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counts. The lack of a significant association may reflect an
indirect, rather than a direct, relationship between ITPA
genotype and platelet physiology.

Tanaka et al. [12] showed that a DDRGKI SNP near the
ITPA gene, like the ITPA SNP, was associated with treat-
ment-induced anemia; moreover, the DDRGKI SNP was
associated with treatment-induced thrombocytopenia dur-
ing PEG-IFN/RBV combination therapy. Because a pro-
tective DDRGK] allele showed linkage with a protective
ITPA allele in all the patients enrolled in the present study,
the association between DDRGKI SNP and changes in
platelet counts could not be further examined.

In conclusion, an association was found between ITPA
SNP genotype and treatment-induced anemia during a
4-week course of RBV monotherapy. This RBV-induced
anemia may have led to increases in endogenous serum
EPO that, in turn, resulted in the stimulation of platelet
production. However, the sample size in this study was
small; therefore, further investigations are needed to elu-
cidate the effects of RBV on hematopoietic parameters.
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Hepatitis C Virus NS4B Protein Targets STING
and Abrogates RIG-I-Mediated Type |
Interferon-Dependent Innate Immunity

Sayuri Nitta,"” Naoya Sakamoto,"*®" Mina Nakagawa, Sei Kakinuma,"? Kako Mishima,’

Akiko Kusano-Kitazume," Kei Kiyohashi," Miyako Murakawa,' Yuki Nishimura-Sakurai,' Seishin Azuma,’
Megumi Tasaka-Fujita,' Yasuhiro Asahina, " Mitsutoshi Yoneyama,® Takashi Fujita,> and Mamoru Watanabe'

Hepatitis C virus (HCV) infection blocks cellular interferon (IFN)-mediated antiviral sig-
naling through cleavage of Cardif by HCV-NS3/4A serine protease. Like NS3/4A, NS4B
protein strongly blocks IFN-$ production signaling mediated by retinoic acid—inducible
gene I (RIG-I); however, the underlying molecular mechanisms are not well understood.
Recently, the stimulator of interferon genes (STING) was identified as an activator of RIG-
I signaling. STING possesses a structural homology domain with flaviviral NS4B, which
suggests a direct protein-protein interaction. In the present study, we investigated the mo-
lecular mechanisms by which NS4B targets RIG-I-induced and STING-mediated IFN-f
production signaling. IFN-f promoter reporter assay showed that IFN-f promoter activa-
tion induced by RIG-I or Cardif was significantly suppressed by both NS4B and NS3/4A,
whereas STING-induced IFN-f activation was suppressed by NS4B but not by NS3/4A,
suggesting that NS4B had a distinct point of interaction. Immunostaining showed that
STING colocalized with NS4B in the endoplasmic reticulum. Immunoprecipitation and
bimolecular fluorescence complementation (BiFC) assays demonstrated that NS4B specifi-
cally bound STING. Intriguingly, NS4B expression blocked the protein interaction between
STING and Cardif, which is required for robust IFN-f activation. NS4B truncation assays
showed that its N terminus, containing the STING homology domain, was necessary for
the suppression of IFN-f promoter activation. NS4B suppressed residual IFN-f activation
by an NS3/4A-cleaved Cardif (Cardif1-508), suggesting that NS3/4A and NS4B may coop-
erate in the blockade of IFN- production. Conclusion: NS4B suppresses RIG-I-mediated
IFN-f production signaling through a direct protein interaction with STING. Disruption
of that interaction may restore cellular antiviral responses and may constitute a novel thera-
peutic strategy for the eradication of HCV. (Heratorocy 2013;57:46-58)

ype I interferon (IFN) plays a central role in
eliminating hepatitis C virus (HCV) both
under physiological conditions and when
used as a therapeutic intervention.'” In experimental
acute-resolving HCV infection in chimpanzees, numer-
ous IFN-related genes are expressed during clinical

course of infection.” Viruses are recognized by cellular
innate immune receptors, such as toll-like receptors,
and a family of RIG-I-like receptors, such as retinoic-
acid-inducible gene I (RIG-I) and melanoma-differen-
tiation-associated gene 5 (MDA-5); host antiviral
responses are then activated, resulting in the
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production of cytokines such as type I and type III
IFNs.” RIG-1 is activated through recognition of short
double-strand RNA (dsRNA) or triphosphate at the 5’
end of dsRNA as pathogen-associated molecular pat-
terns,®” forming a homo-oligomer that binds with the
caspase recruitment domain (CARD) of Cardif (also
known as MAVS, VISA, or IPS-1).*!" Cardif subse-
quently recruits TANK binding kinase 1 (TBK1) and
IxB kinase € (IKKe) kinases, which catalyze phospho-
rylation and activation of IFN regulatory factor-3
(IRF-3).'? Activation of TBK1 and IKKe results in the
phosphorylation of IRF-3 or IRF-7, translocation to
the nucleus, and induction of IFN-f mRNA
transcription.

Several HCV proteins can block host cellular antivi-
ral responses. HCV core protein blocks IFN signaling
by interacting with signal transducer and activator of
transcription protein-1 (STAT1).?®> The core protein
also induces expression of suppressor of cytokine
signaling-1 (SOCS1) and SOCS3, and blocks Janus
kinase-STAT signaling.'*> A well-elucidated immune
evasion strategy of HCV involves NS3/4A serine pro-
tease and its ability to inhibit host IFN signal path-
ways. Gale and colleagues'"'®'” revealed that NS3/4A
protease cleaves Cardif at Cys-508 resulting in disloca-
tion of Cardif from mitochondria, and blocks down-
stream signaling of IFN-f production. On the other
hand, Baril et al.'® reported that Cardif was still able
to form a homo-oligomer and to activate downstream
IEN production signaling despite delocalization from
the mitochondria. These reports suggest that homo-oli-
gomerization of Cardif, and not mitochondrial anchor-
age, is essential for the activation of downstream IFN
signaling and that other virus-derived molecules may
cooperate with NS3/4A to abrogate the signaling of
IFN production.

We reported previously that HCV-NS4B, as well as
NS3/4A, inhibited RIG-I and Cardif-mediated inter-
feron-stimulated response element (ISRE) activation,
while TBK1- and IKKe-mediated ISRE activation
were not suppressed.’” These results indicate that
NS4B suppresses IFN production signaling by target-
ing Cardif or other unknown signaling molecules
between the level of Cardif and TBK1/IKKe.

Recently, a stimulator of interferon genes (STING,
also known as MITA/ERIS/MPYS/TMEM173) was
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identified as a positive regulator of RIG-I-mediated
TFN-f signaling.”®?® STING is a 42-kDa protein
localized predominantly in the endoplasmic reticulum
(ER) that binds RIG-I, Cardif, TBK1, and IKKe.
STING is thought to act as a scaffold for Cardif/
TBK1/IRF-3 complex upon viral infection.”” Tt has
been reported that NS4B of yellow fever virus, which
is a member of the flaviviridae family of viruses, inhib-
its STING activation probably through a direct molec-
ular interaction.** These reports have led us postulate
that HCV-NS4B may also inhibit RIG-I dependent
IFN signaling through association with STING.

In the present study, we further investigated the mo-
lecular mechanisms by which HCV-NS4B protein
inhibits RIG-I-mediated IFN expression signaling. We
demonstrated that HCV-NS4B specifically binds
STING, blocks the molecular interaction between
STING and Cardif, and suppresses the RIG-I-like
receptor—induced activation of IFN-f production

signaling.

