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phosphorylation, whereby it translocates to the nucleus to act as a
transcriptional factor for positive regulatory domain (PRD) I of the
IFN-B promoter. IRF-3 activation also induces phosphorylation of
Ser385 and Ser386 or the serine/threonine (Ser/Thr) cluster be-
tween amino acids (aa) 396 and 405 (located at the C-terminus
of IRF-3), a step that is essential for dimerization and nuclear
translocation.

A previous study by Foy et al. showed that the NS3/4A serine
protease derived from a subgenomic replicon participates in the
suppression of the cellular pathway that activates IRF-3 [12]. The
NS3/4A protein of HCV disrupts signaling of the double-stranded
RNA (dsRNA) receptors, retinoic acid-inducible gene-I (RIG-I), and
Toll-like receptor 3 (TLR3) by inducing proteolysis of interferon
promoter stimulator-1 (IPS-1) [13-15] and Toll/inter]leukin-1
receptor (TIR) domain-containing adaptor protein inducing IFN-B
(TRIF) [16], as well as by suppressing the downstream activation
of IFN-B [13].

In view of the above observations and the emerging data on the
role of HCV in regulating the IRF-3 pathway by additional
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mechanisms, we aimed to investigate the effects of various HCV
proteins on IRF-3 activation, and further elucidate the underlying
novel mechanisms.

2. Material and methods
2.1. Transient expression of the HCV core proteins E1, E2, and N53-4A

HepG2 cells were transfected to express E1, E2, or NS3-4A HCV
core protein under the control of EF promoter (Invitrogen). The
HCV core expression vectors were derived from HCR6 (genotype
1b), HCR24-12K (genotype 2a), or HCR24-12Q (genotype 2a). The
E1, E2, and NS3 clones derived from HCR6 contained either the
full-length cDNAs encoding the core protein or 1 of the 3 different
deletions (deletion mutants), each of which lacked 1 of the 3 basic
amino acid regions (BR), BR1 deletion (aa 4-14), BR2 deletion (aa
37-44), and BR3 deletion (aa 57-72) [17]. HepG2 cells were trans-
fected with 4 pg of the core cDNA (amino acids 1-191), E1 (amino
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acids 192-383), E2 (amino acids 384-809), NS3-4A (amino acids
1027-1711), or the core regions lacking the BR, in 35-mm dishes,
by using Lipofectamine 2000 (Invitrogen) at 37 °C for 6 h. The med-
ium was subsequently replaced with normal culture medium, and
the cells were harvested after 48 h.

2.2. Newcastle disease virus (NDV) infection and addition of
polyriboinosinic:polyribocytidylic acid [poly(1:C)]

NDV (Miyadera strain) was propagated from swabs by using the
embryonated egg culture method, as described in the Supplemen-
tary methods.

Poly(1:C) (20 pg/well; GE Healthcare) was added to HepG2 cells
in 35-mm dishes, 48 h after transfection with the core expression
vector derived from HCR6 (genotype 1b).

2.3. Native PAGE of IRF-3 and phosphorylated IRF-3

Cells were lysed in 30 pL of lysis buffer (50 mM Tris~HCl [pH
8.0], 1% NP-40, 150 mM NaCl, 100 pg/mL leupeptin, 1 mM PMSF,
5 mM NaszVO,), mixed vigorously, and centrifuged at 15,000 rpm
for 10 min; the supernatant was isolated. Total protein samples
(10 pg) were electrophoresed on a 7.5% native PAGE gel (Bio-Rad
Laboratories) and transferred onto a PVDF membrane. IRF-3
homodimer and its monomer and Ser386-phosphorylated IRF-3
were detected by western blotting using polyclonal rabbit antibod-
ies, anti-human IRF-3 (1:1000) [18] and, anti-human Ser386-phos-
phorylated IRF-3 (1:10,000), respectively. Detection was achieved
by enhanced chemiluminescence (ECL; Amersham, UK) according
to the manufacturer's instructions. The rabbit anti-human IRF-3
and anti-human Ser386-phosphorylated IRF-3 antibodies were de-
scribed previously [19].

2.4. Quantification of IFN-§ gene expression

IFN-B mRNA expression was quantified by using real-time PCR
(RT-PCR) as described previously [20] and Supplementary methods
using the following primers and probes: sense (5-CCATCTATGA
GATGCTCCAGAA-3'), antisense (5-TTTTCTTCCAGGACTGTCTTCA-
GA-3') and probe (5'-AGCACTGGCTGGAATGAGACTATTGTTG-3).

3. Results
3.1. Induction of IFN and IRF-3 by HCV-Rz

To evaluate the effect of HCV gene persistent expression, cell
lines expressing the HCV genomes in a Cre/loxP expression system
[20] were established by transfecting the full-genome HCV (HCR6-
Rz); core, E1, E2, and NS2 (HCR6-Fse); and E2~NS5b (HCR6-Age)
(Fig. 1A) clones into HepG2 cells. Of the 3 HCV expression systems,
only HCR6-Rz transiently induced endogenous IFN-B expression
(Fig. 1B). No endogenous IFN-8 was detected by RT-PCR on Day 0
or Day 48 (long culture; LC) [21] in any of the 3 systems (Fig. 1B).

3.2. Effect of HCV expression on NDV infection and IFN-f induction

Further, we examined whether the persistent expression of HCV
genome influenced the plaque formation activity of NDV in HCR6-
Rz-, HCR6-Fse-, and HCR6-Age-expressing cell lines. Prior to the
expression of HCV proteins, the plaque numbers were similar
across all the cell lines (Fig. 1C). Expression of HCV proteins for
more than 48 days [21] increased plaque numbers in the HCR6-
Rz- and HCR6-Fse-expressing cells from 7- to 8-fold (Fig. 1C); how-
ever, plaque numbers in the HCR6-Age-expressing cells remained
constant. These findings thus indicate that HCV structural proteins

interfered with the induction of IFN-f mRNA, after NDV infection
(18 h post-infection). Therefore, we measured IFN- mRNA levels
in the 3 cell lines, HCR6-Rz, HCR6-Fse, and HCR6-Age, by RT-PCR be-
fore (Day 0) and after (Day 48) inoculation with NDV (Fig. 1D). The
mRNA expression of IFN-B was not observed prior to NDV infection
in any of the 3 cell lines (Day 0). Notably, after 18 h of NDV
inoculation and prior to the expression of various HCV proteins
(Day 0), the levels of IFN-p mRNA transcription were similar
among HCR6-Rz-, HCR6-Fse-, and HCR6-Age-expressing cell lines
(Fig. 1D). Following HCV protein expression, the induced IFN-B
mRNA expression was reduced to 20% in both HCR6-Rz- and
HCR6-Fse-expressing cell lines. However, IFN-B mRNA expression
remained constant in the HCR6-Age-expressing cell line.
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Fig. 2. (A) HCV inhibition of IRF-3 nuclear translocation. IRF-3 is a constitutively
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when inactive. After NDV inoculation and prior to the expression of the HCV
genomne, IRF-3 translocated to the nucleus but was retained at a perinuclear site in
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expression on IRF-3 dimerization is shown. NDV was used to induce IRF-3
dimerization.
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3.3. Effect of HCV on IRF-3 localization, nuclear translocation, and before (Day 0) and after LC (Fig. 2A). Prior to NDV infection, IRF-
dimerization by NDV 3 was detected in the cytoplasm by immunofluorescence. Notably,
after 18 h of NDV inoculation and prior to HCR6-Rz protein expres-

The effect of HCV expression on cellular localization of IRF-3 sion, when IFN-B induction and IRF-3 dimerization were maximal,
was analyzed in HCR6-Rz-expressing cells infected with NDV a substantial amount of IRF-3 translocated to the nucleus.
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However, this nuclear translocation was suppressed in the pres-
ence of HCV proteins (Fig. 2A) and resulted in the co-localization
of the HCV core protein with IRF-3 at perinuclear sites (Fig. 24,
superimposed image of IRF-3 and core protein immunostaining).

To elucidate the mechanism underlying the suppression of IFN-
B mRNA in HCR6-Rz- and HCR6-Fse-expressing cells, we examined
the effect of HCV expression on IRF-3 dimerization after NDV infec-
tion (Fig. 2B). Interestingly, the levels of IRF-3 dimerization peaked
at 12-18 h after NDV infection in the 3 cell lines lacking HCV
expression (Day 0; Fig. 2). However, in the HCR6-Rz- and HCRG-
Fse-expressing cell lines, IRF-3 dimerization was found to be signif-
icantly reduced, (Fig. 2B and C) when compared to that in the
HCR6-Age-expressing cells (Fig. 2D).

