to be sufficient in quantity to provide the necessary energy for the work, growth
and renewal of cells and tissues

2. to be diverse, i.e. to contain in the required amount all nutrients and other ne-
cessary ingredients such as proteins, fats, carbohydrates, minerals

3. to be health safe.” (Ninkovi¢, 2009: 1).

In the continuation of her text, the author states that the term "food", according to
the European Consumer Centre in Ireland (Dublin), stands for any substance or product
that is processed, partially processed or unprocessed, and is intended or may be
intended for human consumption. Improper diet in terms of food choices, time and
manner in which it is consumed can significantly affect the quality and damage of the
vocal apparatus. Late and heavy meals that are common among vocal professionals
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due to evening performances, concerts and plays, insufficiently chewed food, hastily
eaten meals, fast and fried foods, alcohol, caffeinated beverages and others, favour the
development of gastroesophageal reflux disease and laryngopharyngeal reflux (Bumber
et al., 2004). Given that elite vocal professionals are more prone to GERD and LPR
diseases, adjusting diet and eating habits can help reduce acid reflux symptoms.

The question is how to reduce and eliminate the occurrence of GERD and LPR.
Some people have mild symptoms that can be successfully treated by lifestyle changes,
such as: weight loss, consuming smaller portions during meals, avoiding lying down
after meals, smoking cessation. Also, avoiding certain foods that cause symptoms can
provide relief. It is recommended to eliminate foods with a high content of fats, sweets
and sour drinks. In that sense, one should avoid: high fat dairy products, fried foods,
greasy pieces of meat, caffeine, alcohol, carbonated drinks, onions, kiwis, oranges,
lemons, grapefruit, pineapple, tomatoes and tomato-based foods, as well as chocolate,
mint and spicy foods. It was found that these foods significantly weaken the oeso-
phageal sphincter.

High-fat meals

High-fat foods generally reduce the pressure on the lower oesophageal sphincter
(LES) and delay gastric emptying. The results of analyses by the US National Institute
of Diabetes and Digestive and Kidney Diseases have shown that fatty foods can
increase the risk of reflux symptoms, which is why a reduction in total fat intake is
recommended. High-fat foods that should be avoided include: French fries, fried onion
rings, chips, butter, high fat milk, cheese, ice cream, high-fat sour cream, high-fat salad
dressings, creamy sauces, greasy pieces of meat.

Spicy food

Studies have shown that spicy foods can cause stomach pain and burning symptoms
if a person has a functional gastrointestinal disorder. Spicy foods can irritate parts of
the oesophagus, which can often cause reflux (return) of stomach acid. A 2017 Korean
study (Choe JW et al., 2017) found that hot, spicy stews led to GERD symptoms in
more than half of the evaluated cases.

Fruits and vegetables

Fruits and vegetables are an important part of our diet. However, certain types can
cause reflux and worsen its symptoms, such as: pineapple, citrus fruits (oranges,
grapefruit, lemon and lime), tomatoes (and tomato-based foods), garlic and onions.

Beverages

Some common drinks can also cause symptoms in people with reflux: alcohol,
coffee and tea, carbonated drinks, citrus and tomato juices.
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Food that should be preferred

Intake of foods rich in fibre, low-fat protein and vegetables is recommended. A
2004 study (Nilsson et al., 2004) showed that increasing the amount of fibre and
limiting salt in the diet can protect against reflux symptoms. Therefore, it would be
good to consume: lean meat, whole grains, bananas, apples, decaffeinated drinks,
water, leafy green vegetables, legumes.

Recommendations

Some lifestyle changes contribute to maintaining optimal health and reducing
reflux-related discomfort, so the following are recommended:

— diet modification

— smoking cessation

— avoiding food intake for at least two to three hours before bedtime

— exercising to maintain a healthy weight

— smaller portions of food

— chewing gum to increase saliva secretion and neutralize acid

— raising head to a higher position during sleep to prevent the symptom of reflux

at night
— wearing loose clothing to prevent tightness and pressure in the abdomen
— maintaining a well-balanced low-fat diet.

There are many factors that influence the possibility of voice disorders, such as
lifestyle, diet, stress, inadequate care and hygiene of the vocal apparatus, abuse and
misuse of the voice, and others. Vocal disorders affect the daily life of a large part of
humanity, but certainly the most affected are those whose work depends on speech
and voice (Sataloff, 2005).

CONCLUSION

The activity of elite vocal professionals is accompanied by greater psychophysical
tension, due to which the voice is consumed significantly more than in the conditions
of spontaneous, everyday speech, so the vocal disorders are more frequent among
them. Elite vocal professionals thus belong to the risk group, prone to conditions caused
by reflux (gastric acid reflux), gastroesophageal reflux disease (GERD) and laryn-
gopharyngeal reflux (LPR) — both because of the profession they practice and because
of their lifestyle and diet. There are many factors that influence the possibility of voice
disorders, such as lifestyle, diet, stress, et al. If you experience symptoms such as
frequent morning hoarseness, a sensation of a lump in the throat, frequent coughing and
the need to clear the throat, hoarseness and other symptoms listed in the text, it is
necessary to consult a phoniatrician and start prevention or therapy to prevent these
conditions caused by return of stomach acid.
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YTULAJ JNJETE HA EJIMTHE BOKAJIHE TIPO®ECHUOHAJILE
CA TIOCEBHUM OCBPTOM HA PE®JIYKC CTOMAYHE KUCEJIMHE
(TEPA -TACTPOE30O®AT'EAJTHA PE®JYKCHA BOJIECT U JIIIP
— JAPUHTI'O®PATEAJTHU PE®JIYKC)

H3Bog

BokayHu npodecHoHaNy cy U3JI0KeHN BEIMKOM (HU3NYKOM U ICHXUYKOM Hallpe3amy U
ctpecy. CBoj Iac KOPHUCTE Kao jeJHO OJl OCHOBHHX CPE/ICTaBa CBOje MpodecroHaIHe aenaT-
HOCTH. Y TIpoLiecy BOKaJIHOT 00pa3oBarba pa3Bujajy BOKAIHY TEXHHUKY, aJIM U CBECT O aHATOMHjU
1 (U3MOJIOTHjH BOKATHOT arapaTa U BokajHe xurujeHe. M3mely ocranor, yecto ce cyouaBajy
ca npodiemuMa noBpaharma uin pediykca xenynauHe KHCeIHHe, KOjH ce jaBiba y iBa 00JIHKa:
kao ractpoe3odareansa pedaykcHa 6onect ('EPB) — omreheme cmy3okoxke jenmaka y3po-
KOBaHO MaTOJIOMIKUM PedIIyKCOM KeylauHoT cajpikaja y jeflak WK Kao JapuHrodapuH-
reannu peduykce (JIIIP), Tako3zBanu "tuxu peduykc" — y dapuHrekc, a 3aTUM y JIApUHKC. Y
pany ce yka3yje Ha cUMITOME OBHX Hopemehaja u gakrope pusnka, Mel)y KojuMa ce ucTuie
YTHILIAj HCXPaHEe U Npenopydyje ce 0AroBapajyhn HaunH HCXpaHe U MOHAIIAkA.

Kibyune peun: enumnu soxannu npogecuonanyu, oujema, acmpoezopazeanta
perykcua 6onecm, napuneogazeantu peguykc
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PRODUCTION OF HEALTHY SAFE FOOD
IN THE LIGHT OF LAND AND WATER PROTECTION

Abstract

In the paper presented to you we view the production of safe food in the light of the legal
protection of land and water, as key conditions for such doing. We do this starting from the
Constitution, as initiating point for its realization, then going legally-logically by pointing to
generally accepted and codified elements of international public law that must be respected, and
finally to the most important segments of domestic legislation that protect land and water and
thus contribute to the healthy food producing.

Keywords: Constitution, international public law, national legislation, essential elements

INTRODUCTION

In the paper we present to you, we view the production of health-safe food in the
light of the legal protection of land and water as the basic conditions for its realising.
To achieve so it is logical to respect the fundamental methods of legal sciences [11] and
to properly consider their legal force and mutual hierarchical relationship in normative
works which are crucial to the topic of our researching and presentation. In our work,
which respects the normative hierarchical method, we start from pointing out the most
important elements of the highest national normative product — the Constitution [2],
then focusing on a number of elements of international public law, finally pointing at
the elements of Serbian legislation of the greatest importance for our topic and goal.
We approach all this with one guiding idea: We must respect all those normative works
that prevent endangerment and/or damage to land and water in order to preserve the
conditions for the production of safe food, hence the health and lives of people. The
most common sources of pollution that deserve special attention of lawyers are: energy,
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oil industry, chemical and pharmaceutical industry, mining and geological activities,
but also traffic, construction and waste management [12].

