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Abstract: Tick-borne encephalitis (TBE) is an emerging zoonosis that may cause long-term neuro-
logical sequelae or even death. Thus, there is a growing interest in understanding the factors of
TBE pathogenesis. Viral genetic determinants may greatly affect the severity and consequences of
TBE. In this study, nonstructural protein 1 (NS1) of the tick-borne encephalitis virus (TBEV) was
tested as such a determinant. NS1s of three strains with similar neuroinvasiveness belonging to the
European, Siberian and Far-Eastern subtypes of TBEV were studied. Transfection of mouse cells with
plasmids encoding NS1 of the three TBEV subtypes led to different levels of NS1 protein accumulation
in and secretion from the cells. NS1s of TBEV were able to trigger cytokine production either in
isolated mouse splenocytes or in mice after delivery of NS1 encoding plasmids. The profile and
dynamics of TNF-«, IL-6, IL-10 and IFN-y differed between the strains. These results demonstrated
the involvement of TBEV NS1 in triggering an immune response and indicated the diversity of NS1
as one of the genetic factors of TBEV pathogenicity.
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1. Introduction

Tick-borne encephalitis virus (TBEV) belongs to Flaviviridae family of viruses that
cause serious human disease. Infection with TBEV can lead to different clinical manifesta-
tions and neurological sequelae. The course, the severity and complications of tick-borne
encephalitis (TBE) depend on a combination of multiple factors that include viral dose,
subtype/strain, as well as the host peculiarities. Three major subtypes of TBEV have
been identified: European, Siberian, Far-Eastern and the recently isolated Baikalian and
Himalayan subtypes [1-4]. In general, viruses of the European subtype cause rather light
clinical manifestations with a mortality rate of less than 2% and patients with the Siberian
subtype have generally mild forms of disease, but chronic forms of disease have also
been registered, whereas infections with the Far-Eastern subtype cause the most severe
manifestations of TBE and the highest mortality [5,6]. Clinical manifestations of TBE are
well characterized, but the systemic analysis of disease severity factors are limited [7-10].
Therefore, an estimation of the factors defining the severity of TBE is vital. Analysis of viral
genomes have revealed that specific mutations in viral proteins may have an impact on the
TBEV pathogenesis [11-13].

The TBEV genome encodes one polyprotein that is processed into three structural
proteins (C, M and E) and seven non-structural (NS) proteins (NS1, NS2A, NS2B, NS3,
NS4A, NS4B and NS5) by cellular and viral proteases [14]. The specific roles of each
protein in the pathogenicity of virus are still completely unknown [13]. The importance
of structural proteins for non-viremic transmission between ticks [15-17] has been shown,
whereas non-structural proteins were involved in cytotoxicity [18]. It has been shown
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in many studies that the determinants of viral neuropathogenesis were located in the E
protein [12,13]. In addition, mutations in the NS5 protein have been shown to contribute to
the attenuation of virulence and host—cell interactions [13,19,20]. Amino acid substitutions
in NS3 are known to affect the budding of viral particles, thus leading to diminished
pathogenicity [11,21]. The data on other NS proteins of TBEV in virus-host interactions are
very scarce.

Among the non-structural proteins, NS1 attracts attention by its unusualness. NS1 pro-
tein is a 46 kDa glycoprotein that is initially synthetized as a monomer, which forms a dimer
in ER and is transferred to the cell surface where it forms hexamers, which are secreted [22].
NS1 is highly conserved protein among flaviviruses; therefore, NS1s of different viruses of
the family have similar structure and functions [23]. Flaviviral intracellular NS1 protein is
involved in the viral replication process and virus assembly, whereas the secreted hexamers
trigger various effects in the host immune system such as immune evasion [24,25] as well as
an induction of the immune response [24]. It should be noted that the majority of data about
NSI1 properties were obtained on dengue and other mosquito-borne flaviviruses, whereas
studies of TBEV NS1 are very limited. For dengue infection, the detection of secreted NS1
in serum has been used as an early diagnostic marker, and NS1’s involvement in vascular
leakage, coagulopathy and thrombocytopenia have been shown [26]. Several cytokines,
including TNF-«, IL-6, IL-10 and IFN-y, have been proposed as potential predictors of
dengue severity [23]. Dengue virus NS1 is able to stimulate production of TNF-« and IL-10
in human primary macrophages [27], and its intravenous injection resulted in elevated
levels of TNF-a and IL-6 in mice serum [28]. In TBE patients, elevated levels of IFN-y,
TNF-« and IL-6 have been detected and are associated with disease severity [10,29-31].
Low levels of IL-10 in the cerebrospinal fluid correlated with more severe encephalitis [32].
TBEV NS1 were shown to be immunogenic [33] and able to induce oxidative stress [34]
and expression of immunoproteasome subunits [35]; however, no data on triggering the
cytokines exist.

In the present study, we focused on revealing the role of TBEV NS1 protein in triggering
TNEF-«, IL-10, IL-6 and IFN-y production. NS1s of three TBEV strains belonging to the
European, Siberian and Far-Eastern subtypes are included in the study. Since disease severity
is associated with TBEV subtype only to a certain extent, and the pathogenic properties of
individual strains belonging to one subtype varyies from low to high [11,36,37], strains with
a similar neuroinvasiveness index were used. The secreted form of NS1 was able to stimulate
cytokine production in naive immune mouse cells. Injection of the NS1-encoding plasmid led
to activation of cytokine production in mice. The profile and dynamics of cytokine activation
differed between the three subtypes of NS1 of strains. These results highlight the importance
of studying NS1 for understanding the pathogenicity of TBEV.

2. Results
2.1. Expression of Recombinant NS1 Protein of TBEV Strains of Three Subtypes in Mammalian
4T1 Cell Lines

The NS1 genes were amplified from the viral genome RNA of TBEV strains Ab-
settarov (Abs) of the European subtype, Vasilchenko (Vas) of the Siberian subtype and
Sofjin-Chumakov (Sof) of the Far-Eastern subtype using reverse transcription and PCR
with specific primers. Selected strains can cause lethal infection in mice [38,39]. In the
present study, similar neuroinvasiveness indexes were demonstrated for the three stains:
Abs: 0.5 £ 0.5, Vas: 0.67 £ 0.5 and Sof: 0.62 =+ 0.5. Genes of NS1 were cloned into the pVax
vector. The three encoded NS1 proteins differed in 28 amino acid positions (Figure 1a).

