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INTRODUCTION

Significance of the topic. The brain and lungs rely heavily on a consistent oxygen supply for their
structural and functional well-being. When faced with insufficient oxygen, these organs activate
internal adaptation mechanisms, known as "hypoxic tolerance", to mitigate the potential harmful
effects. This enables them to withstand acute and chronic hypoxic conditions caused by changes
in atmospheric gas composition or physiological stress factors (Kumar et al., 2018).

Currently, it is estimated that 81.6 million people worldwide live and work under conditions of
acute hypobaric hypoxia (HH), which refers to altitudes of 2100m and above sea level, indicating
that this is an epidemiological problem (Hou et al., 2019). Accurate understanding of the
physiological responses of the organism at high altitudes and mitigating organ damage caused by
hypoxia is considered a global challenge today (Mallet et al., 2021). As is known, the main
function of the lungs is gas exchange; therefore this is the organ that is directly responsible for
supplying the body with oxygen. This is especially important under low atmospheric conditions.
In general, the hypoxic state is considered a stress factor for the development of various
pathological lung diseases, such as obstructive sleep apnea, acute hypoxic lung injury, asthma,
atelectasis, obstructive pulmonary disease, and idiopathic pulmonary hypertension. Acute
pulmonary hypoxia is associated with pulmonary arterial hypertension, epithelial dysfunction,
edema formation, and inflammation (Araneda and Tuesta, 2012, Sargon, 2021, Mishra et al., 2015).
The model of acute HH exposure is presented with a short duration of exposure (hours or days)
(Arriaza et al., 2022), as a result of which among the most well-known diseases developing are
acute mountain sickness, brain and lung edema, which are observed among non-acclimatized
individuals and represent a great threat to their life and livelihood (Mehta et al., 2008). The main
characteristic manifestation of cerebral edema is its cytotoxic and vasogenic edema, which has
multiple causes including cellular, osmotic, and interstitial. Cerebral edema caused by these can
develop not only as a result of HH but also due to brain tumors, traumatic injuries, ischemic stroke,
infections, metabolic disorders or hypertension. Cellular or cytotoxic edema often occurs within
minutes of hypoxic brain injury and affects its glial, neuronal, and endothelial cells. Cerebral
edema can be asymptomatic and cause life-threatening complications, including cognitive, motor,
and homeostatic dysfunction if preventive measures are not taken (Snyder et al., 2017; Nehring et
al., 2024).

The main cause of the latter is perhaps the oxidative stress caused by hypoxia, which is considered
one of the factors contributing to cognitive dysfunction, particularly memory deficit (Spanswick
et al,, 2011; Bocanegra et al., 2021). Oxidative stress is associated with many diseases of the central
nervous system (CNS), accompanied by the damaging effects of oxygen free radicals (ROS) on
cellular components such as proteins, phospholipids, and DNA (Upasana et al., 2021). Although
little is known about the factors influencing the development of brain and lung edema, some
biomolecules involved in oxidative stress are associated with inflammation, brain microcirculation,
blood-brain, and alveolar-capillary barrier integrity disruption, and brain and lung endothelial
dysfunction (Praneeti et al., 2018). From this point of view, a better understanding of the effect of
oxidative stress and inflammatory mediators and cells in the development of hypoxic lung and
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brain injury creates an opportunity to identify new target cells and/or mechanisms and develop
possible preventive strategies based on them. Moreover, understanding the cellular and molecular
mechanisms underlying the vulnerability of neural and alveolar cells to hypoxic injury may pave
the way for the potential prevention and/or treatment of certain respiratory and neural diseases,
including cerebrovascular diseases and pulmonary dysfunction (Motolese et al., 2015). Therefore,
such a hypoxia-like model may be useful for elucidating the morphofunctional and biochemical
features of the above mentioned disorders (Yamaoka et al., 1993).

Research goals and tasks. The aim of the current research is to investigate the effects of acute HH
on the brain, lungs, and blood cells of rats through the analysis of morphofunctional alterations in
the mentioned organs, as well as the key biomolecules associated with those changes.

Based on these objectives, the following research problems were defined:

1. To assess the histomorphological changes in distinct brain regions (hippocampus, cerebral
cortex) under hypobaric hypoxic conditions.

2. To examine the roles of specific biomolecules implicated in oxidative stress in the
pathogenesis of brain and lung edema development.

3. To determine the activity of mast cells and their released TNF-a activity involved in
developing the inflammatory response in the brain and lungs under hypobaric hypoxic
conditions.

4. To assess the alterations in certain peripheral blood cells under the influence of hypobaric
hypoxia.

5. To investigate hypoxic lung damage by assessing the apoptotic activity in alveolar cells and
the presence of fibrotic foci in lung tissue as well as to evaluate the apoptotic activity of
neurons in the brain and examine the potential development of intracellular neurofibrillary
tangles following hypoxic damage.

6. To determine the changes in the activity of some enzymes of the antioxidant defense system,
such as catalase (CAT) and superoxide dismutase (SOD), as well as lactate dehydrogenase
(LDH), as the most important enzyme of the anaerobic metabolic pathway.

The scientific novelty of the study. Through this work, the following key points were described
and evaluated:

e For the first time, brain and lung damage under acute hypobaric hypoxic conditions has
been thoroughly described and evaluated using a variety of cytological, histological,
histochemical, immunohistochemical, biochemical, and fluorescence methods.

e The role of several important biomolecules in regulating oxidative stress, redox balance, and
inflammatory reactions during acute hypoxic damage to the brain and lungs has been
clarified.

e The presence of intracellular protein aggregations in the brain under acute hypobaric
hypoxic conditions has been demonstrated, providing new insights into the
neurodegenerative processes triggered by hypobaric hypoxia.



