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Abstract: West Nile virus (WNV) and Usutu virus (USUV) are mosquito-borne flaviviruses that can
cause neuroinvasive disease in humans. WNV and USUV circulate in both Africa and Europe and
are closely related. Due to antigenic similarity, WNV-specific antibodies and USUV-specific anti-
bodies have the potential to bind heterologous viruses; however, it is unclear whether this interac-
tion may offer protection against infection. To investigate how prior WNV exposure would influ-
ence USUV infection, we used an attenuated WNV vaccine that contains the surface proteins of
WNV in the backbone of a dengue virus 2 vaccine strain and protects against WNV disease. We
hypothesized that vaccination with this attenuated WNV vaccine would protect against USUV in-
fection. Neutralizing responses against WNV and USUV were measured in vitro using sera follow-
ing vaccination. Sera from vaccinated CD-1 and Ifnar1”- mice cross-neutralized with WNV and
USUV. All mice were then subsequently challenged with an African or European USUV strain. In
CD-1 mice, there was no difference in USUV titers between vaccinated and mock-vaccinated mice.
However, in the Ifnar1”~ model, vaccinated mice had significantly higher survival rates and signif-
icantly lower USUV viremia compared to mock-vaccinated mice. Our results indicate that exposure
to an attenuated form of WNV protects against severe USUV disease in mice and elicits a neutraliz-
ing response to both WNV and USUV. Future studies will investigate the immune mechanisms
responsible for the protection against USUV infection induced by WNV vaccination, providing crit-
ical insight that will be essential for USUV and WNYV vaccine development.
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1. Introduction

West Nile virus (WNV) and Usutu virus (USUV) are emerging zoonotic arboviruses
in the Japanese encephalitis virus (JEV) serocomplex of the Flaviviridae family. Clinical
manifestations of WNV and USUV in humans include febrile illness and neuroinvasive
disease, which in severe cases can be fatal. WNV and USUV are maintained in a transmis-
sion cycle between Culex spp. mosquito vectors and avian hosts [1]. WNV was first isolated
in 1937 from a febrile patient in Uganda [2] and circulated throughout Africa [3-5], Asia
[6-8], Australia [9,10], the Americas [11-13], and Europe [14-16]. USUV was originally
isolated in South Africa in 1959 [17] and circulated throughout Africa since that time,
eventually spreading to Europe [18]. Shortly after the introduction of WNV into North
America in 1999, the first major epizootic event of USUV occurred in Europe in 2001,
where approximately 50,000 Eurasian blackbirds (Turdus merula) died [19,20].
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WNV and USUV have overlapping geographic ranges and transmission cycles, thus
having the potential to infect the same host. In humans, both WNV- and USUV-specific
antibodies were found in healthy blood donors in Italy [21,22]. Evidence of sequential
WNYV and USUV infections in humans was also observed; during a WNV outbreak in
2018, individuals with prior USUV exposure had an atypical antibody response to WNYV,
characterized by an absent or blunt WNV IgM response [23]. Due to antigenic similarity
between WNV and USUV, cross-neutralizing antibody responses were studied. In Aus-
tria, sera from confirmed WNV-infected individuals neutralized both WNV and USUV in
vitro at different titers [24]. Additionally, cross-protection between WNV and USUV was
modeled experimentally; one study observed that mice infected with USUV were pro-
tected from lethal WNYV challenge [25]. However, whether exposure to WNV offers pro-
tection from USUV infection is unclear.

A recombinant live-attenuated vaccine (LAV) virus, D2/WN-V3 (also referred as
D2/WN for abbreviation) that protects against lethal challenge of WNV in mice was pre-
viously developed, consisting of the premembrane (prM) and envelope (E) structural
genes of WNV in an attenuated dengue virus (D2) backbone [26]. The D2/WN LAV re-
tained all the original attenuation markers of the D2 backbone [27-29] and protected
against lethal WNV challenge in vivo, including diminished neurovirulence in newborn
mice and development of neutralizing antibodies against WNV in adult mice after pri-
mary immunization [26]. D2/WN was also evaluated for safety in mice, with no disease
observed in newborn mice or AG129 mice [26,30].

