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HCYV core protein inhibits expression of P16 and P27 in HepG2 cells
LIU Chong-yang, LIU Wei-wen, YANG Jian-min, CHEN Dong-feng, FANG Dian-chun (Department of Gastroenterology, Daping Hospi-

tal, Third Military M edical University, Chongging 400042, China)

Abstract: Objective To explore the effect of HCV core protein on P16 and P27 expressions in HepG2 cells.
Methods The HCV core gene cDNA was recoverd by PCR, and cloned into PBK-CMV . The recombinant plasmid

(PBK-HCV ¢) and the empty vector were transfected into HepG2 cells with liposome. Screening was performed with

G418. HCV core protein expression was detected by meverse transcription PCR and Western blotting. The protein ex-
pressions of P16 and P27 were analyzed by immunohistochemistry and Western blotting. P16 and P27mRNA expres-

sions were analyzed by reverse transcription PCR. Results Stable expression of the recombinant plasmid was found
in HCV wre protein. The P16 and P27 of HepG2-C cells were lower than those of HepG2-CMV . Conclusion HCV
core protein can inhibit the expressions of P16 and P27 in HepG2 cells, suggesting that HCV core potein contributes

to viral carcinogeresis.

Key words: hepatitis C vims; viral core protein; hepatocellular carcinoma; P16; P27

(HCV) 1.2 Rty
, (HCC) , HCV [2 . PCD-HCV . PCR
s HCV (5- CTCAAGCTTCACCATGAGCA(G
'” pl6.p27 , — AATTCT, 3- CTCGGATCCTTAAGCGGAAGCTGGAT). PCR
pl6.p27 , Hind I1l. BamH | , PBK-CMV  Hind 111
HCY BamH]1 s HCV PBK-
HCVe. Hind 11, BamH 1 s
1 1.3 mpa 3k RAE 4
\ HepG2 , 10%
1.1 Bk L640 7 (
PBK-CMV (Stratagene ), PCD-HCV N G418 400 U fml ’
HeY ( ) PBK-CMV
2 m Al 7 44 A
3990176) 1.4 #%mff HCVeore AR89 X 2
1967, . . L. RT-PCR C Tripure
s 18 ; (023)68757362 RNA. RT-PCR, PCR

+2002:03-13; : 2002-06-30

’



136 25

PAGE > PVDF , Westem blot 2.4 P16.P2TmRNA K-F89 % 4k
HCV core H B Greenberg RI-PCR P16. P27mRNA, 3 4. 30
(Stanford Universitys ). HepG2-C HepG2- MV B HCV C
1.5 P16.P27 & & K -F&y 42 P16.P27
1.5. 1 , DAB
1.5.2 P16. P27 Santa cruz
1.6 pl6.p27 mRNA 7K -Fa9 2]
RT-PCR P16. P27 mRNA. RNA,

RT-PCR GAPDH{S98 bp)—
GAPDH ’ PI612S0 byp)—=
2

2.1 PBKHCV cARTHL R

]

1: HepG2-C; 2: HepG2-CMV; M: Marker

HGY ) 3 RT-PCR P16 mRNA
2.2 PBK-HCV c #ut o s tm o % K E) &k 52 Fig3 Semi-quantitative detection of P16 mRNA with RT- PCR
2.2.1 PBK-HCVe RNA, RT-PCR ,
PBK-HCVec (HepG2-C) mRNA s
(HepG2-CMV) ; HCVcore
HepG2 , .
2.2.2 HepG2-C HCV
s HepG2- MV s
GAPDH (598 hp)—
HCV core HCV ° 1271462 bhp)-—
2.2.3 HepG2-C HCV
, HepG2 s HCVcore
HCV .
2. 3 P16\P27 %Q 7]( _T_é{’ Q 4& 1:He]i;2*c;2: HepGZ*CMV; M: Marker
100 / 5 4 RT-PCR P27 mRNA
’ Fig4 Semi-quantitative detection of P27 mRNA with RT- PCR
, 1. I, 2. Pl6.
P27 (P<0.05). 3
1 P16 P27 HCV C ,  HCV C
Tab1 Effect of HCV i i
a core protein on P16 P27 expressions , 191 i 29 103’
(immunohistochemical) 3
Positive rate( %0, x £=s) HCV ° Ray
HepG2-CMV HepG2-C C cDNA cmyc
Pi6 8147 6745 COS , C cmyc
P27 82+9 6616 C
b b
. Moriya [4]
1 2 1 2
- , HCV C