Theoretical and practical importance of the work. This research aims to explore the cellular and
tissue-level processes triggered by brain and lung acute hypoxia. The findings could provide
valuable insights into the mechanisms behind the formation of cerebral and pulmonary edema, aid
in identifying potential biomarkers, and enhance our understanding of immune responses in the
brain and lungs, as well as their interactions with the redox landscape in oxygen-dependent
metabolic pathways under acute HH conditions. With the rising prevalence of neuroinflammatory,
cerebrovascular, and respiratory diseases, this study is particularly timely. Additionally, the
insights gained from this investigation could enrich curricula in neurobiology, stress physiology,
and environmental physiology, serving as essential resources for education in these specialized
fields. Moreover, the research could serve as a valuable resource for developing educational
manuals and public health strategies in relevant fields, aimed at raising awareness among people
living at high altitudes, mountaineers, and tourists.

‘Work approbation. The results of the work were presented in various conferences and reports that
are listed below:

1. 1st International Conference for Young Neuroscientists “Brain and Neuroplasticity”. October
21-23, 2024, Georgia.
The 48th FEBS Congress, June 29-July 3, 2024, Italy.
The 47th FEBS Congress, July 8-12, 2023, France.
9th International Youth Conference of YSU SSS, November 6-10, 2023, Yerevan.
Annual Conference of YSU Biology Research Institute, March 20-22, 2023, Yerevan,
Armenia.

ok N

6. Oral report: The driving force of science. Neuroscience & Toxicology, May 26, 2023,
Yerevan, Armenia.

7. Oral report: YSU, Faculty of Biology Scientific Reports Series, May 3, 2023. Yerevan,
Armenia.

Publications. Based on the research results, 6 articles from which 4 ones were published in
international peer-reviewed scientific journals and the 2 articles were published in the journals of
HESC of the RA.

Volume and structure of the dissertation. The work is written on 120 pages and consists of an
introduction, literary review, results of research, discussion, conclusions, and a list of literature
containing 172 references. The work includes 41 diagrams and figures along with 9 tables.

MATERIALS AND METHODS
Materials & Methods. Experiments were performed according to the directive 2010 (2010/ 63/EU)
and approved by the local Bioethics Committee of Armenia. The experimental animals (male
Wistar rats with 200-250g weight, n=40) were randomly divided into control (n=15) and HH
groups (n=25), of which ten rats (n=5 from each study group) were used for biochemical and brain
and lung water content analysis.



Animals were kept in standard laboratory conditions (1000m, Fi0»=20.1%, pO,=131.4mm Hg) for
one week for acclimatization purposes under constant temperature (22+2°C) and humidity (45-
55%). All animals were maintained in a 12h light/dark cycled room and fed with free access to
food and water ad Iibitum. Twenty five animals were exposed to acute HH for 24 hours in total at
an altitude of 7620m (25000 feet, Fi0,=8.1%, pO,=49mm Hg) to mimic high altitude and simulate
brain and lung edema formation. The animals of the experimental group were systematically
removed from the decompression chamber every 6 hours for feeding, reoxygenation, and cleaning
purposes. During this time, the animals were maintained under standard laboratory conditions for
1 to 2 hours before returning to the chamber. Each group, comprising five rats, was allocated two
days to facilitate 24 hours of hypoxic exposure. Afterward, all rats were anesthetized using an
intraperitoneal injection of ketamine hydrochloride (90 mg/kg) (Fahmy and Khair, 2022). The
current data was selected according to the literature (Pena et al., 2012; Panahpour et al., 2014;
Sarada et al., 2015; Sherman and Sladky, 2018). Numerous studies consistently support the use of
24-hour HH exposure to induce cerebral and pulmonary edema in both animal and human models.
Notably, symptoms of mild to moderate acute mountain sickness, which is considered an early
stage of high-altitude cerebral edema (HACE), can manifest soon after ascent and intensify over
the next 24 to 72 hours, leading to vasogenic edema formation (Linlin et al., 2020; Turner, 2021;
Yubo et al., 2023).

Brain edema assessment. After dissection, the left hemisphere of the brain samples (n=5/group)
was separated for brain water content (BWC) analysis, and the other hemispheres were used for
biochemical study (n=5/group). The tissue samples were measured to determine the wet weight by
electronic balance (d=0.001g), afterward, the samples were dried in a thermostatic oven at 55°C
for 72h and then measured again for dry weight evaluation. Eliot’s formula was used to estimate
the BWC according to the following calculation: water content (%) = [(wet weight dry
weight)/wet weight] x100% (Guo et al., 2013).

Lung edema assessment. The wet/dry ratio was evaluated to demonstrate lung edema. The one
lobe of the lungs (n=6/group) was isolated and measured by electronic balance (d=0.001g), to assess
wet weight and then dried in an oven for 72 h to get the dry weight. According to the literature,
the wet weight-to-dry weight ratio (W/D) was calculated as W/D = wet weight/dry weight (Liu et
al., 2017).

Histological analysis. All animals from the control and experimental groups underwent
histological assessment. The brain tissue samples were carefully dissected from the skulls and fixed
in 10% formalin buffer for 48h. Likewise, lung samples from both control (n=6) and experimental
(n=16) groups were processed for histological analysis. The lung tissue samples were carefully
removed from the chest and fixed in 10% formalin buffer for 48h. Then, the sections were
embedded with paraffin and sliced with microtome into 4-5um thickness specimens. Afterward,
the sections were dehydrated by descending concentrations of ethanol (96%, 90%, 80%, and 70%),
dewaxed with xylene, and coverslipped with DPX.