The goal of this study was to determine if prior exposure to the WNV LAV would
protect against subsequent USUV infection. For our experiments, we used two mouse
models: CD-1 mice and mice deficient in interferon a/p receptor 1 (Ifnar17). CD-1 and
Ifnar17- mice were selected because our group has established these as susceptible models
for USUV infection, with more severe disease in Ifnar1~- mice [31,32]. Mice were vac-
cinated with D2/WN LAV and challenged with a European or African strain of USUV.
CD-1 mice transiently treated with an anti-Ifnarl antibody did not develop USUV disease
but did have a neutralizing response to both WNV and USUV post-vaccination. We found
that Ifnar1-- mice vaccinated with D2/WN were protected against USUV-induced mortal-
ity and had lower USUV viremia than unvaccinated mice. Our results warrant further
investigation into the mechanisms behind the cross-protection that WNV vaccination may
provide against USUV.

2. Materials and Methods
2.1. Viruses and Cells

The D2/WN-V3 chimeric virus used in this study was a modified version of the
D2/WN-V2 chimera that was described previously [33]. Briefly, D2/WN-V2 was con-
structed with the prM and E genes of the WNV NY99-35262 strain (GenBank AF196835)
[34] in the backbone of the cDNA clone of the vaccine strain of D2 (PDK-53) (GenBank
U87412.1) [33]. An additional Vero cell adaptation mutation at NS2A-22 (Met to Val) in
the D2 backbone was engineered into the chimeric D2/WN-V2 clone for deriving a stable
D2/WN-V3 for cell culture production; D2/WN-V3 raised similar immunogenicity and
protected mice from lethal WNV challenge as the D2/WN-V2 LAV [26]. USUV strains
used in these studies were HU10279-09 (USUV Spain 2009) [35] and UG09615 (USUV
Uganda 2012) [36]. The USUV Spain 2009 isolate was passaged twice in Vero cells upon
receipt, fully sequenced (GenBank MNG813489), and characterized previously [32]. The
USUV Uganda 2012 isolate was passaged four times in Vero cells and fully sequenced; the
sequence is identical to a previous passage 3 sequence that was published (GenBank
MNS813491) [32]. Vero cells were grown at 37 °C and cultured in DMEM supplemented
with 5% FBS and 1% penicillin-streptomycin.
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The interferon alpha and beta receptor 1 deficient mice (Ifnar1~"-) originally purchased
from Jackson Laboratories (B6.12952-Ifnar114st/Mmjax) were bred in-house. A total of 32,
10 to18-weeks-old male and female mice were inoculated with 10¢ PFU of D2/WN chimera
(n = 16) or sterile PBS (n = 16) via intraperitoneal (i.p.) injection (Figure 1). Twenty-eight
days post vaccination (DPV), mice received a second dose of D2/WN chimera at 10* PFU,
or PBS. A blood sample was collected via submandibular vein bleed 40 DPV. Forty-two
days after the first vaccination, mice were challenged with 103 PFU of USUV Spain 2009
isolate (1 = 16) or USUV Uganda 2012 isolate (1 = 16) via rear footpad injection, a method
that was used previously for USUV [31,32]. Mice were bled via submandibular bleed on
days 1, 3, 5, and 7 post-USUV challenge. Weights were taken daily, and mice were ob-
served for clinical signs of illness (weight loss, lethargy, tremors). Mice were euthanized
when exhibiting clinical signs of disease such as >15% weight loss, or at 28 days post-
USUV challenge. Serum samples were titrated by Vero cell plaque assay.
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Figure 1. Study design. Studies using CD-1 (1 = 40) and Ifnar1”- (n = 32) mice were performed as indicated above. Study
design was identical between two mouse models, with the exception of CD-1 mice receiving a dose of anti-IFNARI anti-
body to render them susceptible to USUV.

