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Abstract Objectives : Our initial experience in laparo-
scopic radical cystectomy or cystoprostatectomy (LRC)
for bladder carcinoma in comparison with open radical
surgery is reported.

Patients and Methods : Between July 2005 and Sep-
tember 2008, 24 patients underwent LRC followed by
open urinary diversion. We compared peri- and postoper-
ative findings of the 24 cases with those of 16 open radi-
cal cystectomy or cystoprostatectomy (ORC) conducted
during the same time period. Urinary diversions in these
patients were either ileal conduit (IC) or ileal neoblad-
der (NB).

Results : There was no significant difference between
LRC group and ORC group in terms of preoperative
paramters (age, gender, tumor grade, clinical stage).
Neobladder was more commonly chosen in LRC than in
ORC. Statistically significant advantage was not evident
in LRC group with regard to peri- and postoperative
findings. Pathological findings and survival (overall,
recurrence-free) were the same between two groups.

Conclusion : The advantage of LRC over ORC was not
substantiated in our initial experience. Nevertheless, we
consider this procedure as promising, which needs to be

further pursued in terms of practical utility after learn-
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ing curve being reached.
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Table 1 Comparison of clinicopathological parameters
between LRC and ORC

LRC (%) ORC (%) p-value
Number pts 24 16
Age
(yo, mean +SD) 64.3x102 649112 NS
Gender NS
male 21 (875) 12 (75)
female 3 (125) 4 (25)
Grade® NS
1 1 (47) 0
4 (190 3 (200)
3 17 (80.1) 12 (80.0)
T stage NS
=2 21 (875) 15 (937)
=3 3 (125) 1 (6.2)
Diversion p=0.01
IC 7 (29.2) 13 (81.2)
NB 17 (708) 3 (187)
Nerve sparing™ 2 (105) 0 (0 NS
Urethrectomy*** 4 (66.7) 4 (444) NS

LRC : Laparoscopic radical cystectomy or cystoprostatectomy
ORC : Open radical cystectomy or cystoprostatectomy

IC : Ileal conduit NB : Neobladder

NS ! not significant, SD : standard deviation

* . Unassigned in 3cases (LRC: 2, ORC: 1)

** ! excluding female cases *** : Male pts, ileal conduit group

- 117 —



ZhHhE L7

LRCF#i A ik

FAIEHREETIC, BIRA, BEBRBEM GER, Y4
AL NBLICLEF—2—"2MH) ICTHT. 7,
BEICFig 10X HI5EKDR— 2B X, BEEY, JH
THICBRRERA Z1T). UT, EBEOFMAEICO &5
Hy 5.

9, BEAOBELIT, BECKEZE-TI5%
BEPDZT, BEFEELTBL. KIS, BRAICEER
WAKZHISOMVEA L, BEERLICEKROBERZEZL,
BERESMA & D 9 1lemAMEl CHERE 2 #EYIBE$ % (Fig. 2). T
FCYURZEDSL L, ORI LTS L) 12k
EVHRINEDOT, CORATYN TS ELICTH

.

® 10mm
AR
B scope
A 0
A 5mm
\ /
Fig.1 F—TIrofE

Fig. 2 BEBEAR TOBEBED LI

I e 5 AR 0 B B 6 B AR 0 B0 A R B

T, REIHERESNLDOT, ZhZERAICm»VHEEL
(Fig. 3), REZ WL, WM ASREDWICRHT
5. MEOREDE %, WHOBEBEOYREEZORITS X
I, BEOHMYIA*BE, TIT, WMELHZLIMES
% (Fig. 4). lateral pedicleid@BHFHEEIAZERE (LCS)
RERAWTYINT 5. CO%, BB LELRO B OB
ZOCICHI BRI ONE 2 #D D (T OMBEIIEEET
BV BREHERATICHE L TITH ). RICIERBERZ LML,
BERtETEA BB L, DVCO&SELITH. MERFIZ, 4
BTl BERESE T BT S BRHE B4R & R Bk (Cintra-fascial nerve
sparingFHE IC THIITLTWa. REDOYMIZ AR TITRT
BREFERRAT & FRRICAT, YN E H 5 A Lok T 5
MEZ ZRET LT, 2, REOMBEIZNY, B
f& (FHEEIEHRYIE) D%, BlizHHT2ENCT-T

Fig. 4 EREOFE»LMEZDOEH

73

118 —



Table 2 Peri- and postoperative findings of LRC and ORC

Table 3 Pathological findings and survival in LRC and ORC

LRC ORC p-value LRC ORC p-value
Number pts 24 16 Number of pts 24 16

Operative time (min)  620+122 477+ 685 NS Grade* NS

Blood loss* (ml) 1683 +812 2350%1321 NS G2 (%) 5 (25.0) 3 (231)

Transfusion** (%) 625 75.0 NS G3 (%) 15 (75.0) 10 (77.9)

Transfusion** (%) 375 68.7 p=0.053 pT stage NS

Tleus (%) 167 187 NS =2 (%) 15 (62.5) 8 (50.0)

Oral intake =3 (%) 9 (375) 8 (50.0)

Fluid (d) 60+41 40+08 NS Number of lymph nodes 146+6.0 17.8+10.3 NS
Diet (d) 8664 68+26 p=002 (mean+SD) **

Postop. complication Lymph node mets. (%) ** 5 (22.7) 4 (308) NS
Minor (%) 58.3 56.2 NS Pos. surgical margin (%) 0 (0) 1 (6.25) NS
Major (%) 125 62 NS Follow- up 504 +297 311 %293 NS

Ambulation (d) 28+12 26+09 NS (d, mean =SD)

Hospital stay (d) 268+134 305+247 NS Survival

WBC™" (/ rnms) 9996 + 2765 10219 + 3208 NS Overall (%) 21 (87.5) 14 (875) NS

CRP **** (mg/l) 861+1.90 970202 NS Recurrence-free (%) 21 (875) 12 (75.0) NS

*. including urine

** including autologous blood transfusion
***: excluding autologous blood transfusion
**** Data from day 1 following surgery
Figures are mean * standard deviation.

Wi, (THEEERWHARSAFOKR— & EFDI0mm
DFR—FEHE, SHLICHRFLECOREUMAELE.)
Ao, Vi, REEMIIRBEEZICEEOR
JE & FRR O A ETHIAT L7,

M, AFME, FRORBEESORREBTEBRLT
w3,

= R

EARFCBITAMBRGTH o 2. E8b HH,
grade, EEIRJEH (T stage) I2DWTCLRCE L ORCER
KHBELZRDLho o, REEMMRICO TIZLRCE
BV THBHBEKS, ORCRICBWTHB#EE LD
% { &R (p=001) ShTwiz (Table1).

LRCH LORCRANOFMEEEE, WEENFR, &
FEOBRIZOWTRT (Table 2, 3). FHBEMIZLRC
B A% F 6204 (337-8004 ), ORCEE 554774 (360—
5854%) Tdh o7z (p=03). HIMEIZLRCE A5 TF51683ml
(380-3295ml), ORCE A F#2350ml (790-5700ml) T -
7= (p=04). BOMEMmM%*ELHME*EL D DIILRCE
1560 (625%), ORCEH1261 (750%) TH Y (p=04),
FEmEHIMZE S % o7 d O RLRCE 9% (375%),
ORCEH118] (687%) TdH o7z (p=0053). #Hkf L
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pTO were 5 cases (LRC : 4, ORC1) in this study.

* ¢ excluding 2 cases (ORC : 2) of non-urothelial carcinoma
** ! excluding 5 cases (LRC : 2, ORC : 3) without lymph node
dissection.

SD, standard deviation

A %ZLRCE Ti3461 (16.7%) =, ORCEETIZ3B (18.7%)
D7 (p=08). BOIEEGIK Bk, &F) FTol
Mz, ZhZhLRCHTFEH60H (3-23H), 86H (6-
37H), ORCEA¥#40H (3-5H), 68H (4-13H) T
o7z (£p=03 002). Minor, MajorZz Mt D& HIER
AKX, ZhENLRCE 148 (583%), 3% (125%),
ORCHEE 79981 (562%), 181 (62%) T& - 7= (Kp=04,
08). BEWEAREIIEISI VLI RAZA VI ARELRE
BEHE Major) LDIZ[HD] LFEL &BE
DEFLEFAOYE R+ Table 4 (3, b) IZRT FEHITFE
WHETNEICEE L), AIBREICoW TR, BEOL DL
RTED. SEOBF TidMajorfe b D134%] (ORCE:
14, LRCE3#I) T, T RTHEEYEARAEThHo7. 4
Bi3f] (ORCEB, LRCE2MI) BFEHICTHHEL ..
LRCEDIFIIREWICHBL 722, ARBORKBT T
STHZEL7:. MkEFTHK T COHMIZLRCHESTY
28H (1-6H), ORCEX»F#26H (1-5H) THho ik
(p=0.1). B Z TOHMIZLRCE A F19268H (14-83
H), ORCEATF#305H (16—120H) THo7 (p=05).
FHRVHOMP BIMERES, CRPMEIZZ N ZNLRCEANF
#9996/mm’ (5600 —16400/mm’), ¥ 861mg/l (581
-1327mg/1), ORCEf %% F 310219/mm’ (4200 ~ 18600/
mm’), F349.70mg/l (527-126lmg/D) Td » 7= (&
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Table 4a Complication in ORC group