Immunohistochemical analysis. To assess the TNF-o.-expression following HH exposure, the IHC
study was performed using an anti-TNF- o antibody (Abcam, 220210, Cambridge, UK). After
draining off the blocking buffer from the slides, the primary antibody was applied and the slides

6



were maintained at 4°C overnight. Subsequently, the secondary HRP-conjugated antibody was
used and the slides were incubated for 30 min at 37°C. For vizualisation, the diaminobenzidine
chromogen (DAB, Abcam, UK) was used. The specimens were mounted with DPX and underwent
light microscopy (B-293, OptikamB5 Digital Camera M-114, Italy). All captured images were
recorded via Optika Liteview software with magnifications x100 and x400. The quantification of
the cells (n=15/field) was performed via Image]J software (NIH, Bethesda, USA).

Mast cells (MCs) quantity assessment. To determine the quantity and distribution of MCs,
toluidine blue, and May-Griinwald Giemsa staining methods were used according to the literature
(Rieger et al., 2013; Pena et al., 2024). Incidentally, both granulated and degranulated MCs
(n=5/group) were detected. The number of MCs was counted per 15 observed fields under the
light microscope (B-293, Italy).

Oxidative stress assessment. For determination of the total amount of nitric oxide (NO), the Griess
reagent (Abcam, ab234044, Cambridge, UK) was applied according to protocol. The left cerebral
hemispheres and one lobe of the lung were homogenized and centrifuged at 10.000g for 10
minutes to receive a supernatant. Then 100ul of samples were added to 10pl of enzyme cofactor by
incubation with nitrate reductase. The measurement of optical density was carried out at 540nm
by spectrophotometer at room temperature. Arginase (ARG) activity was measured as described
by Roberts (Roberts, 1948), based on colorimetric determination. For that purpose, 0.05M MnCl,
dilution (pH 9.5) was added to 0.5ml homogenate 5 ml of the arginine solution to give the final
tissue concentrations indicated on the colorimetric analysis. The absorbance was measured with a
spectrophotometer at 487nm. To evaluate the lipid peroxidation activity, the malondialdehyde
(MDA) concentration in the brain and lung homogenates was analyzed according to the literature
(Rael et al., 2004). The reaction with thiobarbituric acid reactive species (TBAS) was assessed
spectrophotometrically at 532nm and the findings were visualized based on colorimetric
assessment.

Evaluation of antioxidant system activity. Estimation of CAT activity was carried out by
spectrophotometric method. For this purpose, brain and lung tissue samples were fixed in 0.9%
NaCl solution to remove residual blood mass. A 10% homogenates of brain and lung tissues were
then prepared by mixing it with a phosphate buffer (pH 7.4) and centrifuging at 4000g for 10
minutes. Following this, 1 ml of hydrogen peroxide (H,O,), 0.2 ml of potassium phosphate buffer,
and 1 ml of ammonium molybdate were added to 0.2 ml of each sample. The optical density of the
yellow complex formed by ammonium molybdate and hydrogen peroxide was measured
spectrophotometrically at 374 nm at room temperature (Hamza and Hadwan, 2020). To determine
SOD activity, a 10% tissue homogenate was centrifuged for 15 minutes (6000g), after which 1.8 ml
of bicarbonate buffer (pH=10.55) and 0.1 ml of 1 % adrenaline. The optical density of the samples
was measured with a spectrophotometer at room temperature at a wavelength of 347 nm, based
on the determination of the maximum absorbance of the autoxidation intermediate of adrenaline.
The optical density was measured for 3 minutes at 30 second intervals. The activity of SOD was
evaluated according to the degree of inhibition of the autoxidation reaction rate of adrenaline
expressed as % (Sirota, 2012).



LDH activity was determined based on the standard NADH assay (Hinman and Blass, 1981). For
this, lung tissue samples were homogenized (10%) with the inactivation medium and centrifuged
at 14000g for 15 minutes. Then, 2 ml of pyruvate dissolved in 2 ml of phosphate buffer (pH 7.5)
along with 0.05 ml of NADH was added to each sample (0.1 ml). The quantitative reduction of
NADH was measured using a standard spectrophotometric method at 340 nm. The mean optical
density was recorded every 30 seconds over 3-5 minutes.

Assessment of fibrosis. A special Masson's Trichrome staining kit (DiaPath, Italy) was utilized
according to the manufacturer’s instructions to evaluate the degree of lung collagen deposition.
The tissue samples underwent deparaffinization using xylene and were subsequently rinsed using
distilled water. Then Weigert's iron hematoxylin was applied to the slides for 5 minutes.
Subsequently, Biebrich Scarlet-acid fuchsin solution following 1% phosphomolybdic acid and
Aniline blue solution were applied for 5 minutes, after which they were rinsed in distilled water
and Acetic 1% acid solution for 2 minutes. The sections were then dehydrated in 96% alcohol,
cleared in xylene, and mounted with DPX (Merck, Germany). To calculate the collagen deposition
areas, the specimens underwent analysis by the Image] software (NIH, Bethesda, USA) as
described in the literature (Chen et al., 2017). The regions with collagen fibril deposition were
calculated as fibrotic areas (%).

