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Fig. 2. Sequence alignment of
IRRDR (Pre-V3 plus V3 regions) of
NS5A of HCV-1b obtained from the
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more murtations in ISDR (data not shown), the criterion
for IFN-sensitive HCV strains according to Enomorto et
al.82 Although there appeared to be a trend for patients
with HCV having four or more mutations in ISDR to-
ward SVR (3 of 4), the difference was not statistically
significant. Also, the prevalence of HCV with four or
more mutations in ISDR was not significantly different
between SVR (3 of 21; 14.3%) and non-SVR (1 of 24;
4.2%). It would be interesting ro note, however, that all

Table 5. Multivariate Logistic Regression Analysis to Identify
Independent SVR Predictors

Factor Odds (95% CI) P value

Multivariate analysis 1

IRRDR = 6 16.0 (2.4-104.3) 0.004

MNat® 7.1 (0.8-66.8) 0.09

Thri3™® 4.1 (0.5-30.9) 0ar

Platelets 1.1(0.9-1.4) 0.27
Multivariate analysis 2

IRRDR mutations as a continuous vanable 1.8(1.1-3.1) 0.02

Ala20 93(1.1-78.8) 0.04

Thr#ar® 49(0.7-333) 0.1

Platelets 1.2 (1.0-1.5) 0.08

Only factors that were significantly associated with SVR in univariate analysis
were Included In multivariate logistic regression analysis.

Abbreviations: IRRDR, interferon/ribavirin  resistance-detarmining  region;
AT, alanine at position 2360; Thr3™®, threonine at position 2378, CI
confidence interval.

ETR-relapsers 3;

CNR

]
Pt fhcdertwt

= e

three HCV strains with four or more mutations in ISDR
obtained from SVR (nos. 10, 65, and 72) had HCV of
IRRDR of 6 or greater, whereas the only one strain with
four or more mutations in ISDR from non-SVR (no. 13)
had three mutations in IRRDR (dara not shown). It is
thus possible that the IRRDR sequence variation is asso-
ciated with PEG-IFN/RBV responsiveness more closely
than is the ISDR variarion,

Correlation Between Rapid Reduction of HCV
Core Antigen Titers and the Sequence Variation in
IRRDR of HCV NS5A Obtained from the Pretreated
Sera. As stated before, there was no significant difference
in the mean values of initial HCV core antigen trters
between patients with SVR and those with non-SVR (Ta-
ble 2). However, we observed a strong association of SVR
with rapid reduction of HCV core antigen titers during
the very early stages of treatment, that is, 24 hoursand 1,
2, and 4 weeks after the initiation of treatment (darta not
shown). Therefore, we analyzed whether the degree of
sequence variation in IRRDR correlated with the very
rapid reduction (24 hours after the first dose of PEG-IFN/
RBV) of HCV core antigen titers. The result obtained
clearly demonstrated a significant correlation between
IRRDR of 6 or greater and the very rapid reduction of
HCYV core anrigen titers 24 hours and 1, 2, and 4 weeks
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Fig. 3. Time course of HCV clearance during IFN/RBV treatment and
follow-up period. (A) The viral clearance rates of patients infected with
HCV isolates with six or more mutations in IRRDR (IRRDR = &) or five or
fewer mutations (IRRDR = 5) at 4-week intervals during the whole
observation period. *P < 0.01; 1, P < 0.001 (Fisher's exact probability
test). (B) Kaplan-Meier HCV survival curve analysis based on serum
HCV-RNA positivity during IFN/RBV treatment course (48 weeks) for HCV
isolates with IRRDR of 6 or greater and IRRDR of 5 or fewer. P < 0.0001
(log-rank test).
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after the initiation of trearment (Table 6). Most notably,
all 18 patients infected with HCV isolares of IRRDR of 6
or greater achieved significant (=1 log) reduction or dis-
appearance of serum HCV core antigen titers 24 hours
after the first dose of PEG-IFN/RBV.

Proposed Markers for Prediction of Various Viro-
logical Responses During PEG-IFN/RBV Combina-
tion Therapy. As described, IRRDR of 6 or greater and
Ala?%0 were statistically selecred as independent SVR pre-
dictors. Therefore, we aimed ro assess their predicrabiliry,
in terms of positive and negative predictive values, for
various virological responses to PEG-IFN/RBV combina-
tion therapy (Table 7). IRRDR greater than or equal to 6
could predict EVR(12w), ETR, and SVR with the posi-
tive predictive values of 78% (P = 0.01), 100% (P =
0.000007), and 89% (P = 0.0007), respectively. More-
over, the negative predictive value of IRRDR of 6 or
greater for non-SVR was 81% (P = 0.0008). Thus,
IRRDR of 6 or greater would be useful to predict notonly
SVR bur also non-SVR. Similarly, Ala?3% could also pre-
dict ETR and SVR with positive predicrive values of 92%
(P = 0.002) and 77% (P = 0.046), respectively.

A substantial proportion of HCV-1b~infected patients
do not respond to IFN/RBV combination therapy. Given
the significant side effects and high cost associated with
this combination therapy, it would be of grear urility if
clinicians could predict, either before or during the treat-
ment, which patients would, or would not, achieve SVR.
Useful predictors of SVR must have a high positive pre-
dictive value; conversely, useful predictors of non-SVR
must have high negative predictive value.> Most recent
studies have focused on the possible correlation between
the likelihood of achieving SVR and viral clearance kinet-
ics during the first few months of the treatment.?>2¢ Con-
versely, some studies dealt with the possible correlation
between SVR and sequence variation within a part of
NS5A, especially the V3 region.'-20

Table 6. Significant Correlation Between the Rapid Reduction of HCV Core Antigen Titers and IRRDR Sequence Variations

No. of Patients With Significant Reduction of HCV Core Antigen Titers / No. of Total

24 Wours*® 1 Week* 2 Weeks* 4 Weeks*
Criteria (= 1 oglt P Valuet (=1 log)t P Value} (= 1.5 log)t P Valuet (= 2 log)t P Valuet
IRRDR = & 18/18 <0.0001 15/18 0.002 13/18 0.016 16/18 0.0007
IRRDR = 5 10/27 9/27 9727 10/27

*Period after initistion of IFN/RBV therapy.

tCriteria of the significant reduction of HCV core antigen titers. Two (both at 24 hours and 1 week) and three patients (both at 2 and 4 weeks) who achieved
disappearance of serum HCV core antigen were also considered to meet these criteria.

$Fisher's exact test.
Abbrevigtions: IRRDR, interferon/ribaviri

g region; IFN/RBV, interferon/ ribavirin,
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Table 7. Positive Predictive Value, Negative Predictive Value, Sensitivity and Specificity of IRRDR = 6 and Ala®**° on the
Likelihood of Achieving Various Virological Responses

IRRDR = 6 =
Response PPV NPV Sensitivity Spectficity PPV NPV Sensitivity Specificity
EVR (12W)  78% (14/18)  67%(18/27) 61%(14/23)  B2%(18/22) 69%(9/13)  56% (18/32)  39%(9/23)  B2%(18/22)
ETR 100% (18/1B)  56%(15/27)  58% (18/31)  100%(14/14)  92% (12/13)  41%(13/32)  39%(12/31)  93% (13/14)
SR BO% (16/18)  BI%(22/27)  76%(16/21)  92%(22/24)  77%(10/13)  ©6%(21/32)  48%(10/21)  88%(21/24)

Abbreviations: IRRDR, interferon/ribavirin resistance-determining region; Alg?¥%, alanine at position 2360; EVR, early virological response; ETR, end-of-treatment
response; SVR, sustained virological response; PPV, positive predictive value; NPV, negative predictive value.

We previously reported thar a high degree of sequence
variation (=6 mutations) in IRRDR was significandy
correlated with the EVR by week 16 in HCV-1b-infected
patients treated with PEG-IFN/RBV combination thera-
py-2' In the current follow-up study, we aimed to inves-
tigate whether the IRRDR sequence variation is
correlated also with SVR. By using different statistical
approaches, the results obtained clearly demonstrated
that the high degree of sequence variation in IRRDR
(IRRDR =6) significantly correlated with SVR, whereas
the low degree of sequence variation in this region
(IRRDR =5) correlated with non-SVR. Nearly two-
thirds of patients with SVR had HCV of IRRDR of 6 or
greater, whereas only 2 (8%) of 24 patients with non-SVR
did (7 < 0.0001) (Table 4). Notably, 16 of the 18 pa-
tients infected with HCV of IRRDR of 6 or greater
achieved SVR. Accordingly, the positive predictive value
and negative predictive value of IRRDR greater than or
equal to 6 for SVR and non-SVR were 89% (P = 0.0007)
and 81% (P = 0.0008), respectively (Table 7). Our cur-
rent results thus strongly suggest that IRRDR greater than
or equal to 6 would be a useful marker for prediction of
SVR.

It was reported that the determination of HCV core
antigen levels in the serum was an accurate and reliable
alternative to monitor HCV RNA titers and that rapid
reduction of HCV core antigen levels within a few weeks
after the initiation of the therapy could predict treatment
outcome in partients receiving PEG-IFN/RBV combina-
tion therapy.?”-2? Indeed, we found a strong association
berween the likelihood of achieving SVR and rapid reduc-
tion of HCV core antigen during the first 4 weeks of
PEG-IFN/RBV combination therapy. More impor-
tantly, we found a significant correlation between the
rapid reduction of HCV core antigen titers and the degree
of sequence variation in IRRDR. Notably, all the patients
infected with HCV of IRRDR greater than or equal to 6
showed a significant (=1 log) reduction or disappearance
of serum HCV core antigen titers 24 hours after the first
dose of PEG-IFN/RBV (Table 6). This, in particular,
suggests a possible influence of IRRDR of 6 or greater on

HCV replication kinertics during IFN-based therapy be-
cause the direct effect of IFN begins a few hours after the
first dose. Moreover, IRRDR greater than or equal to 6
was significantly associated with rapid clearance of serum
HCV RNA as early as week 8 during PEG-IFN/RBV
combination therapy (Fig. 3). These results collectively
reinforce the possible correlation between the sequence
variation in IRRDR and HCV clearance by the IFN-
based therapy.

