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In the beginning of this discussion, I would like to express my enthusiasm for discussing about Diffuse Axonal Injury (DAI) in a pure forensic medicine journal as RJLM, because DAI as a phenomenon is greatly represented in the daily forensic medicine practice. 

DAI is a clinical-pathological entity which occurs in cases with closed head injuries. So, there are clinical and pathological criteria for the diagnosis of DAI. The clinical criteria lie mostly upon the occurrence of immediate and prolongate unconsciousness after the impact, leading to death or severely disabled [1]. The basis of the pathological criteria for DAI is “the feature of diffuse and widespread traumatic axonal damage throughout the white brain matter” [2,3]. Here we have two main attributes for DAI: “widespread” and “traumatic” axonal damage. 
“Widespread” means that the traumatic axonal damage should be or must be found in many brain regions. There have been attempts for diagnosis of DAI on the basis of two brain samples already [4], which has been soon discussed by Smith et al. [5] and has been stated that “We are concerned by the willingness to try to diagnose DAI using two blocks of tissue. DAI results in widespread damage; a finding of β–APP immunoreactivity in the pons will only tell the pathologist that the pons has been damaged, commonly seen in brain swelling”. Today we have pretty much crystallized criteria about that which are the predilection regions for DAI, supported by many authors including some of the references cited in the actual paper [6, 7, 8, 9]. According to them, for the proper diagnosis of DAI, axonal damage should be perceived in those brain regions: corpus callosum (the body and the splenium); posterior limb of the internal capsule; superior cerebellar peduncles;  and the brainstem, at least in pons. Pons itself, as a region, solely, should be avoided for the assessment of the traumatic axonal damage, because it is very much vulnerable for the ischemic axonal damage [10]. 

Here we come to the discussion of “traumatic” and “ischemic” axonal damage. Today, we have many published observations by very prominent authors where the distinction between “traumatic” and “ischemic” pattern and distribution of axonal damage is given [9, 11, 12]. For the diagnosis of DAI, the feature of axonal damage with traumatic appearance, distribution and pattern is essential, even the fact that sometimes traumatic axonal damage can be mixed with the axonal damage of ischemic origin. 
Hence, regarding to the article “β–APP immunoreactivity as diagnostic tool of Diffuse Axonal Injury”, where only two brain samples have been examined (corpus calosum and pons), must be added that they are not sufficient for the proper diagnosis of DAI and this can lead to the misdiagnosis. Finding of axonal damage only in one region, particularly in pons, should not be taken at all as a criterion for DAI. As a conclusion, widespread sampling of the brain for the diagnosis of DAI is essential. 

Our second consideration is regarding to the dilution of the antibody against β–APP used in this study: 1:20. There are many different experiences in the scientific community about the dilution (1:50 [4, 6, 13-15]; 1:200 [8, 9, 16]). In our experience, we have been used the dilution of 1:200; 1:300; even the 1:500. But, recent studies are proposing the dilution of even 1:200 000 for the best results [11]. Generally speaking, the lower the dilution (the higher the concentration of the antibody) gives stronger background staining, decreasing the specificity of the axonal staining. In fact, in the figure 2 of the actual paper, there is strong stained background and some of the axonal bulbs are not stained al all, which can also be connected with a longer time of survival. 
Next, I agree with the authors of this article that B-APP immunoreactivity is never present in cases where the survival time is under 1 hour, even some authors have observed B-immunoreactivity earlier then 1 hour [17]. Upon this, in the discussion about the incidence of the DAI (percentage of the occurrence of DAI in the examined material) cases with a survival time until 1 hour (even better until two hours) should be excluded. The authors of this paper have examined 20 cases of closed head injuries in total, but 7 of them (cases No 13, and 15-20) have been with a survival time beneath 1 hour. 
For the end of this discussion, it should be underlined that, β–APP positive immunoreactivity and the DAI as a clinical-pathological entity, are not synonyms. β–APP positive immunoreactivity is just a (very important indeed) pathological feature in DAI. But, for the diagnosis of DAI, a lot of circumstances have to be taken into consideration – sampling of the brain; the immunohistochemistry method involved;  assessment of the traumatic origin of the axonal damage; increased intracranial pressure as a common finding which gives also the β–APP immunoreactivity with an ischemic pattern; and so on. Only several of them have been discussed in this comment, only in a purpose of proper diagnosis of DAI in a daily forensic medicine practice and precautions in the process of the interpretation of the head injuries.  
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