-

- - g 6 ’

| > ’ ° C
’
1: HepG2-G  2: HepG2-CMV P16
1 Western Blot P16 . Hui 3 P16
Fig 1 Detection of P16 expression with Western blotting 0
2 Western Blot P27 40 A’

Fig 2 . Detection of P27 expression with Western blotting 5 P16 » P16



2 s P16.P27 137
) P16 mRNA, Hu .
P16 .
: P16 HCV
(1620) HCV [ C :
1 b6), HCV P16 [J. , 1999, 6(4). 105— 107
[2 J s s . [M]. 2
’ A : , 1996 311—312
P27 12P13 [3] Ray R B Lagging LM, Meyer K, efal. Transcriptional regulation of cel-
CDK Gy S PC- lular and viral promoters by the hepatitis C virus @re potein[ J] . Virs
. 7 —
NA , DNA . Kanai 7 RT- Res, 195, 37(3). 209—220.
PCR P27 mRNA , [4 MoriyaK, Fujie H, Shintani Y, efal The wre protein of hepatitis C virus
0 induces hepatocellular carcinoma in transgenic mice[ J] . Nat Med, 1998, 4
52% P27 mRNA (9): 1065 1067.
’ P27 mRNA [5 Hui AM, Sakamoto M, Kanai Y, ¢ al Inactivation of p16Ink4 in hepato-
’ cellular carcinoma| J|. Hepatology, 1996, 24(2).575— 579.
P27 . [ 6] s s s, .HCV
C HepG2-C . . 2000, 20(1); 40— 41.
P16.PY7 [7] Kanai Y, Hui AM, Sun L ef al DNA hypemethylation at the D1755 lo-
h ’ cusand reduced HIC-1 mRNA expression are associated with Hepato carcino-
C P16.P27 - C genesig J]. Hepatologys 1999, 20(3); 703— 709.
P16 P27 . C (%% TREEE)
(B3 134 70 5HT3 . 2
LS st 87 224.89.3%,
12 , + ( P<0 05
2 36 2% +
8 mg/d
z s . ,
2 ( )
n CR PR MR F S22 % 3
A 52 38(45 10(4) 43 00 92 3(94 2) 25
B 47 35(40) 6(2) 5(4) 1(D 87 2(89 3) 36.2 48% h 68%7 52%°
C 50 812 16(2) 001D 6(5) 43 0(68 0) 52 , 10 mgld 023+ 5 mgld 042
s 3 s
Y*=32 175 P< 001 ;ALB
1=0699% P> 005 ; B. C r= ; ; ; ;
18 672, P<<0.01 ;ALC V=124 103 P< R975. 4 B
001 :A.B
V=1 46 P> 005 ;B.C A*=246 P>005
sAVC XP=7.87. P 001 [ , .
[J. , 1990,5(3) . 146.
3 [2 . (. ,
HT n 193, 12 (3) . 253.
SHI3 ’ > HI3 [3 [ M. . 1998 33,
D % o, 2
[4 . 0.
92306.942% 3 . 2001, 28(3); 236
s + C P<0 055 (5] , , .
) 25%, + 0n. , 1999, 26(9); 702
( P< 005, 3mgld 98 [6] , . . , 1996, 5. () 111.
’ [ 7] ’ .
i . , 2001, 8(1); B— 34,
5HT3 (%R#t TREEE)