Expression of NS1 protein was tested in 4T1-murine mammary carcinoma cell lines
with epithelial morphology syngenic to BALB/c mice [40]. The 4T1 cells were transfected
with NSl-encoding plasmids and the amount of NS1 protein in cell lysates was determined
by Western blot analysis and in cell culture fluids by sandwich ELISA. NS1 proteins of
all variants were detected in cells and in cell culture fluids. No statistical differences in
the expression (Figure 1b,c) and secretion (Figure 1d) of Abs and Vas were observed. The
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amount of Sof NS1 protein was statistically lower compared to the amount of Abs and
Vas NS1s both in the cell lysates (Figure 1b,c) and culture fluids of 4T1 cells 48 h after
transfection (Figure 1d).
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Figure 1. Alignment and expression of NS1 of strains of three TBEV subtypes in 4T1 cells. Alignment
of NS1 of strains Absettarov (Abs) of the European subtype, Vasilchenko (Vas) of the Siberian subtype
and Sofjin-Chumakov (Sof) of the Far-Eastern subtype (a). 4T1 cells were transfected with the
plasmid-encoded NSI of strains Absettarov (Abs) of the European subtype, Vasilchenko (Vas) of
Siberian subtype and Sofjin-Chumakov (Sof) of the Far-Eastern subtype or pVax vector. After two
days, the cells were lysed and analyzed by Western blot with anti-NS1 antibodies clone 4C4 (b); the
positions of molecular mass markers are given on the right in kDa. The ratio of NS1 amount in cells
normalized to actin as compared to Abs (data of more than 3 repeats were present) (c). The amount of
NS1 secreted into cell culture fluids was measured by ELISA (d). Statistically significant differences
(* p < 0.05) were derived by the Student’s ¢-test.

2.2. Secreted NS1 Produced in Mammalian Cells Can Activate Cytokine Production in Naive
Mouse Splenocytes

Next, we tested if the secreted form of NS1 can affect cytokine production by immune
cells in vitro. For this, purified NS1 proteins and splenocytes of naive mice were used. The
NS1 proteins of the three strains were purified by FPLC from cell culture fluids of plasmid
transfected HEK 293T cells (Supplementary Figure S1). Coomassie staining of NS1 samples
resolved in SDS-PAGE demonstrated a high purity of the resulting probes (Supplementary
Figure S1C). Mouse splenocytes were incubated with purified NS1 proteins, and TNF-«,
IL-6, IFN-y and IL-10 were measured in culture fluids using ELISA. After 20 h of incubation,
the levels of IFN-y and IL-6 in culture fluids of NS1 treated splenocytes did not differ from
control treated samples. Secretion of TNF-o was detected after stimulation with Abs and
Vas NSI1 variants (Figure 2). IL-10 production by splenocytes was triggered only by Vas NS1.
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Figure 2. Cytokine secretion by naive mouse splenocytes after incubation with NS1 proteins of
Absettarov (Abs), Vasilchenko (Vas) and Sofjin-Chumakov (Sof) strains of three TBEV subtypes.
Splenocytes were incubated with 1 ug/mL of NS1 for 20 h, and levels of IFN-vy (a), IL-10 (b), TNF-x
(c) and IL-6 (d) in cell culture fluids were measured by ELISA. Each bar represents the mean value
with SD of three mice samples run in duplicates. Statistically significant differences (* p < 0.05,
** p < 0.01) determined by the Student’s t-test of individual strains compared to the vector are labeled.

2.3. Cytokine Production in Mice after Injection of Plasmids Encoding NS1 Differs between the
Strains of Three TBEV Subtypes

To assess the in vivo effect of NS1 protein on cytokine production, the plasmids
encoding NS1 proteins of three TBEV strains or the empty vector were intramuscularly
injected into BALB/c mice. Cytokines were measured in mice sera at 6, 24, 48 and 72 h after
injection (Figure 3) by ELISA. In general, injection of all NS1 genes caused an increase in
the levels of TNF-« at 6 h and 48 h, IFN-y at 48 h, and a decrease in the level of IL-10 at 72 h
compared to vector injected mice (Table 1). Individually, the NS1 of different TBEV strains
displayed some dissimilarities between cytokine profile and dynamics. In Abs NS1-injected
mice, increased IL-10 levels at 48 h and a longer persistence of IFN-y levels at 48 h and 72 h
were observed. In Vas NS1-injected mice, the IL-6 level increased after 6 h and decreased
after 72 h, which was accompanied by an IFN-y decrease at 72 h. The Sof NS1 differed,
with decreased IFN-y and IL-10 levels after 6 h, followed by earlier increase in IFN-y levels
after 24 h.

Table 1. Cytokine production in sera of NS1 gene-injected mice with statistically significant difference
from vector-injected mice.

Gene

6h 24h 48 h 72h

Abs

TNF-« 1 ns IFN-y 1 IFN-y 1
IL-10 1

Vas

TNF-o T ns IFN-y 1 IFN-y |
IL-6 1 TNF-o IL-6 |

Sof

IFN-y | IFN-y 1 IFN-y 1 ns
IL-10 | TNF-« 1

NS1 *

TNF-« 1 ns IFN-y 1 IL-10 §
TNF-o 1

* Data of all NS1-injected groups were compared to the control (vector injected) group. Non-significant (ns).
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Figure 3. Cytokines in sera of mice after injection of NS1 genes of the strains of three TBEV subtypes.
Plasmids encoding NS1 of Absettarov (Abs) of the European subtype, Vasilchenko (Vas) of the Siberian
subtype and Sofjin-Chumakov (Sof) of the Far-Eastern subtype strains or pVax vector (vector) were
intramuscularly injected into BALB/c mice, and levels of IFN-y (a), IL-10 (b), TNF-« (c) and IL-6 (d)
in sera were measured by ELISA. Each bar represents the mean value with SD of three pools of
4-5 mice sera that were run in duplicates. Statistically significant differences (p < 0.05) derived by the
Student's t-test of individual strains compared to vector are labeled.

2.4. Complement Activation in Mice after NS1 Gene Injection Differs between NS1 of Strains of
Three TBEV Subtypes

In order to examine the involvement of secreted NS1 in the innate response, the
complement activation was tested. For this, sera of mice after injection of NS1 genes of TBEV
strains Absettarov (Abs) of the European subtype, Vasilchenko (Vas) of the Siberian subtype
and Sofjin-Chumakov (Sof) of the Far-Eastern subtype were tested for C3a component of
complement by ELISA. Decreased C3a levels were observed only in Abs NS1 injected mice
at6 h, 24 h and 72 h (data pooled together) when compared to vector mice (Figure 4).
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Figure 4. C3a in sera of mice after injection of NS1 genes of strains of three subtypes. Plasmids
encoding NS1 of Absettarov (Abs), Vasilchenko (Vas) and Sofjin-Chumakov (Sof) strains or pVax
vector (vector) were intramuscularly injected into BALB/c mice and levels of C3a in sera were
measured by ELISA. Each bar represents the mean value with SD of three pools of 4-5 mice sera that
were run in duplicate. Statistically significant differences (* p < 0.05) derived by the Student’s t-test of

individual strains as compared to vector are labeled.

3. Discussion

Identification of factors determining the course and severity of TBE is of great impor-
tance. Among the major viral determinants of TBEV pathogenesis, the envelope protein E,
nonstructural protein 5 and the 3’ untranslated region are noted [12]. A genome-wide evo-
lutionary study revealed that adaptive changes in NS1 underlie epidemic and pathogenic
diversities between TBEV subtypes [41]. There is no information about the involvement of
TBEV NS1 in virus pathogenicity, but the NS1 protein of other flaviviruses is recognized as
one of the pathogenic factors [23,25,26].