3.4. Identification of the HCV genome region responsible for the
inhibition of IRF-3 dimerization and IFN-p induction

To identify the HCV genome region responsible for suppression
of IRF-3 dimerization, HepG2 cells were transfected to express the
HCV core regions derived from HCR6, E1, or E2 (genotype 1b;
Fig. 3A). Protein expression was confirmed by western blotting
(data not shown). The HCV core protein suppressed IRF-3 dimer-
ization, but E1 and E2 expressions had no effect on the dimeriza-
tion (Fig. 3B). Expression of E1, E2, or the vector alone did not
alter the levels of IFN-B mRNA induced by NDV infection in HepG2
cells (Fig. 3C), but significantly reduced IFN-B mRNA levels at both
12 and 18 h after infection (Fig. 3C).

3.5. Effect of HCV core protein expression on IRF-3 dimerization
through TLR3

Among the synthetic dsRNAs, poly(I:C) is a potent inducer of
[FN-B through TLR3. Accordingly, HepG2 cells transfected with
poly(I:C) and the vector control (pEF1-vector) showed IRF-3 dimer-
ization (Fig. 3D). In contrast, IRF-3 dimerization was suppressed in
HepG2 cells expressing the HCV core protein albeit the induction of
IFN-8 mRNA following poly(l:C) expression (data not shown).

3.6. Effect of the HCV core protein NS3 and core proteins derived from
genotype 2a on IRF-3 dimerization, compared to proteins derived from
genotype 1b i

Further, we investigated whether the HCV core protein NS3 and
core proteins derived from other genotypes exerted the same ef-
fects on IRF-3 after 18 h of NDV infection. The core proteins derived
from genotypes 1b (R6) and 2a (R24-12Q and R24-12K) suppressed
IRF-3 dimerization in cells infected with NDV (Fig. 3E(a)). In con-
trast, IRF-3 dimerization remained unaltered in the presence of
R6 clone NS3 protein, but was suppressed by the N clone NS3 pro-
tein. Thus, NS3-4A protein of R6 clone suppressed IRF-3 dimeriza-
tion to a relatively lesser extent compared to that of the N1 strain.
Similar results were obtained for the phosphorylation at Ser386 in
IRF-3 (Fig. 3E(b)). The IFN-B mRNA transcription was quantified in
HepG2 cells by RT-PCR after transfection with these expression
vectors (Fig. 3F).

3.7. Identification of the HCV core region responsible for suppressing
IRF-3 dimerization

We sought to identify the region of the HCV core protein
responsible for suppressing IRF-3 dimerization. Expression vec-
tors encoding the entire HCV core or the core region lacking 1
of the 3 basic amino acid regions (BR) that influenced nuclear
translocation [17] were transfected into HepG2 cells, and the ef-
fects on IRF-3 dimerization were examined (Fig. 4A). Protein
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Fig. 4. (A) Structures of the HCR6 core, E1, and E2 expression vectors carrying the
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(aa 57-72), (B) Western blotting to confirmed the expression of the mutated core
proteins, (C) Effects of the expression of various mutated core proteins on IRF-3
dimerization and IRF-3 phosphorylation at Ser386, 18 h after NDV inoculation. (D)
Effects of the expression of each type of core protein region on IFN-B mRNA
synthesis, 18 h after NDV inoculation. The results are expressed relative to the
induction levels of IFN-B in HepG2 cells transfected with the vector alone (100%).
IFN-B mRNA levels were assayed by RT-PCR.

expression of the core and the deletion mutants {(BR1, BR2, and
BR3) was confirmed by western blotting (Fig. 4B). IRF-3
dimerization, phosphorylation at Ser386 of IRF-3, and induction
of IFN-B mRNA were suppressed in HepG2 cells expressing the
entire core, a deletion of BR2, or a deletion of BR3 (Fig. 4(),
but not in cells expressing the BR1-deleted HCV core regions
(Fig. 4C and D).
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4. Discussion

The present study indicates that the HCV core protein inhibits
IRF-3 dimerization, IRF-3 phosphorylation at Ser386, and IFN-B
induction. In addition, our study showed that the effect of the core
protein derived from genotype 1b was similar to that of the core
protein derived from genotype 2a, indicating that the inhibitory ef-
fect of the core protein might be effective in several genotypes of
HCV. These findings are corroborated by a previous study by Foy
et al. [12] who showed that HCV NS3/4 disrupts virus-associated-
kinase-mediated IRF-3 activation, which further results in the
suppression of IRF-3 phosphorylation, nuclear translocation, and
IRF-3-dependent ISRE/PRDI activation. These findings indicate that
attenuation of the IFN system was achieved through NS3/4A
proteins via the interference of IRF-3 activation, thus strengthening
our results, which show the potential of HCV core protein to
interfere with IRF-3 activation in promoting persistent infection.

Furthermore, the present study showed that the N-terminal
region of the core protein and BR-1 domain in particular are
responsible for inactivating IRF-3. The N-terminal region (amino
acids 1-59) of the HCV core protein has been identified as the
binding region for a DEAD box protein (DDX3) [22]. Human
DDX3, a putative RNA helicase, is a member of the highly con-
served DEAD box subclass that includes the expression of murine
PL10, Xenopus An3, and yeast Ded 1 proteins. Recently, expression
of DDX3 was found to enhance IFN-B promoter induction by TBK1/
[KKe, whereas silencing of DDX3 inhibited IFN-B promoter and
virus- or dsRNA-induced IRF-3 activation {23]. It was shown that
Vaccinia virus K7 protein also binds to DDX3 and inhibits pattern
recognition receptor-induced IFN-B induction by preventing
TBK1/IKKe-mediated IFN-B induction via impaired TBK1/IKKe-
induced activation of IRF-3 [23]. A previous study by Oshiumi
et al. showed that DDX3 C-terminal region (amino acids
622-662) directly binds to the IFN-beta promoter stimulator-1
(IPS-1) CARD-like domain [24] as well as the N-terminal HCV core
protein [36]. The present study demonstrated that the expression
of the core protein decreased the levels of DDX3 expression (data
not shown). This is in agreement with the result of a previous
study, which showed that DDX3 is downregulated in HCV-
associated hepatocellular carcinoma (HCC) and silencing of DDX3
accelerates cell growth [25]. Collectively, these findings suggest
that DDX3 may be the target of the core protein for inhibiting
IRF-3 activation. '

In conclusion, our study revealed a crucial region of the HCV
core protein, basic amino acid region 1, to interfere with IRF-3
activation and thereby inhibit the IFN signaling cascades.
Therefore, the inhibitory effects that result in the IRF-3 pathway
impairment could be rescued by deleting the basic region 1 of core
protein, thus suggesting that it might be an effective treatment for
HCV infection. Future studies involving DDX3 modification by the
HCV core protein may be interesting to explore the cell
growth-dysregulation mechanisms.
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Abstract

Chronic hepatitis C, which is caused by infection with the hepatltls C virus (HCV), is a global health problem. Using a mouse
model of hepatitis C, we examined the therapeutic effects of a recombinant vaccinia virus (rVV) that encodes an HCV
protein. We generated immunocompetent mice that each expressed multiple HCV proteins via a Cre/loxP switching system
and established several distinct attenuated rVV strains. The HCV core protein was expressed consistently in the liver after
polyinosinic acid—polycytidylic acid injection, and these mice showed chronic hepatitis C-related pathological findings
(hepatocyte abnormalities, accumulation of glycogen, steatosis), liver fibrosis, and hepatocellular carcinoma. Immunization
with one rVV strain (r'VV-N25), which encoded nonstructural HCV proteins, suppressed serum inflammatory cytokine levels
and alleviated the symptoms of pathological chronic hepatitis C within 7 days after injection. Furthermore, HCV protein
levels in liver tissue also decreased in a CD4 and CD8 T-cell-dependent manner. Consistent with these results, we showed
that rVV-N25 immunization induced a robust CD8 T-cell immune response that was sPecn‘lc to the HCV nonstructural
protein 2. We also demonstrated that the onset of chronic hepatitis in CN2-29%/7)/MxCre'™ ™) mice was mainly attributable
to inflammatory cytokines, (tumor necrosis factor) TNF-o. and (interleukin) IL-6. Thus, our generated mice model should be
useful for further investigation of the immunological processes associated with persistent expression of HCV proteins
because these mice had not developed immune tolerance to the HCV antigen. In addition, we propose that r'VV-N25 could
be developed as an effective therapeutic vaccine.
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these cases, the relevant transgenes is expressed during embryonic
development; therefore, the transgenic mice become immunoto-
lerant to the transgenic products, and consequently, the adult mice
are not useful for investigations of the pathogenesis of chronic
hepatitis C. To address this problem, we developed a system that

Introduction

Hepatitis C virus (HCV) is a major public health problem;
approximately 170 million people are infected with HCV
worldwide [1]. HCV causes persistent infections that can lead to

chronic liver diseases such as chronic hepatitis, liver cirrhosis, and
hepatocellular carcinoma (HCC) [2]. Antiviral drugs are not
highly effective in individuals with a chronic mfection; further-
more, an effective vaccine against HVC has not been developed. A
convenient animal model of HCV infection will greatly facilitate
the development of an effective HCV vaccine.