Evaluation of neurofibrillary tangles. Congo red (CR) was used to visualize neurofibrillary tangles
in tissue sections (Yakupova et al., 2019; Sarkar et al., 2020). Brain sections were deparaffinized
and rehydrated, after which stained in 0.5% CR solution for 25min at room temperature, then
rinsed in distilled water, alkaline alcohol solution (1ml of 1% sodium hydroxide diluted in 50%
alcohol), dehydrated, and cleared with xylene, afterward mounted with DPX as described in the
literature (Manickam et al., 2018). The countrification of the CR-positive cells was conducted for
30 observed fields under the light microscope (B-293, Italy).

Evaluation of the presence of apoptosis. Fluoro-Jade C (FJC) staining was used as a fluorescent
histochemical marker for staining apoptotic cells and degenerating neurons in tissue slides
(Schmued and Hopkins, 2000). The FJC staining procedure was conducted according to the
manufacturer’s instructions (TR-100-FJ, Biosensis, USA). After dewaxing, the brain slices were
immersed in absolute then 70% alcohol for 5 min in each, and rinsed with distilled water. The
slides were incubated in KMNO, for 10 min at room temperature then washed with distilled
water and immersed in 0.0001% FJC dye (0.01% stock solution diluted in distilled water) with
DAPI solution for 30 min in dark conditions. Slides were washed twice, air-dried, and
coverslipped with DPX. The images were observed with a fluorescent microscope (Euromex
IS.3153 PLi/6, sCMEX-6 camera) under 485nm exciting light. The calculation of FJC-positive cells
(n=35/field) was conducted with the Image Focus Alpha software (Euromex Academy).

Statistical analysis. Sample Size Determination was performed using the Sample Size for One
Sample, Continuous Outcome statistical analysis option using the following formula: n=(Zo/E)2
where Z is the standard normal distribution value that reflects the confidence interval used (eg Z
= 1.96 for 95%, o is the standard deviation of the outcome variable and E is the desired margin of
error (National Center for Health Statistics. Health, United States, 2005 with Chartbook on Trends
in the Health of (Americans: Hyattsville, MD: 2005) Data from experiments were presented as
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mean+SD for all methods used (unpaired, two-tailed). Whitney test using GraphPad software
package, as well as two-way ANOVA - Tukey's Multiple Comparison test. Part of the data
obtained was analyzed by one-way ANOVA (Kruskal-Wallis test) using Dunn's Multiple
Comparison test. The statistically significant difference between the control and experimental
groups was evaluated with values of *p<0.05, **p<0.01 and **p<0.001.

RESULTS AND DISCUSSION
1.Histomorphological changes in different parts of the rat brain after acute hypobaric hypoxia

The control group specimens showed normal distribution of Nissl substance in the neurons with
centrally allocated vesicular nuclei. The layer of neurons is arranged strictly and forms a dense
layer containing CA1, CA2, and CA3 hippocampal subfields (Fig. 1 A, B, C). Histological sections
of the brains of the control group rats also show intact layers of neurons in the cerebral (prefrontal)
cortex (Fig. 1 D).

Figure 1. Histological photomicrographs of the CA1, CA2, and CA3 subfields of the hippocampus
and cerebral cortex of control (A-D) and HACE group (E-]), (H&E staining, magnification x400,
scale bar = 50um). The short arrows indicate pyknotic, hyperchromatic cells within the
hippocampus following hypoxic injury (E-H). Blood vessel congestion in the cerebral cortex (I,
asterisk) is demonstrated in the HACE group with erythrocyte extravasation in the brain
parenchyma (J, arrow), (magnification x400, scale bar = 50pm).



On the contrary, following the exposure to acute HH, there were determined remarkable changes
in the brain, mainly the shrunken and hyperchromatic neurons with pyknotic nuclei in the
prefrontal cortex and three cornu ammonis subfields of the hippocampus (Fig. 1E, F, G, H) with
rearranged cells, and vacuolized neurocytes (edema). Additionally, congestion and dilated blood
vessels were also observed in the rat’s brain from the HACE group (Fig. 1 I). Some areas of the
brain parenchyma were depicted with erythrocyte extravasation and microhemorrhages (Fig. 1 ).
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Figure 2. Histological microphotographs of the cerebral cortex of control (A), and HACE group (B,
C), (magnification x100, scale bar=20pm, magnification x400, scale bar=50um).
Immunohistochemical study results showed TNF-a positive cells (arrows) per observed field (D),
(***p<0.0001 compared with control according to Mann-Whitney test, n/field=15).

The THC analysis revealed significantly elevated TNF-a positive cells in the brain among HACE
group animals in comparison to the control one (Fig. 2 A-C). Particularly, in the cerebral cortex
the TNF-a positive cells were predominant (Fig. 2 D).

In parallel the average number of MCs also increased in response to hypoxic insult of the brain
(Fig. 3F). The increase in the total number of granulated and degranulated MCs was particularly
detected in the hippocampus (CA2 subfield), and dental gyrus (Fig. 3A-E).
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Figure 3. Histological photomicrographs showing degranulated MCs are represented in the
cerebral cortex (A, B, thick arrows) of the HACE group, Giemsa staining (magnification x400,
scale bar = 50pm), and the granulated MCs are demonstrated in the cerebral cortex (C), dental
gyrus (D), and in the CA2 region of the hippocampus (E), (thin arrows), Toluidine blue
staining (magnification x400, scale bar = 50um). Changes of MCs number in control and HACE
groups (F), (data presented as mean+SD, ***p<0.0001 compared with control group according

to Mann-Whitney test, n/field=15).
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Figure 4. Histological photomicrographs showing CR-positive cells in the CAl, CA2, and CA3
subfields of the hippocampus. There are several orange/red colored CR cells in the HACE group,
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mainly in the hippocampus (D-F), magnification x400, scale bar =50pm) in comparison to the
control group (A-C), (magnification x400, scale bar=50um, magnification x100, scale bar=20pm).

