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FIGURE LEGENDS

Fig. 1 Clinical course of HBV-infected patients treated with lamivudine. “X” indicates the emergence

of lamivudine resistance. Asterisks indicate patients selected for HBV nucleotide sequence analysis.

Fig. 2 Codon differences in each viral ORF between lamivudine sensitive and resistant groups. The
differences are indicated by a vertical line representing the inverse of the P value. (a) pre-S1/S2, and S
OREF, (b) polymerase ORF, (c) precore and core ORFs, (d) X ORF.

Although a few genotype A and B viruses were included in the analysis, for convenience, the
sequences are numbered according to the system for genotype C HBV. Viral amino acids are numbered
according to the adopted standardized numbering system for the HBV polymerase [Stuyver et al.,

2001].

Fig. 3 Kaplan-Meier analysis of relationship of substitutions with the emergence of lamivudine
resistance.

The sequences are numbered according to the system for genotype C HBV.

Fig. 4 Amino acid sequence alignment of the pre-S1, pre-S2, and polymerase ORFs associated with
the lamivudine resistance. Duration of the LAM administration indicates the period for HBV to
become LAM resistant in the resistant group, while it indicates the overall observation period in the
non-resistant group. Above the sequences observed in each patient, representative viral sequences of
genotype A, B, and C around those areas also are shown to indicate genotype-specific viral amino

acids.

(a) Part of pre-S1 ORF.
(b) Part of pre-S2 ORF.

(c) Part of polymerase ORF.

14/21
John Wiley & Sons

- 303 -



OCONDDWN -

Journal of Medical Virology

Sueki et al.

REFERENCES

Andersson KL, Chung RT. 2009. Monitoring during and after antiviral therapy for hepatitis B. Hepatology
49:8166-173.

Bauer T, Weinberger K, Jilg W. 2002. Variants of two major T cell epitopes within the hepatitis B surface
antigen are not recognized by specific T helper cells of vaccinated individuals. Hepatology
35:455-465.

Carey I, Harrison PM. 2009. Monotherapy versus combination therapy for the treatment of chronic
hepatitis B. Expert Opin Investig Drugs 18:1655-1666.

Chaudhuri V, Tayal R, Nayak B, Acharya SK, Panda SK. 2004. Occult hepatitis B virus infection in chronic
liver disease: full-length genome and analysis of mutant surface promoter. Gastroenterology
127:1356-1371.

Chen CH, Lee CM, Lu SN, Changchien CS, Wang JC, Wang JH, Hung CH, Hu TH. 2006a. Comparison of
sequence changes of precore and core promoter regions in HBeAg-positive chronic hepatitis B
patients with and without HBeAg clearance in lamivudine therapy. ] Hepatol 44:76-82.

Chen CJ, Yang HI, Su J, Jen CL, You SL, Lu SN, Huang GT, Iloeje UH. 2006b. Risk of hepatocellular
carcinoma across a biological gradient of serum hepatitis B virus DNA level. JAMA 295:65-73.

Chen EQ, Wang L.C, Lei J, Xu L, Tang H. 2009. Meta-analysis: adefovir dipivoxil in combination with
lamivudine in patients with lamivudine-resistant hepatitis B virus. Virol J 6:163.

Cooper A, Paran N, Shaul Y, 2003. The earliest steps in hepatitis B virus infection. Biochim Biophys Acta
1614:89-96.

De Meyer S, Gong ZJ, Suwandhi W, van Pelt J, Soumillion A, Yap SH. 1997. Organ and species specificity
of hepatitis B virus (HBV) infection:-a review of literature with a special reference to preferential
attachment of HBV to human hepatocytes. J Viral Hepat 4:145-153.

Fang ZI, Sabin CA, Dong BQ, Wei SC, Chen QY, Fang KX, Yang JY, Huang J, Wang XY, Harrison TJ.
2008. Hepatitis B virus pre-S deletion mutations are a risk factor for hepatocellular carcinoma: a
matched nested case-control study. J Gen Virol 89:2882-2890.

Gao ZY, Li T, Wang J, Du JM, Li YJ, Li J, Lu FM, Zhuang H. 2007. Mutations in preS genes of genotype C
hepatitis B virus in patients with chronic hepatitis B and hepatocellular carcinoma. J Gastroenterol
42:761-768.

Ghany MG Doo EC. 2009. Antiviral resistance and hepatitis B therapy. Hepatology 49:S174-184.

Tlogje UH, Yang HI, SuJ, Jen CL, You SL, Chen CJ. 2006. Predicting cirrhosis risk based on the level of
circulating hepatitis B viral load. Gastroenterology 130:678-686.

Kay A, Zoulim F. 2007. Hepatitis B virus genetic variability and evolution. Virus Res 127:164-176.

Kobayashi M, Suzuki F, Akuta N, Yatsuji H, Hosaka T, Sezaki H, Kawamura Y, Suzuki Y, Arase Y, Ikeda K,
Mineta R, Iwasaki S, Watahiki S, Kumada H. 2009. Correlation of YMDD mutation and
breakthrough hepatitis with hepatitis B virus DNA and serum ALT during lamivudine treatment.
Hepatol Res 40:125-34.

Leung N. 2000. Liver disease-significant improvement with lamivudine. J Med Virol 61:380-385.

Leung NW, Lai CL, Chang TT, Guan R, Lee CM, Ng KY, Lim SG, Wu PC, Dent JC, Edmundson S,
Condreay LD, Chien RN. 2001. Extended lamivudine treatment in patients with chronic hepatitis
B enhances hepatitis B e antigen seroconversion rates: results after 3 years of therapy. Hepatology
33:1527-1532.

Lian M, Zhou X, Chen B, Li C, Gu X, Luo M, Zheng X. 2008. Identification of the critical regions in
hepatitis B virus preS required for its stability. J Pept Sci 14:307-312.

Liang TJ. 2009. Hepatitis B: the virus and disease. Hepatology 49:S13-21.

Liaw YF, Leung NW, Chang TT, Guan R, Tai DI, Ng KY, Chien RN, Dent J, Roman L, Edmundson S, Lai
CL. 2000. Effects of extended lamivudine therapy in Asian patients with chronic hepatitis B. Asia
Hepatitis Lamivudine Study Group. Gastroenterology 119:172-180.

Liaw YF, Sung JJ, Chow WC, Farrell G, Lee CZ, Yuen H, Tanwandee T, Tao QM, Shue K, Keene ON,
Dixon JS, Gray DF, Sabbat J. 2004. Lamivudine for patients with chronic hepatitis B and advanced
liver disease. N Engl J Med 351:1521-1531.

Lim SG, Mohammed R, Yuen MF, Kao JH. 2009. Prevention of hepatocellular carcinoma in hepatitis B
virus infection. J Gastroenterol Hepatol 24:1352-1357.

Ling R, Mutimer D, Ahmed M, Boxall EH, Elias E, Dusheiko GM, Harrison TJ. 1996. Selection of
mutations in the hepatitis B virus polymerase during therapy of transplant recipients with
lamivudine. Hepatology 24:711-713.

1521
John Wiley & Sons

- 304 -

Page 16 of 21



Page 17 of 21

WoO~NOOOTAWN-—~

Journal of Medical Virology
Sueki et al.

Lok AS, Lai CL, Leung N, Yao GB, Cui ZY, Schiff ER, Dienstag JL., Heathcote EJ, Little NR, Griffiths DA,
Gardner SD, Castiglia M. 2003. Long-term safety of lamivudine treatment in patients with chronic
hepatitis B. Gastroenterology 125:1714-1722,

NiY, Sonnabend J, Seitz S, Urban S. 2010.The pre-s2 domain of the hepatitis B virus is dispensable for
infectivity but serves a spacer function for L-protein-connected virus assembly. I Virol
84:3879-3888.