Transgenic mice that express HCV proteins have been
generated to study HCV expression [3,4]; however, in cach of
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can drive conditional expression of an HCV transgene; our system
involves the Cre/loxP system and a recombinant adenovirus
capable of expressing Cre recombinase [5,6]. Concerns have been
expressed that an adenovirus and transient expression of HCV
proteins could induce immune responses [5] and, therefore,
obscure any evidence of the effect of the host immune responses on
chronic liver pathology. Therefore, here, we used a Cre/loxP
switching system to generate an immunocompetent mouse model
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of HCV protein expression; with this system, we could study the
host immune responses against HCV proteins.

Folgori et al. (2006) reported effective vaccination of chimpan-
zees with an adenoviral vector and plasmid DNA encoding the
HCV nonstructural region. This technique protected the liver
tissues from acute hepatitis, which results when whole animals are
challenged with virus [7]. However, this vaccine has not yet been
shown to be effective against chronic HCV infection.

Here, we aimed to address how HCV expression causes chronic
lLiver diseases and to provide new options for HCV vaccine
development. Using LC16m8, a highly attenuated strain of
vaccinia virus (VV), we generated three recombinant vaccinia
viruses (rVVs) that each encoded one of three different HCV
proteins and found that one recombinant virus (rVV-N25), which
encoded nonstructural HCV proteins, resolved pathological
chronic hepatitis C symptoms in the liver. We also found that
immunization with r'VV-IN25 suppressed HCV core protein levels
in the livers of transgenic mice; moreover, this suppression was
mediated by CD4 and CD8 T cells, as has been previously
reported [8].

Results

Generation of a Model of Persistent HCV Protein

Expression

To produce adult mice that express an HCV transgene, we
bred CN2-29 transgenic mice, which carry an HCV transgene,
[5,6,9] with Mx1-Cre transgenic mice [10], which express Cre
recombinase in response to interferon (IFN)-o or a chemical
inducer of IFN-o, poly(I:C) (Figure 1A). Following poly(I:C)
injection, the HCV transgene was rearranged, and HCV
sequences were expressed in the livers of F1 progeny (CN2-
29/ 7)/MxCre®™ ™) mice) within 7 days after poly(l:C) injection
(Figure 1B). ‘

To evaluate the characteristic features of these CN2-29%/7)/
MxCre®™ ™) mice, we analyzed serum alanine aminotransferase
(ALT) and liver HCV core protein levels after poly(L:C)
injection. As illustrated in Figure 1C, serum ALT levels
increased and reached a peak at 24 h after the first poly(I:C)
injection; this elevation appeared to be a direct result of the
poly(I:C) treatment, which causes liver injury [11]. After this
peak, serum ALT levels dropped continuously until day 4, and
then ALT levels began to increase, as did HCV core protein
levels. Thereafter, the HCV core protein was expressed
consistently for at least 600 days. )

Histological analysis showed HCV core protein expression in
most hepatocytes of the transgenic mice; these mice showed
evidence of lymphocytic infiltration that was caused by the HCV
core proteins (Figure 1D and E). These observations, in addition to
the modified histology activity index (HAI) scores, indicated that
expression of HCV proteins caused chronic hepatitis in the CN2-
29%/7) /MxCre®™ ™) mice because a weak, though persistent,
immune response followed an initial bout of acute hepatitis (Figure
S1). Moreover, we observed a number of other pathological
changes in these mice — including swelling of hepatocytes,
abnormal architecture of liver-cell cords, abnormal accumulation
of glycogen, steatosis, fibrosis, and HCC (Figures 1E and F, Table
S1). Steatosis was mild in the younger mice (day 21) and became
increasingly severe over time (days 120 and 180; Figure S2).
Importantly, none of the pathological changes were observed in
the CN2-29%7)/MxCre(™'™) mice after poly(l:C) injection
(Figure 1F).
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Recombinant Vaccinia Virus Immunization in HCV

Transgenic Mice

To determine whether activation of the host immune response
caused the reduction with HCV protein levels in the livers of CN2-
29%/7)/MxCret* ™) mice, we used a highly attenuated VV strain,
LC16m8, to gencrate three rVVs [12]. Each rVV encoded
a different HCV protein; rVV-CN2 encoded mainly structural
proteins, r'VV-N25 encoded nonstructural proteins, and rVV-CN5
encoded the entire HCV protein region (Figure 2A). Because rVVs
can express a variety of proteins and induce strong and long-term
immunity, they have been evaluated as potential prophylactic
vaccines [13].

We used western blots to confirm that each HCV protein was
expressed in cell lines. Each of seven proteins — the core, E1, E2,
NS3-4A, NS4B, NS5A, and NS5B — was recognized and labeled
by a separate cognate antibody directed (Figure S3). To induce
effective immune responses against HCV proteins in transgenic
mice, we injected an rVV-HCV (VV-CN2, rVV-CN3, or rVV-
N25) or LC16m8 (as the control) intradermally into CN2-29¢% 7/
MxCre® ™ mice 90 days after poly(l:C) injection (Figure 2B).
Analysis of liver sections 7 days after immunization with rVV-N25
revealed dramatic improvement in a variety of pathological
findings associated with chronic hepatitis — including piecemeal
necrosis, hepatocyte swelling, abnormal architecture of liver-cell
cords, abnormal accumulation of glycogen, and steatosis
(Figures 2C-E). Collectively, these results demonstrated that only
the rVV-N25 treatment resulted in histological changes indicative
of improvement in the chronic hepatitis suffered by the transgenic
mice.

To determine whether rVV-N25 treatment induced the same
effect in other strains of HCV transgenic mice, we analyzed
RzCN5-15 7/ MxCre™ ™) mice, which express all HCV pro-
teins; in these mice, chronic hepatitis was resolved within 28 days
of immunization with rVV-N25. Taken together, these findings
indicated that r'VV-N25 had a dramatic therapeutic effect on both
types of HCV transgenic mice (Figure S4).