Materials and Methods
Plasmids. The ARIG-1 and RIG-IKA plasmids

express constitutively active and inactive RIG-I, respec-
tively.5 Full-length Cardif (Cardif) and CARD-trun-
cated Cardif (ACARD) plasmids were provided by J.
Tschopp.'' Plasmids expressing STING were provided
by G. N. Barber.?® Plasmids expressing HCV NS3/4A,
NS4B, and truncated NS4B have been described.?’
Plasmid pIFNB-Fluc was provided by R. Lin.*

Cell Culture. HEK293T and Huh7 cells were main-
tained in Dulbecco’s modified minimal essential me-
dium (Sigma) supplemented with 2 mM L-glutamine
and 10% fetal calf serum at 37°C with 5% CO,.

HCV Replicon Constructs and HCV-JFHI Cell
Culture. An HCV subgenomic replicon plasmid,
pRep-Feo, expressed fusion protein of firefly luciferase
and neomycin phosphotransferase.””*®*  Huh7 cells
were transfected by Rep-Feo RNA, cultured in the
presence of 500 ug/mL of G418, and a cell line that
stably expressed Feo replicon was established. For
HCV cell culture, the HCV-JFH1 strain was used.?”°

Antibodies. Antibodies used were anti-IRF-3 (FL-
425, Santa Cruz Biotechnology), anti-HA (Invitrogen),
anti-myc  (Invitrogen), mouse anti-PDI  (Abcam),
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Sapporo, Hokkaido, 060-0808, Japan. E-mail: nsakamoto.gast@tmd.ac.jp; fax (81)-11-706-8036.

Copyright © 2012 by the American Association for the Study of Liver Diseases.
View this article online at wileyonlinelibrary.com.

DOI 10.1002/hep.26017

Potential conflict of interest: Nothing to report.

Additional Supporting Information may be found in the online version of this article.

- 158 -



48  NITTA, SAKAMOTO, ET AL.

rabbit anti-PDI (Enzo Life Science), anti-Flag (Sigma
Aldrich), anti-Cardif (Enzo Life Science), anti-phos-
pho—IRF-3 (Ser396, Millipore), anti-monomeric Kusa-
bira-Green C- or N-terminal fragment (MBL), and
anti-FACL4 (Abgent).

Luciferase Reporter Assay. IFN-f reporter assays
were performed as described.'””! The plasmids pIFN-
p-Fluc and pRL-CMV were cotransfected with NS3/4A
or N§4B, and ARIG-I, Cardif, STING or poly(deoxya-
denylic-deoxythymidylic) acid [poly(dA:dT)] (Invivo-
gen). RIG-IKA, ACARD, and pcDNA3.1, respectively,
were used as controls. Luciferase assays were performed
24 hours after transfection by using a 1420 Multilabel
Counter (ARVO MX PerkinElmer) and Dual Luciferase
Assay System (Promega). Assays were performed in trip-
licate, and the results are expressed as the mean = SD.

Immunoblotting. Preparation of total cell lysates
was performed as described.'”*® Protein was separated
using NuPAGE 4%-12% Bis/Tris gels (Invitrogen) and
blotted onto an Immobilon polyvinylidene difluoride
membrane. The membrane was immunoblotted with
primary followed by secondary antibody, and protein
was detected by chemiluminescence.

Immunoprecipitation Assay. HEK-293T or Huh7
cells were transfected with plasmids as indicated.
Twenty-four hours after transfection, cellular proteins
were harvested and immunoprecipitation assays were
performed using an Immunoprecipitation Kit accord-
ing to the manufacturer’s protocol (Roche Applied Sci-
ence). The immunoprecipitated proteins were analyzed
by immunoblotting.

Indirect Immunofluorescence Assay. Cells seeded
onto tissue culture chamber slides were transfected
with plasmids as indicated. Twenty-four hours after
transfection, the cells were fixed with cold acetone and
incubated with primary antibody and subsequently
with Alexa488- or Alexa568-labeled secondary anti-
bodies. Mitochondria were stained by MitoTracker
(Invitrogen). Cells were visualized using a confocal
laser microscope (Fluoview FV10, Olympus).

BiFC Assay. Expression plasmids of NS4B, Cardif,
or STING that was fused with N- or C-terminally
truncated monomeric Kusabira-Green (mKG) were
constructed by inserting polymerase chain reaction—
amplified fragments encoding NS4B, Cardif, or
STING, respectively, inserted into fragmented mKG
vector (Coral Hue Fluo-Chase Kit; MBL). HEK293T
cells were transfected with a complementary pair of
mKG fusion plasmids. Twenty-four hours after trans-
fection, fluorescence-positive cells were detected and
counted by flow cytometry, or observed by confocal
laser microscopy.

HEPATOLOGY, January 2013

Small Interfering RNA Assay. Nucleotide sequences
of STING-targeted small interfering RNAs (siRNAs)
were as follows: (1) 5'-gcaacagcatctatgagctictggagaac-3’,
(2) 5'- gtgcagtgagccageggctgtatattcte;-3', (3) 5'-getggeat
ggtcatattacatcggatatc-3'.>  Stealth RNAi  Negative
Control Duplex (Medium GC Duplex, Invitrogen)
was used. Forty-eight hours after siRNA transfection,
expression levels of STING were detected by
immunoblotting.

Statistical ~ Analyses. Statistical ~ analyses  were
performed using unpaired, two-tailed Student # test.
P < 0.05 were considered to be statistically significant.

Results

NS4B Suppressed RIG-I, Cardif, and STING-
Mediated  Activation of IFN-B  Expression
Signaling. First, we performed a reporter assay using a
luciferase reporter plasmid regulated by native IFN-f
promoter. Consistent with our previous study,'® over-
expression of NS4B, as well as NS3/4A, inhibited the
IFN-f promoter activation that was induced by
ARIG-I and Cardif, respectively (Fig. 1A). We next
studied whether NS4B targets STING and inhibits
RIG-I pathway—mediated activation of IFN-f produc-
tion. Expression of NS4B protein significantly
suppressed STING-mediated activation of the IFN-f
promoter reporter, whereas expression of NS3/4A
showed no effect on STING-induced IFN-f promoter
activity (Fig. 1A). To study whether NS4B blocks the
STING-mediated DNA-sensing pathway, we per-
formed a reporter assay using a luciferase reporter plas-
mid cotransfection with poly(dA:dT), which is a syn-
thetic analog of B-DNA and has been reported to
induce STING-mediated IEN-f production and
NS4B. NS4B  significantly blocked poly(dA:dT)-
induced IFN-f promoter activation, suggesting that
NS4B may block STING signaling in the DNA-
sensing pathway (Fig. 1A).

Activation of RIG-I signaling induces phosphoryla-
tion of IRF-3, which is a hallmark of IRF-3 activa-
tion.”? Thus, we examined the effects of NS3/4A and
NS4B expression on phosphorylation of IRF-3 by im-
munoblotting analysis. As shown in Fig. 1B, overex-
pression of ARIG-I, Cardif, or STING in HEK293T
cells increased levels of phosphorylated IRF-3 (pIRE-
3). Expression of NS4B impaired the IRF-3 phospho-
rylation that was induced by ARIG-I, Cardif, or
STING. NS3/4A also blocked production of pIRE-3
induced by ARIG-I or Cardif. Intriguingly, NS3/4A
did not block STING-induced pIRF-3 production.
These results demonstrate that both NS3/4A and
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Fig. 1. NS4B suppressed IFN-£ signaling mediated by RIG-I, Cardif, or STING. (A) Plasmids expressing ARIG-I, Cardif, or STING or poly(dA:dT)
as well as NS3/4A or NS4B were cotransfected with plFN-fS-Fluc and pRL-CMV into HEK293T cells. After 24 hours, dual luciferase assays were
performed. Plasmids expressing RIG-IKA, ACARD, or an empty plasmid (pcDNA) were used as a corresponding negative control. The experiments
were performed more than three times and yielded consistent results. The y axis indicates relative IFN-f-Fluc activity. Assays were performed in
triplicate and error bars indicate mean *= SD. *P < 0.05. (B) HEK293T cells were cotransfected with indicated plasmids. On the day after trans-
fection, the cells were lysed and immunoblot analyses were performed. No Tf, transfection-negative controls. pIRF-3 and IRF-3, phosphorylated

and total IRF-3, respectively.

