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Abstract

Multiple sclerosis (MS) is a complex chronic neurodegenerative disease that involves an abnormal autoimmune response directed against
the brain, nerves and spinal cord; it is considered the most frequent cause of neurological disability, because MS-associated inflammatory
lesions can affect a wide range of systems to a varying degree and may cause a plethora of neurological comorbidities and symptoms. The
symptoms are quite variable from patient to patient and depend on the spatial distribution of the central nervous system (CNS) lesions, but
usually involve sensory disturbances, cognitive deficits, unilateral vision loss, bladder dysfunction, ataxia, fatigue, double vision, weakness of
the limbs and intestinal disorders. Experimental autoimmune encephalitis (EAE) mouse model reproduces the pathological features of the
human disease, and is a widely used model used for studying the pathology and different treatment options in the preclinical stage. In this
study, we aimed to evaluate the motor function, as well as the degree of demyelination and inflammatory changes in the brains of mice
immunized for the myelin oligodendrocyte glycoprotein (MOG)ss-s5, and treated with Cerebrolysin. Animals were randomly assigned to one
of the three groups: (i) EAE untreated group (n=10), (i) EAE treated group (n=10), and (jii) control group (n=5), and their motor dysfunction
was followed until the clinical pathology begun to improve. We also analyzed histologically and immunohistochemically the lesions in the
optical nerves, cervical spinal cord and medulla. Our results showed higher deficit scores for untreated animals compared to treated animals.
After harvesting the tissue, we have first evaluated the density of myelin in the optical nerves, cervical spinal cord and medulla and we
found significant differences between treated and untreated groups of animals. We continued to investigate the structure of the CNS
parenchyma by evaluating the intensity and morphology of the neuronal cytoskeleton and microglia by immunohistochemical stainings.
Although larger animal groups are necessary, this is the first pilot study to investigate the use of a neurotrophic factor as a putative treatment

option for a MS model.
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=& Introduction

Multiple sclerosis (MS) is a disease of the central
nervous system (CNS) that involves an abnormal auto-
immune response directed against the brain, nerves and
spinal cord. Experimental autoimmune encephalitis (EAE)
mouse model reproduces the pathological features of the
human disease, and is a widely used model used for
modeling the pathology and different treatment options in
the preclinical stage [1]. EAE is an autoimmune disease
mediated by T-helper cells, characterized by infiltration
of the CNS with T-helper cells and monocytes, associated
with local inflammation. EAE has been a powerful study
tool for MS pathogenesis as well as for potential therapeutic
interventions [2]. MS is characterized by axonal demyeli-
nation in the CNS, due to an immune response [3]. In
EAE model, there is a progressive paralysis that begins
with the tip of the tail and then extends to the rest of the
body. The most common method of inducing EAE is to

inject an antigen consisting of myelin protein fragments
together with an adjuvant [4]. Similar to MS patients, mice
with this disease present demyelination, together with
acute and chronic inflammation [5].

EAE mouse model was initially induced more than
60 years ago by active immunization with spinal cord
homogenates [6]. Research data has led to the discovery
of numerous encephalitogenic peptides and the mice remain
the most used animal species, in part due to the wide
availability of transgenic mice and knockout models
available for targeted functional studies. Depending on
the species of mice used in the study, EAE can be initiated
by immunization with CNS homogenate myelin basic
protein (MBP), proteolipid protein (PLP) encephalitis
epitopes (PLP39.151, PLP;75.191), myelin oligodendrocyte
protein (MOG)g,.19s or MOG3s.55 in complete Freund’s
adjuvant emulsion. In the C57BL/6 (H-2b) mouse model,
EAE is induced with MOGgs_ss, clinically presenting with
a form of progressive chronic disease [7].
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A plethora of neuroprotection mechanisms have been
proposed in the treatment of stroke and degenerative
CNS diseases, with Cerebrolysin being a standardized
complex of neurotropic factors extracted from porcine
brain and consisting of low small peptides (<10 kDa) and
free amino acids [8—12].

In the present study, we aimed to evaluate the motor
function, as well as the degree of demyelination and
inflammatory changes in the brains of MOGss_ss-immunized
animals, after the treatment with Cerebrolysin.

& Materials and Methods
Animals and EAE induction

The study was performed on 25 C57BL/6 female mice
of 10-11 weeks of age (19.61+1.57 g) (“Cantacuzino”
National Institute of Research and Development for
Microbiology and Immunology, Bucharest, Romania).
The animals were kept in groups of three, in a controlled
12-hour light/12-hour dark environment, and had access
at will to water and a normal diet with pellets until the
day before the initiation of the experiments. Mice were
arbitrarily set to one of the three groups: (/) EAE untreated
group (n=10), (i7) EAE treated group (n=10), and (iif)
control group (n=5). This protocol was approved by the
local Ethics Committee of the University of Medicine
and Pharmacy of Craiova, Romania (203/24.10.2017).

