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Abstract: Tick-borne encephalitis (TBE) is a serious neurological disease caused by TBE virus (TBEV).
Because antiviral treatment options are not available, vaccination is the key prophylactic mea-
sure against TBEV infections. Despite the availability of effective vaccines, cases of vaccination
breakthrough infections have been reported. The multienzymatic non-structural protein 3 (NS3) of
orthoflaviviruses plays an important role in polyprotein processing and virus replication. In the
present study, we evaluated NS3 of TBEV as a potential vaccine target for the induction of protective
immunity. To this end, a recombinant modified vaccinia virus Ankara that drives the expression of
the TBEV NS3 gene (MVA-NS3) was constructed. MVA-NS3 was used to immunize C57BL/6 mice. It
induced NS3-specific immune responses, in particular T cell responses, especially against the helicase
domain of NS3. However, MVA-NS3-immunized mice were not protected from subsequent challenge
infection with a lethal dose of the TBEV strain Neudoerfl, indicating that in contrast to immunity to
prME and NS1, NS3-specific immunity is not an independent correlate of protection against TBEV in
this mouse model.

Keywords: TBEV; MVA; NS3; vaccination; antibodies; T cells

1. Introduction

The genus Orthoflavivirus within the family Flaviviridae comprises important human
pathogens like dengue virus (DENV), Zika virus (ZIKV) and tick-borne encephalitis virus
(TBEV) [1,2]. TBEV is the causative agent of tick-borne encephalitis (TBE), the most impor-
tant tick-transmitted disease in Europe and parts of Asia, with up to 15,000 clinical cases
reported worldwide each year [3]. The clinical picture of TBE patients varies and severe
cases can suffer from neurological symptoms affecting the central and autonomic nervous
systems [4,5]. There is no treatment for TBE other than symptomatic, and antiviral drugs
have not yet been approved in Europe [6]. Although the use of inactivated TBE vaccines
has reduced the number of clinical TBE cases [7,8], vaccination breakthrough infections
are reported regularly [9–12]. In addition, the number of human TBE cases is increasing in
Europe [13] and novel foci of TBEV cases have been reported in recent years [14–17].

The genomic RNA (single-stranded, positive-sense) of TBEV encodes one polypro-
tein, which is cleaved co- and post-translationally into single proteins by proteases of
the host and TBEV itself (structural proteins: capsid (C), pre-membrane (prM), envelope
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(E); non-structural (NS) proteins: NS1, NS2A, NS2B, NS3, NS4A, NS4B, NS5). Whereas
structural proteins are components of the virion, NS proteins play a role in orthoflavivirus
replication and immune evasion [18]. Among NS proteins, NS3 is of special interest due
to its central role in the orthoflavivirus replication cycle. The NS3 protein plays a role in
polyprotein processing and virus replication due to its enzymatic activities and has further
immunomodulatory properties. The N terminus of NS3 comprises the serine protease
which, together with NS2B as co-factor, cleaves specific sites within the orthoflaviviral
polyprotein [19,20]. One mutation within NS3 in the vicinity of the catalytic region of the
protease is thought to alter the neuroinvasiveness of a TBEV strain [21]. In the C terminal
region, there is the helicase/NTPase, which is involved in unwinding dsRNA and is impor-
tant for orthoflavivirus replication [19,20]. The C terminus of TBEV NS3 also contains a
5′-RNA triphosphatase [22]. Furthermore, orthoflaviviral NS3 is one of the major targets
for the induction of virus-specific T cell responses [23,24]. In hospitalized TBE patients,
CD8+ T cells directed to NS3 have been detected early after clinical onset and have been of
the effector and memory phenotypes [25,26].

We hypothesized that the use of NS3 as candidate vaccine antigen could result in the
induction of specific T cell responses which could afford a certain degree of protection
against challenge infection with TBEV. Previous studies performed with NS3-based or-
thoflavivirus candidate vaccines have not been conclusive so far. Vaccination of mice with
plasmid DNA encoding TBEV NS3 failed to protect against TBEV challenge infection [27].
In contrast, DNA-based vaccination with full-length DENV NS3 or its helicase domain
protected mice against lethal DENV challenge infection but not against the development
of clinical signs [28]. Analysis of NS3 vaccine-induced immune responses indicated that
NS3-specific cell-mediated immunity is the main correlate of partial protection against
DENV infection [28,29].

Therefore, in the present study, we investigated immunity to TBEV NS3 with emphasis
on the induction of NS3-specific T cell responses and assessed its protective efficacy. To
this end, we cloned the TBEV NS3 gene into the replication-deficient poxviral vector
modified vaccinia virus Ankara (MVA) to generate a recombinant MVA that drives the
expression of the NS3 gene (MVA-NS3). MVA has been shown to be safe and able to induce
strong antibody and T cell responses to the expressed protein of interest [30]. MVA-based
candidate vaccines for several viruses, like influenza virus, coronaviruses and human
immunodeficiency virus have already been tested in clinical trials [31–34]. Recently, we
constructed and tested recombinant MVA candidate vaccines expressing the prM-E and
NS1 TBEV proteins, respectively. With these recombinant MVAs, we were able to induce
E- and NS1-specific antibody and T cell responses which afforded complete or partial
protection, respectively, against lethal challenge infection in mice [35,36].

Following the in vitro characterization of MVA-NS3, its immunogenicity and pro-
tective efficacy was investigated in C57BL/6 mice. To this end, mice were prime-boost
vaccinated with MVA-NS3, and NS3-specific antibody and T cell responses were deter-
mined. However, a vaccination challenge experiment showed that immunization with
MVA-NS3 did not afford mice protection against infection with a lethal dose of the TBEV
strain Neudoerfl (European subtype). Based on these data, it was concluded that NS3-
specific antibodies and T cells are not independent correlates of protection and inclusion of
NS3 in future improved TBE vaccines does not seem warranted.