Treatment with rVV-N25 Reduced the HCV Core Protein
Levels in the Livers

To assess in detail the effects of rVV-HCV immunization on
HCYV protein clearance from the livers of CN2-29¢~)/MxCre®’
) mice, we monitored the levels of HCV core protein in liver
samples via ELISA. We found that within 28 days after
immunization the HCV core protein levels were significantly
lower in livers of rVV-N25-treated mice than in those of control
mice (Figure 3A). Immunohistochemical analysis indicated that,
within 28 days after immunization, levels of HCV core protein
were substantially lower in the livers of CN2-29%~)/MxCre®™ ™)
mice than in those of control mice (Figure 3B). Importantly,
neither resolution of chronic hepatitis nor reduction in the HCV
protein levels was observed in the mice treated with LC16m8,
rVV-CN2, or r'VV-CNS5. These results indicated that HCV non-
structural proteins might be important for effects of therapeutic
vaccines. In contrast, r'VV-CN5 which encoded HCV structural
and non-structural proteins did not show any significant effects.
These results indicated that HCV structural proteins might have
inhibited the therapeutic effects of the non-structural proteins.
Therefore, it may be important to exclude the HGV structural
proteins (aa 1-541) as antigenic proteins when developing
therapeutic vaccines against chronic hepatitis C.
" In addition, we measured serum ALT levels in CN2-29%/7)/
MxCre™ ™ mice from all four treatment groups 28 days after
rVV-HCV immunization. Serum ALT levels were not significant-
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Figure 1. Pathogenesis in immunocompetent mice with persistent HCV expression. (A) Structure of CN2-29% “MxCre®’™ and the Cre-
mediated activation of the transgene unit. RGCN2 HCV cDNA was cloned downstream of the CAG promoter, neomycin-resistant gene (neo), and poly
A (pA) signal flanked by two loxP sequences. This cDNA contains the core, E1, E2, and NS2 regions. (B) Cre-mediated genomic DNA recombination.
After poly(l:C) injection, genomic DNA was extracted from liver tissues and analyzed by quantitative RTD-PCR for Cre-mediated transgenic
recombination. The transgene was almost fully recombined in transgenic mouse livers 7 days after the injection. In all cases, n =3 mice per group. (C)
HCV core protein expression was sustained for at least 600 days after poly(:C) injection. (D) Immunohistochemical analysis revealed that most
hepatocytes expressed the HCV core protein within 6 days after injection. (E) Liver sections from CN2-29%~}/MxCre®™'™) mice after the poly(l:C)
injection. Infiltrating lymphocytes (arrows) were observed on days 6 and 180; Hepatocellular carcinoma (HCC) was observed on day 360. In contrast,
these pathological changes were not observed in CN2-29%~)/MxCre"™/~) mice after the injection. The inset image shows abnormal mitosis in a tumor
cell. (F) Hepatocyte swelling and abnormal architecture of liver-cell cords (silver staining), as well as abnormal glycogen accumulation (PAS staining)
were observed on day 90 in CN2-29%/7/MxCre®’™ mice. We observed steatosis (oil-red-O staining) on day 180 and, subsequently, fibrosis (Azan
staining) on day 480. The scale bars indicate 50 um.

doi:10.1371/journal.pone.0051656.g001
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Figure 2. Effects of rVV-HCV treatment on the CN2-29"/MxCre™*'™) mice. (A) HCV gene structure in the CN2-29%'7/MxCre® ™ mice and
recombinant vaccinia viruses (rVW-HCV). MxCre/CN2-29 cDNA contains the core, E1, E2, and NS2 regions. The rVV-CN2 cDNA contains the core, E1, E2,
and NS2 regions. The rVW-N25 ¢cDNA contains the NS2, NS3, NS4A, NS4B, NS5A, and NS58 regions. The rVV-CN5 ¢cDNA contains the entire HCV region.
(B) Four groups of CN2-29%/~)/MxCre™’™ mice were inoculated intradermally with rVV-CN2, rVW-N25, r'WW-CN5, or LC16m8 90 days after the poly(l:C)
injection. Blood, liver, and spleen tissue samples were collected 7 and 28 days after the inoculation. (C) Liver sections from the four groups of CN2-
29%/7)/MxCre™ ™) mice 7 days after the inoculation. The sections were stained with H&E, silver, oil-red-O, or PAS. The scale bars indicate 50 um. (D)
Histological evaluation of piecemeal necrosis in the four groups of CN2-29%~Y/MxCre®/~ mice 7 days after inoculation. (E) Histological evaluation of
steatosis in the four groups of CN2-29%7)/MxCre®™' ™ mice 7 days after inoculation. Significant relationships are indicated by a P-value.
doi:10.1371/journal.pone.0051656.g002
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Figure 3. Effects of HCV core protein expression on the livers of CN2-29""/MxCre"’ ™) mice inoculated with rVV-HCV. (A) Expression
of the HCV core protein in the four treatment groups of CN2-29%7/MxCre™~) mice 28 days after the inoculation. Significant relationships are
indicated by a P-value. (B) H&E staining and immunohistochemical analysis for HCV core protein in the LC16m8-, r'VV-CN2-, rVW-CN5-, or fVV-N25-
treated CN2-29""/MxCre™'™ mice 28 days after the inoculation. Liver sections were stained with the anti-core monoclonal antibody. The scale bars
indicate 50 um. (C) Effects of HCV core protein expression on serum ALT levels in the four treatment groups of CN2-29%~)/MxCre™ ™) mice 28 days
after immunization. (D) Cre-mediated genomic DNA recombination in the four treatment groups 28 days after immunization. (E) Expression of HCV

mMRNA in the LC16m8- or IWV-N25-treated CN2-29%"")/MxCre™’ ™) mice 28 days after immunization. In all cases, n=6 mice per group.

doi:10.1371/journal.pone.0051656.g003

ly different in the rVV-N25-treated mice and control mice
(Figure 3C); this finding indicated that rVV-N25 treatment did
not cause liver injury and that the antivira] effect was independent
of hepatocyte destruction.

We hypothesized that the reduction in the levels of HCV core
protein in rVV-HCV-treated mice was not caused by cytolytic
elimination of hepatocytes that expressed HCV proteins. To
investigate this hypothesis, we conducted an RTD-PCR analysis of
genomic DNA from liver samples of CN2-29%/7)/MxCret* ™)
mice. The recombined transgene was similar in rVV-N25-treated
and control mice 28 days after immunization (Figure 3D). We also
measured the expression of HCV mRNA in LC16m8-treated
CN2-29%/7)/MxCre®™ ™ mice with that in rVV-N25-treated
CN2-29%7)/MxCre® ™) mice 28 days after immunization; the
HCV mRNA levels did not differ between rVV-N25-treated CN2-
29%/7)/MxCre®™ ™) and control mice (Figure 3E). These results
indicated that rVV-N25-induced suppression of HCV core protein
expression could be controlled at a posttranscriptional level.

Role of CD4 and CD8 T cells in rVV-N25-treated Mice
Viral clearance is usually associated with CD4 and CD8 T-cell
activity that is regulated by cytolytic or noncytolytic antiviral
mechanism [14]. To determine whether CD4 or CD8 T-cell
activity was required for the reduction in HCV core protein levels

PLOS ONE | www.plosone.org

in the livers of transgenic mice, we analyzed the core protein levels
in CN2-29%/7)/MxCre®™ ™ mice immunized with rVV-N25 in
the absence of CD4 or CD8 T cells (Figure 4A). As expected, the
mice lacking CD4 or CD8 T cells failed to show a reduction in
HCV core protein levels (Figure 4B).

However, in mice lacking either CD4 or CD8 T-cells, the
pathological changes associated with chronic hepatitis were
resolved following rVV-N25 immunization, and the steatosis score

“of rVV-N25-treated mice was significantly lower than that of
control mice (Figures 4C—E). These results indicated that CD4 and
CD8 T cells were not responsible for the rVV-N25-induced
amelioration of histological findings and that other inflammatory
cell types may play an as-yet-unidentified role in the resolution of
the pathological changes in these mice.

rVV-N25 Immunization Induced an NS2-specific Activated
CD8 T cells Response

Because we found that HCV protein reduction in the liver
required CD8 T cells, we tested whether HCV-specific CD8 T
cells were present in splenocytes 28 days afier immunization. To
determine the functional reactivity of HCV-specific CD8" T cells,
we performed a CD107a mobilization assay and intracellular IFN-
y staining. CN2-29 transgenic mice expressed the HCV structural
protein and the NS2 region. However, rVV-N25 comprised only
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28 days after immunization with LC16m8 or r'VV-N25. The scale bars indicate 100 um (C) and 50 pm (D). (E) Histological evaluation of steatosis in liver
samples from CD4-depleted or CD8-depleted CN2-29%/~)/MxCre"™’™ mice 28 days after immunization with LC16m8 or rVV-N25. Significant

relationships are indicated by a P-value.
doi:10.1371/journal.pone.0051656.g004

a HCV nonstructural protein. Thus, we focused on the role of the
NS2 region as the target for CD8 T cells and generated EL-4 cell
lines that expressed the NS2 antigen or the CN2 antigen.

Isolated splenocytes from immunized mice were co-cultured
with EL-4CN2 or EL-4NS2 cell lines for 2 weeks and analyzed.