2.2.2. CD-1 Mice

A similar study was also performed in two independent experiments using 40, 8-
weeks-old male and female CD-1 mice purchased from Charles River Laboratories (CD-
1 IGS); 20 mice were vaccinated with the WN/D2 chimera, and 20 mice received sterile
PBS. Some modifications were made regarding dosage of the WN/D2 chimera, addition
of a transient immunosuppressive antibody, and dosage of USUV. The amount of D2/WN
administered on day 0 and day 28 was 10° PFU. One day before USUV challenge (41 DPV)
mice were transiently immunosuppressed with 1 mg of anti-mouse interferon o/ recep-
tor purified function grade, GOLD monoclonal antibody (Clone MAR1-5A3, purchased
from Leinco Technologies, Fenton, MO, USA, Inc; product # I-401) to render them suscep-
tible to USUV infection (Figure 1). 42 days after the first vaccination, CD-1 mice were chal-
lenged with 10° PFU of either the USUV Spain 2009 isolate (n = 19) or USUV Uganda 2012
isolate (n = 21). Mice were euthanized 28 days post-USUV challenge.

2.3. Plagque Reduction Neutralization Test (PRNT)

Mouse serum was heat-inactivated at 56 °C for 30 min. Serum was then serially di-
luted 2-fold in BA-1 diluent media (1X M199-Hank'’s Salts w/o L-Glutamine, Sigma Chem-
ical, St. Louis, MO, USA, product # M9163; 0.056M TRIS-HCI pH 7.5, Gibco, Waltham, MA,
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USA, product # 15567-027; 1% Bovine Serum Albumin, MilliporeSigma, Burlington, MA,
USA, product # 81-066-4; 2 mM L-Glutamine, Invitrogen, Waltham, MA, USA, product #
25030-081; 0.35 g/L Sodium Bicarbonate, Gibco, Waltham, MA, USA, product # 25080-094;
100 units/mL Penicillin and 100 pug/mL Streptomycin, Gibco, Waltham, MA, USA,, prod-
uct # 15140-122; 1ug/mL Amphotericin B, HyClone, HyClone, Logan, UT, USA, product #
SV30078.01); an equal volume of BA-1 media containing approximately 100 PFU of virus
(WNV or USUV) was added to each dilution. For USUV PRNTs, either HU10279-09
(USUV Spain 2009) or UG09615 (USUV Uganda 2012) was used depending on the in vivo
challenge group of the sample. A negative control containing no serum was also included.
Serum and virus mixtures were incubated at 37 °C for 1 h, then titrated by Vero cell plaque
assay. The reciprocal serum dilution was recorded when the sample reduced plaque for-
mation by at least 50% compared to that of the negative control.

2.4. Statistics

Changes in weight and serum titers were analyzed using a two-way ANOVA with
Tukey’s multiple comparisons test. Survival curves between vaccinated and unvaccinated
mice of the same USUV challenge group were analyzed using the Mantel-Cox test. De-
scriptive statistics were run to determine the geometric mean titers (GMTs) of vaccinated
and unvaccinated groups for the PRNT=0 results and compared via a nonparametric
Mann-Whitney test. All analyses were done using GraphPad Prism 8.

2.5. Additional Software

The BioRender application was used to design Figure 1.

3. Results

3.1. Vaccinated CD-1 Mice Produce a Neutralizing Response against WNV and USUV Prior to
USUV Challenge

To vaccinate immunocompetent mice against WNV, we used a D2/WN-V3 (D2/WN)
LAYV that was shown to confer protection against lethal WNV challenge [26]. CD-1 mice
were given an initial dose of the vaccine or PBS and received a booster 28 days later (Fig-
ure 1). Mice were rendered susceptible to USUV with a dose of anti-IFNAR1 antibody
prior to challenge, a strategy that was used for other wild-type mice subject to flavivirus
infections including USUV [31,33,34]. Two recent USUV isolates from Spain and Uganda
were used to challenge the vaccinated and PBS-treated mice on day 42 after the first vac-
cination. In this CD-1 mouse model of USUV infection, we did not observe any morbidity
or weight loss; all mice survived and were euthanized at the experiment endpoint (28 days
post-USUV challenge). No significant differences in weight change were observed be-
tween mock-vaccinated mice and vaccinated mice after USUV challenge (Figure 2A). Fol-
lowing a similar trend, no significant differences in viremia were observed between the
vaccinated mice and unvaccinated mice (Figure 2B).
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Figure 2. Morbidity and viremia profile of CD-1 mice post-USUV challenge. CD-1 mice were in-
jected with D2/WN-V3 (n =20) or PBS (1 = 20) and later challenged with a Spain (1 = 19) or Uganda
(n = 21) isolate of USUV. (A) Average percentage of initial weight post-challenge. (B) Viral titer of
USUV in serum collected on day post-challenge (dpc) 1, 3, 5, and 7. Titers are reported as logiPFU
per mL of serum. Lines represent mean; error bars represent standard deviation; and dashed line
represents limit of detection (LOD). All negative titers were graphed at LOD and included in mean
and standard deviation calculations.