The CR staining reveals a high number of intracellular protein aggregations in the brain slice of
the HACE group (Fig. 4). Namely, the CA1l region of the hippocampus demonstrated a marked
increase of CR-positive cells (36.5%2.63), also in CA2 (22.3+5.46), CA3 (17£5.48) subfields and the
cerebral cortex (15.92+.5.55). This could be an adaptive response against acute hypobaric hypoxic

exposure (Fig. 5).
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Figure 5. Histological photomicrographs showing CR-positive cells in the cerebral cortex. Several
orange/red colored CR cells in the HACE group (C), (magnification x400) in comparison to the
control group (A,B), (magnifications x100 and x400, scale bar =50pm). The number of CR-positive
cells is significantly increased between the two studied groups (D), (***p<0.0001, **p<0.01
compared with control according to Tukey's test, n/field=30).

Next, the fluorescent analysis revealed prevalent FJC-positive cells in the HACE group that
demonstrated neurodegeneration in the brain during exposure to HH (Fig. 6). Upon conducting a
thorough histopathological examination, it was observed that hypobaric hypoxic exposure had
brought about significant changes in the brain tissue.
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Specifically, the neurons in the brain have undergone pyknosis and shrinkage. The examination
also revealed a precise number of MCs and TNF-o.-positive cells which are involved in the brain's

adaptive response to inflammation.
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Figure 6. Histological photomicrographs showing DAPI-labeled (blue) and FJC-positive (green)
cells represented in the cerebral cortex (scale bar = 50pm). There are a few degenerative neurons
in the control group (A-C), while in the HACE group; those neurons are predominant (D-F). The
number of FJC-positive cells is significantly increased between the two studied groups (G),
(***p<0.0001 compared with control by Mann-Whitney test, n/field=35).

2. Biochemical assessment of the rat’s brain following acute hypobaric hypoxia
Based on the received values of absorbance, the colorimetric assay demonstrated significant
changes in concentrations among NO, ARG, and MDA. The biochemical findings are shown in

Figure 7.
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Figure 7. Brain water content analysis results (A). Values are presented as mean +SD and
(*p<0.01 between control and HACE groups, n=10). Concentrations of Nitric Oxide (NO) (B),
arginase (ARG) (C), and malondialdehyde (MDA) (D) represented as pm/ml in response to HH,

(****

Pp<0.0001 show significant differences among groups based on Mann-Whitney test, n=10).
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Sequentially, the rats exposed to HH showed significantly increased BWC (p<0.01) in
comparison to control group animals (Fig. 7A), which was associated with BBB disruption and
excess fluid accumulation in the brain parenchyma. This is possibly due to the increased activity
of water channels, specifically with aquaporins (AQP4), and the activation of the NF-xB
pathway. The observed changes of the MDA, ARG, and released NO activities show the redox
imbalance occurred in the brain following acute HH exposure due to increased lipid
peroxidation and ROS overproduction.

3. Histomorphological changes of the rat lung after acute hypobaric hypoxia
The lung tissue specimen from the control group (Fig. 8A) shows normal histomorphological
architecture with alveolar epithelial cells and thin alveolar septa, while in the acute pulmonary
edema group there was observed thickening of the alveolar walls with edematous changes (Fig.

8B, C, D). The interalveolar cavities were characterized by fluid accumulation (edema),
additionally, dilated pulmonary vessels and erythrocyte extravasation was determined among
alveolar beds (Fig. 8H, K, L).
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Figure 8. Histological photomicrographs of the lung tissue sample of the control group (A) that
shows the normal structure of the alveoli septa with pneumocytes, and HAPE group (B-L), (H&E
staining, magnification x400, scale bar = 150pm). Edematous fluid within the alveolar cavity (B, C,
thick arrows), inflammatory infiltration among alveoli (D, F, G, I, thin arrows) and perivascular
area (E, H, K), fibrosis with hyaline deposition in the alveoli lumen (D, ], stealthy arrow,
magnification x600, scale bar =150pm). Microvascular injury with red blood cell extravasation and
pulmonary vessel congestion shown in HAPE group sections (F, H, K, L, magnification x400, scale
bar =150um).
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The lung injury was also evidenced by the lung wet/dry ratio increase by 32% over the control
group (Fig. 9A, p<0.001). Excess water content in the lung tissue after the hypoxic injury
demonstrated the edematous changes of the organ due to increased permeability of the alveolar-
capillary barrier. Noteworthy, the TNF-ca.-positive cells were predominant in the lung of the HAPE
group outlining the onset of the inflammatory processes in the tissue after hypoxic exposure (Fig.
9B). The acute HH exposed group also revealed pulmonary tissue damage that was observed in the
areas of collagen fibrils deposition increased by about 26% contrary to the control group (Fig. 10 G).
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Figure 10. Histological photomicrographs of the lung tissue of control group sample (A), and
HAPE group (D) showing TNF-a-positive cells (magnification x400, scale bar = 150um). Collagen
fibers deposition among alveolar walls and pulmonary vessels of control (B, magnification x200),
(E, magnification x400, scale bar=150pum) and HAPE (C, magnification x200, scale bar=50um), (F
magnification x400, scale bar=150um). The score of fibrotic area (%) in the HAPE group (G),
(***p<0.0001 compared with control according to Mann-Whitney test, n/field=30).
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Contrary to the control group, the lungs of the HAPE group also exhibited an elevated number of
MCs that significantly increased after hypoxic injury of the tissue (Fig. 11G, p<0.001). The MCs
were mostly distributed among the alveolar septa and within the bronchioles (Fig. 11A-F).
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Fig. 11. Histological photomicrographs showing granulated MCs in the lung tissue of pulmonary
edema group A, B (thick arrows, Toluidine blue staining, magnification x400, scale bar =150pm),
D, E (thick arrows, Giemsa staining, magnification x400, scale bar = 150pm). The degranulated
MCs demonstrated in the lung of HAPE group specimens, (C), (Toluidine blue staining,
magnification x400, scale bar = 50um), and (F) (Giemsa staining, magnification x400, scale bar =
50pum), (G), granulated (g) and degranulated (dg) MCs in the studied groups (data presented as
meantSD, (**p<0.001 compared with control according to one-way ANOVA (Kruskal-Wallis test)
using Dunn's multiple comparisons test, n/field=25).