Respecting the above mentioned our presentation will be concise, having in mind
that we have already published a number of texts on environmental protection, but also
economic development, with respect for it [10] [13], which was done by other authors
[5][6], as well as institutions [8] [32].

1. Elements of the Constitution relevant to the production of safe food

“The Constitution of the Republic of Serbia” prescribes that “the rule of law ... is
based on inalienable human rights (Art. 3, par. 1)” and “their guarantees (Art. 3, par.
2)”, as well as that “Everyone has the right to a healthy environment (Art. 74, par. 1)”
and “timely and complete notification of its condition (Art. 74, par. 1)”, whereby
“everyone ... is responsible ... for the protection of the environment (Art. 74, par. 2)”,
and also is “obliged to protect and improve the environment (Art. 74, par. 3)”. On the
basis of Art. 16 we are obliged to respect generally accepted rules of international law
and ratified international legislative agreements, of course those that are environ-
mentally oriented. Domestic laws and sub-laws must not be in conflict with ratified
international agreements and generally accepted rules of international law (Art. 194).
At the same it is important to know that are prescribed: Article 18 — Direct application
of guaranteed rights, “Art. 24. — Right to life”, and “Art. 27. — The right to liberty and
security”, which norms clearly stipulate that no human rights are allowed to be
endangered or violated. Not even with some environmentally negative treatment! Any
negative doing towards mentioned values and liabilities are subject to a fair trial (Art.
32 — Right to a fair trial) and any subject possesses "The right to equal protection of
rights and a legal remedy (Art. 36)", both before courts and other state bodies. All
subjects have to respect Art. 51. (The right to information), right defined with the
“Aarhus Convention” as well as the “Law on Ratification of the Aarhus Convention”
[23][29]. The Constitution also established “Art. 56. — The right to petition”, petition
which also can be in relation to a project that could have an impact on any of the human
rights (on: health, life, living conditions, work, maintaining the quality of the
environment, property ...). The Constitution also protects property (Art. 58 - Right to
property) and especially state property (Art. 87 - State property), with a clear obligation
for “Health care (Art. 68)”. At the same time, based on “Art. 88. — Land (par. 2)”,
Constitution clearly stated that “the law ... may limit the forms of use and disposal, i.e.
prescribe conditions for use and disposal in order to eliminate the danger of harm to
the environment or to prevent violation of the rights and legitimate interests of others.”
Such constitutional restrictions are then more detailed and precisely prescribed by a
number of laws, such as: “Law on Environmental Protection” [16], “Law on Nature
Protection” [21], “Law on Planning and Construction” [22], “Law on Mining and
Geological Researching” [19], “Law on Chemicals” [15], but also “Law on Health Ca-
re” [17], as well as a number of other law, and many of their accompanying by-laws.

When we think about possible economic activity, we point out that it is also
important for its development in a specific area, and according to the defined and
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approved project, the “Art. 89 of the Constitution — Preservation of Heritage (par. 1),
which clearly stipulates that "everyone ... is obliged to preserve natural rarities and
scientific, cultural and historical heritage, as goods of general interest, in accordance
with the law. It is important to know that there is a “special responsibility for the
preservation of heritage ... in the Republic of Serbia (Art. 89, par. 2)”.

In order to realize all the above mentioned, on the basis of “Art. 97 of the Con-
stitution — Competence of the Republic of Serbia”, the Republic of Serbia is obliged
to legislate and regulate: realization and protection of freedoms and rights of citizens
(Art. 97, par. 1, item 1), constitutionality and legality; proceedings before courts and
other state bodies (Art. 97, par. 1, item 2), liability and sanctions for violations of
freedoms and rights of citizens established by the Constitution and for violations of
laws, other regulations and general acts (Art. 97, par. 1, item 2), security of citizens,
which includes: environmental security, but also health (Art. 97, par. 1, item 4),
protection of all forms of property (Art. 97, par. 2). 1. item 7), sustainable development
(Art. 97, par. 1, item 9), system of protection and improvement of the environment
(art. 97, par. 1, item 9), protection and improvement of flora and fauna (Art. 97, para-
graphs 1, 9), production, trade and transport of ... hazardous materials (Art. 97, par. 1,
item 9), but also the protection of cultural property (Art. 97, par. 1, item 10), collection
of data of general interest (Art. 97, par. 1, p. 11.); as well as the organization and use
of space (Art. 97, par. 1, item 12).

2. Elements of international law relevant to the production of safe food

The Republic of Serbia has more than 90 ratified conventions of environmental
importance within its legislation. Among them, the most hierarchically important act
is the “UN Charter” [1], which establishes “International Economic and Social Coope-
ration (Chapter 9)” and prescribes respect for human rights [(Art. 55, (C.)], which
includes the human right to health, life and a healthy (adequate) environment, while
states are obliged (Art. 103) to treat and apply all principles and obligations arising
from this Charter as hierarchically superior to norms of other international normative
documents. There are few of these acts that deserve our special attention. Let us briefly
explain them.

“The International Covenant on Economic, Social and Cultural Rights” [9] clearly
obliges states to ensure: healthy and safe working conditions [(Art. 7 (b.)] as well as
living conditions (Art. 11), which includes providing all necessary conditions for
environmental hygiene and that in all areas of business [(Art. 12, par. 2, under (b.)]. The
Covenant [Art. 7, (b)], also obliges to respect the principles of prevention, for the sake
of safe and healthy working conditions.

“The Declaration of the United Nations Conference on the Human Environment”
[3] stipulates, in Principle 11, that states must develop environmental policies in a way
that will not adversely affect their current and future development potential or hinder
the achievement of better living conditions for all with the highest requirements for the
preservation of human health, well-being and the environment (Part: Rights and
obligations, under: 1. - 8.).
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“Rio Declaration” [33], Principle 10, says that environmental activities are best
carried out with the participation of interested citizens at all appropriate levels, which
also includes decision-making level! Moreover, as prescribed by Principle 11, States
undertake to establish adequate legislation to that effect.

“The Vienna Declaration of Human Rights” says that development needs do not
justify denying people internationally recognized rights, and that means a healthy
environment — even more clearly: a.) Space, and b.) Its quality, c.) Without violating
the rights of future generation of the same [31], with Article 11 specifically and
explicitly talking about environmental issues.

“The Aarhus Convention” [30] points out in its introductory part that it is adopted
in full respect of Principle 1 of the “Stockholm Declaration” and Principle 10 of the
“Rio Declaration”. In its introductory part points that this act respect human right to
life in a healthy environment and that respect this right as a right of present and future
generations (Principle 1). This convention, to make this right a reality, enact that human
rights have to be respected at all levels, at: 1. Access to environmentally important
information, 2. Participation in the formation of decisions of environmental impor-
tance, as well as 3. Effective access to administrative and judicial proceedings wherever
the public considers it for necessary (Rio Declaration, Principle 10).

3. Elements of national legislation important for the production
of safe food

For our topic, at the level of domestic legislature, hierarchically are the most
important, as fundamental: “Law on Environmental Protection” and “Law on Nature
Protection”. The “Law on Environmental Protection” obliges that every resource must
be treated in accordance with: the principle of sustainable development (Art. 11, par.
1), the obligation of adequate control and protection (Art. 14), the officially approved
project of protection and rehabilitation (Art. 15), and by implementing the obligation
to carry out remediation (Art. 16). All these obligations arise from the established duty
to protect: land (Art. 22), water (Art. 23) and air (Art. 24). All the above leads to a ge-
neral obligation to achieve:

1. Adequate planning and construction (Art. 33),

2. Assessment of possible environmental impacts (Art. 35 and 36),

3. Integrated control and prevention of pollution (Art. 37) and to achieve

4. All this without violating the regulations that determine the limits of various

emissions (Art. 39).

Due to all the above, it is necessary to determine “Conditions for specific operation
of the plant and performance of (economic) activities (Art. 40)”, as well as to comply
with “Conditions for operation of the plant and performance of activities (Art. 41)”,
also obligation to monitor pollution (Articles 60d and 70-72). All these previously
mentioned obligations were then elaborated within a series of specialized laws and
accompanying by-laws, which determine the conditions for our topic of supreme
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importance: planning and construction, mining [20], as well as the use and protection
of water [34] and land [14].

