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BECANEHE (HCV) BB ARBT L - FFRILAFmieR » 220
REBGEFRLZ— - FHEaHBAESLESH 10-20% &% A » Ribavirin &%
AR B TR SER  2HRZ50-600% - CHNEIFRSH FEFOLBEHRR
B AT CRA X648 » AT ALK -

CRANIAEHRTHEFARIAZTSHE RS- TEABOEFLRES
NSSA T E# 2R G PKR &4 mipd T kB EHER - NSSA
#PKR £ 4t 4 ¥ 3% 4% % ISDR ( 2 interferon sensitivity-determining region )» HCV
RS A 5] 2209-2248 R EHREMAMAHRT A ISDR HFEHE F8 - #
NSSA ¢yl T FEAATRERARBBF LA AGFR -HCVE2 R 9 4H AR
Tipd) PKR o 3% 5 AREEHp# HCVNSSA R HCVE2Z & & » Ta MY kT
FIL Bt e ¥ - R ¥ 4% 5 ( antisense nucleotides )T 34448 # /& Z mRNA » M #p ) ba
BEmELARAGER AR - RESBTA ®EA K © R ( oligonucleotides » 18
# 15 #) 20 @ik & ) & B4 8 ( expressed nucleotides )o f ¥t & & 54 K A £
HEEFECRUAR L AAEFR R L O AR RISHE AR BHE(CMV)
AR R -

ARG AMGEET (1) TARIEHCV NSS5A RE2 &9 stk R T R BV

PKRE G &yshie » RFHCYVNSSARE2 AR PKR X EZ4ER 7 (2) #{A HCV
NS5A Z HCVE2 ¢4 R &5 8 - IR A HRB R AR HCV TR TR B R -

AMCEARERERESESFFR(MMLY )RBE » AANFHRELRBELNT
HES A 1R M C AU s AL HCVNSSA » B Flaey R sk £ 5 AT b
B ¥k 48 £ & 3L, HCV NS5A» 3 14 immunoprecipitation F i 447 it HCV SA & & 81 PKR
ANt ETAESLS  SREFEET - LTEF o # &R HCV NSSA Z i fa
Bk - £ PKR 2 2R & elF 2 Z phosphorylation 3 & B8 - &3 A& Hubh-7 =t
i HCV E2 inducible gene expression % #t * R 2L Pgene Switch System * mifepristone
8% 253 % HCV E2 $t PKR 2 interaction » # 5t HCV E2 2 R &% & R 5 AR30 $] X
interaction « B By L3R KA RATP o
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Chronic hepatitis C virus (HCV) infection is a major public health problem
worldwide. It can lead to chronic hepatitis, liver cirrhosis and hepatocellular carcinoma.
Interferon- ¢ can cure 10-20% of patients with chronic hepatitis C. Ribavirin plus
interferon combination therapy can only increase the cure rate up to 40-50%. The
interferon resistance of HCV needs to be overcome.

The mechanisms of interferon resistance of HCV is not completely clear, but may be
explained partly by the binding of HCV nonstructural protein NS5A  with
interferon-inducible protein kinase PKR. The NS5A-PKR interaction inactivate the
antiviral and apoptotic activities of PKR. Nevertheless, some studies question the
importance of ISDR. Recently, HCV E2 protein has also been reported to bind inactivate
PKR function. Current studies on NS5A-PKR interaction are not done in hepatocytes.

Antisense nucleotides can block corresponding mRNA and thus inhibit further
protein synthesis. Therapeutic antisense nucleotides can be made in two forms :

2



g ERANR

. BNl Rt EFR(MMLV B 20 TR FAIB LA HFF
FHA RN C HAF B Ady HCVNSSA » #8 3L & 60 K fhdk s & B 30 AT 7% da
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oligonucleotides or e_}égressed nucleotides. Recently, FDA issue approval for the antisense
compound Vitravene ™ as an inhibitor of CMV retinitis. :

The aims of this study are : ( 1 ) Whether hepatocyte cell lines expressing HCV
NS3A and E2 can actually bind to PKR in hepatocytes ? ( 2 ) Do antisense nucleotides of
HCV NS5A and E2 can block the interaction between HCV NSSA and HCV E2 and
PKR ?

We have constructed recombinant retroviral vectors which can stably express HCV
NS35A in hepatoma cell lines. By immunoprecipitation and weotern blotting, we could not
confirm the interaction between HCV NS5A-expressing hepatoma cell line ( Huh-7 ). We
have established the construction of an inducible gene expression system of HCV E2 in
Huh-7 cell line by using Pgene Switch System and mifepristone. The experiment of
expressed antisense nucleotides of HCV NS5A and HCV E2 are still not completed.
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CENRARPERFEZHLOATLMMZ — - SRHADYH 2-3% B CHUMR
RAEY  CHENARSBNmBBEOE - XAR - Bk - AsheraRRd C HAF
ARHULELEREARRT - EL - 2E WAL RRMIIREEA

FRE-aAFETHARGCARMUCEFN I BH An S REEZELED
Hiapo ) JAK-STAT &M% %4 0 % PKR & &3 ( RNA-dependent Protein
Kinase ) & 2-5A synthetases » A{ { F it — H#BMILelFR2a MR Z QK &8 @ hF
# $¢1t 2-5A dependent Rnase ;17 €)% ¥ RNA- {23 % ¥ — /4% ( monotherapy ) 1§
REEEH 10-20% &% A - % Ribavirin TR A SH AR RPRBRBIEHA RN
40-50% » defT A AR HCV AR FHRAAVEARBAAR LHEF LM -

CHNERESRTHERRERER s TiEREd HCV &M E A
NSSA AR EEE2 TR FRALMS LA AL bmBRRETH I EEBAR -
Katze ) R B F I NSSA TG ¥RPKR &4 £ 400 F 4 HCV B % 8 2209-2274
( &4 ISDR) ELHAEAFTHEATREHAEGAENA 2F—TRISDR %
Ml ( Polyak SJ et al, 1999; Paterson M et al, 1999 )+ B NSSA ¥+ F R KX —ER
B8 R &9 R 48 M ( Paterson Metal, 1999 ) Bt ' NSSA R PKR 2 X ZH R A E X E
BAH FH RABRELHRHFER HCV E2 Za e TivH TR sy
PKR( Taylor DR etal, 1999) » 3 HCVNSSA R E2 R S PKR A B0 EH4A -
ARHCV AR BHGEIESNHEA > MITHILFTONES ERH LT ERR
A3 HCV FHEFIBHL  RABERBEOTRYES -

R ¥ 8k ( antisense nucleotides )T #f {18 41 K &) mRNA » B mdpd| XA B 4R, -
REZS®THAEY A © REM( oligonucleotides YR A BB AR B O RANEZR
( expressed nucleotides ) - R R EMMAAMA R OB X LR BRFRESE
o AREBARFEERERNAAL -

AT ASAEEMY: (1) TARHCV NSSA R E2 4 mB kT F €470
PKR B &atyshie ' A5 HCV NSSARE2 s PKRAZXE4M? (2) #8 HCV
NSSA R HCVE2 R E#E  HHAHEBEAFRHCV O T B R -



