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Abstract: Autophagy is a regulated mechanism of degradation of misfolded proteins and organelles
in the cell. Neurons are highly differentiated cells with extended projections, and therefore, their
functioning largely depends on the mechanisms of autophagy. For the first time in an animal model
using immunohistochemistry, dot analysis, and qRT-PCR, the autophagy (macroautophagy) activity
in neurons of two brain regions (hippocampus and neocortex) under normoxia and after exposure
to hypoxia was studied. It was found that under normoxia, the autophagic activity was higher in
the hippocampal neurons than in the neocortex of rats. In the hippocampus, the exposure of rats to
hypoxia resulted in a decrease in the content of autophagy markers LC3 and p62, which was followed
by activation of the autophagy-related gene expression. In the neocortex, no changes in these marker
proteins were observed after the exposure to hypoxia. These data indicate that the neurons in the
hippocampus and neocortex differ in the autophagy response to hypoxia, which may reflect the
physiological and functional differences of the pyramidal cells of these brain regions and may to
some extent account for the extreme vulnerability of the CA1 hippocampal neurons and relatively
high resistance of the neocortical neurons to hypoxia.
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1. Introduction

Autophagy is a regulated lysosomal-dependent process of recycling and degradation
of misfolded proteins and organelles in the cell [1-3]. There are several major variants
of autophagy: chaperon-mediated autophagy, macroautophagy and microautophagy. In
macroautophagy (here and onwards referred to as autophagy), the protein aggregates
and the whole cellular organelles such as mitochondria, endoplasmic reticulum, and
ribosomes are sequestered into the double-membrane structures (autophagosome), which
then fuse with the lysosomes. All steps of this process, i.e., receptor recognition, cargo
delivery, autophagosome formation and fusion with the lysosome, are tightly regulated.
The functional significance of autophagy is to isolate the toxic components produced by
the cell during its lifespan and to provide the energy source for new biosynthesis from the
products of autophagic recycling. Thus, autophagy represents a uniform mechanism for
maintaining cellular homeostasis, which is important both under the resting and cellular
stress conditions.

The autophagy mechanism becomes extremely important for post-mitotic cells, as
they cannot eliminate the toxic cargo by cell division and thus need a special mechanism of
autophagy for utilizing it. Neurons are highly differentiated cells with a unique structure
holding extremely long axons and branched dendrites and with a high level of functional
activity. Bearing such long projections represents a challenge for neuronal cells, as their
functionality has to be maintained all the time at a great distance from the soma. It is
known that proteins and organelles from the distal parts of axon, dendrites and even
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postsynaptic membranes are transported via autophagosomes to the soma of the cell,
where they fuse with the lysosome directing the cargo for degradation [4]. Therefore,
neurons are highly dependent on the mechanisms of autophagy [4,5]. Indeed, there is
evidence that mutations in autophagy-related genes are associated with neuronal loss and
neurodegeneration [6-8]. Impairments in the autophagy pathway are known to contribute
to the progression of such neurodegenerative diseases as lateral sclerosis, Huntington’s,
Parkinson’s, and Alzheimer’s diseases [9-12]. Thus, the importance of the autophagic
mechanism for neuronal functioning makes it an attractive target for investigation and the
components of the autophagy cascade—the potential targets for medical treatment.

It is known that hypoxia stimulates autophagy in vivo, but the effects of autophagy
activation on neuronal functions during hypoxia are contradictory. In some cases, the acti-
vation of autophagy is associated with cell survival [13-17], whereas there is also evidence
that autophagy together with apoptosis can contribute to cell death [18-21]. Using a model
of hypobaric hypoxia in rat, which is well established in our laboratory, we have demon-
strated that severe hypoxia causes memory and behavioral impairments and functional
disorders in animals during the first days after the exposure [22,23]. The hippocampus
is known to play an important role in learning and memory as well as regulation of the
hypothalamic—pituitary-adrenal axis [24]. The fronto-parietal neocortex containing large
pyramidal neurons is a main region of integration and processing of somatosensory infor-
mation, which makes this area responsible for the regulation of reaction of the organism
to different external stimuli. In the previous studies, the antioxidant, transcription factors
and neurotrophin expression have been investigated in the hippocampus and neocortex of
rats after hypoxia with an emphasis on the fact that the hippocampus was more vulner-
able to hypoxia challenge [25-27]. As soon as autophagy is a mechanism promoting cell
survival [13], it may play an important role in coping with stress to hypoxia and may at
least in part explain the different vulnerability of pyramidal neurons of the hippocampus
and neocortex to hypoxia. However, how autophagy is affected by hypobaric hypoxia
in pyramidal neurons in different brain regions is still to be elucidated. As such, the aim
of this study was to compare the autophagy process in two brain regions: the hippocam-
pus, which relates to the archicortex, and the neocortex of rats under normoxia and after
exposure to hypoxia.