“Law on Mining and Geological Researching” with the Art. 1 stipulates the
obligation for all subjects to apply adequate measures during geological researching,
design, construction of facilities, use of resources and rehabilitation and reclamation
of land, as well as mining waste management. In specially protected natural and
cultural areas mining can be performed only on the basis of a specially obtained permit
(Art. 6), with respect for environmental protection, as well as remediation of used land
(Art. 21, par. 1). Each project is subject to approval or disapproval, as well as control
(Art. 25, par. 1), while the requirements of environmental and cultural treasures pro-
tection must be respected (Art. 25, par. 2). The project contractor must respect the
prescribed measures of importance for human health and the environment (Art. 50,
par. 1, item 8). Permission to conduct specific research can be obtained only if the
project in question is done in accordance with the conditions of the so-called approved
project (Art. 109, paragraphs 1 and 2). This law also obliges subjects to obtain a special
permit for the treatment of mining waste during exploitation (Art. 144) and after the
suspension of mining (Art. 151, par. 1), whereby the obligation to rehabilitate the
terrain is also prescribed (Art. 153).

“The Law on Planning and Construction” prescribes, by Art. 3, the protection of
natural and environmental values created by work, based on the “Spatial Plan of the
Republic of Serbia” (Art. 14), while Articles 15, 18 and 19 set out guidelines and
measures to protect them from possible negative effects. In particular, the spatial plan
must contain the planned protection, arrangement, use and development of natural and
cultural assets and the environment (Art. 20, par. 1, item 7). In order to have an ade-
quate attitude towards the environment and the objects that are built into it by work,
specific building rules must be formed for each specific space, i.e. process and object
of action. These rules are contained in particular in the: Spatial plan of the special pur-
pose area, Spatial plan of the local self-government unit and the plans of general and
detailed regulation (Art, 31, par. 1). These documents must be available to the public
(Articles 41, 42 and 50).

“Law on Planning and Construction” explicitly obliges the subjects to prepare: Pre-
liminary feasibility study (Art. 113), Feasibility study (Art. 114), General design (Art.
117), Conceptual design (Art. 117a), Preliminary design (Art. 118) and Project for
construction permit (Art. 118a) in accordance with the requirements of various projects.
For example, if you want any mining activities in a field, then in accordance with the
requirements of the “Rulebook on the content of mining projects” [27], and if we look
at energy, then we act in accordance with the “Energy Law [7]” and accompanying
decree [4].

“The Law on Integrated Prevention and Control of Environmental Pollution” [18]
regulates the conditions and procedure for issuing integrated permits for facilities and
activities that may have negative impacts on human health, the environment or material
goods (Art. 1) as well as activities that may produce emissions and pollution (Art. 2,
par. 1, item 3). An Integrated permit may be issued but an application for this permit
may also be rejected. The Government of the Republic of Serbia prescribes the types
of activities and facilities for which an Integrated permit is issued.
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“Law on waste management” determines (with the Art. 1, par. 1,) the subjects of
waste management, then the conditions and procedure for issuing permits related to wa-
ste management, but also cross-border movement of waste, as well as obligations for:

1. Waste classification,

. Organization of waste management, as well as

. Implementation of such organized management, then

. Management of special waste streams,

. Formation of databases (on waste),

. Waste reporting,

. Financing of waste management,

. Supervision, and

. All other possible issues of importance for waste management.

O 031N L A W

Art. 25 of this law contribute to the prevention of environmentally negative effects
of waste, while Art. 26, par. 1, point. 6 oblige the producer of waste to dispose of it in
a manner that does not adversely affect human health and the environment, and Art.
42 prohibits disposal in places for which no special permit has been obtained (see, for
example, Art. 42, par. 2.). “Law on Waste Management” follow a number of by-laws,
among which, for example, are particularly important: “Ordinance on the conditions
and manner of collection, transport, storage and treatment of waste used as a secon-
dary raw material or for energy production” [25], “Ordinance on categories, testing
and classification of waste® [24], “Ordinance on permitted quantities of hazardous and
harmful substances in soil and irrigation water and methods of their testing” [26], and
“Ordinance on the manner of storage, packaging and labeling of hazardous waste”
[28].

CONCLUSION

We emphasize that at the level of the Republic of Serbia there are all needed legal
conditions at the level of: 1. Constitution, 2. Adopted elements of international public
law, as well as 3. Domestic laws and accompanying bylaws important for protection
of: land, water, air, other natural and labor-created values, as well as protection from
inadequate economic treatment(s), which elements also created legal conditions for
the production of healthy food, i.e. preventing disruption of this production or reducing
the quality of this food. This means that the competent authorities, in accordance with
all these norms, must perform their duties and thus provide the necessary protection.
And as we can see, for example, on the basis of the Jadar Project (lithium mining), the
state authorities of Serbia are not fulfilling these obligations in an adequate way. We
ask them to respect the valid legal norms!
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THE IMPORTANCE OF THE APPLICATION OF FOOD
STANDARDS IN THE HOSPITALITY INDUSTRY

Abstract

The implementation of quality standards in hospitality is broad (such as standards related to
human resource management, standards related to the safety of tourists and employees in
tourism, environmental standards, etc.). Particularly important standards are those related to
food and beverages, representing the essence of hospitality services. The paper highlights the
importance of introducing and performing food standards in the hospitality industry by
presenting the most frequently used standards in this area, such as ISO 22000, HACCP, Halal
and Kosher standards.

Key words: quality, hospitality, food and beverage, standards

INTRODUCTION

The hospitality industry is part of the service industry that includes a combination
of different services — accommodation, food and beverage, and other non-hospitality
services. Food products represent a set of raw materials, semi-finished products, and
products integrated into one final product by applying different mechanical and thermal
processing methods in special production conditions, which are offered to the guest and
shaped into a gastronomic product.

Food and beverage quality is often a decisive factor in evaluating the quality of the
hospitality product, especially in the restaurant industry (Gagi¢ et al., 2013). The
characteristics and quality of gastronomic products depend on several factors that
should be observed throughout the entire production process, through the quality of
presentation to the consumer, its sustainability on the market, and the profit it brings.
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Quality in all levels of business represents the basis for competitive advantage and
the strategic orientation of all organizations. It is achieved by providing quality
principles and standards and implementing a quality management system. By intro-
ducing quality standards, organizations ensure more rational use of resources, achieve
goals more efficiently and effectively, and provide higher quality services and products.

The quality of gastronomic products is a complex and multidimensional concept.
It represents the level at which the product’s characteristics meet the needs of
consumers and assumes five aspects of quality: technological, health-safety, nutritional,
microbiological, and sensory quality.

Technological quality includes characteristics of inputs, procedures in preparation,
norms, and the way of serving food and drinks. Safety standards mean that the products
must not contain prohibited amounts of heavy metals, pesticides, radionuclides, and
other harmful substances. The microbiological aspect of quality indicates whether there
is a greater number of total microorganisms in food and drink than allowed and that
there are no pathogenic and conditionally pathogenic organisms in the food that cause
food spoilage, intoxication, and harmful infection, i.e., food poisoning. Sensory quality
represents the overall sensory impression of the sample, which is evaluated for the
appearance, consistency/texture, and aroma of food products using the human senses
(Popov Ralji¢ et al., 2010). Also, it is essential to mention the market-consumer quality,
which refers to supply, demand, price, religious commitment, customs, consumer
habits, etc. However, this element does not constitute the essence of a gastronomic
product (Gagic¢ et al., 2014).

Organizations in the hospitality sector should provide the market with quality food
with specific nutritional and sensory characteristics but at the same time hygienically
appropriate and safe food, which will have a favorable effect on the health of
consumers (Jovi¢i¢, 2015). To ensure the guaranteed quality of products and services,
organizations in the hospitality industry introduce and apply various standards that
provide organizations with lower costs, rationalization of business activities, and
greater client satisfaction.

The paper aims to point out the importance of standardization and certification in
the hospitality sector, as well as to point out the most commonly applied standards in
business catering practice, which are related to food safety, such as ISO food safety
standards, HACCP standard, Kosher, and Halal standard.

The importance of standardization and certification in the hospitality industry

Quality standards are defined as documents that provide requirements, specifica-
tions, guidelines, or characteristics that can be used consistently to ensure that all
materials, products, and processes are fit for purpose (Institute for Standardization of
Serbia, 2022). Standardization means defining rules in an area to ensure that products
or services are delivered in adequate and expected quality. Based on the Law on
Standardization (Official Gazette of the Republic of Serbia 36/2009 and 46/2015) and
the Law on the health safety status of foodstuffs and general use items (Official Gazette
of the Republic of Serbia, No. 92/2011), a series of quality regulations were adopted
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in the Republic of Serbia, which prescribes the minimum conditions that must be met
by foodstuffs in production and circulation.

In addition to the legal minimum, ISO standards are a voluntary and effective tool
for the management of any organization that wants to improve the quality of products
and services because it ensures more efficient and effective monitoring of processes,
achievement of goals, and detection of bottlenecks in the system.

