www.transplantology.org

Cell and Organ Transplantology. 2020; 8(2):177-186.
doi: 10.22494/cot.v8i2.114

Dynamics of morphological changes
in neural cell culture with a model
of neurotrauma in vitro under

the influence of conditioned media
of the rat fetal brain neurogenic cells

Pedachenko E. G., Liubich L. D,, Staino L. P., Egorova D. M.
The State Institution «Romodanov Neurosurgery Institute, National Academy of Medical Sciences of Ukraine», Kyiv, Ukraine

e-mail: lyubichld@gmail.com

ABSTRACT

A potential strategy for recovery and regeneration of brain damage due to traumatic brain injury is considered to be the transplantation
of neurogenic stem and/or progenitor cells (NSCs/NPCs). The key factors of the regenerative effects of NSCs/NPCs (so-called bystander ef-
fects) include the signal molecules produced by them into the extracellular environment (secretome).

The PURPOSE s to study the effects of the conditioned media of rat fetal brain neurogenic cells (FBNCs) in the in vitro model of neurotrauma.

MATERIALS AND METHODS. In neural cell culture of FBNCs from rat fetuses (E14-16), neurotrauma was modeled in vitro by mechanical
scratching of monolayer and conditioned medium obtained from 24-h cultures of rat FBNCs was added. Cell phenotype was evaluated by
morphological features and by immunocytochemical staining for Nestin and GFAP. The density and length of processes, migration capacity,
the monolayer density and overgrowth cell rate in the scratched area were compared. Morphometric study included analysis of the width of the
scratched area, the number of migrating cells, the distance of migration and mitotic activity in the intact monolayer.

RESULTS. Under the conditions of the nutrient medium of standard composition (DMEM with 20% fetal calf serum, 8 mg/mL glucose) in
a reproduced model of neurotrauma in vitro in the scratched area the signs of endogenous regeneration are shown during 24-48 h of cultiva-
tion. The overgrowth of cell processes from monolayer and short distance migration of single undifferentiated or poorly differentiated cells
were shown. In the next 72-96 h of observation, the degeneration of migrated cells and processes in the scratched area was detected. Under the
influence of conditioned media from 24-h cultures of FBNCs by single addition immediately after scratching at dose of 0.1 mg/mL for protein
content the stimulation of regeneration was detected up to 7" day of cultivation. The migration of cell processes from the monolayer simultane-
ously with undifferentiated or poorly differentiated cells at 24 hours was shown. The formation of cell clusters and their differentiation (at 48 h),
as well as monolayer growth of differentiated cells with partial or complete overgrowth of scratched area terminals (72-168 h) were observed.
The morphological signs of degeneration of migrated cells in the scratched area appeared only on the 8" day of cultivation. Conditioned media
does not affect qualitative and quantitative properties of the culture of rat FBNCs in the intact area where mitotic activity was average.

CONCLUSIONS. Conditioned medium from 24-h cultures of rat FBNCs can stimulate reparation in the in vitro model of neurotrauma in neural
cell culture for at least 7 days at a single addition, without affecting the cellular composition and mitotic activity of the intact monolayer.
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Traumatic brain injury (TBI) as an intracranial injury to the brain
caused by an external force due to severe impact is a global medical and
socio-economic issue [1]. TBI leads to primary reversible or irrevers-
ible brain damage, causing secondary reactions at the ultrastructural,
cellular, tissue, organ levels, which affect the whole body. The seve-
rity of clinical manifestations and consequences of TBI is determined by

concomitant morphological changes in the brain tissue: the formation of
foci of destruction, edema and diffuse loosening, hyperemia of the corti-
cal vessels and subcortical white matter, hemorrhage, destructive and
dystrophic changes in neurons and astrocytes, swelling of myelin fibers
[2]. Conventional treatment for TBI do not allow to fully ensure the func-
tional and structural regeneration of the brain. Technologies developed
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on animal models of TBI in vivo have not shown a significant effect in
clinical trials yet [3].

A potential strategy for recovery and regeneration a damaged brain is
considered to be the transplantation of neurogenic stem and/or progeni-
tor cells (NSCs/NPCs) [4-6], which are located in the neurogenic areas
of the adult mammalian brain and are able to be involved in regeneration
and reparation in response to central nervous system (CNS) injury. In
animal models of TBI, transplanted allo- and xenogeneic fetal NSCs/NPCs
are capable of survival, migration and differentiation into neurons and
astrocytes. NSCs/NPCs transplantation can also promote restore motor
and cognitive functions [7-9]. Recently, the paradigm of regenerative ef-
fects of NSCs/NPCs has shifted from the concept of «cell replacement»
(remodeling) to the concept of «functional or therapeutic plasticity»
(modulation of the microenvironment). This is based on a wide range of
regulatory paracrine effects of these cells, so called «bystander effects»,
that provide neuroprotection, modulation of inflammation and immune
response and help to repair damaged neural tissue [10-13]. In this re-
gard, much attention is paid to the study of factors produced by NSCs/
NPCs and thus enrich the culture media during cultivation as a released
molecules or as a extracellular vesicles: neurotrophic, growth factors,
morphogens, immunomodulatory cytokines (NGF, BDNF, NT-3, GDNF,
TGF-B1, TGF-B2, VEGF, IL-1qa, IL-1B, IL-2, IL-4, IL-6, IL-10, IL-17, IFN-y
TNF-a), chemokines (CXCL12), prostaglandins (PGE2), microRNAs, etc.
[10-19]. These secreted factors or NSCs/NPCs secretome [11, 20] are the
mediators of bystander-effects, able to regulate a wide range of process-
es at the cellular, tissue, organ and systemic levels and are considered
a key component of these regulatory mechanisms [12, 21-23]. Given
the limited clinical use of cell therapy in the TBI treatment at this stage,
it seems promising to study the effectiveness of regenerative effects of
NSCs/NPCs conditioned media as a source of their secretome and a pos-
sible alternative to direct cell transplantation.