FERESRT B 36 B ERE 8 BT 0 40 SR B

Table 4b Complication in LRC group

Age Op. time Blood

Age Op. time Blood

(o) Gender Stage Diversion (min) loss (ml) Complication (yo) Gender Stage Diversion (min) loss (ml) Complication
70 M T1 IC 505 790 WI 56 M Tl NB 800 2695 PN
76 M T2 IC 425 1232 WD 58 M T2 NB 740 1430 PN
66 F T2 IC 490 2120 WD 62 M T2 NB 760 2000 WD
75 M T1 IC 520 2810 WD PN
ABL’ 75 M T3 NB 615 2810 WD
66 M T4 IC 360 1900 PN 60 M Tl NB 655 2680 WD
39 M T2 NB 540 4420 PN 76 M T1 IC 610 2317 WD
77 F T2 IC 510 2250 PN 48 M Tl NB 480 1560 WD
59 F T2 IC 480 3880 WD 63 M T2 NB 630 1712 PN
67 M T2 1IC 509 1790 WD 58 M T2 NB 540 1790 EP
* ¢ Major complication 79 M T1 IC 632 1550 FUO
WI : Wound infection ~ WD : Wound dehiscence 54 M T2 NB 580 610 WD
ABL : Anastomotic bowel leak PN : Pyelonephritis ABL*
84 M Tl IC 337 380 PN
64 M T3 IC 395 1170 ABL*
61 M T1 IC 680 1420 WD
p=04, 04). ABL*™
58 F Tl NB 622 1560 WD

rt@RDLS5IZ, BEOBBICOWTIIORCHTAHE
(p=002) 282 o7, FAELHMZ2ToLETREE
EIXBONLE Do ZHLRCETA R (LRCETIXH
ClDATIY FO— VAl REEIFGV) EHEFEHo 2
(p=0053). ZDE»POHEBIZ>VTII2BEOBICHZEZR
BOLIoT.

FHEORBZMA (Grade, pT stage, U ¥/ EiEEH
FBYHEER, REEBER) CAEEZ2ZDEd o7 (B
p=09, 04, 03, 02). pTO 58 (LRC:4#I, ORC:1
F) ICED BHEE (Grade) OREIZBWTIIBRE
(ORC : 1#1), WFLE# (ORC: 1#) B L7

VAZTF v ERBOCIMERBILERE (MECEE)
IILRCE7HI, ORCE2BIICH L TITbR - EEEIRE
blrrol (p=02).

MBI MIILRCHE A FH5040 (19-1089H), ORC
FASFI3ILHE (50-1128H) THEZR2EDT (p=04),
BRURIEWDY, £ (@47, FEERELEE) 1
BWTHZO2HHEICEEZZD L o7 (p=04, 008).

%3, LRCEIZBWC2HITHRICEBIEE 2207255,
W BELE. Wik, EREGICIZEHEREDR
hoiz.

zZ =

ORC & LRC + 41 TR B 4 0 R I 3
K812 oW T, Habers” IZLRC + &4 T O REER#H T

* ! Major complication

** ! Treated conservatively

PN : Pyelonephritis WD : Wound dehiscence EP : Epididymitis
FUO : Fever of unknown origin ABL : Anastomotic bowel leak

FHMERA Ly AORENL Y D, AR E:
TEEWMELTVS. %72, Basillotes” IXORCIZ BB L
TLRC+ A CORBEMM W % OFEFHH OFE B E S
<, WMEEOBNEG T COMMMPEL, ABIM L@
EE~OER T TOMMAHET &, S 5IPropigliat”
WLRCO V7 )V— 7 TIEBAMERI L 22, HEED
BROTRL 22 ETHIVEVIEZHEL TS, #L
T, FHRBEMRPEHEICIOVWTRAEOMICEELES T
Doz ELTVA.

¥/, RBZEMICD v THaber 5, #54THF
Open-assistedD 75 %%, BEBEGET CI79H ik (Pure laparo-
scopic) X9 b FNEFRAE, HIME & BRmEI P74k L,
WEOBROVMTEL 22 T TOMYE, ARBIMSE
ELTWwA, /NERAEBHEIZ DV TidPure laparoscopic®
HTHEL, BERL2ETS L) R EHEDOREEEIZPure
laparoscopic T 1X29 %, Open-assisted T 1311 % (p=0.08)
EHREL TS, BHEATIX, LRCIBORCE D H AV v
A3 B, REEBIZOWTIRBNATHTIEI AL
WHRRTH 5.

SHObNbNOKET T LSBT REFD X S 8]
SHhEHEHEERED O o7, SEOKRE TIZLRC
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LORCOFEFNI BV TER I N REEMBIZENH -
CCEARERE G oML H S, HilmEICEL T,
LRCTIHBEM e (KERTH) £ TOFHMHIZ2175m]
(30-650ml) & @M RICay Pa—VERTW/ L
2L, BABMTICBITL TH 5 Doozing?e &2 % O £k
mMEBAEMLCLE- 2, EZONE. AFFHBTITOH
BiZowT, 4B DR TIRORCERDHHVEYM TS -
7o, LRCEICBVWTIBEYAARSICIVITEAELL
ERLDY, PRVEARTORBICBE N THENKE
PolWikEdH 5. EERBEOCFMIIOVTE, SEO
B TRWE B oM MR & CRPE, FTHKET O
B2 RIEL L2, WIhIEEE*BO Rl &
BRIIBACORMER D L 5 IR BERFOREBRHSH
Bl Lo CHFMEITILEN DL EER 5.
REEZ BT BB OBRES T FH & Fikc, Zomt
ZBWTH, BEHEET COLXKRFOD & THHE K
CEAHMBOER, BEEBLLZLDOX) y FEHESH
5. SHLIBEEZARLLRBEMCBVWT, BEORE
DER L HRTE, HEOBLEREREHROERE
Faha £/, SEHOKRETIE, HEIMBT, EFAK
bR E LB, F=FICERLTORVWEHLYI R T —
Z VU THREBED LN R L L, MoONEFERE
RIS, BT -V T A—THBAbhIY), BRETHS
ELTHICHIFETES. CDEIEILD, SHIZER
2R L, ZOMRNEEBENE OLBREITZEDTHLTF
ETH5.

B B

LRCTHEAT L7-LRCOFIRRER 2 & O, RIS HEAT
ENFREIC & 5 RERBERRERA & OB DOV THik
L7:. SRORETIX, HEEFROBMEL, #NCOHE
DEHLERBRBD O o0 DD, H5I245HDS
HHTEX2FEMFRTHIEELI LN
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Association between mutations in the core region of hepatitis C
virus genotype 1 and hepatocellular carcinoma development

Shingo Nakamoto, Fumio Imazeki*, Kenichi Fukai, Keiichi Fujiwara, Makoto Arai, Tatsuo Kanda,
Yutaka Yonemitsu, Osamu Yokosuka

Department of Medicine and Clinical Oncology, Graduate School of Medicine, Chiba University, 1-8-1 Inohana, Chuo-Ward, Chiba City,
Chiba 260-8670, Japan

Background & Aims: To determine whether amino acid muta-
tions in the core region of hepatitis C virus (HCV) genotype 1
are associated with response to interferon (IFN) therapy and
development of hepatocellular carcinoma (HCC).

Methods: We followed up 361 patients (median duration,
121 months), and IFN monotherapy was administered to 275
(76%) [sustained virological response (SVR) rate, 26.5%). Using
pretreatment sera, mutations at core residues 70 and 91 were
analyzed [double wild (DW)-type amino acid pattern: arginine,
residue 70; leucine, residue 91).

Results: A low aspartate aminotransferase (ASTYalanine amino-
transferase (ALT) ratio and low HCV load were independently
associated with SVR, but core mutations were not. During fol-
low-up, 12 of 81 (14.8%) patients with the DW-type pattern
and 52 of 216 (24.1%) patients with non-DW-type pattern devel-
oped HCC (p = 0.06, Breslow-Gehan-Wilcoxon test). Multivariate
analysis with the Cox proportional-hazards model revealed the
following independent risk factors for HCC: male gender
[p < 0.0001; risk ratio (RR), 3.97], older age (p < 0.05; RR, 2.08),
advanced fibrosis (p <0.0001; RR, 5.75), absence of SVR
(p<0.01; RR, 10.0), high AST level (p<0.01; RR, 2.08), high
AST/ALT ratio (p<0.01; RR, 2.21), and non-DW-type pattern
(p<0.05; RR, 1.96). In patients with FO-F2 fibrosis at entry,
non-DW-type was likely to lead to cirrhosis (p = 0.051).
Conclusions: In HCV genotype 1 patients, HCC risk could be pre-
dicted by studying core mutations, response to IFN, and host fac-
tors like age, gender, and liver fibrosis.

© 2009 European Association for the Study of the Liver. Published by
Elsevier B.V. All rights reserved.

