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DDITIONAL SUPPORTING INFORMATION may
be found in the online version of this article:

Table S1 HBV viral load, AST, and ALT in HBsAg-
positive patients according to CD4 cell counts.
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CEUEMITAEN O FERAET CRBZEZ-CEBFRAY A VA
V2 ) ¥4 TIbOATERAT I BERELITERE L OBEEE

EBE ETFY?* Ahmed El-Shamy®

RE LYY EHE EY

EE CEFAYANAILS CHEBEREPSHEREICE VA NAMEEIHORTHHE
ELTwaEELZOLNE, JANVAEOERFELELTRITERTOEEBI U FHDT I/
BEEISHESN TS, SEKRA I, CEEBEFARL )V IFERAETI TEFH 7TED EEETE
A7 49 FIDER L, FBRIGREBERENTRETHOFELZBE L) o 72 50 fl 2 181
INSTTEADT I/ BEREOEBCEFHOM,IT S LA, HERENBETOSHEED
IO ERE L2 ZOER I7EAT0OEFHO 7 I VBEESFEREICES LTWwa DS,
NFHOT7TI/EIIHES LT ARWI LA RBEENL. £, WERERICUFERENRZI
BUZaT7EAT I BOSEHEOENRS L, ZOEBIEIEO TREE EVWEEZLN
7o, ZEEBHCRITEATOEENTI JBGh & o 7= P 7uF 4 v (AFP) EXEEIC

FEEBEELTW .
FEIHEE: CEFRYA VR

BiFE R

ITEHANNEEBLUNEHOT I VBEE EBERTER4EE

#®
CHEIF47 4 VA (HCV)iE C BHEHET 4, FHEZE,
WEOBERELZLZLBEISAMLNTHEYY [y F—
70y (IFN) ZEARE L2BEIE7 A VAZERL,
BB A LR, MEFNICTE LFEO
JRAZHETT2Y LaL, BECRE L7
TIERIEN R LIFEE, FE~ETT 5.
IFN 255 5 KIStEiciE, BEEOETFTIZER,
i, R boME, 1L28B O#EFERE L E2 5
L9, v A W ABORFLLTCa7TEHRTOERL 9
FHO7 I VBEE, RUNS5A @ IRRDR (interferon/
ribavirin resistance determining region) <% ISDR (in-

il

terferon sensitivity determining region) O£ % &
BHEET A EFRESINTWNEI,

1) AW RERRFBEAE

2) BEFEARHEFELENE I V=Y 2
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FHEREEIE, YAV AMEBEHNORFHIEEC
HAEOTWBEEZ ONS, IFNICH T 5 KBHED
HEBECEFSTAZLREEINTEY, LEEDIFN
BT R FIMEREICDEE TS, SR <
&H 10FEHEO HCV HEB O Ta 7 &H, NS3, NS5A
DHHERECHESTAZ EASEEIRRR IS VAT
2y 7T AR G HEBERTHRE SN TN 5",
BRI 7EATORH, Q1 BHOT I /BEEN
FRBECHSLTVWEELIREZ2ERTY
%24)-'18).

LA, CENBHIT R S IFRREICV 5 F
TREBCOALVEBBEETETH Y, »o CHEHS
FF4e8E & IHERER S TORT ME D B 49 flz
FRIGCEFEAIANARATERDT I /BXEEDL
BT BDD, FEDLS ICFHEREICHES T
B500%, FEAIC 10 E£L B ABETETHIrOE
BPRELZpoERSOFETaY bu—LE LTHE
WET L7

HEBLUHE
BE
AL 1988 £ 5 2003 FOMICHAT LT RRE
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Table 1 Clinical characteristics studied.

HCC group Control P value
No. 49 30
Age (v/0) 57=70% 5687 02465
Sex M F) 31018 35014
ALT (IU/D 160=80 132351 0.009
AST (IUAD 113=62 89=44 002
PLT count {x104/ulj 1628 16=22 0.7766
AFP (ug/L} 29=33 18458 0.002
Grading score 8709 8313 00454
Staging score 24=05 22=05 0.0305
Level of viremia (KIU/m)) 593=112 605294 0.0914

*Mean=8D.

FEMEZ N, 92 C HEEFLLEEENCE
Bah, FoOBRNFERETSLETEYH65£294F (3
154F) BB%EE) T ENTEIHEEN (HCCE) 49
FATHE., WINL VB EFHRBEROME (X7
%) PREINTEY, TEROBNICHW:. 92
B, CHENFRLZHSINIFN BHZ T 5RI0M
EH 7 V% pre HCC sample & L, FrEZ BRI BT
AIi#EY 7 V% post HCCsample & L72. HCV DY =
754 7ERER I ETH o7 3 b u—E (non-
HCCH) & LT, 1988 45 2003 ED MBI L7 % 5
N, IBEEESENIC C BB R LB SN 10 M
Ll (1015 4) #8 %82, 2o HCCHEH M FLTFH
ERETEHELS0AZHV WTR L RIZEIZ IFN
HRE 2V AN Y > 7V (non-HCC serum sam-
ple)Bd Y, »OLBFHCV V= /74 7 1b BIOER
BREAZ. ETOEEIZHCV iff, HCVRNA Wi
LEETH Y, BEEBERE BOREEFZEBRAL
72, &Fl, ¥MEES S8 B PIAIC IFN Bk (Su-
miferon (K H AFE K BZE, 3, HA), Intron A(MSD,
HWE, HA) % 6001000 7 B A/H, H30E5, 6
ARE) Z1EOAZITTWEY, WiIhd o4 LR
BRI E o R o7z, IFNEBHEIZEII
Ty Ry, ) FuYORREZIT TV
BEIBEBHEES 27 HICI BZRICHFITEY, I
WHREZZ), FEOBEZFEL-D67A06 1
eI a—, CTAF Y V2FIFTni.
ETOEENPLFAER, MFRE BRECHTAH
BEEIEOLLTBY, HEWITRBRERUHERSE
KEREEFRFORERZERICTERRAEZE .

HCVO7ERATNEBRUINIZEOT7 I /BEENE
#

HCV RNA i 140 o fiEd> WO * v M (QIAmp
viral RNA kit, QIAGEN, Tokyo, Japan)% F\vTHi
HBL, a78EFHEEEZ RTPCREZHWTHEIEL,
HMIE S N7z cDNA OIS % direct sequence {EIZT
HELZY, 73/ BEYIE GENETYX Win software
version 7.0 (GENETYX Corp.. Tokyo, Japan) % FHu>
THRELZ.HCV I7TEHDT I JEBEREOER IV
AT 1bDTa b AT THDHHCV-] -7z
FETEAVEE

FETEREIT I Student t test, Fisher's exact prob-
ability test & 5 V1 Chi square test # W T{T o 72.
HERETT<01l ORFEEVEERBIT 2T 72,
BoN7/2F— %12 Logrank test K CEHMHliL7-. £T D
f#HT 1% SPSS version 16 software (SPSS Inc., Chicago,
IL) 2HWTITo72. PO ZFEL L7

& £

1) HCC#EH & HWE (non-HCC) FEDEERAVEH

T IFN HHEEO HCC B R U non-HCC HEDEE
BRAER Z LR L7 (Table1). HCCEOFIHEI
ALT f&, AST {8, #&5 1 grading, staging f#, AFP
EFBETS - 7= (£ % p=00411, 0.042, 0.0455, 0.0305
& 0.002).
2) HCCEH & (non-HCO) BICHITB HCV O7E

B70EE &9 BE7 I /BOLERE

HCC# & nonHCCEICBUAHCVITERT

FEHLOOBHO7 I VEZHEIREI L7 (Table 2).
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Table 2 Correlation between core polymorphism and HCC

Factor Total HCC Non-HCC P value
Mutant core {GIn™/Met®, Gln™/Leu™ and Arg™ Met¥} 49 27 (55%) 22 (45%;
Wild core {Arg™/Leu’) 48 22 (46%) 26 {54%) 0.4

Gln™
Non-Gin™

28 21 (75%)
70 28 40%)

T (25%)

42 (60%) 0.003

. 4 . . " N,
Non-Leu?! 28 12 (43%) 16 (57%)
Q Let Dl O A a0 o

Leu™ 70 37 (53%) 33 (47%) 05

Coms. IPRARNPIGRIFRGEGYFRTLYGNEGLOWAGH HCC  oess. 1rmas
MNon- ooz TR 2

L1 4
HCC oz s

S-31 g

c-38 3

c-81 3

<-50 e

-3 23

-1 23

-4 28 T

-5 23

-8 31

c-7 32

2-3 35

£-% 36

£-10 3%

£-11 2a

c-12 41

=13 42

-4 33

c-15 &€

.15 i

13 12

£-1% i3

c-20 1z

c-21 i3

ce22 i3

c-23 is

-2 18

c-25 18

-2 1%

£-27 g

c-25 1

£-30 22

£-32 23

o-33 =

£-35 28

c-38 3

237 32

<40 33

£ea2 33

C-43 37

c-44 33

£-33 42

C~48 Py

47 47

ceag %3

c-43 43

c~51 S

Fig. 1 Comparison in the polymorphism of the core protein of HCV genotype 1b between HCC
and the control (non-HCC) groups. Serum samples examined were obtained before IFN treatment

in all patients of both groups.