The development of new treatments for CNS injury requires manda-
tory prior testing of their effectiveness in in vitro and in vivo experiments.
Cellular models in vitro are 90 % close to the natural processes in vivo
[24], so the urgent task is to find and create an optimal model of brain
injury to study its own regenerative potential through endogenous repair
mechanisms and assess possible therapeutic effects in transplantation
of exogenous cells with regenerative potential. Such a model must be
stable and reproducible with the possibility of adaptation to the tasks of a
particular experiment.

To model the destructive processes in the nervous tissue at TBI,
mechanical static (by transection, compression, stretching, barotrauma)
or dynamic (by acceleration, braking) damage, hydrodynamic impact,
chemical damage; different methods of culturing neural cells («brain-
on-chip», immortalized cell lines, primary and organotypic cultures, two-
dimensional 2D and three-dimensional 3D systems) are used [25]. The
following in vitro models are available to simulate the loading conditions
corresponding to clinical TBI and microscopic examination of cellular re-
actions in real time: stretching damage in 2D cultures [26, 27]; shear de-
formation and weight-drop injury of 3D-matrices containing cells [28,29];
stretching and oxygen-glucose deprivation of microvascular endothelial
cells of the blood-brain barrier [30-32]; models of blast-induced TBI [33].

Most brain injuries are accompanied by local tissue ruptures that are
difficult to investigate in vivo dynamics. For adequate reproduction of the
tissue rupture model in vitro, mechanical transection (cross-section or
cutting across) is used on organotypic brain slices [34] or «scratch in-
jury» model on the culture of neural cells of the murine fetal brain cor-
tex [35, 36 ]. At a section of a growth zone, cells are exposed to both
compression and damages from their processes dissection, thus already
established intercellular contacts are broken. The regeneration of injured
tissue occurs due to cell migration, as well as their intensive proliferation.
The simplicity of the transection or scratch model does not fully reflect
the complexity of the processes in the damaged brain, but its important
advantage is high reproducibility and clear edges of the injury. It allows
to compare the effects on cells adjacent to the injury and cells of the un-
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damaged area [35, 36]. For the study, we selected a mechanical scratch-
induced experimental model of TBI on a standardized culture of neural
cells from brain tissue of rat fetuses 14-16 days of gestation (E14-16).

The PURPOSE of the study is to establish the effects of the condi-
tioned media of rat fetal brain neurogenic cells (FBNCs) on the model of
neurotrauma in neural cell culture in vitro.

MATERIALS AND METHODS

Outbred mature 3-months-old female rats weighing 220 + 10 g (n=9)
were used in the experiments. Animals were kept under standard condi-
tions of the accredited vivarium of the State Institution «<Romodanov Neu-
rosurgery Institute, National Academy of Medical Sciences of Ukraine».
All studies with experimental animals were carried out in compliance with
legal norms and requirements of the Law of Ukraine Ne3447 IV «On pro-
tection of animals from cruelty», «European Convention for the protection
of vertebrate animals used for research and other scientific purposes»
(Strashourg, 1986), taking into account the principles of bioethics and
biosafety standards. Anesthesia was performed by diethyl ether, euthana-
sia — by ether overdose.

Isolation of FBNCs and obtaining their conditioned medium. Pregnant
female rats at 14-16 days post coitum (E14-16) were anesthetized and
the surgical site was treated with 96 % ethanol. The abdominal cavity
was dissected with sterile scissors, both horns of the uterus with the fe-
tuses were placed on a sterile bandage, the fetuses were isolated (n = 89).
Brain tissue was isolated under sterile conditions from the fetuses and
washed in serum-free DMEM (Sigma, Germany) Blood vessels and me-
ninges were removed, brain tissue was transferred to a fresh nutrient me-
dium and mechanically dissociated by repeated pipetting. The obtained
cell suspensions were pelleted by centrifugation for 5 min at 1500 rpm
and resuspended with fresh DMEM medium. The number and viability of
the obtained cells were counted in a Goryaev chamber after staining with
0.2 % trypan blue solution (Merck, Germany). The volume of the cell sus-
pension at a concentration of 6,0 « 10° cells was adjusted to 6 mL by ad-
ding serum-free DMEM medium with 0.10 mg/mL concanavalin A (Serva,
Germany), incubated for 2 hin a CO, incubator (Nuve, Turkey) in standard
conditions (95 % humidity, 5 % CO,, 37 °C). Next, the cells were pelleted
by centrifugation for 5 min at 1500 rpm, the pellet were resuspended
in DMEM serum-free medium and plated in plastic 35-mm Petri dishes
(SPL, Korea) at concentration 2 « 10° cells per plate. The cultures were
kept in a CO, incubator under standard conditions.