2. Materials and Methods
2.1. Cells and Viruses

Primary CEF cells (prepared from 10–11-day-old chicken embryos (specific pathogen-
free eggs from VALO BioMedia GmbH, Osterholz-Scharmbeck, Germany)), HeLa cells and
A549 cells were cultured as described previously [35]. Wildtype MVA (MVA F6 isolate) and
recombinant MVA-GFP (containing green fluorescent protein (GFP) gene in deletion site
III under transcriptional control of the late promotor P11 of vaccinia virus (VACV)) [37]
were used. European TBEV subtype strain Neudoerfl was obtained from Dr. G. Dobler, the
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Department of Microbiology of the German Armed Forces, Munich, Germany. Cells and
viruses tested negative for mycoplasma.

2.2. Generation of MVA-NS3 and In Vitro Characterization

The nucleotide sequence of TBEV Neudoerfl NS3 (GenBank: U27495.1) was modified
in silico by adding the Kozak sequence followed by a flag tag prior to the NS3 sequence.
The synthesized sequence (GenScript Biotech Corp, Piscataway, NJ, USA) was cloned into
the MVA transfer vector plasmid pIIIH5redK1L under transcriptional control of the VACV
early/late promoter pmH5 [37] resulting in pIIIH5redK1L-TBEV NS3. Recombinant MVA
with integrated NS3 sequence in deletion site III (MVA-NS3) was generated by homologous
and intragenomic homologous recombination using the modified standard protocol [37]
(Figure 1A). MVA-NS3 was propagated in primary CEF cells and concentrated as described
previously [35,36].
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Cusabio, Houston, TX, USA), monoclonal mouse ANTI-FLAG® M2 antibody (1:1000, 
Sigma-Aldrich, St. Louis, MO, USA) and GAPDH (D16H11) XP® Rabbit mAb #5174 

Figure 1. In vitro characterization of MVA-NS3. (A) Generation of recombinant MVA-NS3 by
homologous and intragenomic homologous recombination. The TBEV NS3 gene is expressed under
transcriptional control of VACV early/late promoter pmH5. (B) Fingerprint PCR using primer sets
specific to the six major deletion sites of MVA (I: 291 bp, II: 354 bp, III: 447 bp, IV: 502 bp, V: 603 bp,
VI: 702 bp). Insertion of the NS3 gene into deletion site III was confirmed (III: 2337 bp). (C) Western
blot analysis of lysates prepared with HeLa cells 24 h after infection with MVA or MVA-NS3 (MOI 5)
using antibodies against the flag tag, VACV D8 and GAPDH. Mock-infected cells were included as
negative control. (D) Replication kinetics of MVA (black) and MVA-NS3 (red) in primary CEF cells
(dotted lines) and HeLa cells (solid lines) (MOI 0.05).

To confirm the correct insertion of the NS3 gene into deletion site III, PCRs specific to
the six major deletion sites within the MVA genome were performed according to a slightly
modified standard protocol [37] and as described previously [35,36]. The identity of the
insert was confirmed by Sanger sequencing (Microsynth AG, Balgach, Switzerland).

NS3 expression was demonstrated in HeLa cells using Western blot analysis. To
this end, cells were infected with MVA-NS3 or MVA (multiplicity of infection [MOI] 5)
or left untreated (mock). Cell lysates were harvested and Western blot was performed
as described previously [35,36]. As primary antibodies, polyclonal rabbit D8L antibody
(1:2000, Cusabio, Houston, TX, USA), monoclonal mouse ANTI-FLAG® M2 antibody
(1:1000, Sigma-Aldrich, St. Louis, MO, USA) and GAPDH (D16H11) XP® Rabbit mAb
#5174 (1:3000, Cell Signaling Technology®, Danvers, MA, USA) were used. Goat anti-rabbit
IgG (H + L) HRP (1:5000, Invitrogen™, Carlsbad, CA, USA) and goat anti-mouse IgG (H +
L) HRP (1:5000, Invitrogen™, Carlsbad, CA, USA) were used as secondary antibodies.

Multistep growth kinetics of MVA-NS3 and MVA were performed on primary CEF
and HeLa cells as described previously [35,36].
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2.3. Mouse Studies
2.3.1. Ethical Statement

All mouse experiments were performed at the University of Veterinary Medicine
Hannover, Foundation, Hannover, Germany, in strict compliance with the German Animal
Welfare Law and EU directive on animal testing 2010/63/EU. The animal protocol was
approved by the Lower Saxony State Office for Consumer Protection and Food Safety under
the approval number 33.8-42502-04-20/3437.

2.3.2. Mice

Female C57BL/6JOlaHsd (C57BL/6) mice (Envigo RMS GmbH, Venray, The Netherlands)
were housed in individually ventilated cages type SEALSAFE PLUS GM500 or IsoCage N
Biocontainment System (Tecniplast, Hohenpeißenberg, Germany) with sterilized food and
water ad libitum. Prior to the start of experiments, the mice were acclimatized and habituated
for at least one week. All treatments were performed under isoflurane anesthesia.