Keywords: Hepatitis C virus; Core region; Hepatocellular carcinoma; Interferon;
Sustained virological response.
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asonography; CT, computed tomography; MRI, magnetic resonance imaging; PCR,
polymerase chain reaction; OR, odds ratio.
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Introduction

Hepatitis C virus (HCV) infection is a global health problem and
the number of chronic carriers worldwide is estimated at 170
million [1]. HCV causes chronic hepatitis, which may progress
to liver cirrhosis and hepatocellular carcinoma (HCC); the speed
of disease progression, though, varies among patients [2,3]. Age,
gender, steatosis, liver fibrosis, and response to interferon (IFN)
therapy are reported to be associated with disease progression
and HCC development [4-7]. HCV has six major genotypes, of
which genotype 1 is most common in Japan and reported to be
associated with increased severity and progression of chronic
liver disease [8,9]. HCV contributes to HCC by directly modulating
the pathways promoting the malignant transformation of hepa-
tocytes [10-13]. Studies on transgenic mice revealed that the
HCV core protein has oncogenic potential [14]}, but other studies
yielded conflicting results [15,16]. Recently, mutations at amino
acids 70 and 91 in the core region were shown to predict virolog-
ical response to therapy with IFN plus ribavirin and also HCC
development [17-19]. However, few studies support these
results, and hence, the clinical impact of core mutations on HCC
development is still unclear. In order to determine the viral fac-
tors associated with HCC development, we performed a retro-
spective cohort study on 361 patients with chronic liver disease
caused by HCV genotype 1 infection and analyzed the amino
acids present at core residues 70 and 91. Additionally, we
evaluated whether these mutations were associated with IFN
treatment, cirrhosis development, or host factors like age and
gender.

Patients and methods
Study population

We enrolled 361 consecutive HCV genotype 1-infected patients who had under-
gone liver biopsy between August 1986 and June 1998 at Chiba University Hos-
pital. At the enroliment time, the absence of HCC was proven by abdominal
ultrasonography (US), computed tomography (CT), or magnetic resonance imag-
ing (MRI), All the patients tested positive for anti-HCV antibody, determined by
second-generation enzyme-linked immunosorbent assay. Patients with chronic
hepatitis B, autoimmune hepatitis, primary biliary cirrhosis, hemochromatosis,
Wilson disease, or alcoholic liver disease were excluded, as were patients with
a history of alcoholism, drug abuse, or IFN therapy. Written informed consent
was obtained from all patients before performing liver biopsy.

Journal of Hepatology 2010 vol. 52 | 72-78
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Table 1. Baseline characteristics of 361 hepatitis C (HCV) genotype 1-infected patients according to hepatocellular carcinoma (HCC) development.

Patients n=361 HCC development
(+).n=82 (~),n=279 p value

Gender (maleffemale) 219142 56/26 163/116 - 0.1
Age (years) 5051 12.2 56871 486127, <0.0001
BMI {kghn?) 231129~ ‘231128 231433 0.82
Staging of fibrosis (FO-1/F2/F3/F4) 197/59/52/53 13/18/23/28 184/41/29/25 <0.0001
IFN tréatment and response G B . :
SVR/non-SVR/non-IFN 73/202/86 4/55/23 69/147/63 0.0004
L i . .
AST(IUL) 87462 109459 80£61 0.0001
ALT (U 125493 Y 139480 121496 013 -
AST/ALT 075¢026 0841028 073:025 0.0003
Piatelets {10%mm?) B YA ET Y PR R 130233 182488 70 *<0.0001
Albumin (g/dL) 421036 ‘a1z, 39 433035 <0.0001
Total bilirubin (fg/dL) S 08306 0 ¢ 08403 v " 082067 639 =
Core’ protem (pglmL) 2011245 2831273 177231 0.001

0 Wild/non-wild/ND _ j136/97/48 . 0237
] W’ﬁd] 101 -v’.rﬂdmp L 139158064 . 122146 058
DW/non-DW/ND 81/216/64 12/52/18 69/164/46 0.08

BMI, body mass index; DW, double wild (arginine at residue 70 and leucine at residue 91 in the core region); ND, not detected; ND cases were excluded.

The clinical backgrounds of the patients are shown in Table 1. The study pop-
ulation was predominantly male (59% men), and the mean age of the patients was
50.5  12.2 years, with 15% patients having liver cirrhosis.

Laboratory examination

Serum samples were obtained and stored at —~30 °C until analysis. We assumed
that genotype 1 comesponds to group 1 when determining the HCV RNA geno-
types by serologic grouping of serum antibodies {20]. The serum HCV load of
the patients was determined at the time of liver biopsy, using the HCV core
protein detection kit (Eiken Chemical, Tokyo, Japan; detection limit, 8 pg/mL)
[21).

Histopathological examination

Percutaneous liver biopsy was performed, and specimens were histopathological-
ly assessed as described previously {22). According to the criteria of Desmet et al.
[23], the staging of fibrosis was defined as FO (no fibrosis), F1 (mild fibrosis), F2
(moderate fibrosis), F3 (severe fibrosis), and F4 (cirrhosis).

Core nucleotide sequences

HCV RNA was extracted from the serum samples obtained at the time of liver
biopsy, and it was reverse-transcribed using SuperScript Il reverse transcriptase
(Invitrogen, Carlsbad, CA, USA). Nucleic acids were amplified by PCR with the

Hepaht:ngenotype} n 361 '

Serum samples -

! Liver biopsy peffomed . I% '

Nucleotide sequences
of the core region

IFN treatment, n = 275 (76%) f

Non-IFN treatment, n = 86 (24%) |

-2

SVR Non-SVR g

T

v Follow-up; ultrasonography
- every 3-6 months

Outcome; diagnosis of HCC or censored ' E

Fig. 1. Clinical courses after enrollment and the evaluation methods. IFN, interferon; SVR, sustained virological response; HCC, hepatocellular carcinoma. [This figure

appears in colour on the web.]
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HotStart Taq Master Mix kit (Qiagen, Hilden, Germany) and primers that have
been previously described [24]. Polymerase chain reaction (PCR)} was initiated
with a denaturation step at 95 °C for 15 min, followed by 45 cycles at 94 °C for
1 min, 45°C for 1 min, and 72°C for 3 min, and subsequent extension for
7 min. PCR products were resolved by agarose gel electrophoresis, purified using
the QIA quick PCR purification kit (Qiagen), and directly sequenced using a Big
Dye Terminator v3.1 Cycle Sequencing kit (Applied Biosystems, Tokyo, Japan).
The sequences were determined using an ABI PRISM 310 Genetic Analyzer
(Applied Biosystems).

As described previously, the double wild-type (DW-type) amino acid pattern
was defined as the presence of arginine at residue 70 (wild-type) and leucine at
residue 91 (wild-type) [19].

IFN treatment

Depending on whether IFN was administered, the patients were divided into the
IFN (76%) and non-IFN groups (24%) (Fig. 1). Patients who received IFN mono-
therapy during follow-up were divided into two subgroups: the sustained viro-
logical response (SVR) group, including patients who tested negative for HCV
RNA at 24 weeks after completion of therapy, and non-SVR group (Fig. 1). Of
the 275 patients in the IFN group, 73 (26.5%) achieved SVR.

Follow-up and diagnosis of cirrhosis and HCC

Clinical assessments were performed at least once every month during IFN
treatment and every 3-6months after the treatment. During follow-up,
abdominal US was performed every 3-6 months to determine whether HCC
had developed (Fig. 1). If necessary, additional procedures like CT, MRI, abdom-
inal angiography, and US-guided tumor biopsy were performed to confirm HCC
development. We also evaluated whether cirrhosis had developed in non-cir-
rhotic patients (FO-F2 stage). Cirrhosis was diagnosed according to the criteria
of cirrhosis as described previously {2526]. The follow-up period was the
duration from the initial liver biopsy to HCC diagnosis or the last follow-up
visit. For non-cirrhotic patients, this was the duration from the start point to
cirrhosis diagnosis.

Statistical analysis

The x* test was used to compare categorical variables, and Student’s ¢ test to
compare continuous variables related to background characteristics among
groups. Continuous variables were expressed as mean + standard deviation, The
cumnulative incidence of HCC and cirrhosis was calculated using the Kaplan-Meier
method and evaluated using the Breslow-Gehan-Wilcoxon test, Multivariate
analysis was performed using the Cox proportional-hazards model or multiple
logistic regression analysis. The Cochran-Armitage trend test was used for ana-
lyzing the association between the prevalence of mutation and subject age. Sta-
tistical significance was defined as p < 0.05.

Results
Cumulative HCC incidence

During follow-up (median duration, 121 months; range, 8-
257 months), 82 (22.7%) patients developed HCC [HCC group;
13 of 197 (6.6%) from FO-F1, 18 of 59 (30.5%) from F2, 23 of 52
(44.2%) from F3, and 28 of 53 (52.8%) from F4 stage at entry}
and 279 (77.3%) did not (non-HCC group). The cumulative HCC
incidence at 5, 10, and 15 years of follow-up was 9.5%, 22.9%,
and 30.9%, respectively.

Core nucleotide sequences
The core nucleotide sequence was determined for 297 of 361
(82.3%) patients. In the entire patient group, the proportions of

DW-type and non-DW-type patterns were 22% and 60%, respec-
tively (Table 1).