FEH U 7-IMiE X HCC B, non-HCC EWwihd, £TH
28, IFN BFEOLOTH S, a7EHTOFEHOT
I JEEFEEIZGIn A, 72, 91 BB X Met HERRIT
5.

70EFBE A BHOHEHF W IEWThhr—FIlER
FEHTHITERZOMCESNLD FOH3HD 27
Bl (55%) X HCCE o, 22#) (45%) i3 non-HCC
FNg = N8 (A

—%., T0FHOTIVBOLEROAXIERTRE,
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GIn™iZ 28 BliCR S H, 205 H D 21 H1(75%) #* HCC
BTHRSNZ. non-HCCETIZGIn™IZ 74 (25%) @
ATHY, TMEEOEBEVNZIEETH -7 (p=0003).

NFHOT7T I /EBEOERIIDWTIE, Met"1:28
FlcRoh, 20550 124 (43%) ASHCC B, 16
B (57%) 2Snon-HCC ETH Y, MEMICHFEEIR
DONLhPo7z.

B4 DEFAOITEROLUKFEROT I / BESE
Fig. 112/,
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Fig. 2 Sequence patterns of the HCV core protein at positions 70 and 91 before and after the oc-
currence of HCC. The number 1 followed by patient number indicates the sample before the oc-
currence of HCC and the number 2 after the occurrence of HCC. Serum samples hefore HCC
were obtained before the IFN treatment.

FEOXHIHCCHEL non HCC HTHE—AEES 3) HCCRERIBTOHCY O7EAT, 91 EFD7

DD HCCETa7EADT I JBERET0EE I UBEEOTIL
O EROBENFTVEVW) T THo7. # HCC BT, HiERAERBOa 77 I VERETHE

T, HCCED DT, 0EHDT I VBEHEN G L7 (Fig.2). BEEZOBROEBH/ENTVAFTE]
THDHIEFE Arg T AHIEFOERNFEZ B L 13 HCC SR O #I2 e, IFN HEsi o C BUBHEIF 48
7, TMEBICEEE2 D %2 H o 72 (data not shown). BTOMBETHY, HF 212 HCC B EEOMBETH 5.
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Table 3 Univariate and multivariate regression analyses to indentify factors associated with HCC

Univariate Multivariate
Variable
Odds ratio (95% CI) P value Odds ratio (95% CI) P value
Core-Gln™ 0.25 (0.11-0.55) 0003 6.8 (2.1-230) 0.003
AFP (>20 ug/L) 13 (5.2:30.3) 0.002 197 (4.9-80.2) 0.001
ALT (>165 IU/L) 41 (1.887) 0006
AST (>65 IU/L) 39 (15100 0.003
Fibrosis staging score (Z3) 241149 0.02
1907 o= 00003 ,
904 Hazard ratio = 3.6 ERAOGIn"ZEE (p=0003) & AFP &fE (p=0.001)
= 80 Gin’0 AR LT HCC EHMT 2 Z &b o 7.
S 7o 5) HCV I7EAT7I/EBTOEED G EEICES]
I o REERES
s s Non-Gin7® HCC B BT, MBH, IFN B Omity > 7
5 g VT ATEAT I/ BI0FEN G IERLTVS
2 3 el B GI°B) LZERLTVRVEF (onGlPH) 12
T = BB 15 EMTORBITMAEESRE KERE L2 (Fig
10 i 3). 5 £ MO RFMITHFESEI Gl F T 36%, non-
= - , , | GIPET9% THY. F72 10 FHORRIFHRAENIE
0 10 15 20 1 GIn™ B C 68%, non-GIn™ B¢ 36%, 15 EHTIX 75%

5
Observation period, years

Fig. 3 Cumulative HCC occurrence rates based on
the sequence pattern of the HCV core protein at
position 70, In follow up study, the cumulative
HCC rates of patients infected with HCV isolates
with core protein of GI#™ and non-Gln™ were com-
pared using the pre HCC samples in the HCC and
the control groups at the first visit. All samples
were obtained before IFN treatment. The rates
were 36% vs 9% at the end of 5 years; 68% vs 36%
at the end of 10 vears; and 75% vs 41% at the end
of 15 vears. They were significantly different
between the two groups (P=0.0001; Log-rank test).

45 B0 HCCHEFIT 4 3R (09%) DOHITE LR
Do BEFSIZIIZ2HE BEEEITICRL
AP, BEFTI0ICR1IAF BREEFES42I10E3 A
P EO ORI, The0Ebii@ERzb0R
HELRLOREDON o7,
4) BEBHLIUSTEEN

HBEERETICE Y, HCC LA ZOMBEZRTHEF &
LTHCV a7&H? GIn"EE, AFP 5ff, ALT 51,
AST BER U OBHELA 2 7 87z (Table
3). ThBIEOVWTEERBIN 2T 25, 27
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vs4l% THo72. G IiCER L TWABBEHETEHEEIC
W2 BETABEENSE -7 (p=0.0001 ; Lon-rank
test).

-1 =

FEREICIIBEAE A NV ARORTFIEEIZE
AESTWAEEEZLNTHWA HCV V=2 /%47 1b,
CHEBMEFEICBVT, 2 7EHFEREICES LT
WA EDRFEEFRRINTWRI-EE~0 Ly bifay
BHOTOEHE O FBED7 I JBERNFEREC
HELTWAREWDRTWARYY, SRIOE L OB
Po5Ba7ERATOEEHOT I JEBM G ICEELTY
322k (Gn™) PHFEBECERICEEL TR LY
IREEFPELN. LAL, Q1 FBBO7IVEBEEREL
DEELREEIZD SN h o7