Ohkawa K, Takehara T, Kato M, Deguchi M, Kagita M, Hikita H, Sasakawa A, Kohga K, Uemura A,
Sakamori R, Yamaguchi S, Miyagi T, Ishida H, Tatsumi T, Hayashi N. 2008. Supportive role
played by precore and preS2 genomic changes in the establishment of lamivudine-resistant
hepatitis B virus. J Infect Dis 198:1150-1158. '

Rizzetto M, Tassopoulos NC, Goldin RD, Esteban R, Santantonio T, Heathcote EJ, Lagget M, Taak NK,
Woessner MA, Gardner SD. 2005. Extended lamivudine treatment in patients with
HBeAg-negative chronic hepatitis B. ] Hepatol 42:173-179.

Stuyver LJ, Locarnini SA, Lok A, Richman DD, Carman WF, Dienstag JL, Schinazi RF. 2001.
Nomenclature for antiviral-resistant human hepatitis B virus mutations in the polymerase region.
Hepatology 33:751-757.

Sugauchi F, Mizokami M, Orito E, Ohno T, Kato H, Suzuki S, Kimura 'Y, Ueda R, Butterworth LA,
Cooksley WG. 2001. A novel variant genotype C of hepatitis B virus identified in isolates from
Australian Aborigines: complete genome sequence and phylogenetic relatedness. J Gen Virol
82:883-892.

Sugauchi F, Ohno T, Orito E, Sakugawa H, Ichida T, Komatsu M, Kuramitsu T, Ueda R, Miyakawa Y,
Mizokami M. 2003. Influence of hepatitis B virus genotypes on the development of preS deletions
and advanced liver disease. J Med Virol 70:537-544.

Tipples GA, Ma MM, Fischer KP, Bain VG, Kneteman NM, Tyrrell DL. 1996. Mutation in HBV
RNA-dependent DNA polymerase confers resistance to lamivudine in vivo. Hepatology
24:714-717.

Villeneuve JP, Condreay LD, Willems B, Pomier-Layrargues G Fenyves D, Bilodeau M, Leduc R,
Peltekian K, Wong F, Margulies M, Heathcote EJ. 2000. Lamivudine treatment for decompensated
cirrhosis resulting from chronic hepatitis B. Hepatology 31:207-210.

Watanabe T, Sorensen EM, Naito A, Schott M, Kim S, Ahlquist P. 2007. Involvement of host cellular
multivesicular body functions in hepatitis B virus budding. Proc Natl Acad Sci U S A
104:10205-10210.

Zhang KY, Imazeki F, Fukai K, Arai M, Kanda T, Mikata R, Yokosuka O. 2007. Analysis of the complete
hepatitis B virus genome in patients with genotype C chronic hepatitis and hepatocellular
carcinoma. Cancer Sci 98:1921-1929.

Zhou HJ, Li SG, Wen FY, Yang XY, WuJL, Tan B, Fu J. 2009. [Factors associated with response to
lamivudine: retrospective study of 233 patients with chronic hepatitis B]. Zhonghua Gan Zang
Bing Za Zhi 17:564-568.

16/21
John Wiley & Sons

- 305 -



O©CONOOOBEWN -

FIGURE

Fig.1

D00 DN Bt
'«.Iri-_n- sl
X

X

[l

Sans

IS,y ¢

XXX

rara

b e e R A A e e T O A A . 2. 3

Journal of Medical Virology

XX

XX

17/21
John Wiley & Sons

- 306 -

Sueki et al,

=AM

year

Page 18 of 21



Page 19 of 21

O©CoONDUIDWN =

Journal of Medical Virology

Sueki et al.
Fig.2
alb
Pre-S1 E E Precore Core
. | Pres? | El | | oo | S
Pvalue
L 0.033 :
9.04 0.04
0.05 0.05
0.067 0.067 S
2 130
0.1 84 . 0.1
56 1 |
0.2 -~} | . I 0.2
1‘ ‘“ I ! 5 . wdl
0 19 1 55 1 226
[x]
patus Palue [ X]
0.033 0.033
0.04 AL
. 0.04 e
59 a4
0.05 \ 0.05
37 87
0.067 138 \ / 0.087
0.1 e -
0.2 T
i 0.2 - e -
.mj.lﬁLfldl.%tHe.J.Juw | |
1 344]1 152T1
+—— 1t ——>l4—rh —>l<— {p —>l<¢spacer 0 50 100 150
Fig. 3

Observation period (year)
9 1 2 8 4 5 6 7 8
aaB4A

W

T aasdlTiLy

Accumulated Resistance appearance (%)
Accumulated Resistance appearance (%)

Observation period (year)

0 1 2 3 4 5 6 7 8

L L i;;|~’ - P=0.017

alM

o T—

Accumulated Resistance appearance (%)
Accumulated Resistance appearance (%)

18/21

Pre-S2 22

Observation period (year)
0 1 2 3 4 8 6 7 8
" F i
T P=0.015

100

Polymerase tp 95

Observation period (year)

0 1 2 3 4 5 6 7 8
100~ B I

John Wiley & Sons

- 307 -



O©COoONOOOTA WN -

PO S T WP SR O P (S
OCoOoO~NOOOHhWN O

NN
- O

OO OO OaORADRADDBRAADRNMDRADBDBDRDOOWWOWWWWWWWNNNDNNNDDNDN
OCOONOOURWUNL,OO0OONODOUTRWON 200N RWON_A0O0O0ONOOODRWN

Lamivudine
non-resistant

Lamivudine
resistant

gonotyps

AY233290
AY128082
AB194950

AB033554
AB031267
AB219429

AB112063
AF241410
X52939

Duration of LAM
administration
(Months)

[+

o

[ R T I T B B T B I I

(a) Pre-51

-

(a) Pre-S1

B4

>
-

e L I R

[ R R R N

L I T O B B T S A R R A B B R B}

[ R T R A B T I R

Journal of Medical Virology
Sueki et al.
(b) Pre-52 (c) Polymerase tp

85
E ¥

n
~

- -
[
oz
e
oA
>>» > =
e
[~
>
e
[ ]
]
e
N
=<
e
[ ]
[~
[ ]
-

- - - - - - - - - - Q@ - - - - = A - - = = K - - - -
- - - - A - - - -7 Q - - - - - A - Lo~ K - - - -
- - === = = = & T ~-Q@>=~- - = = & = = = = K - - -~ -
- - = = = = § - = = = = - = = = & = = - = -1 - - -y - -
= o s s e = e e = e o m e  B e BB = e S - = =
- B T T - - Y v -

(b) Pre=s2 (c) Polymerase tp
1 22 85

=
=
>
3
=z
«
-
-
m
=
>
>
-
P
o
L]
E
<
E
-]
r
=<
-
L]
[~}
-]
-
<
-]

LI T S T T T T BN SRR I I T B
[ T A B B B B SN R IR I
[ I T T B I I - N I I B B
[ T A S A S T I - B T S B Y
L T T S B T R S T T A B B B B
LI T T S B S S O B S B S S B Y
L S O B A S B B A B B
LI T T T S B B S S S S A N S B
[ R R B I T S I S B R |
[ O T S S I B S O A B I R I
L T T S T T S N A A B A SR
[ I R A T B B B B B R B B

[ T S R T A T IR B

RN
L T T T T T T S I S R B I S B R I
[ T T B T S S S S S S S SR S B O
[ R T S - - S B S B R ]
[ B B B T A S R S B I
[ T R B I T B A R S B
[ B - B R B S
T T T T T R S S S B SR B B I
O T T R T T S R B S T B S B B O
T T T T S R S AR B S B B A
PO R e mo
ORI T IRT T T A
N R I N I I I A B I S I Y
T BT T O
[ T T T S T R S O S N B O

I O R B T T T B A S B B R A}

[ I B B - A1
[ T T T B Y R A N
[ R T T B TR I I A
L T T S T S T R S T T B
Vo r Do >
L T T T T T T T T O Sy |
T I T T R B T R T B B R}
[ R I I R T B A B A}
[ R T B R B
[ B B R AR
L T T T S T B I T - -
[ R R T A - S B
[ I B I O B S I

[ IR I O R
IS I T R
T B R
IO R I~ T B R BRI I
Pl Al v EEL LT
[ A R I A B B B B B
[T R S S S R S S IO
S0t
R N
[ R B T T B B I
L B A A TR SR}
[ I N A B BRI - S BT
RN I e e
R I I I A R
IR R R