74

124

A
100+
®
6]
g 801
I
g 60
C
-
g 404 Non-DW-type
[}
.% 20 1 DW-type
>
E
3 0
T T T r T v —
0 50 100 150 200 250 300
Follow-up period (months)
B
_ 100 -
X
8 80 -
T
§ 60 -
c
3
S 40 4
£
.g 5<R<6
B 20 -
g R<5
<
3 07

100 150 200 250 300

Follow-up period (months)

Fig. 2. Cumulative incidence of hepatocellular carcinoma (HCC) in hepatitis C
genotype 1-infected patients. (A) Comparison between patients with double
wild-type (DW-type: arginine, residue 70; leucine, residue 91) (n=81) and non-
DW-type (n=216) amino acids in the core region (p=0.06). (B) Comparison
based on risk score (R) calculated using independent variables for HCC risk
(p <0.0001).

The core nucleotide sequence could not be determined for 64
patients because their samples showed significantly lower levels
of the HCV core protein than those obtained from the 297
patients in whom the core sequence could be detected (119 vs.
217 pg/mL; p=0.0083). There was no significant difference
between the other variables shown in Table 1.

Cumulative HCC incidence according to core amino acid mutations

During follow-up, 12 of 81 (14.8%) patients with the DW-type
pattern and 52 of 216 (24.1%) patients with the non-DW-type
pattern developed HCC. Cumulative HCC incidence was 6.8%
and 11% at 5 years, 19.1% and 27.7% at 10 years, and 26.6% and
38% at 15years in the DW-type and non-DW-type groups,
respectively. Cumulative HCC incidence in the DW-type group
tended to be lower than that in the non-DW-type group
(p = 0.06; Fig. 2A).

Predictive factors associated with HCC development
Potential predictive factors associated with HCC development are

shown in Table 1. Univariate analysis revealed 10 parameters
correlating with HCC development (Table 1). Multivariate analy-
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Table 2. Factors associated with hepatocellular carcinoma development in
hepatitis C genotype 1-infected patients, identified by multivariate analysis
using the Cox proportional-hazards model.-

Factor” Category Risk ratio (95% CI}  p value

Gender U Male 397(205-763)  <0.0001
Female 1.0

Age [years} <250 2.08 (1.01-4.33) 0.049
<50 1.0

Staging of fibrosis 'j »2 5.75{2.68~12.35) <0.0001
<2 1.0

IFN treatimient and response. “Absence of SVR - 10.0(2.29-43.48)  0.002
SVR 1.0

AST{IUMLY Siop 1380 208(1.20-362) 0.009

| 590 oo
308 221(124-397). 0007
1.0
CNonDW - 186(102-376) 004
Dw 1.0
Cl, confidence intervals; DW, double wild (arginine at residue 70 and leucine at

residue 91 in the core region).
“Significant factors are shown.

sis with the Cox proportional-hazards model showed that the fol-
lowing seven independent parameters were significantly associ-
ated with HCC development: male gender (p<0.0001),
age > 50 years (p = 0.049), fibrosis > F2 (p <0.0001), absence of
SVR (p = 0.002), aspartate aminotransferase (AST) level > 90 IU/L
(p=0.009), AST/alanine aminotransferase (ALT) ratio > 0.8
(p<0.007), and non-DW-type pattern in the core region
(p=0.04) (Table 2).

Prediction of HCC development based on risk score

Using the predictive variables from the previous step (Table 2),
the risk score (R) for HCC development was calculated from the
beta coefficients derived from the Cox proportional-hazards
model as follows: R = 0.671 x (non-DW-type) + 2.307 x (absence
of SVR)+0.733 x (AST > 90 IUJL) + 0.733 x (age = 50 years) +
1.752 x {staging of fibrosis > 2)+1.378 x (male) + 0.795 x
(AST/ALT > 0.8) (each variable: yes=1, no=0). Fig. 2B shows
the cumulative HCC incidence of four subgroups categorized by
risk score, and the RR of each group is shown in Table 3. The
cumulative HCC incidence increased with the risk score: from
highest to lowest it was 84.7%, 35.1%, 18.5%, and 3.0% at 10 years.

Cumulative HCC incidence according to IFN treatment and response

During follow-up, 4 (5.5%) patients in the SVR, 55 (27.2%) in the
non-SVR, and 23 (26.7%) in the non-IFN groups developed HCC;
cumulative HCC incidence was 0%, 11.3%, and 13.2%, respectively,
at 5 years; 7.8%, 25.6%, and 27.3%, respectively, at 10 years; and
7.8%, 36.5%, and 35.5%, respectively, at 15 years. Moreover, cumu-

Table 3. Relative risk of HCC development based on risk score, using the Cox
proportional-hazards model.

Score (R) Risk ratio (95% CI) p value
X<s T -

S<R<6 9.22 (2.60-32.7) 0.0006
6gR<7 269 (8.15-89.0) <0.0001
7<R 88.3 (25.8-302) <0.0001

(I, confidence intervals.
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Fig. 3. Cumulative incidence of hepatocellular carcinoma (HCC). Comparison
between the sustained virological response (SVR) (n = 73), non-SVR (n = 202), and
non-interferon (IFN) (n = 86) groups (p = 0.002).

lative HCC incidence was significantly lower in the SVR group
than other groups (p < 0.001; Fig. 3).

Analysis of SVR-associated factors

Compared to those in the non-IFN group, patients in the IFN
group were younger (49 years vs. 54 years, p = 0.003), had higher
aminotransferase levels (AST, 93 vs. 68 IU/L, p = 0.001; ALT, 137
vs. 87 1U/L, p<0.0001) and lower core protein levels (183 vs.
263 pg/ml, p=0.01). Table 4 shows baseline characteristics of
patients according to interferon response. Univariate analysis
revealed six SVR-associated parameters, whereas multiple logis-
tic regression analysis revealed two independent significant pre-
dictors of SVR: AST/ALT ratio of <0.8 [p = 0.005; odds ratio (OR),
3.09; 95% confidence interval (Cl), 1.40-6.82] and core protein
level of <200 pg/mL [p < 0.0001; OR, 70.94; 95% Cl, 9.56-526.2}.
However, both univariate (p=0.64) and multivariate analyses
(data not shown) showed that the DW-type pattern in the core
region was not associated with SVR.

Table 4. Baseline characteristics of patients according to interferon response.

Nature of the Regime SVRn=73 Non-SVRn=202 pvalue

Gender (Male[Pemale} S48 0 1260760 T 076
Age (years) 466+ 133 5051115 0.02
BMI (kg/m?) : STRETE28 2e30 0 o624
Staging of fibrosis: (FO-I/F2[F3/F4) 45/12/9[7  104/34/34/30 0.42
Labofatory datd < A DR oo
AST (IUfL) 79+ 56 97 £+ 69 0.048
ALT (IUILY T 132492 138+100 . 060
AST/ALT 065+022 075%027 0.003
Platefets (10%mm®) 186167 167161 003
Albumin (g/dL) 43103 42104 0.06
Total bitirubin (mgjdL} {07204 0804 . 002
Core protein (pg/mL) 31150 234 + 226 <0.0001
Amino acid pateern .

70 Wild/Non-wild/ND 3512117 89/74/39 030
91 Wild/Non-wild/ND 24/32/17 76/87/39 6.62
DW/Non-DW/ND 14/42/17  46/117/39 0.64

BMI, body mass index; DW, double wild (arginine at residue 70 and leucine at
residue 91 in the core region); ND, not detected.
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Fig. 4. Cumulative incidence of cirrhosis in non-cirrhotic patients (FO-F2).
Comparison between patients with double wild-type (DW-type: arginine, residue
70; leucine, residue 91) (n = 81) and non-DW-type (n = 216) amino acids in the
core region (p =0.051).

Cumulative cirrhosis incidence for non-cirrhotic patients (FO-F2)

Of the 256 non-cirrhotic patients (197 from FO-F1, 59 from
F2), 50 (19.5%) developed cirrhosis (cirrhosis group) and 206
(80.5%) did not (non-cirrhosis group). The cumulative cirrhosis
incidence at 5, 10, and 15 years of follow-up was 9.7%, 18.2%,
and 26.4%, respectively. The HCC incidence was higher in
the cirrhosis group [23/50 (46%)] than the non-cirrhosis group
[8/206 (3.9%); p<0.0001]. In the entire population, 71 of
82 (86.6%) patients who developed HCC had underlying cirrho-
sis and 11 (134%) did not when HCC was detected
(p < 0.0001).

Cumulative cirrhosis incidence according to the amino acid pattern
in the core region for FO-F2 patients

The cumulative cirrhosis incidence tended to be higher in the
non-DW-type group than the DW-type group (11.9% and 3.6%
at 5years, 21.5% and 10.4% at 10 years, and 29.7% and 20.7% at
15 years of follow-up, respectively; p = 0.051; Fig. 4).