2.3.3. Immunogenicity Study

C57BL/6 mice (6–8 weeks old, n = 4 per group) were vaccinated twice with an interval
of four weeks (prime-boost) with TBS (negative control; intramuscular (i.m)), 107 plaque-
forming units (PFU) of non-recombinant MVA (vector control; i.m.), 107 PFU MVA-NS3 (i.m.)
or 0.816 µg FSME-IMMUN® 0.5 mL (Pfizer Pharma GmbH, Berlin, Germany, lot number
EM2898; positive control; subcutaneous (s.c.)). Data of mice vaccinated with FSME-IMMUN®

(positive control) and MVA (empty vector control) were taken from a shared study which was
performed concurrently (same approval number, [35]) with the mice that received MVA-NS3.
This way, the number of animals was minimized to adhere to the 3R concept (replacement,
reduction and refinement). A clinical score sheet including outer appearance, behavior,
movement, body weight and neurological signs was used to assess the clinical scores of the
mice on a weekly basis. Twenty-eight days post boost vaccination, blood was collected by
retrobulbar punction, mice were euthanized by cervical dislocation and spleens were collected.
Spleens were processed and resuspended as described previously [35,36,38].

2.3.4. Protective Efficacy Study

C57BL/6 mice (6–8 weeks old, n = 12 per group) were prime-boost vaccinated and
scored weekly as described above. Data of MVA-vaccinated mice (empty vector control)
were taken from a shared study, which was performed in parallel and simultaneously (same
approval number, [35,36]) with the mice that received MVA-NS3. Fifty-six days post prime
immunization and before infection with TBEV, blood was collected by puncturing the Vena
facialis. For inoculation, 5.4 × 103 tissue culture infectious dose 50% (TCID50) TBEV Neudoerfl
was injected s.c. at day 56 post prime immunization. Mice were monitored daily according
to a clinical score sheet. At eight days post infection (dpi), half of the group (n = 6) was
sacrificed and the other mice (n = 6) stayed in the experiment until the pre-defined humane
endpoint (HEP) or study endpoint (16 dpi) was reached. When animals were taken out of the
experiment, blood was collected as described before prior to euthanasia by cervical dislocation.
The brains (left hemisphere), spinal cords (cervical region), spleens, ilea and colons (both size
of rice-corn) were collected and homogenized as described previously [35,36,38].

2.4. Humoral Immune Response
2.4.1. Virus Neutralization Assay

Determination of virus-neutralizing (VN) antibodies was performed on A549 cells
based on the development of cytopathic effects (CPEs) as described previously [35,36]. VN
titer (VNT100) was determined as the reciprocal of the highest dilution with no CPEs.

2.4.2. Analysis of NS3-Specific Antibodies

A luciferase immunoprecipitation system (LIPS) assay targeting domain III of the
TBEV Neudoerfl NS3 protein (NS3-DIII) was performed with sera (30 min/56 ◦C) as
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described before [39]. NS3-DIII-luciferase fusion protein was kindly provided by Dr. I.
Steffen, University of Veterinary Medicine Hannover, Germany. Values above 2500 relative
light units were considered positive. Due to insufficient volume of harvested serum of
some mice of the protective efficacy study (for TBS 4 mice, for MVA 3 mice and for FSME-
IMMUN® 2 mice were missing), these serum samples were not tested in LIPS assay.

2.5. Cellular Immune Response
2.5.1. Restimulation of Spleen Cells

For splenocyte restimulation, 15 mer peptides overlapping by eleven amino acids
covering the entire NS3 protein of TBEV Neudoerfl (UniProtKB: P14336) were synthesized
and resolved in DMSO (Hybri-Max™, Sigma-Aldrich, St. Louis, MO, USA). Three peptide
pools were prepared (NS31–215, NS3205–419, NS3409–621). Splenocytes were restimulated as
described previously [35,36].

2.5.2. IFN-γ ELISpot Assay

Virus-specific T cell responses were determined using a mouse IFN-γ ELISPot assay
(IFN-γ ELISpot Plus kit (ALP, Mabtech, Nacka Strand, Sweden) according to manufacturer’s
instructions. For analysis, ImmunoSpot® S6 Ultimate Reader and ImmunoSpot® software
(version 7.0.20.1, Cellular Technology Ltd., Shaker Heights, OH, USA) were used. An average
of triplicates was calculated, background values of medium with 0.5% DMSO were subtracted
and data were extrapolated to IFN-γ spot-forming cells (SFC) per 106 splenocytes.

2.5.3. Flow Cytometry

For the last four hours of restimulation, splenocytes were incubated with 10 µg/mL
brefeldin A (Sigma-Aldrich, St. Louis, MO, USA). Splenocytes were stained, fixed and
permeabilized as described before [35,36]. Antibodies to CD3e, CD4, CD8a, IFN-γ and
Granzyme B (BioLegend®, San Diego, CA, USA) were purchased from eBioscience™
(Invitrogen™, Carlsbad, CA, USA) if not otherwise stated. Stained cells were resuspended
in 1x PBS. Data acquisition was performed using BD LSR Fortessa X-20 with BD FACSDiva
(version 9.0, BD Biosciences, Franklin Lakes, NJ, USA). For analysis, FlowJo™ (version
10.8.1, BD Biosciences, Franklin Lakes, NJ, USA) was used. Background values of medium
with 0.5% DMSO were subtracted.

2.6. Analysis of TBEV RNA Copy Numbers in Organs

RNA isolation of cleared organ homogenates, real-time quantitative reverse transcrip-
tase PCR (RT-PCR) and analysis of data were conducted as described previously [35,36].
The TBEV RNA standard was kindly provided by Dr. S. Becker, University of Veterinary
Medicine Hannover, Germany.

2.7. Statistics

For pair-wise comparison of T cell responses, data were analyzed using an unpaired
t-test. For comparison of RNA copy numbers in organs between different groups, one-way
ANOVA was used. Survival data were analyzed using a log-rank test. A p-value of ≤0.05
was considered significant. Statistics were performed with GraphPad Prism (version 9.0.0).