Kobayashi 52X, 70 BB DT I /B EAZESLE
[FEEC Arg 225 Gln WE{L LIREDEEE*EX 57,
HEVETAINS G IZEBELTWAB Y [ LAY
EELTFERZIIEEITOMNL, —BHOAOMmE
POORERE,LIERFITHI L FE LV ERR
T\ 5. Nakamoto 5% Z 7= non-double-wild type
PHFEREOEEEZHIESEFERECHELTVS
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ZEERBELTVWESY, WThORIL—RBHOLD
MEEZHEL-EEPLOEHTHY, BBBHEOM
HREZLEL LTS, SHEOEKY ORXOHEKRE
W, FRICCOBEOBBICIYT I BEED
BIOWFHEABITTAON, TADPLEEEOEVT
ERFFEREI LFERECEET T4 VAKRICE
BLTWLIOREWIEVICET 2B 2 PIFERERN
BORTMFEOEFICE o THLPICERZLZAIC
5. Bis, HCV a7HEBANT 3/ BERBIEHNE
HCCETIHBRD THREENE L, BEOZEL LI
ThHIBLDTEZVIENE, GLABEEEDS
WIHRERZE 2B LIFRREICECEE T AV
ARRIZTTABRL TV AL HEEIEVWI LATREBE
7 EBEABEILCAFTRIFNGBEICL D25
NTRELFETELR VD, MESICL D PeglFN/
RBVEZEICL Y, a7BEATONOZERIBI LN
ERRIBTAIENFBRINTEY, FOWREREE
BTEWEEZONRAY, a7 EAT I/ BEHIORE
FHEFEMEIC L Tk, S HCCEO RIS LTI
FAWIERLaY bO -V ETERAXNSH TV
Wi, SBROBREHPLETHA .
ZE¥HCVI7EHANDTOERO7 I JEIET S
CEAFERECHSTAON, ThbELEENLS
CEICEEEOBVWIERRBIERITADZ T2
», HAHVERMICLBEHENFD EOPIIESITEHS R
Twivy, a7EHIZ RasBHEEFEEIICHES v
MERZPESEBRERSEL LHEESNTVWEY, 1,
Pavio 51X 7EHA Smad3 & L HICEE, TGFB
BERAHET S & LHE L Tv5, Delihem 5®1&, HCC
BENSEOA-ITEHD T0EB L 91 HH 4 non-
wild type T3 25813 24EICHS5 75 PKR 2%
T2 EHEL TV RKIZERDODDLEIATHY,
SHORHIFEINS.
SEBRFTIX, ALY ANVAEEFTCRaITE
B 70 FH® Gln OAFEZICHCC HEAIHE LT
72, 7, BEERAYICIZ AFP EASEEEICHBL Tw iz
PIE#EE LT, ABEL D, ) HCV a7E&EADT
IJBTOEEO Gh SEEICHESEICEEL T
25, 01 FHOZBRIIMHBEL Twid o7 2) HCCHIC
BWOHERERZICIBT 2377 I VEBEREOEL
FHRRER BOTREESE P o7, 3) AFP I
BECHEREICHELTWAZ ERE I
4, HCCRACHS T I/ VAETFLLT, 2
TEADALZLT, FOMOERICHL THEBOE

53% 9% (2012)
HPBEEEZ bR

X =y
1) Alberti A, Chemello L, Benvegnu L. Natural his-
tory of hepatitis C. ] Hepatol 1999; 31: S17—24
2) Seef LB. Natural history of chronic hepatisis C. He-
patology 2002; 36: S35—546
3) Simmonds P. Variability of hepatitis C virus. Hepa-
tology 1995; 21: 570—583
4) Yoshida H, Shiratori Y, Morivama M, et al. Inter-
feron therapy reduces the risk for hepatocellular
carcinoma : national surveillance program of
chronic and noncirrhotic patients with chronic
hepatitis C in Japan. IHIT Study group. Inhibition
of hepatocarcinogenesis by interferon therapy.
Ann Intern Med 1999; 131: 174—181
5) Lok AS, Seelf LB, Morgan TR. et al. Incidence of he-
patocellular carcinoma and associated risk factors
in hepatitis Crelated advanced liver disease. Gas-
troenterology 2009; 136: 138—148
6) Ge D, Fellary J, Thompson AJ, et al. Genetic vari-
ation in IL28B predicts hepatitis C treatment-
induced viral clearance. Nature 2009; 461: 399—401
7) Tanaka Y, Nishida N, Sugivama M, et al. Genome-
wide association of IL28B with response to pe-
gylated interferon alpha and ribavirin therapy for
chronic hepatitis C. Nat Genet 2009; 41: 1105—1109
8) Supplah V, Moldovan N, Athlenstiel G, et al. IL28B
is associated with response to chronic hepatitis C
interferon alpha and ribavirin therapy. Nat Genet
2009; 41: 1100—1104
9) Akuta N, Suzuki F, Kawamura Y, et al. Association
of amino acid substitution pattern in core protein
of hepatitis C virus genotype 1b high viral load and
non-virological response to interferon-ribavirin
combination therapy. Intervirology 2005; 48: 372—
330
10) Akuta N, Suzuki F, Kawamura Y, et al. Predictive
factors of early and sustained responses to pegin-
terferon plus ribavirin combination therapy in
Japanese patients infected with hepatitis C virus
genotype 1b:Amino acid substitutions in the core
region and low-density lipoprotein cholesterol lev-
els. ] Hepatol 2007; 46: 403—410
El-Shamy A, Nagano-Fujii M, Sasase N, et al. Se-
quence variation in hepatitis C virus nonstructural

11

—rt

- 759 -



12)

13

fad

14)

16)

CEFELaTEAT I/ BREREOHE 7:

protein 5A clinical outcome of pegylated inter-
feron/ribavirin combination therapy. Hepatology
2008; 48; 38—47

Enomoto N, Sakuma I, Asahina Y, et al. Mutations
in the nonstructural protein 5A gene and response
to interferon in patients with chronic hepatitis C vi-
rus 1b infection. N Engl ] Med 1996; 334: 77—381
Banerjee A, Ray RB, Ray R. Oncogenic potential of
hepatitis C virué proteins. Viruses 2010; 2: 2108—
2133

Akuta N, Suzuki F, Kawamura Y, et al. Amino acid
substitutions in the hepatitis C virus core region
are the important predictor of hepatocarcinogene-
sis. Hepatology 2007; 46: 1357—1364

Kobayashi M, Akuta N, Suzuki F, et al. Influence of
amino-acid polymorphism in the core protein on
progression of liver disease in patients infected
with hepatitis C virus genotype 1b. ] Med Virol
2010; 82: 41—48

Nakamoto S, Imazeki F, Fukai K, et al. Association

between mutations in the core region of hepatitis

- 760 -

18)

19)

20)

547

C virus genotype 1 and hepatocellular carcinoma
development. | Hepatol 2010; 52: 72—78

TR, Y2 vy NEHE RS 5 —
Tuy - YNEY AEEEICBITS CEFL
TANAITERE0FET I/ BREERLER
BMOFA4FI7Ahobholzl & R 2011
52 (Suppl.1) : Al45 _

Ray RB, Lagging LM, Meyer K, et al. Hepatitis C
virus core protein cooperates with ras and trans-
forms primary rat embryo fibroblasts to tumor-
genic phenotype. ] Virol 1996; 70: 4438—4443
Pavio N, Battaglia S, Boucreux D, et al. Hepatitis
C virus core variants isolated from liver tumor but
not from adjacent non-tumor tissue interact with
5mad3 and inhibit the TGF-beta pathway. Onco-
gene 2005; 24: 6119—6132

Delhem N, Sabile A, Gajardo R, et al. Activation of
the interferon-inducible protein kinase PKR by he-
patocellular carcinoma derived-hepatitis C virus
core protein. Oncogene 2001; 20: 5836—5845



8:548 B B 53%9% (2012)

The relationship between the core protein polymorphism and
the development of hepatocellular carcinoma in patients chronically
infected with hepatitis C virus genotype 1b

Michiko Shindo"®*, Ahmed El-Shamy®, Tadao Okuno"?, Haku Hotta"

The aim of this study was to determine whether amino acid residues 70 and 91 of the core protein of hepa-
titis C virus (HCV) genotype 1b are associated with the development of hepatocellular carcinoma (HCC), and
whether this region could change over time with the development of HCC. A total of 49 paired serum samples
from patients who had been followed up for more than 7 years from the time of chronic hepatitis C (pre HCC
sample) before IFN treatment until the time of the development of HCC (post HCC samples) were examined for
mutations in the core protein of HCV. A total of 50 sera from 50 pre-IFN treatment chronic hepatitis C patients
who also had been followed up for more than 10 years and did not develop HCC were used as a control.

The incidence of the HCV core protein mutation at position 70 (GIn™) was significantly higher in the HCC
group than in the control (p =0.003), while the residue at 91 (non-Leu®) did not significantly differ between the
two groups. Sequence patterns of the core protein at positions 70 and 91 did not significantly change over time
before and after the occurrence of HCC in the HCC group. The present study suggests that the residue of the
HCV core protein at position 70, but not 91, was significantly associated with the development of HCC, and that
the residue did not change over time with the development of HCC.