To determine whether exposure to an attenuated form of WNV would induce a neu-
tralizing response against USUV, a serum sample was collected from each mouse prior to
USUV challenge and plaque reduction neutralization tests (PRNTs) against WNV and
USUV were performed. Mock-vaccinated mice did not produce a neutralizing response
to WNV and produced a very low neutralizing response to USUV. D2/WN immunized
mice had significantly higher PRNT=o titers against WNV than mock-vaccinated mice at a
geometric mean titer (GMT) of 394 (p < 0.0001) (Table 1, Figure 3A). Interestingly, vac-
cinated mice also had significantly higher PRNT=o titers against USUV than mock-vac-
cinated mice at a GMT of 98.49 (p < 0.0001) (Table 1, Figure 3B). At day 28 post-USUV
challenge, vaccinated mice had higher PRNT?o titers against WNV (744.9) compared to the
pre-USUV challenge titers, though this difference was not significant.
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Table 1. Neutralizing responses in CD-1 mice to WNV and USUV postvaccination.

WNYV PRNT50 USUV PRNT 50
Treatment GMT % # mice GMT % # mice
seroconverted seroconverted
PBS (mock-vaccinated) 10 0% 0/20 12.31 25% 5/20
D2/WN-V3 (vaccinated) 394 *#*** 85% 17/20 98.49 **** 85% 17/20

Plaque reduction neutralization tests (PRNTs) against WNV and USUV were performed. Serum samples were collected
post-booster (day 40 after initial vaccination) from CD-1 mice to determine geometric mean titers (GMTs) of each group.
Data were collected from two independent experiments. Limit of detection is 20. Negative samples (did not neutralize at
least 50% of input virus) were assigned a value of 10 and included in GMT values of table. Statistical comparisons were
done between mock-vaccinated and vaccinated groups for each virus; **** p< 0.0001 (vaccinated vs. mock-vaccinated).
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Figure 3. Neutralizing responses against WNV and USUV in CD-1 mice. Plaque reduction neutral-
ization tests (PRNTs) against WNV and USUV were performed. Serum samples were collected post-
booster (day 40 after initial vaccination) from CD-1 mice to determine geometric mean titers (GMTs)
of each group. Each data point represents one serum sample. (A) GMTs of neutralizing responses
against WNV. (B) GMTs of neutralizing responses against USUV. Data were collected from two
independent experiments. Limit of detection (LOD) is 20. **** p< 0.0001. Negative samples (did not
neutralize at least 50% of input virus at lowest dilution) were graphed at half LOD (10).