3. Results
3.1. MVA-NS3—Generation and In Vitro Characterization

For its expression, the TBEV NS3 gene was inserted into deletion site III of the MVA
genome by homologous recombination, resulting in recombinant MVA-NS3 (Figure 1A). The
insertion of the entire NS3 nucleotide sequence and absence of mutations were confirmed by
fingerprint PCR targeting all six major deletion sites of MVA (Figure 1B) and Sanger sequenc-
ing. In addition, unimpaired expression of NS3 in MVA-NS3-infected cells was confirmed
by Western blot analysis using whole cell lysates (Figure 1C). The replication deficiency of
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non-recombinant MVA and MVA-NS3 was confirmed in non-permissive human HeLa cells.
In contrast, both viruses replicated to high titers in permissive CEF cells (Figure 1D).

3.2. Vaccination with MVA-NS3 Induces TBEV NS3-Specific T Cells

Next, we assessed the immunogenicity of MVA-NS3. To this end, C57BL/6 mice were
immunized twice over an interval of four weeks with TBS (mock), non-recombinant MVA
(MVA), FSME-IMMUN® or MVA-NS3. Four weeks after the second immunization, sera
and splenocytes were tested for the presence of specific antibodies and T cells, respectively.
As expected, only mice vaccinated with FSME-IMMUN® developed virus-neutralizing
(VN) antibodies (266.6–640 VNT100) (Table 1). NS3-DIII-specific antibodies were detectable
by LIPS assay in two out of sixteen mice immunized with MVA-NS3 (Table 1).

Table 1. VN and NS3-DIII-specific antibody response. Mouse sera collected four weeks after
the second immunization were tested for the presence of VN antibodies by VN assay (4 mice
from the immunogenicity study) and NS3-DIII-specific antibodies by LIPS assay (12–16 mice from
immunogenicity and protective efficacy studies).

Positive/Total Mice Tested

Treatment Group VN Antibodies NS3-DIII-Specific Antibodies

TBS 0/4 0/12
MVA 0/4 0/13

FSME-IMMUN® 4/4 0/14
MVA-NS3 0/4 2/16

To determine the NS3-specific T cell response upon immunization, splenocytes were
restimulated with three NS3 peptide pools spanning the entire NS3 protein of TBEV or empty
MVA vector. As shown by IFN-γ ELISpot assay, vaccination with MVA-NS3 induced T cell
responding to NS3 peptide pool restimulation, in particular to NS3205–419 and NS3409–621 with
frequencies of IFN-γ-producing cells of up to 225 SFC per 106 splenocytes (Figure 2). As
expected, immunization with MVA and MVA-NS3 also induced strong T cell responses to the
MVA vector with frequencies of IFN-γ-producing cells of up to 1200 SFC per 106 splenocytes.
In some high-responder mice, further analysis via flow cytometry showed that the majority of
NS3-specific IFN-γ-producing cells were CD4+ T cells. Furthermore, granzyme B-producing
CD4+ T cells were observed after stimulation with NS31–215 and NS3409–621 peptide pools. In
addition, granzyme B+ CD8+ T cells were also observed against the latter pool.
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Figure 2. NS3-specific T cell responses. Mice were immunized twice with TBS (gray circle), MVA
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3.3. Vaccination with MVA-NS3 Fails to Protect Mice from TBEV Infection

Because vaccination with MVA-NS3 induced NS3-specific T cell responses, we next
tested whether immunity induced with two doses of MVA-NS3 could afford protection
against infection with a lethal dose of TBEV strain Neudoerfl. Starting at 7–8 dpi, negative
control animals that had been mock-vaccinated or that had received the empty MVA
vector lost body weight (Figure 3A). These animals displayed severe clinical signs of
infection, including reduced spontaneous movement, hunched back posture, dull fur
and neurological signs. All negative control animals reached the pre-defined HEP before
16 dpi (Figure 3C). In contrast, all mice vaccinated with FSME-IMMUN® maintained their
body weight and did not develop clinical signs until the study endpoint (Figure 3A,C).
Vaccination with MVA-NS3 did not protect mice against body weight loss (Figure 3B) and
the development of clinical signs which were similar to those in the negative control animals.
Consequently, these five mice reached the HEP and the survival rate was not statistically
different from the negative control groups (Figure 3C). Upon dissection, macroscopical
lesions presenting as segmental distensions were observed in the gastrointestinal tract in
all negative control mice that had been mock-vaccinated (TBS) or that had received the
empty MVA vector and in five out of six MVA-NS3-vaccinated mice. In contrast, all mice
vaccinated with FSME-IMMUN® did not display any lesions in the gastrointestinal tract.
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Figure 3. Vaccination with MVA-NS3 does not afford protection from TBEV infection. (A) Body
weight loss after challenge infection with TBEV Neudoerfl. Results are expressed as the mean of
each group ± standard deviation. Groups of six mice received TBS (mock-vaccinated, gray circle),
MVA (empty vector, open black triangle) or FSME-IMMUN® (open blue circle). (B) Body weight
change of individual mice vaccinated with MVA-NS3 after challenge infection with TBEV Neudoerfl.
(C) Survival of mice after challenge infection with TBEV Neudoerfl (TBS: gray dotted line; MVA: black
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line; FSME-IMMUN®: blue dotted line; MVA-NS3: red line). Kaplan–Meyer curves were analyzed
using log-rank test compared to MVA-NS3 (ns = not significant, ** p ≤ 0.01). (D) TBEV RNA
copies were quantified with real-time quantitative RT-PCR in the indicated organs from vaccinated
and TBEV-challenged mice sacrificed at 8 dpi (n = 6). Lines depict median values. No significant
differences were seen. Mice were immunized with TBS (gray circle), MVA (open black triangle),
FSME-IMMUN® (open blue circle) or MVA-NS3 (red triangle).