2. Results
2.1. Assessment of Autophagic Flux in the Hippocampus and Neocortex of Rats under Normoxia

Autophagy is a dynamic process characterized by permanent autophagosome for-
mation, its fusion with lysosomes and cargo degradation. The rate of autophagosome
and hence the autophagy protein markers turnover reflects the degradation activity of
the autophagic process and is termed autophagic flux. One of the approaches to assess
the autophagic flux is to estimate the accumulation of the autophagosomes or autophagy
protein markers in a given time period after the application of an autophagy inhibitor,
which blocks the lysosomal degradation [28-30]. Chloroquine (CQ) is a lysosomal inhibitor
that acts by enhancing the pH of lysosomes, leading to a block in lysosomal degradation.
Although there are some cautions and limitations in using CQ in vivo [31], it is the only
known inhibitor to date that can be applied in vivo for assessment of autophagic flux. To
assess autophagic flux, we estimated the accumulation of autophagy markers LC3 and
p62 3 h, 24 h and 3 days after CQ injection. LC3 (microtubule-associated proteins 1A and 1B,
MAPI1LC3) is an autophagy marker that resides free in the cytosol (LC3-I form) or can be
integrated into the autophagosome membrane when it becomes phosphatidylethanolamine-
conjugated (LC3-II form) [32]. LC3 is important for autophagosome formation and expan-
sion. p62/SQSMT (Sequestosome 1, ubiquitin-binding protein p62) is an adaptor protein
that binds the ubiquitinated proteins with its one end and LC3-II with another, thus playing
a role in tagging the cargo and its translocation inside the autophagosome. Both LC3 and
p62 are known to be degraded in the lysosome with the cargo.
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2.1.1. LC3

On the whole, we have found that in control rats, the immunoreactivity to LC3 was
significantly higher in neurons of the V layer of the neocortex, especially in the large
pyramidal neurons, than in neurons of the CA1 field of the hippocampus (p = 0.0001)
(Figure 1a,b). One day after CQ injection, LC3 levels were upregulated by 1.8 times in
comparison to the control values in the soma of neurons of the CAl field of the hippocampus
(the CQ/control ratio = 1.796, p = 0.0002) (Figure 1a). Alongside this, there was also a
strong accumulation of LC3 in the dendrites of the CA1 neurons of the hippocampus of rats
treated with CQ (Figure 1b). However, by the third day after CQ treatment, LC3 levels did
not differ from the control values in the CA1 field of the hippocampus. In the neocortex,
there was a slight upregulation of LC3 levels 1 day after CQ treatment, but it was not
statistically significant (Figure 1a,b).

CA1, hippocampus V layer, neocortex

0.12 LC3 o T % oA
* # R e e, g
z 01 8
§ g B @
3 0.08 %)
8 006 *
g control control .
9 0.04 — :
c ¥ 7 g
© o »‘n‘,‘ S5 “hgea. Ly 2
g 0.02 1',«,..;7;“ ¢ o,
8§ 4 od 9q °
° Gl b 7 S
CA1 neoV .58 ’; o
Ocontrol OCQ3h BCQld mWCQ3d S A
; . o*
€Q 1 day COlday = 00um

CAl, hlppocampus neoV, neocortex

10 ym 10 pm
CQ 1 day —Ln CQ 1 day e
(c)