Key words: hepatitis C virus chronic hepatitis C hepatocellular carcinoma
mutation of the HCV core protein at positions 70 and 91 curmnulative HCC rates
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Abstract

We isolated and characterized two human monoclonal antibodies to the envelope E2 protein of hepatitis C virus (HCV).
Lymphoblastoid cell lines stably producing antibodies were obtained by immortalizing peripheral blood mononuclear cells
of a patient with chronic hepatitis C using Epstein-Barr virus. Screening for antibody-positive clones was carried out by
immunofluorescence with Huh7 cells expressing the E2 protein of HCV strain H (genotype 1a) isolated from the same
patient. Isotype of resulting antibodies, #37 and #55, was IgG1/kappa and IgG1/lambda, respectively. Epitope mapping
revealed that #37 and #55 recognize conformational epitopes spanning amino acids 429 to 652 and 508 to 607,
respectively. By immunofluorescence using virus-infected Huh7.5 cells as targets both antibodies were reactive with all of
the nine different HCV genotypes/subtypes tested. The antibodies showed a different pattern of immuno-staining; while
#37 gave granular reactions mostly located in the periphery of the nucleus, #55 gave diffuse staining throughout the
cytoplasm. Both antibodies were shown by immuno-gold electron microscopy to bind to intact viral particles. In a
neutralization assay (focus-forming unit reduction using chimeric infectious HCV containing structural proteins derived from
genotypes 1a, 1b, 23, 2b, 3a, 43, 53, 63, and 7a), #55 inhibited the infection of all HCV genotypes tested but genotype 7a to
a lesser extent. #37 did not neutralize any of these viruses. As a broadly cross-neutralizing human antibody, #55 may be
useful for passive immunotherapy of HCV infection.
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Introduction high titers of neutralizing antibodies correlate with natural
resolution of chronic hepatitis C [3]. Further, polyclonal hyper-
immune antibodies to the E2 protein have been shown to prevent
2 a : or delay the onset of HCV infection in chimpanzees when
been clas:slﬁed Lo SEVerL 102J0r Eenotypes. The envelope administrated before exposure to the virus [4]. The ability of HCV
glycoprotel'ns, El and E2, medlz.ue viral entry via cellular co- to persist in its host despite the presence of neutralizing antibodies
receptors, including CD81, claudin-1, occludin, and SBR1. The remains unexplained.
El and E2'prote1ns, located on th.e‘surface .Of v%ral particles, are With the advent of recently developed systems to study the full
the potentla.l targets . of neutralizing antlb'odles. At prese.nt, cycle of HCV infection [5], various human monoclonal antibodies
hown-aver., nelt.her antibody-based prophylaxis nor an effective to the El and E2 proteins have been evaluated for their
R ava.ulablle. . . o neutralizing activity and some of them were found to contain
HCV persists in the preserce @l ciotating an.t1bod1es. Ll broadly cross-neutralizing antibodies [6—11]. Passive immunother-
been speculated thar this relates to the highly mutable, apy with such antibodies has preventive and therapeutic potential

e e .Of .thls . - virus and the continnal particularly for preventing HCV re-infection in liver transplant
emergence of neutralization-resistant strains. However, the per- recipients

sistence of HCV in the presence of anti-HCV antibodies can not Daring £ di vmphoblastoid cell Ii
be fully explained by high variability alone. It has been found that uring the course of our studies on lymphobiastoid ce fines
© iy exp Y g ’ producing antibodies against HCV, we were able to isolate one

neutralizing activity is detectable in sera from infected patients . .. e
: : . . clone producing broadly cross-neutralizing antibodies and one
during both acute and persistent HCV infection [1,2], and that

Hepatitis C virus (HCV) is a member of the Flaviviridae family
and contains a 9.6 kb positive-strand RNA genome. The virus has
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clone producing non-neutralizing antibodies from a well-
characterized HCV-carrier (patient H). Isolation and character-
ization of these human monoclonal antibodies are detailed in
this report.

Materials and Methods

Peripheral Blood Mononuclear Cells (PBMC) and Cell

Lines

Following written informed consent, the blood sample was
obtained in 2000 from patient H who developed chronic HCV
infection after transfusion in 1977 [12]. The work was
conducted with approval from the Institutional Review Board
of the Clinical Center, National Institutes of Health, Bethesda,
USA. (IRB # 91-CC-0117). PBMC were isolated by Ficoll-
Isopaque (Pharmacia, Uppsala, Sweden), washed three times in
phosphate-buffered saline (PBS), re-suspended in Cell Culture
Freezing Medium (Life Technologies Japan, Tokyo, Japan), and
stored at —80°C until use. Huh 7 cells, a cell line derived from
a hepatocellular carcinoma, and highly permissive Huh7.5 cells
[13] (provided by C. Rice, Rockefeller University, USA) were
cultured in Dulbecco’s modified Eagle’s medium (DMEM)
(Wako, Tokyo, Japan) supplemented with 10% fetal bovine
serum (FBS) (Nichirei, Tokyo, Japan). Cells were grown at 37°C
in a COjy incubator.

Immunofluorescence (IF)

After fixation in ice-cold 100% acetone for 5 min, cells were
incubated with primary antibody for 30 min at room temperature,
washed 3 times in PBS, and incubated with a 1:200 dilution of the
AlexaFluor 488 (Invitrogen, Carlsbad, CA, USA) secondary
antibody for 30 min at room temperature. The samples were
examined under a TE200 fluorescence microscope (Nikon, Tokyo,

Japan).

Equilibrium Centrifugation in Sucrose Density Gradient
(SDG)

A crude supernatant containing HCV was centrifuged at
2,380xg for 15 min at 4°C, filtered through the 0.45 um
membrane, concentrated approximately 100-fold using Amicon
Ultra-15 centrifugal filter unit with Ultracel-100 (100 kD cut-off)
membrane (Millipore, Billerica, MA, USA). The concentrated
sample (1.5 ml) was overlaid on 6 ml of a discontinuous gradient
with 10, 20, 30, 40, 50, and 60% (w/v) sucrose steps and
centrifuged at 289,000xg for 20 h at 4°C in a CS 100GXL
centrifuge (Hitachi, Tokyo, Japan). Buoyant density of fractions
was determined by refractometry and expressed in g/ml.

Immuno-gold Electron Microscopy (EM)

For preparing a concentrated virus sample, fraction 3
obtained from the SDG centrifugation described above was
diluted in 6.5 ml PBS and spun down at 215,000xg for 4 h at
4°C in a S58A-0015 rotor (Hitachi, Tokyo, Japan). The
resulting pellet was suspended in 50 pl of PBS, mixed with an
equal volume of antibody #3535, #37, or a control antibody
(500 ug/ml), and incubated overnight at 4°C. The mixture was
then treated with 10 pl of goat anti-human IgG conjugated with
colloidal gold-particles (Jackson Labs, Grove, PA, USA)
overnight at 4°C. The sample was placed on a high resolution
carbon grid, STEM100Cu (Oken, Tokyo, Japan), negatively
stained with 2% uranyl acetate solution, and examined under a
JEM-100C transmission electron microscope (JEOL, Tokyo,
Japan) at 100 kV.
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Reverse-transcription (RT), PCR, and Quantitative PCR
(QPCR)

Extraction of RNA, RT, and PCR were carried out as described
previously [14]. The amount of HCV ¢DNA was measured by
gPCR using SYBR Premix Ex Taq (Takara, Tokyo, Japan) with
an ABI Prism model Fast 7700 instrument (Applied Biosystems,
Tokyo, Japan). To determine copy numbers, standard curves were
prepared with serial 10-fold dilutions of a known amount of a
plasmid bearing the amplified HCV sequence. We used primers
that amplified the 5’ non-coding region of the viral genome. The
sequences of the primers used were 5-TTC ACG CAG AAA
GCG TCT AG-3" as a sense primer and 5-CCC TAT CAG
GCA GTA CCA CA-3' as an anti-sense primer [15]. For
detection of RINA encoding the Vi regions of antibodies, we used
primer pair CGlz (5'-GCA TGT ACT AGT TTT GTC ACA
AGA TTT GGG-3') and VH6a (5'-CAG GTA CAG CTC GAG
CAG TCA GG-3') for #37, and primer pair CGlz and VH3a (5'-
GAG GTG CAG CTC GAG GAG TCT GGG-3') for #55. The
RT-PCR products were cloned into pCR4TOPO (Invitrogen,
Carlsbad, CA, USA ) and the molecular clones were sequenced
with an ABI PRISM™™310 Genetic Analyzer (Applied Biosystems,
Tokyo, Japan).