After 24 h of incubation of the FBNCs cultures, conditioned media
were collected using a Pasteur pipette, and the protein concentration by
Lowry was determined. The samples were aliquoted and frizzed at -20 °C.
Cells were fixed in 10 % neutral formalin (Bio-Optica, Italy) and stained
with rabbit anti-nestin antibodies (Sigma-Aldrich, USA) in dilution 1:100
for intermediate filament protein type VI as a marker of NSCs/NPCs. The
visualization of the immunocytochemical staining was performed using
the Immunoperoxidase Secondary Detection System kit (Millipore, USA).
The number of nestin-positive cells in FBNCs cultures according to the
counting in 10 randomly selected fields of view was 49.2 + 10.6 %.

Obtaining of the culture of rat neural cells (E14-16). The source of
neural tissue cultures was the cerebral cortex and the hippocampus of rat
fetuses. Pia matter were isolated from the brain with micro scissors, the
cortex and hippocampus were isolated and minced with micro scissors
into 1-2 mm?® fragments in CMF solution (BiolWest, France). After that the
tissue was dissociated by repeated pipetting with Pasteur pipettes. The
resulting cells were pelleted by centrifugation for 5 min at 1000 rpm. The
cell pellet was resuspended in DMEM medium (Sigma, Germany) supple-
mented with 20 % fetal calf serum (BiolWest, France), 8 mg/mL glucose,
100 1U/mL penicillin, 100 pg/mL streptomycin (Sigma-Aldrich, USA). The
number and viability of the obtained cells were determined using a Goryaev
chamber after staining with 0.2 %, trypan blue solution (Merck, Germa-
ny). The cells were seeded at 2 « 10° in 35-mm Petri dishes (SPL, Korea)



on cover slides pre-coated with polyethyleneimine (Sigma, Germany) for
cell adhesion. Cultures were kept in a CO, incubator (Nuve, Turkey) under
standard conditions (95 % humidity, 5 % CO,, 37 °C). Lifetime obser-
vation and microphoto recording were performed during the experiment
using an inverted microscope TS100 (Nikon, Japan).

Modelling of the neurotrauma in vitro. After achieving effective growth
of the culture, when cells form a monolayer or a dense network (5-7"" day
of cultivation), a transection was performed by scratching the cell growth
zone with a metal blade. Cells that were detached from the surface of Petri
dishes after the scratching were removed by a single wash with nutrient
medium. As a result, a zone of damage to the monolayer (scratch area)
with an average width of ~ 450 um was formed.

The study of the effects of FBNCs conditioned media (E14-16) on the
model of neurotrauma in vitro. In experimental cultures with a model of
neurotrauma the FBNCs conditioned media was added once immediately
after the transection. The effective dose 0.1 mg/mL by protein concentra-
tion was selected in previous experiments. As a standard culture condi-
tions, 2 mL DMEM medium supplemented with 20 % fetal calf serum and
8 mg/mL glucose was added to the control cultures after the transection
of the growth zone. Accordingly, experimental groups were formed:

1. neurotrauma in vitro (control) — the culture of rat fetal neural
cells (E14-16) with a mechanical model of neurotrauma under
standard conditions of cultivation (n = 30);

2. neurotrauma in vitro + FBNCs conditioned media - the culture
of rat fetal neural cells (E14-16) with a mechanical model of
neurotrauma under the influence of FBNCs conditioned media
at 0.1 mg/mL by protein, a single addition immediately after the
transection (n = 30).

The cultures were kept in a CO, incubator (Nuve, Turkey) under stan-
dard conditions (95 % humidity, 5 % CO,, 37 °C). Lifetime observation of
the dynamics of culture growth was performed using an inverted micro-
scope TS100 (Nikon, Japan). At the end of the experiment (the 13-15%
day of cultivation, the 8™ day after the transection), the cultures were fixed
in 10 % neutral formalin (Bio-Optica, Italy) and stained with hematoxylin-
eosin according to Carazzi and thionine according to Nissl. Also, immuno-
cytochemical staining for nestin (marker of NSCS/NPCs, postmitotic neu-
rons and early neuroblasts) and GFAP (glial cells and astrocyte marker)
was performed. For this purpose, rabbit polyclonal anti-nestin antibodies
at 1:100 (Sigma-Aldrich, USA) and anti-GFAP at 1:1000 (Millipore, USA)
were used. The visualization of the immunocytochemical staining was
performed using the Immunoperoxidase Secondary Detection System kit
(Millipore, USA).

Microscopic and morphometric studies. Microscopic examination
and photorecording of cell cultures cytological preparations were per-
formed on a light optical photomicroscope Eclipse E200 (Nikon, Japan).
Quantitative studies of control and experimental cultures were performed
in 10 representative fields of view with a standard measuring scale of
object-micrometer. Digital images were analyzed using ImageView soft-
ware. Cytological changes were determined, namely total cell number,
mitotic activity and morphometric parameters.