We also examined whether the criterion of IRRDR of
6 or greater was applicable to previously reported studies,
for which informarion on both treatment outcome (re-
sponder versus nonresponder) and IRRDR sequences are
available.®'? As shown in Table 8, the average numbers of
amino acid variations from the same consensus sequence
used in the current study were significantdy larger for SVR
than for non-SVR in a study with Japanese patients (P =
0.003)® and hovered at nearly a significant level in a study
with European patients (7 = 0.06).'* More importantly,
the criterion of IRRDR greater than or equal to 6 could
significantly differentiate between responders and nonre-
sponders in the Japanese study (P = 0.003) and also hov-
ered at nearly a significant level in the European study
(P = 0.058). It should be noted that, in the latter study,
there were only three patients who had HCV with
IRRDR of 6 or greater, all of whom became SVR. Taken
together, these results suggest the useful application of
IRRDR of 6 or greater as an SVR marker even in different
geographical regions, although the prevalence of HCV
with IRRDR of 6 or greater may vary with different re-
gions of the world.

Although we observed significant correlation berween
the overall number of mutations in IRRDR and PEG-
IFN/RBV responsiveness, we also found particular amino
acid murations, Ala?*® and Thr?378, that were signifi-
cantly associated with SVR (Table 4 and Fig. 2). In par-
ticular, Ala?*® was identified as an independent SVR
marker. In this connection, it should be noted that four of
five HCV isolates of IRRDR of 5 or less obtained from
patients with SVR had either Ala?*? or Thr?*”8, Further-
more, 20 (95%) of 21 HCV isolates obtained from pa-
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Table 8. Comparative Analysis of the Mean Numbers of aa Mutations in IRRDR in Previously Reported Japanese and
European Studies

Study Factor SVR Non-SVR P Value
Enomoto et al® No. of IRRDR mutations 76=26" 371+20 0.0031
No. of patients with IRRDR = 6 B 1 0.003%
IRRDR = 5 1 8
Duverfie et al.’? No. of IRRDR mutations 56=23 42>08 0.06t1
No. of patients with IRRDR = 6 ' ] 0 0.056%
IRRDR = 5 5 1
This study No. of IRRDR mutations 61=21 3a=x14 0.00061
No. of patients with IRRDR = 6 16 2 = 0.0001%
IRRDR = 5 5 22
NOTE. Same consensus sequence was used in this comparative analysis.
*Mean + SD.
{Student t test.
tFisher's exact test.
Abbreviations: aa, amino acid: IRRDR, interferon/ribevirin resistance-determining region; SVR, sustained virological response.
tients with SVR had either one of the three factors resistant heparitis C virus 1b: sensicivity o interferon is conferred by amino

(IRRDR =6, Ala?*®, or Thr?¥#). To our knowledge,
there is no known CD4 or CD8 epitope(s) in IRRDR so
far reported. Interestingly, however, Neumann-Haefelin
er al30 recently identified an HLA-A26 CD8* T-cell
epitope located at position 2416, 37 aa distant from
IRRDR. This epitope was shown to be targeted in all
parients with acute resolving HCV infection examined.
Further studies are needed to elucidate the role(s) for the
distal carboxy terminal region of NS5A, including
IRRDR, in both IFN/RBV responsiveness and T cell-
mediated virus clearance.

In conclusion, our results suggest that a high degree of

sequence variation in IRRDR (IRRDR =6), and a par-
ticular aa murarion (Ala?3%) to a lesser extent, would be a
useful marker to predict SVR.
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Prior Immunization with Severe Acute Respiratory Syndrome
(SARS)-Associated Coronavirus (SARS-CoV) Nucleocapsid Protein
Causes Severe Pneumonia in Mice Infected with SARS-CoV"

Fumihiko Yasui,* Chieko Kai,* Masahiro Kitabatake,** Shingo Inoue,' Misako Yoneda,*
Shoji Yokochi,** Ryoichi Kase,* Satoshi Sekiguchi,* Kouichi Morita," Tsunekazu Hishima,”
Hidenori Suzuki,' Katsuo Karamatsu,” Yasuhiro Yasutomi,” Hisatoshi Shida,**

Minoru Kidokoro,” Kyosuke Mizuno,'* Kouji Matsushima,® and Michinori Kohara®*

The details of the mechanism by which severe acute respiratory syndrome-associated coronavirus (SARS-CoV) causes severe pneu-
monia are unclear. We investigated the immune responses and pathologies of SARS-CoV-infected BALB/c mice that were immunized
intradermally with recombinant vaccinia virus (VV) that expressed either the SARS-CoV spike (S) protein (LC16m8rVV-S) or simul-
taneously all the structural proteins, including the nucleocapsid (N), membrane (M), envelope (E), and S proteins (LC16mBrVV-NMES)
7-8 wk before intranasal SARS-CoV infection. The LC16m8rVV-NMES-immunized group exhibited as severe pneumonia as the
control groups, although LC16m8rVV-NMES significantly decreased the pulmonary SARS-CoV titer to the same extent as
LC16m8rVV-S. To identify the cause of the exacerbated pneumonia, BALB/c mice were immunized with recombinant VV that ex-
pressed the individual structural proteins of SARS-CoV (LC16mOrVV-N, -M, -E, -S) with or without LC16mOrVV-S (ie.,
LC16mOrVV-N, LC16mOrVV-M, LC16mOrVV-E, or LC16mOrVV-S alone or LC16mOrVV-N + LC16mOrVV-S, LC16mOrVV-M +
LC16mOrvVv-S, or LCI6mOrVV-E + LC16mOrVV-S), and infected with SARS-CoV more than 4 wk later. Both LC16mOrVV-N-
immunized mice and LC16mOrVV-N + LC16mOrVV-S-immunized mice exhibited severe pneumonia. Furthermore, LC16mOrvV-
N-immunized mice upon infection exhibited significant up-regulation of both Thi (IFN-y, IL-2) and Th2 (IL-4, IL-5) cytokines and
down-regulation of anti-inflammatory cytokines (IL-10, TGF-B), resulting in robust infiltration of neutrophils, eosinophils, and lym-
phocylesinlolhelung,nsm:llu&kkedngddnﬂvwhepiﬁeﬁmﬂbmmsﬂﬂmﬂntmumﬁuhmﬂmmmm
against the nucleocapsid protein of SARS-CoV is involved in severe pneumonia caused by SARS-CoV infection. These findings increase
our understanding of the pathogenesis of SARS. The Journal of Immunology, 2008, 181: 6337-6348.

rom November 2002 to July 2003, an outbreak of severe tients with SARS usually develop high fever followed by severe

F clinical symptoms, which include acute respiratory distress syn-
drome with diffuse alveolar damage, and ultimately death. A novel

type of coronavirus (CoV). termed SARS-associated CoV (SARS-
CoV), was identified as the etiologic agent of SARS (1-3). The

genome of SARS-CoV is a single strand of positive-sense RNA of

acute respiratory syndrome (SARS). which originated in
China. spread worldwide. resulting in 8098 cases with 774
deaths (hup://www.who.inV/csr/sars/country/en/index.html). Pa-
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~30 kb in length with 14 putative open reading frames, which
encode nonstructural replicase polyproteins and several structural
proteins, including spike (S), envelope (E), membrane (M), and
nucleocapsid (N) proteins (4). The S protein of SARS-CoV, like
the S proteins of other CoVs, plays an important role in the first
step of viral infection by binding to a host cell receptor. Angio-
tensin-converting enzyme 2 was identified as the host receptor for
SARS-CoV (5). Angiotensin-convening enzyme 2 is abundantly
expressed in the epithelia of the lung and small intestine and may
mediate SARS-CoV entry in humans (6). Although intensive in-
vestigations rapidly unraveled the sequence of the SARS-CoV ge-
nome and its receptor in humans, the precise molecular mechanism
underlying the development of SARS is not fully understood.
The possible roles of host anti-SARS-CoV immune responses
have been suggested in severe clinical cases. The uncontrolled
release of immune mediators, called a “cytokine storm.” has been
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implicated in the pathogenesis of SARS. However, the cytokine
profiles of SARS patient sera do not correlate with the sevenity of
pneumonia because of their diversity. For example, Jones et al. (7)
have reported a decreased number of IL-2-, IL-4-, IL-10-, and
IL-12-producing cells in SARS-CoV-infected patients. In contrast,
Wong et al. (8) have demonstrated increased production of IFN-y,
IL-1, IL-6, and IL-12 p70, but not of IL-2, IL-4, IL-10 or TNF-a,
which is consistent with a Thl response. The data from these adult
patients with SARS show no clear trend toward either a Thl or
Th2 bias. These results might be related to patient anamnesis.
Therefore, the development of animal models for SARS is needed
to understand the pathogenesis of SARS. Non-human primates,
mice, ferrets, and hamsters have been found to support the repli-
cation of SARS-CoV (9-14). However, an animal model that
mimics the clinical symptoms and pathology observed in SARS
patients has not been reported to date. Recently, Roberts et al. (15)
reported that aged BALB/c mice (older than 12 mo) exhibited high
and prolonged levels of viral replication, signs of clinical symp-
toms, and histopathologic changes in the lung. Aged BALB/c mice
represent a conventional animal model that mimics the findings in
elderly SARS patients, many of whom exhibit severe disease re-
quiring intensive care and ventilation support, as well as increased
mortality,

In the present study. we investigated the pulmonary immune
responses and pathologies of intranasally SARS-CoV-infected
BALB/c mice older than 6 mo of age that were previously immu-
nized with SARS-CoV structural proteins using vaccinia virus
(VV) vectors, by measuring various cytokine mRNAs and his-
topathologies of the lungs.