Immunization kits based on MOG;s.ss/complete
Freund’s adjuvant (CFA) emulsion pertussis toxin (PTX)
(code EK-2110) were purchased from Hooke Laboratories,
Inc., Lawrence, MA, USA, and the working protocol was
based on the recommendations of the producer [13—15].

Briefly, in the first day of immunization, the animals
received initially the MOG;s.ss antigen emulsion as
two subcutaneous injections (0.1 mL/site) on the upper
and lower back areas; at two hours after the antigen
administration, the first PTX dose was injected intra-
peritoneally [150 ng diluted in 0.1 mL glycerol/phosphate-
buffered saline (PBS)] [16]. Next day, the second PTX
dose was administrated in the same concentration and
localization. Control animals received saline injections
equivalent in volume and injection time with the treatment
regimens.

The animals were then followed for 30 days, and
during this time their motor dysfunction was scored
according to the following EAE scoring guide [17]: 0
(no alteration of the motor function), 0.5 (limp of the
tail’s tip), 1 (complete limp tail), 1.5 (limp tail and hind
paws impairment), 2 (limp tail and weakness of the hind
paws), 2.5 (completely unable to move one paw, but
movement in the other paw), 3 (limp tail and paralysis
of both hind paws or of a front paw and a hind paw), 3.5
(limp tail and paralysis of the hind paws, moreover the
animal keeps its hind paws together on one side of the
body), 4 (limp tail, hind paw paralysis and front paw
paresis), 4.5 (hind paws paralysis and front paws paresis,
the animal cannot move within the cage and it is not
watchful), 5 (the mouse just rolls or is found dead). After
the beginning of the treatment, all the animals were fed
with freshly prepared 2% agarose—glucose pellets.

The treated animal group started to receive a daily
intraperitoneal dose of Cerebrolysin of 5 mL/kg, starting

with the second day after recording an EAE score higher
than 0. Non-treated animals received a daily saline
injection of equivalent volumes.

Tissue processing and immunohistochemistry

After 30 days of survival, the animals were deeply
anesthetized, hearts were perfused with saline, 10% neutral
buffered formalin (NBF), and then the telencephalon,
brainstem, cervical spinal cord, and eyes were harvested
and further fixed in NBF for two days, at room temperature.

All tissues were next processed for paraffin embedding
and cutting on a HM355S rotary microtome equipped
with a waterfall-based section-transfer system (Thermo
Scientific Inc., Walldorf, Germany). All blocks were
cut as 4 um-thick sections and further utilized for histo-
chemical staining as well as immunohistochemistry (IHC).

Besides the classical Hematoxylin—Eosin (HE) staining,
seriate sections were processed for Luxol fast blue staining
for myelin identification. Basically, the sections were
deparaffinized, re-hydrated to 95% ethanol, and then
incubated in a 0.1% Luxol fast blue solution, overnight,
at 60°C, differentiated in 90% ethanol, re-hydrated to
distilled water, counterstained for 3 minutes in 0.2%
Nuclear red solution, then de-hydrated, cleared, and
mounted with a xylene-based mounting medium.

For IHC, the sections were rehydrated in graded alcohol
series, subjected to antigen retrieval by microwaving in
citrate buffer pH 6 for 20 minutes, incubated in 1%
hydrogen peroxide for 30 minutes, and kept for another
30 minutes in 3% skimmed milk in PBS. The sections
were next incubated at 4°C for 18 hours with the primary
antibody [goat anti-ionized calcium-binding adaptor
molecule 1 (Ibal), Abcam, 1:1000; rabbit anti-neuro-
filaments (NF), Abcam, 1:500], and the next day the
signal was amplified for 30 minutes with a specific anti-
species peroxidase polymer detection system adsorbed
for mouse immunoglobulins (Nichirei Bioscience, Tokyo,
Japan). The signal was lastly detected with 3,3’-Diamino-
benzidine (DAB) (Dako, Glostrup, Denmark) and the
slides were coverslipped in DPX (Sigma-Aldrich, St.
Louis, MO, USA) after a Hematoxylin staining. Negative
control slides were obtained by omitting the primary
antibodies.

Image analysis

All the slides were imaged at 20x and 40x objectives
on a Nikon 90i microscope (Nikon Instruments Europe
BV, Amsterdam, The Netherlands) equipped with a
Prior OptiScan ES111 motorized stage (Prior Scientific,
Cambridge, UK), a Nikon DS-Ri2 complementary metal-
oxide semiconductor (CMOS) 16 Mp color camera and
the Nikon NIS-Elements Advanced Research imaging
and control software.