Figure 1. LC3 accumulation in the CA1 field of the hippocampus and the V layer of the neocortex
of rats after chloroquine (CQ) injection. (a) Results of immunohistochemistry quantitation of LC3;
(b,c) representative images of LC3 accumulation and puncta staining in the CA1 field of the hip-
pocampus and the V layer of the neocortex of rats 1 day after CQ injections. The results are presented
as the mean = standard error of the mean. * the difference between the experimental groups within a
brain region is statistically significant, p < 0.05; # the difference between the control groups of the
hippocampus and neocortex of rats is statistically significant, p < 0.05.
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At a higher magnification, multiple LC3-immunopositive dots, representing au-
tophagosomes, were distinguishable on the background of the cytosolic LC3 staining
both in the pyramidal neurons of the CA1 field of the hippocampus and the large pyrami-
dal neurons of the V layer of the neocortex (Figure 1c). Both the soma of these cells and the
proximal ends of the dendrites contained a significant amount of the LC3 dots. We also
observed LC3 dots in neurons of the CA3, CA4 fields and dentate gyrus of the hippocam-
pus (photos not presented). It should be mentioned that such puncta staining was also
present outside the contour of the cells—in the neuropile region of the hippocampus and in
the area between the neurons of the neocortex. We hypothesize that these dots represent
autophagosomes located in the distal parts of the dendrites. The high concentration of
LC3 in the autophagosomes is detected as a bright dot, while the contours of the dendrites
cannot be revealed by LC3-immunostaining. It is hard to estimate whether the number of
the dots has changed after the CQ treatment, but the intensity of the dots increased in the
neurons of the CA1 field of the hippocampus (Figure 1c). In neurons of the V layer of the
neocortex, the CQ treatment did not seem to affect the size or intensity of LC3 dots.

2.1.2. p62

In control rats, p62 levels were significantly higher in neurons of the V layer of the neo-
cortex (p = 0.000005), especially in the large pyramidal neurons, rather than in neurons of the
CA1 field of the hippocampus (Figure 2a,b). One day after CQ injection, a slight accumula-
tion of p62 was observed both in neurons of the CA1 field of the hippocampus (CQ/control
ratio = 1.223; p = 0.0011) and the V layer of the neocortex (CQ/control ratio = 1.116;
p = 0.0147) (Figure 2a,b). In the neocortex, the level of p62 was upregulated even 3 days
after CQ treatment (p = 0.0230) (Figure 2a,b).

In the high-magnification images, it can be seen that along with p62 staining in the
cytosol, there was clearly visualized puncta staining both in neurons of the hippocampus
and neocortex (Figure 2c). In the CA1 field of the hippocampus, the p62 dots differed
in form, while in the large pyramidal neurons of the V layer of the neocortex, the p62
dots were well-structured, intensely labeled and well distinguished from the p62 cytosolic
staining. These dots were greater in size than those observed in the hippocampus and
much bigger than the LC3 dots, which put a question on whether the p62 dots in neurons
of the V layer of the neocortex refer to autophagosomes or probably other structures such
as autophagolysosomes, lysosomes or protein conglomerates, but this is still to be clarified.
Localization of the p62 dots was restricted to the soma of neurons both in the CA1 field of
the hippocampus and the V layer of the neocortex. After the CQ treatment, the intensity of
some of the p62 dots increased in neurons of the CAl field of the hippocampus (Figure 2c).
In the V layer of the neocortex, the number and size of the p62 dots increased after CQ
treatment (Figure 2c).
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Figure 2. p62 accumulation in the CA1 field of the hippocampus and the V layer of the neocortex of

neoV, neocortex

rats after CQ injection. (a) Results of immunohistochemistry quantification of p62; (b,c) representative
images of p62 accumulation and puncta staining in the CA1 field of the hippocampus and the
V layer of the neocortex of rats 1 day after CQ injections. The results are presented as the mean
=+ standard error of the mean. * the difference between the experimental groups within a brain region
is statistically significant, p < 0.05; # the difference between the control groups of the hippocampus
and neocortex of rats is statistically significant, p < 0.05.
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2.2. Changes in the LC3 and p62 Levels in the Hippocampus and Neocortex of Rats after
Hypobaric Hypoxia

2.2.1. Immunohistochemistry
e LC3

As revealed by immunohistochemical staining, hypobaric hypoxia (HH) led to a
decrease in LC3 (p = 0.0071) levels in neurons of the CA1 field of the hippocampus of rats
1 day after the exposure compared to the control group (Figure 3a,c). However, by the third
day after hypoxia, the overall LC3 levels were restored to the control values. At the same
time, HH induced no changes in LC3 content in the neurons of the neocortex (Figure 3b,c).
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Figure 3. The effect of hypobaric hypoxia (HH) on LC3 protein levels in the CA1 field of the
hippocampus and the V layer of the neocortex of rats. (a,b) Immunohistochemical quantification
of LC3 levels; (c) representative images of LC3 staining. The results are presented as the mean
=+ standard error of the mean. * the difference between the experimental groups within a brain region
is statistically significant, p < 0.05.