In our study, we tested NS1 of three strains of the European, Siberian and Far-Eastern
subtypes, which have been shown to have the same neuroinvasiveness (0.5 Ig) in mice. The
three NS1 proteins differed in 28 amino acid positions. Sites of TBEV NS1 glycosylation [42]
were unchanged. Two previously described mutations (T277V and E279G) in the dimeriza-
tion domain of NS1 were suspected to be associated with the chronic form of disease [14].
These mutations were absent in the studied strains. In other analyses of TBEV strains
with variable pathogenicity, a key substitution in NS1 S141G [11,43] has been revealed.
Serine, the hydrophilic amino acid, was specific to highly virulent strains and glycine was
specific to low virulent ones [44]. In the respective position in Abs, Vas and Sof, glutamine,
glycine and serine were presented, respectively. Thus, the Vas strain can be attributed to
low virulent strains and Sof to highly virulent ones. The Abs probably should be more
similar to a highly virulent strain, since glutamine is an amino acid with a polar uncharged
side chain, similar to serine. However, this contradicts data on the neuroinvasiveness of
these strains in mice. Therefore, a further study of the substitutions at this position may
reveal additional virulence determinants. In another study, the importance of dengue virus
NS1 phosphorylation has been observed [45]. Some mutations significantly decreased
the production of infectious virus but did not affect relative levels of intracellular NS1
expression or secretion. Only one mutation led to a significant reduction in detectable NS1
dimers in dengue virus-infected cells. In studied NS1 variants, there are 12 positions where
the possible variations in phosphorylation of S, Y or T may occur. A total of six possible
sites of phosphorylation are presented in Abs, five sites in Vas and ten in Sof. Thus, the
differences in phosphorylation of NS1 in the studied strains could be one of the reasons for
the different expression and secretion levels observed in this study.

Activation of innate and pro-inflammatory responses are the first host immune reac-
tions to infection. Most of the studies of immune parameters have been assessed during the
second phase of TBE [10,46,47]. Data on early immune responses to TBEV infection in hu-
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man and mice experimental models are very limited [9,39]. In the present study, we focused
on evaluation of the possible involvement of TBEV NSI1 protein in triggering cytokines
that were detected in TBE severe cases or were stimulated by NS1 of other flaviviruses.
TNF-«, IL-6, IL-10 and IFN-y were selected. These cytokines were upregulated in serum
or cerebrospinal fluid of TBE patients. Immune correlations between TBE severity have
been suggested only in a few studies. Inflammatory factors including TNF-« and IL-6 were
associated with an unfavorable outcome of the disease [10,29,30]. High levels of IFN-y and
IL-6 in cerebrospinal fluid were suggested as one of the risk factors for incomplete recovery
in TBE children [31]. As for IL-10, increased CSF levels were detected in TBE patients;
however, these levels were lower in patients with more severe disease outcomes [32].

First, we tested the ability of secreted TBEV NSI1 to stimulate cytokines in vitro in
naive mouse splenocytes. For dengue virus, it has been shown that the NS1 expressed in
Drosophila S2 cells was able to stimulate production of IL-10 and TNF-« in human primary
macrophages in complexes with human high-density lipoproteins, but not alone [27]. It
should be noted that NS1 secreted from mammalian cells is a high density lipoprotein [48];
however, in some studies, authors failed to detect secretion of NS1 from insect cells [49].
In the present study, we used NS1-containing high-molecular weight fractions of cell
culture fluids, collected from NS1 transfected human cells, where NS1 was represented
in its natively secreted hexameric form; thus, it was potent in cytokine stimulation of
naive mouse splenocytes. As for dengue NS1, we also detected the production of TNF-
o and IL-10 by mouse splenocytes. Immunophenotyping could be applied to reveal
the cytokine secreting cells. Furthermore, in this study, we tested selected cytokines in
mice serum shortly after NS1-encoding plasmid administration. TBEV initial infection
and replication occurs in dendritic cells (DCs), macrophages and neutrophils [50]. NS1-
encoding plasmid injected into mice transfects myocytes, keratinocytes, and DCs [51], and
expression of encoded antigens could be detected in the site of injection already after 2 h and
for some antigens this could last up to twenty days [52]. Therefore, we used DNA plasmid
intramuscular injections for modeling the early stage of infection and tested individual
NS1 effects. Changes in TNF-«, IL-6, IL-10 and IFN-y in mice sera were observed after
NS1-encoding plasmid injections.

The data obtained in this study on immune cells and in mice had both common trends
and differences. The secretion of TNF-oc was triggered in splenocytes and in mice for all
NS1 variants. This points to the involvement of TBEV NS1 in inflammatory processes
that are correlated with virus pathogenesis. In another published study performed on a
mouse model, recombinant dengue NS1 produced in human embryonic kidney (HEK)
293 cells or in S2 cells was able to stimulate TNF-o and IL-6 three days after intravenous
administration [28]. However, in our study, IL-6 production was induced only in mice 6 h
after NS1-encoding plasmid injection. No IFN-y secretion was observed in splenocytes and
a gradual increase in IFN-y was seen in mice. This likely demonstrates an evolving immune
response against the foreign antigen, as it has been previously shown that TBEV NS1 is
immunogenic after DNA immunization [33,53]. In mice, IL-10 levels were not significantly
affected, but tended to decrease 72 h post-injection. Reduced levels of IL-10 in cerebrospinal
fluid on days after the onset of encephalitis were observed in patients with encephalitis
but not in patients with meningeal disease [32]. It is possible that the secreted NS1 could
mediate this downregulation. However, at earlier time points, variation in IL-10 levels was
observed for individual strains; it was reduced in mice for Sof at 6 h, elevated in splenocytes
for Vas at 20 h and increased for Abs at 48 h. It should be noted that cytokine secretion is a
process that can change rapidly over time. In another study, a comparison of two TBEV
strains with similar virulence rates also showed a significant variation in the process of
infection and immune response activation in mice [39]. Based on the results obtained in the
present study, we can speculate TBEV NS1 involvement in triggering pro-inflammatory
and adaptive immune responses, as shown by upregulated TNF-a and IFN-y in all studied
strains. However, the levels of IL-6 and IL-10 can underlie the differences between the
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strains or subtypes of TBEV. For other members of the flavivirus group, i.e., dengue virus,
it has been suggested that the role of NS1 in pathogenesis is also strain-dependent [45].

As the part of the innate immune response, the activation of the complement system
was tested. The interaction of TBEV with complement is unknown. However, in dengue
infection, high levels of NS1, C3a, C5a and soluble C5b-9 present in the plasma of infected
patients served as predictors of severe forms of disease [54,55]. In our study, analysis of
the C3a amount in mice sera revealed decreased C3a levels in mice which had received
plasmid encoding NS1 of the Absettarov strain compared to vector group. This result
suggested that TBEV NS1 can affect the complement and a more detailed study of different
complement factors with various viral strains is needed.

Summarizing the results of present study, we have revealed similarities and differences
between studied NS1-driven features of strains of three TBEV subtypes. Expression and
secretion of NS1 in the three strains were different. All studied TBEV NS1 proteins were
involved in triggering the adaptive and pro-inflammatory immune responses. However,
effects of NS1 of the three strains differ significantly for IL-6 and II-10 either in the profile
or in the dynamics. It should be mentioned that in the present study, only a single strain
of each subtype was tested, and we cannot claim that the discovered properties are a
characteristic of the subtype as a whole. To answer this question, more strains should be
involved in the study. However, the presented results have demonstrated that TBEV NS1 is
involved in cytokine triggering that varies between the strains. Thus, the variability in NS1
can be considered as an important genetic factor of TBEV pathogenicity.