(B N R

19/21
John Wiley & Sons

- 308 -

Page 20 of 21



Page 21 of 21 Journal of Medical Virology

1 Suekiet al.
2
3 TABLES
4
5 TABLE |. Baseline Clinical Charactaristics
6 - LAM non-resistant LAM resistant
Clinical factor _ P-value

7 n=18 n=14
8 Demographic Characteristics
?0 Age, years *' 53.9 (£13.2) 55.6 (£7.7) 0.662
1 Sex, no. male/female 13/5 9/5 0.712
12 CH/LC 5/13 3/11 0.261
13 HCC (+/-) 11/7 77 0.721
14 Biochemical Characteristics
15 Alanine aminotransferase level, 1U/l * 91 (13-1780) 70.5 (17-2739) 0.805
16 Platelets count, x107#/ml ! 11.8 (£5.8) 12.1 (25.3) 0.900
17 Total bilirubin, ma/dt ** 0.95 (0.3-19.7) 1.1 (0.4-5.0) 0.634
18 Albumin, g/dl *? 3.2 (x0.8) 3.5 (0.9) 0.270
19 ChE, U/ *! 196.4 (+105.0) 207.1 (92.4) 0.566
20 T-chol, mg/di ** 156.1 (£39.6) 163.6 (£37.4) 0.590
21 Prothrombin time, % *' 64.5 (£16.1) 69.9 (£15.9) 0.358
22 a-fetoprotein, ng/mi *2 16.1(1.9-35194)  11.5(1.6-611.5) 0.506
23 Virological Characteristics
24 HBV Genotype (A/B/C) 11716 0/1/13 0.662
25 HBV DNA level Log10copies/ml*’ 5.80 (+1.45) 6.61 (£0.97) 0.078
26 HBeAg, positive/negative 6/12 8/6 0.283
27 Precore mutation ratio (%) 38.9 28.6 0.712
28 Core promotor mutation 4/14 3/11 0.880
29 Duration of LAM administration
30 until HBV PCR negative (Month)*? 2.1(0.4-7.7) 3.7 (1.4-69.0) 0.024
31 %1 average HSU sluﬂen!s i iesl
3 2 *2 median (range) Mann-Whitney U test
33
34 TABLE Il. Amino acid substitution number in each region of the HBV ganome
gg HBV protein LAM non-resisitant LAM resisitant P-value
37 Pre-S1, median (range) 2.0 (0-6) 2.0 (0-11) 0.460
gg Pre-52, median (range) 0 (0-4) 2.0 (0-8) 0.060
40 S, median (range) 3.0 (1-9) 4.0 (2-8) 0.372
i; Pre-S1/Pre-S2/S, median (range) 7.0 (3-15) 7.0 (4-23) 0.206
43 Polymerase, median (range) 16.5 (9-30) 17.0 (8-35) 0.448
24 Precore, median (range) 0.5 (0-1) 0 (0-1) 0.144

5
46 Core, median (range) 3.5(0-9) 5.0 (0-35) 0.859
47 X, median (range) 4.0(1-7) 3.0 (1-9) 0.706
jg Mann-Whitney U test
50
51
52
53
54
55
56
57
58
59
60 20/21
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TABLE II. Baseline Clinical Charactaristics classified by the mutation at codon 84 in pre-S1
- Pre-S1 84VTALN Pre-S1 84A
Clinical factor B - P-value
n=20 n=12
HBV DNA level Log10 copies/ml*1 5.75 (¢1.38) 6.83 (x0.86) 0.022
Duration of LAM administration
until HBY PCR negative (Months)*2 2.1 (0.4-7.6) 4.0 (1.9-69.0) 0.005
«1 average (#SD) student'st test
x2 median (range) Mann-Whitney U test
TABLE |V. Baseline Clinical Charactaristics classified by the mutation at codon 22 in pre-S2
Clinical factor Pre'§2 22F Pre-Sf 221/ P-value
n=21 n=11
Age, years #1 50.7 (£9.6) 62.3 (+9.7) 0.003

+1 average (#SD) student'st test

TABLE V . Baseline Clinical Charactaristics classified by the mutation at tp aa85 in polymerase
Polymerase tp 85Y  Polymerase tp 95F

Clinical factor N -~ P-value
n=21 n=11
Alanine aminotransferase level, 1U/ ** 52 (13-810) 133 (23-2739) 0.0495
Total bilirubin, mg/di « 0.9 (0.3-5.0) 1.2 (0.5-19.7) 0.049
a-fetoprotein, ng/ml + 8 (1.6-35194) 81 (4-214.3) 0.034

+2 median (range) Mann-Whitney U test

TABLE VL. Factors asociated with LAM resistance identified by multivariate analysis

Variable Hazard Ratio (95% Cl) P -value
Duration of LAM administration .

until HBY PCR negative 11(10-1.1) 0.700
Albumin 1.2(06-2.4) 0.682
Pre-S1 84 8.5(1.5-49.3) 0.017
Pre-S2 1 12.4 (1.1-139.7) 0.041
Pre-S2 22 1.2(0.2-5.9) 0.833
Polymerase tp 95 0.3 (0.4 -32.2) 0.275

Cl = confidence interval
Cox proportional-hazards regression
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Yuusuke Fujimoto’, Kazi Abdus Salam?>, Atsushi Furuta®*®, Yasuyoshi Matsuda®*, Osamu Fujita®*,
Hidenori Tani®>, Masanori Ikeda® Nobuyuki Kato®, Naoya Sakamoto’, Shinya Maekawa®,

Nobuyuki Enomoto?, Nicole J. de Voogd®, Masamichi Nakakoshi'®, Masayoshi Tsubuki'®,

Yuji Sekiguchi®, Satoshi Tsuneda®, Nobuyoshi Akimitsu?, Naohiro Noda®*#, Atsuya Yamashita'*,
Junichi Tanaka''*, Kohji Moriishi'*

1 Department of Microbiology, Division of Medicine, Graduate School of Medicine and Engineering, University of Yamanashi, Yamanashi, Japan, 2 Radioisotope Center,
The University of Tokyo, Tokyo, Japan, 3 Biomedical Research Institute, National Institute of Advanced Industrial Science and Technology, Ibaraki, Japan, 4 Department of
Life Science and Medical Bioscience, Waseda University, Tokyo, Japan, 5 Research Institute for Environmental Management Technology, National Institute of Advanced
Industrial Science and Technology, Ibaraki, Japan, 6 Department of Tumor Virology, Okayama University Graduate School of Medicine, Dentistry, and Pharmaceutical
Sciences, Okayama, Japan, 7 Department of Gastroenterology and Hepatology, Hokkaido University Graduate School of Medicine, Sapporo, Japan, 8 First Department of
Internal Medicine, Faculty of Medicine, University of Yamanashi, Yamanashi, Japan, 9 Netherlands Centre for Biodiversity Naturalis, Leiden, The Netherlands, 10 Institute of
Medical Chemistry, Hoshi University, Tokyo, Japan, 11 Department of Chemistry, Biology and Marine Science, University of the Ryukyus, Okinawa, Japan

Abstract

Combination therapy with ribavirin, interferon, and viral protease inhibitors could be expected to elicit a high level of
sustained virologic response in patients infected with hepatitis C virus (HCV). However, several severe side effects of this
combination therapy have been encountered in clinical trials. In order to develop more effective and safer anti-HCV
compounds, we employed the replicon systems derived from several strains of HCV to screen 84 extracts from 54 organisms
that were gathered from the sea surrounding Okinawa Prefecture, Japan. The ethyl acetate-soluble extract that was
prepared from marine sponge Amphimedon sp. showed the highest inhibitory effect on viral replication, with ECs, values of
1.5 and 24.9 ug/ml in sub-genomic replicon cell lines derived from genotypes 1b and 2a, respectively. But the extract had
no effect on interferon-inducing signaling or cytotoxicity. Treatment with the extract inhibited virus production by 30%
relative to the control in the JFH1-Huh7 cell culture system. The in vitro enzymological assays revealed that treatment with
the extract suppressed both helicase and protease activities of NS3 with 1Cs, values of 18.9 and 10.9 pg/ml, respectively.
Treatment with the extract of Amphimedon sp. inhibited RNA-binding ability but not ATPase activity. These results suggest
that the novel compound(s) included in Amphimedon sp. can target the protease and helicase activities of HCV NS3.
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proteins [3]. The structural proteins, consisting of core, El, and
E2, are located in the N-terminal quarter of the polyprotein,
followed by viroporin p7, which has not yet been classified into a