NS4B suppress RIG-I-mediated IFN-f production,
but they do so by targeting different molecules in the
signaling pathway.

Subcellular Localization of NS4B, Cardif, and
STING. We next studied the subcellular localization
of NS4B following its overexpression and measured
the colocalization of NS4B with Cardif and STING in
both HEK293T cells and Huh7 cells by indirect im-
munofluorescence microscopy. NS4B was localized
predominantly in the ER, which is consistent with pre-
vious reports33 (Fig. 2A). Cardif was localized in mito-
chondria but did not colocalize with the ER-resident
host protein disulphide-isomerase (PDI). Interestingly,
Cardif and NS4B colocalized partly at the boundary of

the two proteins, although their original localization
was different (Fig. 2A,C). STING was localized pre-
dominantly in the ER**?*' (Fig. 2B,D). STING colo-
calized partly with Cardif, which is consistent with a
previous report by Ishikawa and Barber®® (Fig. 2B,D).
In cells cotransfected with NS4B and STING expres-
sion plasmids, NS4B colocalized precisely with STING
(Fig. 2B,D). To examine the region of NS4B-STING
interaction, we next observed the two proteins by per-
forming staining for them along with mitochondria-
associated ER membrane (MAM), which is a physical
association with mitochondria®® and has been reported
the site of Cardif-STING association.”* Both NS4B
and STING were adjacent to and partially colocalized
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Fig. 2. Subcellular localization of NS4B, Cardif, and STING. (A-D) Subcellular localization of NS4B, Cardif, and STING in 293T (A,C) and
Huh7 (B,D) cells. (A,C) NS4B-myc (first, second, and fifth panels of A and third panel of C) was transfected, and 24 hours later the cells were
fixed and immunostained with anti-myc. In the third, fourth, and fifth panels of A, and the first and second panels of C, endogenous Cardif was
detected with anti-Cardif antibody. ER was immunostained with anti-PDI antibody (first and third panels of A and first panel of C). Mitochondria
were stained using Mitotracker (second and fourth panels of A and second panel of C). Nuclei were stained with 4',6-diamidino-2-phenylindole
(DAPI). (B,D) STING-HA (all panels) and NS4B-myc (third panels) were transfected, and after 24 hours the cells were fixed and immunostained
with anti-HA or anti-myc, respectively. In the fourth panels, endogenous Cardif was detected with anti-Cardif antibody. ER was immunostained
with anti-PDI antibody (first panels). Mitochondria were stained using Mitotracker (second panels). Nuclei were stained with DAPI. (E) NS4B-myc
and STING-HA were transfected into Huh7 cells and after 24 hours the cells were fixed and immunostained with anti-HA, anti-myc, and anti-
FACL4 (MAM) antibody. Cells were visualized by confocal microscopy. Scale bars indicate 5 um. In each microscopic image, the grade of protein
colocalization in a single cell was quantified and is shown in the graphs at the bottom of each panel. Values are shown as the average colocali-
zation ratio in 8 cells. Error bars indicate the mean + SD.
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with fatty acid-CoA ligase long chain 4 (FACLA4), Protein-Protein Interaction Between NS4B, Car-
which is a MAM marker pr’oteinz's’3 6 (Fig. 2E). These dif;, and STING. Knowing that NS4B was colocalized
findings suggest that NS4B might interact with strongly with STING and only partly with Cardif, we
STING on MAM more strongly than with Cardif. next analyzed direct protein-protein interactions
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between NS4B, Cardif, and STING. To detect those
interactions in living cells, we performed BiFC
assays.”””® We constructed NS4B, Cardif, and STING
expression plasmids that were N- or C-terminally
fused with truncated mKG proteins, respectively. First,
we cotransfected several different pairs of NS4B and
STING expression plasmids that were fused with com-
plementary pairs of N- or C-terminally truncated
mKG. Strong fluorescence by mKG complexes (BiFC
signal) was detected in all pairs of cotransfections, sug-
gesting significant molecular interaction (Fig. 3A). In
flow cytometry, all pairs of NS4B- and STING-mKG
fusion proteins were positive for strong BiFC signal

(Fig. 3B). The percentages of cells positive for BiFC

cells. After 24 hours, the cells were
fixed and immunostained with anti-
mKG and anti-PDI (ER) antibody.
Nuclei were stained with DAPI. Cells
were observed by confocal micros-
copy. Scale bars = 5 um.

PDI

signal were significantly higher in STING-mKG and
NS4B-mKG fusion complexes than in corresponding
controls (Fig. 3C). These results demonstrate that
HCV-NS4B and STING proteins interact with each
other strongly and specifically in cells. Fluorescence
microscopy indicated that N- and C-terminal fusion
of mKG onto NS4B and STING did not affect sub-
cellular localization (Fig. 3D).

We next studied the molecular interaction between
NS4B and Cardif by BiFC assay using NS4B and Car-
dif fusion plasmids that were tagged with complemen-
tary pairs of truncated mKG. Weak fluorescence was
detected in cells transfected with the pairs N-Cardif
and NS4B-C, N-Cardif and C-NS4B, C-Cardif and
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Fig. 4. BiFC assays of Cardif and NS4B. The complementary pairs of N- or C-terminally mKG-fused NS4B and Cardif expression plasmids were
cotransfected in HEK293T cells. After 24 hours, the cells were fixed and observed by confocal microscopy (A) or subjected to flow cytometry to
measure mKG-emitted fluorescence (BIiFC signal) and to count BiFC signal-positive cells (B,C). Plasmids expressing p65-mKGN and p50-mKGC
individually were used as a BiFC-positive control and plasmids expressing N- or C-terminally mKG-fused Rluc were used as a negative control. The
letters N and C denote complimentary N- and C-terminal fragments of mKG, respectively. Assays were performed in triplicate, and error bars indi-
cate the mean == SD. Scale bars indicate 10 um (A). *P < 0.05 compared with corresponding negative controls. (D) Plasmids expressing mKG
fragment-fused STING or NS4B were transfected in HEK293T cells. After 24 hours, the cells were fixed and immunostained with anti-mKG antibody.
Mitochondria were stained using Mitotracker, and nuclei were stained with DAPI. Cells were observed by confocal microscopy. Scale bars = 5 um.

NS4B-N, and C-Cardif and N-NS4B (Fig. 4A,B). The
percentage of cells positive for BiFC signal increased
with the combination of N-Cardif and NS4B-C, and
C-Cardif and NS4B-N (Fig. 4C). Fluorescence micros-
copy indicated that mKG-Cardif, but not Cardif-
mKG, was partially colocalized with mitochondria,
possibly due to disruption of mitochondria anchor

domain by C-terminal fusion with mKG (Fig. 4D).
These results indicate the lack of significant molecular
interactions between NS4B and Cardif.

Binding of NS4B to STING Blocks Molecular
Interaction Between Cardif and STING. It has been
reported that STING binds Cardif directly.zo’22 Thus,
we hypothesized that NS4B, through a competitive
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Fig. 5. Binding of NS4B to STING blocks molecular the interaction between Cardif and STING. (A,C) NS4B expression plasmid was cotrans-
fected with STING or Cardif expression plasmid into HEK293T cells (A) or Huh7 cells (C). After 24 hours, cell lysates were subjected to immuno-
precipitation using anti-HA or anti-Flag and were immunoblotted with anti-myc. (B,D) Cardif and STING expression plasmids were cotransfected
with various amounts of NS4B plasmid in HEK293T cells (B) or Huh7 cells (D). After 24 hours, cells lysates were subjected to immunoprecipita-

tion using anti-Flag and were immunoblotted with anti-HA.

interaction with STING, may hinder the direct molecu-
lar interaction between Cardif and STING. To verify
this hypothesis, we performed immunoprecipitation
assays. First, we transfected plasmids that expressed
NS4B and Cardif, or NS4B and STING, in HEK293T
cells or Huh7 cells, and performed immunoprecipita-
tion. NS4B strongly bound to STING in both
HEK293T cells and Huh7 cells, suggesting specific mo-
lecular interactions, whereas NS4B and Cardif did not
show any obvious interaction (Fig. 5A,C). Consistent
with previous reports, STING and Cardif showed signif-
icant interaction (Fig. 5B,D). Interestingly, those interac-
tions were decreased by coexpression of NS4B, depend-
ing on its input amount, and finally blocked completely
in both HEK293T and Huh7 cells (Fig. 5B,D). Collec-
tively, the results above demonstrate that NS4B disrupts
the interaction between Cardif and STING possibly
through competitive binding to STING.