Cytolytic cell activation can be measured using CDI107a,
a marker of degranulation [15]. The ratio of GD8*CD1072" cells
to all CD8 T cells significantly increased in rVV-N25-treated
splenocytes after co-culture with EL-4CN2 or EL-4NS2 (P<0.05),
whereas splenocytes that had been treated with any other rVV
were not detected (Figure 5A, B and C). These results indicated
that rVV-N25 treatment increased the frequency of HCV NS2-
specific activated CD8 T cells. Consistent with these results, the
ratio of CD8*IFN-y" cells to all CD8 T cells for rVV-N25-treated
mice was also significantly higher than that for mice treated with
any other rVV (P<0.05). Taken together, these findings indicated
that rVV-N25 induced an effective CD8 T-cell immune response
and that NS2 is an important epitope for CD8 T cells.

A

r'VV-N25 Immunization Suppressed Inflammatory
Cytokines Production

To determine whether rVV-N25 treatment affected inflamma-
tory cytokine production, we measured serum levels of in-
flammatory cytokines after rVV immunization. The serum levels
of these inflammatory cytokines increased in the CN2-29%/7)/
MxCret™ ™) mice (Figure 6A, Figure S5). Immunization with rVV-
N25 affected serum levels of inflammatory cytokines in CN2-29¢/
“)/MxCre®’ ™) mice and caused a return to the cytokine levels
observed in wild-type untreated mice (Figure 6A). In wild-type
mice, the cytokine levels remained unchanged after immunization
(Figure 6A). These results indicated that inflammatory cytokines
were responsible for liver pathogenesis in the transgenic mice.

To test the hypothesis that inflammatory cytokines were
responsible for liver pathogenesis in CN2-29% 7/ MxCret/ ™)
mice, we administered transgenic mouse serum intravenously into
nontransgenic mice. We observed the development of chronic
hepatitis in the nontransgenic mice within 7 days after the serum
transfer (Figures 6B and C). This finding was consistent with the
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Figure 6. Immunization with rVV-N25 suppresses serum inflammatory cytokine levels. (A) Daily cytokine levels in the serum of CN2-29%
~)/MxCre® ™) mice during the week following immunization with LC16m8, rWW-CN2, WW-N25, or rW-CN5, Values represent means = SD (n =3) and
reflect the concentrations relative to those measured on day 0. The broken lines indicate the baseline data from wild-type mice. In all cases, n
=6 mice per group. (B) Liver sections from CN2-29%~)/MxCre™/~) and CN2-29"~"/MxCre™/~) mice. (C) Histology activity index (HAl) scores of liver
samples taken from CN2-29%7/MxCre®' ™ or CN2-29%/""/MxCre!™' ™ mice. (D) Liver sections from CN2-29%'7)/MxCre™~ mice in which TNF-c was
neutralized and the 1L-6 receptor was blocked. The scale bars indicate 50 um. (E) HAI scores of liver samples taken from CN2-29%7/MxCre®™ in
which TNF-ot was neutralized and the IL-6 receptor was blocked. Tg and non-Tg indicate CN2-29%7/MxCre"~) and CN2-29%/7)/MxCre~/",
respectively. (F) Macrophages were the main producers of TNF-o and IL-6 in CN2-29%7)/MxCre™ ™! mice following poly(C) injection. (G)
Immunization with r'VV-N25 reduced the number of macrophages in liver samples from CN2-29%7)/MxCre®~) mice and suppressed TNF-o and IL-6
production from macrophages (Figure 6G). Significant relationships are indicated by a P-value.

doi:10.1371/journal.pone.0051656.g006

hypothesis that inflaimmatory mediators played a key role in
inducing hepatitis. Furthermore, to investigate whether TNF-¢ and
IL-6 played particularly critical roles in the pathogenesis of
chronic hepatitis in the transgenic mice, we neutralized TNF-o and
blocked the IL-6 receptor in the livers of these mice. As expected,
chronic hepatitis did not develop in these mice. (Figure 6D and E).

Next, to determine which cell population(s) produced TNF-o,
IL-6, or both during continuous HCV expression in CN2-29%/7)/
MxCre* ™ mice, we isolated intrahepatic lymphocytes (IHLs) and
labeled the macrophages (the F4/80" cells) with anti-TNF-o, and
anti-IL-6 antibodies using an intracellular cytokine detection
method. Macrophages in CN2-29%/7)/MxCre"™"™) mice pro-
duced small amounts of TNF-o. and IL-6, while those in CN2-
29%/7)/MxCre® ™) mice produced much larger amounts of these
cytokines (Figure 6F).

Finally, we evaluated whether rVV-N25 treatment affected the
number of macrophages, cytokine production by macrophages, or
both; specifically, we isolated IHLs from CN2-29¢7)/MxCret*/ ™)
mice 7 days after immunization with rVV-N25 or with LC16m8.
The percentage of macrophages (CD11b*F4/80%) among IHLs
and IL-6 production from these macrophages were significantly
lower in rVV-N25-treated mice than in control mice (Figure 6G).
Though the percentage of TINF-o-producing macrophages was
not significantly different in rVV-N25-treated and control mice
(P=0.099), rVV-N25 treatment appeared to suppress these
macrophages. These results demonstrated that rVV-N25 had
a suppressive effect on activated macrophages, and they indicated
that this suppression ameliorated the histological indicators of
chronic hepatitis.

Discussion

Various HCV transgenic mouse models have been developed
and used to examine immune response to HCV expression and
the effects of pathogenic HCV protein on hepatocytes [4,16,17].
However, these transgenic mice develop tolerance to the HCV
protein; therefore, examining immune response to HCV protein
has been difficult.

To overcome the problem of immune tolerance in mouse
models of HCV expression, we developed an HCV model in mice
that relies on conditional expression of the core, E1, E2, and NS2
proteins and the Cre/loxP switching system [5,6]; we showed that
the injection of an Ad-Cre vector enhanced the frequency of
HCV-specific activated CD8 T cells in the liver of these mice and
caused liver injury. However, the Ad-Cre adenovirus vector alone
causes acute hepatitis in wild-type mice. Nevertheless, the
transgenic model was useful for evaluating interactions between
the host immune system and viral protein (serum ALT level over
2,000 IU/L) [5); HCV core protein levels were reduced and
expression of this protein was transient (about 2 weeks). Therefore,
this Ad-Cre-dependent model cannot be used to effectively
investigate immune responses to chronic HCV hepatitis.
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Here, we used poly (I:C)-induced expression of Cre recombi-
nase to generate HCV transgenic mice in order to study the effect
of HCV protein and confirmed that these mice developed chronic
active hepatitis-including steatosis, lipid deposition, and hepato-
cellular carcinoma. These pathological findings in the transgenic
mice were very similar to those in humans with chronic hepatitis
C; therefore, this mouse model of HCV may be useful for
analyzing the immune response to chronic hepatitis. However,
experimental results obtained with this mouse model may not
directly translate to clinical findings from patients with HCV
infection because the expression of HCV proteins was not liver
specific in these mice. Furthermore, poly(I:C) injection can
activate innate immune responses and, consequently, might induce
temporary liver injury {18]. Additionally, poly(I:C) injection has an
adjuvant effect; specifically, it stimulates TLR3 signaling [19].

To evaluate whether poly(I:C) injection caused hepatitis in
CN2-29%7)/MxCre!™”™) mice, we examined serum ALT levels
and liver histology following poly(I:C) injection. We found that,
following poly(:C) injection, serum ALT levels in CN2-29%+/7)/
MxCre™ ) mice increased, reached a peak one day after
injection, declined from day 1 to day 6, and were not elevated
thereafter; this time-course indicated that poly(X:G) injection alone
did not induced continuous liver injury (figure S6). Based on these
findings, we believe that the effects of poly(I:C) injection in these
mice did not confound our analysis of chronic hepatitis.

Immunization with rVV-N25 suppressed HCV protein levels in
the liver, and this suppression was associated with ameliorated
pathological chronic hepatitis findings (see Figure 3). Importantly,
rVV-N25 treatment did not cause liver injury based on the serum
ALT levels; therefore, this treatment was unlikely to have
cytopathic effects on infected hepatocytes. These findings provided
strong evidence that rVV-N25 treatment effectively halted the
progression of chronic hepatitis. Immunization with plasmid DNA
or with recombinant vaccinia virus can eflfectively induce cellular
and humoral immune responses and exert a protective eflect
against challenge with HCV infection [20,21]. However, findings
from these previous studies revealed HCV immunization of both
uninfected, naive animals and immune-tolerant animals induced
a HCV-specific immune response. In the model describe here; the
animals were immune competent for HCV; therefore, our {indings
provided further important evidence that rVV-N25 was effective
in the treatment of chronic hepatitis.