4. Materials and Methods
4.1. Viruses

Three TBEV strains belonging to the three different TBEV subtypes were used in this
study. The Absettarov strain (GenBank # KU885457) was isolated from the blood of an
infected patient in the Leningrad region, Russia in 1951 (belonging to the European TBEV
subtype), the Vasilchenko strain (GenBank # L40361) was also isolated from the blood of an
infected patient in the Novosibirsk region, Russia in 1961 (belonging to the Siberian TBEV
subtype) and the Sofjin-Chumakov strain (GenBank # KC806252) was isolated from the
brain of a deceased TBE patient in the Primorsky Krai region in 1937 (belonging to the Far
Eastern TBEV subtype).

The neuroinvasiveness index for female BALB/c mice (12-14 g) was estimated as the
ratio between the number of infectious viral particles obtained by plaque assay in PEK cells
(PFU) determined as described earlier [56], and the 50% lethal dose (LD50) of the virus
after subcutaneous (s/c) inoculation was calculated according to the Kerber method [57].

4.2. Cloning of NS1 Genes and Plasmid Purification

Isolation, storage and propagation of the TBEV strains from the laboratory collection
of the FSBSI (Chumakov FSC R&D IBP RAS) has been described previously [39,58,59].
Viral RNA was isolated using Trireagent LS (Sigma-Aldrich, Burlington, VT, USA) fol-
lowed by chloroform extraction. For reverse transcription with SuperScript III (Invitrogen,
Waltham, MA, USA), specific primers were used for the Absettarov and Vasilchenko strains
(5'-atgtattcatctgttcgtcc-3) and the Sofjin-Chumakov strain (5'-cagagectgggtgeatgtece-3'). Then,
primers with restriction sites BamHI and EcoRI for forward and reverse primers, respec-
tively, were used to amplify the NS1 genes. PCR fragments were cloned into the pVax
vector. Sequences of the resulting plasmids were confirmed by sequencing. Plasmids were
purified using Plasmid EndoFree Kits (Qiagen, Venlo, The Netherlands).

4.3. Cell Lines and Transfection

HEK293T and 4T1 (CRL-2539™, ATCC) cell lines were cultured in DMEM (Paneco,
Russia) supplemented with 10% FBS (Hyclone Cytiva, Marlborough, MA, USA) and peni-
cillin/streptomycin at 37 °C with a 5% CO, humidified atmosphere. The day before transfec-



Int. . Mol. Sci. 2023, 24,1011

90f13

tion, cells were plated, and the next day were transfected using Lipofectamin LTX reagent
(Thermo Fisher Scientific, Waltham, MA, USA) according to the manufacturer’s instructions.

4.4. Western Blot

Cell lysates were loaded onto 10% SDS-PAGE and then blotted on a nitrocellulose
membrane. Blots were blocked in PBS with 0.01% Tween-20 and 5% dry milk and stained
with anti-NS1 antibodies (clone 4C4 or 29F10, BioSan, Novosibirsk, Russia) or anti-actin (clone
AC-15, Sigma) in blocking buffer followed by incubation with secondary HRP-conjugated
anti-mouse antibodies (Jackson ImmunoResearch, Cambridge, UK). Blots were developed
with ECL reagent (Amersham, Cytia). Signals were registered onto X-ray film (FujiFilm) or
by ChemiDoc. Images were analyzed by Image] software (https://imagej.nih.gov/ij/).

4.5. NS1 Protein Purification

Protein was obtained as previously described in [35]. In brief, HEK293T cells were
transfected with the plasmids encoding NS1 and grown for two days in serum-free medium.
Then, cell culture fluids were collected, cell debris was removed by centrifugation and sam-
ples were concentrated by VivaSpin (Sartorius, Mw 100 kDa). Concentrated samples were
subjected to an FPLC column of Sephadex 200. High-molecular weight protein fractions
(90 kDa-300 kDa) were collected and analyzed by Western blot with anti-NS1 antibodies
(clone 4C4, Biosan, Novosibirsk, Russia) (Supplementary Figure S1A,B). Fractions with maxi-
mum amounts of NS1 were pooled, concentrated with VivaSpin (Sartorius, Mw 5 kDa) and
analyzed in gel followed by Coomassie blue staining. Cell culture fluids of cells transfected
with pVax were processed the same as NS1-containing samples and were used as a control.

4.6. Animals and Treatment

Susceptible inbred mice of the strain BALB/c (State Institution Scientific Center of
Biotechnology, branch “Stolbovaya”, Moscow, Russia) were used in this study. The animals
were kept and treated in accordance with the international recommendations for the
treatment of laboratory animals (CIOMS recommendations, 1985, the Directive 2010/63/EU,
and Appendix A to the European Convention ETS No. 123). The bioethics committee of
FSBSI Chumakov FSC R&D IBP RAS (protocol #17 from 1 September 2016) approved all
experimental procedures performed on animals.

Mice splenocytes were purified as described previously [52]. In brief, spleens were
homogenized and cells were filtered through a nylon filter, then red blood cells were lysed
in ACK Lysis buffer. A concentration of 2.5 x 10° of splenocytes were incubated with
1 mg/mL NS1 protein for 20 h in RPMI supplemented with 5% FBS.

Plasmid DNA was injected intramuscularly into two hind legs using an insulin syringe.
Each mouse received two injections of 50 ug DNA in 50 pL of TE bulffer.

4.7. ELISA

For NS1 measurement, sandwich ELISA was used. Coating anti-NS1 antibody clone
4C4 (Biosan, Novosibirsk, Russia) in carbonate buffer were sorbed onto a high-binding
96-well plate (Grainer). Blocking was performed in PBS with 0.05% Tween-20 and 5% BSA.
Detection of NS1 was performed with anti-NS1 clone 29G9 (Biosan, Novosibirsk, Rus-
sia) conjugated to biotin followed by incubation with streptavidin-HRP conjugate. TMB
(Abcam, Cambridge, UK) was use as a substrate.

Cytokines levels (IFN-y, IL-10, TNF-« and IL-6) in mice sera were measured by ELISA
kits (Invitrogen) and C3a in mice sera was measured by an ELISA kit (Cloud-Clone Corp.,
Wuhan, China) according to the manufacturer’s instructions. For tests, mice sera were
pooled (4-5 mice) and run in duplicate.

4.8. Statistical Analysis and Software

All data were presented as mean with SD. Statistical differences were analyzed by one-
way ANOVA in combination with post Tukey’s test (=0.05) to assess the difference between
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any two groups by the unpaired t-test by using GraphPad Prism 8.4 statistical software
(GraphPad Software, Inc., San Diego, CA, USA). p < 0.05 and p < 0.01 were considered
statistically significant.