Effects on HCV Infection and Replication Levels by
STING Knockdown and NS4B Overexpression. We
next studied the impact of STING-mediated IFN pro-
duction and its regulation by NS4B on HCV infection
and cellular replication. First, we transfected three
STING-targeted siRNAs into Huh7/Feo cells (Fig. 6A).
As shown in Fig. 6B, STING knockdown cells conferred
significantly higher permissibility to HCV replication.
We next transfected HCV-JFH1 RNA into Huh7 cells
that were transiently transfected with NS4B. As shown

in Fig. 6C, HCV core protein expression was signifi-
cantly higher in NS4B-overexpressed cells. Furthermore,
HCV replication was increased significantly in Huh7/
Feo cells overexpressing NS4B (Fig. 6D). Taken to-
gether, the results above demonstrate that STING and
NS4B may negatively or positively regulate cellular per-
missiveness to HCV replication.

The N-terminal Domain of NS4B Is Essential for
Suppressing IFN-B Promoter Activity Mediated by
RIG-I, Cardif, and STING. It has been reported that
the N-terminal domain of several forms of flaviviral
NS4B shows structural homology with STING.** We
therefore investigated whether the STING homology
domain in NS4B is responsible for suppression of
IFN- production. We constructed two truncated
NS4B expression plasmids, which covered the N ter-
minus (NS4Bt1-84, amino acids 1 through 84) con-
taining the STING homology domain and the C ter-
minus (NS4Bt85-261, amino acids 85 through 261),
respectively (Fig. 7A). Immunoblotting showed that
NS4Bt1-84 and NS4Bt85-261 yielded protein bands
of ~9 kDa and ~20 kDa, respectively. Aberrant bands
in the truncated NS4B may be due to alternative post-
translational processing. HEK293T cells were trans-
fected with ARIG-I, Cardif, or STING, and NS3/4A
or the truncated NS4B, along with IFN-f-Fluc plas-
mid, and a reporter assay was performed. NS4Bt1-84
significantly suppressed RIG-I, Cardif, and STING-
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Fig. 6. Effects on HCV replication levels by STING knockdown and NS4B overexpression. (A) Effects of siRNA knockdown of STING by siRNA.
Huh7 cells were transfected with STING-targeted siRNAs (siRNA STING-1, -2, and -3, respectively) or negative control siRNA (siRNA NTC). Sev-
enty-two hours after transfection, cells were harvested and expression levels of STING protein were detected by immunoblotting. (B) Huh7 cells
expressing HCV-Feo subgenomic replicon (Huh7/Feo)?”?® were transfected with STING-targeted siRNAs or negative control siRNA. Seventy-two
hours after transfection, cells were harvested, and internal luciferase activities were measured. The y axis indicates luciferase activity shown as a
ratio of transfection-negative control. Assays were performed in triplicate, and error bars indicate the mean + SD. *P < 0.05 compared with cor-
responding negative controls. (C) Empty plasmid or plasmid expressing NS4B was transfected into Huh7 cells. After 24 hours, HCV-JFH1 RNA
was transfected into these cells. Seventy-two hours after virus transfection, HCV core antigen levels in culture medium were measured. Assays
were performed in triplicate, and error bars indicate the mean + SD. *P < 0.05 compared with corresponding negative controls. tf(—), transfec-
tion-negative control. (D) Huh7 cells expressing HCV-Feo replicon (Huh7/Fe0)?”?® were transfected with NS4B expressing plasmid or empty plas-
mid (pcDNA). Forty-eight hours after transfection, internal luciferase activities were measured. The y axis indicates luciferase activity shown as a
ratio of the transfection-negative control. Assays were performed in triplicate, and error bars indicate the mean + SD. *P < 0.05 compared with
corresponding negative controls.

induced IFN-f promoter activity, whereas NS4Bt85- that both NS4Bt1-84 and NS4Bt85-26 colocalized
261 did not (Fig. 7B). These results suggest that the with ER and STING (Fig. 7C).

N-terminal domain of NS4B is responsible for associa- NS4B Suppresses IFN Production Signaling Coop-
ton with STING. Fluorescent microscopy indicated eratively with NS3/4A. It has been reported that
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Fig. 7. The N-terminal domain of NS4B is essential for suppressing IFN-f promoter activity induced by RIG-I, Cardif, or STING. (A) Immuno-
blotting of NS4B and truncated NS4B, NS4B t1-84, and NS4Bt85-216. HEK293T cells were transfected with NS4B or truncated NS4B. After 24
hours, the cells were lysed and immunoblot assays were performed. The band indicated by the pound sign (#) is a truncated NS4B, probably
generated via alternative posttranslational processing. (B) Plasmids expressing ARIG-1, Cardif, or STING as well as NS3/4A or the indicated trun-
cated form of NS4B were cotransfected with pIFN-f-Fluc and pRL-CMV in HEK293T cells. Dual luciferase assays were performed 24 hours after
transfection. Plasmids expressing RIG-IKA, ACARD, or pcDNA were used as negative controls. The y axis indicates IFN-f-Fluc activity shown as
relative values. Assays were performed in triplicate, and error bars indicate the mean = SD. *P < 0.05 compared with corresponding negative
controls. (C) Plasmids expressing NS4Bt1-84-myc of NS4Bt85-261-myc were transfected with or without plasmids expressing HA-STING in
HEK293T cells. After 24 hours, the cells were fixed and immunostained. Nuclei were stained with DAPI. Cells were observed by confocal micros-
copy. Scale bars indicate 5 pm.
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Fig. 8. NS4B suppressed IFN-f production pathway independently of
and cooperatively with NS3/4A. (A) Immunoblotting of Cardif and trun-
cated Cardif (Cardif1-508). HEK293T cells were transfected with Cardif
or truncated Cardif (Cardif1-508). After 24 hours, the cells were lysed
and immunoblot assays were performed. (B) Subcellular localization of
Cardif and truncated Cardif (Cardif1-508). HEK293T cells were immuno-
stained with anti-Cardif antibody or HEK293T cells were transfected with
myc-tagged truncated Cardif (Cardif1-508-myc), and after 24 hours the
cells were immunostained with anti-myc. Mitochondria were stained with
Mitotracker (red) and nuclei were stained with DAPI (blue). Plasmid
expressing myc-tagged truncated Cardif (Cardif1-508) and plasmid
expressing HA-tagged STING were transfected into HEK293T cells. The
cells were immunostained with anti-myc and anti-HA antibodies and an-
alyzed by confocal laser microscopy. Scale bars = 10 um. (C) Plasmids
expressing Cardif or truncated Cardif (Cardif1-508) and plFN-f-Fluc and
pRL-CMV were transfected with or without plasmid expressing NS3/4A or
NS4B into HEK293T cells as indicated. Dual luciferase assays were per-
formed 24 hours after transfection. Plasmid expressing ACARD or
pcDNA was used as a negative control. The y axis indicates IFN-f-Fluc
activity shown as relative values. Assays were performed in triplicate,
and error bars indicate the mean = SD. *P < 0.05.