Expression of HCV E2 Proteins

Forns et al., [16] reported that the HCV E2 protein, when
expressed on the cell surface, acquired its native conformation
more efficiently when truncated at amino acid (aa) 661 of the
viral genome. Therefore, we prepared expression vectors
encoding truncated forms of E2 (aa 384 to 661) derived from
HCV isolates of patient H, obtained in 1977 (strain H77,
AF011751) and in 2000 (strain HOO) for the screening of
antibody-positive clones. For epitope mapping, we prepared
vectors encoding various sizes of E2 proteins derived from strain
H77. The inserts were amplified by RT-PCR, cloned into
pDisplay (Invitrogen, Carlsbad, CA, USA) in frame between a
signal sequence and a trans-membrane domain. All clones were
sequenced to ensure that the DNA encoded the authentic HCV
sequence. Huh 7 cells were grown in Lab-Tek 8-chamber slides
(Nagle Nunc, Naperville, IL, USA) until 80% confluent and
transfected with the constructs using SuperFect (Qiagen,
Valencia, CA, USA) according to the manufacturer’s instruc-
tions. After 48 h, cells were washed, fixed with cold acetone for
5 min, and stored at —80°C until use. Expression of the E2
proteins was verified by IF with rabbit hyperimmune sera raised
against various domains of HCV E2.

HCV Plasmids and Generation of Infectious HCV

Plasmid pJFHI that contains full-length cDNA of HCV strain
JFH1 was provided by T. Wakita (National Institute of
Infectious Diseases, Tokyo, Japan) [5]. Plasmids pFK-JFH/
Conl/C-842-dg, pFK;JFH/J6/C846-dg, and pFK-JFH1/H77/
C842-dg to generate chimeric infectious HCV Conl/C3, J6/
C3, and H77/C3, respectively, were given by R. Bartenschlager
(University of Heidelberg, Heidelberg, Germany) [17]. Plasmids
pH77C/JFHL, pJ4/]JFHI, pJ6/JFH], pJ8/JFHI, pS52/JFHI,
pED43/JFH]1, pSA13/JFHI, pHK6a/JFH1, and pQC69/JFHI
to generate chimeric infectious HCV were provided by J. Bukh
(Copenhagen University Hospital, Hvidovre, Denmark) [18-22].
These chimeras are JFHI-based recombinants expressing core-
NS2 of genotype 1 to 7 isolates. For the synthesis of HCV
RNA, the plasmids were transcribed using a Megascript T7 kit
(Ambion, Austin, TX, USA). To generate infectious HCV, the
tn vitro transcribed viral genomic RNA was transfected into
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Huh7.5 cells by electroporation using a Gene Pulser system
(Bio-Rad, Hercules, CA, USA) or by using Lipofectamine 2000
reagent (Invitrogen, Carlsbad, CA, USA ) as described by the
manufacturer. The culture supernatants collected at 2-7 days
after transfection were centrifuged, passed through a 0.45 pum
filter, and inoculated into naive Huh7.5 cells. After additional
passages on naive cells, the cell-free supernatants containing
HCV were concentrated approximately 10-fold using Amicon
Ultra-15 (Millipore, Billerica, MA, USA) and measured for their
infectivity titers. Aliquots were stored at —80°C until use.

Infectivity Titration

Virus titers were determined by focus-forming units (FFU) assay.
Huh7.5 cells were seeded at 2x10° cells per well in 24-well plates
and cultured overnight. Test samples were diluted serially 10-fold
and each dilution was inoculated into the cells. After incubation
for 6 h at 37°C, the cells were supplemented with fresh complete
DMEM and cultured for 24 h. The cells were then immuno-
stained and HCV-positive foci were manually counted under a
fluorescence microscope. Each test was performed in duplicate or
triplicate. The virus titer was expressed in FFU per ml sample, as
determined by the mean number of IF-positive foci detected in a
whole well.

Virus Neutralization Assays

Neutralization of HCV infection was assessed by the FFU
reduction assay. Two independent assays were performed in the
different laboratories. The first method was as follows: A 0.5 ml
of serial 5-fold dilutions of #37, #55, or an irrelevant control
antibody (human-IgG) (Sigma-Aldrich, St. Louis, MO, USA)
was pre-incubated at 4°C overnight with an equal volume of
the virus solution containing approximately 300 FFU/ml of
HCV. The mixtures were inoculated into Huh7.5 cells (5x10°/
well) cultured on a 15mm-coverglass in 12-well plates. After
incubation for 48 h, cells on the glass were fixed with cold
100% acetone and subjected to indirect IF for the detection of
infected foci using a serum from patient H followed by the
AlexaFluor 488 secondary antibody. IF-positive foci on the
whole coverglass were manually counted under a fluorescence
microscope. Each test was performed in duplicate. The second
method was as follows: A 0.1 ml of the dilutions containing 0.2,
1, 3, 10, 30, 100, 300, or 1000 pg/ml of #55 or a control
antibody was pre-incubated at 37°C for 1h with an equal
volume of the virus solution containing 10? or 10° FFU/0.1 ml
of HCV. The mixtures were inoculated onto Huh7.5 cells
(10° cells/well in 24-well plates). After 3 h of adsorption, the
inocula were removed and fresh complete DMEM were added
to the wells. At 24 h post-infection, cells were fixed with 4%
paraformaldehyde (Wako, Tokyo, Japan) followed by permea-
bilization with 0.1% Triton-100 (Wako, Tokyo, Japan). The
cells were then immuno-stained for the HCV proteins,
counterstained with Hoechst 33342 (Invitrogen, Carlsbad, CA,
USA), and examined under a BZ-9000 fluorescence microscope
(Keyence, Osaka, Japan). The number of HCV infected cells in
each well was manually counted. The percent neutralization
was calculated as the percent reduction of FFU compared with
virus incubated with the control antibody. The NTsq value,
lowest concentration (ug/ml) of antibody required for 50%
reduction of FFU, was determined by curvilinear regression
analysis.
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Results

Establishment of Human Lymphoblastoid Cell Lines
Producing Monoclonal Antibodies to the Envelope E2

Protein of HCV

PBMC obtained from patient H were infected with Epstein-
Barr virus, strain B95-8, as we described previously [23], and
cultured at 37°C in a 75 ml-flask in medium RPMI1640 (Life
Technologies Japan, Tokyo, Japan) containing 10% FBS. Ten
days later, the cells were distributed in 96-well plates in an amount
of 10* cells/0.2 ml/well. After 4 days of cultivation, supernatant
from each well was screened for presence of antibodies by IF using
Huh 7 cells expressing the E2 protein (aa 384 to 661) derived from
HCYV strain H77. Cells in the well that gave a positive signal were
re-distributed into 96-well plates and the wells were screened
again. This procedure was repeated 5 times until all of the tested
wells became positive on two successive assays. When cellular
RNA was extracted and the Vi region of antibody was amplified
by RT-PCR, identical sequence was obtained from three
randomly selected wells, suggesting that the cells were clones.
Antibody from this clone was designated as #37.

With a similar procedure we obtained antibody #355. For the
screening of #55, Huh7 cells expressing the E2 protein derived
from HCV strain HOO was employed as a target. Figure 1 shows
deduced amino acid sequences of the Vy regions for #37 and
#55. The antibodies were isotyped by IF with Huh7 cells
expressing the E2 protein (aa 384-661) of HCV strain H77, using
specific secondary antibodies to human IgM, IgGl, IgG2, IgG3,
and IgG4 subclasses, and to lambda and kappa light chains
(Binding Site Inc., San Diego, CA, USA). As shown in Figure 2,
#37 was IgG1/kappa and #55 was IgGl/lambda. The IgG was
purified from the supernatants using a HiTrap protein G HP
column (GE Healthcare, Uppsala, Sweden) and used for further
characterization.