To test whether MVA-NS3-induced immunity could restrict TBEV replication and
viral spread to the periphery, central nervous system and intestine, half of the mice of
each group were sacrificed at 8 dpi to determine the viral loads in various organs by real-
time quantitative RT-PCR (Figure 3D). High TBEV RNA copy numbers were detectable
in the spleens, brains, spinal cords, ilea and colons of mock- and empty MVA-vaccinated
mice. In contrast, immunization with FSME-IMMUN® completely protected against TBEV
replication and viral spread, except for two mice which had low TBEV RNA copy numbers
in the spleen or ileum, respectively. Immunization with MVA-NS3 did not prevent TBEV
replication in most of the respective organs and high viral loads were detected in the
spleens and brains of all six mice as well as in the spinal cords, ilea and colons of five out of
six mice in this group.

4. Discussion

Previous studies indicated that the inclusion of NS proteins like NS1 or NS3 in vaccine
formulations contributes to improved vaccination outcomes [40–43] and that immunity to
NS proteins is even an independent correlate of protection [28,36,44,45]. Therefore, in the
present study, we aimed to investigate immunity to TBEV NS3 and its protective efficacy
against TBEV infection. For the delivery of TBEV NS3, we used the poxviral vector MVA,
which is known for its capacity to induce humoral and cellular immune responses and its
excellent safety profile [30]. Indeed, with MVA-NS3, NS3-specific T cells were induced,
as demonstrated with IFN-γ ELISpot assay and flow cytometry. We hypothesized that
NS3-specific cell-mediated immunity could afford protection by limiting virus replication,
as was demonstrated for DENV infections [29]. However, challenge infection of MVA-NS3-
immunized mice indicated that NS3-specific T cells were insufficient as an independent
correlate of protection.

Prime-boost vaccination with MVA-NS3 induced weak NS3-specific antibody re-
sponses, as demonstrated with NS3-DIII LIPS assay. Only two out of sixteen mice had
detectable antibody responses. It should be mentioned that only the presence of NS3-
DIII-specific antibodies was tested in the LIPS assay, which may have rendered this assay
relatively insensitive, and it cannot be excluded that more mice seroconverted and devel-
oped antibodies directed to other domains of the protein. However, NS3 proteins of TBEV
and other mosquito-borne orthoflaviviruses seem to be poorly immunogenic compared to
other orthoflaviviral proteins [27,28,39]. As expected, immunization with MVA-NS3 did not
induce VN antibodies, in contrast to vaccination with the licensed vaccine FSME-IMMUN®,
which is based on formaldehyde-inactivated virus particles and was included in the present
study as a positive control. In contrast to the weak antibody responses, immunization with
MVA-NS3 induced robust cellular responses. In IFN-γ ELISpot assay, the highest response
detected was to TBEV NS3 NS3205–419 and NS3409–621 peptide pools, spanning mainly the C
terminal helicase region of NS3 (based on UniProtKB: P14336). Of interest, also in humans,
the helicase is the preferred target of NS3-specific T cell responses after infection with other
orthoflaviviruses like ZIKV and DENV [46]. Flow cytometry largely confirmed the data
obtained in the IFN-γ ELISpot assay and also indicated that most of the IFN-γ producing
cells were CD4+ T cells. Some of these also produced granzyme B, indicating that they may
also exert lytic activity against virus-infected cells. It has been shown that NS3 of TBEV
contains epitopes recognized by human CD8+ T cells and that these epitopes are largely
conserved among different TBEV subtypes [25,26]. Therefore, NS3 is considered a target for
cross-reactive T cells as described for other orthoflaviviruses like ZIKV and DENV [24,46].
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However, the NS3-specific CD8+ T cell response induced by vaccination with MVA-NS3 in
C57BL/6 mice was modest, if detectable at all, in the present study.

Although immunization with MVA-NS3 elicited virus-specific cellular immune re-
sponses, immunized mice were not protected from virus replication in the spleen and brain.
Apart from one mouse, high viral loads were also detected in the spinal cord and in the
gastrointestinal tract of the mice, which developed severe disease and succumbed to infection
with TBEV strain Neudoerfl. Pathological changes in the gastrointestinal tract may be one
of the critical factors responsible for the overt occurrence of clinical signs and body weight
loss, a phenomenon that was observed previously [36,47]. Of interest, our findings are in
concordance with another study showing that immunization with plasmid DNA encoding
NS3 of TBEV strain Sofjin failed to protect BALB/c mice against homologous TBEV challenge
infection [27]. In contrast, vaccines based on NS3 derived from other orthoflaviviruses like
DENV and ZIKV at least afforded mice a certain degree of protection against infection with the
respective viruses [28,44]. Although NS3-specific immunity afforded a certain degree of protec-
tion against some orthoflaviviruses, it was not an independent correlate of protection against
TBEV infection, unlike immunity to prME and NS1, as we demonstrated recently [35,36].
Although we cannot exclude that NS3-specific T cells may contribute to protective immunity
against TBEV, their role seems redundant in contrast to the presence of humoral and cellular
immunity to prME and NS1 [35,36].

Collectively, we have demonstrated that following immunization with recombinant
MVA expressing the TBEV NS3 gene, NS3-specific T cell responses are induced. How-
ever, the induction of NS3-specific immunity is insufficient to significantly reduce virus
replication in the respective organs, prevent severe disease and improve survival rates
after challenge infection with TBEV strain Neudoerfl. Therefore, NS3 is not considered a
promising component of next-generation TBE vaccines, and other viral proteins, like prME
and NS1, should be preferred.