Materials and Methods

Cells and viruses

RK 13 cells (CCL-37) from the American Type Culture Collection (ATCC)
and Vero E6 cells (CRL-1586) from ATCC were cultured in MEM (Nissui
Pharmaceutical) that contained 5% FCS. To generate recombinant VV
LC16m8, which expresses the structural pmlcms of SARS-CoV, primary
rabbit kidney cell cul were p 1 by ovemnight digestion with 100
PU/ml dispase (Sanko Jun- yaku] of kidneys extirpated from T«ls,y-old in-
bred JW rabbits (Kitayama Labs). The cells were grown in T175 flasks in
lactalbumin medium with Hank's salts (LH) that contained 5% FCS, 100
U/ml penicillin, and 100 pg/ml streptomycin. When the cell confluency
was —~50%, the cul dium was replaced with lactalbumin medium
with Eagle's salts (LE) that contained 5% FCS, 100 U/ml penicillin, and
100 pg/ml streptomycin, SARS-CoV Vietnam/NB-04/2003 strain, which
was isolated from the throat wash fluid of one patient (16), was provided
by Dr. M. Quynh Le. VVs LC16m8 (m8) and LC16mO (m0) were pro-
vided by the Chemo-Sero-Therapeutic Research Institute (Kumamoto, Ja-
pan). All work using SARS-CoV was performed in BioSafety Level 3
facilities by personnel wearing powered air-purifying respirators (Shige-
matsu Works).

Generation of recombinant VV

To generate a pBR322-based plasmid vector (pBMSF) for homologous
recombination into the hemagglutinin (HA) locus of m8, we cloned the HA
gene, which contained the AT1/p7.5 synthetic hybrid promoter, from the
pSFI1-10 plasmid and inserted it into the pBM vector, which was recon-
structed in our laboratory. Full-length cDNAs for the SARS-CoV nucleo-
capsid (N), b (M), and lope (E) proteins were cloned from the
Viemam/NB-0472003 strain of SARS-CoV hy RT-PCR (16). Full-length
SARS-CoV spike (5) protein gene was prepared from pSFI1-10-SARS-S,
which is described in our previous report (17). Next, the genes that encode
the SARS-CoV structural proteins were ligated by inserting internal ribo-
somal entry site sequence of hepatitis C virus (genotypes 2a and 1b/2b)
fused with the 2A sequence of foot and mouth disease virus and Thosea
asigna virus or encephalomyocarditis virus by PCR (see Fig. 14). The
generated DNA fragment was digested with EcoRl and inserted down-
stream of the ATLI/p7.5 hybrid promoter of pBR322-based plasmid vector
pBMSF, thereby generating pBMSF-SARS-NMES. The pBMSF-SARS-
NMES plasmid was linearized with Pvul. and transfected into primary
rabbit kidney cells that had been infected with mE at a multiplicity of
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infection (MOI) of 10. After 36 h, the virus-cell mixture were harvested by
scraping, and frozen at —80°C until use, The resulting HA-negative re-
combinant viruses were purified as puvmusly described (17), and named
mBrVV-NMES. Furth e, e mO that exp d the SARS-
CoV N, M, or E protein with a six histidine wg at the C terminus was
generated (mOrVV-NHis, mOrVV-MHis, and mOrVV-EHis), as was mO
that expressed six histidine-tagged S protein (mOrVV-SHis), as previously
described (17).

Western blot analysis

Vero E6 cells were infected with m8rVV-NMES at an MOI of 5. After
18 h. the cells were lysed with lysis buffer (10 mM Tris (pH 7.4), 150 mM
NaCl, 1% SDS, 0.5% Nonidet P-40, protease inhibitor cocktail), The cell
lysates (30 pg) were resolved by SDS-PAGE and transferred to a polyvi-
nylidene difluoride membrane (Immobilon-P; Millipore). After blocking
the membranes with 5% skim milk solution at room temperature for 1 h,
the membrane was incubated with polyclonal Abs against the N, M, E, or
S protein. Vero E6 cell lysates infected with mOrVV-NHis, mOrVV-MHis,
mOrVV-EHis, or mOrVV-SHis was used as positive controls. We used the
anti-S polyclonal Abs described in our previous study (17). Polyclonal Abs
against N and E proteins were prepared from rabbit sera immunized with
KLH-conjugated N peptide (residues aa 250-263) and E peptide (residues
un 61-73). Polyclonal Abs against the M protein were provided by Dr.
Mizutani (National Institute of Infectious Diseases, Musashimurayama,
Tokyo). We purified the 1gG fractions of these antisera using the protein A
Ampure PA kit (Amersham Biosciences). After washing with TBS that
contained 0.1% Tween 20 (TBST), the membranes were reacted with HRP-
conjugated Fab'), of anti-rabbit 1gG (GE Healthcare), Each specific pro-
tein band was visualized using the ECL system (GE Healthcare).

Indirect immunofluorescence analysis

Vero E6 cells were infected with m8rVV-NMES at an MOI of 5 at 30°C
for 4 h. The cells were washed with PBS and fixed with cold acetone/
methanol (1/1) mixture for 10 min. After blocking with TNB blocking
buffer (NEN Life Science Products) at room p for 1 h, the fixed
cells were incubated with polyclonal Abs against the N, M, or E protein or
mAb against the S protein (designated as anti-S-His protein, clone no.
13B8), which was onginally prepared in our laboratory, at 4°C overnight.
Afier washing, the cells were incubated with Alexa Fluor 488-conjugated
anti-rabbit 1gG or mouse IgG Ab at room wmperamrc for 1 h. Nuclen
stained with DAPI (4’ 6-diamidi li i

were acquired using a confocal mn:fosoope (LSMSI[) META; Carl Zeiss).

Confirmation of SARS-CoV-like particle formation

RK13 cells were cultured in 150-mm dishes, and then infected with
mBrVV-NMES at an MOI of 5. Afier 48 h of incubation, the culture su-
pernatants were collected and centrifuged to remove cell debris at 3000
rpm for 30 min at 4°C. The supernatants were concentrated ~100-fold
using the Pellicon XL (cut off molecular weight 3 % 10°%; Millipore). The
isolation of virus-like particles (VLP) was performed as previously de-
scribed, with a slight modification (18), Briefly, the concentrated superna-
tant was placed on 60% (w/w) sucrose cushion and centrifuged at 4.0 X
10" rpm for 5 h. The opalescent band was collected and centrifuged in a
20-60% (w/w) sucrose gradient at 2.7 X 10* rpm for 4 h, and then divided
into 20 fractions. The protein content of each fraction was determined with
the DC protein assay kit (Bio-Rad). The 20 ul of cach fraction were sep-
arated by SDS-PAGE (7.5%, 10%, or |5% polyacrylamide gel), and trans-
ferred onto a polyvinylidene diffuoride membrane. The membrane was
incubated with mAb against 5 protein (13BE), mAb against N protein
(IMG-654; Imgenex) or polyclonal Abs against the M or E protein. After
washing, the membranes were reacted and visualized as described. The
vLPs in rhc cunmumul culture supematant were visualized using trans-
----- y. For immunogold staining, VLPs were loaded
onto a collodion-coated eleumn microscopy grid for 5 min. After the re-
moval of excess sample solution, polyclonal Ab against S protein was
added onto the grid and incubated at room temperature for | h. The grids
were washed six times with Sorensen’s phosphate buffer at room lemperature
and incubated with 5-nm gold-conjugated anti-rabbit 1gG for 1 h. Afier wash-
ing with Sorensen’s phosphate buffer for 10 s, the samples were stained with
2% phosphowungstic acid for | min. Afier drining off the excess phospho-
tungstic acid. the samples were observed under the electron microscopy.

Immunization of rabbits with m8rVV-NMES

Groups of three New Zealand White rabbits (SLC) were immunized intra-
dermally with 1 % 10* PFUMbody of m8rVV-NMES or with | x 10*
PFU/Mody of m8, at 0 and 6 wk. Sera were collected at the indicated time
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points (see Fig. 24). and used in ELISA analysis and in the in vitro neu-
tralization assay described below. All animal experiments using rabbits
were approved by The Tokyo Metropolitan Institute of Medical Science
Animal Experiment Committee and were performed in accordance with the
animal exp ation guidelines of The Tokyo Metropolitan Institute of
Medical Science.

ELISA

Recombinant SARS-CoV N, M, E, and § proteins tagged with six histi-
dines at the C terminus were expressed in RK13 cells by infecting with
mOrVV-N-His, mOrVV-E-His, mOrVV-M-His, or mOrVV-S-His at an
MOI of 5. These proteins were purified using nickel Sepharose (6 Fast
Flow: GE Healthcare). His-tagged E and M proteins were further purified
by SDS-PAGE. These full-length structural proteins (0.2 ug/ml, 50 pl/
well) were coated onto 96-well plates at 4°C overnight. The plates were
blocked with 1% BSA in PBS(—) that contained 0.5% Tween 20 and 2.5
mM EDTA, and then incubated with serial 2-fold dilutions of sera from the
rabbits immunized with mBrVV-NMES or mB. Afier exiensive washing,
the plates were assayed as previously described, except that o-phenylene-
diamine was used as the substrate (17). The individual SARS-CoV struc-
tural protein-specific 1gG titers are presented as the end point dilution Ab
titers. The end point titer was defined as the reciprocal of the highest di-
lution of serum at which the absorbance at 490 nm (A ) ratio (A, of
mBrVV-NMES-immunized serum/A 4o, of m8-immunized serum (negative
control)) was greater than 2.0, as previously described (19).