Epitope Mapping

Both #37 and #b55 failed to react with the E2 protein in the
western blot assay. Therefore, these antibodies were considered to
recognize conformational epitopes. In order to map epitope
sequences, we prepared expression vectors encoding various
regions of the E2 protein derived from HCV strain H77. They
include the regions aa 384 to 661, aa 411 to 661, aa 429 to 652, aa
429 to 607, aa 508 to 652, aa 429 to 552, aa 508 to 607, aa 552 to
652, aa 508 to 552, and aa 552 to 607. Huh7 cells expressing these
regions were tested by IF for reactivity with #37 and #355. As
shown in Figure 3, #37 was reactive with the expressed form of
the E2 protein containing aa 429 to 652, but not with smaller sizes
than this region. In contrast, #55 was reactive with the truncated
form down to the region aa 508 to 607. These results indicate that
the target epitopes of #37 and #55 are located in the regions of aa
429 to 652 and aa 508 to 607, respectively.

Cross-reactivity with Different HCV Genotypes and
Binding Ability

Recent development of infectious chimeric HCV [17-22] has
made it possible to investigate cross-genotype reactivity of the
antibodies utilizing virus-infected cells as a target. We examined
the cross-reactivity of #37 and #55 by IF using Huh7.5 cells
infected HCV with different genotype E2 proteins. Genotypes
tested were la, 1b, 2a, 2b, 3a, 4a, 5a, 6a, and 7a. Both #37 and
#55 were reactive by IF with all genotypes tested.

Binding ability of #37 and #5355 was assessed by measuring
the minimum concentration of the antibodies required for an IF-
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MADb FR1 CDR1 FR2

#37 QVQLEQSGGGLVKPGESLRLSCAASGFILS HYHMS WFRQAPGKGLEWIA
#55 e e P Tl e E—=—-MF- AGW-H ~V-————e=~ V-VS
MADb CDR2 FR3

#37 DINYSGRTTYEADSVRG RFTVSRDNAKWSLYLQOMNSLRVEDTAMYYCAR

$55 Re—=D=S5-TYVrwK- —comcoceoe . O TR V—wrrs§
MAb _ CDR3 FR4

#37  VGVVASINLMVGRRRSDNWEDL WGQGTLVTVSS

#55 G-YYSYGPFGD......vouoes ————————m P-

Figure 1. Amino acid sequences of the V, regions of #37 and #55. Residues identical to #37 sequences are indicated by a dash. Dots
indicate gaps compared with the sequence of #37. MAb, monoclonal antibody; FR, framework regions; CDR, complementarity-determining regions.

doi:10.1371/journal.pone.0055874.g001

positive reaction using HCV-infected Huh7.5 cells as targets.
The HCV inocula tested were strain JFHI (genotype 2a) and ten
chimeric HCV, including H77C/JFH]1 (genotype la), J4/JFHI
(genotype 1b), Conl/C3 (genotype 1b), J6/JFHI (genotype 2a),
J8/JFH1 (genotype 2b), S52/JFHI1 (genotype 3a), ED43/JFHI
(genotype 4a), SA13/JFH]1 (genotype 5a), HK6a/JFH]1 (genotype
6a) and QC69/JFHI1 (genotype 7a). Antibody solutions contain-
ing 5 pg/ml of IgG were two-fold serially-diluted and each
dilution was tested by IF for a positive reaction. The results are
shown in Table 1. The minimum concentration of #55
required was 10-78 ng/ml, while that of #37 was 156—
1250 ng/ml except for H77C/JFH]1 and S52/JFHI, which

Kappa
e @

#37

#55

required 20 ng/ml. The higher ability of #37 in binding to
H77C/JFH] was possibly because this chimeric virus was a
JFH]1-based recombinant with homologous envelope E2 of strain
H77 from the PBMC-donor. The higher reactivity with S52/
JFHI remains unexplained. Overall, more of #37 was needed
for a positive reaction compared to #55, indicating that #55 has
a higher binding ability than #37.

Distribution of Reacting Antigens in the HCV-infected
Cells

Distribution of the antigens reacting with #5355 and #37 in
the HCV-infected cells was observed by IF-staining. We

Lambda

Figure 2. Isotyping revealed that #37 and #55 were IgG1/kappa and IgG1/lambda, respectively. Huh7 cells expressing the HCV E2 (aa
384-661) derived from strain H77 were incubated with #37 or #55, washed, and stained with fluoresceinated anti-human IgG1, anti-human lambda,

or anti-human kappa.
doi:10.1371/journal.pone.0055874.9002
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Figure 3. Epitope mapping revealed that #37 and #55 recognized the regions aa 429 to 652 and aa 508 to 607 of the E2 protein,
respectively. (A). A panel of Huh7 cells expressing various truncations of the E2 protein derived from HCV strain H77 was generated. At the top of
the graphic, aa 384 to 661 of the E2 protein is depicted with aa numbers. HVR1, hyper variable region 1. (B). Results of the assays for reactivity by IF. +,
positive recognition; -, negative recognition. (C). IF-reactions of #37 and #55 against the cells expressing aa 429-652 and aa 508-607.

doi:10.1371/journal.pone.0055874.g003

examined Huh7.5 cells infected with 12 different inocula of
HCV, including strain JFH1 and eleven chimeric HCV with
structural proteins derived from various genotypes. Figure 4
shows IF positive-staining by #37 and #55 observed in the
cells infected with strain JFHI. The antibodies produced a
different pattern of staining; while #37 gave coarse granular
staining mostly located in the periphery of the nucleus, #55
gave diffuse staining throughout the cytoplasm. Similar patterns
of IF-staining were observed for other chimeric HCV tested,
including H77C/JFHI1, J4/JFHI1, J6/JFHI1, J8/JFHI1, S52/
JFHI1, ED43/JFH1, SA13/JFHI1, HK6a/JFH1, QC69/JFHI,
H77/C3, and Conl/C3. An irrelevant control antibody (human
IgG) did not give such positive staining in the infected cells.
#37, #55, and the control antibody were not reactive with
non-infected Huh7.5 cells.

Ability to Recognize HCV Particles

It was recently reported that cell culture-grown HCV particles
were pleomorphic, 40—-75 nm in diameter, and spherical [24]. To
determine whether #37 and #55 are able to recognize intact viral
particles, we performed indirect immuno-gold EM using anti-
human IgG labeled with colloidal gold particles as a second
antibody. As target HCV for this experiment, we employed H77/
C3 with homologous envelope E2 of strain H77 from the PBMC-
donor. Concentration and purification of viral particles from
culture supernatants was carried out by equilibrium SDG
centrifugation. Figure 5A shows the distribution of HCV RNA
measured by RT-qPCR after the centrifugation. Two peaks of
viral RNA were obtained at 1.076 g/ml and 1.171 g/ml in
fractions 3 and 6, respectively. Copy numbers of HCV RNA were
4.3x10%0.1 ml for fraction 3 and 7.4x10*0.1 ml for fraction 6.
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Table 1. Binding activity measured by immunofluorescence.
Virus (genotype) Minimum concentration (ng/ml) required for positive reaction
#37 #55
H77C/JFH1 (1a) 20 10
J4/JFH1 (1b) 156 78
J6/JFH1 (2a) 1250 20
J8/JFH1 (2b) 1250 78
S52/JFH1 (3a) 20 10
ED43/JFH1 (4a) 625 20
SA13/JFH1 (5a) 156 78
HK6a/JFH1 (6a) 156 78
QC69/JFH1 (7a) 1250 78
Con1/C3 (1b) 625 78
JFH1 (2a) 313 78
doi:10.1371/journal.pone.0055874.t001
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control

Figure 4. Different pattern of IF-staining by #37 and #55 in the HCV-infected Huh7.5 cells. #37 gave granular IF-reactions scattered in
the cytoplasm. #55 gave diffuse staining throughout the cytoplasm. The control antibody (human IgG) gave negative staining. #37, #55, and the

control antibody were not reactive with uninfected Huh7.5 cells.
doi:10.1371/journal.pone.0055874.g004