These findings suggest that MCs play a role in the development of pulmonary edema, as evidenced
by a significant increase in both granulated and degranulated cells. The degranulation of MCs may
lead to the release of histamine and TNF-«, which can contribute to the disruption of the
alveolar-capillary barrier integrity and be accompanied by water leakage into the lung tissue.

4. Biochemical assessment of the rat’s lung following acute hypobaric hypoxia

The biochemical analysis of the studied group showed that in contrast to the control group
animals, the HAPE group showed a significant decrease in NO level and an increase in ARG after
hypobaric hypoxic exposure (Fig. 12A, B, p<0.05). Interestingly, the level of MDA following
hypobaric hypoxic injury was dropped (Fig. 12C). Considerably, the NO plays a significant role in
the development of high-altitude pulmonary edema (HAPE) by acting as a vasodilator and
oxidative stress marker. Additionally, the changes in ARG levels support the idea that HAPE may
be related to the disruption of redox homeostasis and the changes in the NO-synthesis pathway.
Furthermore, acute exposure to high altitude changed the redox balance, leading to a decrease in
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NO and an increase in ARG that considerably contributed to edema formation and the activation
of ROS production.
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Fig. 12. Concentrations of Nitric Oxide (NO) (A), arginase (ARG) (B), and malondialdehyde
(MDA) (C) represented as um/ml in the control and HAPE groups (*p<0.05, *p<0.01 show
significant differences among groups based on Mann-Whitney test, n=5/group).

Acute HH has also been observed to activate the MCs to degranulate and increase TNF-o
expression. High altitude has been found to cause alveolar-capillary barrier disruption, juxtaposed
with inflammation and oxidative damage of the lungs. These also have been evidenced by the
wet/dry ratio increase after acute HH along with the histopathological findings supporting the
idea that these changes contribute to lung tissue remodeling and pulmonary edema development
under conditions of the high-altitude environment.

5. Assessment of the changes in the antioxidant system in the rat’s brain and lung following acute
hypobaric hypoxia

The toxic effects of oxygen are usually mediated by its metabolites, such as superoxide anion,
hydroxyl radicals, hydrogen peroxide, and active (singlet) oxygen. In lung cells, several
endogenous enzyme systems (including superoxide dismutase, catalase, and glutathione oxidase)
protect cell membranes from these metabolites (Bonuccelli et al., 1993).

The final chapter of the study examines the effects of acute HH on brain and lung antioxidant
enzymes, specifically SOD, CAT, and LDH activity. The results of biochemical analysis of these
enzymes are given in Table 1.
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Table 1. Changes in superoxide dismutase (SOD), catalase (CAT), and lactate dehydrogenase (LDH)
activity in control and HACE and HAPE groups respectively, **p<0.001, **p<0.01, *p<0.05, ns-not

significant (n/group=>5)

Antioxidant defense Experimental groups
system
Control HACE Control HAPE
SOD (p/mg) 0.120£0.01 0.690+0.03 | 0-2690.22 0.191+0.09*
CAT (pkat/mg) 2.252+0.27 1.677+0.18" 5.456+1.5 2.424+1.9*
LDH (umol NADH 0.386:+0.02 0.396+0.03" | 0.165+0.01 | 0.495+0.04™
/min x mg tissue)

The results show that after exposure to hypoxia, the activity of catalase and SOD increased in the
brain compared to the control group, which indicates the presence of active peroxidation
processes in this organ, while the opposite phenomenon was observed in the lungs with decreased
CAT and increased SOD activity. The stability of LDH results indicates that the brain can rapidly
transition to anaerobic glycolysis when necessary. This underscores the importance of lactate not
only as a metabolic byproduct but also as a vital source of energy for neuronal function. In the
present study, LDH activity exhibited no significant changes in the brain following exposure to
HH; however, an increase in its activity was observed in the lungs. This also indicates a systemic
failure of the organ to manage oxidative stress, which likely resulted in impaired respiratory chain
function in the mitochondria and reduced ATP synthesis, linked to elevated levels of LDH in the
lungs. Nevertheless, these differential responses of the lungs and brain to hypoxia highlight the
specific adaptations of these organs to conditions of oxygen deficiency.

CONCLUSIONS

1. The exposure to acute hypobaric hypoxia was accompanied by karyopyknosis and vacuolation
of the cells of the prefrontal cortex, and pyknotic changes in the hippocampal subfields along
with vascular hyperemia, while the lungs displayed evidence of hemorrhages, inflammatory
infiltrates, and erythrocyte extravasation.