The cellular composition of the culture growth zone was assessed by
phenotypic features of cells (shape of cytoplasmic cell bodies; presence,
expression and density of processes; presence of signs of cell differentia-
tion by morphological characteristics and expression of marker proteins)
and their ability to form spatial histotypic structures. In all cultures, the
migratory capacity of cells was assessed by analyzing the overgrowth of
the transection zone. Using an inverted microscope, the migration of cells
(as a part of multicellular clusters, layers or single cells), the density of
migrated cells, and the overgrowth rate in the transection zone under the
experimental conditions were assessed daily.

Morphometric analysis was performed by processing digital images
of cell cultures in 10 randomly selected fields of view for each sample at
the same magnification x800, determining on the test area 0.04 mm? the
width of the transection zone, the number of migrated cells and a migra-
tion distance.
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Statistical analysis. Statistical analysis of the data obtained from
the study was performed using the Statistica 8.0 software (StatSoft Inc.,
USA). Nonparametric methods of variation statistics were used: one-way
ANOVA on ranks by Kruskal-Wallis for multiple comparison of several
independent groups, Mann-Whitney U-test for pairwise comparison of
independent groups, Wilcoxon test for pairwise comparison of dependent
groups in the dynamics of observation. The normality of data distribution
was determined by the Shapiro-Wilk test. Data are presented as Mean +
SD and as Median (25 %; 75 %). Differences were considered statistically
significant at p < 0.05, statistically highly significant — at p < 0.01.

RESULTS AND DISCUSSION

Lifetime observation of rat neural cell cultures (E14-16) showed after
24 h of cultivation the presence of mostly round cells without processes, as
well as single droplet-like cells with one short process (Fig. 1a). On the 2-3
day of cultivation, cell migration was observed with the formation of micro-
aggregates surrounded by single or arranged bundles of thin processes that
were connected with each other. Droplet- and pear-shaped cells actively
migrated along the surface of these structures (Fig. 1b), which eventually
acquired numerous processes. On the 3-51" day of cultivation, monolayer
growths of poorly differentiated gliocytes dominated in the growth zone. On
their surface, there persisted the groups of unipolar, pyramidal and pear-
shaped neuroblasts with optically dense cytoplasm, light nuclei and a large
nucleolus. Cell bodies were narrow, with a typical branching of the proces-
ses (Fig. 1¢). At the same time, monolayer associations of medulloblasts of
typical phenotype were detected (Fig. 1d). Later (the 5"-7" day) the growth
of glial cells formed the feeder layer for the survival of multipolar neurocytes
with elongated processes (Fig. 1e). Immunocytochemical staining showed
the predominance in cultures of nestin* and GFAP cells (Fig. 1f, g).

The morphological characteristics of the obtained cultures of rat neu-
ral cells (E14-16) are generally similar to cell cultures from the cerebral
cortex of E14 mice obtained by Lodv C. et al. (2012, 2013) [35, 36]. After
cultivation in the form of neurospheres and subsequent seeding on the
cover glasses, these cells during 8 days differentiated into the main cel-
lular types of nervous tissue, including neurons and astrocytes. Our data
also correspond to the observation of the presence of immature astro-
cytes in the cultures of neurogenic E14 mouse cells with the presence of
intracytoplasmic filaments containing nestin and GFAP [35, 36].

DYNAMICS OF MORPHOLOGICAL CHANGES IN THE CULTURE OF
NEURAL CELLS WITH A MECHANICAL MODEL OF NEUROTRAUMA
UNDER DIFFERENT CONDITIONS OF CULTIVATION

Neurotrauma in vitro (control group). After the formation of a dense
monolayer of neural cells (Fig. 2a) on the 5-7" day of cultivation, the growth
zone was scratched, to obtain an area of transection with smooth edges
(Fig. 2b). In 24 h after the transection in control cultures we observed the
migration of numerous long branched processes of cells from the edges of
the growth zone along the entire length of the section (Fig. 2¢). The cell bo-
dies, preferably, did not leave the monolayer of the growth zone and did not
migrate to the transection zone. During this period, no significant change in
the width of the transection zone was observed.

In 48 h after the injury, single cells migrated to the transection area,
which had round or teardrop-shaped cytoplasm with a clear nucleus and
long processes. At the same time, numerous migrated processes were
observed, which branched off with the formation of a veil-like network
(Fig. 2d). The orientation of the processes was mainly perpendicular to
the monolayer, directed toward the processes from the other edge of the
transection. In most cases, the transection area was not completely in-
habited by cells and their processes; only in one case the local filling of
the entire width of the transection zone with processes was noted, but
there were also areas that did not contain processes at all.

Some areas of depletion, reduction of the most part of the migrated
processes, as well as degenerated cells with reduced processes were
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observed 72 h after the transection in the injured area (Fig. 2e). 96 h
after the transection, an increase in destruction of the migrated cells was
detected in the area of the injury (Fig. 2f), while cells in mitosis in the area
of transection were not presented. Destruction in the transection zone
increased by the 7" day. At the same time, outside the injured area cells
continued to grow. In the growth zone, the preservation of the dense cell
monolayer was observed, in which the nestin* neuronal and GFAP+ glial
cells at different stages of differentiation (Fig. 2g, h) including 1-2 cells in
mitosis per field of view (Fig. 2i) were observed.