Introduction
Hepatitis G virus (HCV) is an enveloped RNA virus of the genus

Hepacivirus of the Flaviviridae family. More than 170 million patients
persistently infected with HCV have been reported worldwide,
leading to liver diseases including steatosis, cirrhosis, and
hepatocellular carcinoma [1,2]. The genome of HCV is charac-
terized as a single positive-strand RNA with a nucleotide length of
9.6 kb, flanked by 5’ and 3'-untranslated regions (UTRs). The
genomic RINA encodes a large polyprotein consisting of approx-
imately 3,000 amino acids [3], which is translated under the
control of an internal ribosome entry site IRES) located within the
5'-UTR of the genomic RNA [4]. The translated polyprotein is
cleaved by host and viral proteases, resulting in 10 mature viral

PLOS ONE | www.plosone.org

structural or nonstructural protein. Further cleavage of the
remaining portion by viral proteases produces six nonstructural
proteins—NS2, NS3, NS4A, NS4B, NS5A, and NS5B-which form
a viral replication complex with various host factors. The viral
protease NS2 cleaves its own C-terminal between NS2 and NS3.
After that, NS3 cleaves the C-terminal ends of NS3 and NS4A and
then forms a complex with NS4A. The NS3/4A complex becomes
a fully active form to cleave the C-terminal parts of the
polyprotein, including nonstructural proteins. NS3 also possesses

November 2012 | Volume 7 | Issue 11 | e48685
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RNA helicase activity to unwind the double-stranded RNA during
the synthesis of genomic RNA [5,6].

Although the previous standard therapy, combining pegylated
interferon with ribavirin, was effective in only about half of
patients infected with genotype 1, the most common genotype
worldwide [7-9], recent biotechnological advances have led to the
development of a novel therapy using anti-HCV agents that
directly target HCV proteins or host factors required for HCV
replication and have improved the sustained virologic response
(SVR) [10-12]. Telaprevir and boceprevir, which are categorized
as advanced NS3/4A protease inhibitors, were recently approved
for the treatment of chronic hepatitis C patients infected with
genotype 1 [13,14]. The triple combination therapy with
pegylated interferon, ribavirin, and telaprevir improved SVR by
77% in patients infected with genotype 1 [15]. However, this
therapy exhibits side effects including rash, severe cutaneous
eruption, influenza-like symptoms, cytopenias, depression, and
anemia [7,16,17]. Furthermore, the possibility of the emergence of
drug-resistant viruses is a serious problem with therapies that use
antiviral compounds [18,19].

Recent technical advances in the determination of molecular
structures and the synthesis of chemical compounds have led to the
development of various drugs based on natural products, especially
drugs identified from terrestrial plants and microbes [20-22].
Marine organisms, including plants and animals, were recently
established as representative of a natural resource library for drug
development. Potent biological activity is often found in products
isolated from marine organisms because of their novel molecular
structures [23,24]. Trabectedin (Yondelis), cytarabine (Ara-C), and
eribulin (Halaven), which are known as antitumor drugs, were
developed from compounds found in marine organisms [25].

In this study, we screened 84 extracts prepared from 54 marine
organisms by using replicon cell lines derived from HCV genotype
1b and attempted to identify the extract that inhibits HCV RNA
replication. A marine organism may produce anti-HCV agent(s)
that could inhibit the protease and helicase activities of NS3.

Results

Effect of the Extract from Marine Sponge and Tunicate on
HCV Replication

We prepared methanol (MeOH)- and ethyl acetate (EtOAc)-
soluble extracts from 54 marine organisms in order to test which of
these extracts could best suppress HCV replication. Each extract
was added at 25 pug/ml to the culture supernatant of HCV
replicon cell lines derived from O and Conl strains of genotype
1b, which produce the luciferase/neomycin hybrid protein
depending on RINA replication. Luciferase activity and cell
viability were measured 72 h after treatment with the extracts
(Table 1). The extracts exhibiting more than 85% cell viability and
lower than 15% luciferase activity were selected as arbitrary
candidates for the extract including anti-HCV compounds. The
EtOAc-extract prepared from sample C-29 (C-29EA) was selected
as a candidate in both cell lines. Thus, the anti-HCV activity of
extract G-29EA was tested.

The EtOAc-soluble extract C-29EA was prepared from the
marine sponge Amphimedon sp. (Fig. 1A), which inhabits the sea
surrounding Okinawa Prefecture, Japan. HCV replication was
inhibited in a dose-dependent manner but did not exhibit
cytotoxicity when replicon cells were treated with C-29EA (Fig. 1
B). The extract C-29EA exhibited EC5, values of 1.5 ug/ml
(Table 2). Furthermore, treatment with C-29EA suppressed the
HCV replication derived from the genotype 2a strain JFHI with
an EC5 of 24.9 pg/ml, irrespective of cell viability (Fig. 2A and
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Table 2). Extract C-29EA also inhibited the production of
infectious viral particles, viral RNA, and core protein from
JFH]1-infected cells in the supernatant (Fig. 2B and C). These
results suggest that the marine sponge Amphimedon sp. possesses
anti-HCV agents.

Effect of Extract C-29EA on IRES-dependent Translation

Extract C-29EA had the most potent inhibitory activity against
HCV replication. The viral replication (Fig. I B and 2 A) and viral
proteins (Fig. 3 A and B) in replicon cell lines derived from
genotype 1b strain Conl and 2a strain JFHI1 were decreased 72 h
after treatment in a dose-dependent manner. HCV protein has
been translated based on the positive-sense viral RNA in an IRES-
dependent manner. The replicon RNA of HCV is composed of
the 5'-UTR of HCV, indicator genes (a luciferase-fused drug-
resistant gene), encephalomyocarditis virus (EMCV) IRES, the
viral genes encoding complete or nonstructural proteins, and the
3’-UTR of HCV, in that order [26]. The replicon RNA replicated
autonomously in several HCV replication-permissive cell lines
derived from several hepatoma cell lines. Nonstructural proteins in
replicon cells were polycistronically translated through EMCV
IRES. The cap-dependent translated mRINA, including Renilla
luciferase, EMCV IRES, and the firefly luciferase/neomycin-
resistant gene, in that order, was constructed to examine the effect
of the extract on EMCV-IRES-dependent translation (Fig. 3C).
When the mRNA expression was transcribed by an EF promoter
of the transfected plasmid in the presence of C-29EA, the ratio of
firefly luciferase activity to Remilla luciferase activity was not
changed (Fig. 3C). This suggested that treatment with C-29EA
exhibited no effect on EMCV-IRES-dependent translation.
Furthermore, treatment with C-29EA did not significantly affect
the activity of HCV IRES that was used instead of EMCV IRES
in the system described above (Fig. 3D). Thus, these results suggest
that treatment with C-29EA exhibits no effect on EMCV- or
HCV-IRES-dependent translation.

Effect of C-29EA on the Interferon Signaling Pathway

It has been well known that HCV replication in cultured cells is
potently inhibited by interferon [27,28]. We examined whether or
not treatment with C-29EA elicits an interferon-inducible gene
from replicon cells. The replicon cells were treated with various
concentrations of interferon-alpha 2b or 15 ug of C-29EA per
milliliter. The treated cells were harvested at 72 h post-treatment.
The interferon-inducible gene 2', 5'-OAS, was induced with IFN-
alpha 2b but not with a 10-times EC5q concentration of G-29EA
(Fig. 4). These results suggest that the inhibitory effect of G-29EA
on the replication of the HCV replicon is independent of the IFIN
signaling pathway.