HCV NS3/4A serine protease cleaves Cardif between
Cys-508 and His-509, releases Cardif from the mito-
chondrial membrane, and blocks RIG-I-induced IFN-
f production. We next assessed whether NS4B sup-
presses IFN-f production in the presence of Cardif
cleaved by NS3/4A protease (Cardif1-508, Fig. 8A).
The truncation of Cardif~C-terminal residue abolished
mitochondrial localization but still colocalized with

HEPATOLOGY, January 2013

STING (Fig. 8B). The reporter assay showed that Car-
dif1-508 induced weak IFN-f activation. Interestingly,
NS4B completely blocked the residual function of the
Cardif1-508 protein to activate IFN-f expression, sug-
gesting an additive effect of NS3/4A and NS4B on the
RIG-I-activating pathway (Fig. 8C).

Discussion

It has been reported that viruses, including HCV, tar-
get IFN signaling to establish persistent replication in
host cells.*® We have reported that NS4B blocks the tran-
scriptional activation of ISRE induced by overexpression
of RIG-T and Cardif, but not by TBK1 or IKKe."” In the
present study, we have shown that NS4B directly and
specifically binds STING, an ER-residing scaffolding
protein of Cardif and TBK1 and an inducer of IFN-f
production (Figs. 3 and 5), and blocked the interaction
between STING and Cardif (Fig. 5B,D) resulting in
strong suppression of RIG-I-mediated phosphorylation
of IRF-3 and expressional induction of IFN-f (Fig. 1).
Furthermore, HCV replication was increased by knock-
down of STING or overexpression of NS4B (Fig. 6).
Taken together, our results demonstrate that HCV-
NS4B strongly blocks virus-induced, RIG-I-mediated
activation of IFN-f production signaling through target-
ing STING, which constitutes a novel mechanism of vi-
ral evasion from innate immune responses and establish-
ment of persistent viral replication.

Our results also showed that the effects of NS4B on
the RIG-I signaling were independent of NS3/4A-
mediated cleavage of Cardif. Reporter assays showed
that a cleaved form of Cardif (Cardif1-508) partially
retained activity for the induction of IFN-f promoter
activation. The residual IFN-f promoter activation
was suppressed almost completely by NS4B but not by
NS3/4A (Fig. 8C). These findings show that there are
at least two mechanisms by which HCV can abrogate
RIG-I-mediated IFN production signaling to accom-
plish abrogation of cellular antiviral responses.

NS4B and STING are ER proteins,”>?"*® whereas
Cardif is localized on the outer mitochondrial mem-
brane.” Consistent with those reports, our immuno-
staining experiments demonstrated that most NS4B
protein colocalized with STING (Fig. 2), and their asso-
ciation was localized on MAM (Fig. 2E). In addition to
the significant colocalization of STING and NS4B,
STING partially colocalized with Cardif at the bound-
ary region of the two proteins (Fig. 2B). Furthermore,
immunoprecipitation experiments showed that overex-
pression of NS4B completely blocked the interaction of
STING with Cardif (Fig. 5B). Ishikawa et al? reported
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that STING could associate with Cardif by MAM inter-
action. Castanier et al.*’ reported that Cardi-STING
interaction was enhanced in cells with elongated mito-
chondria. In addition, Horner et al.***® observed NS3/
4A targeting of MAM-anchored synapse and cleavage of
Cardif at MAM but not in mitochondria. These results
led us to speculate that interaction between STING and
Cardif was enhanced by altering their subcellular local-
ization during viral infection and that NS4B inhibits
Cardif activation by interfering with the association
between STING and Cardif on MAM-like NS3/4A
behavior against host innate immunity.

HCV-NS4B is an ER-localized 27-kDa protein with
several functions in the HCV life cycle. Cellular expres-
sion of NS4B induces convolution of the ER membrane
and formation of 2 membranous web that harbors HCV
replicase complex.***> NS4B also has RNA-binding
capacity.*® In addition, several point mutations of NS4B
were found to alter viral replication activity.>**®*” The
studies above indicate that NS4B provides an important
protein-protein or protein-RNA interaction platform
within the HCV replication complex and is essential for
viral RNA replication. However, there are few reports
on the involvement of NS4B with antiviral immune
responses. Consistent with our previous study, Mor-
iyama et al.*® reported that NS4B partially inhibited
dsRNA-induced but not TRIF-induced activation of
IFN-p. In NS4B-expressing cells, IFN-o induced activa-
tion of STAT1 was suppressed.*” The present study has
demonstrated that NS4B functions against the host IFN
response, such that NS4B directly interacts with STING
and suppresses downstream signaling, resulting in the
induction of IFN production.

STING contains a domain homologous to the N
terminus of NS4B derived from several flaviviruses,
including HCV. In our previous NS4B truncation
assay, the NS4B N-terminal domain (amino acids
1-110) was important for suppression of RIG-I-
induced IFN-f expression.’” Consistent with these
results, N-terminally truncated NS4B (NS4Bt1-84)
significantly suppressed STING and Cardif-induced
IFN-f promoter activation, whereas the C terminus of
NS4B (NS4Bt85-261) did not (Fig. 7). These results
reinforce our hypothesis that NS4B binds STING at
its homology domain and blocks the ability of STING
to induce IFN-f production.

A small molecule inhibitor of NS4B has been devel-
oped and is under preliminary clinical trials.”® Einav
et al.’! identified clemizole hydrochloride, an HI1
histamine receptor antagonist, as an inhibitor of the
RNA-binding function of NS4B and HCV RNA repli-

cation. A phase 1B clinical trial of clemizole in hepati-
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tis C patients has been completed.”® Other two NS4B
inhibitors which are a compound of amiloride analog
and anguizole are under preclinical development.’®>*
The possibility remains that such NS4B inhibitors
may suppress HCV replication partly through inhibi-
ting the ability of NS4B to suppress IFN-f production
and restore cellular antiviral responses.

In conclusion, IFN production signaling induced by
HCV infection and mediated by RIG-I is suppressed
by NS4B through a direct interaction with STING.
These virus-host interactions help to elucidate the
mechanisms of persistent HCV infection and consti-
tute a potential target to block HCV infection.
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Discrete Nature of ECAM™ and CD90™" Cancer Stem
Cells in Human Hepatocellular Carcinoma

Taro Yamashita,' Masao Honda,' Yasunari Nakamoto," Masayo Baba,' Kouki Nio,' Yasumasa Hara,'
Sha Sha Zeng,' Takehiro Hayashi,' Mitsumasa Kondo,' Hajime Takatori,' Tatsuya Yamashita,'
Eishiro Mizukoshi,' Hiroko Ikeda,' Yoh Zen,' Hiroyuki Takamura,' Xin Wei Wang,? and Shuichi Kaneko'