Author Contributions: Conceptualization, M.K., J.B., T.G., C.K.P., A.D.M.E.O. and G.F.R.; method-
ology, M.K., J.B., G.S., A.T. and A.A.; formal analysis, M.K. and J.B.; investigation, M.K. and J.B.;
resources, G.F.R., writing—original draft preparation, M.K. and J.B.; writing—review and editing,
T.G., A.A., A.D.M.E.O., A.T., G.S., C.K.P. and G.F.R.; visualization, M.K. and J.B.; supervision, T.G.,
A.D.M.E.O., C.K.P. and G.F.R.; project administration, G.F.R.; funding acquisition, G.F.R. All authors
have read and agreed to the published version of the manuscript.

Funding: This study was funded by the Deutsche Forschungsgemeinschaft (DFG, German Research
Foundation)—398066876/GRK 2485/1 and the Alexander von Humboldt Foundation in the frame-
work of the Alexander von Humboldt Professorship endowed to G.F.R. by the German Federal
Ministry of Education and Research. This Open Access publication was funded by the Deutsche
Forschungsgemeinschaft (DFG, German Research Foundation)—491094227 “Open Access Publication
Funding” and the University of Veterinary Medicine Hannover, Foundation.

Institutional Review Board Statement: The animal study protocol was approved by the Lower
Saxony State Office for Consumer Protection and Food Safety (approval number: 33.8-42502-04-
20/3437, date of approval: 15 October 2020).

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: Gerd Sutter sadly passed away while contributing to this manuscript. We will
honor his memory. We thank Antonia Molle and Jeannine Biermann for their excellent technical
support. In addition, we thank Sandra Pfeifer for her excellent technical support in the animal facility.

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

References
1. Weissenböck, H.; Hubálek, Z.; Bakonyi, T.; Nowotny, N. Zoonotic mosquito-borne flaviviruses: Worldwide presence of agents

with proven pathogenicity and potential candidates of future emerging diseases. Vet. Microbiol. 2010, 140, 271–280. [CrossRef]
[PubMed]

2. Dobler, G. Zoonotic tick-borne flaviviruses. Vet. Microbiol. 2010, 140, 221–228. [CrossRef] [PubMed]

https://doi.org/10.1016/j.vetmic.2009.08.025
https://www.ncbi.nlm.nih.gov/pubmed/19762169
https://doi.org/10.1016/j.vetmic.2009.08.024
https://www.ncbi.nlm.nih.gov/pubmed/19765917


Vaccines 2024, 12, 105 10 of 11

3. 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]

4. Kaiser, R. The clinical and epidemiological profile of tick-borne encephalitis in southern Germany 1994–98. Brain 1999, 122,
2067–2078. [CrossRef] [PubMed]

5. Kleiter, I.; Steinbrecher, A.; Flügel, D.; Bogdahn, U.; Schulte-Mattler, W. Autonomic involvement in tick-borne encephalitis (TBE):
Report of five cases. Eur. J. Med. Res. 2006, 11, 261–265.
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25. Lampen, M.H.; Uchtenhagen, H.; Blom, K.; Varnaitė, R.; Pakalniene, J.; Dailidyte, L.; Wälchli, S.; Lindquist, L.; Mickiene, A.;
Michaëlsson, J.; et al. Breadth and Dynamics of HLA-A2– and HLA-B7–Restricted CD8+ T Cell Responses against Nonstructural
Viral Proteins in Acute Human Tick-Borne Encephalitis Virus Infection. ImmunoHorizons 2018, 2, 172–184. [CrossRef] [PubMed]

26. Blom, K.; Braun, M.; Pakalniene, J.; Dailidyte, L.; Béziat, V.; Lampen, M.H.; Klingström, J.; Lagerqvist, N.; Kjerstadius, T.;
Michaëlsson, J.; et al. Specificity and Dynamics of Effector and Memory CD8 T Cell Responses in Human Tick-Borne Encephalitis
Virus Infection. PLoS Pathog. 2015, 11, e1004622. [CrossRef] [PubMed]

27. Morozova, O.V.; Maksimova, T.G.; Bakhvalova, V.N. Tick-borne encephalitis virus NS3 gene expression does not protect mice
from homologous viral challenge. Viral Immunol. 1999, 12, 277–280. [CrossRef] [PubMed]

https://doi.org/10.12998/wjcc.v3.i5.430
https://www.ncbi.nlm.nih.gov/pubmed/25984517
https://doi.org/10.1093/brain/122.11.2067
https://www.ncbi.nlm.nih.gov/pubmed/10545392
https://doi.org/10.1016/j.antiviral.2019.01.014
https://doi.org/10.3201/eid1901.120458
https://doi.org/10.1097/01.inf.0000180506.76201.43
https://doi.org/10.1093/jtm/taab158
https://doi.org/10.1016/j.cmi.2019.12.001
https://doi.org/10.1111/joim.12625
https://www.ncbi.nlm.nih.gov/pubmed/28440879
https://doi.org/10.1093/cid/ciz176
https://www.ncbi.nlm.nih.gov/pubmed/30843030
https://doi.org/10.3201/eid2812.220552
https://www.ncbi.nlm.nih.gov/pubmed/36288572
https://doi.org/10.2807/1560-7917.ES.2019.24.47.1900658
https://www.ncbi.nlm.nih.gov/pubmed/31771701
https://doi.org/10.1016/j.ttbdis.2020.101606
https://www.ncbi.nlm.nih.gov/pubmed/33189912
https://doi.org/10.1016/j.ttbdis.2017.10.002
https://doi.org/10.3390/v10070350
https://doi.org/10.1016/j.antiviral.2009.11.009
https://doi.org/10.1007/s12250-014-3438-6
https://doi.org/10.1016/j.virol.2008.01.010
https://doi.org/10.1006/viro.1993.1587
https://www.ncbi.nlm.nih.gov/pubmed/8212562
https://doi.org/10.1084/jem.20151517
https://www.ncbi.nlm.nih.gov/pubmed/27242166
https://doi.org/10.3389/fimmu.2019.01316
https://www.ncbi.nlm.nih.gov/pubmed/31244855
https://doi.org/10.4049/immunohorizons.1800029
https://www.ncbi.nlm.nih.gov/pubmed/31022685
https://doi.org/10.1371/journal.ppat.1004622
https://www.ncbi.nlm.nih.gov/pubmed/25611738
https://doi.org/10.1089/vim.1999.12.277
https://www.ncbi.nlm.nih.gov/pubmed/10630787