Effect of C-29EA on the NS3 Helicase Activity

We previously established an assay system for unwinding HCV
activity based on photoinduced electron transfer (PET) [29,30].
The fluorescent dye (BODIPY FL) is attached to the cytosine at
the 5'-end of the fluorescent strand and quenched by the guanine
base at the 3'-end of the complementary strand via PET. When
helicase unwinds the double-strand RNA substrate, the fluores-
cence of the dye emits a bright light upon the release of the dye
from the guanine base. The capture strand, which is complemen-
tary to the complementary strand, prevents the reannealing of the
unwound duplex. Treatment with CG-29EA inhibited the helicase
activity in a dose-dependent manner, with an IC5q value of
18.9 pg/ml (Fig. 5A). We confirmed the effect of C-29EA on NS3
helicase unwinding activity by the RNA helicase assay using 32P-
labeled double-stranded RINA (dsRNA) as a substrate. Treatment
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Table 1. Effect of marine organism extracts on HCV replication and cell viability.
Luciferase activity Cell viability
No. Sample (% of control) (% of control) Phylum Specimen Extract Site
o] Con1 (o] Con1
1 A-1 10 111 105 104 Sponge Unidentified MeOH A
2 A2 82 209 ST | I 132 Soft coral Briareum MeOH A
3 A-3 87 177 54 110 Tunicate unidentified MeOH A
4 A4 82 186 84 100 Sponge Liosina MeOH A
5 B-5 110 165 86 110 Sponge unidentified MeOH B
6 B 70 149 103 119 Sponge Xestospongia - MeOH B
7 B-7 89 191 111 144 Sponge Epipolasis MeOH B
8 B-8 89 182 115. 132 Sponge unidentified MeOH B
9 B-9 57 72 92 124 Sponge Strongylophora MeOH B
10 B-10 : 106 182 73 96 Sponge Stylotella aurantium MeOH B
1 C12 96 162 114 98 Sponge Epipolasis MeOH B
12 13 ©123 141 91 103 Sponge unidentified MeOH B
13 C-14 89 175 77 100 Sponge Hippospongia MeOH B
14 - C-16 80 177 108 88 Sponge unidentified MeOH B
15 Cc-18 119 170 93 94 Sponge unidentified MeOH B
16 : C-19 -0 0 0 4 Sponge unidentified MeOH B
17 C-20 101 158 61 106 Sponge Xestospongia testudinaria MeOH B
18 Cc-21 85 161 83 102 Sponge unidentified MeOH B
19 C-22 109 88 38 89 Sponge unidentified MeOH B
20 S 23 94 156 32 90 Sponge unidentified MeOH B
21 C-24 118 86 42 94 Sponge Theonella MeOH B
22 C-25 82 m 91 106 Sponge unidentified MeOH B
23 G227 0 0 15 2 Sponge unidentified MeCH B
24 c-28 : 90 166 30 20 Sponge Petrosia MeOH B
25 29 65 151 29 101 Sponge Amphimedon MeOH B
26 D-31 g 81 127 55 91 Tunicate unidentified MeOH C
27 D-32 80 141 47 93 Sponge unidentified MeOH C
28 - D33 88 153 72 90 Gorgonian Junceella fragilis MeOH C
29 E-35 114 156 40 118 Sponge Phyllospongia sp. MeOH C
30 L E-36 v 80 125 69 116 Tunicate Didemnum molle MeOH C
31 E-37 88 129 54 108 Sponge Xestospongia sp. MeOH C
32 E-38 70 153 35 112 Sponge unidentified MeOH L
33 F-40 119 170 38 104 Sponge unidentified MeOH C
34 F-41 88 166 48 101 Soft coral unidentified MeOH C
35 G-42 113 157 31 126 Sponge unidentified MeOH D
36 - H-43 83 0 39 5 Sponge unidentified MeOH D
37 J-44 62 183 27 105 Sponge Cinachyra MeOH D
38 J—4S 96 140 47 103 Sponge Liosina MeOH D
39 J-46 83 149 77 . 102 Sponge uﬁideﬁtiﬁed ' MeOH ’D
40 J-47 94 37 40 111 Sponge unidentified MeOH D
41 J-48 24 16 53 70 Sponge Stylotella MeOH D
42’ Jj49 78 123 55 105 Sponge unidentified MéOH ‘ D
43 J-50 93 138 51 108 Sponge unidentified MeOH ' D
44 351 103 73 41 115 Spenge unidentified MeCH D
45 J-52 162 237 113 131 Sponge unidentified MeOH D
46 153 51 90 93 122 Tunicate Didemnum MeOH D
47 J-54 42 90 113 124 Sponge unidentified MeOH D
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with C-29EA inhibited dsRINA dissociation at a concentration of
16 ug/ml and above (Fig. 5B).

The unwinding ability of HCV helicase depends on ATP
binding, ATP hydrolysis, and RINA binding [30,31]. We examined
the effect of C-29EA on the ATPase activity of NS3. The ratio of
free phosphate (**P-Pi) to ATP (**P-ATP) was determined in the
presence of C-29EA. The reaction was carried out between 16 and
250 ug of G-29EA per milliliter. The ATPase activity of NS3
helicase was not inhibited (Fig. 6A), although the helicase activity

PLOS ONE | www.plosone.org

Table 1. Cont.

Luciferase activity Cell viability
No. Sample (% of control) (% of control) Phylum Specimen Extract Site

o Con1 [o] Con1
48 J-55 88 133 131 110 Jellyfish unidentified MeOH D
49 J56 © 28 51 113 103 Sponge unidentified MeOH D
50 J-57 8 63 94 85 Tunicate Pseudodistoma kanoko MeOH D
51 J-58 - (4] 2 48 65 Sponge unidentified MeOH D
52 J-59 0 2 45 71 Sponge unidentified MeOH D
53 S)60. 98 134 : 122 95 Annelid unidentified MeOH D
54 A2 0 1 6 15 Soft coral Briareum EtOAc A
55 A3 o 0 0 6 9 Tunicate unidentified EtOAC A
56 A-4 22 36 74 76 Sponge Liosina EtOAC A
57 B-5 33 107 69 93 Sponge unidentified EtOAc B
58 B-6 0 0 5 8 Sponge Xestospongia EtOAc B
59 - B7 0 0 5 9 - Sponge Epipolasis EtOAC B
60 B-8 0 0 2 46 Sponge unidentified EtOAc B
61 B9 0 0 8 14 Sponge Strongylophora EtOAc B
62 B-10 0 0 3 8 Sponge Stylotella aurantium EtOAc B
63 c12 0 0 4 14 Sponge Epipolasis EtOAc B
64 13 0 0 4 5 Sponge unidentified EtOAC B
65 14 48 119 82 102 Sponge Hippospongia EtOAc B
66 C-15 0 0 8 11 Sponge unidentified EtOAC B
67 c18 0 0 3 Sponge unidentified . EtOAC B
68 c19 23 76 63 109 Sponge unidentified EtOAc B
69 C-20 34 32 63 112 Sponge Xestospongia testudinaria EtOAC B
70 C-21 1 0 52 12 Sponge unidentified EtOAc B
71 c22 76 34 74 110 Sponge unidentified EtOAc B
72 C-24 0 0 20 7 Sponge Theonella EtOAc B
73 C-26 41 43 80 110 Sponge unidentified EtOAC B
74 C-27 1 0 35 40 Sponge unidentified EtOAc B
75 c-28 68 62 82 115 Sponge Petrosia EtOAc B
76 c29 10 1" 93 88 Sponge Amphimedon EtOAc B
77 D-31 ‘ 20 71 85 120 Tunicate Eudistoma EtOAc C
78 D-33 ] 0 5 7 Gorgonian Junceella fragilis EtOAC C
79 E-35 0 0 4 5 Sponge Phyllospongia sp. EtOAc C
80 E-36 71 83 75 100 Tunicate Didemnum molle EtOAc C
81 F-40 o 72 110 87 130 Sponge unidentified EtOAc C
82 F-41 8 33 73 104 Soft coral unidentified EtOAc C
83 H-43 - 0 197 4 119 Sponge unidentified EtOAc D
84 J-46 113 58 103 126 Sponge unidentified EtOAc D
There are a total of 54 marine organisms, while 84 extracts were prepared from them with ethyl acetate and/or methanol. Aragusuku, Iriomote, Kohama, and Ishigaki
islands are indicated by A, B, C, and D, respectively, in the collection-site column?(right end). EtOAc: Ethy! acetate; MeOH: Methanol.
doi:10.1371/journal.pone.0048685.t001