From Luxol fast blue stained sections and IHC
processed slides, intensity and area of the signals were
extracted as integrated optical densities (IODs) in Image
ProPlus AMS software (Media Cybernetics, Bethesda,
MD, USA). In order to assess the subtle morphology of
the neuronal cytoskeleton and of the microglia, we have
calculated the fractal dimension (FD) of the signal given
by IHC based on the binary images corresponding to the
thresholded signal of interest. FDs were calculated by
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the box-counting algorithm, as the slope of the
regression line for the log-log plot of the counting box
size and the number of counts in Image ProPlus.

Finally, all resulting behavioral and imaging data
were plotted in Microsoft Excel as average + standard
error of the means (SEM), and statistical differences
were sought using a Student’s #-test. A value of p<0.05
was considered to be statistically significant.

=& Results

The clinical assessment of the animals revealed the
beginning of hind limb deficits starting with 8—12 days
after EAE immunization protocol (Figure 1, A and B), with
increasing scores up to the 14™ day after the beginning
of the initial impairments, after which the scores begun to
drop, illustrating the oscillating evolution of the disease
with the known relapsing/remitting pattern (Figure 1C).
In the untreated animal group (#=10), two animals did not
develop any signs of disease, while in the treated animal
group (n=10), three animals did not develop the disease;
all these animals were not considered further on in the
study or within the statistical analysis. A granulomatous
reaction developed under the back skin of the animals,
on the places where the antigen emulsion was injected,
however this did not occur in any of the five animals
that did not develop EAE clinical changes.

In order to mimic the human pathology, we have begun
the daily treatment with Cerebrolysin in the treatment
group, in the next day after the onset of the smallest
neurological motor deficit. Comparing the average score
values for treated animals with those for untreated
animals, we observed a small but significant difference
between these two groups, with higher deficit scores for
untreated animals, Student’s #-test, p<0.001 (Figure 1C).
The treatment, however, did not lead to a steep decrease
of the score, with the oscillating pattern being preserved,
but did lead to lower scores on the same slope-pattern.
The maximum-recorded score was of 3, and no animal
died during the clinical follow-up.

After harvesting the tissue, we have first evaluated
the density of myelin by assessing the integrated optical
density of the red, green and blue (RGB) signature for the
Luxol fast blue pigment (Figure 2). The optical nerves
of both treated and untreated animals showed reduced
myelin staining compared to controls, but only for the
treated animals group this difference was not significant
(Figure 2, A—C). There seem to be no difference between
different regions of the same optic nerve. For the cervical
spinal cord, again only untreated animals showed a notable
difference compared to the control group (Student’s
t-test, p<0.05), while the treated group exhibited values
extremely close to the control group. For the medulla,
however, both treated and untreated groups showed
significantly lower densities compared to the control,
without any difference in between them (Figure 2, A, D
and E). In all analyzed regions, there were no classical
demyelinating plaques, as for the human pathology. These
measurements were all done in the inner areas of the
medulla/spinal cord, as these areas showed more distinct
identifiable fibers, compared to the more compact myelin
columns under the meninges.

We continued to investigate the structure of the
neuropil by evaluating the intensity and morphology of
the neuronal cytoskeleton, as viewed by IHC for NF
(Figure 3). Intensity of the staining (IOD) revealed a
clear-cut decrease for untreated animals compared to the
treated group (Student’s t-test, p<0.01) for both the spinal
cord and the medulla (Figure 3, A, C—F). For the treated
animals, there was no significant difference between the
two anatomical regions, while the IOD values were
significantly lower in the spinal cord for the untreated
group (Student’s #-test, p<0.05). When we analyzed the
morphology of the NF, FD showed much higher values
for the treated animals, in their spinal cords, compared to
the untreated group (Student’s #-test, p<0.01) (Figure 3B).
Interestingly, however, there was no difference between
the two animal groups for the medulla. As for the Luxol
fast blue, all these measurements were done in the inner
areas of the medulla/spinal cord, as there was a less dense
meshwork of cytoskeletal scaffolds to be assessed.

Lastly, we were interested to evaluate the intensity
staining and morphology of the microglia, based on the
Ibal immunostaining (Figure 4) in non-submeningeal
areas. For the spinal cord, the intensity of the signal
actually increased for the treated animals’ group (Student’s
t-test, p<0.05), while for the medulla, the signal was
drastically increased only for the treated animals (Student’s
t-test, p<0.01) (Figure 4A). While the intensity of the
signal, namely IOD, showed statistically significant
variations, the morphology of the microglia seemed to
be unchanged, with no significant difference between
treated/untreated animals (Figure 4, B-D). This leads to
the hypothesis that the treatment reduced the overall
inflammation, but not the morphology of the microglia.