The top management decides to implement standards in its organization, and
confirmation of successful implementation is obtained through the certification
procedure (https://www.srdjansimic.com/standardizacija-sertifikacija/). The applica-
tion and performance of the standard are voluntary, except in cases where the producer
is called to the standard or specific technical regulations by contract with the end
customer.

Certification represents the process of determining that a product, service, organi-
zation, or individual meets the requirements of the relevant standard and results in
obtaining an official confirmation — certificate of conformity, and registration of the
certificate holder in the appropriate register (https://iso.org.rs/).

The preparation process for certification includes the preparation of documentation
and employees for certification and can be observed through several stages. The first
stage consists of the preparation of documentation for the introduction of ISO stan-
dards. Then follows the preparation of the employees, which involves examining the
employees about their knowledge regarding the application of procedures in the service
or sector, the responsibilities of the employees, the documentation used, etc. In the last
phase, after certification, the person in charge of implementing the standards is defined.
This person manages and reviews the ISO system, removes non-conformities, under-
takes control checks, and changes and improves the system. Preparing documentation
and employees takes one to two months (Barjaktarovi¢ & Knezevi¢, 2021).

Among the most important standards in the hospitality sector, the standards related
to food safety stand out, which will be presented in the next part of the paper.

ISO 22000 Food Safety Management Systems

ISO 22000 is the first international standard for food safety management systems.
The ISO 22000 standard covers all organizations in the food chain and defines the
requirements of the food safety management system (ISO 22000:2018).

This standard's basis is the HACCP system's principles designed to provide
consumers with a safe final food product. ISO 22000 is the first standard that is suitable
for implementation by all organizations involved in the food supply chain, such as
suppliers of non-food products and services, equipment and packaging manufacturers,
logistics service providers, agricultural producers, food manufacturers, manufacturers
of additives and auxiliaries in processing, suppliers, retailers, catering establishments
and catering companies, etc.) (https://haccp.rs/iso-22000-2005/).

ISO 22000 can be implemented by organizations of various sizes, from bakeries
with a few employees to large food manufacturers employing thousands of workers.
As the implementation of HACCP is often complex for the performance of large
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production and sales chains and as it requires the implementation of ISO 9001, the
ISO 22000 standard represents a compromise solution because it integrates both the
mentioned standards, along with the analysis and monitoring of trends of many factors
from the environment that they can negatively affect food safety, production process,
financial result, employees and more.

Introducing ISO 22000 improves the quality and safety of food products, creating
trust and greater consumer protection, lower costs in the production and distribution
chain, and more.

This standard combines recognized elements for food safety, such as interactive
communication, management system, control of the process, HACCP principles, etc.
(https://haccp.rs/iso-22000-2005/ ).

HACCP

HACCP (Hazard Analysis Critical Control Points) is a food safety system based on
the analysis and control of potential biological/microbiological, chemical, and physical
hazards to which raw materials are exposed, possible hazards during handling, pro-
duction, distribution, and consumption of the final product (https://haccp.rs/). HACCP
is a system that ensures food safety "from farm to fork."

Its application implies compliance with standard operating procedures and
instructions that reduce food safety risks and ensure a safe product. Given that a
significant part of the hospitality industry is related to food production and processing
activities, it is clear how important it is to manage the quality control of food products.
The application of the HACCP standard is often considered one of the indicators of
service excellence.

The HACCP system is a model that contributes to the safety of guests, their health,
and satisfaction. Implementing this system in hotels and restaurants aims to increase
the quality of the processes. Therefore, in this way, sanitary correctness is ensured,
and a better quality of catering service in general, and the method can be applied both
to individuals and to a larger number of operations (Erdeji et al., 2012).

HACCEP system certification goes through several stages that include the following
activities:

— carrying out a hazard analysis,

— identification of critical points in the process where danger can be prevented,
eliminated, or reduced to an acceptable level,

— establishing a critical limit for the control of preventive measures concerning
each identified critical control point (CCP),

— establishment of CCP monitoring,

— establishment of corrective activities to be undertaken when monitoring indicates
that there is a deviation from the established critical limits,

— establishment of effective records of documents of the HACCP system.

— establishing procedures for verifying that the HACCP system is appropriate.
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Halal standard

The Halal standard represents a set of rules and guidelines for producing and
preparing food by Islamic religious practices. Halal requirements come from the Koran
and Sharia law, which prescribe what is halal, i.e., what is permitted, and what is haram
— what is forbidden. Halal food is prepared according to Sharia law which most
Muslims worldwide follow. Among other things, Halal prohibits the use of pork, blood,
alcohol, the meat of dead animals, carnivores, donkeys, dogs, birds of prey; food
prepared with wine, cakes with any alcohol, food containing emulsifiers based on pork
or animal fat, etc. (Gagi¢ et al., 2017).

Unlike other standards and the HACCP system, Halal certification is not part of the
formal certification and accreditation system. Certificates are awarded by organizations
authorized by the Islamic religious community. A company interested in introducing
this standard must apply to the Islamic Community Agency. The certificate is valid for
one year, and during the duration of the certificate, regular control is carried out by the
Halal controller and a sampling of products from the market.

The Halal sign contributes to the recognition of Halal products on the market. In
case of any deviation from the standard, the Agency revokes the certificate, the pro-
ducts are withdrawn from the market, and the appropriate procedure is initiated
(https://www kvalitet.org.rs/infrastruktur/standardi/halal).

Kosher standard

The Kosher standard initiates food production and preparation according to Jewish
regulations and customs. Kosher certificate guarantees that a particular food product
meets the requirements prescribed by the Torah. The Torah prescribes which products
are acceptable for consumption and how they must be prepared to be allowed for
consumption (Gagic¢ et al., 2017).

Kosher foods are meat, goods, fruits, vegetables, cheese, fish, eggs, fruits, and ve-
getables that can be consumed together with dairy or meat products. In contrast, the
Kosher standard prohibits meat and dairy products from being prepared and finished
together. Also, meat, eggs, and organs from a non-Kosher animals are not allowed.
Vegetable oils can be used in the preparation of dairy and meat products.

Thanks to the unique control prescribed by this standard, Kosher food is considered
healthier. Considering that the Kosher certificate is increasingly recognized as a sign
of healthy and quality food, in addition to members of the Jewish community, food
with the Kosher label is also consumed by members of the Muslim faith, vegetarians,
and people who are allergic to different types of food. Many multinational companies
have long recognized the benefits of Kosher certification (Gagi¢, 2017).

This certification verifies that the products are by the Kosher requirements issued
by an authorized Rabbi. In contrast, the ECK (European Central Kashrut) approves
the Kosher certificate. In the case of technologically simpler products, the kashrut
expert controls the product himself, while more technologically complex products are
controlled by a representative of ECK (https://www .kvalitet.org.rs/infrastruktura/
standardi/koser).
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CONCLUSIONS

Food and beverage are essential services in the hospitality industry, and their

quality level determines the guests' satisfaction. Hospitality organizations introduce
quality standards presented in the paper, aiming to bridge the gap between users'
perceptions and experiences about the quality of service, on the one hand, and the
management and employees of the organization, on the other hand. This ensures a
competitive advantage, securing higher revenues, and creates guests’ satisfaction and
loyalty.
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Abstract

The majority of Croatian arable land is destined to fodder and forage production. Modern
feeding of arable produced feeds enabled the probably greatest livestock productivity in history.
However, arable farming consumes much fossil fuel from finite resources and ruins biodiversity,
while heavy farm machinery causes soil compaction and amplified drought effects. The aim of
the work is to answer if we can make our cattle farming and agriculture more sustainable by
turning cattle farming into more grazing and less feeding of concentrates and silage maize?

Research has shown that a shift to grazing during the grazing season and feeding forages only
during the off-pasture season would certainly improve the biodiversity in the agricultural area
and would make our environment and landscape more beautiful. Improvements in soil quality
are also expected. Since only about half of forages have to be conserved for the off-pasture
season, the consumption of fossil fuels would also be decreased. Findings synthesized from the
cited literature, and obtained from the authors’ projections indicate that the shift to solely grazing
during the grazing season and feeding solely on forages during the off-pasture season would
require more than a double agricultural land resource if there is intended to maintain the
contemporary production volume. The need for an increase in forage production area comes
mainly because of greater total feed consumption per head, due to prolonged feeding of beef
cattle and lesser milk yield per dairy cows, and somewhat lesser yields of perennial forages
when compared to silage maize. However, an abundant and underutilized perennial grasslands
area of Croatia could probably partially offset the needed increase in the forage production area.
Therefore, appears that we could gain many benefits if the future forage systems are designed
more rely on pastures and perennial forages on arable land instead of contemporary annual
forages and grains.