5. Conclusions

The results of this study demonstrate that TBEV NS1 plays an important role, not only
in the replication of the virus, but also in affecting the early cytokine production, and this
differs between viral strains. These results have highlighted important aspects that could be
studied further to reveal the NS1-related pathogenicity of TBEV. This includes the study of
the genetic diversity of NS1 and its interaction with innate and inflammatory host responses.
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/ /www.mdpi.com/article/10.3390/ijms24021011/s1.

Author Contributions: Conceptualization, E.S. and G.K.; methodology, validation, investigation,
YK, K.T. and E.S.; formal analysis and data curation, A.L. and V.K.; protein purification, V.T.; animal
procedures, K.T. and G.K.; writing—original draft preparation, E.S.; writing—review and editing,
E.S., AL, VK, KT and G K, supervision, VK. All authors have read and agreed to the published
version of the manuscript.

Funding: This research was funded by RFBR, grant number 20-04-00766.

Institutional Review Board Statement: The animal care, use, and treatments in this study were strictly
performed in accordance with the international recommendations for the treatment of laboratory
animals (CIOMS recommendations, 1985, the Directive 2010/63/EU, and Appendix A to the European
Convention ETS No. 123). The bioethics committee of FSBSI (Chumakov FSC R&D IBP RAS) (protocol
#17 from 1 September 2016) approved all experimental procedures performed on animals.

Informed Consent Statement: Not applicable.

Data Availability Statement: The authors declare that the data generated and analyzed during this
study are included in this published article and associated Supplementary Materials. In addition,
datasets generated and/or analyzed during the current study are available from the corresponding
author on reasonable request.

Acknowledgments: We are grateful to the Engelhardt Institute of Molecular Biology for the equip-
ment and administrative support for this study.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Dai, X,; Shang, G.; Lu, S; Yang, ].; Xu, J. A New Subtype of Eastern Tick-Borne Encephalitis Virus Discovered in Qinghai-Tibet
Plateau, China. Emerg. Microbes Infect. 2018, 7, 74. [CrossRef] [PubMed]

2. Bondaryuk, A.N.; Sidorova, E.A.; Adelshin, R.V.; Andaev, E.I; Balakhonov, S.V. Reporting of New Tick-Borne Encephalitis
Virus Strains Isolated in Eastern Siberia (Russia) in 1960-2011 and Explaining Them in an Evolutionary Context Using Bayesian
Phylogenetic Inference. Ticks Tick Borne Dis. 2020, 11, 101496. [CrossRef] [PubMed]

3. Deviatkin, A.A.; Karganova, G.G.; Vakulenko, Y.A.; Lukashev, A.N. TBEV Subtyping in Terms of Genetic Distance. Viruses 2020,
12,1240. [CrossRef] [PubMed]

4. Gritsun, T.S.; Lashkevich, V.A.; Gould, E.A. Tick-Borne Encephalitis. Antivir. Res. 2003, 57, 129-146. [CrossRef] [PubMed]

5. Bogovic, P,; Strle, F. Tick-Borne Encephalitis: A Review of Epidemiology, Clinical Characteristics, and Management. World J. Clin.
Cases 2015, 3, 430-441. [CrossRef] [PubMed]

6. Ruzek, D.; Avsi¢ Zupanc, T,; Borde, J.; Chrdle, A.; Eyer, L.; Karganova, G.; Kholodilov, I; Knap, N.; Kozlovskaya, L.; Matveev, A.; et al.
Tick-Borne Encephalitis in Europe and Russia: Review of Pathogenesis, Clinical Features, Therapy, and Vaccines. Antivir. Res.
2019, 164, 23-51. [CrossRef] [PubMed]

7. Lenhard, T, Ott, D.; Jakob, N.J.; Pham, M.; Baumer, P.; Martinez-Torres, F.; Meyding-Lamadé, U. Predictors, Neuroimaging
Characteristics and Long-Term Outcome of Severe European Tick-Borne Encephalitis: A Prospective Cohort Study. PLoS ONE
2016, 11, e0154143. [CrossRef]

8.  RadziSauskiené, D.; Urboniené, J.; Kaubrys, G.; Andruskeviéius, S.; JatuZis, D.; Matulyte, E.; ZVirblyté—Skrebutiené, K. The

Epidemiology, Clinical Presentation, and Predictors of Severe Tick-Borne Encephalitis in Lithuania, a Highly Endemic Country: A
Retrospective Study of 1040 Patients. PLoS ONE 2020, 15, €0241587. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/ijms24021011/s1
https://www.mdpi.com/article/10.3390/ijms24021011/s1
http://doi.org/10.1038/s41426-018-0081-6
http://www.ncbi.nlm.nih.gov/pubmed/29691370
http://doi.org/10.1016/j.ttbdis.2020.101496
http://www.ncbi.nlm.nih.gov/pubmed/32723652
http://doi.org/10.3390/v12111240
http://www.ncbi.nlm.nih.gov/pubmed/33142676
http://doi.org/10.1016/S0166-3542(02)00206-1
http://www.ncbi.nlm.nih.gov/pubmed/12615309
http://doi.org/10.12998/wjcc.v3.i5.430
http://www.ncbi.nlm.nih.gov/pubmed/25984517
http://doi.org/10.1016/j.antiviral.2019.01.014
http://www.ncbi.nlm.nih.gov/pubmed/30710567
http://doi.org/10.1371/journal.pone.0154143
http://doi.org/10.1371/journal.pone.0241587
http://www.ncbi.nlm.nih.gov/pubmed/33211708

Int. . Mol. Sci. 2023, 24,1011 110f13

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.
23.
24.
25.
26.

27.

28.

29.

30.

31.

32.

33.

34.

Bogovi¢, P.; Kastrin, A.; Lotri¢-Furlan, S.; Ogrinc, K.; Avsi¢ Zupanc, T.; Korva, M.; Knap, N.; Resman Rus, K; Strle, K.; Strle,
F. Comparison of Laboratory and Immune Characteristics of the Initial and Second Phase of Tick-Borne Encephalitis. Emerg.
Microbes Infect. 2022, 11, 1647-1656. [CrossRef]

Bogovi¢, P; Lusa, L.; Korva, M.; Pavleti¢, M.; Resman Rus, K.; Lotri¢-Furlan, S.; Avéié—Zupanc, T.; Strle, K.; Strle, F. Inflammatory
Immune Responses in the Pathogenesis of Tick-Borne Encephalitis. J. Clin. Med. 2019, 8, 731. [CrossRef]

Belikov, S.I.; Kondratov, I.G.; Potapova, U.V.; Leonova, G.N. The Relationship between the Structure of the Tick-Borne Encephalitis
Virus Strains and Their Pathogenic Properties. PLoS ONE 2014, 9, €94946. [CrossRef] [PubMed]

Kellman, E.M.; Offerdahl, D.K.; Melik, W.; Bloom, M.E. Viral Determinants of Virulence in Tick-Borne Flaviviruses. Viruses 2018,
10, 329. [CrossRef]

Velay, A.; Paz, M.; Cesbron, M.; Gantner, P.,; Solis, M.; Soulier, E.; Argemi, X.; Martinot, M.; Hansmann, Y.; Fafi-Kremer, S.
Tick-Borne Encephalitis Virus: Molecular Determinants of Neuropathogenesis of an Emerging Pathogen. Crit. Rev. Microbiol.
2019, 45, 472-493. [CrossRef] [PubMed]