At high-magnification analysis, it was observed that 1 day after HH, the size and
intensity of the LC3 dots increased in the neurons of the CA1 field of the hippocampus
(Figure 4). It is highly possible that the enlargement and increased intensity of the LC3 dots,
which refer to autophagosomes, might be a result of the rapid incorporation of LC3-II into
the autophagosome membrane and intensification of the autophagy. The intensification of
autophagy, in turn, will lead to an increase in the consumption of LC3 and depletion of its
protein pool, which is observed as a decrease in the overall LC3 content. By the third day
after HH, LC3 puncta staining in the hippocampus remained unchanged but still differed
from that in the control group (Figure 4). However, we did not observe any changes in the



Int. J. Mol. Sci. 2022, 23, 8002 7 of 18

number, size or intensity of LC3 dots in the large pyramidal neurons of the V layer of rat
neocortex after HH (Figure 4).

neoV, neocortex

control
HH 1 day HH 1 day

10 um
HH 3 day SONIn) HH 3 day .

Figure 4. Representative images showing LC3 dots and LC3 staining in the neurons of the CA1 field

CA1l, hippocampus

of the hippocampus and the V layer of the neocortex of rats after exposure to HH.
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p62

The levels of p62 were decreased 1 day after HH in the neurons of the CA1 field of the
hippocampus (Figure 5a,c). This was also accompanied by a decrease in the intensity of
the p62 puncta staining in these neurons (Figure 6). Again, we hypothesize that the inten-
sification of autophagy could be responsible for the rapid consumption and degradation
of p62 inside the lysosomes. It is well established that p62 levels are inversely correlated
with autophagy activity, which means that when autophagy is activated, p62 is degraded
quickly in lysosomes with its cargo [29]. Three days after HH, p62 levels and p62 puncta
staining did not differ from the control values. In the neocortex, no significant changes in
the p62 levels or p62 puncta staining were revealed after HH (Figures 5b,c and 6).
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Figure 5. The effect of HH on the protein levels of p62 in the CAl field of the hippocampus
and the V layer of the neocortex of rats. (a,b) Immunohistochemical quantification of p62 levels;
(c) representative images of p62 staining. The results are presented as the mean =+ standard error
of the mean. * the difference between the experimental groups within a brain region is statistically
significant, p < 0.05.
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Figure 6. Representative images showing p62 dots and p62 staining in neurons of the CA1 field of

the hippocampus and the V layer of the neocortex of rats after exposure to HH.
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2.2.2. Dot Analysis

The dot analysis has revealed that the levels of LC3 and p62 were decreased
(p = 0.0209 and p = 0.0143, respectively) as early as 3 h after HH in the hippocampus of rats
(Figure 7a,b). The levels of LC3 were still below the control values (p = 0.0339) 1 day after
HH, which correlates with the immunohistochemistry results. At the same time, there was
no decrease in the LC3 and p62 protein levels in the neocortex of rats (Figure 7c,d).
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Figure 7. The assessment of LC3 and p62 levels in the hippocampus and neocortex of rats after
exposure to HH. (a,b) Dot quantitation of LC3 and p62 levels, respectively, in the hippocampus. (c,d)
Dot quantitation of LC3 and p62 levels, respectively, in the neocortex. The results are presented as
the mean =+ standard error of the mean. * the difference between the experimental groups within a
brain region is statistically significant, p < 0.05.

2.3. Different Patterns of Autophagy-Related Gene Expression in the Hippocampus and Neocortex
of Rats in Response to Hypobaric Hypoxia

To estimate the autophagy changes after HH, the mRNA levels of autophagy-related
genes maplc3 (encoding LC3) and ff-eb (encoding a transcriptional factor EB that regulates
the transcription of a series of autophagy-related proteins and factors of autophagosome
formation) were assessed. It should be mentioned that the levels of maplc3 expression in the
hippocampus and neocortex of control rats were nearly the same (0.8521 arbitrary units in
the hippocampus versus 0.8220 in the neocortex) (Figure 8a,c). The expression levels of tf-eb
were higher in the hippocampus than in the neocortex (0.8328 versus 0.6893, respectively)
(Figure 8b,d). After 3 h and 1 day after HH, there were no changes in the mRNA levels of
maplc3 and tf-eb in the hippocampus of rats; however, by the third day after hypoxia, their
expression was significantly increased (p = 0.0212 and p = 0.0253, respectively) (Figure 8a,b).
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In the neocortex, no changes in the mRNA levels of maplc3 and tf-eb after HH were observed