Analysis of factors associated with cirrhosis development in FO-F2
patients

We analyzed the factors associated with cirrhosis development
in patients with FO-F2 fibrosis at enrollment. Univariate analy-
sis revealed nine parameters correlating with cirrhosis develop-
ment: male gender (p = 0.04), older age (p <0.0001), advanced
fibrosis (p < 0.0001), absence of SVR (p < 0.0001), high AST level
(p<0.0001), high ALT level (p=0.01), high AST/ALT ratio
(p=0.001), low platelet count (p=0.0009), and high core pro-
tein level (p=0.02). Multivariate analysis, including analysis
of the amino acid pattern in the core region with the Cox pro-
portional-hazards model, showed that the following three
independent parameters were significantly associated with cir-
rhosis development: male gender (p=0.004), fibrosis=F2
(p =0.004), and absence of SVR (p = 0.02). Meanwhile, the pres-
ence of the non-DW-type pattern in the core region tended to
lead to cirrhosis development (RR, 2.13; 95% Cl, 0.93-4.91:
p=007).

60
*
= 504 O male, p=0.49
% B female,p= 0.02*
> 40
2
s 30 1
3
& 204
[+
>
£ 104 ‘
0 | N
40-49 50-59 >60

Age (years)

Fig. 5. Prevalence of double wild-type (DW-type: arginine, residue 70;
leucine, residue 91) amino acids in the hepatitis C core region according to
age and gender. By the Cochran-Armitage trend test.

Analysis of factors associated with mutations at core residues 70 and
91

Eighty-one patients with the DW-type pattern at core residues 70
and 91, who were at low risk for HCC, tended to be younger than
the 216 patients with the non-DW-type pattern, who were at
high risk for HCC (48.4 + 11.8 years vs. 51.1 + 11.8 years, respec-
tively; p=0.08). Separate analysis of men and women (Fig. 5)
showed that the DW-type pattern was rare in women aged
60 years or above (p = 0.02).

Consistent with these results, HCC incidence was the same in
men and women aged 60 or above (19% vs. 10% at 5 years and
32% vs. 38% at 10 years of follow-up, respectively; p = 0.89); how-
ever, in patients aged less than 60 years, HCC incidence was
lower in women than in men (4% vs. 11% at 5 years and 15% vs.
22% at 10 years of follow-up, respectively; p = 0.03).

Discussion

Male gender, older age, advanced-stage fibrosis, and no IFN treat-
ment are reported as important predictors of HCC development
in chronic hepatitis C patients [4~7]. Viral factors associated with
HCC development were also reported [27-29]. Several studies
showed that mutations in the core protein are associated with
HCC among HCV genotype 1b-infected patients, but the results
varied between studies {18,30,31). Consistent with a report by
Akuta et al. [18], we showed that the presence of the non-DW-
type pattern at core residues 70 and 91 is an independent risk
factor for HCC development. Akuta et al. [18] studied 313 chronic
hepatitis C patients who received IFN therapy (101 were
excluded), and found that non-DW-type was an independent risk
factor for HCC development (RR, 5.92; 95% ClI, 1.58-22.2:
p =0.008) by using the Cox proportional-hazards model, and its
correlation with HCC risk was stronger than that found in our
study (RR, 1.96; 95% (I, 1.02-3.76; p = 0.04). We analyzed cir-
rhotic patients (14.7% of total population), most of whom devel-
oped HCC, and also non-cirrhotic patients, and found that the
non-DW-type was still an independent risk factor for HCC devel-
opment (RR, 2.90; 95% Cl, 1.11-7.61; p = 0.03). Furthermore, we
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found that the non-DW-type in patients with FO-F2 fibrosis was
likely to lead to cirrhosis, diagnosed by US (p = 0.051). Moreover,
the non-DW-type in patients with FO-F3 fibrosis was signifi-
cantly associated with cirrhosis development (p=0.007, data
not shown). These results suggest that the non-DW-type may
affect HCC development by accelerating cirrhosis development;
however, prospective studies of histological findings are needed
to confirm this.

It is unclear why the amino acids at residues 70 and 91 affect
HCC development. The core protein cooperates with the Ras
oncogene and transforms primary rat embryo fibroblasts into
the tumorigenic phenotype [10]. The HCV core protein (residues
25-91) also interacts with the heterogeneous nuclear ribonucleo-
protein K, which stimulates the c-myc promoter, downstream of
the Wnt/beta-catenin signal [11]. Pavio et al. reported that the
HCV core (residues 59-126, residues at 70 and 91 were non-
wild-type) interacts with Smad3 and inhibits the TGF-beta path-
way, important in apoptosis [12]. Mutations in the clustering
variable regions (residues 39-76) are often seen in HCC patients
[30], and mutations in the N-myristoylation sites (e.g., residue
91) in the core region, are associated with growth contro! and
virus replication [31]. Delhem et al. have shown that the core
protein with non-wild-type amino acids at residues 70 and 91
obtained from a HCC patient binds and activates PKR, which
might cause carcinogenesis [13]. It was reported that the pres-
ence of a non-wild-type amino acid at residue 91 enhances inter-
nal initiation of HCV protein synthesis, leading to the expression
of a core isoform, which may interact with viral and cellular com-
ponents [32]. These results suggest that residues 70 and 91 them-
selves or via interactions with adjacent amino acids may be
involved in HCC development; however, further studies are
needed to evaluate the effect of core mutations on HCC
development.

The presence of the DW-type pattern in the core region is
also reportedly a predictor of the virological response to ther-
apy with peginterferon and ribavirin [19]. With this therapy,
an SVR of approximately 50% could be achieved by HCV geno-
type 1-infected patients having high viral load. We found the
absence of an SVR and the non-DW-type pattern to be predic-
tors of HCC development; however, the non-DW-type pattern
was not a predictor of the absence of an SVR. This may be
partly because we used IFN monotherapy without ribavirin,
with which the SVR rate (26.5% in our study) was lower than
that with peginterferon plus ribavirin [33,34). Therefore, we
believe that combination therapy, rather than IFN mono-
therapy, would more efficiently eradicate HCV with the DW-
type pattern in the core region; however, further studies are
required to test this hypothesis. Our current focus is on a pro-
spective study to examine the association between core muta-
tions and the outcome of combination treatment with
peginterferon plus ribavirin.

Our study revealed that the DW-type pattern, associated with
a low HCC risk, was rare in women aged 60 years or above. This
may explain why HCC incidence in women was as high as that
in men. The underlying mechanisms by which age or gender
influence core-region mutations are unknown. In previous stud-
ies, a mutation at residue 70 was correlated with virological
response to therapy with IFN plus ribavirin {17} and with AFP lev-
els [35] in HCV genotype 1b-infected patients without HCC. Fur-
ther follow-up studies must examine whether a mutation occurs
in the wild-type amino acid.
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We investigated two specific amino acid mutations in the HCV
core region by direct sequencing. The HCV core sequence can be
easily amplified using PCR because of its conservative nature and
analysis of only two amino acid positions is timesaving; there-
fore, this method might be feasible for identifying predictive
markers for HCC. A specific PCR method for detecting these muta-
tions was reported [36]. Furthermore, we developed a rapid and
sensitive real-time PCR method for quantitatively detecting these
mutations {37]. We hope this method can be used to detect HCV
sequences in case of a low viral load, and believe that it will be
more useful for predicting HCC.

In conclusion, HCC risk could be predicted by studying muta-
tions in the HCV core region, response to IFN, and host factors like
age, gender, and liver fibrosis in HCV genotype 1-infected
patients. These mutations might be involved in an oncogenic
mechanism leading to HCC development in chronic HCV patients.

Financial disclosures

All authors have nothing to disclose.

Acknowledgements

The authors who have taken part in this study declared that they
do not have anything to disclose regarding funding from indus-
tries or conflict of interest with respect to this manuscript.

References

[1] Seeff LB. Natural
2002;36:535-S46.

[2] Saito I, Miyamura T, Ohbayashi A, Harada H, Katayama T, Kikuchi S, et al.
Hepatitis C virus infection is associated with the development of hepato-
cellular carcinoma. Proc Natl Acad Sci USA 1990;87:6547-6549.

[3] Poynard T, Bedossa P, Opolon P. Natural history of liver fibrosis progression
in patients with chronic hepatitis C. The OBSVIRC, METAVIR, CLINIVIR, and
DOSVIRC groups. Lancet 1997;349:825-832.

{4] Yoshida H, Shiratori Y, Moriyama M, Arakawa Y, Ide T, Sata M, et al.
Interferon therapy reduces the risk for hepatocellular carcinoma: national
surveillance program of cirrhotic 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] Freeman A}, Dore GJ, Law MG, Thorpe M, Von Overbeck ), Lloyd AR, et al.
Estimating progression to cirrhosis in chronic hepatitis C virus infection.
Hepatology 2001;34:809-816.

[6] Fartoux L, Chazouilleres O, Wendum D, Poupon R, Serfaty L. Impact of
steatosis on progression of fibrosis in patients with mild hepatitis C.
Hepatology 2005;41:82-87.

[7] Lok AS, Seeff LB, Morgan TR, di Bisceglie AM, Sterling RK, Curto TM, et al.
Incidence of hepatocellular carcinoma and associated risk factors in hepatitis
C-related advanced liver disease. Gastroenterology 2009;136:138-148.

[8] Simmonds P, Bukh J, Combet C, Deleage G, Enomoto N, Feinstone S, et al.
Consensus proposals for a unified system of nomenclature of hepatitis C
virus genotypes. Hepatology 2005;42:962-973.