Thus, after the transection of the growth zone in control neural cell
cultures of rat brain (E14-16), mostly processes of cells whose bodies
remained in the monolayer, as well as single undifferentiated or poorly
differentiated cells, migrated to the injury zone at a short distance. Com-
plete overgrowth of the transection area with the formation of a neuro-glia
network during the study period (7 days) was not observed. Probably, the
presence of tight contact between cells in the monolayer of the growth
zone limit the migration of cells into free space, or the width of the dam-
age is too large, which makes it impossible to contact the cell processes.
At the same time, the growth zone in the intact area had a dense cell
monolayer or formed a typical neuro-glia network; the cells retained the
ability to mitotic division.

Our observations are largely consistent with the data of L66v C. et al.
(2012, 2013), obtained by the transection of the cell culture of the cere-
bral cortex cells of mice E14 [35, 36]. The authors showed in time-lapse
that within 24 h after the transection of the growth zone, astrocytes and
neurons pulled out the processes and migrated in the directions to and
along the injury, not growing into the scratching zone and not overgrow-

A Fig.1. Micrographs of neurogenic cell cultures from rat fetal brain (E14-16). Light microscopy.

a — The growth zone at 24 hours of cultivation, unstained culture.
b — 3" day of cultivation, migration of droplet- and pear-shaped cells (white arrows); unstained culture.
¢ — 3" day of cultivation, proliferation of epithelioid gliocytes (white arrows) and cell in mitosis (red
arrow); hematoxylin staining.
d - 3 day of cultivation, monolayer groups of medulloblasts (white arrows); hematoxylin staining.
e - 5" day of cultivation, neurocytes (black arrows) on the layer of gliocytes (white arrows);
hematoxylin staining.
f— 7" day of cultivation, cells with nestin+ filaments in the cytoplasm (brown); combined

immunocytochemical and hematoxylin staining.
g — 7™ day of cultivation, cells with GFAP* filaments in the cytoplasm (brown); combined

ing it [35, 36]. If the transection did not directly affect the cell nucleus or
adjacent areas of the cytoplasm, the cells did not die. The neurites that
regenerated grew along the lesion; neurons (identified by their round to
oval cell bodies and distinct axons and dendrites) migrated toward and
along the scratching zone and actively proliferated. Most cells in the cul-
ture expressed nestin and were not fully mature. Like neurons, astrocytes
regenerated processes quickly after the injury, but did not migrate in re-
sponse to the injury and very rarely crossed the scratched area, directing
the processes mainly along it. [35, 36].

Interestingly, in contrast to the cultures with a transected growth
zone, in intact cultures the migration of neurons did not have a specific
direction, which indicates the induction of migration due to extracellular
soluble signals. It is also important to note that astrocytes of the cerebral
cortex of E14 mice, having the phenotype of a mature cell, expressed
nestin [35]. The authors propose to distinguish cells by their typical shape
and behavior in culture: astrocytes are tightly attached to the culture sur-
face, while neurons migrated long distances on the surface of the cell
layer of astrocytes, which corresponds to our data (see Fig. 1e). But, in
our study of rat neural cell culture (E14-16), which lasted 7 days after the
transection of the growth zone, the cells during the first 24-48 h directed
their processes not only along the edges of the dissection of the growth
zone, but also perpendicular to it, directing them to the opposite edge of
the dissection zone. The cells also migrated to the transection zone.

Neurotrauma in vitro + conditioned media of FBNCs. In experimen-
tal cultures of rat neural cells, immediately after the transection of the
growth zone on the 5-7" day of cultivation, conditioned media of FBNCs
(0.1 mg/mL by protein) was added once. 24 h after the scratching and ad-

immunocytochemical and hematoxylin staining.
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Fig. 2. Micrographs of neurogenic cell cultures from rat fetal brain (E14-16). Neurotrauma model in vitro, control. Light microscopy.
a — growth zone of rat neural cell culture (E14-16), 6" day of cultivation; unstained culture.
b — transection area (edges marked with a dotted line) immediately after the scratching of the growth zone, 6 day of cultivation; unstained culture.
¢ — migration of cell processes (black arrows) and single cells (white arrows) from the edges of the transection area, 24 h after the scratching,

7" day of cultivation; unstained culture.

d — the migration of cells (white arrows) in the area of transection and the formation of a network of processes (black arrows), 48 h after scratching,

8™ day of cultivation; unstained culture.

e, f —the reduction of processes (black arrows) and cell degeneration (white arrows) in the area of transection, 72 (e) and 96 (f) h after the scratching,

9™ (e) and 10™ (f) day of cultivation; unstained culture.

g - intact area of the growth zone, cells with nestin+ filaments in the cytoplasm (brown), 96 h after the scratching, 10" day of cultivation; combined

immunocytochemical and hematoxylin staining.

h —intact area of the growth zone, cells with GFAP* filaments in the cytoplasm (brown); 96 h after the scratching, 10" day of cultivation; combined

immunocytochemical and hematoxylin staining.

i —intact area of the growth zone, cell in mitosis (red arrow); 48 h after the scratching, 8" day of cultivation; hematoxylin staining.

dition of FBNCs conditioned media, stratification of the edges of the tran-
sected growth zone and active migration of cell processes along the entire
length of the transection zone were observed simultaneously in two direc-
tions: perpendicular to the monolayer, to the opposite side of the scratching
site, and along the monolayer. Along with the migration of the processes,
there was a migration from the monolayer of undifferentiated cells (Fig. 3a).