(Figure 8c,d).
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Figure 8. The effect of HH on the expression of autophagy-related genes in the hippocampus and
neocortex of rats. (a,b) Relative mRNA levels of map-Ic3 and tf-eb, respectively, in the hippocampus.
(c,d) Relative mRNA levels of map-Ic3 and tf-eb, respectively, in the neocortex. The results are
presented as the mean + standard error of the mean. * the difference between the experimental
groups within a brain region is statistically significant, p < 0.05.

3. Discussion

A large number of studies demonstrated an extremely important role of autophagy for
the homeostasis of cells [6,7] and especially for the normal functioning of neurons [4,33].
There is a growing body of evidence of the critical role that autophagy plays in the develop-
ment of neuronal processes and maintenance of synaptic functions [34-39]. Still, not much
attention has been dedicated to the variability that may come from the specificity of neurons
of different brain regions. There is some evidence that autophagy can be differentially
regulated in various brain regions under fasting, which probably depends on the specific
functions in which the neurons of a particular brain region are involved [40]. In this work,
we focused on the specific features of the autophagy process attributable to the neurons in
the hippocampus and neocortex of rats.

In the present study, it was found that the pyramidal neurons of the CA1 field of
the hippocampus and the V layer of the neocortex demonstrate different autophagy dy-
namics. This was evident from the differences in LC3 levels, rates of accumulation of LC3
and LC3 puncta staining after CQ injections between the hippocampus and neocortex of
rats. In addition to LC3, p62 levels and tf-eb expression levels were also different in these



Int. J. Mol. Sci. 2022, 23, 8002

12 0f 18

brain regions. Such a difference in the autophagy may arise from the differences in the
physiological functions attributed to the hippocampus and neocortex. Depending on the
specificity of their functions, pyramidal neurons can vary to a great extent in dendritic
structure, possessing dendritic domains with distinct synaptic inputs, excitability and mod-
ulation [41]. In particular, these features underlie the indispensable role of the hippocampus
in the processes of learning and memory and determine the high level of synaptic plas-
ticity of the hippocampal neurons. Synaptic plasticity is regulated by the quantity and
composition of receptors at the postsynaptic membrane with NMDA and AMPA receptors
being essential [42]. In the CA1 field of the hippocampus, the concentration of NMDA
receptors is the highest in the brain [43]. It has been shown that the stimulation of NMDA
receptors by long-term depression leads to autophagosome formation and directs AMPA
receptors for lysosomal degradation [44]. It was proposed that by this means, autophagy
(macroautophagy) may influence the synaptic plasticity, which consequently determines
the processes of learning and memory. Indeed, there is strong evidence that the induction
of autophagy in the hippocampus is required for learning and memory [45,46]. Alongside
AMPA receptors, other proteins, both at presynaptic and postsynaptic membranes, have
been shown to be degraded via autophagy [36,40]. Thus, taking into account the unique
role of the hippocampus in memory and a large number of NMDA receptors in this brain
structure, it is very likely that the aforementioned facts can partly explain the demand
for a high level of autophagy activity in the neurons of the hippocampus, especially in
the dendrites.