Gritsun, T.S.; Frolova, T.V.; Zhankov, A.I;; Armesto, M.; Turner, S.L.; Frolova, M.P.,; Pogodina, V.V.; Lashkevich, V.A.; Gould, E.A.
Characterization of a Siberian Virus Isolated from a Patient with Progressive Chronic Tick-Borne Encephalitis. J. Virol. 2003, 77,
25-36. [CrossRef] [PubMed]

Randolph, S.E. Transmission of Tick-Borne Pathogens between Co-Feeding Ticks: Milan Labuda’s Enduring Paradigm. Ticks
Tick-Borne Dis. 2011, 2, 179-182. [CrossRef]

Harrison, A.; Bennett, N.C. The Importance of the Aggregation of Ticks on Small Mammal Hosts for the Establishment and
Persistence of Tick-Borne Pathogens: An Investigation Using the R(0) Model. Parasitology 2012, 139, 1605-1613. [CrossRef]
Labuda, M.; Jones, L.D.; Williams, T.; Danielova, V.; Nuttall, P.A. Efficient Transmission of Tick-Borne Encephalitis Virus Between
Cofeeding Ticks. J. Med. Entomol. 1993, 30, 295-299. [CrossRef]

Khasnatinov, M.A; Tuplin, A.; Gritsun, D.J.; Slovak, M.; Kazimirova, M.; Lickova, M.; Havlikova, S.; Klempa, B.; Labuda,
M.; Gould, E.A; et al. Tick-Borne Encephalitis Virus Structural Proteins Are the Primary Viral Determinants of Non-Viraemic
Transmission between Ticks Whereas Non-Structural Proteins Affect Cytotoxicity. PLoS ONE 2016, 11, e0158105. [CrossRef]
Goonawardane, N.; Upstone, L.; Harris, M.; Jones, L. M. Identification of Host Factors Differentially Induced by Clinically Diverse
Strains of Tick-Borne Encephalitis Virus. J. Virol. 2022, 96, e0081822. [CrossRef]

Hayasaka, D.; Gritsun, T.S.; Yoshii, K.; Ueki, T.; Goto, A.; Mizutani, T.; Kariwa, H.; Iwasaki, T.; Gould, E.A.; Takashima, I.
Amino Acid Changes Responsible for Attenuation of Virus Neurovirulence in an Infectious CDNA Clone of the Oshima Strain of
Tick-Borne Encephalitis Virus. J. Gen. Virol. 2004, 85, 1007-1018. [CrossRef]

Potapova, U.V,; Feranchuk, S.I.; Potapov, V.V.; Kulakova, N.V.; Kondratov, I.G.; Leonova, G.N.; Belikov, S.I. NS2B/NS3 Protease:
Allosteric Effect of Mutations Associated with the Pathogenicity of Tick-Borne Encephalitis Virus. J. Biomol. Struct. Dyn. 2012, 30,
638-651. [CrossRef]

Crooks, A.].; Lee, ].M.; Easterbrook, L.M.; Timofeev, A.V.; Stephenson, ]J.R. The NS1 Protein of Tick-Borne Encephalitis Virus
Forms Multimeric Species upon Secretion from the Host Cell. |. Gen. Virol. 1994, 75 Pt 12, 3453-3460. [CrossRef] [PubMed]
Glasner, D.R.; Puerta-Guardo, H.; Beatty, P.R.; Harris, E. The Good, the Bad, and the Shocking: The Multiple Roles of Dengue
Virus Nonstructural Protein 1 in Protection and Pathogenesis. Ann. Rev. Virol. 2018, 5, 227-253. [CrossRef] [PubMed]

Carpio, K.L.; Barrett, A.D.T. Flavivirus NS1 and Its Potential in Vaccine Development. Vaccines 2021, 9, 622. [CrossRef] [PubMed]
Rastogi, M.; Sharma, N.; Singh, S.K. Flavivirus NS1: A Multifaceted Enigmatic Viral Protein. Virol. J. 2016, 13, 131. [CrossRef]
Chen, H.-R,; Lai, Y.-C.; Yeh, T.-M. Dengue Virus Non-Structural Protein 1: A Pathogenic Factor, Therapeutic Target, and Vaccine
Candidate. J. Biomed. Sci. 2018, 25, 58. [CrossRef]

Dellarole, M.; Voss, J.E.; Tamietti, C.; Pehau-Arnaudet, G.; Raynal, B.; Briilé, S.; England, P; Zhang, X.; Mikhailova, A.; Hasan, M.; et al.
Dengue Virus NS1 Protein Conveys Pro-Inflammatory Signals by Docking onto High-Density Lipoproteins. EMBO Rep. 2022, 23, e53600.
[CrossRef]

Beatty, PR.; Puerta-Guardo, H.; Killingbeck, S.S.; Glasner, D.R.; Hopkins, K.; Harris, E. Dengue Virus NS1 Triggers Endothelial
Permeability and Vascular Leak That Is Prevented by NS1 Vaccination. Sci. Transl. Med. 2015, 7, 304ra141. [CrossRef]

Bogovi¢, P; Lusa, L.; Korva, M.; Lotri¢-Furlan, S.; Resman-Rus, K.; Pavleti¢, M.; AVéiE—Zupanc, T.; Strle, K,; Strle, F. Inflammatory
Immune Responses in Patients with Tick-Borne Encephalitis: Dynamics and Association with the Outcome of the Disease.
Microorganisms 2019, 7, 514. [CrossRef]

Atrasheuskaya, A.V.; Fredeking, T.M.; Ignatyev, G.M. Changes in Immune Parameters and Their Correction in Human Cases of
Tick-Borne Encephalitis. Clin. Exp. Immunol. 2003, 131, 148-154. [CrossRef]

Fowler, A ; Ygberg, S.; Bogdanovic, G.; Wickstrom, R. Biomarkers in Cerebrospinal Fluid of Children With Tick-Borne Encephalitis:
Association With Long-Term Outcome. Pediatr. Infect. Dis. ]. 2016, 35, 961-966. [CrossRef] [PubMed]

Ginther, G.; Haglund, M.; Lindquist, L.; Forsgren, M.; Andersson, J.; Andersson, B.; Skoldenberg, B. Tick-Borne Encephalitis Is
Associated with Low Levels of Interleukin-10 in Cerebrospinal Fluid. Infect. Ecol. Epidemiol. 2011, 1. [CrossRef] [PubMed]
Timofeev, A.V.; Butenko, V.M.; Stephenson, J.R. Genetic Vaccination of Mice with Plasmids Encoding the NS1 Non-Structural
Protein from Tick-Borne Encephalitis Virus and Dengue 2 Virus. Virus Genes 2004, 28, 85-97. [CrossRef]