48 h after the scratching and addition of conditioned media of FBNCs,
we observed germination of cell processes at a considerable distance
from the edges of the injured growth zone and the overgrowth of a large
area of free space in the transection zone (Fig. 3, b). At the same time,
active migration of poorly differentiated cells was detected, both individu-
ally and together, with the formation of clusters (Fig. 3¢). Among the mi-

grated cells, GFAP+ cells of glial phenotype with several processes were
observed (Fig. 3D).

In 72 h after the transection and addition of conditioned media of
FBNCs in the «wound» zone, we observed the «suturing» the edges of the
transection zone using thin chains from process-bearing cells (Fig. 3e, f),
and areas of displacement of whole layers from which there was a mass
migration of differentiated GFAP* cells with glial-like phenotype (Fig. 3g).

96 h after the transection and addition of conditioned media of FBNCs
we observed further stratification of the edges of the monolayer with
the migration of whole layers of cells with processes (Fig. 3h), including
the GFAP+ glial phenotype (Fig. 3i). In some areas, complete overgrowth
of the transection zone was observed, and in several cases, there was
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8" day of cultivation; unstained culture.
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Fig. 3. Micrographs of neurogenic cell
culture from rat brain (E14-16). Model
of neurotrauma under the influence

of conditioned media of FBNCs. Light
microscopy.

a - the migration of undifferentiated cells (white arrows) and processes (black arrows — perpendicular to the monolayer, blue arrows — parallel to the
monolayer) from the growth zone. 24 h after the scratching and addition of conditioned media, 7™" day of cultivation; unstained culture.
b — overgrowth of the transection zone by cells (white arrows) and processes (black arrows). 48 h after the scratching and addition of conditioned media,

¢ — migration of poorly differentiated cells (white arrows), both individually and together, with the formation of clusters. 48 h after the scratching and addition

of conditioned media, 8™ day of cultivation; unstained culture.

d - migrated GFAP- cells of the glial phenotype with several processes (brown); 48 h after the scratching and addition of conditioned media,
8" day of cultivation; combined immunocytochemical and hematoxylin staining.
e, f — «suturing» of the edges of the transection zone with chains of cells (white arrows) and their processes (black arrows). 72 h after the scratching and

addition of conditioned media, 9" day of cultivation; unstained culture.

g — migration of the layers of GFAP+ process-bearing cells of the glial phenotype in the area of transection (brown); 72 h after the scratching and addition of
conditioned media, 9" day of cultivation; combined immunocytochemical and hematoxylin staining.

h, i — migration of layers (white arrows) of the process-bearing cells of the glial phenotype in the transection zone. 96 h after the scratching and addition of
conditioned media, 10" day of cultivation; unstained culture (h) and combined hematoxylin and immunocytochemical staining for GFAP*(i).

j, k — complete overgrowth of the transection zone (the edges are marked by a dotted line, migrated cells — white arrows). 96 h after the scratching and
addition of conditioned media, 10" day of cultivation); hematoxylin staining.

I, m, n — migrated cells in the area of the transection (white arrows). 7™" day after the scratching and addition of conditioned media, 13" day of cultivation;

unstained culture.

o0 — migrated cells in the area of the transection (white arrows). 8" day after the scratching and addition of conditioned media, 14" day of cultivation;

unstained culture.

p — migrated cells in the area of the transection with signs of degeneration (white arrows). 8" day after the scratching and addition of conditioned media, 14™

day of cultivation; unstained culture.

r — the intact area of the growth zone of rat neural cell culture (E14-16), in the field of view there are 2 cells in mitosis (red arrows). 8" day after the
scratching and addition of conditioned media, 14" day of cultivation; hematoxylin staining.

a monolayer overgrowth of both terminals (Fig. 3j, k). These processes
persisted on the 7-8" day of observation (Fig. 31, m, n, 0). Morphological
signs of degeneration of some cells migrated to the transection zone ap-
peared only on the 81" day of cultivation (Fig. 3p).

At the same time, outside the injury zone, the addition of conditioned
media of FBNCs did not significantly affect the further growth of rat brain
cell culture (E14-16): the monolayer structure of the growth zone and its
density did not differ from control cultures; cells at different stages of
mitosis — 1-2 in the field of view (Fig. 3r).

Therefore, after the transection and addition of conditioned media of
FBNGs, in contrast to standard experimental conditions, active migration
from the monolayer of cell processes was observed in the transection zone
simultaneously with undifferentiated or poorly differentiated cells, as well
as migration of cell clusters. Under the influence of conditioned media of
FBNCs, differentiated cells in the transection zone were detected after 48 h
of observation, in contrast to control cultures, where they were not detected
at all. Unlike standard experimental conditions, under the influence of con-
ditioned media of FBNCs we observed monolayer growths of differentiated
cells immediately from the edges of the injured monolayer, and, in several
cases, there was a complete overgrowth of the «wound» terminals. But,
mainly, the overgrowth of the transection zone was observed locally: along
the entire length of the incision zone, the areas of complete overgrowth
alternated with the areas without signs of cell migration.

