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HCV & 1989 SF S R MM B FERIEMNGEMEEEPIECEFRTERK . RTH
BIEH RNA RE. HERASKH 9. 40, KKHFY 0 RRIERBE. FRHEOCEME
B EZWER NSI-NS; KR Y ARIEHEK. FERARXMDEATRERE R N1 KER
BR, AEEUINEER TR RIS SRS NS E A Wik - AR
FEpUER X REE BF A A B R B CR I B E e AR OB ) . RSO I o Bk HCV
NS1 K#4TT PCR YLRER I RE , 93 B 328 F 2 o OF o5t SO BT AL 4
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1 HEER
WHI KE5HAELR 13 FBEES I HeY | GRS SRS BI & . TR m .
2 FWRA

AMV it 3% 5% , RNasin , Taq DNA 3588, pUC18,pUCI19 (45354081 ) . BEHLE[ 3y, (L4 S BEEEE, T4 DNA i
FM(BRL 2 F]), Hind M ,Pst 1 (BM 2 a]), SIEpE P EBER L AMERETRR SR . FFIRLBMT,

L §2,5' GAGAAGCTTTATTGCTGGCACTAC ¥ (1444 — 1467)(+)

L G3.5 TTTCTGCAGCAATCCGTGGGGCA ¥ (1763—1741)( —)

L 45 TATCTGCAGCATCATOCACAAGCA 3 (2223—2200)(—)
3 PCR Fiiii

e B tchs 0t B B SR HOV RNADD, I 5 1000 1A S8082 08 N3FR) 1501, 28485 300ul (P& SDS, Tris EDTA,
Trition, BEURERN) , ERME 1h, o T8 5 JLIK 4000y /min Bl 30, FE0H L B Iml T0% RS — U . A
ST, WA BEHLS [ 300ng , AMV 545388 10 $.{ ,0. 25mmol/L dNTP 3ul, RNasindC B2{i , 10 3 Buffer 3ul,
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JUTRE R 57 R 481 30ul,42°C 1h, P H{RAT JLYC . 305 H HEHEAE PCR 8L, PCR. & RV 50ul, N3R5
9 152, 1G4 45 100ng, 0. 25mmol /L ANTP 5ul, 5 Buffer 10ul, Taq DNA 5%52 BLfr ¥ 93T 300,55C 300,
72C 1min $EFF 32 i, MG #E 72°C IEFR R Y 7min, BT 10w, BBk ZER ST FRESE.
4 PCR i F BRI R

FE P DT Hind X %2 Pst T 34k pUC18 F45Ky , W AHHR AT PCR oty , A0S 7E IS i R I H ik , VTR
B ab RN . R B B AEALKE S F MR 1T, BB 100ul, By PCR 4, pUCI8, 5 X P Buffer,
TADNA FE{ERF 201,16 CRERENH . InA 80w IM109 &5{L B . 4=k DA 4 28 L BM ok 2 Mok, b
#E LBA EHl o 37°C IS . U E NS RIKEE R LN Rl A R BN . A5 A PCR. RS
PCR E4 UM A . DAS4R R pUL780 D8R 255 (4 LG2,L63 R0 M iK1k 3200p
B, EREEESTES) pUCLs B pUCS R,
5 DNA FFFINE

H AN pUCIB % pUCIS SLHR P OB SEEANYE (L Bl 373A DNA 4= 5 558 FE{X (Applied Biosys
tems 23 EDIMZET AR MAB R Taq DNA SR EFOCIRIE MBS . A— R B8 ERB{FIER
BEEME.

g #

i PR REpUL7E0 BT

HCV NSl Kffy 780bp H BRI A pUCI8 By & 5 1& fir )1 Hind X # Pst [ 2 6] , B 4 i 2 pUL
T80 4 Pot I ANEYI S 55 Z A% pUCIS LB Ik A B8 . EcoR I K Hind KBS B % .
IR — &, i A W BE 780bp P A (780bp+EcoR 1 .Pst I Y1 eiIA]#9 400p) B4t , LIK H K
BRI RS 162,163,164 fE PCR B - Hi st PCR 1%, 3578 780bp Kl 3200p (9 =4
Cp 1.