Kuzmenko, Y.V,; Smirnova, O.A,; Ivanov, A.V,; Starodubova, E.S.; Karpov, V.L. Nonstructural Protein 1 of Tick-Borne Encephalitis
Virus Induces Oxidative Stress and Activates Antioxidant Defense by the Nrf2/ARE Pathway. Intervirology 2016, 59, 111-117.
[CrossRef] [PubMed]


http://doi.org/10.1080/22221751.2022.2086070
http://doi.org/10.3390/jcm8050731
http://doi.org/10.1371/journal.pone.0094946
http://www.ncbi.nlm.nih.gov/pubmed/24740396
http://doi.org/10.3390/v10060329
http://doi.org/10.1080/1040841X.2019.1629872
http://www.ncbi.nlm.nih.gov/pubmed/31267816
http://doi.org/10.1128/JVI.77.1.25-36.2003
http://www.ncbi.nlm.nih.gov/pubmed/12477807
http://doi.org/10.1016/j.ttbdis.2011.07.004
http://doi.org/10.1017/S0031182012000893
http://doi.org/10.1093/jmedent/30.1.295
http://doi.org/10.1371/journal.pone.0158105
http://doi.org/10.1128/jvi.00818-22
http://doi.org/10.1099/vir.0.19668-0
http://doi.org/10.1080/07391102.2012.689697
http://doi.org/10.1099/0022-1317-75-12-3453
http://www.ncbi.nlm.nih.gov/pubmed/7527836
http://doi.org/10.1146/annurev-virology-101416-041848
http://www.ncbi.nlm.nih.gov/pubmed/30044715
http://doi.org/10.3390/vaccines9060622
http://www.ncbi.nlm.nih.gov/pubmed/34207516
http://doi.org/10.1186/s12985-016-0590-7
http://doi.org/10.1186/s12929-018-0462-0
http://doi.org/10.15252/embr.202153600
http://doi.org/10.1126/scitranslmed.aaa3787
http://doi.org/10.3390/microorganisms7110514
http://doi.org/10.1046/j.1365-2249.2003.02050.x
http://doi.org/10.1097/INF.0000000000001210
http://www.ncbi.nlm.nih.gov/pubmed/27187756
http://doi.org/10.3402/iee.v1i0.6029
http://www.ncbi.nlm.nih.gov/pubmed/22957110
http://doi.org/10.1023/B:VIRU.0000012266.04871.ce
http://doi.org/10.1159/000452160
http://www.ncbi.nlm.nih.gov/pubmed/27875810

Int. . Mol. Sci. 2023, 24,1011 12 0f13

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

Kuzmenko, Y.V.; Starodubova, E.S.; Karganova, G.G.; Timofeev, A.V.; Karpov, V.L. Nonstructural protein 1 of tick-borne
encephalitis virus activates the expression of immunoproteasome subunits. Mol. Biol. 2016, 50, 353-359. [CrossRef]

Kurhade, C.; Schreier, S.; Lee, Y.-P.; Zegenhagen, L.; Hjertqvist, M.; Dobler, G.; Kroger, A.; Overby, A K. Correlation of Severity of
Human Tick-Borne Encephalitis Virus Disease and Pathogenicity in Mice. Emerg. Infect. Dis. 2018, 24, 1709-1712. [CrossRef]
[PubMed]

Mandl, C.W.; Ecker, M.; Holzmann, H.; Kunz, C.; Heinz, EX. Infectious CDNA Clones of Tick-Borne Encephalitis Virus European
Subtype Prototypic Strain Neudoerfl and High Virulence Strain Hypr. J. Gen. Virol. 1997, 78 Pt 5, 1049-1057. [CrossRef]
Kozlovskaya, L.I.; Osolodkin, D.I.; Shevtsova, A.S.; Romanova, L.I.; Rogova, Y.V.; Dzhivanian, T.I.; Lyapustin, V.N.; Pivanova, G.P;
Gmyl, A.P; Palyulin, V.A.; et al. GAG-Binding Variants of Tick-Borne Encephalitis Virus. Virology 2010, 398, 262-272. [CrossRef]
Shevtsova, A.S.; Motuzova, O.V.; Kuragina, V.M.; Akhmatova, N.K.; Gmyl, L.V,; Kondrat’eva, Y.I.; Kozlovskaya, L.I.; Rogova, Y.V,;
Litov, A.G.; Romanova, L.L; et al. Lethal Experimental Tick-Borne Encephalitis Infection: Influence of Two Strains with Similar
Virulence on the Immune Response. Front. Microbiol. 2017, 7, 2172. [CrossRef]

Pulaski, B.A.; Ostrand-Rosenberg, S. Mouse 4T1 Breast Tumor Model. Curr. Protoc. Immunol. 2001, 20, Unit 20.2. [CrossRef]

Li, Y.; Wang, D.; Du, X. Adaptive Genetic Diversifications among Tick-Borne Encephalitis Virus Subtypes: A Genome-Wide
Perspective. Virology 2019, 530, 32-38. [CrossRef] [PubMed]

Mandl, C.W.; Heinz, FX,; Stockl, E.; Kunz, C. Genome Sequence of Tick-Borne Encephalitis Virus (Western Subtype) and
Comparative Analysis of Nonstructural Proteins with Other Flaviviruses. Virology 1989, 173, 291-301. [CrossRef]

Leonova, G.N.; Belikov, S.I.; Kondratov, I.G.; Takashima, I. Comprehensive Assessment of the Genetics and Virulence of Tick-
Borne Encephalitis Virus Strains Isolated from Patients with Inapparent and Clinical Forms of the Infection in the Russian Far
East. Virology 2013, 443, 89-98. [CrossRef] [PubMed]

Belikov, S.I; Leonova, G.N.; Kondratov, L.G.; romanova, E.V,; Pavlenko, E.V. Coding nucleotide sequences of tick-borne en-
cephalitis virus strains isolated from human blood without clinical symptoms of infection. Genetika 2010, 46, 356-363. [CrossRef]
[PubMed]

Dechtawewat, T.; Roytrakul, S.; Yingchutrakul, Y.; Charoenlappanit, S.; Siridechadilok, B.; Limjindaporn, T.; Mangkang, A.;
Prommool, T.; Puttikhunt, C.; Songprakhon, P, et al. Potential Phosphorylation of Viral Nonstructural Protein 1 in Dengue Virus
Infection. Viruses 2021, 13, 1393. [CrossRef] [PubMed]

Palus, M.; Formanova, P,; Salat, J.; Zampachové, E.; Elsterov4, J.; RiZek, D. Analysis of Serum Levels of Cytokines, Chemokines,
Growth Factors, and Monoamine Neurotransmitters in Patients with Tick-Borne Encephalitis: Identification of Novel Inflamma-
tory Markers with Implications for Pathogenesis. J. Med. Virol. 2015, 87, 885-892. [CrossRef] [PubMed]

Zidovec-Lepej, S.; Vilibic-Cavlek, T.; Ilic, M.; Gorenec, L.; Grgic, I.; Bogdanic, M.; Radmanic, L.; Ferenc, T.; Sabadi, D.; Savic, V.; et al.
Quantification of Antiviral Cytokines in Serum, Cerebrospinal Fluid and Urine of Patients with Tick-Borne Encephalitis in Croatia.
Vaccines 2022, 10, 1825. [CrossRef]