was decreased to less than 20% in the presence of 50 pg of C-
29EA per milliliter (Fig. 5A). Next, we examined the effect of C-
29EA on the binding of NS3 helicase to single-strand RNA
(ssRNA). A gel-mobility shift assay was employed to estimate the
binding activity of NS3 to the 21-mer of ssRINA, The binding of
NS3 to ssRNA was inhibited by C-29EA in a dose-dependent
manner (Fig. 6 B and C). These results suggest that treatment with
C-29EA inhibits the helicase activity of NS3 by suppressing RNA
binding.
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Figure 1. Effect of the extract prepared from a marine sponge on viral replication in the replicon cell line derived from viral
genotype 1b. (A) Amphimedon sp. belongs to a marine sponge. The ethyl acetate fraction prepared from the marine organism was designated C-
29EA in this study. (B) The Huh7 cell line, including the subgenomic replicon RNA of genotype 1b strain Con1, was incubated in medium containing
various concentrations of C-29EA or DMSO (0). Luciferase and cytotoxicity assays were carried out as described in Materials and Methods. Error bars
indicate standard deviation. The data represent three independent experiments.

doi:10.1371/journal.pone.0048685.g001
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Figure 2. Effect of C-29EA extract on viral replication in the replicon cell line derived from viral genotype 2a. (A) The Huh7 cell line,
including the subgenomic replicon RNA of genotype 2a strain JFH1, was incubated in medium containing various concentrations of C-29EA or DMSO
(0). Luciferase and cytotoxicity assays were carried out as described in Materials and Methods. (B) The Huh7 OK1 cell line infected with HCVcc JFH1
was incubated with various concentrations of C-29EA or DMSO (0). The virus titers were determined by a focus-forming assay. The significance of
differences in the means was determined by Student’s t-test. (C) Amounts of viral RNA and core protein were estimated by qRT-PCR and ELISA,
respectively. Error bars indicate standard deviation. The data represent three independent experiments. Treatment with DMSO corresponds to ‘0’.
doi:10.1371/journal.pone.0048685.9002

PLOS ONE | www.plosone.org 5 November 2012 | Volume 7 | Issue 11 | e48685

- 316 -



Anti-HCV Activity Found in a Marine Sponge

Table 2. Effect of C29EA on HCV replication. an NS3 protease assay based on FRET. NS3/4A serine protease
was mixed with various concentrations of C-29EA. The initial
velocity at each concentration of C-29EA was calculated during a
HCV strain (genotype) ECs, (ug/ml)®  CCsq (g/ml)®  SI 120 min reaction. The initial velocity in the absence of C-29EA
represented 100% of relative protease activity. C-29EA decreased

Con'§ i) ha =0 +a2a the serine protease activity in a dose-dependent manner (Fig. 7).
JFH1 (2a) 249 >50 >2.3 The ICs5q of C-29EA was 10.9 pg/ml, which is similar to the value
®: Fifty percent effective concentration based on the inhibition of HCV f:stxmated by bellicase aSS?.y. "Ijl"xese zesults suggcst' tbat C-ZQE.A
replication. includes the compound(s) inhibiting the protease activity of NS3 in
b; Fifty percent cytotoxicity concentration based on the reduction of cell addition to the helicase activity.
viability.
< S, selectivity index (CCso/ECso). s . v i s
domm371/joyurnal.pone_33/4865§5.tooz Combination Antiviral Activity of C-29EA and Interferon-
alpha
Effect of C-29EA on NS3 Protease Activity Treatment with C-29EA may potentiate inhibitory action of

interferon-alpha, since it inhibited the protease and helicase
activities of NS3 but not induce the interferon response as
described above. Then, we examined effect of treatment using
both interferon and C-29EA on HCV replication. The replication

Serine protease and helicase domains are respectively located
on the N-terminal and C-terminal portions of NS3 [32]. Thus, we
examined the effect of C-29EA on NS3 protease activity by using
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Figure 3. Effect of C-29EA on expression of viral proteins in replicon cell lines. The Huh7 replicon cell lines derived from genotype 1b (A)
and 2a (B) were incubated with C-29EA at 37°C for 72 h. The treated cells were harvested and then subjected to Western blotting. Treatment with
DMSO corresponds to ‘0. The bicistronic gene is transcribed under the control of the elongation factor 1o (EF10) promoter. The upstream cistron
encoding Renilla luciferase (RLuc) is translated by a cap-dependent mechanism. The downstream cistron encodes the fusion protein (Feo), which
consists of the firefly luciferase (Fluc) and neomycin phosphotransferase (Neo'), and is translated under the control of the EMCV IRES (C) or HCV IRES
(D). The Huh7 cell line transfected with the plasmid (each above the panel in C and D) was established in the presence of G418. The cells were
incubated for 72 h without (control) and with 15 pg/ml of C-29EA. Firefly or Renilla luciferase activity was measured by the method described in
Materials and Methods and was normalized by the protein concentration. F/R: relative ratio of firefly luciferase activity to Renilla luciferase activity. F/R
is presented as a percentage of the control condition. Error bars indicate standard deviation. The data represent three independent experiments.
doi:10.1371/journal.pone.0048685.g003
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Figure 4. Effect of C-29EA on interferon signaling pathway. The
Huh7 replicon cell line of genotype 1b was treated without (lane 3) or
with 1, 10, 100, or 1000 U/mL interferon-alpha 2b (lanes 4-7), and 1.5 or
15 pg/ml C-29EA (lanes 1-2) for 48 h. Treatment with DMSO
corresponds to ‘0’. The mRNAs of 27, 5-OAS, and GAPDH as an internal
control were detected by RT-PCR. Error bars indicate standard deviation.
The data represent three independent experiments.
doi:10.1371/journal.pone.0048685.9004

of replicon was decreased in the presence of C-29EA or interferon-
alpha and further decreased by combination treatment using
interferon-alpha and C-29EA (Fig. 8A). Furthermore, we em-
ployed the isobologram method [33] to determine whether
antiviral effect of the combination treatment exhibits additive or
synergistic. ECqo values of interferon-alpha and C-29EA were
estimated at 10.7 U/ml and 26.4 pg/ml, respectively, in the
absence of each other. ECgy values of C-29EA in the presence of
0, 2.5 and 5 U/ml interferon-alpha were plotted to generate an
isobole. Figure 8B shows that the isobole exhibits concave
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curvilinear, representing synergy but not additivity. These results
suggest that combination treatment of interferon-alpha and C-
29EA exhibits synergistic inhibition of HCV replication.

Discussion

Several natural products have been reported as anti-viral agents
against HCV replication. Silbinin, epigallocatechin 3-gallate, and
proanthocyanidins, which were prepared from milk thistle, green
tea, and blueberry leaves, respectively, have exhibited inhibitory
activity against HCV replication in cultured cells [34-37]. In our
previous report, we identified manoalide as an anti-HCV agent
from a marine sponge extract by high-throughput screening
targeting NS3 helicase activity [38]. Manoalide inhibited ATPase,
RNA binding, and NS3 helicase activity in enzymological assays.
The EtOAc extract of the marine feather star also suppressed
HCV replication in HCV replicon cell lines derived from genotype
1b, and it inhibited the RNA-binding activity but not the ATPase
activity of NS3 helicase [30]. In this study, we screened 84 extracts
of marine organisms for their ability to inhibit HCV replication in
replicon cell lines and HCV cell culture system. Among these
extracts, G-29EA, which was extracted from Amphimedon sp., most
strongly inhibited HCV replication regardless of cytotoxicity. We
previously reported that the EtOAc extract (8G1-23-1) of the
feather star Alloeocomatella polycladia inhibited HCV replication with
an EC5p 0£22.9 to 44.2 pg/ml in HCV replicon cells derived from
genotype 1b [30]. Treatment with G-29EA potently inhibited
HCV replication with an ECs of 1.5 pg/ml and with an SI of
more than 33.3 in the replicon cell line derived from genotype 1b,
regardless of cytotoxicity (Fig. 1B and Table 2). However, G-29EA
exhibited an ECsg of 24.9 pg/ml in a replicon cell line derived
from genotype 2a at a weaker level than in the replicon cell line
derived from genotype 1b (Figs. 1 and 2), suggesting that the
ability of C-29EA to suppress HCV replication is dependent on
the viral genotype or strain.