The difference in the autophagy dynamics between the hippocampus and neocortex
becomes even more evident under hypoxic conditions. In our model of HH, it was found
that hypoxia intensified autophagy in the neurons of the CA1 field of the hippocampus.
Firstly, this was associated with a decrease in the protein levels of LC3 and an increase in the
size and intensity of LC3 dots in neurons of the CA1 field of the hippocampus. This could
be explained by the fact that when autophagy is intensified, the incorporation of LC3-II into
autophagosome membrane rises. As a result, the observed increase in the intensity and size
of LC3 dots could occur. At the same time, the demand of the cell for LC3 and its utilization
is growing. As we have shown, mRNA levels of the maplc3 gene were at the control levels
1 day after HH, which means that the synthesis of LC3 de novo does not take place and as
such could not compensate for the increased demand of the cell in LC3 at this time frame.
This could be one of the reasons why the overall LC3 protein levels were lowered 1 day
after HH. The decrease in LC3 levels is often associated with an intensification of protein
degradation and is thought to be a sign of autophagy activation [32]. Secondly, a decrease
in the total p62 protein levels and the intensity of p62 puncta staining in the hippocampus
1 day after HH also indicated the autophagy intensification. The levels of p62 are known
to be inversely correlated with the activity of autophagy [29]. It is highly probable that
p62, which is an adaptor protein, could be rapidly degraded in response to the autophagy
intensification caused by HH in the phagolysosomes or lysosomes, leading to fading of the
p62 puncta staining. By the 3rd day after HH, the mRNA levels of maplc3 and tf-eb in the
hippocampus were increased. This allowed us to hypothesize that the activation of gene
expression could serve as a compensative mechanism aimed at replenishing the LC3 and
p62 protein pools. Indeed, by the 3rd day after HH, the levels of LC3 and p62 were restored
to the control values.

At the same time, we did not observe any significant changes in the LC3 and p62 total
protein levels or LC3 and p62 puncta staining in the neurons of the V layer of the neocortex
after HH. Along with this, no changes in the mRNA levels of maplc3 and tf-eb genes were
found. These data suggest that autophagy was either not activated in the neurons of the
neocortex at all, or it was activated to a lesser extent in comparison to the hippocampus.
It is possible that the pool of LC3 and p62 in the neurons of the neocortex (especially the
large pyramidal neurons of the V layer) was sufficient to cover the increased demand of the
cells, and additional transcription of autophagy-related genes was not needed. However,
there might be another mechanism involved; e.g., the increased translation of existing
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mRNA for protein synthesis de novo could be responsible for the stable protein levels
and unchanged mRNA levels in the neurons of the neocortex. On the other hand, the
neocortex is more resistant to hypoxia than the hippocampus, and thus, the changes in
autophagy dynamics could be less prominent in the neocortex compared to the hippocam-
pus. This observation is well correlated with the finding that oxidative stress and reduction
in antioxidant defense are manifested in the hippocampus but are almost absent in the
neocortex of rats after HH [47]. An alternative cause of different reactions of the hippocam-
pus and neocortex to hypoxia might be the different composition of the receptors on the
surface of the neurons, and, as a consequence, of the downstream intracellular pathways
involved. While CA1 neurons carry a great number of NMDA receptors on their surface,
many cortical neurons are enriched in GABA receptors [48]. An important component
of GABA receptor turnover is GABARAP (a protein associated with the GABA receptor).
However, GABARAP is a multifunctional protein, and its second function is participation
in autophagy [49]. GABARAP is required for maturation of the autophagosomes, and the
link between GABA signaling and autophagy has been well documented [50-53]. It is
possible that the active use of GABARAP in the turnover of GABA receptors in the neurons
of the neocortex can shift the balance toward chaperone-mediated autophagy. However,
this suggestion needs further investigation.

Limitations of the Study

(1) During immunohistochemistry, we analyzed the staining of pyramidal neuronal
cells in the CA1 region of the hippocampus and the V layer of the neocortex. On this basis,
we mean that the changes we describe are related to neurons. At the same time, during the
dot analysis and qRT-PCR, extracts of tissues with different cell populations containing not
only neuronal cells were used. (2) When discussing the results of immunohistochemistry,
we point out specific changes in the CA1 region of the hippocampus and the V layer of the
neocortex, but when performing biochemical analysis and qRT-PCR, we discuss the entire
hippocampus and the frontal-parietal region of the neocortex.

4. Materials and Methods
4.1. Experimental Groups and Hypoxia Model

The experiments were carried out using male Wistar rats weighting 240-250 g. The ani-
mals were obtained from the Center for Collective Use “Biocollection of the Pavlov Institute
of Physiology of the RAS”. The work with animals was conducted in accordance with Di-
rective 2010/63/EU (https://eur-lex.europa.eu/eli/dir/2010/63/2019-06-26, accessed on
1 October 2020), was in compliance with the ARRIVE guidelines (Animal Research: Report-
ing of In Vivo Experiments) [54] and was approved by the ethical committee for Use of
Animal Subjects of the Pavlov Institute of Physiology of RAS. All efforts were made to min-
imize the number of animals used and their suffering. There were three main experimental
groups: (1) control group; (2) chloroquine-treated group; (3) hypobaric hypoxia group.
In each experimental group, there were 5-6 animals for each time point for histological,
biochemical and qRT-PCR analyses.