Gutsche, I.; Coulibaly, E,; Voss, ].E.; Salmon, J.; d”Alayer, J.; Ermonval, M.; Larquet, E.; Charneau, P.; Krey, T.; Mégret, F; et al.
Secreted Dengue Virus Nonstructural Protein NS1 Is an Atypical Barrel-Shaped High-Density Lipoprotein. Proc. Natl. Acad. Sci.
USA 2011, 108, 8003-8008. [CrossRef]

Muller, D.A.; Young, P.R. The Flavivirus NS1 Protein: Molecular and Structural Biology, Immunology, Role in Pathogenesis and
Application as a Diagnostic Biomarker. Antivir. Res. 2013, 98, 192-208. [CrossRef]

Labuda, M.; Austyn, ].M.; Zuffova, E.; Kozuch, O.; Fuchsberger, N.; Lysy, ].; Nuttall, PA. Importance of Localized Skin Infection
in Tick-Borne Encephalitis Virus Transmission. Virology 1996, 219, 357-366. [CrossRef]

Li, L.; Petrovsky, N. Molecular Mechanisms for Enhanced DNA Vaccine Inmunogenicity. Expert Rev. Vaccines 2016, 15, 313-329.
[CrossRef] [PubMed]

Petkov, S.; Starodubova, E.; Latanova, A.; Kilpeldinen, A.; Latyshev, O.; Svirskis, S.; Wahren, B.; Chiodi, F.; Gordeychuk, I;
Isaguliants, M. DNA Immunization Site Determines the Level of Gene Expression and the Magnitude, but Not the Type of the
Induced Immune Response. PLoS ONE 2018, 13, €0197902. [CrossRef] [PubMed]

Kuzmenko, Y.V.; Starodubova, E.S.; Shevtsova, A.S.; Chernokhaeva, L.L.; Latanova, A.A.; Preobrazhenskaia, O.V.; Timofeev, A.V,;
Karganova, G.G.; Karpov, V.L. Intracellular Degradation and Localization of NS1 of Tick-Borne Encephalitis Virus Affect Its
Protective Properties. ]. Gen. Virol. 2017, 98, 50-55. [CrossRef] [PubMed]

Avirutnan, P.; Punyadee, N.; Noisakran, S.; Komoltri, C.; Thiemmeca, S.; Auethavornanan, K.; Jairungsri, A.; Kanlaya, R.;
Tangthawornchaikul, N.; Puttikhunt, C.; et al. Vascular Leakage in Severe Dengue Virus Infections: A Potential Role for the
Nonstructural Viral Protein NS1 and Complement. J. Infect. Dis. 2006, 193, 1078-1088. [CrossRef] [PubMed]

Bokisch, V.A.; Top, EH.; Russell, PK.; Dixon, F].; Miiller-Eberhard, H.]J. The Potential Pathogenic Role of Complement in Dengue
Hemorrhagic Shock Syndrome. N. Engl. . Med. 1973, 289, 996-1000. [CrossRef] [PubMed]

Belova, O.A.; Burenkova, L.A.; Karganova, G.G. Different Tick-Borne Encephalitis Virus (TBEV) Prevalences in Unfed versus
Partially Engorged Ixodid Ticks—Evidence of Virus Replication and Changes in Tick Behavior. Ticks Tick-Borne Dis. 2012, 3,
240-246. [CrossRef]

Lorenz, R.J.; Bogel, K. Laboratory Techniques in Rabies: Methods of Calculation. Monogr. Ser. World Health Organ. 1973, 23,
321-335.


http://doi.org/10.1134/S0026893316020126
http://doi.org/10.3201/eid2409.171825
http://www.ncbi.nlm.nih.gov/pubmed/30124404
http://doi.org/10.1099/0022-1317-78-5-1049
http://doi.org/10.1016/j.virol.2009.12.012
http://doi.org/10.3389/fmicb.2016.02172
http://doi.org/10.1002/0471142735.im2002s39
http://doi.org/10.1016/j.virol.2019.02.006
http://www.ncbi.nlm.nih.gov/pubmed/30776508
http://doi.org/10.1016/0042-6822(89)90246-8
http://doi.org/10.1016/j.virol.2013.04.029
http://www.ncbi.nlm.nih.gov/pubmed/23735441
http://doi.org/10.1134/S1022795410030087
http://www.ncbi.nlm.nih.gov/pubmed/20391780
http://doi.org/10.3390/v13071393
http://www.ncbi.nlm.nih.gov/pubmed/34372598
http://doi.org/10.1002/jmv.24140
http://www.ncbi.nlm.nih.gov/pubmed/25675945
http://doi.org/10.3390/vaccines10111825
http://doi.org/10.1073/pnas.1017338108
http://doi.org/10.1016/j.antiviral.2013.03.008
http://doi.org/10.1006/viro.1996.0261
http://doi.org/10.1586/14760584.2016.1124762
http://www.ncbi.nlm.nih.gov/pubmed/26707950
http://doi.org/10.1371/journal.pone.0197902
http://www.ncbi.nlm.nih.gov/pubmed/29864114
http://doi.org/10.1099/jgv.0.000700
http://www.ncbi.nlm.nih.gov/pubmed/28221100
http://doi.org/10.1086/500949
http://www.ncbi.nlm.nih.gov/pubmed/16544248
http://doi.org/10.1056/NEJM197311082891902
http://www.ncbi.nlm.nih.gov/pubmed/4742219
http://doi.org/10.1016/j.ttbdis.2012.05.005

Int. . Mol. Sci. 2023, 24,1011 13 0f 13

58. Chernokhaeva, L.L.; Rogova, Y.V,; Vorovitch, M.F.; Romanova, L.I.; Kozlovskaya, L.I.; Maikova, G.B.; Kholodilov, I.S.; Karganova,
G.G. Protective Immunity Spectrum Induced by Immunization with a Vaccine from the TBEV Strain Sofjin. Vaccine 2016, 34,
2354-2361. [CrossRef]

59. Tuchynskaya, K.; Volok, V.; lllarionova, V.; Okhezin, E.; Polienko, A.; Belova, O.; Rogova, A.; Chernokhaeva, L.; Karganova, G.
Experimental Assessment of Possible Factors Associated with Tick-Borne Encephalitis Vaccine Failure. Microorganisms 2021, 9, 1172.
[CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://doi.org/10.1016/j.vaccine.2016.03.041
http://doi.org/10.3390/microorganisms9061172

	Introduction 
	Results 
	Expression of Recombinant NS1 Protein of TBEV Strains of Three Subtypes in Mammalian 4T1 Cell Lines 
	Secreted NS1 Produced in Mammalian Cells Can Activate Cytokine Production in Naive Mouse Splenocytes 
	Cytokine Production in Mice after Injection of Plasmids Encoding NS1 Differs between the Strains of Three TBEV Subtypes 
	Complement Activation in Mice after NS1 Gene Injection Differs between NS1 of Strains of Three TBEV Subtypes 

	Discussion 
	Materials and Methods 
	Viruses 
	Cloning of NS1 Genes and Plasmid Purification 
	Cell Lines and Transfection 
	Western Blot 
	NS1 Protein Purification 
	Animals and Treatment 
	ELISA 
	Statistical Analysis and Software 

	Conclusions 
	References