Vaccines 2024, 12, 105 11 of 11

28. Costa, S.M.; Yorio, A.P.; Gonçalves, A.J.S.; Vidale, M.M.; Costa, E.C.B.; Mohana-Borges, R.; Motta, M.A.; Freire, M.S.; Alves, A.M.B.
Induction of a protective response in mice by the dengue virus NS3 protein using DNA vaccines. PLoS ONE 2011, 6, e1004622.
[CrossRef]

29. Kao, Y.-S.; Yu, C.-Y.; Huang, H.-J.; Tien, S.-M.; Wang, W.-Y.; Yang, M.; Anderson, R.; Yeh, T.-M.; Lin, Y.-S.; Wan, S.-W. Combination
of Modified NS1 and NS3 as a Novel Vaccine Strategy against Dengue Virus Infection. J. Immunol. 2019, 203, 1909–1917. [CrossRef]

30. Volz, A.; Sutter, G. Modified Vaccinia Virus Ankara: History, Value in Basic Research, and Current Perspectives for Vaccine Development,
1st ed.; Elsevier Inc.: Amsterdam, The Netherlands, 2017; Volume 97.

31. De Vries, R.D.; Altenburg, A.F.; Nieuwkoop, N.J.; De Bruin, E.; Van Trierum, S.E.; Pronk, M.R.; Lamers, M.M.; Richard, M.;
Nieuwenhuijse, D.F.; Koopmans, M.P.G.; et al. Induction of cross-clade antibody and T-Cell responses by a modified vaccinia
virus Ankara-based influenza A(H5N1) vaccine in a randomized phase 1/2a Clinical Trial. J. Infect. Dis. 2018, 218, 614–623.
[CrossRef]

32. Chiuppesi, F.; Zaia, J.A.; Frankel, P.H.; Stan, R.; Drake, J.; Williams, B.; Acosta, A.M.; Francis, K.; Taplitz, R.A.; Dickter, J.K.; et al.
Safety and immunogenicity of a synthetic multiantigen modified vaccinia virus Ankara-based COVID-19 vaccine (COH04S1): An
open-label and randomised, phase 1 trial. Lancet Microbe 2022, 3, e252–e264. [CrossRef]

33. Koch, T.; Dahlke, C.; Fathi, A.; Kupke, A.; Krähling, V.; Okba, N.M.A.; Halwe, S.; Rohde, C.; Eickmann, M.; Volz, A.; et al. Safety
and immunogenicity of a modified vaccinia virus Ankara vector vaccine candidate for Middle East respiratory syndrome: An
open-label, phase 1 trial. Lancet Infect. Dis. 2020, 20, 827–838. [CrossRef] [PubMed]

34. Guardo, A.C.; Gómez, C.E.; Díaz-Brito, V.; Pich, J.; Arnaiz, J.A.; Perdiguero, B.; García-Arriaza, J.; González, N.; Sorzano, C.O.S.;
Jiménez, L.; et al. Safety and vaccine-induced HIV-1 immune responses in healthy volunteers following a late MVA-B boost 4
years after the last immunization. PLoS ONE 2017, 12, e0186602. [CrossRef] [PubMed]

35. Kubinski, M.; Beicht, J.; Zdora, I.; Biermann, J.; Puff, C.; Gerlach, T.; Tscherne, A.; Baumgärtner, W.; Osterhaus, A.D.M.E.; Sutter,
G.; et al. A recombinant Modified Vaccinia virus Ankara expressing prME of tick-borne encephalitis virus affords mice full
protection against TBEV infection. Front. Immunol. 2023, 14, 1182963. [CrossRef] [PubMed]

36. Beicht, J.; Kubinski, M.; Zdora, I.; Puff, C.; Biermann, J.; Gerlach, T.; Baumgärtner, W.; Sutter, G.; Osterhaus, A.D.M.E.; Prajeeth,
C.K.; et al. Induction of humoral and cell-mediated immunity to the NS1 protein of TBEV with recombinant Influenza virus and
MVA affords partial protection against lethal TBEV infection in mice. Front. Immunol. 2023, 14, 1177324. [CrossRef]

37. Kremer, M.; Volz, A.; Kreijtz, J.H.C.M.; Fux, R.; Lehmann, M.H.; Sutter, G. Easy and Efficient Protocols for Working with Recombinant
Vaccinia Virus MVA. In Vaccinia Virus and Poxvirology; Human Press: Totowa, NJ, USA, 2012; Volume 890, ISBN 978-1-61779-875-7.