2. Ogxidative stress within the brain was correlated with a 72% reduction in NO levels, a 34.3%
decrease in MDA, and a 35.7% increase in ARG activity. In the lungs, NO and MDA levels
diminished by 37.9% and 22.5%, respectively, while ARG activity increased by 20.2%. These
findings indicate a significant disturbance in the redox balance within these organs.

3. The number of TNF-a-positive cells and FJC-positive apoptotic neurons in the brain and lungs
increased 4 times, and the number of mast cells in the brain and lungs increased 10 and 5
times, respectively. After acute HH exposure, the number of CR-positive neurons in the brain
increased in the CA1, CA2, and CA3 regions of the hippocampus, as well as in the cortex.
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4. An analysis of peripheral blood revealed a 33.7% increase in the number of lymphocytes,

5.

while the count of neutrophils declined by 30%.

The dry-to-wet weight ratio for both the brain and lungs increased by 15.7% and 34.4%,
respectively, indicating the presence of edema formation in these organs. Furthermore, there
was a notable accumulation of collagen fibers in the lungs, as evidenced by a 25.6% increase in
fibrotic areas.

The activity levels of SOD, MDA, catalase, and LDH were changed in the brain and lungs
which indicates a possible disruption in lipid peroxidation and glucose metabolism in these
organs.
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wytnjup htnniyh dekdwdswyu Ynrnwlniudubp: Niunidbwuhpnipjut wpyniupnd yupg k
nupdk], np Yybpnojuy opquiitipnid thnpuyky t twl nknopu hwjwuwpwlonnipinip, npu
ninklgyty t hwjwopuhnwiunuwyhtt hwdwlwupgh b opuhnwwnhy uppluhtt dwubwlgng
Jhuuwdn Eynyjubph pwtwjuljut thnthnjunipnitubpny: 9bpohtiu Jyuynid £ qjlunintnh b
poptph unip wjnnigh qupqugdui Uky niumdbwuppyus Jhuwdnjtynyubph b pohoitinh
Juplnp ghph dwuht: Udkht, hbnwgnuunipjudp gnyg b wupynud NRULA-a-h b yyuwpwpn
pohoutinh ukpgpuyquédnipniup wpynittwuninbnuyhtt b wjybnjup-duquiunpuyhtt wuwnutoh
Juwiqupdwt gnpénud: Uju niunidbwuppnipiniip poy) £ wwhu E wnwdt] hwdwwywpthuy
wuwnkpugnid Juqut) qlunintinh b pnpkph unip wjnnigh wwpenghutqh b nppu hhupnd
wnlu  peouyht b uUnjkinyuyhtt  JEwbhqdubph  dwuht, npnud nunidbwuhpdus
Jhuuwpwiwwb Unjkynyubpp b poheutinp niukb kS towtwlnipinit’ npybtu ntnopu
hndtnuwnwgh b pnppnpuyhtt nhwghwtbph uptnp dnnnijjunnpubp:

IYIIAHAH PY3SAHHA APCEHOBHA

OLIEHKA MOP®O®YHKIIMOHAJIbHBIX U3MEHEHHNI HEKOTOPBIX OPTAHOB
KPBIC [TPU OCTPOY TUTTIOBAPUYECKOY TUTIOKCUU
PE3IOME

KnroueBsie cimoBa: orex Mo3ra, OTex JErKHX, IeMaTOHIjepagIHYeCKHE 0Oapsep,
a/1bBEe0/IAPHO-KAIH/UIAPHEIE 6apbep, IHI00apHYecKad TIHIIOKCHA, OKHCIHTETIbHBIH
cTpecc, apruHas’a, OKCHE a30Ta, OKHCIHTEJI5HO-BOCCTAHOBHTEABHBIH Oamanc, COZ,
KaTasnasa, JaKTaTtgerggporeHasa, Hexposocnartenne, PHO-a, ¢pubpos, TydHbIe KIeTKH.