[9] lkeda K, Kobayashi M, Someya T, Saitoh S, Tsubota A, Akuta N, et al. Influence
of hepatitis C virus subtype on hepatocellular carcinogenesis: a multivariate
analysis of a retrospective cohort of 593 patients with cirrhosis. Intervirol-
ogy 2002;45:71-78.

{10} Ray RB, Lagging LM, Meyer K, Ray R Hepatitis C virus core protein
cooperates with ras and transforms primary rat embryo fibroblasts to
tumorigenic phenotype. ] Virol 1996,70:4438-4443.

[11] Hsieh TY, Matsumoto M, Chou HC, Schneider R, Hwang SB, Lee AS, et al.
Hepatitis C virus core protein interacts with heterogeneous nuclear ribonu-
cleoprotein K. | Biol Chem 1998;273:17651-17659.

[12] Pavio N, Battaglia S, Boucreux D, Arnulf B, Sobesky R, Hermine O, et al.
Hepatitis C virus core variants isolated from liver tumor but not from

history of chronic hepatitis C. Hepatology

77




Research Article

adjacent non-tumor tissue interact with Smad3 and inhibit the TGF-beta

pathway. Oncogene 2005;24:6119-6132.

Delhem N, Sabile A, Gajardo R, Podevin P, Abadie A, Blaton MA, et al.

Activation of the interferon-inducible protein kinase PKR by hepatocellular

carcinoma  derived-hepatitis C virus core protein. Oncogene

2001;20:5836-5845.

Moriya K, Fujie H, Shintani Y, Yotsuyanagi H, Tsutsumi T, Ishibashi K, et al.

The core protein of hepatitis C virus induces hepatocellular carcinoma in

transgenic mice. Nat Med 1998;4:1065-1067.

Perlemuter G, Sabile A, Letteron P, Vona G, Topilco A, Chretien Y, et al.

Hepatitis C virus core protein inhibits microsomal triglyceride transfer

protein activity and very low density lipoprotein secretion: a model of viral-

related steatosis. FASEB ] 2002;16:185-194.

Honda A, Hatano M, Kohara M, Arai Y, Hartatik T, Moriyama T, et al. HCV-

core protein accelerates recovery from the insensitivity of liver cells to Fas-

mediated apoptosis induced by an injection of anti-Fas antibedy in mice. ]

Hepatol 2000;33:440-447.

Donlin MJ, Cannon NA, Yao E, Li ], Wahed A, Taylor MW, et al. Pretreatment

sequence diversity differences in the full-length hepatitis C virus open

reading frame correlate with early response to therapy. Jj Virol
2007;81:8211-8224.

[18] Akuta N, Suzuki F, Kawamura Y, Yatsuji H, Sezaki H, Suzuki Y, et al. Amino
acid substitutions in the hepatitis C virus core region are the important
predictor of hepatocarcinogenesis. Hepatology 2007;46:1357-1364.

[19] Akuta N, Suzuki F, Kawamura Y, Yatsuji H, Sezaki H, Suzuki Y, et al.
Predictive factors of early and sustained responses to peginterferon plus
ribavirin combination therapy in Japanese patients infected with hepa-
titis C virus genotype 1b: amino acid substitutions in the core region
and low-density lipoprotein cholesterol levels. | Hepatol 2007:46:
403-410.

[20] Tanaka T, Tsukiyama-Kohara K, Yamaguchi K, Yagi S, Tanaka S, Hasegawa A,
et al. Significance of specific antibody assay for genotyping of hepatitis C
virus. Hepatology 1994;19:1347-1353.

[21] Tanaka E, Kiyosawa K, Matsumoto A, Kashiwakuma T, Hasegawa A, Mori H,
et al. Serum levels of hepatitis C virus core protein in patients with chronic
hepatitis C treated with interferon alfa. Hepatology 1996;23:1330-1333.

[22] Imazeki F, Yokosuka O, Fukai K, Saisho H. Favorable prognosis of chronic
hepatitis C after interferon therapy by long-term cohort study. Hepatology
2003;38:493-502.

[23] Desmet V], Gerber M, Hoofnagle JH, Manns M, Scheuer PJ. Classification of
chronic  hepatitis:  diagnosis, grading and staging. Hepatology
1994;19:1513-1520.

[24] Enomoto N, Sakuma I, Asahina Y, Kurosaki M, Murakami T, Yamamoto C,
et al. Comparison of full-length sequences of interferon-sensitive and
resistant hepatitis C virus 1b. Sensitivity to interferon is conferred by amino
acid substitutions in the NS5A region. } Clin Invest 1995;96:224-230.

[13]

(14]

[15]

[16]

(17)

78

128

[25] Simonovsky V. The diagnosis of cirrhosis by high resolution ultrasound of
the liver surface. Br } Radiol 1999;72:29-34.

[26] Kudo M, Zheng RQ, Kim SR, Okabe Y, Osaki Y, lijima H, et al. Diagnostic
accuracy of imaging for liver cirrhosis compared to histologically proven
liver cirrhosis. A multicenter collaborative study. Intervirology
2008;51:17-26.

[27]) Ogat S, Ku Y, Yoon S, Makino S, Nagano-Fujii M, Hotta H. Correlation
between secondary structure of an amino-terminal portion of the nonstruc-
tural protein 3 (NS3) of hepatitis C virus and development of hepatocellular
carcinoma. Microbiol Immunol 2002;46:549-554.

[28} Gimenez-Barcons M, Franco S, Suarez Y, Forns X, Ampurdanes S, Puig-
Basagoiti F, et al. High amino acid variability within the NS5A of hepatitis C
virus (HCV) is associated with hepatocellular carcinoma in patients with
HCV-1b-related cirrhosis. Hepatology 2001;34:158-167.

{29] De Mitri MS, Morsica G, Cassini R, Bagaglio S, Zoli M, Alberti A, et al.
Prevalence of wild-type in NS5A-PKR protein kinase binding domain in HCV-
related hepatocellular carcinoma. ] Hepatol 2002;36:116-122.

{30) Shimizu I, Yao DF, Horie C, Yasuda M, Shiba M, Horie T, et al. Mutations in a
hydrophilic part of the core gene of hepatitis C virus in patients with
hepatocellular carcinoma in China. ] Gastroenterol 1997;32:47-55.

[31] Horie T, Shimizu I, Horie C, Yogita S, Tashiro S, Ito S. Mutations of the core

gene sequence of hepatitis C virus isolated from liver tissues with

hepatocellular carcinoma. Hepatol Res 1999;13:240-251.

Eng FJ, Walewski JL, Klepper AL, Fishman SL, Desai SM, McMullan LK, et al.

Internal initiation stimulates production of p8 minicore, a member of a

newly discovered family of hepatitis C virus core protein isoforms. ] Virol

2009:83:3104-3114.

Schalm SW, Hansen BE, Chemello L, Bellobuone A, Brouwer JT, Weiland O,

et al. Ribavirin enhances the efficacy but not the adverse effects of interferon

in chronic hepatitis C. Meta-analysis of individual patient data from

European centers. ] Hepatol 1997;26:961-966.

Mangi A, Villani MR, Minerva N, Leandro G, Bacca D, Cela M, et al. Efficacy of

5 MU of interferon in combination with ribavirin for naive patients with

chronic hepatitis C virus: a randomized controlled trial. | Hepatol

2001;34:441-446.

[35] Akuta N, Suzuki F, Kawamura Y, Yatsuji H, Sezaki H, Suzuki Y, et al.
Substitution of amino acid 70 in the hepatitis C virus core region of genotype
1b is an important predictor of elevated alpha-fetoprotein in patients
without hepatocellular carcinoma. } Med Virol 2008;80:1354-1362,

[36] Okamoto K, Akuta N, Kumada H, Kobayashi M, Matsuo Y, Tazawa H. A
nucleotide sequence varfation detection system for the core region of
hepatitis C virus-1b. ] Virol Methods 2007;141:1-6.

[37] Nakamoto S, Kanda T, Yonemitsu Y, Arai M, Fujiwara K, Fukai K, et al.
Quantification of hepatitis C amino acid substitutions 70 and 91 in the core
coding region by real-time amplification refractory mutation system reverse
transcription-polymerase chain reaction. Scand ] Gastroenterol 2009:1-6.

(32]

[33]

[34]

Journal of Hepatology 2010 vol. 52 | 72-78



Scandinavian Journal of Gastroenterology, 2010; 45: 243-249 .
informa

healthcare

ORIGINAL ARTICLE

Risk of Hepatocellular Carcinoma in Patients with Chronic Hepatitis B
Virus Infection

KENICHI ITO!, MAKOTO ARAI', FUMIO IMAZEKI!, YUTAKA YONEMITSU’,
DAN BEKKU', TATSUO KANDA', KEIICHI FUJIWARA'!, KENICHI FUKAI,
KENICHI SATO?, SAKAE ITOGA? FUMIO NOMURA? &

OSAMU YOKOSUKA!