In vitro neutralization assay for SARS-CoV

The neutralizing Ab titers of the sera of rabbits immunized with m8rVV-
NMES or m8 were determined as previously described (17). Briefly, serial
2-fold dilutions of heat-inactivated sera were mixed with equal volumes of
200 tissue culture 1Dy, (TCIDy,) of SARS-CoV and incubated m 37°C for
I h. Vero E6 cells were then infected with 100 ul of the virus-serum
mixtures in 96-well plates, After 5 days (or 6 days in the SARS-CoV
challenge experiment) of infection, the neutralization titer was determined
as the end point dilution of the serum at which there was 50% inhibition of
the SARS-CoV-induced cytopathic effect. The method used for end point
calculation was that described by Reed and Muench (20).

SARS-CoV challenge experiment

Female BALB/c mice older than the 6 mo of age (SLC) were used in this
study, Four groups of eight BALB/c mice (seven mice in the vehicle-
immunized group) were inoculated intradermally with either 1 % 107 PFU/
body of m8, m8rVV-5, or mBrVV-NMES or 70 pl of vehicle (MEM with-
out FCS). At 7-8 wk postimmunization, the mice were infected
intranasally with 1 % 10% TCIDy/body of SARS-CoV (20 ul/mouse), as
previously described (11). Four mice from each group were sacrificed 2
and 9 days later, except for the three mice of the vehicle-immunized group,
which were sacrificed 2 days later. The mice were sacrificed under anes-
thesia and the lung, liver, small intestine, and spleen were extirpated. Ali-
quots of these tissues were frozen immediately at —80°C or fixed with 10%
formalin. The collected blood was used for the in vitro neutralization assay,
In addition, BALB/c mice were injected intradermally with 1 x 107 PFL/
body of recombinant VV that expressed each structural protein of SARS-
CoV (mOrVV-NHis, mOrVV-MHis, mOrVV-EHis, mOrVV-SHis) with or
without LC16mOrVV-SHis (ie, LCI6mOrVV-N, -M, -E, -5 alone or
LCI6mOrVV-N + LCIGmOrvv-S, -M + LC16mOrVV-§, or -E +
LC16mOrVV-S), and infected with 1 % 10° TCIDg/body of SARS-CoV
more than 4 wk later. After 2 and 9 days, mice (n = 3-5 per group) were
sacrificed following blood collection under anesthesia. and their lungs were
extirpated. All animal experiments using mice were approved by the An-
imal Experiment Committee at The Institute of Medical Science, Univer-
sity of Tokyo, and were performed in accordance with the animal exper-
imentation guidelines of The Institute of Medical Science, University of
Tokyo.

Determination of viral titers in the organs

The SARS-CoV titers in the mouse organs were determined as previously
described (11). Briefly, tissue samples (i.e., lung, liver, small intestine, and
spleen) were homogenized in a 10-fold volume of Leibovitz 15 medium
(Invitrogen). The ates were centrifuged at 2000 rpm for 10 min at
4°C, Serial 10-fold dilutions of the supernatants of these homogenates were
added to Vero Eb cells seeded on 96-well plates. Afier 6 days of incuba-
tion, the cells were fixed with 10% formalin. Viral titer was determined as
the 50% end point dilution of the homogenaie that induced the cytopathic
effect. The method used for end point calculation was that described by
Reed and Muench (20).

Lung histopathology and inflammation scores

In accordance with a previous report (11), 10%: formalin-fixed lung tissues
of the SARS-CoV-infected mice were embedded in paraffin. Paraffin block
sections (4-pm thickness) were stained with H&E suining. The peribron-
chial and perivascular scores were recorded in a blinded fashion by a pa-
thologist. We evaluated logy using the histopathologic
scoring systems developed by Cimolai et al. (21), in which the scoring
system is weighted heavily for bronchial lesions. This scoring system al-
lowed us to differentiate the severity of pulmonary pathology in small
groups of animals. The grading system consisted of a numencal
score ranging from 0 to 26. In brief, each section was scored based upon
a cumulative total from five categories that incorporated evaluations of the
following: A) number of bronchiolar and bronchial sites affected by the
periluminal infiltrate (range, 0 to 3); B) severity of the periluminal infiltrate
{range, 0 to 3); C) luminal exudate severity (range, 0 10 2); D) frequency
of perivascular infiltrate (range, 0 to 3); and E) severity of parenchymal
pneumonia (range, 0 to 5). The accumulated numeric score was derived
from the sum of the subscores: A+3(B+C)+D+E. Eosinophils were de-
tected in tissue sections by method of Luna (22).

Extraction of total RNA and quantitative RT-PCR of eytokine

or chemokine mRNA

To measure the levels of cytokine or chemokine mRNA, total RNA sam-
ples were extracted from the lungs using the RNeasy Mini kit (Qiagen).
Quantitative RT-PCR was conducted with TaqgMan Gene Expression as-
says (Applied Biosystiems) using the ABI Prism 7700 and Sequence De-
tection System software v.1.7. The fold change in mﬂnﬁa of each
cytokine/chemokine mRNA was revealed using the 272" method using
18 S rRNA as an endogenous calibrator.

Statistical analysis

Data are presented as mean = SD. Statistical analysis was performed by
one-way ANOVA, followed by the Dunnett or Bonferroni test. A value of
p < .05 was considered 1o be statistically significant,

Results
Generation of recombinant VV that expresses the structural
proteins of SARS-CoV

A multicistronic transgene that expresses simultaneously four
structural proteins (N, M, E, and § proteins) of SARS-CoV was
constructed and inserted into the HA locus of LC16m8 (m8) by
homologous recombination (Fig. 14). Expression of the transgene
was placed under the control of the powerful AT1/p7.5 hybrid pro-
moter, We screened for mBrVV-NMES using the erythrocyie ag-
glutination assay (17), and confirmed the insertion of the transgene
by PCR. Expression of the N, M. E. and S proteins in Vero E6 cells
infected with m8rVV-NMES was detected by Western blot anal-
ysis. Recombinant LC16mO (mO) expressing the C-terminal his-
tidine-tagged N, M, E or S protein (mOrVV-NHis, -MHis, -EHis,
and -SHis) was generated as previously described, and used as a
positive control for each protein. We also used m8rVV-S (17). As
shown in Fig. 1B, the expression levels of the N and S proteins in
the m8rVV-NMES-infected cells were high and moderate, respec-
tively. In contrast, the expression levels of the M and E proteins
in mBrVV-NMES-infected cells were weaker than those in mOrVV-
MHis- and mOrVV-EHis-infected cells. The M protein in the
m8rVV-NMES-infected cells was 20 kDa, whereas that in the
mOrVV-MHis-infected cells was observed as forms of ~20 kDa
(nonglycosylated form) and 25 kDa (glycosylated form) (23). Fur-
thermore, we investigated the cellular localizations of these struc-
tural proteins by indirect immunofluorescence (Fig. 10). In
mBrVV-NMES-infected cells, all of the SARS-CoV proteins were
localized in the perinuclear regions. In particular, the localization of
the N protein in m8rVV-NMES-infected cells was different from that
in mOrVV-NHis-infected cells, in which the N-His protein was found
diffusely in the cytoplasm. VLPs are formed by the assembly of struc-
wral proteins in the cytoplasm, followed by release into the culture
medium. By infecting m8rVV-NMES into RK13 cells, we confirmed
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FIGURE 1. Construction of recombinant VV that express four structural proteins of SARS-CoV (m8rVV-NMES). A, DNA fragments that encode the
SARS-CoV N, M, E, and § proteins were ligated with the intemal ribosomal entry site sequence of hepatitis C virus (2a and 1b/2b) and fused with the 2A
sequences of foot and mouth disease virus (FMDV) and Thosea asigna virus (TaV) or encephalomyocarditis (EMCV). After digestion with EcoRI, the DNA
fragment was inserted into the pBMSF vector, and the resultant plasmid was designated as pBMSF-NMES. Pvul-linearized pBMSF-NMES was used for
homologous recombination into the HA locus of the LC16m8$ genome. Recombinant mO that expressed the SARS-CoV N, M, E, or § protein was generated
(mOrVV-NHis, -MHis, -EHis, and -SHis) as described in Materials and Methods. B, Vero E6 cells were infected with m8rVV-NMES or m8. Uninfected
Vero E6 cells were used as a negative control (NC). Structural proteins mOrVV-NHis, mOrVV-MHis, mOrVV-EHis, and mOrVV-SHis were used as
positive controls, SARS-CoV structural proteins were detected using rabbit polyclonal Abs and donkey anti-rabbit IgG polyclonal Abs, which were
conjugated with HRP, The lane between m8rVV-NMES and the mOrVV-N, mOrVV-M, mOrVV-E. and mOrVV-S samples was left empty, 10 exclude the
possibility of leakage of sample solution between lanes, C, Vero E6 cells were infected with m8rVV-NMES at an MOl of 5 at 30°C for 4 h. The SARS-CoV

proteins in the fixed cells were visualized with the polyclonal Abs against the N, M, or E protein or mAb against the S protein (designated as | IB8). Nuclei
were stained with DAPI). Structural proteins mOrVV-NHis, mOrVV-MHis, mOrVV.EHis, and mOrVV-SHis were used as positive controls (PC). D, The
VLPs were isolated from the culture supernatants of RK13 cells infected with mBrVV-NMES at an MOI of 5 for 48 h at 30°C. After sucrose gradient
centrifugation, 20 fractions were collected. E, Equal amounts of the gradient fractions (nos. 3-16) were examined by Westem blot analyses. m8, mB-infected
RK13 cell lysate; ppt, m8rVV-NMES-infected RK13cell lysate; PC, RK13 cell lysates infected with mOrVV-NHis, mOrVV-MHis, mOrVV-EHis, or
mOrVV-SHis. F, A concentrated culture supematant was subjected to transmission electron microscopy. VLPs were probed with polyclonal Ab against the
S protein and incubated with 5-nm gold-conjugated anti-rabbit 1gG
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FIGURE 2. Immunogenicity of m8rVV-NMES in rabbits. A, New Zea-
land White rabbits (n = 3) were inoculated intradermally with 10* PFU/
body of mBrVV-NMES or m8 at 0 and 6 wk. Blood samples were collected
at the indicated time points. 8, Induction of serum IgG specific for the four
structural proteins of SARS-CoV. The individual SARS-CoV structural
protein-specific 1gG titers are presented as the end point dilution Ab titers.
The end point titer was defined as the reciprocal of the highest dilution of
serum at which the absorbance at 490 nm (A ) mtio (A, of mBrVV-
NMES-immunized serum/Agpg of mB-immunized serum (negative con-
trol)) was greater than 2.0. C, Induction of neutralizing Abs against SARS-
CoV. The neutralization titer of m8rVV-NMES-immunized rabbit sera was
defined as the end point dilution of the serum at which there was 50%
inhibition (NTs;) of the SARS-CoV-induced cytopathic effect. Immuniza-
tion with m8rVVs or m8 was conducted using the schedule described in
Fig. 3A. ND. Not detectable.