The main findings derived from the presented synthesis are partially based on the literature
review of published field research and partially based on the authors’ theoretical projections and
therefore cannot be regarded as reliable without field testing and measurements on live animals
in Croatian conditions.

Key words: forage system, agriculture, sustainability, livestock farming
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INTRODUCTION

Sustainable society development is closely related to conservation or even impro-
vement of the environment, biodiversity, soil fertility, and even independence of fossil
energy resources.

However, the production of annual arable crops is associated with the consumption
of fossil fuels from distant and finite resources, loss of soil organic matter, soil com-
paction, and detrimental effects to biodiversity and ruined beauty of the landscape.
Namely, arable soils have almost no vegetation cover during the shift between crops
in their temporal sequence and during the early phases of crop development, therefore
looking like deserts. A desert-like landscape on arable land is very often longer than
mentioned because of the lack of cover-cropping practices between the harvest of fore-
crops and the establishment of subsequent crops. Considering biodiversity, Mueller et
al. (2014) have found that meadows and pastures were the least harmful to biodiversity,
followed by permanent crops, whilst arable land had the poorest biodiversity.

According to the Croatian Bureau of Statistics (CBS, 2018), of the total arable area
in Croatia (about 850,000 ha), crops destined for feeding farm animals occupy about
52 %, of which about 48 % belongs to annuals (mainly maize, soybean, and barley) and
about 4 % to perennials (mainly lucerne and clover). According to the same source,
there is being fed about 445,000 heads of cattle (including calves), about 1,150,000 pigs
(including piglets), about 620,000 sheep (including lambs) and 10,000 poultry, which
indicates that principal herbivores and grazers (cattle and sheep) take up the majority
of'the livestock sector. Despite the pasture being the most natural feed for grazers, and
grazing is there the most natural behavior, there largely prevail confinement feeding
operations with TMR ratios in modern cattle farming in Croatia (as well as in the
majority of countries with industrialized economies). Therefore, appears an issue: can
we make our agriculture more sustainable by a shift of the cattle farming to more
grazing and less concentrates and silage maize feeding?

Findings from this research can impact the farm managers and decision-makers to
consider more grazing and less concentrated production and consumption for the future
design of forage systems.

DAIRY CATTLE PRODUCTIVITY ISSUES

The standard lactation period of dairy cows lasts for 305 days, and with divided into
three phases: the 1st third or maximum lactation, mid-lactation, and end-lactation with
minimum productivity. Modern dairy cows are very productive due to contemporary
feeding with TMRs rich in concentrates (maize or barley grain and soybean meal) and
energy-rich forage (whole-crop maize silage). Average milk production during the
standard lactation in Croatia for the cows of the Simmental breed is about 5,500
kg/head/305 days and of the Holstein breed about 8,300 kg/head/305 days (CAAF,
202), which response to the average daily milk yield of 18 and 27 kg/head/day,
respectively. However, maximum daily milk yields with TMR feeding can easily reach
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the levels between 40 and 50 kg/head/day for the Holstein breed in Croatia. For dairy
cows when fed solely the pasture, daily milk yield can reach up to 30 kg/head/day, but
only if it is a high-quality and lush pasture, which can be found mainly in spring, and
during the period of maximum lactation. In the research of Kolver and Miller (1998)
in Pennsylvania (USA), Holstein cows on perennial ryegrass + white clover pasture
yielded 29.6 kg/head/day during the period of maximum lactation. However, in reality
there often do not prevail perfect conditions, so the daily milk yield can be lower during
the maximum lactation period, like in the study of O’Neill et al. (2011) in Ireland, who
obtained 21.1 kg/head/day with Holstein cows that grazed perennial ryegrass. When
fed stored forages only, cows can yield less milk since the storage forages usually have
lower quality than fresh herbage in the same maturity stages. Brown Swiss and Holstein
cows in Switzerland, fed mature hay (from predominantly perennial ryegrass sward)
and second-cut silage (from the same sward), without concentrates, yielded only about
10 kg/head/day milk at the end of their lactation (Hindrichsen et al., 2006). For the
east Croatian semiarid conditions, there would be more applicable data about dairy
cows' productivity when grazed on drought-resistant forages like lucerne and its
mixtures with perennial grasses. In the research of Smith et al. (2013) in New Zealand,
FresianxJersey on pure lucerne pasture yielded an average of 25.3 kg/head/day of milk
during the early lactation, which indicates that drought-tolerant lucerne can provide for
good productivity of dairy cows. Probably would be the same when grazed on lucerne-
grass mixtures. During the lactation period, daily DM consumption of highly pro-
ductive and TMR-fed dairy cows varies between 3 and 4 % of the actual cow’s LBM,
whilst during the 60 days' dry period it is about 2.5 % of the LBM. Considering the
pasture DM consumption, it is expected about 2.5 % relative to the cow’s LBM, as in
the study of O’Neill et al. (2011). However, for high-yielding cows, the pasture DM
consumption can be about 3 % of the cow’s LBM or even greater (Kolver and Miller,
1998), but only when the pasture is of high quality and the offered herbage allowance
is greater enough than the targeted DM consumption.

YIELD OF FORAGES AND GRAIN FEEDS

According to Gantner et al. (2021), whole-crop maize silage is the most used forage
in the TMR-fed cattle because of its high energetic value and its exceptionally high
herbage DM yield — about 20 t/ha on fertile soils of continental Croatia, which response
to about 60 t/ha of the silage as-it-is. However, in drought conditions, and on poorer
soils, actual DM yields can be much lesser, often halved. In semiarid regions and on
fertile soils, the second forage is usually lucerne due to its appreciable protein content,
drought resistance and fine stems that provide long fibre. On poorer soils and more
humid regions, as a fine-stemmed and protein-rich forage there prevail red clover,
cool-season perennial grasses or grass-clover mixtures. These fine-stemmed forages on
fertile soils of continental Croatia usually yield about 10 t/ha of forage DM, which is
usually harvested, stored and fed as hay, haylage or silage. On poorer soils and in
drought conditions yields are usually much lesser, and can be less than half of the
presented.

417



Considering the grain yields, on fertile soils of continental Croatia, maize yields
about 10 t/ha of grain, but in the drought years, it can be less than a half. Barley yields
between 5 and 9 t/ha and is less affected by drought because it ends its vegetation
before the onset of summer drought. Soybeans yield about 4 t/ha on fertile soils, while
on poor soils and in drought conditions yield can be less than a half.

The turn to more grazed and hayed perennial forages would provide somewhat
lesser yields because the whole-crop maize silage yields about double or even more.
But, maize silage is not the only component of TMR, and the TMR’s components'
weighted average yield is decreased by lower yields of grain crops (maize, barley,
soybean). More reliable projections there would be required a more accurate estimation
of the weighted average yield of TMR components and comparison with yields of
perennial forages. Also, there is an apparent need to check what would be the yields
of perennial forages like lucerne and lucerne-grass mixes when utilized by grazing.
Namely, the absence of heavy machinery and its soil compaction could provide for a
higher forage yield, better soil water holding capacity and lesser drought impacts, but
it could also lead to a lesser utilization rate of forage yield, and surface soil compaction
if grazing is conducted on wet soil, what in turn again leads to lesser yields. There
should also be studied various grazing methods and skills to derive the maximum from
grazed areas.

SHIFT EFFECTS ON CARRYING CAPACITY AND NEEDS
FOR ADDITIONAL PERENNIAL FORAGE CROPS AREA

The carrying capacity of productive agricultural land (head/ha) depends on the ratio
of annual feed DM production (t/ha/year), annual feed DM consumption (kg/head/year)
and utilization rate (%). Annual consumption per animal or head would probably be
similar between the modern system and the proposed shit to grazing with no concen-
trates, so this would not seriously change the carrying capacity. But, as presented
above, a shift of beef fattening solely to grazing and concentrate-less feeding leads to
a decrease in ADGs from about 1.3 kg/head/day to about 0.7 kg/head/day, i.e. ADGs
are near halved, which implies that the fattening period should be doubled for the same
final LBM (2 years instead of 1 year). This elongation would require doubling the total
feed DM consumption, which has to be considered in the estimation of the required
area of perennial forage crops. The milk yield of dairy cows is expected to be halved
also on an annual basis when compared to the modern TMR-fed cows, which implies
that the same milk production there would be required two cows instead of one modern
TMR-fed cow. Therefore, there would be needed to double forage production upon
the shift to grazing and solely forages feeding during the off-pasture season.