B
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Figure 5. Effect of C-29EA on unwinding activity of NS3 helicase. (A) NS3 helicase activity was measured by PET assay. The reactions were
carried out in the absence or presence of C-29EA. Helicase activity in the absence of C-29EA was defined as 100% helicase activity. Treatment with
DMSO corresponds to ‘0’. The data are presented as the mean = standard deviation for three replicates. (B) The unwinding activity of NS3 helicase
was measured by an RNA unwinding assay using radioisotope-labeled RNA. The heat-denatured single-strand RNA (26-mer) and the partial duplex
RNA substrate were applied to lanes 1 and 2, respectively. The duplex RNA was reacted with NS3 (300 nM) in the presence of C-29EA (lanes 4-9, 16—
250 pg/ml). The resulting samples were subjected to native polyacrylamide gel electrophoresis. Treatment with DMSO corresponds to ‘0.

doi:10.1371/journal.pone.0048685.g005
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Figure 6. Effect of C-29EA on ATPase and RNA-binding activities of NS3 helicase. (A) The reaction mixtures were incubated with [y->2P]
ATP as described in Materials and Methods, The reaction mixtures were subjected to thin-layer chromatography. The start positions and migrated
positions of ATP and free phosphoric acid are indicated as ‘Origin’, “2P-ATP’, and “*2P-P¥", respectively, on the right side of the figure. The data
represent three independent experiments. Treatment with DMSO corresponds to ‘0’. (B) Gel mobility shift assay for RNA-binding activity of NS3
helicase. The reaction was carried out with 0.5 nM labeled ssRNA at the indicated concentrations of C-29EA or DMSO. The reaction mixture was
subjected to gel mobility shift assay. (C) The relative RNA-binding ability was calculated with band densities in each lane and presented as a

percentage of RNA-NS3 in the total density. The data represent three independent experiments. Treatment with DMSO corresponds to ‘0’.

doi:10.1371/journal.pone.0048685.g006

HCV NS3 is well known to play a crucial role in viral
replication through helicase and protease activities [5,39]. The N-
terminal third of NS3 is responsible for serine protease activity in
order to process the C-terminal portion of polyprotein containing
viral nonstructural proteins [32]. The remaining portion of NS3
exhibits ATPase and RNA-binding activities responsible for
helicase activity, which is involved in unwinding double-stranded
RNA during replication of genomic viral RNA [40-42]. A
negative-strand RINA is synthesized based on a viral genome
(positive strand) after viral particles in the infected cells are
uncoated, and is then used itself as a template to synthesize a
positive-stranded RINA, which is translated or packaged into viral
particles. Thus, both helicase and protease activities of NS3 are
critical for HCV replication and could be targeted for the
development of antiviral agents against HCV.

NS3 helicase activity was inhibited by treatment with C-29EA
in a dose-dependent manner with an ICsq of 18.9 pg/ml (Fig. 5A).
RNA-binding activity, but not ATPase activity, was inhibited by
treatment with C-29EA (Fig. 6). Treatment with G-29EA did not
significantly affect the HCV-IRES activity and did not induce
interferon-stimulated gene 2',5'-OAS (Figs. 3 and 4). Further-
more, the serine protease activity of INS3 was inhibited by using C-

PLOS ONE | www.plosone.org

29EA with an ICs, of 10.9 pg/ml (Fig. 7). These results suggest
that Amphimedon sp. includes the unknown compound(s) that could
suppress NS3 enzymatic activity to inhibit HCOV replication.
Although the mechanism by which treatment with C-29EA could
inhibit HCV replication has not yet been revealed, the unknown
compound(s) may be associated with the inhibition of NS3
protease and helicase, leading to the suppression of HCV
replication. However, other effects of extract C-29EA on HCV
replication could not be excluded in this study.

The compound 1-N, 4-N-bis [4-(1H-benzimidazol-2-yl)phenyl]
benzene-1,4-dicarboxamide, which is designated as (BIP),B, was
reported to be a potent and selective inhibitor of HCGV NS3
helicase [43]. This compound competitively decreases the binding
ability of HCV NS3 helicase to nucleic acids. The compound
(BIP),B inhibited RNA-induced stimulation of ATPase, although it
did not directly affect the ATP hydrolysis activity of NS3 helicase.
Thus, (BIP)gB could not affect ATPase activity without RNA or
with a high concentration of RNA. Treatment with C-29EA
inhibited helicase activity and viral replication but not ATPase
activity (Figs. 1B, 2, 5, and 6). This extract suppressed the binding
of RNA to helicase but exhibited no suppression of ATPase by
NSS3 helicase. Thus, the inhibitory action of extract C-29EA seems
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Figure 7. Effect of C-29EA on the activity of NS3 serine
protease. NS3/4A serine protease was mixed with various concentra-
tions of C-29EA or DMSO (0) in the reaction mixture and then incubated
at 37°C for 120 min. The initial velocity at each concentration of C-29EA
was calculated during 120 min reaction. The initial velocity in the
absence of C-29EA was defined as 100% of relative protease activity.
The data are presented as the mean = standard deviation for three
replicates.

doi:10.1371/journal.pone.0048685.9007

different from that of (BIP);B. The quinolone derivative QU663
was reported to inhibit the unwinding activity of NS3 helicase by
binding to an RNA-binding groove irrespective of its own ATPase
activity [44]. The compound QU663 may competitively bind the
RNA-binding site of NS3 but not affect ATPase activity, resulting
in the inhibition of unwinding activity. In this study, treatment
with C-29EA inhibited the RINA-binding activities of NS3 helicase
but did not affect ATPase activity (Fig. 6). Furthermore, treatment
with C-29EA suppressed the viral replication of HCV in an HCV
cell culture system derived from several virus strains (Figs. 1 and 2,
Table 2). The mechanism of C-29EA on the inhibition of NS3
helicase may be similar to that of compound QU663.

Tt is unknown whether one or several molecules included in C-
29EA are critical for the inhibition of protease and helicase
activities. The serine protease NS3/4A is one of the viral factors
targeted for development into antiviral agents. Improvements in
HCV therapy over the past several years have resulted in FDA
approval of telaprevir (VX-950) [15,45] and boceprevir
(SCH503034) [46,47]. Several studies suggest that the activities
of NS3/4A protease and helicase in the full-length molecule
enhance each other [48,49]. The NS3/4A protease has formed a
complex with macrocyclic acylsulfonamide inhibitors [50,51].
Schiering et al. recently reported the structure of full-length
NS3/4A in complex with a macrocyclic acylsulfonamide protease
inhibitor [52], although the structure of full-length HCV NS3/
4A in complex with a protease inhibitor has not been reported.
The inhibitor binds to the active site of the protease, while the
P4-capping and P2 moieties of the inhibitor are exposed toward
the helicase interface and interact with both protease and
helicase residues [52]. An unknown compound included in C-
29EA might interact with both protease and helicase domains of
NS3 to inhibit their activities. However, our data in this study
have not excluded the possibility that several compounds
included in C-29EA are related to the inhibition of protease
and helicase of NS3/4A.
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Figure 8. Effect of C-29EA on the antiviral activity of interferon-
alpha. (A) The Huh? cell line, including the subgenomic replicon RNA.
of genotype 1b strain Con1, was incubated in medium containing
various concentrations of C-29EA or DMSO (0) in the presence or the
absence of interferon-alpha. Luciferase assay were carried out as
described in Materials and Methods. Error bars indicate standard
deviation. The data represent three independent experiments. (B)
isobole plots of 90% inhibition of HCV replication. The broken line
indicates the additive effect in the isobologram.
doi:10.1371/journal.pone.0048685.9008

In conclusion, we showed that the EtOAc extract from
Amphimedon  sp. significantly inhibits HCV replication by
suppressing viral helicase and protease activities. The purifica-
tion of an inhibitory compound from the extract of Amphimedon
sp. will be necessary in order to improve its efficacy by chemical
modification.