The severe HH corresponding to 5% of O, was produced in a hypobaric chamber by
maintaining the atmospheric pressure at 180 mm Hg for 3 h. This model has been designed
in the laboratory and has been described in detail in our previous studies [23].

CQ, a nonselective inhibitor of autophagy, was dissolved afresh in 0.9% NaCl before
use. The animals received an intraperitoneal injection of CQ in a dose of 3 mg/kg of body
weight in the total volume of 200 uL of the solution for each animal. The control animals
were treated with 200 pL of 0.9% NaCl, and animals subjected to HH received 0.9% NaCl
injection directly after the exposure to hypoxia.

4.2. Immunohistochemistry

The animals (5-6 in each group) were anesthetized with 60 mg/kg of body weight of
zoletil (Virbac) and 10 mg/kg of body weight of 2% xylazine (Interchemie). Then, tran-
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scardial perfusion was performed first with 100 mL of 0.9% NaCl followed by 100 mL of
4% paraformaldehyde in phosphate-buffered saline, pH 7,5. Quickly after that, the brain
was removed, and the tissue block containing the hippocampus and the fronto-parietal neo-
cortex was dissected. The tissue samples were postfixed overnight in 4% paraformaldehyde
at +4 °C. The histological processing and immunohistochemical staining were performed
as described in [55]. The reagents used were primary antibodies: rabbit anti-LC3 (Sigma-
Aldrich Inc., St. Louis, MO, USA, SAB1306611) and rabbit anti-p62 (Sigma-Aldrich Inc.,
St. Louis, USA, P0067); the secondary biotinylated antibodies and avidin-biotin complex
from the ABC-Peroxidase Kit (Vector Laboratories Inc., Burlingame, CA, USA, PK-4001);
the secondary antibodies were anti-rabbit CF64 (Sigma-Aldrich Inc., St. Louis, USA,
SAB4600352); DAPI (Sigma-Aldrich Inc., St. Louis, USA, D9542); DAB (Vector Labora-
tories Inc, USA, SK4100). The immunoperoxidase-stained slides were analyzed with an
Olympus CX31 light microscope (Olympus, Tokyo, Japan) equipped with a Progress CT1
digital camera (Jenoptic, Germany). The images were processed using the Image] software
(https:/ /imagej.net/, accessed on 1 October 2020, RRID: SCR_003070) with the SDA plu-
gin applied [56]. The mean optical density of the immunopositive cells was calculated.
Primarily, the soma and the proximal part of the apical dendrite of the CA1 neurons of
the hippocampus and neurons of the V layer of the neocortex were selected for analysis.
The immunofluorescent-stained samples were visualized using the EVOS M5000 Imaging
System (ThermoFisher Scientific, Waltham, MA, USA). The immunofluorescent images
were used for comparative assessment of the LC3 and p62 staining and cell localization in
control rats and rats subjected to hypoxia.

4.3. Protein Extraction and RNA Isolation Procedures

Animals from each group were sacrificed (5-6 animals in each), and the brains were
immediately dissected on ice. The hippocampus and the frontal-parietal cortex from the
left hemisphere were used for protein extraction, while those from the right hemisphere
were used for RNA extraction.

Total proteins were extracted using the Laemmli sample preparation protocol. Shortly,
the tissue extracts were homogenized in RIPA buffer containing protease inhibitor cocktail
(Sigma Aldrich, P8340) and left for incubation for 30 min at +4 °C. The samples were
centrifuged at 15,000 g for 20 min. The supernatant was aspirated and transferred into a
clean tube. Then, the supernatant was diluted with the Laemmli sample buffer (0.5 of the
supernatant volume) and put to boil for 5 min. After that, the samples were put on ice and
stored at —20 °C before the analysis.

Total RNA from rat neocortex and hippocampus was isolated using Extact RNA
reagent (Evrogen, Moscow, Russia, BC032) according to the manufacturer’s instruction. The
isolated RNA concentration was measured on a Shimadzu UV mini-1240 spectrophotometer.
The RNA quality was assessed using agarose gel electrophoresis. RNA was reversely
transcribed into cDNA using the MMLV RT kit (Evrogen, Moscow, Russia, SK022S) and
oligo-dT primer (Evrogen, Moscow, Russia, SB001, PB006).