Recent evidence suggests that hepatocellular carcinoma (HCC) is organized by a subset of
cells with stem cell features (cancer stem cells; CSCs). CSCs are considered a pivotal target
for the eradication of cancer, and liver CSCs have been identified by the use of various
stem cell markers. However, little information is known about the expression patterns and
characteristics of marker-positive CSCs, hampering the development of personalized CSC-
targeted therapy. Here, we show that CSC markers EpCAM and CD90 are independently
expressed in liver cancer. In primary HCC, EpCAM* and CD90" cells resided distinc-
tively, and gene-expression analysis of sorted cells suggested that EpCAM™ cells had fea-
tures of epithelial cells, whereas CD90" cells had those of vascular endothelial cells.
Clinicopathological analysis indicated that the presence of EpCAM™ cells was associated
with poorly differentiated morphology and high serum alpha-fetoprotein (AFP), whereas
the presence of CD90™ cells was associated with a high incidence of distant organ metasta-
sis. Serial xenotransplantation of EpCAM™*/CD90" cells from primary HCCs in immune-
deficient mice revealed rapid growth of EpCAM™ cells in the subcutaneous lesion and a
highly metastatic capacity of CD90™ cells in the lung. In cell lines, CD90" cells showed
abundant expression of c-Kit and iz vitro chemosensitivity to imatinib mesylate. Further-
more, CD90™ cells enhanced the motility of EpCAM™ cells when cocultured iz vitro
through the activation of transforming growth factor beta (TGF-f) signaling, whereas
imatinib mesylate suppressed TGFBI expression in CD90" cells as well as CD90"
cell-induced motility of EpCAM ™ cells. Conclusion: Our data suggest the discrete nature
and potential interaction of EpCAM™ and CD90" CSCs with specific gene-expression
patterns and chemosensitivity to molecular targeted therapy. The presence of distinct
CSCs may determine the clinical outcome of HCC. (HeratoLoGy 2012;00:000-000)

he cancer stem cell (CSC) hypothesis, which
suggests that a subset of cells bearing stem-
cell-like features is indispensable for tumor
development, has recently been put forward
subsequent to advances in molecular and stem cell
biology. Liver cancer, including hepatocellular carci-

noma (HCC), is a leading cause of cancer death
worldwide." Recent studies have shown the existence
of CSCs in liver cancer cell lines and primary HCC
specimens using various stem cell markers.”” Inde-
pendently, we have identified novel HCC subtypes
defined by the hepatic stem/progenitor cell markers,

Abbreviations: 5-FU, fluorouracil; Abs, antibodies; AFE alpha-fetoprotein; CK-19, cytokeratin-19; CSC, cancer stem cell; DNs, dysplastic noduless EMT,
epithelial mesenchymal transition; EpCAM; epithelial cell adhesion molecule; FACS, fluorescent-activated cell sortingg HBY, hepatitis B virus; HCC, hepatocellular
carcinoma; HCV, hepatitis C virus; HSCs, hepatic stem cells; IE immunofluorescence; IHC, immunobistochemistry; IR, immunoreactivity; MDS, multidimensional
scalingg NBNC, non-B, non-C hepatitis. NOD/SCID, nonobese diabetic, severe combined immunodeficient; NT, nontumor; OV-1, ovalbumin I; qPCR,
quantitative real-time polymerase chain reaction; SC, subcutaneous; Smad3, Mothers against decapentaplegic homolog 3; TECs, tumor epithelial cells TGF-f3,
transforming growth factor beta; TIN, tumorinontumor; VECs, vascular endothelial cells VM, vasculogenic mimicry; VEGFR, vascular endothelial growth factor
receptor.
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epithelial cell adhesion molecule (EpCAM) and alpha-
fetoprotein (AFP), which correlate with distinct gene-
expression signatures and prognosis.*” EpCAM™
HCC cells isolated from primary HCC and cell lines
show CSC features, including tumorigenicity, invasive-
ness, and resistance to fluorouracil (5-FU).'® Similarly,
other groups have shown that CD133", CD90%, and
CD13" HCC cells are also CSCs, and that EpCAM,
CD90, and CD133 are the only markers confirmed to
enrich CSCs from primary HCCs thus far.>>'°
Although EpCAM™, CD90", and CD133" cells
show CSC features, such as high tumorigenicity, an
invasive nature, and resistance to chemo- and radiation
therapy, it remains unclear whether these cells repre-
sent an identical HCC population and whether they
share similar or distinct characteristics. In this study,
we used fluorescent-activated cell sorting (FACS),
microarray, and immunohistochemistry (IHC) techni-
ques to investigate the expression patterns of the repre-
sentative liver CSC markers CD133, CD90, and
EpCAM in a total of 340 HCC cases and 7 cases of
mesenchymal liver tumors. We further explored gene-
and protein-expression patterns as well as tumorigenic
capacity of sorted cells isolated from 15 primary
HCCs and 7 liver cancer cell lines in an attempt to
identify the molecular portraits of each cell type.

Materials and Methods

Clinical Specimens. HCC samples were obtained
with informed consent from patients who had under-
gone radical resection at the Liver Center in Kanazawa
University Hospital (Kanazawa, Japan), and tissue
acquisition procedures were approved by the ethics
committee of Kanazawa University. A total of 102
formalin-fixed and paraffin-embedded HCC samples,
obtained from 2001 to 2007, were used for IHC analy-
ses. Fifteen fresh HCC samples were obtained between
2008 and 2012 from surgically resected specimens and
an autopsy specimen and were used immediately to
prepare single-cell suspensions and xenotransplantation
(Table 1). Seven hepatic stromal (three
cavernous hemangioma, two hemangioendothelioma,
and two angiomyolipoma) were formalin fixed and
paraffin embedded and used for IHC analyses.

tumors

HEPATOLOGY, Month 2012

Table 1. Clinicopathological Characteristics of HCC Cases
Used for Xenotransplantation

Age/ Tumor Histological AFP DcP
D Sex Etiology Size (cm) Grade (ng/mL) (IU/mL)
P1 77/M  Alcohol 12.0 Moderate 198 322
P2 61/F NBNC 11.0 Moderate 12 3,291
P3 66/M NBNC 2.2 Moderate 13 45
P4 65/M HCV 42 Poor 13,700 25,977
P5 52/M HBV 6.0 Moderate 29,830 1,177
P6 60/M HCV 2.7 Poor 249 185
P7 79/F HBV 4.0 Poor 46,410 384
P8 T1/F NBNC 5.5 Moderate 17,590 562
P9 71/M Alcohol 7.0 Poor 3,814 607
P10 51/M HBV 2.2 Well <10 21
P11 71/M Alcohol 2.1 Well <10 11
P12 60/M HBV 10.8 Poor 323 2,359
P13 66/M HCV 2.8 Moderate 11 29
P14 71/M HCV 7.2 Moderate 235,700 375,080
P15 75/M HBV 5.5 Poor <10 97

Abbreviation: DCP, des-gamma-carboxy prothrombin.

Additional details of experimental procedures are
available in the Supporting Information.

Results

EpCAM, CDI133, and CD90 Expression in
HCC. We first evaluated the frequencies of three rep-
resentative  CSC  markers (EpCAM+, CD90", and
CD133% cells) in 12 fresh primary HCC cases surgi-
cally resected by FACS (representative data shown in
Fig. 1A). Clinicopathological characteristics of primary
HCC cases are shown in Table 1. We noted that
frequency of EpCAM™, CD90", and CD133" cells
varied between individuals. Abundant CD90" (7.0%),
but almost no EpCAM™, cells (0.06%, comparable to
the isotype control) were detected in P2, whereas few
CD90" (0.6%), but abundant EpCAM™, cells
(17.5%) were detected in P4. Very small populations
of EpCAM™ (0.09%), CD90™ (0.04%), and CD133™
cells (0.05%) were found in P12, but they were almost
nonexistent in P8, except for CD90™ cells (0.08%)
(Fig. 1A). We further evaluated the expression of
EpCAM, CD90, and CD133 in xenografts obtained
from surgically resected samples (P13 and P15) and an
autopsy sample (P14). As a whole, compared to the
isotype control, 7 of 15 HCCs contained definite
EpCAM™ cells (46.7%), whereas only 3 HCCs