Somewhat lesser forage yields of arable perennial forage crops (lucerne, lucerne-
grass-mixes, clover-grass mixes) than yields of the weighted average yield of TMR
components would require an additional area under the forages production. Croatian
extensive permanent grasslands occupy about 1.5 million hectares (CBS, 2003) and
present a huge and underutilized resource for forage production. The annual production
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of hay equivalents is estimated at 700,000 tons (CBS, 2003). If we assume that a
herbivore livestock unit (LU) of the 500 kg LBM equivalent consumes 2.8 % of LBM
daily, this gives an annual consumption of 5,110 kg/LU/year of forage DM. If the
utilization rate of the forage from Croatian permanent grasslands (as pasture and hay)
is about 70 %, then the carrying capacity of these grasslands would be near 100.000
LU. Some improvement of grasslands (fertilization and better utilization) could likely
enhance their productivity and raise their carrying capacity.

SHIFT EFFECTS TO BIODIVERSITY, SOIL QUALITY
AND LANSCAPE BEAUTY

Shift to perennial forages on arable land used for grazing and haying or silage-
making would certainly improve the biodiversity of agricultural land since Mueller et
al. (2014) found that meadows and pastures were the least harmful to biodiversity,
followed by permanent crops, whilst arable land mostly affected biodiversity. Conside-
ring the soil quality, perennial forages do not require soil tillage for many years thus
conserving and building the soil's organic matter and fertility. Improvements in soil
quality upon the conversion of arable into perennial forage crops were documented in
Germany (Ajayi and Horn, 2016). In the cases where livestock can be grazed the whole
year, it would be possible to completely exclude the heavy farm machinery from the
agricultural land, thus enabling the recovery of nowadays compacted arable soils.
Perennial forage crops on arable land cover the soil the whole year, and if they com-
prise the mixes of grasses with legumes, they usually rarely have a bare soil area. An
increase in the arable area permanently covered with plant cover makes our environ-
ment and landscape more beautiful than bare arable soils. This would allow for a
greater presence of game, wildlife, birds, butterflies and other insects in our agricultural
area, and a more attractive landscape for the urban people.

CONCLUSIONS

Shift to grazing during the grazing season and to forage-only feeding during the oft-
pasture season would certainly improve the biodiversity in the agricultural area and
would make our environment and landscape more beautiful. Improvements in soil
quality are also expected. Since only half of the forages have to be conserved for the
off-pasture season, the consumption of fossil fuels would be also decreased. Findings
synthesized from the cited literature and upon the presented authors’ projections
indicate that the shift to solely grazing during the grazing season and feeding solely on
forages during the off-pasture season would require more than a double agricultural
land resource if there is intended to maintain the contemporary production volume.
The need for an increase in forage production area comes mainly because of greater
total feed consumption per head, due to prolonged feeding of beef cattle and lesser
milk yield per dairy cows, and somewhat lesser yields of perennial forages when com-
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pared to silage maize. However, an abundant and underutilized perennial grasslands
area of Croatia could probably partially offset the needed increase in the forage
production area. Therefore, appears that we could gain many benefits if the future
forage systems design greatly relies on pastures and perennial forages on arable land
instead of contemporary annual forages and grains.

The main findings derived from the presented synthesis are partially based on the

literature review of published field research and partially based on the authors’
theoretical projections and therefore cannot be regarded as reliable without field testing
and measurements on live animals in Croatian conditions.
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IMNPOJEKTOBAILE CUCTEMA 3A 3A CTOUYHY XPAHY
3A YHAIIPEBEIBE OJPKUBOCTH CTOYAPCTBA
U IMOJbONNPUBPEJIE

Caxerak

Hajgehu €0 XpBaTCKUX OpaHUIIA HAMEEHCH je TPOU3BO/IEU CTOYHE XpaHe H CTOUHE XpaHe.
CaBpeMmeHa ucxpaHa CTOYHE XpaHe oMoryhmia je BepoBaTHO HajBehy cTowapcky mpomyk-
THUBHOCT y HCTOpHjU. MelhyTum, patapcka MoJjb0NpUBpeaa TPOIIX MHOTO (OCHIIHOT TOpUBa U3
OrpaHUYCHHX pecypca U YHHIITaBa OMOANBEP3UTET, IOK TELIKA OJBONPUBPEIHA MEXaHH3aIH]ja
y3poKyje 30ijame Tia 1 rnojayane edexre cymre. Llwb paga je 1a OATOBOPUMO /12 JIH MOKEMO
Jla YIMHUMO HaIlle CTOYapCTBO U MOJBONPUBPELY OJPKUBHjUM IPETBAPAEM CTOYApPCTBA Y
BHIIIE HCTIAIIE U Mame HCXPaHEe KOHIIEHTpaTa U CHIAKHOT KyKypy3a?

HcrpaxuBama cy mokaszana qa O mpera3ak Ha HCIIally TOKOM IalllHe Ce30He U UCXpaHy
CTOYHE XpaHe CaMO TOKOM BaHIALIKAYKe CE30HE CBAKAKO M1000JbIIA0 OHOMBEP3UTET Y MOJBO-
HPHUBPEIHOM O/IPYYjy U YIMHHO HAIY OKOJIMHY M Iej3ax JenmuM. Ouekyje ce U To0osbIIame
KkBanuTeTa 3emsbuiTa. C 003MpOM Jja ce caMo OKO TOJIOBHHE CTOYHE XpaHe MOpa cauyBaTH 3a
Ce30HY BaH Mallllhaka, CMamHiIa 01 ce U OoTpoIIbha HOCHITHUX ropuBa. Hanmasn cuHTeTH30BaHU
13 IUTUpPaHE JUTEpaType, a JOOUjeHH U3 MPOjeKIHja ayTopa yKa3yjy Ha To Aa OW mpena3zak Ha
HCKJbYYHBO HCIAINIy TOKOM IaIllHEe CE30HE M MCXPaHy UCKJbYUYUBO CTOYHOM XPAHOM TOKOM
CE30HE BaH IMalllihbaka 3aXTeBao BHIIE HEro JyIuio Behr pecypc MoJbONPUBPEIHOT 3EMIBHUILTA aKO
ce HaMepaBa OJp)KaTH caBpeMeHU o0uM mpou3Bojme. [lorpeda 3a mosehamem moppirHa 3a
HPOM3BO/IIbY CTOUHE XpaHe HACTaje YIIIaBHOM 300T Belie yKyIHe MOTPOIIbhEe CTOYHE XpaHe Mo
rpity, 300r POy )KEHE UCXPaHe jyHAIH U Maber IPHHOCA MJIeKa 110 My3HUM KpaBama, ¥ HeLlTO
HIDKUX [PHHOCA BUILIETOMUIIBIX KPMHUX OWIba y OJJHOCY Ha CHIIQKHU KYKypy3. MelhyTum,
oOMITHA ¥ HEJOBOJBHO MCKOpHITheHa BUIIETOIVIIbHA Mallkhadka IMOBPIIHHA y XPpBaTCKOj O1
BEPOBATHO MOTJIA IEIMMHYHO Ja HaJJOKHA1 NOTpeOHO rmoBehame MOBPIINHE 32 IIPOU3BOIBY
KkpMmHEe xpaHe. CTora ce yuHH 1a GMCMO MOTJIM Ja J0OHjeMO MHOTO KOPHCTH ako ce Oyayhu
CHCTEMH CTOYHE XpaHEe OCJIOHE BHIIIE Ha IMAalllbake M BUIIETOJMILIbY CTOYHY XpaHy Ha oOpa-
JMBHUM IOBPIIMHAMA YMECTO HA CABPEMEHY jEJHOTOJMIIIbY CTOYHY XpaHy U KUTapHLE.

I'maBHM Haja3u HPOM3ALLIN U3 IPHKa3aHe CHHTE3¢ AUjeIOM Cy 3aCHOBAaHH Ha Iperjieay
JuTepaType 00jaB/beHUX TePEHCKHUX MCTPaXXHBamba, a JANjeJIoM Ha TEOPUjCKUM IpojeKIjama
ayTopa M CTOra ce He MOTY CMaTpaTd NOy3JaHuM 0Oe3 TepeHCKUX HCIUTHBama U Mjepermha Ha
’KMBUM JKUBOTHE-AMA y XPBAaTCKUM YBjeTHMA.