4.4. Western Blot and Dot Analysis

For Western blotting analysis, p62 proteins were separated by electrophoresis in 10%
and LC3 protein in 20% sodium dodecyl sulfate-polyacrylamide gel (SDS-PAGE) and
transferred to a PVDF membrane (0.2 pm, Thermo Scientific). The color pre-stained protein
standard (New England BioLabs, Ipswich, MA, USA, P7712S) was used as a marker of the
protein molecular weight. The dot blot method was performed according to the Abcam
protocol (Abcam, Cambridge, UK). For dot analysis, 1 uL of the sample was immobilized
on a nitrocellulose membrane (Protran 0.45 pum, Whatman). Both for Western blotting
and dot analysis, the steps of the immunodetection were identical. For blocking of the
nonspecific binding, the membranes were incubated in 5% milk for 1 h. Furthermore, the
membranes were incubated with primary antibodies for 2 h at room temperature. Then,
the membranes were washed with TBST and incubated with secondary HRP-anti-rabbit
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antibodies (Sigma Aldrich, A0545) for 1 h at room temperature. All steps of incubation
were performed at continuous orbital shaking. Visualization was performed using an
ECL detection kit (BioRad, 1705060) according to the manufacturer’s instructions. The
protein bands and dots were visualized using the ChemiDoc MP Imaging System (Bio-Rad,
Hercules, CA, USA). The dots were further counterstained with amido-black. The blots and
dots were optically processed using the Image] software (https://imagej.net/, accessed
on 1 October 2020). The integral optical density of each dot was calculated and then was
normalized to the amount of total protein in the samples. The antibodies were verified on
Western blotting, and the bands that the antibody recognized are presented in Figure Al.

4.5. gRT-PCR

qRT-PCR was performed in a StepOne Plus thermocycler (ABI) using qPCRmix-
HS SYBR (Evrogen, PK147L). The primers for map/Ic3, tfeb and rpl13 were designed us-
ing Primer-BLAST (NCBI, http://www.ncbi.nlm.nih.gov/tools/primer-blast/, accessed
on 1 October 2020; RRID: SCR_003095) and purchased from Evrogen. tfeb: forward—
ACCAGAGGTAGAAATGGGAGC, reverse—CAAGGGAGCCAGAGGACACTA. map/lc3:
forward—TCTTGGACGCTTGTACGCAT, reverse—TTGTGTGTCTCCTCAACCC. rpl13:
forward—GAGCCCCAAGCCGCATTTTT, reverse—ACGCCCCAGGTAAGCAAACTT.
The gene expression was calculated using the AACt method of relative quantification. The
gene expression levels were normalized to the rpl13 gene.

4.6. Statistics

The data were analyzed using the Microsoft Excel and Statistica Software 7 (Stat Soft,
Inc., USA, http:/ /www.statsoft.com /Products/STATISTICA /Product-Index, accessed on
1 October 2020; RRID: SCR_014213). The results are presented as the mean =+ standard
error of the mean (SEM). The Kruskal-Wallis test with Tukey—HSD analysis was used for
comparison of the independent groups for immunohistochemical and dot analysis. In case
of qRT-PCR analysis, statistical differences were assessed using the Kruskal-Wallis test
and Mann-Whitney U test. The difference between the groups was considered significant
if p <0.05.

5. Conclusions

Taken together, in this work, we have indicated for the first time the important dif-
ferences in the LC3 and p62 overall staining and puncta staining in the neurons of the
hippocampus and neocortex in an animal model. The data obtained indicate that neu-
rons of the CA1 field of the hippocampus and the V layer of the neocortex differ in the
autophagic process under normoxic conditions. This feature is likely to underlie the differ-
ence between these brain regions in autophagic response to hypoxia. In the hippocampus,
HH led to a decrease in LC3 and p62 levels with a consequent activation of related gene
expression, whereas in the neocortex, the activation of autophagy was not pronounced
and not associated with the changes in the protein or the mRNA levels. The observed
differences between the hippocampus and neocortex in autophagy activity could possibly
arise from the different ratio of the membrane receptors, which to a great extent determine
the functional features of the neurons of these brain regions. The data obtained with the
help of the HH model might be helpful for further investigation of the strategies by which
neurons of different brain regions cope with the hypoxic stress of functional overload.
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