the formation of VLPs in the culture medium. After sucrose gradient
centrifugation, 20 fractions (500 pl each) were collected (Fig. 1D).
The four SARS-CoV structural proteins were monitored by Western
blot analysis. As shown in Fig. 1E, fraction number 10 contained all
the SARS-CoV proteins, and the buoyant density of this fraction was
~1.15 g/ml, a value that is consistent with previous reports (18, 24,
25). Moreover, we confirmed the formation of VLPs in the concen-
trated culture supematant using scanning electron microscopy and im-
munogold-labeling with the anti-S protein polyclonal Ab. The parti-
cles were 70-100 nm in diameter, which is consistent with the sizes
as reported previously (18, 24, 25). The panicles were positively
stained with immunogold (Fig. 1F).

Induction of Abs specific for SARS-CaV structural proteins in
rabbits immunized with m8rVV-NMES

To investigate the immunogenicity of m8rVV-NMES, 1 X 10* PFU/
body of either mBrVV-NMES or mg, its parental strain, was inocu-
lated intradermally on the backs of New Zealand White rabbits at 0
and 6 wk (Fig. 24). Rabbit antisera specific for the full-length struc-
wral proteins of SARS-CoV were detected by ELISA (Fig. 2B). In
agreement with previous reports (26-28), the N and S proteins both
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FIGURE 3. SARS-CoV challenge to BALB/c mice immunized with
m8rVV-NMES or m8rVV-S. A, Four groups of eight BALB/c mice (seven
mice in the vehicle-immunized group) were inoculated intradermally with
m8rVV-NMES, m8rVV-S, m8, or vehicle and challenged 7-8 wk later
with 1 % 10° TCIDu/body of SARS-CoV delivered via the intranasal
route. Blood and lung tissues samples were collected at the indicated time
points. B, After 2 and 9 days, the titers of SARS-CoV in the lungs of four
mice in each group (except for three mice of the vehicle-immunized group,
which were examined 2 days later) were determined. Virus titers are ex-
pressed as log;, TCID /g of tissue. C, At 2 and 9 days after SARS-CoV
infection, the serum neutralization titers of all groups were measured as
described in Materials and Methods. #, p < 0.05; =+, p < 0.01, as com-
pared with both the vehicle- and m8-i ized groups.

exhibited strong immunogenicity in rabbits. IgG-specific for the N or
S protein was induced as early as 1 wk after m8rVV-NMES immu-
nization, and the titer exceeded 1:10000 2 wk later. The titers of Abs
against the N and S proteins were dramatically increased by booster
immunization with m8rVV-NMES. It was also observed that the Ab
titer of the N protein, but not that of the S protein. decreased after
reaching the peak titer. Immunization with m&VV-NMES did not
induce Abs specific for the E and M proteins, even after booster im-
munization (Fig. 2B), The antigenicity of the purified E and M pro-
teins coated onto the ELISA plates was confirmed using each rabbit
anti-E or anti-M peptide Ab (data not shown). Therefore, we believe
that the lack of induction of Abs specific for the E and M proteins in
the rabbit sera results from the poor immunogenicity and lower ex-
pression levels of these proteins.

Induction of SARS-CoV-neutralizing serum Abs in rabbits by
immunizing with m8rVV-NMES

We determined the neutralization titers against SARS-CoV us-
ing the same rabbit antisera. The neutralization titer was ~1:30
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FIGURE 4. Pulmonary histopathology of m8rVV-S-
preimmunized BALB/c mice after SARS-CoV chal-
lenge. At 7-8 wk after immunization with m8rVV-
NMES, m8rVV-S, m8, or vehicle, the mice were
infected intranasally with 1 X 10° TCIDy/body of
SARS-CoV. A, Four mice from each group (three mice
from the vehicle-immunized group were killed 2 days
later) were sacrificed 2 and 9 days later. Extirpated lung
tissues were fixed with 10% formalin and embedded in
paraffin. Paraffin block sections (4-pm thickness) were
stained with HRE staining. Histopathologic sections
were prepared for vehicle-immunized mice at 2 days
postinfection (dpi) (a) and 9 dpi (e). mB-immunized
mice at 2 dpi (b) and 9 dpi (f), m8rVV-NMES-immu-
nized mice at 2 dpi (c) and 9 dpi (g), mBrYV-S-immu-
nized mice at 2 dpi (d) and 9 dpi (h), and uninfected
mice (i). B, The degree of pulmonary inflammation was
determined in a blinded fashion on a subjective 27-
point scale (0, minimal inflammation; 26, massive in-
flammation) as described in Materials and Methods.
Each symbol represents an individual mouse, =, p <
0.05. C, Representative lung sections from m8-immu-
nized mice (a) and m&rVV-NMES-immunized mice (b)
after staining with Luna method (for eosinophils and
neutrophils) and H&E (for plasma cells). Arrows indi-
cate neutrophils (yellow), eosinophils (red), and plas-

N PROTEIN OF SARS-CoV AS A CAUSE OF PNEUMONIA EXACERBATION

ma-like cells (green). D, The numbers of neutrophils,
cosinophils, and plasma-like cells that infiltrated the
lung were counted using Luna method and H&E stain-
ing. Data are mean = SD for n = 5 mice. Ficlds viewed
at a magnification of %400, =, p < 0.05; =+, p < 001,
for significant differences evaluated using the Bonfer-
roni test.

(range, 1:25 to 1:36) after 2 wk, and was sustained for 6 wk
(Fig. 2C). Booster immunization with m8VV-NMES further
increased the neutralization titer more than 10-fold 2 wk later.
These values are somewhat lower than those induced by
m8rVV-S in our previous report (17). In contrast, the antisera
from rabbits immunized with m8 did not exhibit any neutraliz-
ing activity against SARS-CoV (Fig. 2C).

SARS-CoV challenge of BALB/c mice having prior
immunization with m8rVV-NMES or m8rVV-§

As m8rVV-NMES and m8rVV-S could induce high levels of neu-
tralizing Abs against SARS-CoV (Fig. 20), we investigated the
influences of m8rVV-NMES and m8rVV-S on SARS-CoV chal-
lenge of BALB/c mice (Fig. 34). The m8rVV-NMES and
m8rVV-S constructs were inoculated intradermally on the backs of
BALB/c mice at 1 X 107 PFU/body. At 7-8 wk after this single
immunization, the mice were infected intranasally with SARS-
CoV at | ¥ 10° TCIDyybody. After 2 and 9 days, the lung, liver,
small intestine, and spleen were extirpated from the mice under
anesthesia, and the SARS-CoV titers were measured. As shown in
Fig. 3B, 200- and 100-fold reductions in pulmonary virus titers
were observed in the m8rVV-NMES-immunized and m8rVV-S-
immunized groups 2 days after infection. The virus titers in the

lungs of the m8rVV-NMES-immunized and m8rVV-S-immunized
groups were 5.40 X 10% and 1.52 X 10° TCIDyy/g of lung, re-
spectively. In contrast, the vehicle-immunized and LC16m8-im-
munized groups exhibited virus titers of 1.07 % 10% and 1,18 x
10® TCID4/g of lung. respectively. The virus was not detected in
the lungs of any group 9 days later, as reported previously (11, 15).
In contrast, virus titers in other organs, including liver, small in-
testine, and spleen, were lower than that of the detection limit 2
and 9 days after infection (data not shown).

We also measured the neutralization titers in these mice sera 2
and 9 days after SARS-CoV infection (Fig. 3C). Two days postin-
fection, the neutralization titers of the m8rVV-NMES-immunized
and m8rVV-S-immunized groups were 1:11.1 = 1.01 and 1:14 =
3.94, respectively, whereas those of the negative control groups
were below the limit of detection. At 9 days postinfection, the
serum neutralization titers of m8rVV-NMES-immunized and
m&rVV-S-immunized groups had increased to 1:838.0 = 681.0
and 1:367.9 + 132.1, respectively. In contrast, the serum neutral-
izing titers of the vehicle-immunized and m8-immunized groups
were 1:59.7 = 35.4 and 1:67.8 = 18.6, respectively. These results
suggest that both the m8rVV-NMES- and m8rVV-S-immunized
groups could elicit neutralizing Abs against SARS-CoV and alle-
viate SARS-CoV infection.
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FIGURE 5. ldemtification of SARS-CoV structural protein implicated in severe pulmonary inflammation. A, Five groups of six BALB/c mice were
inoculated intradermally with mOrVV-NHis, mOrVV-MHis, mOrVV-EHis, mOrVV-SHis, or mO and challenged 4 wk later with 1 X 10° TCIDg/body
of SARS-CoV via the intranasal route. B, After 2 days, the titers of SARS-CoV in the lungs of three mice in each group were determined, Virus titers are
expressed as log,o TCID/g of tissue. *, p < 0.05, as d with the mO-i ized group using the Dunnett test. C, Histopathologic findings for all
the groups 9 days after SARS-CoV infection. Extirpated lung tissues were fixed with 10% formalin and embedded in paraffin. Paraffin block sections (4-um
thickness) were subjected 1o H&E staining. D, The degree of pulmonary inflammation was determined in a blinded fashion on a subjective 27-point scale
(0, minimal inflammation; 26, massive inflammation). Each symbol represents an individual mouse. +, p < 0.05. E, Rey ive lung sections from
mO-immunized mice (a) and mOrVV-N-immunized mice (b) after staining with Luna method (for eosinophils and neutrophils). Arrows indicate neutrophils

(yellow) and eosinophils (red).