& Discussions

MS is a complex chronic neurodegenerative disease
that involves CNS and is believed to be autoimmune;
it is mediated by autoreactive lymphocytes that cross the
blood-brain barrier and enter the CNS, where they cause
local inflammation [18]. Worldwide, approximately 2.5
million people are affected by this disease, with the
most affected age group being young people aged 20 to
40 years old [19]. In the United States and Canada, MS
is highly prevalent with estimated incidence rates between
177 and 350 per 100 000 [20]. The higher frequency
of MS is seen on women, which are twice as severely
affected as men [21]. MS is considered the most frequent
cause of neurological disability, because MS associated
inflammatory lesions can affect a wide range of systems
to a varying degree and may cause a multitude of neuro-
logical symptoms and comorbidities [22].

The symptoms depend on the spatial distribution of
the CNS lesions and are quite variable from patient to
patient, but usually involve sensory disturbances, cognitive
deficits, unilateral vision loss, bladder dysfunction, double
vision, ataxia, fatigue, weakness of the limbs and intestinal
disorders [23].

Since the mid-1800s have been described aspects of
MS pathology, and Cruveilhier observed the presence of
MS lesions at the level of the CNS [24].
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Figure 1 — The extent of motor deficits in EAE animals
ranged from a limp tail (A) to a limp tail with partial hind
limb paralysis (B). Overall, when administrated at the second

Therapeutic treatment protocol day after a higher than 0 EAE score has been recorded,
Cerebrolysin-treated group showed improved motor recovery

2.0 compared to untreated animals (***p<0.001). Giving the
s ' Start treatment akakad ® Treated | fact that not all animals developed at least a score of 0.5
ul o Control | at the same moment, the graph averages the EAE scores
+15 from the same moment of the onset of the disease, and
’ respectively of the treatment (C). Error bars represent
§ standard error of the means (SEM). EAE: Experimental
E: 10 autoimmune encephalitis.
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Figure 2 — Myelin density staining, assessed as the integrated optical density (IOD) of the staining. For the optic nerves
and the spinal cords, there was no statistical difference (*) in myelin density when compared to control non-EAE
animals (A-C). Both treated and untreated EAE models showed lower myelin densities compared to controls, for the
medulla (A, D and E). Error bars represent standard error of the means (SEM). Luxol fast blue staining: (B and C)
200%; (D and E) 10x scan. EAE: Experimental autoimmune encephalitis.
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Figure 3 — Neuronal cytoskeleton integrity. 10D of the immunostaining revealed a staining density decrease for the
treated animals compared to untreated animals (**p<0.01) (A, C-F). For the spinal cord only, the morphology of the
neurofilaments (NF) remained more complex compared to untreated animals (p<0.01) (B). Error bars represent standard
error of the means (SEM). Immunohistochemistry for neurofilaments: (C and D) 200%; (E and F) 10% scan. 10D:
Integrated optical density; FD: Fractal dimension; EAE: Experimental autoimmune encephalitis.
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Figure 4 — Microglia density and morphology. 10D for the treated animals showed a by-phasic pattern, with lower
values for the spinal cord, while medulla density was much higher in treated animals (*p<0.05) (4, C and D). Microglia
morphology, as illustrated by the fractal dimension (FD), was not different between the two animal groups and
anatomical regions (B). Error bars represent standard error of the means (SEM). Immunohistochemistry for Ibal:
(C and D) 200x. 10D: Integrated optical density; EAE: Experimental autoimmune encephalitis; Ibal: lonized calcium-
binding adaptor molecule 1.
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In any case, the first exhaustive description of the
disease was given in the 1860s by Charcot, which underlined
the need for more different attacks in the correct depiction
of MS [25]. Initially, approximately 85% of the patients
present with a relapsing-remitting form, in which attacks
are separated by remission periods. There can be a neuro-
logical deficit in remission or not, and this form can persist
for years. Anyway, of all these patients, about 50% will
move to a progressive secondary form in which deficits of
the disease accumulate without recurrence. Approximately
15% of all patients have a primary progressive form, in
which the disease progressively worsens after the first
onset, without remission [26]. At the tissue level, MS is
depicted by demyelination, gliosis, axonal lesions and
neuronal loss. Neurodegeneration that affects both white
matter and grey matter is seen from the first stages of
the disease [27].

In mice, EAE can be induced either by passive
transfer of encephalitogenic T-lymphocytes or by active
immunization with protein or peptides [28]. In both cases,
the immunogen is obtained from the CNS’s own proteins
like as MBP, PLP or MOG. Immunization of SJL/J mice
with PLP immunodominant epitope (PLP139_151) induces
a recurrent-remissional disease form [29], whereas the
disease induced by the immunoglobulin peptide MOGj3s.55
in C57BL6/J mice tends to be a chronic type of disease
[30]. There is an atypical form of EAE in some cases.
This occurs especially in models obtained by the transfer
of reactive T-lymphocytes [31].