These two fractions were further examined by the FFU assay for
their infectivity titers. Fractions 3 and 6 had an infectivity titer of
2.0x10* FFU’0.1 ml and 4.7x10° FFU/0.1 ml, respectively.
Fraction 3 was calculated to have an approximately 9 times
higher infectivity titer per HCV RNA than fraction 6 (Figure 5B),
which was in accordance with our previous observation that the
fraction with lower buoyant density was more infectious [25].
Thus, we selected fraction 3 for the EM examination. Fraction 3
was treated with #37 followed by anti-human IgG labeled with
colloidal gold-particles, negatively stained, and examined in a
transmission electron microscope. We detected HCV-like particles
coated with colloidal gold, indicating the binding of #37 to
virions. Most of the viral particles reacting with #37 measured
approximately 50—60 nm in diameter. Figure 5C (a) shows an
aggregate of three virions coated with specific gold. These viral
particles measured approximately 50 nm in diameter. Figure 5C
(b) shows two particles; the one on the right (50-nm in diameter)
was coated with colloidal gold, indicating the binding of #37.
Another particle on the left (35-nm in diameter) was negative for
colloidal gold, indicating that #37 was not reactive with this
particle. In addition, the presence of such uncoated particle in the
same field suggested that colloidal gold did not bind non-
specifically. When fraction 3 was reacted with #55 followed by
anti-human IgG labeled with colloidal gold particles, larger
aggregates of various-sized viral particles were observed, as shown
in Figure 5C (c). The viral particles varied in sizes from 40 to
70 nm in diameter. Immuno-gold EM demonstrated that both
#37 and #55 can bind to HCV particles. Figure 5C (d) shows

PLOS ONE | www.plosone.org

negative reaction of colloidal gold by an irrelevant control

antibody (human IgG).

Neutralizing Activity

To investigate whether #37 and #55 could inhibit HCV
infection, we performed an @ vitro neutralization assay by
reduction of FFU. As HCV inocula, we used chimeric H77/C3
(genotype la), chimeric Conl/C3 (genotype 1b), and chimeric J6/
C3 (genotype 2a) in this assay. A virus sample containing
approximately 300 FFU/ml of HCV was pretreated at 4°C
overnight with #37, #55, or an irrelevant control antibody at a
final concentration of 0.1, 0.5, 2.5, 12.5, 62.5, or 312.5 pug/ml and
the mixtures were then inoculated into Huh7.5 cells. After 48 h
post-infection, IF-positive foci were manually counted under a
fluorescence microscope. Each test was performed in duplicate. As
shown in Figure 6, compared to the results obtained with an
irrelevant control antibody, #55 inhibited the viral infection in
dose-dependent manner for all of the 3 samples tested. Inhibition
by #37 was not observed.

Since #55 was found to have a neutralizing activity as shown
above, further examination by the FFU reduction assay was
conducted with HCV strain JFHI (genotype 2) and various
chimeric HCV containing the E2 proteins from 9 different
genotypes. Chimeric viruses tested included H77C/JFHI1 (geno-
type la), J4/JFHI (genotype 1b), J6/JFH]1 (genotype 2a), J8/JFH]1
(genotype 2b), S52/JFH]1 (genotype 3a), ED43/JFH1 (genotype
4a), SA13/JFHI1 (genotype 5a), HK6a/JFH]1 (genotype 6a), and
QC69/JFH1 (genotype 7a). Two different concentrations of target
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Figure 5. Immuno-gold EM demonstrated that both #37 and #55 recognized HCV intact particles. (A). Equilibrium SDG centrifugation.
4, HCV RNA copies measured by RT-qPCR; A, buoyant densities. (B). The ratio of infectivity titer (FFU) to HCV RNA copies of fractions 3 and 6. (C).
Immuno-gold EM. Viral particles in fraction 3 were treated with #37 (a, b), #55 (c), or a control antibody (d) followed by anti-human IgG conjugated
with colloidal gold particles, and examined under an electron microscope. HCV-like particles in the sample treated with #37 and #55 were observed
with specific labeling of gold particles indicating that the antibodies are capable of binding to viral particles. Bar=50 nm.
doi:10.1371/journal.pone.0055874.g005

HCV were tested in the assays. The one virus-sample contained
10 FFU/0.1 ml (no.l) and another 10° FFU/0.1 ml (no.2).
Table 2 shows the 50% neutralization titers (NT's5q) of #55, a
lowest concentration (ug/ml) required for 50% reduction of FFU,
calculated by curvilinear regression analysis. #55 neutralized
HCYV infection of various genotypes (la, 1b, 2a, 3a, 4a, 5a, and
6a), with the N'T'5 titers ranging from 2 to 127 pg/ml for no.1 and
6 to 231 pg/ml for no.2. Neutralization of genotype 7a (QC69/

Con1/C3 (1b) C

JFHI) by #55 was less, with a NTs titer of 219 pg/ml for no.1
and >500 pg/ml for no.2.

Blocking of Viral Adsorption

We examined whether #55 blocked viral adsorption to cells by
measuring the amount of cell-attached HCV RNA using RT-
qPCR. A half ml of the culture supernatant containing 10> FFU/
ml of chimeric HCV, H77/C3, was pre-treated at 4°C for 24 h
with an equal volume of #55, #37 or a control antibody at a final

J6/C3 (2a)

Number of FFU

A H77/C3 (1a) B

200 200 -
= o
IL {
o & 150
S k3 ;
L L 100 -
2 B
S 50 E s0-
4 3 =z j
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Figure 6. Neutralization assay by FFU reduction. The mean numbers of positive foci are shown for viruses H77/C3 (A), Con1/C3 (B), and J6/C3
(C). Compared to the results obtained with an irrelevant control antibody, #55 inhibited the viral infection in dose-dependent manner for all of the 3
samples tested. Inhibition by #37 was not observed. 4, control; B, #55; A, #37.

doi:10.1371/journal.pone.0055874.g006
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Table 2. 50% neutralization titers (NTso) of #55 by FFU
reduction.

NTso (ug/ml)*

Virus (genotype)

; ©onhet . no2
H77C/JFH1 (1a) 106 103
JMJFHI(B)  ND 93
J6/JFHT (22) 1266 ‘ 991
BOFMI@D) 21 a1
SS2IFH1 3a) 730 2308
EDA3UFHI @) 13 74
SA13/JFH1 (52) 50 ' 57
HKea/JFH1 (6a) 52 i g
QCE9LFH (7)) 2185 >500
JFHT () o e

*, calculated by curvilinear regression analysis; ND, not done.
doi:10.1371/journal.pone.0055874.t002

concentration of 500, 50, or 5 pg/ml. The mixtures were then
mmoculated onto Huh7.5 cells seeded in 12-well plates
(5x10° cells/well). After incubation for 4 h at 37°C, cells were
washed 3 times with PBS. Amount of cell-associated HCV RNA in
a well was measured by RT-qPCR. Each test was performed in
duplicate. Compared to the control antibody (human IgG), #55
inhibited viral adsorption in dose-dependent manner, as shown in
Figure 7. Inhibition by #37 was not observed but rather slightly
enhanced at a concentration of 50 pg/ml.

Specific amino acids (W420, Y527, W529, G530, and D535) in
the E2 envelope protein of HCV were reported to be critical for
binding to GD81, a principal cellular receptor and they were
conserved across all genotypes [26]. As the epitope of #55
includes these amino acid residues, it was possible that #55
blocked virus adsorption by competing with CD81 for a binding
site on the E2 envelope. Figure 8A shows sequence alignment of
aa 508 to 607, the epitope of #55, of HCV employed in the
present study. The epitope of #55 contains the residues important
for binding to CD81 (asterisks). Thus, we investigated this
possibility by testing whether CD81 inhibits binding of HCV to
#55 utilizing an assay based on antibody-captured RT-qPCR. A

10000 -
n
°
§ 1000 -
= B 500ug/ml
S 100- © 50pg/ml
g O 5pg/mi
£ 1w
O
x

1 - v
control #37
Antibody

Figure 7. Blocking of viral adsorption by #:55. Blocking of viral
adsorption measured by RT-qPCR. Compared to the control antibody
(human 1gG), #55 inhibited viral adsorption in dose-dependent
manner. Inhibition by #37 was not observed but rather slightly
enhanced at a concentration of 50 ug/ml.
doi:10.1371/journal.pone.0055874.g007
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100 ul of the virus solution containing 10* FFU/ml of H77/C3
was incubated with an equal volume of various dilutions of soluble
recombinant human CD8! protein (Origene, Rockville, MD,
USA) for 2 h at room temperature. FEach mixture was then
inoculated into a 48-well plate which was pre-coated with #55 or
an irrelevant control antibody (human IgG) at a concentration of
10 pg/ml. The plate was incubated at 4°C overnight. After
washing, bound HCV RNA was extracted and quantified by RT-
gPCR. As shown in Figure 8B, CD8] inhibited the binding of
virus to #55 in a dose-dependent manner.