His hologic findings in the lungs of m8rVVs-immunized

BALB/c mice after SARS-CoV infection

We performed histopathologic analyses of lung tissues. Two
days after SARS-CoV infection, the vehicle-, m8-, and m8rVV-
S-immunized groups showed only slight pulmonary inflamma-
tion (Fig. 4A, a, b, and d), whereas the m8rVV-NMES-immu-
nized group showed infiltration of lymphocytes into the areas
surrounding the bronchi and slight thickening of the alveolar
epithelium (Fig. 44, ¢). We scored pulmonary inflammation in
all the groups 2 days after SARS-CoV infection as follows (Fig.
4B): in the m8rVV-NMES-immunized group, 5.00 = 2.71; in
the vehicle-immunized group, 2.00 = 2.00; in the mB-immu-

nized group, 1.33 = 0.82: and in the mBrVV-S-immunized
group, 2.50 * 1.00. At 9 days postinfection, the vehicle-, m8-,
and m8rVV-NMES-immunized groups exhibited severe pulmo-
nary inflammation, i.e., infiltration of inflammatory cells and
thickening of alveolar epithelia (Fig. 44, ¢, f, and g). In contrast,
the m8rVV-S-immunized group showed only slight pulmonary in-
flammation (Fig. 44, h). As shown in Fig. 48, the pulmonary in-
flammation score for the m8rVV-NMES-immunized group
(12.75 = 2.87) 9 days after SARS-CoV infection was significantly
higher than that for the m8rVV-S-immunized group (3.50 = 3.00).
In contrast, this score was comparable to those obtained for the
vehicle-immunized and m8-immunized groups (9.75 = 2.87 and

~192-



6344

FIGURE 6. Cyiwokine profiles of the
lungs of BALB/c mice preimmunized with
each SARS-CoV structural protein and chal-
lenged with SARS-CoV. Three mice from
each group were sacrificed 2 and 9 days
postinfection. The total RNA of the lung
was extracted. Quantitative RT-PCR was
conducted as described in Materials and
Methods. The fold change in copy number
of each cytokine or chemokine mRNA was
calculated by the 2~ method using 18 §
rRNA as an endogenous calibrator. #, p <
0.05; ==, p < 0.01, as compared with the
uninfected control group uvsing the Bonfer-
roni test. A, The levels of mRNA for proin-
flammatory cytokines and chemokines 2
days after SARS-CoV infection. B, The
mRNA expression levels of cytokines re-
lated to T cell activation 2 days afier SARS-
CoV infection. C, The mRNA expression
levels of anti-inflammatory cytokines 9 days
after SARS-CoV infection.

c 012

Ratio/18s rRNA

8.33 = 2.31, respectively). The m8rVV-NMES-immunized group
exhibited as severe inflammation as the control groups, although
m8rVV-NMES contains the S protein and protects as well as
m&rVV-S against SARS-CoV infection. In addition, marked infil-
tration of neutrophils, eosinophils, plasma-like cells, and lympho-
cytes was observed in the m8rVV-NMES-immunized group, as
compared with the control groups, after SARS-CoV infection (Fig.
4C, b and D).

These results suggest that the severe pulmonary inflammation
seen in m8rVV-NMES-immunized mice after SARS-CoV infec-
tion results from host immune responses rather than a direct cy-
topathic effect of SARS-CoV, because the virus titers for all the
group were negligible 9 days after SARS-CoV infection and the
virus titer of the m8rVV-NMES-immunized group was signifi-
cantly decreased 2 days postinfection.

Identification of the factor that results in the exacerbation of
pulmonary inflammation in m8rVV-NMES-immunized BALB/c
mice after SARS-CoV infection

We hypothesized that the severe pulmonary inflammation seen in
the m8rVV-NMES-immunized mice resulted from the host im-
mune responses to SARS-CoV components expressed by m8rVV-
NMES. This notion was supported by the observation of negligible
virus titers 9 days after SARS-CoV infection. Therefore, we in-

N PROTEIN OF SARS-CoV AS A CAUSE OF PNEUMONIA EXACERBATION
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vestigated the influence of recombinant VV expressing each struc-
tural protein of SARS-CoV (mOrVV-NHis, mOrVV-MHis,
mOrVV-EHis, and mOrVV-SHis) on subsequent intranasal infec-
tion with SARS-CoV. BALB/c mice were immunized with
mOrVV-NHis, -MHis, -EHis, and -SHis at 1 % 10’ PFU/body. and
4 wk later infected intradermally with 1 X 10° TCIDs, of SARS-
CoV (Fig. 5A). After 2 and 9 days. three mice from each group
were sacrificed following blood collection under anesthesia, and
their lungs were extirpated. Consistent with earlier results, a sig-
nificant reduction of pulmonary virus titer was observed after 2
days in only the mOrVV-SHis-immunized group (Fig. 5B). In con-
trast, immunization with the other SARS-CoV structural proteins,
including the N, M, and E proteins, did not confer protection
against the subsequent SARS-CoV infection. As shown in Fig. 5C.
the alleviation of pulmonary inflammation was also observed in
the mOrVV-SHis-immunized group. Severe infiltration of lym-
phocytes and thickening of the alveolar epithelia were observed in
the lung tissues of the mOrVV-NHis-immunized mice 9 days after
SARS-CoV infection (Fig. 5C). The pulmonary damage in the
mOrVV-NHis-immunized mice (15.00 = 5.56) was significantly
more severe than that in the mOrVV-SHis-immunized mice
(5.67 = 2.52) (Fig. 5D). However, there were no significant dif-
ferences among the other groups. Furthermore, infiltration of neu-
trophils, eosinophils, and lymphocytes was observed in the
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FIGURE 7. Severe pneumonia in BALB/c mice that were previously immunized with the combination of N protein and S protein of SARS-CoV. A, Five
groups of BALB/c mice (n = 810 per group) were inoculated intradermally with the combinations of mOrVV-NHis and mOrVV-5His (mOrVV-N+8),
mOrVV-MHis and mOrVV-SHis (mOrVV-M+8), mOrVV-EHis and mOrVV-SHis (mOrVV-E+§), mOrVV-SHis, and mO. and challenged 7 wk later
with 1 % 10° TCID¢/body of SARS-CoV via the intranasal route, After 2 days, the titers of SARS-CoV in the lungs of n = 3-5 mice from each group
were determined. Virus titers are expressed as log,, TCID.,/g of tissue. #, p < 0.05, =+, p < 0.01, as comparcd with the mO-immunized group using the
Bonferroni test. 8, Histopathologic findings for all the groups 9 days after SARS-CoV infection. Extirpated lung tissues were fixed with 10% formalin and
embedded in paraffin, Paraffin block sections (4-pum thickness) were subjected to H&E staining. C, The degree of pulmonary inflammation was determined
in a blinded fashion on & subjective 27-point scale (0, minimal inflammation; 26, massive inflammation). Each symbol represents an individual mouse. 1,
p < 0.08; £, p < 0.01, as compared with the mO-immunized group using the Bonferroni test. =, p < 0.05; =+, p < 0,01, as compared with the mOrVV-N +

S-immunized group using the Bonferroni test,

mOrVV-NHis-immunized mice after SARS-CoV infection (Fig.
SE, b), although the extent of infiltration of these cells into the
lungs of these mice was somewhat lower than that observed in
the m8rVV-NMES-immunized mice after SARS-CoV infection
(Fig. 4D). This may explain the observed differences in the
histopathologic findings for the mOrVV-NHis-immunized mice
and mBrVV-NMES-immunized mice.

Pulmonary cytokine responses of SARS-CoV-infected BALB/c
mice previously immunized with recombinant VV expressing
each structural protein of SARS-CoV

To elucidate the reason for the severe pulmonary inflammation
observed in the mOrVV-NHis-immunized mice after SARS-CoV
infection, we measured by quantitative RT-PCR the mRNA levels
for various cytokines and chemokines in the lungs of BALB/c
mice preimmunized with mOrVV-NHis, -MHis, -EHis, -SHis, or
mO. Several proinflammatory cytokine and chemokine mRNAs,
including those for IL-6, CXCL10, CCL2, and CCL3, were in-
creased in all the groups, with the exception of the mOrVV-SHis
group, 2 days after SARS-CoV infection (Fig. 64). In contrast, the
mOrVV-SHis-immunized group showed low levels of mRNA ex-
pression for these proinflammatory cytokines or chemokines, es-
pecially IL-6, resulting in reduced lung pathology after immuni-

zation. The mRNA levels for IFN-vy, IL-2, IL-4, and IL-5 were
highest in the mOrVV-NHis-immunized group (Fig. 6, A and B).
None of the other groups showed up-regulation of these cytokines,
with the exception of the IL-5 mRNA level in the mOrVV-SHis-
immunized group. Furthermore, the mRNA expression levels of
anti-inflammatory cytokines (IL-10 and TGF-g) in the mOrVV-
NHis-immunized group were markedly lower than expression lev-
els in any of the other groups, which exhibited high virus titers,
and were comparable to those of the mOrVV-SHis group, in which
pulmonary inflammation was alleviated (Fig. 6C).