3.2. WNV Vaccination Protects Ifnar1~- Mice from USUV Disease and Viremia

Next, we tested the vaccine in a mouse model that would develop USUV disease and
high viremia levels. Our group has previously characterized the Ifnarl -~ as a suitable mu-
rine model for USUV infection with severe disease [32]. The same study design described
for the CD-1 mice was used, with the omission of the anti-IFNAR1 antibody treatment.
Mice that were mock-vaccinated with PBS lost weight quickly and succumbed to USUV
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infection by seven days post-challenge (dpc) (Figure 4A,B). Significant differences in sur-
vival between the two USUV challenge strains were observed in mock-vaccinated mice;
mock-vaccinated mice challenged with the Uganda USUV isolate succumbed by 5 dpc
while mock-vaccinated mice challenged with the Spain USUYV isolate succumbed later (by
7 dpc, p <0.0001) (Figure 4B). For both strains of USUV, vaccinated mice had significantly
less weight loss at 5 dpc and higher survival rates than mock-vaccinated mice (Figure
4A,B). Vaccinated mice also had significantly lower USUV titers on 3 and 5 dpc compared
to that of mock-vaccinated mice (p < 0.0001) (Figure 4C).
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Figure 4. Morbidity, mortality, and viremia profile of Ifnarl”- mice post-USUV challenge. Ifnarl-"-
mice were treated with D2/WN-V3 (n = 16) or PBS (1 = 16) and later challenged with a Spain
(n=16) or Uganda (1 = 16) isolate of USUV. (A) Average percentage of initial weight post-challenge.
p-values represent significant differences between D2/WN-V3 and PBS treated mice of same USUV
challenge group. Day post-challenge (dpc) 4, ** p <0.01 (Uganda challenge group); dpc 5, ** p <0.01
(both challenge groups); dpc 6, **** p < 0.0001 (Spain challenge group); dpc 7, ** p < 0.01 (Spain
challenge group) (B) Survival rate post-challenge. *** p < 0.001, ** p < 0.01 (D2/WN-V3 treated mice
compared to that of PBS treated mice of same USUV challenge group); black lines represent USUV
Spain challenge group and blue lines represent USUV Uganda challenge group; solid lines represent
mice that received PBS and dashed lines represent mice that received D2/WN-V3. (C) Viral titer of
USUV in serum collected on day post-challenge (dpc) 1, 3, 5, and 7. Titers are reported as logioPFU
per mL of serum. Lines represent mean; error bars represent standard deviation; and dashed line
represents limit of detection (LOD). All negative titers were graphed at LOD and included in mean
and standard deviation calculations. **** p < 0.0001.
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3.3. WNV Vaccination Induces a Neutralizing Response against WNV and USUV in Ifnarl-- Mice

To measure the neutralizing response against WNV and USUV before USUV chal-
lenge, a serum sample was collected from each mouse, and PRNTs against WNV and
USUV were performed. Mock-vaccinated mice did not produce detectable neutralizing
antibodies to either WNV or USUV. Sera from vaccinated mice neutralized both WNV
and USUV, with a significantly higher geometric mean titer GMT of 2348 against WNV
and 49.67 against USUV compared to that of mock-vaccinated mice (p < 0.0001) (Table 2,
Figure 5).

Table 2. Neutralizing responses in Ifnarl”- mice to WNV and USUV post-vaccination. Plaque reduction neutralization
tests (PRNTs) against WNV and USUV were performed. Serum samples were collected post-booster (day after initial
vaccination) from Ifnar1~~ mice to determine geometric mean titers (GMTs) of each group. Limit of detection is 20. Nega-
tive samples (did not neutralize at least 50% of input virus) were assigned a value of 10 and included in GMT values of
the table. Due to inadequate sample volume, not all samples were tested against WNV. Statistical comparisons were done
between mock-vaccinated and vaccinated groups for each virus; **** p< 0.0001 (vaccinated vs. mock-vaccinated).

WPN PRNT50 USUV PRNT50
0,
Treatment GMT o #mice GMT %seroconverted #mice
seroconverted
PBS (mock-vaccinated) 10 0% 0/13 10 0% 0/15
D2/WN-V3 (vaccinated) 2348**** 100% 8/8 49.67%*** 100% 16/16
Kook
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Figure 5. Neutralizing responses against WNV and USUYV in Ifnar1~- mice. Plaque reduction neutraliza-
tion tests (PRNTs) against WNV and USUV were performed. Serum samples were collected post-booster
(day 40 after initial vaccination) from Ifnar]l~~ mice to determine geometric mean titers (GMTs) of each
group. Each data point represents one serum sample. (A) GMTs of neutralizing responses against WNV.
(B) GMTs of neutralizing responses against USUV. Due to inadequate sample volume, not all samples
were tested against WNV. Limit of detection (LOD) is 20. *** p< 0.0001. Negative samples (did not neu-
tralize at least 50% of input virus at lowest dilution) were graphed at half LOD (10).
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4. Discussion

Through this study, we found that WNV vaccination induced a cross-reactive neu-
tralizing response against USUV in mice (Tables 1 and 2); these results were seen in two
mouse strains, CD-1 mice and Ifnarl mice, and two recent USUV strains from Spain and
Uganda. Further, the WNV vaccine protected Ifnarl~- mice against disease caused by
USUV challenge and significantly reduced USUV viremia (Figure 4). The WNV vaccine
did not reduce viremia in CD-1 mice, though USUV viremia in this mouse model was
much lower than viremia in the Ifnarl1”- model (Figure 2). Our results indicate that a WNV
vaccine induces a cross-neutralizing response against USUV in both mouse models, and
that vaccination can protect against USUV mortality in Ifnar1~- mice.