I'mmobapuyeckas TUIOKCHUA, OOYCIOBIEHHAs HU3KUM aTMOCHEPHBIM JAaBlIeHUuEeM U
OCTPBIM JAepHUUUTOM KHUCIOPOAA, IIPeICTaBIseT 3HAYUTEIbHBIM PHUCK AT PasBUTHAL
oTéKa MO3ra M JIETKUX, a TaKXe IPUBOAUT K H3MEHEHUAM WX CTPYKTYPHBIX U
GYHKIMOHANTBHBIX XapaKTEPUCTUK. OJTU H3MEHEHMs MOTYT OKas3aThCs IMTOTEHI[UAIbHO
CMEpTeIBHBIMKU JAJA HEeaKKJIMMAaTU3UPOBAHHBIX JIOAeH Ha OOJNBUIMX BBICOTAX,
IIPOBOLIMIPYS BOCIIAJIUTEIbHbIE PEaKIUU 1 HapylIas OKUCIUTEIbHO-BOCCTAHOBUTEIBHBII
rOMeoCTa3 B MO3Te M JIETKMX, YTO B KOHEYHOM MHTOTe€ MOXET IIPUBECTH K Tuberu
HEPOHOB U aJbBEOJIAPHBIX KJIETOK. lumobapudeckas THUIIOKCHS CIOCOGCTByeT
YBEIMYEHUIO OKUCIUTEIBHOTO CTpecca B OTUX OpraHax X OKasbIBaeT BIIMSIHHE Ha
pasinyHble GMOMOJIEKYJIBI, BKII04as nunusl, 6enxu u JHK.
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[lenpio pmaHHOTO HCCIENOBAHUA OBLJIO M3yYeHHWE MEXaHM3MOB IIaTOreHe3a OTEKOB
TOJIOBHOTO MO3Ta U JIETKHX, a TAK)KE POJIU PasJIMYHBIX OMOMOJIEKYJI, BOBIEUEHHBIX B OTOT
mporiecc. B xozie sxcrepuMeHTa C MCIOIB30BAHUEM TUCTOJIOTHYECKUX, OMOXMMIIECKUX
U (IIyOpeCcIeHTHBIX METOLOB ObLIN HCCIefOoBaHbl MOPGOPYHKIIMOHATBHbIE U3MEHEHNS
B MO3Te, JETKUX U nepudepuieckoil KpOBU IIPU OCTPOM BO3[EWCTBUU TrUII00apUIecKoit
runokcuu (Ha BbicoTe 7620M B TeueHme 24 wacoB). PesynbraTel IIoKaszanu, 4TO
IIPOUCXONAT WU3MEHEHUs B allONTOTUYeCKOH aKTHMBHOCTH HEHPOHOB M albBEOJIIPHBIX
KJIETOK, a TaKXKe B KOJTMYeCTBe TyIHBIX KJIeTOK B JIESTKMX U MO3Te, KOTOPEIe BBICTYIAIOT B
PO MeAuATOpPOB BocmajneHWsA. DBBImu olieHeHb W3MeHEHWA aKTHBHOCTH aprUHAas3HI,
OKCHa a30Ta, KOHEYHOTO NPOAYKTa IIePeKHCHOTO OKHCJIeHUA JTUIHUAOB — MAJIOHOBOTO
JUAIbIerufia, a TaKXe pa3INYHBIX (PepMEHTOB AHTMOKCHUAAHTHOH CHCTEMBI IIOCTIE
BO3/IeICTBUA OCTPOTO TMITOKCUYECKOTO COCTOSHUA.

HccnenoBaHre BBIABUIO YBeJIMYeHMe YHCIEHHOCTUA TYyYHBIX KJIETOK B TKaHAX MO3Ta U
JETKUX, @ Takke KieTok, nosutuBHbXx k OHO-o, 4To CBUAETENBCTBYeT O HAIUYIUU
BOCIIAJIUTEIBHBIX IIPOLLECCOB. B OTAENIBHBIX ydacTKax Mo3ra (THIIIOKAMIlE, KOpe)
HAOIIOZAMINCh TUIePXPOMATH3HPOBAHHBIE X  BAaKyOJIU3WPOBAaHHblE HEHPOHBL C
ABJIeHUAMH KapHUOIWKHO3a, a TaKXKe yBeJIWdYeHHBIe COCYZBI, MeJIKHe reMOpparudecKue
OvYar¥ M aIoNTO3 HEPBHBIX KJIETOK. B KOpe TOJOBHOTO MO3ra M THIIIOKaMIle OBLIO
obHapyxeHo MHOxecTBO  CR-TO3uTHBHBIX  KJIETOK. ['mcromopdoioruueckoe
WICCIIe[OBaHYEe JIETKUX TTOKAa3aio, YTO BO3[eHCTBHE OCTPOrO ruimobapudyecKoro cTpecca
IIPUBEJIO K OTEYHBIM M3MEHEHWIM, BOCIAIUTEIBHBIM WHOUIBTPaTaM, KPOBOU3IUIHUIM
Y 3HAYNUTeJIbHOMY HAaKOIUIEHHIO albBeOJIAPHOM XUIKOCTU. B pe3yspTare mcciemoBaHUS
Taxke OBUIO YCTAaHOBJIEHO, YTO B DOTUX OpraHax M3MeHIeTCS OKHUCIUTEIHHO-
BOCCTAaHOBHUTENIbHBIH 6alaHC, YTO COIPOBOXKJAETCA KOJTHMYECTBEHHBIMY H3MEHEHUSIMU B
AQHTHOKCHUJAHTHOM cucTeMe U OMOMOJIEKYJIaX, BOBJIEUYEHHBIX B OKHCIUTEIBHBIN CTPecC.
OTO IOJYEepKUBAET BAXHYIO POJb H3YyYEHHBIX OHOMOJIEKYJ M KJIETOK B PasBUTHU
OCTPOro OTeKa Mo3ra u JETKuX. bojlee TOro, pesysabTaTHl IIOKa3bIBAIOT ydacTHe
IIPOBOCIIAIUTENBHBIX UTOKUHOB, ocobenHo OHO-a, ¥ Ty4YHBIX KJIETOK B HapyLIEHHUU
remMaTodHI[edaNMIECKOTO M aJbBEOJAPHO-KAMMJUIAPHOTO  GapbepoB.  JlamHOe
WCCIIe0OBaHUE IIpefocTaBiser Oojiee IIOTHOE IOHMMAaHMeE IIATOTeHe3a OCTPOro OTeKa
MO3ra Y JIETKUX U COIIYTCTBYIOIIMX KJIETOYHBIX M MOJIEKYJIAPHBIX MeXaHU3MOB, Tl
V3y4eHHbIe GMOMOJIEKYJIBL M KJIETKU UTPAIOT KJIIOYEBYIO POJIb KaK BaXKHbIE MOAYJIATOPHI
OKHCJIUTeIbHO-BOCCTAHOBUTEIBHOTO TOMEOCTa3a X BOCIIAIIUTEIbHEIX PeaKIHii.
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