KibyuHe peun: cucmem cmoune xpaie, noseonpugpeod, 00picusocm, Cmovapcmeo
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STUDY ON POTENTIAL CYTOTOXIC AND CLASTOGENIC
EFFECTS OF ROSA CENTIFOLIA L. WASTEWATER

Abstract

A considerable amount of wastewater is produced during water-steam distillation of rose
oil. This represents an environmental problem that should not be neglected. However, since this
wastewater contains many bioactive substances, other targeted uses should be considered.
Indeed, it should be checked whether this wastewater is harmless. In this sense, the aim of the
present study was to investigate the cytotoxic and genotoxic potential of Rosa centifolia
wastewater. For this purpose, we used a battery of test-systems, including higher plant, rodents,
and cultured human lymphocytes, to obtain detailed information. Classical cytogenetic methods
were used. A cytotoxic effect was found in mice and lymphocytes. No effect on mitotic activity
in barley root meristems has been noted. Only a weak genotoxic activity of Rosa centifolia
wastewater was detected in all test systems. Our data are promising for further use of this product
in human life.

Key words: R. centifolia wastewater, cytotoxicity, genotoxicity, test-systems

INTRODUCTION

Given the extremely low cost of agricultural bio-waste and the significant waste
generated by the use of technological processes, it is clear that the wastewater potential
is not to be discarded. Increasingly, this material is being investigated for the presence
of bioactive substances (Celano et al., 2017; Musto et al., 2022). Waste products from
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rose oil distillation have recently gained particular interest (Rusanov et al., 2014). The
wastewater (ww) as liquid aqueous phase after dry distillation of R. damascena Mill.
rose petals contains three groups of polyphenolic compounds - quercetin glycosides,
kaempferol glycosides and gallic acid glycosides (Dragoev et al., 2021). In the ww of
Narcea rose, a natural hybrid of R. gallica and R. centifolia, the followed phenolic
compounds were identified — total quercetin derivates (1176.90 + 45.52 ng/g), total
kaempherol derivates (154.70 + 14.71 pg/g) and gallic acid 726.96 + 23.47 ng/g (Boso
et al., 2022). Georgieva et al. (2021) determined tannins, flavonoids, and total poly-
phenols in rose ww’s. R. centifolia L. ww contains 2.47 £ 0.05 mg/mL tannins, 0.61 £+
0.04 mg/mL total flavonoids and 7.8 £ 0.22 mg/mL total polyphenols. This logically
raises the question of whether products made from biowaste, or the use of biowaste
itself, are safe for biological systems or even for human use?

Limited studies exist about the cytotoxic/genotoxic activity of rose wastewaters. R.
alba L. ww showed a negligible genotoxicity, but a weak antiproliferative effect in
laboratory animal test model (Gerasimova et al., 2022). The wastewaters of Bulgarian
R. damascena Mill. and R. alba L. released after water-steam distillation of essential
oils did not show strong cytotoxic/genotoxic effects and could decrease DNA damage,
induced by proven mutagen in different experimental test-systems. (Gateva et al.,
2022).

Up to now, no data on the possible genotoxicity of R. centifolia ww are available
in the literature. Thus, the aim of the present work was to evaluate the cytotoxic and
genotoxic potentials of the ww using three different experimental test-systems - higher
plant in vivo, ICR mice in vivo and human lymphocytes in vitro. Relevant endpoints
for cytotoxicity and genotoxicity, namely mitotic index (MI), chromosome aberrations
(CA) and micronuclei (MN) were evaluated.

MATERIAL AND METHODS
Preparation of wastewater

The ww was collected after the distillation of rose essential oil, in the semi-indu-
strial installation of the Institute for Roses and Aromatic Plants, Kazanlak. The process
parameters were as follows: raw material 8 - 10 kg; hydro module 1:4; flow rate 16-
20 ml/min; duration 150 min. The ww was stored under cool conditions until use.

Chemicals

The standard mutagen N-methyl-N'-nitro-N-nitrosoguanidine MNNG (50 pg/mL)
was used as a positive control for all three test-systems. A parallel experiment with
0.9% NaCl solution was used as a negative control in the experiments with ICR strain
mice.

424



Test-systems and experimental design

Plant test-system — Hordeum vulgare (barley). Seeds of the reconstructed karyotype
MK 14/2034 of barley were presoaked for 1 h in tap water and germinated for 17 h in
Petri dishes on moist paper at 24° C. The root meristems were exposed (4 hrs) to R.
centifolia ww at 6, 14 and 20%. After the recovery times of 18, 21, 24, 27 and 30 h,
the root tips were treated with 0.025% colchicine in a saturated solution of a-bro-
monaphthalene (2 h), fixed in ethanol: acetic acid (3:1), hydrolyzed in 1 N HCI at
60 °C (9 min), Feulgen-stained, macerated in 4% pectinase in distilled water for 12
min and squashed on slides for scoring of chromosome aberrations (Jovtchev et al.,
2002). For scoring of micronuclei (MN), the root tips were fixed after 30 h recovery
time without any colchicines treatment.

ICR strain albino mice. Eight-week-old male and female mice (20.0£1.5g b.w.),
were kept for several days at temperature 20-22°C, photoperiod 7 am to 7 pm, free
access to standard for laboratory animal’s food and water. The experiments we-
re performed in accordance with Bulgaria’s Directorate of Health Prevention and
Humane Behavior toward Animals.

For scoring chromosome aberrations, the R. centifolia L. ww, the animals were
administered with a single dose of 11% or 20% ww solution by intraperitoneal (i.p.)
injection, for 24h or 48h. The positive control group was treated i.p. with MNNG - 50
pg/ml (0.01 mg/mL). For the micronucleus test, blood samples were obtained from
the tail veins of mice, before ww solution supplementation (t0) and 48 (t1) h post-ww
solution injection. The detailed methodology can be found in Gerasimova et al. (2022).

Human lymphocytes in vitro. Peripheral venous blood of healthy donors (33 to 40
years) was used to prepare lymphocyte cultures, which contained RPMI 1640 medium,
12% calf serum, 40 mg/ml gentamycin and 0.1% phytohemagglutinin (PHA). The
method of Evans, 1984 was used to assess the chromosome aberrations. The lympho-
cytes were treated with ww in concentrations of 6, 11 and 14% (4 hrs). After the
treatment, the cells were washed in fresh medium and cultured at 37 °C. At the 72-nd
hour of cultivation, 0.02% colchicine was added to each sample, followed by 0.56 %
KCl, fixation in methanol: acetic acid (3:1, v/v), and stained in 2% Giemsa. For scoring
the micronuclei, cytochalasin-B (6 pg/ml) was added to each culture at the 44" hour
after PHA stimulation (Fenech, 2007). All procedures were conducted according to
the Declaration of Helsinki.

Untreated cells were used as a negative control for barley and human lymphocytes.
The negative control group for animals received only 0.9 % NacCl.

Cytotoxic/genotoxic endpoints

Cytotoxic effect was assessed by the value of mitotic index (MI=A/1000, A-number
of dividing cells) in the three test-systems.

Genotoxic effect was evaluated by frequencies of chromosome aberrations (CA)
and micronuclei (MN). The percentage of metaphases with chromosome aberrations
(MwA% + SD) was calculated for each experimental variant. Percentage of micro-
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nuclei (MN% + SD) per each sample was calculated. Micronuclei were easily
distinguishable in peripheral blood polychromatic erythrocytes (PCE) of ICR mouse
with acridine orange staining, which emit red fluorescence (Hayashi et al., 1983).

Statistical analysis Data were statistically evaluated for their significance by
analysis of variance using two-tailed, two-sample Student’s t-test. Statistical signifi-
cance is expressed as p<0.001; p<0.01; p<0.05; p>0.05; — (not significant).

RESULTS
Cytotoxicity

The results obtained for cytotoxicity, evaluated by MI values, showed that R.
centifolia ww did not exhibit any reduction of mitotic activity in barley (Fig. 1A),
whereas it was significantly suppressed in bone marrow cells of ICR mice (Fig. 1B)
and in human lymphocytes (Fig. 1C) in a concentration dependent manner compared
to the negative control. A dose-dependent effect (p < 0.05) — 20 % rose ww solution
significantly inhibited the bone marrow cells proliferation compared to the 11 % dose
at 24 h as well as 48 h after ww administration. The values of MI in the groups of
animals, treated with ww, were relatively close to the MNNG values. The similar result
was obtained for lymphocytes, which is an undoubtedly evidence of the ww cytotoxic
properties in both test-systems. On the other hand, MI values in ww-treated barley
showed no changes in mitotic activity compared to the control (Fig. 1A).
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Figure 1. Mitotic activity observed after application of different concentrations
of R. centifolia wastewater in: A) H. vulgare; B) ICR strain mice; C) human
lymphocytes in vitro, ***p<0.001, **p<0.01, *p<0.05, - not significant, compared
with the negative control (under slash), compared with MNNG (over slash)
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Genotoxicity

Chromosome aberrations. Wastewater enhanced CA frequencies (p<0.001) com-
pared to untreated control samples both in plant and in lymphocyte test —systems (Fig.
2A, C). No dependence on the concentration applied was observed. In animal test-
system in vivo all treated with the rose by-product experimental groups showed a low
percentage of damaged cells, and the data were comparable (p>0.05) with the untreated
control group values (Fig. 2B). The lowest percentage of chromosomal aberrations
(0.50% + 0.92) was obtained in the group, which received R. centifolia ww (11 %, 24
h after a single i.p. supplementation) and the highest one was calculated in the group,
directly treated with the ww (11 % — 1.75 + 1.67) at the 48th hour after exposure.
Nevertheless, there was no dose-dependent or sampling time-dependent increasing
trend in the mean chromosomal aberrations values after treatment with ww solution.
No signifcant differences were observed between results for males and females mice;
consequently, data for both sexes were combined.