Thus, the study of the dynamics of morphological changes in the cul-
ture of neural cells of the fetal brain of rats (E14-16) with a mechanical

model of neurotrauma in vitro reproduced by transection of the growth
zone showed that within 24-48 hours of cultivation under standard nu-
trient medium composition processes of cells whose bodies remain in
a monolayer, grow into the injury zone and also migrate single undif-
ferentiated or poorly differentiated cells which move in an insignificant
distance. In the next 72-96 hours of observation, cells and processes mi-
grated to the area of transection degenerate. Overgrowth of the transec-
tion zone with the formation of a neuro-glia network during the observa-
tion period (96 h) does not occur.

Under the influence of conditioned media from 24-h cultures of rat
FBNCs (E14-16) in the dynamics of observation (24-96 h), in contrast to
standard experimental conditions, in the transection zone there is an ac-
tive migration of cell processes from the monolayer simultaneously with
undifferentiated or poorly differentiated cells, cell clusters and their diffe-
rentiation (48 h of observation). As well as the monolayer growths of dif-
ferentiated cells, overgrowth of some areas of the transection zone along
its entire length, and in several cases complete overgrowth of the termi-
nals of the transection zone were observed. Therefore, conditioned media
from 24-h cultures of rat FBNCs (E14-16), containing biologically active
signaling mediators in a soluble form and in the extracellular vesicles
(secretome), stimulate endogenous regeneration of neural cell culture in
the damaged area: cell migration, germination of processes, monolayer
formation and cell differentiation, as a result — overgrowth of the transec-
tion zone areas. At the same time, conditioned media from 24-h cultures
of rat FBNCs (E14-16) do not affect the growth zone of rat fetal brain cell
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Table 1. Indicators of overgrowth of the transection zone under different experimental conditions in the model of neurotrauma in vitro.

NUMBER OF MIGRATED CELLS

CELL MIGRATION DISTANCE, uM

Ne GROUP TIME, H MEDIAN P MEDIAN P
(25 %; 75 %) (MANN-WHITNEY U-TEST) (25 %; 75 %) (MANN-WHITNEY U-TEST)
169.8
39.0
24 _ (110.1; 238.6)
(27.0;49.0) &880
29,0 290.3
48 (21.0;73.0) *-p1.2=20.10° (266.7,322.5) *—pl.2=1510"
28811812 *3—p1.2=0.012
Neurotrauma 45.0 & 011 = 0.009 221.2 4=p1.2=0.001
1 invitro (control, 72 (36.0:78.0) 1=kl U (190.0:301.5)
n= 30) &4 &o&i1 &5 — p1 1=5.7.10"°
255 220.4 &, —pl.1=34.10°
96 ; (180.2;250.6) &10-p1.1=0.036
(8.0;157.0) % &’ 3 & —p1.1=0.001
3 Q1012 * J
&p—p1.1=3.0.10°
24.0 189.4
168 (19.0:33.0) (70.5:250.3)
*1 &y 4
32.0 192.5
24 (25.0;56.0) & - p2.2=0.015 (157.9;230.4) &3 — p2.2 = 0.007
KELELE &;—p2.2 = 0.005 &i3 &5 &4 — p2.2 = 0.015
&,-p2.2=2.0.10* &5 —p2.2=1.510"
56.0 ! 248.6
48 (32.0:82.0) gs . pg g = g 821 ) (208.9:274.2) gw . pg g = 8 82150 "
Neurotrauma &s s P o *2 814 &uo o peos
AL &;-p2.2 =0.001 &15—p2.2=0.01
in vitro + FBNCs 68.0 3959
) | B 72 (42.0:99.0) (116.7:468.4)
(n = 30) &2&5 &17
90.0 316.9
9 (57.0:95.0) (192.5;409.7)
&38&7 *3 &13&148u8
139.0 386.6
168 (135.0:188.0) (273.2:454.1)
*1 8u&5&68&7 *4 &15&168017&1s
Note: (25 %, 75 %) — interquartile range;

* — differences are statistically significant compared with control;

& — differences are statistically significant between parameters within the group at different observation terms.

culture in the intact area: cell composition and size of the growth zone do
not change; the ability of cells to mitotic division is preserved.

MORPHOMETRIC STUDY OF MORPHOLOGICAL CHANGES IN NEURAL
CELL CULTURE WITH A MECHANICAL MODEL OF NEUROTRAUMA
UNDER DIFFERENT CULTIVATION CONDITIONS

In control cultures with neurotrauma during the first 3 days of cultiva-
tion, the number of migrated cells in the transection zone did not change
significantly, further decreasing from the 41" to the 7™" day (table 1). The cell
migration distance from the growth zone significantly increased from 24 to
48 hours of cultivation (1.7 times), further decreasing from the 3" to the 71"
day (1.5 times, table 1).

When adding conditioned media of FBNCs we observed an increase in
the number of migrated cells in the transection zone in the period from the
15t to the 7™ day of cultivation: twice after 72 h, almost three times after 96
h, four times — up to the 7™ day of observation (table 1). The distance of
cell migration from the growth zone significantly increased in the dynamics
of observation (1.5-2.0 times on the 2-7'" day of cultivation), exceeding the
parameter in control cultures by 1.4-2.0 times after 96-168 h of cultivation
(table 1).