Address reprint requests to: Taro Yamashita, M.D., Ph.D., Department of General Medicine, Kanazawa University Hospital, 13-1 Takara-Machi, Kanazawa,
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Fig. 1. Gene-expression profiles of CSC marker-positive HCCs. (A) FACS analysis of primary HCCs stained with fluorescent-labeled Abs against
EpCAM, CD90, or CD133. (B) Multidimensional scaling analysis of 172 HCC cases characterized by the expression patterns of EpCAM, CD133,
and CD90. Red, EpCAM™ CD90~ CD133™ (n = 34); orange, EpCAM™ CD90™ CD133™ (n = 10); light blue, EpCAM™ CD90™ CD133™ (n =
49); blue, EpCAM™ CD90™ CD133™ (n = 79). HCC specimens were clustered in specific groups with statistical significance (P < 0.001). (C)
Expression patterns of well-known hepatic stem/progenitor markers in each HCC subtype, as analyzed by microarray. Red bar, EpCAM™; orange
bar, CD1337; light blue bar, CD90™; blue bar, EpCAM™ CD90~ CD133. (D) Hierarchical cluster analysis based on 1,561 EpCAM/CD90/
CD133-coregulated genes in 172 HCC cases. Each cell in the matrix represents the expression level of a gene in an individual sample. Red and
green cells depict high and low expression levels, respectively, as indicated by the scale bar. (E) Pathway analysis of EpCAM/CD90/CD133-
coregulated genes. Canonical signaling pathways activated in cluster A (red bar), cluster B (orange bar), or cluster C (light blue bar) with
statistical significance (P < 0.01) are shown. (F) Expression patterns of representative genes differentially expressed in EpCAM/CD20/CD133
HCC subtypes. Red bar, EpCAM™; orange bar, CD133™; light blue bar, CD90™; blue bar, EpxCAM™ CD133~ CD90™.
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Table 2. Tumorigenic Capacity of Unsorted, EpCAM ™, TABLE 2. (Continued)
EpCAM ™, CD90™, and CD90~ Cells From Primary
Tumor
HCCs and Xenografts Cell Formation
. €D133  CD90  EpCAM  Surface  Numb
cell _umor Sample (%) (%) (%) Marker  of Cells  2M  3M
Somnt °°;33 °‘;9° E"f;:‘” sn:'f:(“e “f‘"é"':' PR SE 0 003 677 EpCAM* 5x 10° 4/4 NA
ample (%) (%) (%) arker of Cells 5 % 10° 3/3 NA
P1 0 3.1 0 Unsoted 1 x 10" 0/5 0/5 5x 10 3/3 NA
cD90* 1 x10° 0/5 0/5 EpCAM™ 5 x 10° 0/4  NA
D90~ 1 x 10° 0/5 0/5 5x10° 0/3 NA
P2 006 7.0 006 Unsorted 1x 107 0/5 0/5 5% 10° 0/3 NA
cp90t 1 x10° 0/5 0/5 Pl4 240  0.06 3.1 EpCAMT 5 x 10° 4/5 NA
D90~ 1 x 10° 0/5  0/5 EpCAM™ 5 x 10° 2/5 NA
P3 0 13 0 Unsorted 1 x 10° 0/2 0/2 P15 0 245 0 €D90* 5 x 10° 3/4  NA
cD90* 1 x 10* 0/4 0/4 5x10° 1/3 NA
€D90~ 1x10* 0/4 0/4 5% 102 1/3 NA
P4 0 0.6 17.5 Unsorted 1 x 10° 3/4  4/4 CD90™ 5x 10* 2/4 NA
EpCAMT 1 x 10° 0/3  2/3 5x10° 1/3 NA
1x10* 3/4 4/4 5x 102 0/3 NA
1x10° 3/3 3/3 4
cDag+ 1 % 103 0;3 0§3 NA, not available.
1x10* 0/4 0/4
5
EpCAV- i : 183 gj g 8; g contained definite CD133" cells (20%) (Table 2).
CD90~ CD90™ cells were detected at variable frequencies in
1x10* o4 o/4 all 15 HCCs analyzed.
5 ..
o5 0 08 297  Unsorted 1 X igs g; : 8; :; To explore the status of these CSC marker-positive
. . nsore X . . e .
ECAM* 1 10° 0/5 0/5 cells in HCC in a large cohort, we utilized oligo-DNA
cD90* 1 x10° 0/5 0/5 microarray data from 238 HCC cases (GEO accession
Eggg’g: 1x10° 0/5 0/5 no.: GSE5975) to evaluate the expression of EPCAM
o6 0 0.7 0 Unsoned 1 x 10° 02 02 (encoding EpCAM and (;DSZG), THY] (encoding
90t  1x10* o/4 o4 CD90), and PROMI (encoding CD133) in whole HCC
€D90™ 1 x 10: 0/4 0/4 tissues and nontumor (NT) tissues. Because previous
il 138 45 a4 g;z%t:f ;iigz (2); g (2);:25 studies demonstrated that CD133% and CD90™ cells
1x10° o3 13 were detected at low frequency (~13.6% by CD133
1x10° 2/4 4/4 staining and ~6.2% by CD90 staining) in HCC, but
—+ 2 . . . .ye
CDso 2 x 103 0/3  0/3  \vere almost nonexistent in NT liver (4, 5),4’5 we utilized
1 x 10 0/3  0/3 . .
1« 10° o4 o4 tumor/nontumor (T/N) gene-expression ratios to detect
EpcAM~  1x10° 0/3 073 the existence of marker-positive CSCs in tumor. Accord-

CD90™ ingly, we showed that a 2-fold cutoff of T/N ratios of

4
1i185 gﬁi g;i EPCAM . s.uccessﬁ.llly9 1?)tratiﬁes HCC samples with
P8 0 008 0  Unsoted 1x10° o/4 o4 EpCAM™ liver CSCs.”
CD90* 1 x 10: 0/3 0/3 A total of 95 (39.9%), 110 (46.2%), and 31
CD90™ 1 x 10 0/3  0/3
" o 026 0 Unsorted 1 10° O/4  O/4 (13.0%)+0f the 2%_8 HCC cases were thus regarded' as
cD90™ 1 x 10° 0/3 0/3 EPCAM s CD9O s and CD133 HCCS (T/N ratios:
CD90~ 1 x 102 0/3 0/3 >2.0), respectively. As observed in the FACS data
P10 o om0 Ué‘;ggid i : 183 gﬁ g g/ ‘3‘ described above, we detected coexpression of EpCAM
o0~ 1x10¢ o3 os and CDY0 in 45 HCCs (18.9%), EpCAM and CD133
P11 0 01 154  Unsoied 5 x10° 072 o2 in five HCCs (2%), CD90 and CD133 in five HCCs
EPCAM: 1x 102 0/3 0/3  (2%), and EpCAM, CD90, and CD133 in 11 HCCs
Eggia_ 1 : 184 gg gg (4.6%). To clarify the characteristics of gene-expression

CD90~ signatures specific to stem cell marker expression status,

P12 006 005 009  Unsoed 1 x 10?3 0/3  3/3 we selected 172 HCC cases expressing a single CSC
X g;j iﬁi marker (34 EpCAM™ CD90~ CD133, 49 EpCAM™
1 x10¢ o3 33 CD90" CDI337, and 10 EpCAM~ CD90™

CD133™) or all marker-negative HCCs (79 EpCAM™

(Continued) — _ . . .
CD90™ CD1337). A class-comparison analysis with
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univariate F tests and a global permutation test
(x10,000) yielded a total of 1,561 differentially
expressed genes. Multidimensional scaling (MDS) analy-
sis using this gene set indicated that HCC specimens
were clustered in specific groups with statistical signifi-
cance (P < 0.001). Close examination of MDS plots
revealed three major HCC subtype clusters: all marker-
negative HCCs (blue spheres); EpCAM single-positive
HCCs (red spheres); and CD90 single-positive HCCs

(light blue spheres). CD133" HCCs (orange
spheres) were rare, relatively scattered, and not clustered
(Fig. 1B).

We examined the expression of representative he-
patic stem/progenitor cell markers AFP, KRT19, and
DLKI] in HCCs with regard to the gene-expression
status of each CSC marker (Fig. 1C). All three
markers were up-regulated in EpCAM™ and CD133™
HCCs, compared with all marker-negative HCCs,
consistent with previous findings.'”'' However, we
found no significant overexpression of AFR KRTI9,
and DLK7 in CD90™ and all marker-negative HCCs.