Discussion

In this study, as an approach to obtain human B cell lines
producing antibodies to HCV envelope E2, we applied the EBV
transformation method, which is based on the fact that EBV
transforms B-lymphocytes of humans i vitro into lymphoblastoid
cells that synthesize and secrete immunoglobulins. From PBMC
collected from a patient persistently infected with HCV strain H
(genotype la) we have successfully isolated two clones producing
anti-HCV E2 antibodies, #37 and #55. At the first screening of
culture supernatants, several wells of a 96-well plate were found
positive for anti-HCV E2 antibodies. However, most of them
became negative as further cultured. Finally #37 and #55
remained as stably producing clones.

There was remarkable contrast between these two antibodies in
their properties: (1) #55 appeared to be a broadly cross-
neutralizing antibody. In the neutralization assay by FFU
reduction, it inhibited infection by HCV genotypes la, 1b, 2a,
2b, 3a, 4a, 5a, 6a, and, to a lesser extent, 7a. In contrast, #37 did
not neutralize any of the viruses tested. Interestingly it tended to
enhance the infection at low concentrations (Figure 6B and C,
and Figure 7): (2) the epitope of #55 was mapped to the region of
aa 508 to 607 and that of #37 was mapped to the longer region
spanning aa 429 to 652 of the E2 protein. #55 seemed unique for
broadly cross-neutralizing antibody to have a relatively short
conformational epitope, since it has been reported that confor-
mational epitopes reacting with such antibodies are usually
retained in the full length E2 [7,9]: (3) when we tested their
cross-reactivity using transfected Huh7 cells expressing the E2
proteins, #37 was reactive with genotype la but reacted very
weakly with the others, while #55 was broadly reactive with all
genotypes tested. However, when examined using the virus-
infected cells as targets, #37 was reactive with all HCV genotypes
tested, although its binding activity measured by IF was less than
that of #55 except for H77C/JFHI(1a) and 852/JFH(3a): (4) in
immuno-gold EM, viral particles recognized by #37 were rather
homogenous in size and measured approximately 50-60 nm in
diameter. On the other hand, #55 produced larger aggregates of
various-sized viral particles, probably because of its higher binding
activity: (5) the antibodies showed a different pattern of IF-staining
in the HCV-infected cells. While #37 gave granular reactions
mostly in the periphery of nuclei, #55 gave diffuse staining
throughout the cytoplasm (Figure 4). The nature of the antigens
reacting with #37 and #55 remains to be studied.

Recently, Keck et al. reported that the region aa 529 to 535 of
the E2 envelope protein is a CD81 binding region that does not
tolerate neutralization escape mutations [27]. The epitope of #55
includes the above mentioned region and #355 blocked virus
adsorption by competing with CD 81 for a binding site on the E2
envelope. As #55 is broadly neutralization cross-reactive, it may
be very useful in preventing infection by HCV of various
genotypes. Sasayama et al. reported that blocking N-glycosylation
of aa 534 (aa 532 of strain H77) in this region by substituting
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Figure 8. Binding of HCV to #55 was inhibited by soluble recombinant CD81. (A). Sequence alignment of aa 508 to 607, the epitope of
#55, of various genotypes of HCV employed in the present study. Residues identical to the sequences of H77/C3 are indicated by a dash. Dots
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doi:10.1371/journal.pone.0055874.g008

asparagine with histidine markedly enhanced the sensitivity of the
virus to neutralizing antibodies and suggested that the aa 529 to
535 region is usually protected from the antibody’s access by the
N-glycosylation [28]. It is possible that #55 may evade the N-
glycosylation mediated protective mechanism of HCV.

A cross-neutralizing monoclonal antibody that could be
generated in large volume might be particularly beneficial to
prevent the almost universal occurrence of HCV re-infection of
transplanted livers and could play other roles in immunoprophy-
laxis until such time as an effective HCV vaccine is developed and
commercialized.
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Abstract

Adenosine 5’-triphosphate (ATP) is the primary energy currency of all living organisms and participates in a variety of
cellular processes. Although ATP requirements during viral lifecycles have been examined in a number of studies, a method
by which ATP production can be monitored in real-time, and by which ATP can be quantified in individual cells and
subcellular compartments, is lacking, thereby hindering studies aimed at elucidating the precise mechanisms by which viral
replication energized by ATP is controlled. In this study, we investigated the fluctuation and distribution of ATP in cells
during RNA replication of the hepatitis C virus (HCV), a member of the Flaviviridae family. We demonstrated that cells
involved in viral RNA replication actively consumed ATP, thereby reducing cytoplasmic ATP levels. Subsequently, a method
to measure ATP levels at putative subcellular sites of HCV RNA replication in living cells was developed by introducing a
recently-established Forster resonance energy transfer (FRET)-based ATP indicator, called ATeam, into the NS5A coding
region of the HCV replicon. Using this method, we were able to observe the formation of ATP-enriched dot-like structures,
which co-localize with non-structural viral proteins, within the cytoplasm of HCV-replicating cells but not in non-replicating
cells. The obtained FRET signals allowed us to estimate ATP concentrations within HCV replicating cells as ~5 mM at
possible replicating sites and ~1 mM at peripheral sites that did not appear to be involved in HCV replication. In contrast,
cytoplasmic ATP levels in non-replicating Huh-7 cells were estimated as ~2 mM. To our knowledge, this is the first study to
demonstrate changes in ATP concentration within cells during replication of the HCV genome and increased ATP levels at
distinct sites within replicating cells. ATeam may be a powerful tool for the study of energy metabolism during replication of
the viral genome.
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Introduction

Adenosine 5'-triphosphate (ATP) is the major energy currency
of cells and is involved in a variety of cellular processes, including
the virus life cycle, in which ATP-dependent reactions essential for
virus multiplication are catalyzed by viral-encoded enzymes or
complexes consisting of viral and host-cell proteins [1]. However,
the lack of a real-time monitoring system for ATP has hindered
studies aimed at elucidating the mechanisms by which cellular
processes are controlled through ATP. A method for measuring
ATP levels in individual living cells has recently been developed
using a genetically-encoded FRET-based indicator for ATP, called
ATeam, which employs the epsilon subunit of a bacterial FoF-
ATPase [2]. The epsilon subunit has several theoretical advan-
tages for use as an ATP indicator; 1) small size (14 kDa), ii) high
specific binding to ATP, ii) ATP binding induces a global
conformational change and iv) ATP hydrolysis does not occur
following binding [3-5]. The affinity of ATeam for ATP can be
adjusted by changing various amino acid residues in the ATP-
binding domain within the subunit. ATeam has enabled
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researchers to examine the subcellular compartmentation of
ATP as well as time-dependent changes in cellular ATP levels
under various physiological conditions. For example, the ATeam-
based method has been used to demonstrate that ATP levels
within the mitochondrial matrix are lower than those in the
cytoplasm and the nucleus [2].

Hepatitis C' virus (HCV) infects 2-3% of the world population
and is a major cause of chronic hepatitis, liver cirrhosis and
hepatocellular carcinoma [6-8]. HCV possesses a positive-strand
RNA genome and belongs to the family Flaviviridae. A precursor
polyprotein of ~3000 amino acids is post- or co-translationally
processed by both viral and host proteases into at least ten viral
products. The nonstructural (NS) proteins NS3, NS4A, NS4B,
NS5A and NS5B are necessary and sufficient for autonomous
HCV RNA replication. These proteins form a membrane-
associated replication complex (RC), in which NS5B is the
RINA-dependent RINA polymerase (RdRp) responsible for copying
the RNA genome of the virus during replication [9,10]. NS3, in
addition to its protease activity, functions as a viral helicase
capable of separating duplex RNA and DNA in reactions fuelled
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