Although not all MS therapeutic strategies have been
developed with this model, all current immunomodulatory
drugs approved by the Food and Drug Administration
(FDA) are somewhat effective in treating EAE, a strong
indicator that EAE is a model extremely useful for studying
potential treatments for MS [2]. In EAE, clinical symptoms
depict inflammation mainly located in the spinal cord,
while EAE-induced MOG affects also the optic nerve [32].
Neuroinflammatory features translate into the infiltration
of T- and B-lymphocytes, macrophages, and the same as
by the constitution of focal demyelinating plaques in
CNS, comparable to the pathology observed in MS [33].
T-lymphocytes are the key players in EAE and MS
pathology. It is largely accepted that EAE is started by
T-helper (Th) lymphocytes that break self-tolerance systems
and link to myelin via T-cell receptors. In the subsequent
stages of the disease, two T cells have been deemed
responsible with maintaining the autoimmune response:
Th1-secreting interferon gamma (IFNy) and Th17-secreting
interleukin-17 (IL-17) cells, which cooperate with antigen
exhibiting cells and recruit effector cells: monocytes/
macrophages and microglia in inflamed zones of develop-
ment (especially in perivascular areas of the CNS and
meninges), the phagocytic activity of these cells being
bluntly responsible for demyelination [28, 34].

A large group of neurotrophic factors involved in
survival, growth, and differentiation of the neurons and
glia have been identified and tested on different neuro-
degenerative and cerebrovascular diseases [8, 35-37].
Cerebrolysin is a standardized extract of porcine origin,
composed of low-molecular-weight neuropeptides and
free amino acids, and has been utilized in many human
and animal model clinical trials for ischemic stroke with

variable results, mostly due to differences between the
animal models and the human pathology, or to anatomical
and histological differences [8, 38, 39]. In the present
study, we aimed to assess the utility of Cerebrolysin
treatment in a proven EAE mouse model, utilizing a
5 mL/kg daily dose of Cerebrolysin. First of all, we
showed that the clinical deficit is clearly alleviated in
the treated animals, compared to controls, although the
treatment did not induce an immediate improvement
but maintained the oscillatory pattern of the disease at
a lower level.

The interactions and sequence of the various
pathological processes leading to the histological lesions
observation in MS are still insufficient understood. It is
as well discussed if neuroinflammation or demyelinating
are primary or secondary circumstances in the evolution
of the disease [18]. We showed here that demyelination is
reduced in Cerebrolysin-treated animals in both the optic
nerves and at the level of the cervical spinal cord, but
without significant differences for the medulla. Integrity
of the cytoskeleton, as investigated by IHC for NF, showed
statistically significant increased densities for treated
animals, for both spinal cord and medulla regions.

There are currently several pathophysiological aspects
of EAE with distinct clinical presentation paradigms
depending on the immunization pathway used, animal
species and protein/peptides. Thus, different paradigms
were applied to study disease progress and specific
histopathological features relevant to MS and to analyze
the mechanisms of potential therapeutic processes.

PLP39.15; was detected as an immunodominant epitope
for EAE in the SJL model [40, 41] and the first clinical
evidence of the disease could appear 12—18 days after
one immunization. More than half of the immunized
mice shoed evidences of relapse after recovery from the
initial onset. Of note, recurrent EAE could also be deter-
mined by the passive transfer of T-reactive lymphocytes
to PLP;39.15,. Passive transfer evolved in a combination
of forms of the disease, some animals developed a form
of remission and relapsing and others developed mono-
phasic disease [42]. Mice immunized with PLP39.5
developed splenic lymphocyte responses at PLP;75.19; and
these T-reactive lymphocytes at PLP;519; could induce
EAE in adoptive transfer [40].

In the present work, we addressed to the final players
in the immune chain leading to the myelin loss, which
is the activated microglia. For the medulla regions, the
density of the microglia decreased for the treated animals,
while, interestingly, the cellular density seemed to increase
in the spinal cords of the treated animal. More questions
still remain, as the morphology of the microglia, as
illustrated by the fractal dimension value of the cellular
silhouettes, did not seem to change when comparing the
treated model with the EAE-untreated animals. This
suggests that the treatment influences subtle changes
related to the number of the inflammatory cells, but not
so much the final morphology of these monocytic cells.