In addition, we demonstrated that rVV-N25 treatment in the
absence of CD4 and CD8 T cells had no effect on HCV clearance.
This important observation indicated that rVV-N25-induced
HCV clearance was mediated by CD4 and CD8 T cells. Many
studies have shown that spontaneous viral clearance during acute
HCYV infection is characterized by a vigorous, broadly reactive
CD4 and CD8 T-cell response. [8,22] HCV clearance and
hepatocellular cytotoxicity are both mediated by CD8 antigen-
specific (cytotoxic T lymphocyte) CTLs [23]. Consistent with these
observations, rVV-N25 treatment effectively induced the accumu-
lation of NS2-specific CD8 T cells, which express high levels of
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CD107a and IFN-yin the spleen. Notably, even with rVV-N25
immunization, the frequency of activated CD8 T cells was very
low, and a minimum of 2-weeks incubation was required to
distinguish the difference between rVV treatments. Even if a small
population of specific CD8+ T cells played a relevant role in the
reduction of core protein, it is difficult to assert that the only NS2-
specific CD8+ T cells were important to this reduction. However,
based on the results presented in Figure 4B, we are able to
conclude that at least CD8+ and/or CD4+ T cells were important
to the reduction in HCV core protein. Therefore, to elucidate the
mechanism of HCV protein clearance, further investigation of not
only the other T cell epitopes but also other immunocompetent
cells is required.

Interestingly, rVV-N25 treatment-but not the rVV-CN2 or
rVV-CN5 treatment-efficiently induced a HCV-specific activated
CD8 T cells response; this difference in efficacy could have one or
more possible causes. The HCV structural proteins (core, E1, and
E2 proteins) in the rVV-CN construct may cause the difference;
Saito et al. reported that injection with plasmid constructs
encoding the core protein induced a specific GTL response in
BALB/c mice [24]. Reportedly, CTL activity against core or
envelope protein is completely absent from transgenic mice
immunized with a plasmid encoding the HCV structural proteins,
but core-specific CTL activity is present in transgenic mice that
were immunized with a plasmid encoding the HCV core [21]. In
contrast, when recombinant vaccinia virus expressing different
regions of the HCV polyprotein were injected into BALB/ ¢ mice,
only the HCV core protein markedly suppressed vaccinia-specific
CTL responses {25]. Thus, the HCV core protein may have an
immunomodulatory function [26]. Based on these reports and our
results, we hypothesize that the causes underlying the effectiveness
of rVV-N25 treatment were as follows: 1) this rVV construct
included the core and envelope proteins and 2) the core protein
had an immune-suppressive effect on CTL induction. Therefore,
we suggest that exclusion of the core and envelope antigen as
immunogen is one important factor in HCV vaccine design.

Interestingly, immunization with rVV-N25 rapidly suppressed
the inflammatory response; however, immunization with either of
the other rVVs did not (see Figure 6A). This result indicated that
rVV-N25 may modulate inflammation via mnate immunity, as
well as via acquired immunity. Reportedly, Toll-like receptor
(TLR)-dependent recognition pathways play a role in the
recognition of poxviruses {27]. TLR2 and TLRY have also been
implicated in the recognition of the vaccinia virus [28,29]. These
findings indicate that TLR on dendritic cells may modulate the
immunosuppressive effect of rVV-N25 in our model of HCV
infection; however, further examination of this hypothesis is
required. The finding that pathological symptoms in the HCV
transgenic mice were completely blocked by intravenous injection
of TNF-o and IL-6 neutralizing antibodies indicated that the
progression of chronic hepatitis depended on inflammatory
cytokines in serum, rather than the HCV protein levels in
hepatocytes. Lymphocytes, macrophages, hepatocytes, and adipo-
cytes each produce TNF-o and IL-6 [30,31], and HCV-infected
patients have elevated levels of TNF-o and IL-6 [32,33]. Both
cytokines also contribute to the maintenance of hepatosteatosis in
mice fed a high-fat diet [34], and production of TNF-o and IL-6 is
clevated in obese mice due to the low grade inflammatory response
that is caused by lipid accumulation [35]. These findings indicate
that both cytokines are responsible for HCV-triggered hepatos-
teatosis, and anti-cytokine neutralization is a potential treatment
for chronic hepatitis if antiviral therapy is not successful.

The reduction of macrophages in number might be due to the
induction of apoptosis by vaccinia virus 4 wiro infection as
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previous reported [36]. To understand the mechanisms respon-
sible for the reduction of the number of macrophage, we
performed another experiment to confirm whether the macro-
phages were infected with vaccinia virus inoculation. However,
based on PCR analyses; vaccinia virus DNA was not present in
liver tissue that contained macrophages (Figure S7). Furthermore,
apoptosis of macrophages was not detected in liver samples (Data
not shown). Based on these results, it is unlikely that the reduction
in the number of macrophages was due to apoptosis induced by
vaccinia virus infection. Although rVV-N25 reduced the number
of macrophage, precise mechanism is still unknown. Further
examination to elucidate the mechanism is required.

In conclusion, our findings demonstrated that rVV-N25 is
a promising candidate for an HCV vaccine therapy. Additionally,
the findings of this study indicate that rVV-N25 immunization can
be used for prevention of HCGV infection and as an antiviral
therapy against ongoing HCV infection.

Materials and Methods

Ethics Statement

All animal care and experimental procedures were performed
according to the guidelines established by the Tokyo Metropolitan
Institute of Medical Science Subcommittee on Laboratory Animal
Care; these guidelines conform to the Fundamental Guidelines for
Proper Conduct of Animal Experiment and Related Activities in
Academic Research Institutions under the jurisdiction of the
Ministry of Education, Culture, Sports, Science and Technology,
Japan, 2006. All protocols were approved by the Committee on
the Ethics of Animal Experiments of the Tokyo Metropolitan
Institute of Medical Science (Permit Number: 11-078). All efforts
were made to minimize the suffering of the animals.

Animals

R6CN2 HCV cDNA (nt 294-3435) [37] and full genomic HCV
cDNA (nt 1-9611) [38,39] were cloned from a blood sample taken
from a patient (#R6) with chronic active hepatitis (Text S1). The
infectious titer of this blood sample has been previously reported
[40]. R6CN2HCV and R6CNSHCV transgenic mice were bred
with Mx1-Cre transgenic mice (purchased from Jackson Labora-
tory) to produce R6CN2HCV-MxCre and R6CNSHCV-MxCre
transgenic mice, which were designated GN2-29%7)/MxCre®™/ ™
and RzCN5-15%7)/MxCre® ™) mice, respectively. Cre expres-
sion in the livers of these mice was induced by intraperitoneal
injection of polyinosinic acid—polycytidylic acid [poly(:C)] (GE
Healthcare UK Ltd., Buckinghamshire, England); 300 pL of
a poly(I:C) solution (1 mg/mL in phosphate-buffered saline [PBS])

+ was injected three times at 48-h intervals. All animal care and

10

experimental procedures were performed according to the guide-
lines established by the Tokyo Metropolitan Institute of Medical
Science Subcommittee on Laboratory Animal Care.

Histology and Immunohistochemical Staining

Tissue samples were fixed in 4% paraformaldehyde in PBS,
embedded in paraffin, sectioned (4-im thickness), and stained with
hematoxylin and eosin (H&E). Staining with periodic acid-Schiff
stain, Azan stain, silver, or Oilred-O was also performed to
visualize glycogen degeneration, fibrillization, reticular fiber
degeneration, or lipid degeneration, respectively.

For immunohistochemical staining, unfixed frozen liver sections
were fixed in 4% paraformaldehyde. for 10 min and then
incubated with blocking buffer (1% bovine serum albumin in
PBS) for 30 min at room temperature. Subsequently, the sections
were incubated with biotinylated mouse anti-HCV core mono-
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clonal antibody (5E3) for 2 h at room temperature. After being
washed with PBS, the sections were incubated with streptavidin—
Alexa Fluor 488 (Invitrogen). The nuclei were stained with 4°,6-
diamidino-2-phenylindole (DAPI). Fluorescence was observed
using a confocal laser microscope (Laser scanning microscope
510, Carl Zeiss).