1 PCR FImU)E R B 4 R pUL T80

1:DNA 55 F- RO (pBR322/Binf 1 1,

2. pULTE0 & LG2, LGS F =t ,

3.pULTR0 & LG 2, LG4 I ™4,

4,pULTS0 & EcoR 1 ,Hind W 4k 5

5, pUL780 & Pstl jHifl

6:FUCI8 & Pacl 4L ;

7 DNA S+ F R (ADNA/Hind |1,

Fig. 1 Recombinant plesmid pUL780 identified by PCR and
restriction endonucleases

1. DNA molecular weight nearker (pBR322/Hinf 1 ). 2.
FCR. products of pUL 780 amplified wiik primer LG: and LGz,
3. PCR products of pUL 780 ampiified with primer LG and LG 4.
pUL 780 digented with BcoRk | and Hind M. . pUL 780 digesied
with Pst 1. 6. pUC 18 digestad with Pst 1. 7. DNA moleculer
weight marker (ADNA /Hind I ).
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1444 cagaagctitatige tggeac tacGEACCCCGGCCETGOGETATCGTACCCGOGT CATRGEGETGTGCHGETCCAGTGTATT
HCV-HBE —G—T—AAA " T &
HOV-T T C I-—=6
HCV-1 C-C—AMMA—T———T—— AA-A-T T f—A
V-l —G--T—A —3 —G—T ¥
HCY-BK (——T-CA-AA—TACC T G - C C-
HC-J6 C—Aa-A-A—T—G-A-—LT—AGC-LT T—C C-

HC-J¢ C¢L—-LA—T—C—LC—6—TAFAC—T—A—G~L—
. 1523 GCTTCACCCCAAGCCCYGTTGTGETGHEEACGA CCGAT CGCTCOGETGT CECTACG TATACG T GG GHGGAGAATEAGAL

-T L--C T-T [(—A—GC
C C—T-T C GG “
T—LC (—-t—-A—A—— A G—LG—C-0G—C—L—CHE—-T—A—— T
T—& T-T—C-£T e
—L T-T —GA L
-I-——L—AA-A—T—— A TA-T-A-IG—(—T—C
-T T C L-~L—T--CAAGCAGE—C—A—L——L—(——A-A—(—
1602 AGACGTGCTGCITCTCAACAACACGEGGCCGCCECAAGECAACTGGTT CGGCTGTACATGGATGAATGGCACT GGGTTC
C - T
G A{—T A A
G—CT-C6-C—T T—CA A T~ T T C CTCA—A—
A—T-H— T I —-—G——--CA
T —0G C- A C
—TI - LTL-AT-G—F—T—A—A——GGTTA —G C1c C—A
C—T—LT-C—F—A—T-6—AA-A—[———AGCT C—C —L—
1681 ACCAATACATGCGGGGECCCOCCCTETAACAT THGHGGGTT CGGCAACAACACCTTGACC I gccccacggat tgc tycagaaa
-t t—GT —A——G— T T
——b—f—-——F c 66 —T- ’
—AGTG—A-CG—T—T—6T—C—A— 306~ C—CA-
— GG TG —(—"L—F GT- .
-t JIT—6G———ph—L——f )

——4—T——(-LA—A— COG—-A—-CTGA-TT—TGC—G——TT6
—T—G—-—-——T-LA—A—T—C0——A—AAGA-TA——G—T—ATTG

M2 HCV/7HRBE NSL K cDNA BER G TTak ., & CHED JHov- 1 R EF B  HOV- T HOY-BK HC- 76 HO-JBEH 2
AETLE el
Fig. 2 {ompatison of ¢DNA sequences of the HCV-GD MS1 genonnc regian with that of HCV-HB,HCV-T, (China) HCV-1(Ameri
can prolotype isolate) HCV-1, HOV-BI ,HC- 16 ,HC- 18 (Japan)
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1 PR RSN RSP E 2 E NS KRR
Tsb 1 Divergence in the NS1 genamic region of Guangdong strain and the reported Chinese strains

BN/ SENTEREY ol S
nt-/ea-difference (253* HCY-HB HCV-T
TR S e ok 10. 26/6. 59 9, 16/7. 69

HCV-GD

* nt;nucleotides paa  amino acids
W 174

HCV FE L 35 o ¥ B 42 0K » 76 A I 36 o i M 300 0 BE 8 10°CIDgo/mi (PRI e B e B .
HCV RNA i3 R 5 8 RNA BBiiR. SRR EEZH HCV RNA B cDNA, {12 H
B B LT R B B RR . FEELEEE R A - RIBEML S e SCERUE A i RIE LR
M FEFK R HCV RNA K H Bt <DNA 3B  F i mRm.