In a seminal study, Mendel et al. [43] analyzed the
ability of several MOG-derived peptides to caused EAE
in B6 mice. Significantly, it was related that MOGg;s._ss
determines a chronic form of the disease that does not
resolute. Although this claim was independently confirmed
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[30], it is also possible that the MOGss.ss peptide dose may
influence the course of the disease. Berard et al. [44]
reported that whereas a large dose of peptide and adjuvant
(300 pg MOGss.ss, 4 mg/mL Mycobacterium tuberculosis
adjuvant, 300 ng PTX) causes a non-remising EAE form
in mice B6, a small dose (50 pg MOGss.ss5, 0.5—-1 mg/mL
of M. tuberculosis adjuvant, 200 ng PTX) induces recurrent-
remising disease. These findings suggest that dosage under
specific environmental conditions and careful titration
of peptides may be required to standardize the form of
disease arising after immunization with MOGj3s_ss. EAE-
induced MOG;s_s5 allowed analysis of the role played by
autoimmunity in the CNS. Accumulated evidence reveals
that CD8+ lymphocytes have a function in MS pathology.
CD8+ T-lymphocytes exceed lymphocyte counts CD4+
in MS lesions by up to 10 to 1 [45], these T-lymphocytes
can easily be discovered in the peripheral blood of MS
patients [46]. So that, together these data postulate that
CD8+ T-lymphocytes multiply in reply to myelin antigens
and can circulate in inflammatory places in the context
of CNS autoimmunity. Ford & Evavold [47] separated
peripheral immune cells from mice immunized with
MOGss.s5, reactivated them with peptides, and then
transplanted CD8+ lymphocytes to receiver animals.
They established that CD8+ T-lymphocytes are able to
induce EAE in recipient animals as well as their CD4+
homologues [48].

& Conclusions

In this animal model, the pathology seems to mostly
involve the cervical spinal cord, rather the medulla, and
Cerebrolysin seems to alleviate some of the pathological
denominators like demyelination, neuronal cytoskeleton
loss and microglia density. A moderate protection also
seems to appear at the level of the optic nerve, where this
EAE model shows a degree of demyelination, compared
to control animals.

Conflict of interests
The authors declare that they have no conflict of
interests.

Authors’ contribution
Laura Emilia Toader, Bogdan Catélin and Ionica Pirici
contributed equally to this manuscript.

References

[1] Tabansky I, Keskin DB, Watts D, Petzold C, Funaro M,
Sands W, Wright P, Yunis EJ, Najjar S, Diamond B, Cao Y,
Mooney D, Kretschmer K, Stern JNH. Targeting DEC-205~
DCIR?*" dendritic cells promotes immunological tolerance in
proteolipid protein-induced experimental autoimmune ence-
phalomyelitis. Mol Med, 2018, 24(1):17.

[2] Robinson AP, Harp CT, Noronha A, Miller SD. The experimental
autoimmune encephalomyelitis (EAE) model of MS: utility
for understanding disease pathophysiology and treatment.
Handb Clin Neurol, 2014, 122:173-189.

[3] Tabansky I, Messina MD, Bangeranye C, Goldstein J, Blitz-
Shabbir KM, Machado S, Jeganathan V, Wright P, Najjar S,
Cao Y, Sands W, Keskin DB, Stern JN. Erratum to: Advancing
drug delivery systems for the treatment of multiple sclerosis.
Immunol Res, 2016, 64(2):640.

[4] lzikson L, Klein RS, Charo IF, Weiner HL, Luster AD.
Resistance to experimental autoimmune encephalomyelitis in
mice lacking the CC chemokine receptor (CCR)2. J Exp Med,
2000, 192(7):1075-1080.

[6] Raine CS, Barnett LB, Brown A, Behar T, McFarlin DE.
Neuropathology of experimental allergic encephalomyelitis in
inbred strains of mice. Lab Invest, 1980, 43(2):150-157.

[6] Olitsky PK, Yager RH. Experimental disseminated encephalo-
myelitis in white mice. J Exp Med, 1949, 90(3):213-224.

[7] Levy H, Assaf Y, Frenkel D. Characterization of brain lesions
in a mouse model of progressive multiple sclerosis. Exp
Neurol, 2010, 226(1):148-158.

[8] Catalin B, Rogoveanu OC, Pirici |, Balseanu TA, Stan A,
Tudorica V, Balea M, Mindrila |, Albu CV, Mohamed G, Pirici D,
Muresanu DF. Cerebrolysin and aquaporin 4 inhibition improve
pathological and motor recovery after ischemic stroke. CNS
Neurol Disord Drug Targets, 2018, 17(4):299-308.

[9] Gutmann B, Hutter-Paier B, Skofitsch G, Windisch M,
Gmeinbauer R. In vitro models of brain ischemia: the
peptidergic drug cerebrolysin protects cultured chick cortical
neurons from cell death. Neurotox Res, 2002, 4(1):59-65.

[10] Hartbauer M, Hutter-Paier B, Skofitsch G, Windisch M.
Antiapoptotic effects of the peptidergic drug Cerebrolysin on
primary cultures of embryonic chick cortical neurons. J Neural
Transm (Vienna), 2001, 108(4):459-473.

[11] Masliah E, Diez-Tejedor E. The pharmacology of neuro-
trophic treatment with Cerebrolysin: brain protection and repair
to counteract pathologies of acute and chronic neurological
disorders. Drugs Today (Barc), 2012, 48(Suppl A):3-24.

[12] Zhang C, Chopp M, Cui Y, Wang L, Zhang R, Zhang L, Lu M,
Szalad A, Doppler E, Hitzl M, Zhang ZG. Cerebrolysin
enhances neurogenesis in the ischemic brain and improves
functional outcome after stroke. J Neurosci Res, 2010, 88(15):
3275-3281.