Thus, the morphometric studies made it possible to confirm quantita-
tively the obtained patterns of stimulation of the transection zone (enhance-
ment and acceleration of endogenous regeneration) in the culture of rat
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fetal neural cells (E14-16) with a mechanical model of neurotrauma in vitro
under the influence of conditioned media from 24-h cultures of rat FBNCs
(E14-16).

Obviously, the detected influence of conditioned media from 24-h cul-
tures of rat FBNCs (E14-16), most of which are NSCs/NPCs, on the endo-
genous regeneration in the culture of neural cells of rat fetal brain with
a mechanical model of neurotrauma in vitro is based on the cumulative ef-
fect of biologically active paracrine mediators (signaling molecules of sec-
retome) produced by these cells in the culture medium [11, 20, 22, 37-40].
Secreted mediators are responsible for one of the main mechanisms of
NSCs/NPCs effects, which means modulation of the local microenviron-
ment around the affected area and activation of key inflammatory and re-
generative programs in the CNS [11, 14, 21], i.e. indirect effect, which in the
scientific literature is called «bystander». Bystander effects are understood
as the ability of these cells to secrete factors actively involved in regen-
eration processes, which include neuroprotective and immunomodulatory
cytokines, neurotrophic and growth factors, morphogens, chemokines, etc.
[10,12]. According to various sources, such mediators may include IL-1a,
IL-1B, IL-2, IL-4, IL-6, IL-10, IL-17, IFN-y TGF-B1, TGF-B2, TNF-a, NGF,
BDNF, NT-3, VEGF [14-17, 40]. These factors may be present and manifest
their effects in the conditioned media of FBNCs in the free soluble form, as
well as contents of extracellular vesicles (cellular signal organelles) [11, 39,
40]. Since biologically active substances in the conditioned culture media



of these cells are factors of their modulating and restorative effects, the
conditioned medium as a source of secretome can be considered a key
component of the microenvironment («niche») of these cells, which imple-
ments the regulatory effects of NSCs/NPCs in in vitro and in vivo models.

We previously showed that the conditioned medium of rat FBNCs
(E12-16) in terms of 1 mg of protein contained 1150 pg/mL BDNF,
120 pg/mL TGF-B1, 74.0 pg/mL IFN-a, as well as low concentrations of
IL-1( and IL-4 [15]. In our opinion, BDNF and TGF-1 are most likely can-
didates from this list, responsible for the stimulating effect of conditioned
media from 24-h cultures of rats FBNCs (E14-16), since they are known
for their pleiotropic effects on the processes of cell proliferation, differen-
tiation and survival and/or apoptosis, and its role in the morphogenesis
of nervous tissue [41, 42].

It should be noted that direct targeted studies of the exact composi-
tion of conditioned media from NSCs/NPCs cultures (secretome, protein
profiles, proteome libraries) are at an early stage [11]. Previous in vitro
studies in this area dealt with the impact directly of the NSCs/NPCs them-
selves on other models of neurotrauma (organotypic slices) [34] and other
CNS diseases, in particular spinal cord injury [13, 37, 43, 44]. Subsequent
in vitro studies have investigated the effect of NSCs/NPCs conditioned
media on stroke models (glutamate-induced excitotoxicity of cortical neu-
rons) [22], ischemic hypoxia (hippocampal organotypic slices) [45], and
Huntington’s disease (transfection of neurons with huntingtin) [46], spinal
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cord injuries (organotypic slices, cultures of sensory neurons of adult rat
dorsal root ganglia [13, 44]) or neuromodulatory and potentiating effects
[47]. Thus, the conditioned NSCs medium increased the viability of neu-
rons due to antiapoptotic effects [22], showed a neuroprotective effect [45,
46], enhanced the growth of axons [44]. Addition to the culture of spinal
cord microvascular endothelial cells (SCMECs) of exosomes derived from
conditioned media of NSCs (NSCsExos) in the scratch test enhanced the
migration and proliferation of SCMECs as well as formation of capillary-
like tubules. [40]. Conditioned NSCs medium induced transdifferentiation
of MSCs into NSC-like cells in vitro [48]. In addition, conditioned NSC/
NPCs media enhanced the neurogenic potential of other stem cells: 7-day
cultivation of dental pulp stem cells under the influence of conditioned me-
dium of immortalized human neural progenitor cells ReNCell VM promoted
the formation of cells with characteristics of dopaminergic neurons (bipo-
lar cells with large processes expressing neuronal markers NES, NR4A2,
MSI1, TH) [47].

In general, our results on the regenerative effect of conditioned media
of NSC/NPCs can be a theoretical basis for further promising develop-
ments in their study for the application in the treatment of brain trauma
as a possible alternative to direct cell transplantation. It should be taken
into account that conditioned media, in contrast to the cells, are relatively
easier to manufacture, store, package and transport, which is important
given the economic component of possible clinical application.

were detected.

and mitotic activity of the intact area of cell culture.

N\

1. Under the conditions of the standard nutrient medium in the model of neurotrauma in the culture of the rat fetal brain neural cells in vitro
the signs of endogenous regenerative process during 24-48 hours of cultivation and its reduction in the next 72-96 hours of observation

2. After a single treatment with conditioned media of rat fetal brain neural cells, an enhancement of reparative processes in the culture of
neural cells with a model of neurotrauma in vitro was found for at least 7 days. The conditioned media do not affect the cell composition
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