Generation of rVVs ,

The pBR322-based plasmid vector pBMSF7C contained the
AT1/p7.5 hybrid promoter within the hemagglutinin gene region
of the vaccinia virus, which was reconstructed from the pSEJ1-10
plasmid and pBM vector [41,42]. Separate full-length cDNAs
encoding either the HCV structural protein, nonstructural protein,
or all HCV proteins were cloned from HCV R6 strain (genotype
1b) RNA by RT-PCR. Each cDNA was inserted into a separate
pBMSF7C vector downstream of the pBMSF7C ATI/p7.5 hybrid
promoter; -the final designation of each recombinant plasmid was
pBMSF7C-CN2, pBMSF7C-N25, or pBMSF-CN5 (Figure 2).
They were then transfected into primary rabbit kidney cells
infected with LC16m8 (multiplicity of infection = 10). The virus—
cell mixture was harvested 24 h after the initial transfection by
scrapping; the mixture was then frozen at —80°C until use. The
hemagglutinin-negative recombinant viruses were cloned as pre-
viously described [42] and named rVV-CN2, rVV-N25, or rVV-
CN5. Insertion of the HCV protein genes into the LG16m8
genome was confirmed by direct PCR, and expression of each
protein from the recombinant viruses was confirmed by western
blot analysis. The titers of rVV-CN2, rVV-N25, and rVV-CN5
were determined using a standard plaque assay and RK13 cells.

Statistical Analysis

Data are shown as mean & SD. Data were analyzed using the
nonparametric Mann-Whitney or Kruskal-Wallis tests or AN-
OVA as appropriate; GraphPad Prism 5 for Macintosh (Graph-
Pad) was used for all analyses. P values <0.05 were considered
statistically significant.

Supporting Information

Figure S1 HAI score of liver samples taken from CN2-
29%/7)/MxCre!™ ™) mice.
(EPS)

Figure S2 Lipid degeneration in samples of liver taken
from CN2-29"7)/MxCre™ ™) mice.
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Polyl:C is a nucleotide pattern molecule that induces cross-presentation of foreign Ag in myeloid dendritic celis {DC) and
MHC Class I-dependent proliferation of cytotoxic T lymphocytes (CTL). DC (BM or spleen CD8o*) have sensors for dsRNA
including polyl:C to signal facilitating cross-presentation, Endosomal TLR3 and cytoplasmic R!G-!/MDAS are reportedly
responsible for polyl:C sensing and presumed to deliver signal for cross-presentation via TICAM-1 (TRIF) and IPS-1 (MAVS,
Cardif, VISA) adaptors, respectively. In fact, when tumor-associated Ag (TAA) was simultaneously taken up with polyl:C in DC,
the DC cross-primed CTL specific to the TAA in a syngenic mouse model. Here we tested which of the TICAM-1. or IPS-1
pathway participate in cross-presentation of tumor-associated soluble Ag and retardation of tumor growth in the setting
with a syngeneic tumor implant system, EG7/C57BL6, and exogenously challenged soluble Ag (EG7 lysate) and polyl:C. When
EG7 lysate and polyl:C were subcutaneously m}ected in tumor- beanng mice, EG7 tumor growth retardation was observed in
wild-type and to a lesser extent IPS-17/~ mice, but not TICAM-1~/~ mice. IRF-3/7 were essential but IPS-1 and type | IFN were
minimally involved in the polyl:C- mediated CTL proliferation. Although both TICAM-1 and IPS-1 contributed to CD86/CD40
upregulation” in “'CD8or DC, H2K-SL8 tetramer and OT-1 proliferation assays indicated that OVA-recognizing CD8
T cells predominantly prollferated in vivo through TICAM-1 and CD8o* DC'is crucial in ex vivo analysis. Ultimately, tumor
regresses > 8 d post polyl:C administration. The results infer that soluble tumor Ag induces tumor growth retardanon, ie,

therapeutic potential, if the TICAM-1 signal comcudental!y occurs in CD8cx DC around the tumor. -

Introduction

Cytotoxic T lymphocytes (CTL) and natural killer (NK) cells are
two major effectors for antitumor cellular immunity. These
effectors are driven through activation of dendritic cells (DC) and/
or macrophages (Mf), which is mediated by pattern-recognition
receptors (PRRs) for the recognition of microbial patterns.?
Antigen (Ag) presentation and upregulation of NK cell-activating
ligands are major events induced in DC/Mf in response to PRRs,
which link to evoking CTL- and NK-antitumor immunity,
respectively. The immune-potentiating function of specific
components of the classical adjuvants are largely attributable to
the ligand activity of PRRs (CpG DNA/TLRY, polyl:C/TLR3,
monophosphoryl lipid (MPL) A/TLR4, Pam2/TLR2, etc.).” That
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is, the DC/MF competent to drive effectors are generated through
PRR signal in inflammatory nest where affected cells and recruited
immune cells encounter exogenous or endogenous PRR ligands.
Since studying the functional properties of PRRs in tumor
immunity is on the way using a variety of possible ligands and cell
biological analyses, immune responses reflecting the total adjuvant
potential around Ag-presenting cells (APC) in local inflammarory
nests are not always elucidated even in mice.

RNA-sensing PRR pathways, including TLR3-TICAM-I,
TLR7-MyD88 and RIG-I/MDA5-IPS-1 participate in driving
Type I IFN induction and cellular immunity in DC subsets."**
Type I IFN and the IFNAR pathway in DC and other cells
reportedly evoke and amplify T cell immunity.>® TLR7 resides
exclusively in plasmacytoid DC” whereas TLR3 mainly exists in
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myeloid DC/Mf and epithelial cells.® They are localized on the
membrane of the endosome and deliver the signal via their
adaptors, MyD88 and TICAM-1.”* RIG-I and MDAS are
ubiquitously distributed to a variety of mouse cells and signal the
presence of cytoplasmic viral products through IPS-1.° Thus,
TLR3 and RIG-I/MDAS5 are candidates associated with DC
maturation to drive effector cells.® Indeed, viral dsRNA analog,
polyl:C, is a representative ligand for TLR3 and MDAS5 and
induces polyl:C-mediated DC-NK reciprocal activation.'"'?
These are also true in human DC."?

The point of this study is by which pathway antitumor CTL
are induced for tumor regression in a mouse tumor-implant
model. It has been postulated that DC present exogenous tumor
Ag to the MHC Class I-restricted Ag-presentation pathway and
proliferate CD8 T cells specific to the extrinsic Ag. When wmor
cells provide soluble and insoluble exogenous Ag, this Class I Ag
presentation occurs mostly TAP/proteasome-dependent, suggest-
ing the pathway partly sharing with that for endogenous Ag
presentation. This DC’s ability to deliver exogenous Ag to the
pathway for MHC Class I-restricted Ag presentation has been
described as cross-presentation.'® DC cross-presentation leads to
the cross-priming and proliferation of Ag-specific CD8 T cells in
vivo and in vitro."*'® A variety of PAMP'>® and intrinsic
DAMP' as well as other factors including Type I IFN,>'* CD4*
T cells” and NKT cells® augment cross-priming in tumor-
bearing mice. However, by what molecular mechanism polyl:C
enhances CTL induction in tumor-bearing mice remains largely
unsettled.

Here, we made an EG7 tumor-implant mouse system and
treated the mice with s.c.-injected ovalbumin (OVA)-containing
cell lysates (Ag) and polyl:C. Spleen CD8a" DC turn CTL-
inducible when stimulated with Ag and polyl:C. In either case
- of s.c., ip., or i.v. injection of polyl:C, the TLR3/TICAM-1
pathway predominantly participates in CD8a" DC cross-priming
and antitumor CTL induction. Earlier studies using non-tumor
models, suggested that both TLR3 and MDAS appeared to
participate in polyl:C-dependent CTL induction.> TLR3 is
predominantly involved in primary Ag response and Thl

skewing,?* while MDAS participates in secondary Ag response.”-

Importance of TLR3 in induction. of cross-priming was first
suggested by Schulz et al., who used OVA/polyl:C-loaded or
virus-infected xenogenic (Vero) cells and mouse DC.'¢ Here we
demonstrate that the antitumor polyl:C activity is sustained by
the TICAM-1 pathway in any route of injection in tumor-
implant mice: antitumor CTL responses are mostly abrogated in
TICAM-17"" but not IPS-17" mice.