AR RKYHEE LN ks R AR % A ML F i ¥ 3H 2kE NS1 X 780bp
B9 R Bt W H 2y 3000 HFBMFFIHTINE. SRBR FHEEXEZTRETIS Ik .
vk EERA # . B & HCV-J,HCV-BK, HC-J6, HC-J8 # 4 ff }r Bt i R B4 5 B >4 8e.
74%.90.84%,71. 43% ,86. 81% .87. 91% ,70. 33%{,68.86% ., R EEEXBEEBTX . 54
EHEMUES . FAEFRARESERAAHERE /N B RS EERE B RSB HkE
TEREA.

HCV BEREE] EMREE . AR ER . ARBER HCV RBERFHETER. BRTER
AESHEMEL . SIENFRELC RSB NMENE KSR FEMENE., REETE
HERWILE . EEEK B AEM EER. D EEHENERTIIFIREARER AHEE
KFINS] K. EH R HCV 53 C I NS3 K g £ 05, {HX NS1 K IF 3= 4, 6 A7 i) NS1
EFFSEREAMILHERGBHAEFHRREER . ZEHERERIEE 9 16--10.26% . &
EMYT R I 6.59—7. 9%, #HiE HCV WERSERE . ERFEHER A 204 HCV
BERTH-E:EE BRESENZTEYBR 1 A1 8. BEF -8/ NS KEWTRAK
EPRREERK. NS1 KRB IA YR HCV @S o nd . RS EE NS EEN IR
B . Okada SI JF3LREE X ERER S HCV W TR B ST K F VIS 2 7 A KM
FAF R KRNI ES], Inoue Y 451N 0 NS1 KAEE E A BEE HoV FHE =40 .8
W ZR AR T B HOV £ AR E #l a0 sL0-. HCV NS1 K 5155 sp70(— g E 5D .
SARY ep70 7E HCV SRS ebiie 7 BB 011 F UL 3 6 40124 F O A 20 5 0 JE 505 9 0 O 3 oy oI
RENLEEES  EBESVEEETARE SR ERRE S R P SR VE, e
W R A 2 8 L

i MFLESISTHEUNESXMEERELTRIFEERIREFEA LR EHEY
A Bh L RFILEOR .
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Molecular Cloning and Sequence of the HCV NS1 Genomic Region
Li Gang Yao Jilu Peng Wenwei o at.

{ Departinent of Infectious Drseases ,Sun Yai-sen University of Medical Scesces ,Guangzhon 510630)

The NS1 genomic region of the hepatitis C virus (HCV )} ,derived from the serum of a patient with
chronic NANB hepatitis in Guangdong province , was cloned and sequenced. HCV RNA extracted by P
the powder-adsorption procedure was converted to cDNA by reverse trangeription with random primer.
Polymerase chain reaction was performed with the primers which span the NS1 region. The amplified
products were separated by electrophoresis on a low melting-point agarose gel and a portion of gel,cor
responding to the expected size , was cut out . The PCR product was ligated to pUC1 8 vector in low melt
ing-point agarose gel. After transfecting JM109 strain ,the recombinants were screened and identified
by PCR and digestion with restriction endonucleases. One fragment of 320bp,amplified from a recombi-
nant plasmid,was cloned into ptJC18 and pUC18,and their nuclestide sequences were determined by
the dideoxy chain termination method. A comparison of the sequence with several isclates reported pre
viously showed hamologies of 68. 86 % to 90. 84 %5.

Key words Hepatitis C virus(HCV) , Polymerase chain reaction (PCR ) , Molecular cloning , Nucleotide
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