Verification of exacerbating effect of prior immunization with
N protein in SARS-CoV-infected Balb/c mice

To verify the exacerbating effect of N protein immunization, we
investigated the pulmonary virus titers and histopathology in
BALB/c mice that were previously immunized with the
combination of mOrVV-N and mOrVV-S (mOrVV-N+S-immu-
nized group) 2 and 9 days after SARS-CoV infection, and com-
pared them to those of all other groups, including the mO-,
mOrVV-M+8-, mOrVV-E+85-, and mOrVV-S-immunized groups.
The mOrVV-N+S-immunized group showed significantly decreased
pulmonary virus titers compared with the mO-immunized group (Fig.
7A). However, the mOrVV-N+S-immunized group exhibited
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severe pneumonia as the mO-immunized group (Fig. 7, B and C). In
contrast, both the mOrVV-M +S-immunized group and the mOrVV-
E+S-immunized group were protected against SARS-CoV infection
to the same extent as the mOrVV-S-immunized group (Fig. 7, A-C).

Discussion

SARS-CoV is newly identified as an agent of SARS. However, the
detailed mechanism by which SARS-CoV causes severe pneumo-
nia remains unclear. The uncontrolled release of immune media-
tors has been implicated in the pathogenesis of SARS, whereas the
cytokine profiles of SARS patients have not elucidated the
cause the pneumonia owing to their diversity. It seems likely
that the diverse cytokine profiles noted among adult SARS pa-
tients are related to patient anamnesis.

In the present study, we observed severe pulmonary inflamma-
tion in m8rVV-NMES-immunized BALB/c mice 9 days after
SARS-CoV infection (Fig. 44, g), even though the initial virus titer
was significantly lower than those of the control groups, which
included vehicle- and m8-immunized mice (Fig. 3B). The severity
of pulmonary inflammation did not correlate with the virus titer in
the mBrVV-NMES-immunized mice, in contrast to the correlations
observed for the vehicle-, m8-, and m8rVV-S-immunized groups.
We identified the N protein of SARS-CoV as the cause of the
severe pneumonia observed during SARS-CoV infection (Fig. 5, C
and D, and 7, B and C). To date, no studies have been reported to
our knowledge regarding SARS patients with severe pneumonia
who were previously immunized with either SARS-CoV or a
highly related species. In contrast, there are several reports of an-
tisera against human CoV (229E and OC43) and host factor IL-11
cross-reacting with the SARS-CoV Ag (29, 30). Furthermore, the
N protein of SARS-CoV has been shown to induce both cellular
and humoral immune responses (31-33). Taken together, these
results raise the possibility that a percentage of SARS patients
already possess the adaptive immune response elements that can
interact with SARS-CoV components, including the N protein, and
that their adaptive immune response may be involved in the ex-
acerbation of pneumonia. The temporal changes in immune re-
sponse and the pathogenesis after SARS-CoV infection of an an-
imal model that had previously been immunized with SARS-CoV
components are not well understood, as almost all the previous
studies reported only protection within a few days of SARS-CoV
infection (34-39). In the present study, we demonstrate that
mOrVV-NHis-immunized mice after SARS-CoV infection exhibit
an imbalance between T cell activation (high expression levels of
IFN-y, IL-2, IL-4, and [L-5) and subsequent suppression (low ex-
pression levels of IL-10 and TGF-B), as well as high-level pro-
duction of proinflammatory cytokines (IL-6 and TNF-a) and che-
mokines (CCL2, CCL3, and CXCL10), Jiang et al. (40) reported
elevation of CXCLI10 or IP-10 production in the pneumocytes,
CD3™ T cells, and monocytes and macrophages of the lungs of
patients with SARS. CXCL10 may be responsible for the infiltra-
tion of activated T cells and monocytes or macrophages, which is
a pathologic finding in SARS patients (41-43). It has been re-
ported that elevated expression of monocyte or macrophage acti-
vation factors (CCL2 and CCL3) was observed in SARS patients
(8, 44). Furthermore, the highest expression of IL-6 in mOrvVVv-
NHis-immunized mice is reasonable (Fig. 64). as the elevation of
IL-6 levels is considered one of the causes in the severe pneu-
monia of SARS patients. Zhang et al. (45) reported recently the
molecular mechanism of IL-6 expression induction by the N
protein of SARS-CoV. In contrast, both IL-10 and TGF-8 play
important roles in suppressing inflammatory responses (46).
Thus, the reduced production of both anti-inflammatory cyto-
kines in the mOrVV-NHis-immunized mice after SARS-CoV
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infection may be related to the severity of the pulmonary in-
flammation in these mice. Weingartl et al. (47) and Czub et al.
(48) reported that immunization with § protein expressing-recom-
binant modified VV Ankara (rMVA-8) induced stronger inflam-
matory responses and focal necrosis in liver tissues after SARS-
CoV challenge than in control animals. However, the precise
mechanism underlying this liver inflammation has not been clari-
fied. Feline infectious peritonitis virus, which is another member
of the coronavirus family, exhibits enhanced infection into mono-
cytes or macrophages through virus-specific Ab binding to the Fc
receptors of these cells and causes enhanced inflammation (49). It
has also been reported for dengue virus that secondary infection
with a different genotype results in more severe symptoms, includ-
ing dengue hemorrhagic fever and dengue shock syndrome. The
exacerbation of this symptom is also positively associated with
pre-existing Abs with specificity for dengue virus (50). In the case
of SARS-CoV, Ab-dependent enhancement of infection has not
been reported previously. We hypothesized that the severe pneu-
monia observed in mOrVV-NHis-immunized mice after SARS-
CoV infection does not result from Ab-dependent enhancement
because the virus titers in the mouse lungs 9 days later were below
the detection limit. Deming et al. (51) reported recently the inten-
sive infiltration of eosinophils as well as lymphocytes after SARS-
CoV infection of aged BALB/c mice previously immunized with
the N protein of SARS-CoV. It has also been reported that immu-
nization with formalin-inactivated respiratory syncytial virus vac-
cine and VV that expresses the G glycoprotein of respiratory syn-
cytial virus correlates with the augmentation of Th2-type immune
responses and enhanced pulmonary disease (52, 53). Therefore, the
authors speculated that the Th2-biased responses of vaccinated
hosts after SARS-CoV infection might aggravate pulmonary in-
flammation, although the main host response remains unknown. In
contrast, our current data suggest that N protein-immunized mice
exhibit activation of both Th1 and Th2 responses after SARS-CoV
infection. In agreement with our data, Jin et al. (54) have demon-
strated that prior immunization with N protein generates stronger
Ag-specific Th1 and Th2 responses than immunization with M or
E protein. In addition, we demonstrate the suppression of anti-
inflammatory cytokine responses in N protein-immunized mice.
Interestingly, Shi et al. (55) demonstrated that coinjection of M
protein with N protein not only enhanced the production of Thl
cytokines (IFN-vy and IL-2), but also reduced the rates of mortality
and pathologic change in SARS-CoV-infected voles. These results
suggest that further studies, including epitope analysis, are re-
quired to reveal the precise mechanism underlying the severe pul-
monary inflammation that results from SARS-CoV infection of
BALB/c mice immunized with the N protein of SARS-CoV.

In contrast, intradermal immunization of aged BALB/c mice
with m8rVV-S at 1 % 107 PFUfbody significantly reduced the
pulmonary virus titer 2 days after SARS-CoV infection (Fig. 38).
Furthermore, the m8rVV-S-immunized group exhibited alleviation
of the pulmonary histopathology, as compared with both control
groups after 9 days. To date, various types of SARS vaccine, in-
cluding recombinant vaccines, inactivated vaccines, and DNA vac-
cine, have been reported (34-39). There are only a few reports on
the effect of a single immunization with recombinant SARS vac-
cines, namely SARS-CoV § protein-expressing vaccines based on
rabies virus (56), vesicular stomatitis virus (39), and adeno-asso-
ciated virus (57). It is noteworthy that a single i.m. immunization
with recombinant adeno-associated virus that expresses the recep-
tor-binding domain of § protein conferred long-term protection
against SARS-CoV infection (57). In the present study. we also
show that a single immunization with m8rVV-§ reduces viral load
and improves the histopathologic findings in the lungs of BALB/c
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mice infected with high-titer (1 X 10° TCID./body) SARS-CoV,
although a relatively low titer of SARS-CoV was used in the pre-
vious study conducted by Du et al. (57). These results suggest that
the systemic immune responses induced by a single immunization
with SARS vaccine successfully protect the animal model against
intranasal SARS-CoV infection.

In summary, we demonstrate that the immunization of BALB/c

mice with the N protein of SARS-CoV causes severe pulmonary
inflammation upon subsequent SARS-CoV infection, probably via
the imbalance created between T cell activation and suppression,
as well as by massive proinflammatory cytokine production. These
results provide new insights into the mechanisms involved in the
pathogenesis of SARS and help in the development of safe
vaccines.
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Introduction

Abstract

Background and Aim: We have reported previously that synthetic small interfering RNA
(siRNA) and DNA-based siRNA expression vectors efficiently and specifically suppress
hepatitis C virus (HCV) replication in virro. In this study, we investigated the effects of the
siRNA targeting HCV-RNA in vivo.

Methods: We constructed recombinant retrovirus and adenovirus expressing short hairpin
RNA (shRNA), and transfected into replicon-expressing cells in virre and transgenic mice
in vivo.

Results: Retroviral transduction of Huh7 cells 1o express shRNA and subsequent trans-
fection of an HCV replicon into the cells showed that the cells had acquired resistance o
HCV replication. Infection of cells expressing the HCV replicon with an adenovirus
expressing shRNA resulted in efficient vector delivery and expression of shRNA, leading
to suppression of the replicon in the cells by ~107". Intravenous delivery of the adenovirus
expressing shRNA into transgenic mice that can be induced to express HCV structural
proteins by the Cre/loxP switching system resulted in specific suppression of virus protein
synthesis in the liver.