Materials and Methods

Preparation of Extracts from Marine Organisms

All marine organisms used in this study were hand-collected by
scuba diving off islands in Okinawa Prefecture, Japan. No specific
permits were required for the described field studies. We do not
have to obtain a local government permit to collect invertebrates
except for stony corals and marine organisms for fisheries, which
we did not collect in this study. The areas where we collected are
not privately-owned or protected in any way. We did not collect
any invertebrates listed in the red data book issued by Ministry of
Environment, Japan. The sponges, tunicates, and soft corals used
in this study are not listed at all. Hence, no specific permits are
required for this collection in the same way as the previous report
of Aratake et al. [53].

The sponge from which C-29EA was extracted was identified as
Amphimedon sp. and deposited at Naturalis under the code RMINH
POR 6100. Each specimen was soaked in acetone. The acetone-
extract fraction prepared from each specimen was concentrated.
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The resulting material was fractionated as an EtOAc- and water-
soluble fraction. The water-soluble fraction was dried up and
solubilized in MeOH. The EtOAc- and the MeOH-soluble
fractions were used for screening. All samples were dried and
then solubilized in dimethyl sulfoxide (DMSO) before testing.

Cell Lines and Virus

The following Huh-7-derived cell lines used in this study were
maintained in Dulbecco’s modified Eagle’s medium containing
10% fetal calf serum and 0.5 mg/ml G418. The Lunet/Conl
LUN Sb #26 cell line, which harbors the subgenomic replicon
RNA of the Conl strain (genotype 1b), was kindly provided by
Ralf Bartenschlager [26]. Huh7/ORN3-5B #24 cell line, which
harbors the subgenomic replicon RNA of the O strain (genotype
1b) was reported previously [54] and used for screening in this
study (Table 1). HCV replicon cell line derived from genotype 2a
strain JFH1 was described previously [55]. The surviving cells
were infected with the JFH-1 virus at a multiplicity of infection
(moi) of 0.05. The viral RNA derived from the plasmid pJFHI1 was
transcribed and introduced into Huh7OK cells according to the
method of Wakita et al. [56]. The infectivity of the JFHI1 strain
was determined by a focus-forming assay [56].

Quantitative Reverse-transcription PCR (gRT-PCR) and
Estimation of Core Protein

The estimation of viral RNA genome was carried out by the
method described previously [57] with slight modification. Total
RNAs were prepared from cells and culture supernatants by using
an RNeasy mini kit (QIAGEN, Tokyo, Japan) and QJAamp Viral
RNA mini kit (QIAGEN), respectively. First-strand cDNA was
synthesized by using a high capacity cDNA reverse transcription
kit (Applied Biosystems, Carlsbad, CA, USA) with random
primers. Each cDNA was estimated by using Platinum SYBR
Green qPCR SuperMix UDG (Invitrogen, Carlsbad, CA, USA)
according to the manufacturer’s protocol. Fluorescent signals of
SYBR Green were analyzed by using an ABI PRISM 7000
(Applied Biosystems). The HCV internal ribosomal entry site
(IRES) region was amplified using the primer pair 5'-
GAGTGTCGTGCAGCCTCCA -3’ and 5'- CACTCGCAAG-
CACCCTATCA -3'. Expression of HCGV core protein was
determined by an enzyme-linked immunosorbent assay (ELISA)
as described previously [57].

Determination of Luciferase Activity and Cytotoxicity in
HCV Replicon Cells

HCV replicon cells were seeded at 2x 107 cells per well in a 48-
well plate 24 h before treatment. G-29EA was added to the culture
medium at various concentrations. The treated cells were
harvested 72 h post-treatment and lysed in cell culture lysis
reagent (Promega, Madison, WI, USA) or Renilla luciferase assay
lysis buffer (Promega). Luciferase activity in the harvested cells was
estimated with a luciferase assay system (Promega) or a Renilla
luciferase assay system (Promega). The resulting luminescence was
detected by the Luminescencer-JNR AB-2100 (ATTO, Tokyo,
Japan) and corresponded to the expression level of the HCV
replicon. Cell viability was measured by a dimethylthiazol
carboxymethoxy-phenylsulfophenyl tetrazolium (MTS) assay us-
ing a CellTiter 96 aqueous one-solution cell proliferation assay kit
(Promega). -

Effects on Activities of Internal Ribosome Entry Site (IRES)

Huh?7 cells were transfected with pEF.Rluc. HCV.IRES Feo or
pEF.Rluc. EMCV.IRES.Feo and then were established in medium
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containing 0.25 mg/ml G418, as described previously [58]. These
cell lines were seeded at 2x10* cells per well in a 48-well plate
24 h before treatment, treated with 15 pg/ml extract C-29EA,
and then harvested at 72 h post-treatment. The firefly luciferase
activities were measured with a luciferase assay system (Promega).
The total protein concentration was measured using the BCA
Protein Assay Reagent Kit (Thermo Scientific, Rockford, IL,
USA) to normalize lnciferase activity.

Western Blotting and Reverse-transcription Polymerase
Chain Reaction (RT-PCR)

Western blotting was carried out by a method described
previously [30]. The antibodies to NS3 (clone 8G-2, mouse
monoclonal, Abcam, Cambridge, UK), NS5A (clone 256-A,
mouse monoclonal, ViroGen, Watertown, MA, USA), and beta-
actin were purchased from Cell Signaling Technology (rabbit
polyclonal, Danvers, MA, USA) and were used as the primary

" antibodies in this study. RT-PCR was carried out by a method

described previously [30,58].

Assays for RNA Helicase, ATPase, and RNA-binding
Activities

A continuous fluorescence assay based on photoinduced
electron transfer (PET) was described previousty [29] and was
slightly modified with regard to the reaction mixture [30]. The
NS3 RNA unwinding assay was carried out by the method of
Gallinari et al. [59] with slight modifications [30]. NS3 ATPase
activity was determined by the method of Gallinari et al. [59] with
slight modifications [30]. RNA binding to NS3 helicase was
analyzed by a gel mobility shift assay [30,31]. The gene encoding
NS3 helicase was amplified from the viral genome of genotype 1b
and was introduced into a plasmid for the expression of a
recombinant protein [38,60]. The radioactive band was visualized
with the Image Reader FLA-9000 and quantified by Multi Gauge
V 3.11 software.

NS3 Protease Assay

The fluorescence INS3 serine protease assay based on fluores-
cence resonance energy transfer (FRET) was carried out by the
modified method using the SensoLyte™ 520 HCV protease assay
kit (AnaSpec, Fremont, CA, USA). In brief, NS3 protein with a
two-fold excess of NS4A cofactor peptide (Pep4AK) was prepared
in 1x assay buffer provided with the kit. HCV NS3/4A protease
was mixed with increasing concentrations of C-29EA and
incubated at 37°C for 15 min. The reaction was started by
adding the 5-FAM/QXL 520 substrate to the reaction mixture
containing 180 nM HCV NS3/4A protease and various concen-
trations (0400 pg/ml) of C-29EA. The resulting mixtare (20 pl)
was incubated at 37°C for 120 min using a LightCycler 1.5
(Roche Diagnostics, Basel, Switzerland). The fluorescence inten-
sity was recorded every minute for 120 min. The NS3 serine
protease activity was calculated as the initial reaction velocity and
presented as a percentage of relative activity to that of the control
examined with DMSO solvent but not C-29EA, in the same way
as described in the fluorescence helicase assay [29].

Analysis of Drug-drug Interaction

The effects of drug combinations were evaluated using the
isobologram method [33]. Various doses of C-29FA and
interferon-alpha on 90% inhibition of HCV replication were
combined to generate an isoeffect curve (isobole) to determine
drug—drug interaction. Concave, linear, and convex curves exhibit
synergy, additivity, and antagonism, respectively.
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Statistical Analysis

The results are expressed as the mean * standard deviation.

The significance of differences in the means was determined by
Student’s ¢test.
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