Hierarchical cluster analyses revealed three main
gene clusters that were up-regulated in EpCAM™
HCCs (cluster A, 706 genes), EpCAM+ or CD133"
HCCs (cluster B, 530 genes), and CD90™ or
CD133" HCCs (cluster C, 325 genes) (Fig. 1D).
Pathway analysis indicated that the enriched genes in
cluster A (red bar) were associated with chromatin
modification, cell-cycle regulation, and Wnt/f-catenin
signaling (Fig. 1E). Genes associated with messenger
RNA processing were enriched in clusters A (red bar)
and B (orange bar). Surprisingly, genes in cluster C
were significantly associated with pathways involved in
blood-vessel morphogenesis, angiogenesis, neurogene-
sis, and epithelial mesenchymal transition (EMT)
(light blue bar). Close examination of genes in each
cluster suggested that known hepatic transcription fac-
tors (FOXAI), Wnt regulators (7CF7L2 and DKKI),
and a hepatic stem cell marker (CD24) were domi-
nantly up-regulated in EpCAM™ and CD133" HCCs
(Fig. 1F). By contrast, genes associated with blood-ves-
sel morphogenesis (77E! and FLTI), EMT (TGFBI),
and neurogenesis (IVES) were activated dominantly in
CD90" HCCs and CD133™" HCCs.

CD90" HCC Cells Share Features With Mesen-
chymal Vascular Endothelial Cells. Because CD133™
HCCs were relatively rare and constituted only 13%
(microarray cohort) to 20% (FACS cohort) of all
HCC samples analyzed, we focused on the characteri-
zation of EpCAM and CD90. To clarify the cell iden-
tity of EpCAM™ or CD90™ cells in primary HCCs,
we performed IHC analysis of 18 needle-biopsy
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specimens of premalignant dysplastic nodules (DN),
102 surgically resected HCCs, and corresponding NT
liver tissues. When examining the expression of
EpCAM and CD90 in cirrhotic liver tissue by double-
color THC analysis, we found that EpCAM™ cells and
CD90™ cells were distinctively located and not colo-
calized (Supporting Fig. 1A). Immunoreactivity (IR) to
anti-CD90 antibodies (Abs) was detected in vascular
endothelial cells (VECs), inflammatory cells, fibro-
blasts, and neurons, but not in hepatocytes or cholan-
giocytes, in the cirrhotic liver (Supporting Fig. 1B,
panels a,b). IR to ant-EpCAM Abs was detected in
hepatic progenitors adjacent to the periportal area and
bile duct epithelial cells in liver cirrhosis (Supporting
Fig. 1B, panels c,d).

IR to anti-EpCAM Abs was detected in 37 of 102
surgically resected HCCs (Fig. 2A, panel b), but not
in 18 DNs (Fig. 2A, panel a). By contrast, no tumor
epithelial cells (TECs) showing IR to anti-CD90 Abs
were found in any of the 18 DNs or 102 HCCs
examined (Fig. 2A, panels c,d). However, we identified
CD90" cells that were morphologically similar to
VEC:s or fibroblasts within the tumor nodule in 37 of
the 102 surgically resected HCC tissues (>5% positive
staining in a given area). IR to anti-CD90 Abs was
also detected in hepatic mesenchymal tumors (Sup-
porting Fig. 1C, panels a-c), indicating that CD90 is
also a marker of liver stromal tumors.

Double-color THC and immunofluorescence (IF)
analysis confirmed the distinct expression of EpCAM
and CD90 in HCC (Fig. 2B), consistent with the
FACS data (Fig. 1A). Quantitative real-time polymer-
ase chain reaction (QPCR) analysis of sorted EpCAM™,
CD90", and EpCAM™ CD90™ cells after CD45™ cell
depletion indicated that the hepatic stem/progenitor
markers, AFP and KRT19, were up-regulated in
EpCAM™ cells (red bar), whereas the mesenchymal
markers, KIT and FLT1, were up-regulated in CD90™"
cells (orange bar), compared with EpCAM™ CD90™
cells (blue bar) (Fig. 2C). The hepatocyte marker,
CYP3A4, was down-regulated in EpCAM+ cells and
not detected in CD90V cells, compared with
EpCAM™ CD90™ cells. POUSFI and BMII were
equally up-regulated in both EpCAM™ and CD90™
cells, compared with EpCAM™ CD90 ™ cells.

EpCAM and CD90 were independently and
distinctively expressed in different cellular lineages, so
we evaluated the staining of EpCAM and CD90 sepa-
rately and analyzed the clinicopathological characteris-
tics of surgically resected HCC cases. HCCs were
regarded marker positive if >5% positive staining was
detected in a given area. The existence of EpCAM™
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cells (>5%) was characterized by pootly differentated
morphology and high serum AFP values with a tend-
ency for portal vein invasion, whereas the existence of
CD90™ cells (>5%) was associated with poorly differ-
entiated morphology and a tendency for large tumor
size (Supporting Tables 2 and 3). Notably, the exis-
tence of CD90™ cells was associated with a high inci-
dence of distant organ metastasis, including lung,
bone, and adrenal gland, within 2 years after surgery,
whereas EpCAM™ cell abundance appeared unrelated
to distant organ metastasis.

We evaluated the characteristics of EpCAM+ or
CD90* cells in seven representative HCC cell lines.
Morphologically, all EpCAM™ cell lines (HuHI,
HuH7, and Hep3B) showed a polygonal, epithelial
cell shape, whereas three of four CD907" cell lines
(HLE, HLE and SK-Hep-1) showed a spindle cell
shape (Fig. 3A). EpCAM™ cells were detected in
11.5%, 57.7%, and 99.6% of sorted HuH1, HuH7,

B2 EpCAM CDA45™ CDSO™
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Fig. 2. Distinct EpCAM™ and
CD90™ cell populations in HCC.
(A) Representative images of
EpCAM and CD90 staining in
dysplastic nodule (panels a,c)
and HCC (panels b,d) by IHC
analysis (scale bar, 50 um).
EpCAM (panels a,b) and CD90
(panels c¢,d) immunostaining is
depicted. (B) Upper panel: rep-
resentative images of EpCAM
(red) and CD90 (brown) double
staining in HCC by IHC (scale
bar, 50 um). Lower panel: repre-
sentative images of EpCAM
(green) and CD90 (red) staining
with  4’6-diamidino-phenylindole
(DAPI) (blue) in HCC by IF (scale
bar, 50 um). (C) gqPCR analysis
of sorted EpCAM™ (red bar),
CD90™ (orange bar), or EpCAM™
CD90™ (blue bar) derived from
a representative primary HCC.
Experiments were performed in
triplicate, and data are shown as
mean =* standard error of the
mean.
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and Hep3B cells, respectively. A small CD90 cell
population (0.66%) was observed in PLC/PRL/5,
whereas 91.3%, 10.8%, and 59.0% of CD90" cells
were detected in HLE, HLE and SK-Hep-1, respec-
tively. Compared with primary HCCs, only EpCAM™
or CD90™ cells were detected in liver cancer cell lines
under normal culture conditions (Fig. 3B), suggesting
that these cell lines contain a relatively pure cell popu-
lation most likely obtained by clonal selection through
the establishment process.

A class-comparison analysis with univariate # tests
and a global permutation test (x10,000) of microarray
data yielded two main gene clusters up-regulated in
EpCAM™* cell lines (HuH1, HuH7, and Hep3B)
(cluster 1, 524 genes) or in CD90" cell lines (HLE,
HLE and SK-Hep-1) (cluster II, 366 genes) (Fig. 3C).
PLC/PRL/5 showed intermediate gene-expression pat-
terns between EpCAM™ and CD90" cell lines using
this gene set. Pathway analysis indicated that the genes
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