[13] Lyons JA, Ramsbottom MJ, Cross AH. Critical role of antigen-
specific antibody in experimental autoimmune encephalo-
myelitis induced by recombinant myelin oligodendrocyte
glycoprotein. Eur J Immunol, 2002, 32(7):1905-1913.

[14] Svensson L, Abdul-Majid KB, Bauer J, Lassmann H, Harris RA,
Holmdahl R. A comparative analysis of B cell-mediated myelin
oligodendrocyte glycoprotein-experimental autoimmune ence-
phalomyelitis pathogenesis in B cell-deficient mice reveals an
effect on demyelination. Eur J Immunol, 2002, 32(7):1939—
1946.

[15] Lyons JA, San M, Happ MP, Cross AH. B cells are critical to
induction of experimental allergic encephalomyelitis by protein
but not by a short encephalitogenic peptide. Eur J Immunol,
1999, 29(11):3432-3439.

[16] Toader LE, Rosu GC, Catalin B, Tudorica V, Pirici I,
Taisescu O, Muresanu DF. Clinical and histopathological
assessment on an animal model with experimental auto-
immune encephalomyelitis. Curr Health Sci J, 2018, 44(3):
280-287.

[17] Rodrigues DH, Vilela MC, Barcelos LS, Pinho V, Teixeira MM,
Teixeira AL. Absence of PI3Kgamma leads to increased
leukocyte apoptosis and diminished severity of experimental
autoimmune encephalomyelitis. J Neuroimmunol, 2010, 222(1-2):
90-94.

[18] Trapp BD, Nave KA. Multiple sclerosis: an immune or neuro-
degenerative disorder? Annu Rev Neurosci, 2008, 31:247—-269.

[19] Koch-Henriksen N, Sgrensen PS. The changing demographic
pattern of multiple sclerosis epidemiology. Lancet Neurol,
2010, 9(5):520-532.

[20] Cooper GS, Bynum ML, Somers EC. Recent insights in the
epidemiology of autoimmune diseases: improved prevalence
estimates and understanding of clustering of diseases.
J Autoimmunity, 2009, 33(3—4):197-207.

[21] Kurtzke JF. Epidemiology of multiple sclerosis. Does this really
point toward an etiology? Lectio Doctoralis. Neurol Sci, 2000,
21(6):383-403.

[22] de Sa JC, Airas L, Bartholome E, Grigoriadis N, Mattle H,
Oreja-Guevara C, O’Riordan J, Sellebjerg F, Stankoff B,
Vass K, Walczak A, Wiendl H, Kieseier BC. Symptomatic
therapy in multiple sclerosis: a review for a multimodal
approach in clinical practice. Ther Adv Neurol Disorders, 2011,
4(3):139-168.

[23] Charo IF, Ransohoff RM. The many roles of chemokines and
chemokine receptors in inflammation. N Engl J Med, 2006,
354(6):610-621.

[24] Pearce JM. Historical descriptions of multiple sclerosis. Eur
Neurol, 2005, 54(1):49-53.




762 Laura Emilia Toader et al.

[25] McDonald I. Multiple sclerosis in its European matrix. Mult
Scler, 2002, 8(3):181-191.

[26] Antel J, Antel S, Caramanos Z, Arnold DL, Kuhimann T.
Primary progressive multiple sclerosis: part of the MS disease
spectrum or separate disease entity? Acta Neuropathol,
2012, 123(5):627-638.

[27] Fraussen J, Vrolix K, Martinez-Martinez P, Losen M, De
Baets MH, Stinissen P, Somers V. B cell characterization and
reactivity analysis in multiple sclerosis. Autoimmun Rev, 2009,
8(8):654—658.

[28] Rangachari M, Kuchroo VK. Using EAE to better understand
principles of immune function and autoimmune pathology.
J Autoimmun, 2013, 45:31-39.

[29] Tuohy VK, Lu Z, Sobel RA, Laursen RA, Lees MB.
Identification of an encephalitogenic determinant of myelin
proteolipid protein for SJL mice. J Immunol, 1989, 142(5):
1523-1527.

[30] Tompkins SM, Padilla J, Dal Canto MC, Ting JP, Van Kaer L,
Miller SD. De novo central nervous system processing of myelin
antigen is required for the initiation of experimental autoimmune
encephalomyelitis. J Immunol, 2002, 168(8):4173—-4183.

[31] Domingues HS, Mues M, Lassmann H, Wekerle H, Krishna-
moorthy G. Functional and pathogenic differences of Th1 and
Th17 cells in experimental autoimmune encephalomyelitis.
PLoS One, 2010, 5(11):e15531.