In this study, we did not observe USUV morbidity or mortality in adult CD-1 mice
pre-treated with an IFNAR-blocking antibody (Figure 2A,B). In a previous study, we
found that USUV infections with the Uganda 2012 strain resulted in USUV disease in
some CD-1 mice pretreated with the IFNAR-blocking antibody, but these mice were only
three-weeks old [31]; in this study, we used the same dose of IFNAR-blocking antibody
(Img/mouse), but the mice were 14-weeks-old at the time of USUV challenge. Addition-
ally, in Ifnar1-- mice we found that the WNV vaccine was less effective in mice challenged
with the African strain (Uganda 2012 isolate) of USUV compared to the European (Spain
2009 isolate) strain of USUV. However, unvaccinated mice challenged with the Uganda
2012 USUV isolate succumbed earlier compared to mice challenged with the Spain 2009
USUV isolate (Figure 4B). The difference in pathogenesis between African and European
USUV isolates was previously observed in the Ifnar1~- model of USUV infection [32]. The
difference in survival between vaccinated mice challenged with Uganda 2012 or Spain
2009 can thus likely be explained by the differential virulence of these strains, which is
dictated by unknown viral genetic determinants. Notably, no disease was previously ob-
served in newborn mice or AG129 mice with the WNV vaccine alone [26,30]. However,
one limitation of this study is that tissues were not collected from mice to compare virus
levels and pathology between vaccinated and unvaccinated mice. Previously, we saw
high viral loads in the liver, spleen, heart, and brain in Ifnarl-- mice infected with the
Spain 2009 and Uganda 2012 USUYV isolates, in addition to observable cell death and in-
flammation in the spleen [32].

Vaccination induced a more robust neutralizing response to WNV in Ifnarl~- mice
compared to CD-1 mice, indicated by the higher geometric mean antibody titers against
WNYV (Tables 1 and 2). One possibility for this difference is that Ifnarl~- mice are more
susceptible to dengue viruses (DENVs) compared to that of immunocompetent mice
[37,38]. In our study, the WNV vaccine was in a DENV2 replicative backbone, which likely
limited the LAV replication efficiency in CD-1 mice, resulting in lower immunogenicity
outcomes in this mouse model. For this reason, we used a higher dose of the WNV vaccine
and USUV challenge in the CD-1 mice compared to the Ifnarl”- mice. We also observed
that vaccinated CD-1 mice mounted a higher neutralizing response to USUV compared to
Ifnar1~- mice (Tables 1 and 2). One explanation for the difference in USUV neutralization
between the two mouse models is that mice in a C57BL/6 background (the Ifrnar1-- model
used here) are characterized by a high Th1l immune response, which corresponds to a
dominantly cell-mediated immune response [39]. Thus, the cross-reactivity to USUV seen
in vaccinated Ifnar1~- mice may be driven by stronger cross-reactive T cells as opposed to
cross-neutralizing antibodies. Although there was some USUV seroconversion in 5 mock
vaccinated CD-1 mice, it was due to a low level of neutralization and did not influence the
overall results, as there was still a highly significant difference in the neutralizing response
against USUV between vaccinated and mock vaccinated mice (Table 1). We recognize that
using the 50% neutralization threshold may cause variable results; however, this thresh-
old is recommended by the WHO for flavivirus serology [40] and was used in the original
paper characterizing the WNV vaccine [26].