! Departments of Medicine and Clinical Oncology, and 2Departments of Molecular Diagnosis, Graduate School
of Medicine, Chiba University, Chiba, Fapan

Abstract

Objective. To determine the risk factors for the occurrence of hepatocellular carcinoma (HCC) in patients with
hepatitis B virus (HBV) infection. Material and methods. A total of 620 patients who tested positive for hepatitis B surface
antigen and were referred to Chiba University Hospital between February 1985 and March 2008 were included in the study
and the following characteristics were analyzed: age, gender, status of hepatitis B e antigen, alanine aminotransferase level,
HBV DNA level, and number of platelets (PLTs). Results. HCC was detected in 30 cases during the follow-up period
(5.4 £ 5.1 years). Multivariate analysis revealed that age >40 years {compared with patients aged <40 years; odds ratio
(OR) = 4.28; 95% confidence interval (CI) = 1.68-10.9] and PLT level <206,000/ul (compared with patients with a higher
PLT level; OR = 8.50; 95% CI = 1.98-36.2) were predictive factors for HCC occurrence. In patients aged > 40 years, the HBV
DNA level (compared with <5.0 log copies/ml; OR = 4.22, 95% CI = 1.13-15.8) and PLT level (compared with patients with
>196,000/ut PLTs; OR = 15.6, 95% CI = 2.06—118.3) were predictive factors for HCC occurrence. Conclusions. Advanced
age and low PLT level were risk factors for HCC occurrence in patients with HBV infection. In patients aged >40 years,
viral load was also a risk factor for HCC.

Key Words: Hepatitis B virus, hepatocellular carcinoma

Introduction developing hepatocellular carcinoma (HCC), which is

one of the most common human cancers and causes

The clinical course of patients with hepatitis B virus
(HBV) infection varies considerably [1]. Therefore,
long-term follow-up studies of patients with HBV
infection are quite complex and difficult. In most of
the patients, the disease is either non-progressive or
shows a slow progression and is usually accompanied
by the loss of serum HBV DNA after seroconversion
of hepatitis B e antigen (HBeAg) [2]. Some patients
show continuous elevation of the alanine aminotrans-
ferase (ALT) level, which leads 1o cirrhosis [3]. HBV
infection is also associated with an increased risk of

of death. Although previous studies have attempted to
determine factors influencing the prognosis of
patients with HBV infection, the key factors remain
to be identified. Recent studies have indicated that the
serum level of HBV DNA correlates with the pro-
gression of liver diseases [1,4-6]. However, viral load
alone cannot predict the occurrence of HCC in the
future [7]. In this study, multivariate analyses of the
risk factors for HCC occurrence were performed for
data obtained from 620 patients with HBV infection
who were referred to a single institute in Japan.
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Material and methods
Parients

This was a retrospective analysis. The study was
approved by the ethical committee of Chiba Univer-
sity and written informed consent was obtained from
all the patients. Of the hepatiis B surface antigen
(HBsAg)-positive carriers (n = 676) who were referred
to Chiba University Hospital between February 1985
and March 2008, those who tested positive for
hepatitis C virus (HCV) antibody (and-HCV) or
had autoimmune liver disease and those who had
another potental cause of chronic liver disease
were excluded. The characteristics of the excluded
HBsAg-positive carriers were as follows: anti-HCV
positivity in 12, autoimmune liver disease in four and
primary biliary cirrhosis in one. Five patients who had
previously received lamivudine treatment were also
excluded. Thirty-nine patients consulted a physician
only once and were excluded from further analysis.
Thus, a total of 620 patients were further analyzed.
Serum samples were collected during diagnosis and
stored at ~20°C until analysis.

Serologic markers, HBV DNA quantitative assay, and
genotyping

HBsAg, HBeAg, and anti-HBe levels were deter-
mined by enzyme-linked immunosorbent assay
(ELISA; Abbott Laboratories, Chicago, IL) and
anti-HCV was also measured by ELISA (Ortho
Diagnostics, Tokyo, Japan). Serum HBV DNA
levels were quantified by polymerase chain reaction
(PCR) assay (Amplicor HBV Monitor; Roche Diag-
nostics, Basle, Switzerland); the linear range of this
assay was 2.6-7.6 log copies (LC)/ml. The six major
genotypes of HBV (A-F) were determined by EIA
(HBV Genotype EIA; Institute of Immunology Co.,
Ltd., Tokyo, Japan). Aspartate aminotransferase
(AST), ALT, and the number of platelets were
determined and the aminotransferase to platelet ratio
index (APRI) was calculated [8].

Statistical analysis

The baseline data are presented as mean + SD. The
difference in the values of clinical parameters between
the two groups was analyzed by unpaired r-test,
Welch’s t-test, and chi-square test. The Cox propor-
tional hazards model was used to identify factors
predictive of HCC occurrence using the SPSS version
16.1 software package (SPSS Inc., Chicago, IL).

IGHTB LK

Results
Demographic characteristics of HCC and control patients

None of the study participants had HCC at entry. In
total, 30 incident HCC cases (HCC group) occurred
during the follow-up period. During the follow-up
period, most of the patients were re-evaluated at least
once a year for liver function and detection of HCC.
Screening for detection of HCC was performed on the
basis of typical findings of abdominal ultrasonogra-
phy, dynamic CT, angiography, and/or MRI. For all
patients suspected of having HCC by imaging anal-
ysis, the diagnosis of HCC was confirmed by patho-
logical analysis. If the patient had HCC or was being
treated with an antiviral drug (lamivudine or enteca-
vir), we terminated the follow-up. At baseline, signif-
icant differences were observed in age, gender, status
of HBeAg, ALT and HBV DNA levels, number of
platelets (PLTs), and APRI between the HCC
(n = 30) and control (n = 590) groups (Table I).
The 590 patients in whom HCC was not detected
during the follow-up period constituted the control
group. The average follow-up period was 5.1 + 4.1
and 5.4 + 5.2 years in the HCC and control groups,
respectively, and this difference was not significant.

Patients with HBV

The differences in age, sex, PLT and ALT levels,
status of HBeAg, and HBV DNA level between the
HCC and control groups were investigated. We
defined threshold levels as age 40 years, HBV DNA
5.3 LC/ml, ALT 72.9 IU/, and PLTs 206,000/ul
according to the average data of all patients. Univar-
iate analysis revealed that age, number of PLTs, and
HBV DNA level at baseline were predictive factors for
HCC occurrence. Multivariate analysis revealed that
age >40 years [compared with patients aged
<40 years; odds ratio (OR) = 4.28; 95% confidence
interval (CI) = 1.68-10.9] and PLT level < 206,000/ul
(compared with patients with a higher PLT level;
OR = 8.50, 95% CI = 1.98-36.2) were predictive
factors for HCC occurrence (Table II). Thus, these
analyses revealed that age and PLT level were the
most important factors influencing future occurrence
of HCC. Kaplan-Meier curves were constructed for
age (P <0.0001; log-rank test; Figure 1a), PLT level
(P<0.0001; log-rank test; Figure 1b), and HBV DNA
(P = NS; log-rank test; Figure 1c). Next, we catego-
rized the HBV patients into two subgroups according
to the thresholds of age and PLT level based on the
average data, and performed further analysis. Because
there was only one HCC patient aged <40 years and
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Table I. Characteristics of study subjects and their association with HCC.

Group
Parameter Total HCC Controls P
No. of patients 620 30 590
Gender; n (%) <0.001*
Male 364 (59) 20 (67) 344 (58)
Female 256 (41) 10 (33) 246 (42)
Age (years); mean + SD 40.0 £ 14.2 50.0 £ 11.6 40.0 £ 14.2 <0.001®
HBeAg status; n (%) <0.001°
Positive ' 269 (43) 17 57) 252 (43)
Negative 351 (57) 13 (43) 338 (57)
HBV DNA (LC/mL); mean + SD 53+20 6.4 1.3 53+20 0.002°
ALT (IUN); mean + SD 72.9 + 89.3 105.0 £ 129.3 71.0 + 86.6 0.041°¢
PLTs (/ul); mean + SD 206,000 + 66,000 130,000 £ 51,160 210,000 + 64,410 <0.001°¢
APRI >0.5; n (%) 294 (47.4) 27 (90) 267 (45.3) <0.001*
Interval between two consecutive visits (years); mean + SD 5.4 +5.1 5.1 4.1 54+52 NS§©
Genotype A/B/C/D/not determined; n 7/38/333/0/242 1/0/24/0/5 6/38/309/0/237 Ns?*

2Chi-square test.
PWelch’s r-test.
“Unpaired z-test.

only two cases had a PLT level >206,000/ul, we did
not analyze these groups.

Analysis of the subgroup of HBV patients aged > 40 years

HCC was detected in 29 patients in the group aged
>40 years (n = 372). Significant differences were
observed in the status of HBeAg, HBV DNA, and
PLT levels at baseline between the HCC (n = 29) and
control groups (n = 343). The average follow-up

period was 5.1 + 4.1 and 5.0 + 4.7 years in the
HCC and control groups, respectively, and this dif-
ference was not significant. We defined thresholds as
age 49 years, HBV DNA 5.0 LC/ml, ALT 66.0 IU/,
and PLTs 196,000/, according to the average data
for the patients aged >40 years. The risk factors for
HCC occurrence in patients aged >40 years were
analyzed by Cox regression analysis. Univariate anal-
ysis revealed that ALT, PLT, and HBV DNA levels at
baseline were predictive factors for HCC occurrence.
Multivariate analysis revealed that the HBV DNA

Table II. Multivariate analysis of risk factors associated with HCC in patients with HBV infection.