The mean aberrant metaphases in the MNNG treated plant cells, animal groups
and lymphocyte cells were observed to be statistically higher (p<0.001) as compared
to rose wastewater treated samples and animal groups in all concentrations and time
intervals investigated by our team. (Fig. 2A, B, C).

This result indicates that R. centifolia ww induced a genotoxic effect in the con-
centrations tested (6%, 11%, 14% and 20%) in higher plant and in human lymphocytes

and did not induce such effect in 11% and 20% in animal test-system assessed by CA
assay.
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Figure 2. Chromosome aberrations induced after application of different
concentrations of R. centifolia wastewater in: A) H. vulgare; B) ICR strain mice;
C) human lymphocytes in vitro, ***p<0.001, **p<0.01, *p<0.05, — not significant,
compared with the negative control (under slash), compared with MNNG (over slash)
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Micronuclei. When the genotoxic effect of rose ww was evaluated by MN induc-
tion, the higher values of damages were obtained after treatment with all concentrations
of ww in both barley and human lymphocytes (Fig. 3 A, C). In the plant test system
MN frequencies varied in a dose dependent manner. The range of induced MN by
concentration of 6% were 0.20% + 0.05, by 14% — 0.43 £+ 0.08 and by 20% — 0.47%
+ 0.08, respectively. In human lymphocytes the values of MN increased with
enhancing the concentration, but this was not statistically proven. The frequency of
MN was in range from 0.8 £ 0.15 for 6% to 1.0 5+ 0.12 for 14%. The MN was observed
in animal test-system after a single i.p. application of rose ww, where the blood
collection was performed 48 h after treatment. There was not any increase in frequency
of MN in PCE from treated groups, when compared to saline group (p > 0.05). It can
be noted that for both doses of ww (11% and 20%)), the total number of micronucleated
polychromatic erythrocytes is almost the same as that of the saline group.

As with the test for induction of chromosome aberrations as well with that for
micronuclei, MNNG induced a significant increase (p <0.001) in the frequency of MN
compared with that induced by the rose ww in all test-systems (Fig. 3A, B, C).
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Figure 3. Micronuclei induced after application of different concentrations
of R. centifolia wastewater in: A) Hordeum vulgare; B) ICR strain mice;
C) human lymphocytes in vitro, ¥***p<0.001, **p<0.01, *p<0.05, — not significant,
compared with the negative control (under slash), compared with MNNG (over slash)

DISCUSSION

In this study, the possible cytotoxic and genotoxic effects of R. centifolia ww were
investigated using MI, CA and MN assays in different test-systems. These tests on
plant root meristem cells, mammalian bone marrow cells and human lymphocytes are
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widely used to provide information on potential cytotoxicity, clastogenicity of chemi-
cals both in in vivo and in vitro (Rothfuss et al., 2011; Yon et al., 2018; Jovtchev et al.,
2002; Kwasniewska and Bara, 2022).

The significant reduction of bone marrow cell population and human lymphocytes
mitotic activity obtained by us for the studied concentrations indicated that R. centifolia
L. ww influenced the replicative capacity of the cells. Rose petals are described to
contain compounds with potential antiproliferative activity (Wedler et al., 2016), and
the chromatographic profile of rose constituents are of interest to be separately inve-
stigated (Ren et al., 2018). Our results obtained for the antiproliferative effects of R.
centifolia ww are probably due to the certain flavonoids contain, in particular quercetin,
which is known for its inhibitory effect on cell division (Delgado et al., 2014; Klima-
szewska-Wisniewska et al. 2017). Antiproliferative activity of geraniol in cancer cells
has also been reported by Carnesecchi et al., (2004). The polyphenol-enriched fraction
of R. damascena ww induced significant cytotoxicity in vitro at a concentration of 100
pg/ml or higher (Sababhi et al., 2020). Contrary to the present results with R. centifolia
ww concerning mammalian, Gerasimova et al. (2022) showed a slight antiproliferative
effect and a negligible genotoxic effect in ICR mice after application of R. alba ww
solution in the concentrations. Gateva et al., (2022) reported a lack of cytotoxicity in
barley after treatment with R. alba and R. damascena ww’s. All concentrations tested
did not affect the mitotic index values, whereas in lymphocyte cultures a significant
reduction was noted. The effect is probably due to the quantitative and qualitative
difference in the chemical composition of the wastewaters.

The results of our investigations showed that in ICR mice, R. centifolia ww did not
increase the amount of CA and the mean number of MNs in the PCE of ICR mice at
concentrations of 11% and 20% and treatment periods (24h and 48h post ww sup-
plementation). Even more, the data in experimental animal groups were close to the
negative control values. On the other hand, rose ww did not induce a strong but
statistically proven genotoxic effect in barley and human lymphocytes. Similar data on
genotoxicity have been reported following administration of R. damascena and R. alba
ww (Gateva et al., 2022). The obtained data unequivocally confirm that the effect
clearly depends on the test-system used. The metabolic biotransformation processes in
in vivo animal test system are probably essential for the observed genotoxicity results
in ICR mice.

CONCLUSION

All test systems showed different sensitivity to R. centifolia ww as measured by the
mitotic index value. Barley meristem cells were not influenced by ww in comparison
to the negative control, whereas the mammalian bone marrow cells and human lympho-
cytes show a notable cytotoxic effect. The genotoxic effect of rose ww was weak, but
statistically significant in higher plant and lymphocyte test system; whereas no signs
of genotoxicity were detected in the animal test system assessed by CA and MN assays.

Acknowledgments. The present study was funded by Bulgarian National Science
Fund, project N KP-06-H36/17, granted to M. Mileva.
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CTYAUJA O HOTEHIIUJAJTHOM IUTOTOKCHUYHOM
N KJJACTOI'EHOM E®EKTY OTIIAJJTHUX BOJA
ROSA CENTIFOLIA L.

Pe3ume

TokoM BoJeHO-TIapHe AECTUIIANMje PYKHHOT YJba HACTaje 3HAa4YajHa KOJMYMHA OTHAJHUX
Boza. OBO mpecTaBiba EKOJOUIKH MpodIIeM Koju He Tpeba 3anemaputu. MelyTuM, momro oa
OTIaJHA BOJA CAAPKH MHOTO OMOAKTHBHHX CYICTAaHIM, Tpeba pasMOTPHTH ApYyre LHJbaHe
ynorpebe. 3aucTa, Tpeda NPOBEPUTHU Ja JIU je OBa OTIaAHA Boja Oe3omacHa. Y TOM CMHCIY,
L{1Jb OBE CTyI[I/Ijeje OMO Ja C€ UCIIUTA IUTOTOKCUYHHU U T€HOTOKCUYHU n0TeHquan OTHagHUX
Boza Rosa centifolia L. ¥ Ty cBpXy KopHCTHIIN CMO OaTepujy TECT CHCTEMa, YKIbY1yjyhu Bumie
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OusbKe, TIIoape U KyJITHBHCaHe JbycKe TuM(oLHTe, 1a OucMo 100N AeTajbHe HHpOpMAaIHje.
Kopumthene cy xmacuune nutorenercke meroxae. Llutotokcnynn edekar je mponalheH Koa
MmumieBa u tuMmdonnta. Huje 3abenexxeH yTHIa) Ha MUTOTHYKY aKTHUBHOCT Y MEPHCTEMHUMA
KOpeHa jeuMa. Y CBHM TECT CHCTEMHMa OTKPHBEHA je caMo ciaba TeHOTOKCHYHA aKTHBHOCT
ormagHux Bojaa Rosa centifolia. Hamm moganm o6ehasajy naspy ymorpeOy oBor mpousBona y
JbY/ICKOM JKHBOTY.

Kibyune peun: omnaoua e6ooa, Rosa centifolia, yumomoxcuunocm, 2eHomoKkcuyHocm,
mecm-cucmemu
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