38. Kubinski, M.; Beicht, J.; Zdora, I.; Saletti, G.; Kircher, M.; Petry-Gusmag, M.; Steffen, I.; Puff, C.; Jung, K.; Baumgärtner, W.; et al.
Cross-reactive antibodies against Langat virus protect mice from lethal tick-borne encephalitis virus infection. Front. Immunol.
2023, 14, 1134371. [CrossRef]

39. Könenkamp, L.; Ziegler, U.; Naucke, T.; Groschup, M.H.; Steffen, I. Antibody ratios against NS1 antigens of tick-borne encephalitis
and West Nile viruses support differential flavivirus serology in dogs. Transbound. Emerg. Dis. 2022, 69, e2789–e2799. [CrossRef]

40. Dmitriev, I.P.; Khromykh, A.A.; Ignatyev, G.M.; Gainullina, M.N.; Ageenko, V.A.; Dryga, S.A.; Vorobyeva, M.S.; Sandakhchiev,
L.S. Immunization with recombinant vaccinia viruses expressing structural and part of the nonstructural region of tick-borne
encephalitis virus cDNA protect mice against lethal encephalitis. J. Biotechnol. 1996, 44, 97–103. [CrossRef]

41. Ishikawa, T.; Wang, G.; Widman, D.G.; Infante, E.; Winkelmann, E.R.; Bourne, N.; Mason, P.W. Enhancing the utility of a
prM/E-expressing chimeric vaccine for Japanese encephalitis by addition of the JEV NS1 gene. Vaccine 2011, 29, 7444–7455.
[CrossRef]

42. Liu, X.; Qu, L.; Ye, X.; Yi, C.; Zheng, X.; Hao, M.; Su, W.; Yao, Z.; Chen, P.; Zhang, S.; et al. Incorporation of NS1 and prM/M are
important to confer effective protection of adenovirus-vectored Zika virus vaccine carrying E protein. npj Vaccines 2018, 3, 29.
[CrossRef]

43. Li, A.; Yu, J.; Lu, M.; Ma, Y.; Attia, Z.; Shan, C.; Xue, M.; Liang, X.; Craig, K.; Makadiya, N.; et al. A Zika virus vaccine expressing
premembrane-envelope-NS1 polyprotein. Nat. Commun. 2018, 9, 3067. [CrossRef]

44. Ngono, A.E.; Syed, T.; Nguyen, A.V.; Regla-Nava, J.A.; Susantono, M.; Spasova, D.; Aguilar, A.; West, M.; Sparks, J.; Gonzalez, A.;
et al. CD8+ T cells mediate protection against Zika virus induced by an NS3-based vaccine. Sci. Adv. 2020, 6, eabb2154. [CrossRef]
[PubMed]

45. Alves, R.P.d.S.; Andreata-Santos, R.; de Freitas, C.L.; Pereira, L.R.; Fabris-Maeda, D.L.N.; Rodrigues-Jesus, M.J.; Pereira, S.S.; Carvalho,
A.A.V.B.; Sales, N.S.; Peron, J.P.S.; et al. Protective Immunity to Dengue Virus Induced by DNA Vaccines Encoding Nonstructural
Proteins in a Lethal Challenge Immunocompetent Mouse Model. Front. Med. Technol. 2020, 2, 626114. [CrossRef] [PubMed]

46. Herrera, B.B.; Tsai, W.-Y.; Chang, C.A.; Hamel, D.J.; Wang, W.-K.; Lu, Y.; Mboup, S.; Kanki, P.J. Sustained Specific and Cross-
Reactive T Cell Responses to Zika and Dengue Virus NS3 in West Africa. J. Virol. 2018, 92, 10–1128. [CrossRef] [PubMed]

47. Boelke, M.; Puff, C.; Becker, K.; Hellhammer, F.; Gusmag, F.; Marks, H.; Liebig, K.; Stiasny, K.; Dobler, G.; Baumgärtner, W.; et al.
Enteric ganglioneuritis, a common feature in a subcutaneous tbev murine infection model. Microorganisms 2021, 9, 875. [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.

https://doi.org/10.1371/journal.pone.0025685
https://doi.org/10.4049/jimmunol.1900136
https://doi.org/10.1093/infdis/jiy214
https://doi.org/10.1016/S2666-5247(22)00027-1
https://doi.org/10.1016/S1473-3099(20)30248-6
https://www.ncbi.nlm.nih.gov/pubmed/32325037
https://doi.org/10.1371/journal.pone.0186602
https://www.ncbi.nlm.nih.gov/pubmed/29065142
https://doi.org/10.3389/fimmu.2023.1182963
https://www.ncbi.nlm.nih.gov/pubmed/37153588
https://doi.org/10.3389/fimmu.2023.1177324
https://doi.org/10.3389/fimmu.2023.1134371
https://doi.org/10.1111/tbed.14630
https://doi.org/10.1016/0168-1656(95)00141-7
https://doi.org/10.1016/j.vaccine.2011.07.058
https://doi.org/10.1038/s41541-018-0072-6
https://doi.org/10.1038/s41467-018-05276-4
https://doi.org/10.1126/sciadv.abb2154
https://www.ncbi.nlm.nih.gov/pubmed/33148638
https://doi.org/10.3389/fmedt.2020.626114
https://www.ncbi.nlm.nih.gov/pubmed/35051257
https://doi.org/10.1128/JVI.01992-17
https://www.ncbi.nlm.nih.gov/pubmed/29321308
https://doi.org/10.3390/microorganisms9040875

	Introduction 
	Materials and Methods 
	Cells and Viruses 
	Generation of MVA-NS3 and In Vitro Characterization 
	Mouse Studies 
	Ethical Statement 
	Mice 
	Immunogenicity Study 
	Protective Efficacy Study 

	Humoral Immune Response 
	Virus Neutralization Assay 
	Analysis of NS3-Specific Antibodies 

	Cellular Immune Response 
	Restimulation of Spleen Cells 
	IFN- ELISpot Assay 
	Flow Cytometry 

	Analysis of TBEV RNA Copy Numbers in Organs 
	Statistics 

	Results 
	MVA-NS3—Generation and In Vitro Characterization 
	Vaccination with MVA-NS3 Induces TBEV NS3-Specific T Cells 
	Vaccination with MVA-NS3 Fails to Protect Mice from TBEV Infection 

	Discussion 
	References