Patients with PLTs

All patients® Patients aged > 40 years® <206,000 /ul®
Risk factor HR (95% CI) P HR (95% CI) P HR (95% CI) P
Age 4.28 (1.68-10.9) 0.002 2.16 (0.88-5.29) NS 1.75 (0.714.34) NS
Male gender 1.48 (0.67-3.26) NS 2.25 (0.86-5.90) NS 1.43 (0.61-3.35) NS
HBeAg-positive 1.34 (0.59-3.06) NS 0.98 (0.41-2.33) NS 1.06 (0.45-2.51) NS
HBV-DNA 1.59 (0.62-4.13) NS 4.22 (1.13-15.8) 0.032 1.20 (0.49-2.94) NS
ALT 0.86 (0.40-1.87) NS 1.44 (0.61-3.44) NS 0.923 (0.40-2.11) NS
PLTs 8.50 (1.98-36.2) 0.004 15.6 (2.06-118.3) 0.008 4.49 (1.62-12.5) 0.004

*The thresholds of age, HBV-DNA, ALT, and PLTs were defined as 40 years, 5.3 LC/ml, 72.9 IU/, and 206,000 /ul, respectively.
®The thresholds of age, HBV-DNA, ALT, and PLTs were defined as 49 years, 5.0 LC /ml, 66.0 U/, and 196,000 /ul, respectively.
“The thresholds of age, HBV-DNA, ALT, and PLTs were defined as 42 years, 5.8 LC /ml, 84 IU/, and 159,000 /pl, respectively.

HR = hazard ratio.
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Figure 1. Cumulative occurrence of HCC based on (a) number of PLTs, (b) age, and (c) HBV DNA level. Thresholds for age, number of
PLTs, and HBV DNA level were defined according to the average data for all patients. Dotted lines indicate the control group (high number of

PLTs, younger age, and low HBV DNA level).

level (compared with <5.0 LC/ml; OR = 4.22; 95%
CI = 1.13-15.8) and PLT level (compared with
>196,000/ul; OR = 15.6; 95% CI = 2.06-118.3)
were predictive factors for HCC occurrence
(Table II). Kaplan—Meier curves were constructed
for HBV DNA (P = 0.001; log-rank test; Figure 2).

Analysis of the subgroup of HBV patients with PLTs
< 206,000/ul

HCC was detected in 28 patients in the group with
PLTs <206,000/id (n = 329). The risk factors for
HCC occurrence in the group with <206,000/ul
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PLTs were analyzed by Cox regression analysis. Uni-
variate analysis revealed that age and PLT level at
baseline were predictive factors for HCC occurrence.
Multivariate analysis revealed that PLT level (com-
pared with patients with >159,000/ul; OR = 4.49;
95% CI=1.62-12.5) was the only predictive factor for
HCC occurrence (Table II).

Discussion

In Japan, HBV infection is one of the most important
factors determining HCC occurrence [9]. Moreover,
HCC is one of the most important determinants for
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Figure 2. Cumulative occurrence of HCC based on the HBV DNA
level in patients aged >40 years. The threshold for the HBV DNA
level was defined according to the average data for the patients aged
>40 years. A significant difference was observed by log-rank test.
The dotted line indicates the control group (low HBV DNA level).

the prognosis of patients with HBV infection. In
previous studies, factors associated with an increased
risk of HCC among people with chronic HBV infec-
tion included demographic characteristics, lifestyle,
and environmental, viral and clinical factors. Among
these, male gender, older age, HBV genotype, cirrho-
sis, elevated ALT, and high viral load were found to
be factors associated with HCC [6,10-19]. We
focused on clinical factors which may be tested easily
and for which tests are available all over the world.
This report clarifies the relative risk for HCC in all
patients with HBV who were referred to a single
institute in Japan and provides important information
for physicians.

In this study, the relative risk of HCC was found to
be increased to 4.28 (95% CI 1.68-10.9) times higher
for patients aged > 40 years compared with those aged
<40 years. In additon, a low PLT level, which indi-
cates advanced fibrosis in the liver, including cirrho-
sis, was a risk factor for HCC: the relative risk was
found to be increased to 8.50 (95% CI 1.98-36.2)
times higher for patients with a PLT level < 206,000/ul
compared with higher levels. The HBV DNA level
was not selected as a risk factor for HCC occurrence
in all patients with HBV infection by multvariate
analysis. Previous follow-up studies have shown
that viral load is an important and independent factor
for HCC occurrence {4,5,20]. However, in the pres-
ent study, although various thresholds of HBV DNA
level were used for analysis, none of the thresholds
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showed statistical significance in multivariate analysis
(data not shown). In contrast, the analysis intended
for patients aged > 40 years revealed that high HBV
viral load was added as a risk factor for HCC. By
changing the threshold of HBV DNA from 4.5 to 5.3
LC/ml in 0.1-log increments, 5.0 or 5.1 LC/ml were
found to be the best (data not shown); therefore we
designated the threshold of HBV DNA level as >5.0
LC/ml. In our study, HBV carriers aged >40 years
with HBV DNA levels >5.0 LC/ml had a 4.22-times
higher risk of HCC compared to HBV carriers with
lower viral loads. In previous studies in Japan regard-
ing predictive factors for HCC, Ohata et al. [5]
reported that age, HBV DNA, and staging of fibrosis
were the important factors, while Murata et al. [21]
reported that the number of PLTs was the only factor
after HBeAg seroconversion. On the other hand, in an
analysis of patients with liver cirrhosis in Japan, levels
of HBV DNA and/or ALT were the predictive factors
for HCC [12,19]. Taken together with the present
study, these reports suggest that the HBV DNA level
may not be an absolute factor for predicting HCC in
the analysis, irrespective of the age of the patients and
the number of PLTs, but that in patients with
advanced age or low numbers of PLTs, indicating
advanced fibrosis of the liver, HBV DNA could be a
predictive factor for the occurrence of HCC. The
PLT level negatively reflects the extent of liver fibrosis
[22), therefore it is very difficult to achieve an
improvement in liver fibrosis and to recover the
PLT level concomitantly, but a high viral load can
be lowered by antiviral drug treatment. Therefore, in
patients aged > 40 years, lowering the viral load using
an antiviral drug might be an important way to avoid
the occurrence of HCC but, in younger patients,
lowering the HBV DNA level may not result in direct
inhibition of HCC occurrence, although the activity of
hepatitis could be suppressed.

The decrease in the number of PLTs in patients
with liver disease reflects advanced fibrosis of the liver,
which is strongly related to HCC occurrence. In fact,
the patients in the HCC group of our study were
suggested to show advanced fibrosis because they had
higher values of APRI than the controls. In addition to
being a marker of liver fibrosis, the influence of PLTs
on cytotoxic T lymphocytes (CTLs) has been studied
with keen interest. Chronic HBV infection is charac-
terized by an inefficient CTL response, which often
results in continuous destruction of hepatocytes.
A recent study indicated that PLTs are required for
virus-specific CTLs to accumulate within the liver
and perform pathogenetic and/or antiviral roles [23].
In our study, low PLT number was a strong risk factor
for HCC in all the HBV carriers, irrespective of age or
PLT number at baseline. Especially in the HBV
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carriers aged >40 years, low PLT number has the
strongest association with HCC occurrence. There-
fore, older HBV carriers with low PLT levels should
be followed closely because of a high possibility of
HCC occurrence, as for HCV carriers with low PLT
levels [24].

The presence of HBeAg is often associated with
active liver disease, whereas HBeAg seroconversion
often coincides with loss of HBV DNA in serum,
normalization of the ALT level, and clinical remission
[25]. Spontaneous HBeAg seroconversion confers a
good long-term outcome on most patients. In this
study, the status of HBeAg at baseline differed sig-
nificantly between the HCC and control groups;
however, the status of HBeAg was not identified by
univariate analysis as a predictive factor for HCC
occurrence. From these results, we speculated that
the HBe protein was not the direct precursor of HCC,
although the HBe antigen status often reflects the
replication of HBV DNA.

In this study, we evaluated parameters for predict-
ing HCC only at first admission. A previous study
reported that changes in ALT or HBV DNA levels
during the follow-up period were important for pre-
dicting advanced liver disease and HCC [26]. We
need to evaluate the importance of following changes
in these parameters.

There was only one HCC patient aged <40 years.
This patient was male and was followed up from the
age of 27 years; his ALLT, HBV DNA, and PLT levels
and the status of HBeAg at baseline were 34 TU/, 7.7
LC/ml, 203,000/ul, and positive, respectively. It was
difficult to predict the occurrence of HCC in this case
only on the basis of the risk factors for HCC indicated
in this study. Hence, we need to find an adequate risk
factor to predict HCC in such a case.

In conclusion, advanced age and low PLT level
were the risk factors for HCC in patients with HBV
infection, irrespective of the PLT level at baseline. In
patients aged > 40 years, viral load was added as a risk
factor for HCC.

Declaration of interests: The authors indicated no
potential conflict of interest.
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