[32] Storch MK, Stefferl A, Brehm U, Weissert R, Wallstréom E,
Kerschensteiner M, Olsson T, Linington C, Lassmann H.
Autoimmunity to myelin oligodendrocyte glycoprotein in rats
mimics the spectrum of multiple sclerosis pathology. Brain
Pathol, 1998, 8(4):681-694.

[33] Kuchroo VK, Anderson AC, Waldner H, Munder M, Bettelli E,
Nicholson LB. T cell response in experimental autoimmune
encephalomyelitis (EAE): role of self and cross-reactive antigens
in shaping, tuning, and regulating the autopathogenic T cell
repertoire. Annu Rev Immunol, 2002, 20:101-123.

[34] Codarri L, Greter M, Becher B. Communication between
pathogenic T cells and myeloid cells in neuroinflammatory
disease. Trends Immunol, 2013, 34(3):114-119.

[35] Barde YA. Neurotrophins: a family of proteins supporting the
survival of neurons. Prog Clin Biol Res, 1994, 390:45-56.

[36] Frostick SP, Yin Q, Kemp GJ. Schwann cells, neurotrophic
factors, and peripheral nerve regeneration. Microsurgery,
1998, 18(7):397—-405.

[37] Sieber-Blum M. Growth factor synergism and antagonism
in early neural crest development. Biochem Cell Biol, 1998,
76(6):1039-1050.

[38] Heiss WD, Brainin M, Bornstein NM, Tuomilehto J, Hong Z,
Cerebrolysin Acute Stroke Treatment in Asia (CASTA)

Corresponding author

Investigators. Cerebrolysin in patients with acute ischemic
stroke in Asia: results of a double-blind, placebo-controlled
randomized trial. Stroke, 2012, 43(3):630-636.

[39] Muresanu DF, Heiss WD, Hoemberg V, Bajenaru O, Popescu CD,
Vester JC, Rahlfs VW, Doppler E, Meier D, Moessler H,
Guekht A. Cerebrolysin and recovery after stroke (CARS):
a randomized, placebo-controlled, double-blind, multicenter
trial. Stroke, 2016, 47(1):151-159.

[40] McRae BL, Vanderlugt CL, Dal Canto MC, Miller SD. Functional
evidence for epitope spreading in the relapsing pathology
of experimental autoimmune encephalomyelitis. J Exp Med,
1995, 182(1):75-85.

[41] Whitham RH, Bourdette DN, Hashim GA, Herndon RM, lig RC,
Vandenbark AA, Offner H. Lymphocytes from SJL/J mice
immunized with spinal cord respond selectively to a peptide
of proteolipid protein and transfer relapsing demyelinating
experimental autoimmune encephalomyelitis. J Immunol, 1991,
146(1):101-107.

[42] McRae BL, Kennedy MK, Tan LJ, Dal Canto MC, Picha KS,
Miller SD. Induction of active and adoptive relapsing
experimental autoimmune encephalomyelitis (EAE) using an
encephalitogenic epitope of proteolipid protein. J Neuroimmunol,
1992, 38(3):229-240.

[43] Mendel |, Kerlero de Rosbo N, Ben-Nun A. A myelin oligo-
dendrocyte glycoprotein peptide induces typical chronic
experimental autoimmune encephalomyelitis in H-2b mice:
fine specificity and T cell receptor V beta expression of
encephalitogenic T cells. Eur J Immunol, 1995, 25(7):1951—
1959.

[44] Berard JL, Wolak K, Fournier S, David S. Characterization
of relapsing-remitting and chronic forms of experimental
autoimmune encephalomyelitis in C57BL/6 mice. Glia, 2010,
58(4):434—-445.

[45] Friese MA, Fugger L. Pathogenic CD8(+) T cells in multiple
sclerosis. Ann Neurol, 2009, 66(2):132-141.

[46] Crawford MP, Yan SX, Ortega SB, Mehta RS, Hewitt RE,
Price DA, Stastny P, Douek DC, Koup RA, Racke MK,
Karandikar NJ. High prevalence of autoreactive, neuroantigen-
specific CD8+ T cells in multiple sclerosis revealed by novel
flow cytometric assay. Blood, 2004, 103(11):4222—4231.

[47] Ford ML, Evavold BD. Specificity, magnitude, and kinetics of
MOG-specific CD8+ T cell responses during experimental
autoimmune encephalomyelitis. Eur J Immunol, 2005, 35(1):
76-85.

[48] Blanchard N, Shastri N. Coping with loss of perfection in the
MHC class | peptide repertoire. Curr Opin Immunol, 2008,
20(1):82-88.

Gabriela-Camelia Rosu, Teaching Assistant, MD, PhD Student, Department of Research Methodology, University
of Medicine and Pharmacy of Craiova, 2 Petru Rares Street, 200349 Craiova, Romania; Phone +40766-313 097,

e-mail: nicola_camelia92@yahoo.com

Received: March 5, 2018

Accepted: October 23, 2018