Resiilts

Properties of EG7 tumor with high MHC in tumor-loading
mice. The properties of the EG7 line we used are consistent with
those reported previously.?*?* It expressed high MHC Class I
(H2-Kb) and no Qa-1b or Rae-1 (Fig. S1). The expression
levels of these proteins were barely changed before and after
implantation of EG7 cells into mice. Cell viability was not
affected by in vitro stimulation with polyl:C only (Fig. S1B).
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However, a batch-to-batch difference of cell viability may have
affected the rate of tumor growth in each mouse tumor-implant
experiment.

CD8* T cells are responsible for tumor retardation by
polyl:C. EG7 cells (2 X 10 were inoculated into the back of
C57BL/6 (WT), and the indicated reagents were subcutaneously
(s.c.) injected around the EG7 twumor (Fig. 1A). Growth
retardation of tumor was observed by treatment with polyl:C or
polyl:C plus EG7 lysate (Fig. 1A). EG7 lysate only had no effect
on tumor regression. When CD8B* T cells were depleted before
EG7 lysate/polyl:C treatment, polyl:C-mediated tumor growth
suppression was cancelled (Fig. 1A), suggesting the participation
of CD8 T cells in tumor growth suppression. The therapeutic
potential of polyl:C appeared to be more reproducible in the
presence of EG7 lysate than in the absence, judged from the
increases of activated CD8" T cells (Fig. 1B) and cytotoxic activity
(Fig. 1C) of LN T cells isolated from the mice sacrificed after the
last therapy. Yer, the EG7 Ag could be more or less supplied from
the implant tumor. NK1.1* cells did not participate in this EG7
tumor regression in this setting (data not shown).

Since EG7 lysate contains OVA, OVA-specific T cells in
draining LN and spleen of the WT mice were counted by
tetramer assay after the last therapy (Fig. S2A and B). The
numbers of tetramer-positive cells were prominently increased in
LN and spleen in mice with EG7 lysate and polyl:C. We
confirmed the importance of simultaneous administration of Ag
plus polyl:C for OVA-specific CTL induction as in Figure S2C,
where pure Ag (OVA) was used instead of EG7 lysate for
immunotherapy. The polyl:C adjuvant function appeared to be
more efficient in the mixture of pure Ag than in polyl:C alone.
Tumor regression (Fig. $2C) and OVA-specific CTL induction
(Fig. S2D) were clearly observed in this additional experiment. To
obtain reproducible data, we employed the EG7 lysate/polyl:C
combination therapy as follows.

IFN-inducing pathways are involved in Polyl:C-derived EG7
growth retardation. We next inoculated EG7 cells (2 X 109 into
the back of C57BL/G (WT), TICAM-17/~, IPS-17'", or
TICAM-1/IPS-1 double-deficient (DKO) mice (Fig. 2). We s.c.
administered EG7 lysate with or without polyl:C around the
tumor. The EG7 lysate was the soluble fraction of EG7 which
removed insoluble debris by centrifugation. The EG7 lysate
contained unprecipitated micro-debris and soluble Ag. No other
emulsified reagent was added for immunization. Thus, the
adjuvant function of polyl:C per se is reflected in the tumor
growth, although polyl:C had to be injected into mice twice a
week. Retardation of tumor growth was observed > 8 d after
immunization with EG7 lysate + polyl:C in WT mice, though no
growth retardation without polyl:C (Fig. 2A). The polyl:C-mediated
tumor growth suppression was largely abrogated in TICAM-17/~
(Fig.2B) and to a lesser extent in IPS-17/~ mice (Fig, 2C), and
completely in TICAM-1/IPS-1 DKO mice (Fig.2D). Hence,
TICAM-1 plays an important role in inducing polyl:C-mediated
tumor growth retardation in the s.c. setting we employed.

CD8 T cell activation induced by the TICAM-1 pathway.
CD8 T cell activation in the inguinal LN was tested with
polyl:C + EG7 lysate in EG7 tumor-bearing mice using CDG9 as
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WT and IPS-17" LN cells, while they were
not induced in TICAM-17" or DKO cells.

IFNYy levels were upregulated only in polyl:C-

treated  tumor-bearing mice, although the
WT > IPS-17'" profile for IFNYy production

was reproducibly observed (Fig. S4B).

In vivo proliferation of CD8 T cells judged by
sk tetramer assay and IFNYy induction. We next
tested whether i.p. injection of polyl:C plus OVA
induces CTL proliferation. Polyl:C and OVA
were i.p. injected into mice and the polyl:C-
dependent cross-priming of CD8 T cells were
examined using the OVA tetramer assay. OVA-
specific CD8 T cells were clonally proliferated in

) WT and IPS-17'" mice, but not in TICAM-1/
25 IPS-1 DKO and IRF-3/77"" mice (Fig.4A).
Proliferation of OVA-specific CD8 T cells

were severely suppressed in TICAM-1""" mice
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(Fig. 4A), suggesting that polyl:C-mediated cross-
priming of CD8 T cells largely depends on the
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TICAM-1 pathway followed by IRE-3/7 activa-
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in additional experiments using more mice
(Fig.4B) and TLR3™'~ mice (Fig. S5A and B).
The polyl:C cytokine response, where IFNa is
IPS-1-dependent while IL-12p40 is TICAM-1-
dependent, was also confirmed in serum level by
polyl:C ip. injection (Fig. SSE). Specific induc-
tion of IFNy (Fig.4C) was also observed in
parallel with the results of Figure4A.

" Whether or not i.v. injection of polyl:C plus
OVA induces Ag-specific CTL and cytotoxicity
was next checked. OVA-specific OT-1 proliferation

EG7+polyl:C [EE s S

and cytotoxicity (Fig. 4D and E) were observed in

statsstlcal significance. **, p < 0.01.

Figure 1. Polyl:C induces CTL- mediated tumor regress:on (A) WT mice were challenged
with EG7 cells and were treated with PBS (®), EG7 |ysates (4), polylC (¢) and EG7 iysates +
polyl:C (®). The adjuvant therapy was started at the time indicated by the arrow and

the indicated reagents injected twice per week. One of the two PBS groups (°) and one of
the two EG7 lysates + polyl:C groups (o) were treated with anti-CD8 ascites in order to
deplete CD8* T cells once a week. Each group had 3-5 mice. (B) Draining inguinal LNs were
harvested 24 h after the last treatment and the proportIOn of CD69-expressing CD8* cells
were counted. (C) LN cells- were co- -cultured with MMC- treated EG7 cells for 3 d and
subjected to 'Cr release assay to evaluate CTL activity. E/T = 50. Al error bars used

in this figure show + SEM. Data are Yepresentative of two independent experiments.
One- -way analysis of variance (ANOVA) with Bonferroni’s s test was performed to analyze

in vivo analyses of WT and IPS-17~ CD8 T cells
but not of TICAM-1""", TICAM-1/IPS-1 DKO,
and IRF-3/77/~ mice in the i.v. setting.

Since TICAM-1 is the adaptor for TLR3
as well as cytoplasmic helicases,” we confirmed
the level of cross-priming being decreased in
TLR3™~ mice and an expected result was
obtained (Fig. S5A and B). Furthermore, in
IFNAR™" mice, OVA-specific CTL induction
was slightly reduced compared with that in WT
mice, but higher than in TICAM-1""" mice

an activating marker. Twenty-four hours after the last polyl:C +
EG7 sec.c. treatment, cells were harvested from the LN excised
(Fig. 3A). FACS profiles of total cells from each mouse group are
shown in Fig. S3. By combination therapy with EG7 lysate and
polyl:C, T cells were activated in WT and IPS-17/" mice, but the
proportion of CD8 T cells was not affected by the therapy
(Fig. S4A). Under the same conditions, T cells were barely
activated in TICAM-17'" mice in response to polyl:C (Fig. 3A).
The proportion of CDG69* cells are indicated in Figure3B.
IL-2 (Fig, 3C) and IFNYy (Fig. S4B) were highly induced in the
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(Fig. S5C and D). Hence, in vivo cross-
presentation induced by polyl:C mostly depends on the TLR3-
TICAM-1 pathway followed by transcriptional regulation by
IRF-3/7 in any administration route, and is further promoted by
Type I IEN presumably produced by the stromal cells through the
IPS-1 pathway.?

IPS-1 induces DC maturation but not cross-priming in vivo.
Spleen DC maturation by i.v.-injected polyl:C was tested ex vivo
using CD8o* DC and CD8ar DC isolated from WT or KO mice
with no tumor as indicated in Figure 5A. The maturation markers
CD86 and CD40 were upregulated on both CD8a" and CD8or
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