The two-dose WNV vaccine-induced protection against USUV disease seen here is
likely due at least partially to cross-reactive neutralizing antibodies. One of the primary
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targets for neutralizing antibodies against flaviviruses including WNV is the viral enve-
lope (E) glycoprotein, which was included in the WNV vaccine used here. A variety of
neutralizing antibodies against the E glycoprotein of WNV have been characterized in
mice [41,42]; a humanized version of one of these antibodies, E16, was shown to protect
mice from WNV infection [43]. A previous study showed that D2/WN induced a neutral-
izing response against WNV, with the second dose significantly boosting the immune re-
sponse, and prevented mice from succumbing to lethal WNYV challenge [26]. The two-dose
WNYV vaccination strategy was also implemented in AG129 mice, which are deficient in
IFN-at/ and -y responses, though there was less increase in the immune response in this
mouse model from the second dose [30]. Our results confirmed that vaccinated mice de-
veloped a neutralizing response against WNV and a cross-reactive neutralizing response
to USUV after two doses of the WNV vaccine (Tables 1 and 2). Neutralizing antibodies
against USUV are also likely important for USUV illness protection. One study showed a
recombinant subviral particle vaccine containing USUV premembrane (prM) and E pro-
teins protected Ifnarl~- mice from lethal USUV challenge and induced a neutralizing an-
tibody response [44].

It is also likely that some of the protection against USUV seen here is dependent on
cellular immunity. Cell-mediated immune responses to WNV infection are also protective
and can be directed against the E protein [45-47], which was included in the vaccine tested
here. The important role of T cell immunity has been implicated in WNV, specifically in
limiting infection of the central nervous system [45,46]. However, most dominant T cell
epitopes of flaviviruses are located in the non-structural (NS) proteins [48], and the NS
proteins expressed by the D2/WN LAV are from D2. Previous studies using D2/WN LAV
have shown that WNV immunity elicited by the prM-E of the LAV provided 100% pro-
tection against lethal WNV challenge in mice, whereas D2 immunity generated by the NS
proteins of the vaccine provided limited protection against lethal D2 challenge in an in-
terferon-a/p/y-receptor knockout AG129 mouse model [26,30]. Undoubtedly, both B and
T cell immunity responses are important for protection against flaviviruses, but the neu-
tralizing antibody response appears to play a dominant role in the disease protection in
mouse models. Cross-reactive antibodies among some flaviviruses, especially different
serotypes of DENV and possibly Zika virus, could result in cross-protection or disease
enhancement outcome of the sequential heterotypic viral infection [49]. Currently, there
is little evidence in immune enhancement of disease severity or virus infectivity between
WNYV and USUV infections. In contrast, cross-protection against WNV by prior USUV
immunity was previously reported [50], and our study reports the first animal experiment
data showing cross-protection against USUV illness by WNV vaccination.

WNV and USUV co-circulation also has the potential to impact both mosquito vec-
tors and avian hosts. One mosquito surveillance study in Italy discovered numerous pools
of Culex pipiens that tested positive for both WNV and USUV [51]. It was also shown that
Culex pipiens preferentially transmit WNV when co-exposed to USUV and WNV via an
infectious blood meal, though it is hypothesized that there is competition between viruses
in the midgut of mosquitos [52]. Avian hosts also have the potential to be infected with
both USUV and WNV. For instance, both WNV- and USUV-specific neutralizing antibod-
ies were detected in migratory and resident birds in eastern Germany [53]. Recently, it
was shown that magpies previously exposed to USUV are partially protected from WNYV,
indicated by higher survival rates post-WNV challenge [50]. The interactions between
WNYV and USUV in mosquito vectors and avian hosts will be critical to monitor as WNV
and USUV continue to emerge.

Due to the continued emergence and spread of WNV globally [54], many efforts were
made to further our understanding of WNV disease, particularly in developing murine
models of infection. The similarities in emergence trends, antigenic properties, and geo-
graphic spread between WNV and USUV make studying these viruses in the context of
one another an imperative process. Future passive and adoptive transfer studies could
dissect protective efficacy by antibody- and cell-mediated immunity, respectively.
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Knowledge in cross-reactive immunity between WNV and USUV in their vertebrae host
and mosquito vectors will be relevant information for predicting the potential public
health impact of these emerging and re-emerging flaviviruses.
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