Conclusion: Taken together, our results support the feasibility of utilizing gene targeting
therapy based on siRNA and/or shRNA expression to counteract HCV replication, which
might prove valuable in the treatment of hepatitis C.

successful suppression of various human pathogens by RNAI have
been reported, including human immunodeficiency viruses,*®
poliovirus,” influenza virus,* severe acute respiratory syndrome

Hepatitis C virus (HCV), which affects 170 million people world-
wide, 1s one of the most important pathogens causing liver-related
morbidity and mortality." The difficulty in eradicating HCV is
attributable to limited treatment options against the virus and their
unsatisfactory efficacies, Even with the most effective regimen
with pegylated interferon (IFN) and ribavirin in combination, the
efficacies are limited to less than halfl of the patients treated.”
Given this situation, the development of safe and effective anti-
HCV therapies is one of our high-priority goals.

RNA interference (RNAI) is a process of sequence-specific,
post-transcriptional gene silencing that is initiated by double-
stranded RNA.** Because of its potency and specificity, RNAi
rapidly has become a powerful tool for basic research to analyze
gene functions and for potential therapeutic applications. Recently,

Journal of Gastrosr gy and H logy 23 (2008) 1437-1447 & 2007 The Authors

(SARS) virus® and hepatitis B virus (HBV),'*"*

We and other researchers have reported that appropriately
designed small interfering RNA (siRNA) targeting HCV genomic
RNA can efficiently and specifically suppress HCV replication
in vitro."*"'* We have tested siRNA designed to targel the well-
conserved S'-untranslated region (5°-UTR) of HCV-RNA. and
identified the most effective target, just upstream of the translation
initiation codon. Furthermore, transfection of DNA-based vectors
expressing siRNA was as effective as that of synthetic siRNA in
suppressing HCV replication.™

In this study. we explored the further possibility that efficient
delivery and expression of siRNA may be effective in suppression
and elimination of HCV replication and that delivery of such
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shRNA adenavirus inhibits HCV in vivo

Figure 1 Structures of HCV replicon plasmids. The pRep-Feo
expressed a chimeric reporter protein of firefly luciferase (Fluc) and
neomycin phosphotransferase (GenBank accession No. AB119282) &
The pRep-Fluc expressed the Fluc protein. The pRep-BSD expressed

the bl fin S (BSDI e gene. pT7, T7 promoter, 5°UTR, HCV
S"-untransiated region; AC, truncated HCV core region (nt. 342-377);
neo, neomycin phosphotransferase gene; EMCV, encephalomyocarditis
virus; NS3, NS4, NS5A and NS5B, genes thal encode HCV non-
structural proteins; 3'UTR, HCV 3"-untranslated region.

HCV-directed siRNA in vivo may be effective in silencing viral
protein expression in the liver. Here, we report that HCV replica-
tion was suppressed in vitro by recombinant retrovirus and aden-
ovirus vectors expressing shor hairpin RNA (shRNA) and that the
delivery of the adenovirus vector to mice in vivo specifically inhib-
ited viral protein synthesis in the liver.

Methods

Cells and cell culture

Huh7 and Retro Pack PT67 cells (Clontech, Palo Alto, CA, USA)
were maintained in Dulbecco’s modified minimal essential
medium (Sigma, St. Louis. MO, USA) supplemented with 10%
fetal calf serum at 37°C under 5% CO,. To maintain cell lines
carrying the HCV replicon, G418 (Wako, Osaka, Japan) was added
to the culture medium to a final concentration of 500 pg/mL.

HCV replicon constructs and transfection

HCV replicon plasmids, pRep-Feo. pRep-Fluc and pRep-BSD
were constructed from were constructed from a virus, HCV-N
strain, genotype 1b.%' The pRep-Feo expressed a chimeric reporter
protein of firefly luciferase (Fluc) and neomycin phosphotrans-
ferase."**" The pRep-Fluc and the pRep-BSD expressed the Fluc
and blasticidin S (BSD) resistance genes, respectively (Fig. 1).
The replicon RNA synthesis and the transfection protocol have
been described previously.”

Synthetic siRNA and siRNA-expression plasmid

The design and construction of HCV-directed siRNA vectors have
been described." Briefly. five siRNA targeting the 5"-UTR of HCV
RNA were tested for their efficiency to inhibit HCV replication,
and the most effective sequence, which targeted nucleotide posi-
tion of 331 though 351, was used in the present study. To construct
shRNA-expressing DNA cassettes, oligonucleotide inserts were
synthesized that contained the loop sequence (5-TTC AAG AGA-
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3) flanked by sense and antisense siRNA sequences (Fig. 2a).
These were inserted immediately downstream of the human U6
promoter. To avoid a problem in transcribing shRNA because of
instability of the DNA strands arising from the tight palindrome
structure, several C-10-T point mutations, which retained com-
pletely the silencing activity of the shRNA, were introduced into
the sense strand of the shRNA sequences (referred to as ‘'m’)."
A control plasmid, pUC19-shRNA-Control, expressed shRNA
directed towards the Machado—Joseph disease gene, which is a
mutant of ataxin-3 gene and is not normally expressed. We have
previously described the sequence specific activity of the shRNA-
Control.*

Prior to construction of the virus vectors, we tested silencing
efficiency of five shRNA constructs of different lengths that
covered the target sequence (Fig. 2a). The shRNA-HCV-19,
shRNA-HCV-21 and shRNA-HCV-27 had target sequences of 19,
21 and 27 nucleotides, respectively. Transfection of these shRNA
constructs into Huh7/pRep-Feo showed that shRNA with longer
target sequences had better suppressive effects (Fig. 2b). There-
fore, we used shRNA-HCV-27m (abbreviated as shRNA-HCV) in
the following study.

Recombinant retrovirus vectors

The U6-shRNA expression cassettes were inserted into the Srul/
Hindlll site of a retrovirus vector, pLNCX2 (Clontech) 1o con-
struct pLNCshRNA-HCV and pLNCshRNA-Control (Fig. 2¢).
The plasmids were transfected into the packaging cells, Retro Pack
PT67. The culture supernatant was filtered and added onto Huh?
cells with 4 pg/mL of polybrene. Huh7 cell lines stably expressing
shRNA were established by culture in the presence of 500 pg/mL
of G418.

Recombinant adenovirus

Recombinant adenoviruses expressing shRNA were constructed
using an Adenovirus Expression Vector Kit (Takara, Otsu, Japan).
The U6-shRNA expression DNA ¢ was inserted into
the Swal site of pAxcw to construct pAxshRNA-HCV and
pAxshRNA-Control. The adenoviruses were propagated
according to the manufacturer’s protocol (AxshRNA-HCV and
AxshRNA-Control; Fig. 2¢c). A ‘multiplicity of infection’ (MOI)
was used to standardize infecting doses of adenovirus. The MOI
stands for the ratio of infectious virus particles to the number of
cells being infected. An MOI = | represents equivalent dose to
introduce one infectious virus particle to every host cell that is
present in the culture.

Plasmids for assays of interferon responses

pISRE-TA-Lue (Invitrogen, Carlsbad, CA, USA) contained five
copies of the consensus interferon stimulated response element
(ISRE) motifs upstream of the Fluc gene. pTA-Luc (Invitrogen),
which lacks the enhancer element, was used for background deter-
mination. The pcDNA3.1 (Invirogen) was used as an empty
vector for mock transfection. pRL-CMV (Promega, Madison, W1,
USA), which expresses the Renilla luciferase protein, was used for
normalization of transfection efficiency.” A plasmid, peGFPneo
(Invitrogen), was used 1o monitor percentages of transduced cells.
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(a)

=] U6 promoter sense seguence HTT-Loop H anti-sense sequence

EcoRI Hindlll
shRNA-HCV-19 5’ - GGTCTCOGTAGACCGTGCAC |TTCAAGAGA (GTGCACGGTCTACGAGACCTTTTT -3
shRNA-HCV-21 5'- GGTCTCGTAGACCGTGCACCA | TTCAAGAGA {TGGTGCACGGTCTACGAGACCTTTTIT -3'
shRNA-HCV-21m 5' - GGTTTCGTAGACTGTGTACCA | TTCAAGAGA ITGGTGCACGGTCTACGAGACCTTTTT -3
shRNA-HCV-27 5' - {GGGAGGTCTCGTAGACCGTGCACCATG | TTCAAGAGA {CATAGTACACGATCTACGAAACCTCCCTTTTT) -3
shRNA-HCV-27m 5* - iGGGAGGTITCGTAGACTGTGTACTATG ITTCAAGAGA {CATGGTGCACGGTCTACGAGACCTCCCTTTTT; -3
shRNA-Control-27m 5’ - {GCAGCAGTAGCAGTGGGATCTATTAGG ITTCAAGAGA (CCTGATAGGTCCCGCTGCTGCTGCTGCTTTTT: -3

(b) 1.0 4
3
S 08¢ i T
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(c) U6 ShRNA
PLNCShRNA
U8 shRNA
AxshRNA I [ T ]
A Ads A
AE1A-E1B AE3

Figure 2 Structure of shRNA-expression constructs and shRNA sequences. (a) Structure of shRNA-expression cassette and shRNA sequences
TT-Loop, the loop sequence. The shANA-Control was directed toward an unrelated target, Machado—-Joseph disease gene. Underlined letters indicate
C-to-T point mutations in the sense strand. (bl The shANA-expression plasmids were transfected into Huh7/pRep-Feo cells, and internal luciferase
activities were measured at 48 h of transfection. Each assay was done in tnplicate, and the values are displayed a5 mean + SD. *P<0.08. (c)
pLNCshRNA, structure of a recombinant retrovirus expressing shRNA. W, the retroviral packaging signal sequence. AxshRNA, structure of a
recombinant adenovirus expressing shRNA,
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