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£ B MEREE-NIMEENEPHREFAREHCVHERGERXFGHTRERERBEE. X
FA SR TR B A 1R B HCV RNALBERLS I 8 S 2 5 7 K A R W (PCR) . FRABIMALT E1,E2/NS1 X,
¥ 18 7= 4 806bp, YR AT E A pBV220 FOR 4k, E A4S I DHSe B Hk, ML EE LW B EREHE
EREURR, B8t PCR REVIREEHARE. RNEARIET AR EREET 912 8% ,EH

BT 1AILE,

THEiR FRmE, R 2k, 47 ZEA

hEE RS512.62; Q523.1

HCV RH R IE4% RNA #5538 ,1990 £H
FREMBZREE HCV BARRERNT
RFFRRER. HEFRA2KYA 9. kb, K &
HE gy shef L RBEARY., E1,E2/NS1
KAEHEANEERXD, 5 HCV #kR YLk &
BOHEVIMX, KRR RHFEE
VA% LA R o] e R R GRS
AR, SRS AR EN R
. HCV ZEEBE 4% 3 44 5 AR, R
) B 6 B4 3 K K A9 B R » 1@ v AL (i ey » ke
KRAZTRERET —EBEMMHEXHE. E
XA HL T bR HCV 2FH AKX (E1,E2/
NSD#T T A FREMBFEE . ARRE
R4 B R R8BI 1 55 40 T A
TiE,

1 HMHferik

1.1 miFEREx
XA FHELR 3 S EHBE KL

O FEEHT AENEMNFRBPIEL RN
@ B—EH. 1964 FEH LB EEEL . BN
9 FINEMNKEEMFRAEFHNE

Wi AR v B P R 42, BFEE AL . BL-HCV
PHYE, B TI5 B M 110 B4 GHIRER)
1.2 FEAH

AMV ¥ ¥ 5 8, RNasin (4B £ 22 F]).,
Taq DNA R &8 (Z B RZEREH) HEHL5!
) M54 U BRHEHE , Pst I(BRL 24 8] . AR
%, EcoR 1, BamH 1, Nco I, X-gal, IPTG,
RNase ( Boehringer Mannheim 4 #] ),
T.DNA # # B, Sal 1, ADNA/Hind T +
EcoR 1, pBR322/Hinf I, Bcl 1(Promega 2%
&]). pBV220,DH5a g /[ i Bl BB Rl B
WEREMRANE, 5190 EEAREYE
MRS, FHIRVEMT

LG1:5 TGGAATTCGATGATGAAC
TGGTC 3'(958—980)(+)

LG2:5 CAGAAGCTTTATTGCTGG
CACTAC 3'(1444—1467)(+)

LG3:5' TTTCTGCAGCAATCCGTG
GGGCA 3'(1763—1741)(—)



10

Il E R E S B (Acad ] SUMS)1995,16¢1)

1.3 HCV RNA #H.9% R .PCR

T ROR R MR B HCV RNAM, 1L
1 100xd dm A $% BE U BRI 15w, 3N AR R
300pl, ZWRHAE Lh.HFESILK., 4 000r/
min 3.0 30s, FW A, A Lml 70% I8 —
W.HFBEEERT. mAFHL5 % 300ng,
AMV i ¥ 3 8 10 B {ii. 0. 25mmol /L
dNTP(=5% 8 i % & ¥ B¢ ) 3ul, RNasin (#
10 45 B AT 45 70 D 40 BT, 10 X R RE 4B b
3pl, W R F V&R 30pl,42 Clh, @ H g5
JLK . 8005 R 4 #41E PCR #4% ,PCR &
RE&E soul, R EF R3IP LG, LG3 &
100ng, 0. 25mmol/L dNTP 5ul,5 X & I &
MW 10ul, Taq &8 2 B{47. 7F 93°C30s,
55'C30s,72°C lmin ¥ 32 . BREE 72C
EM R Tmin, B 10pl Bk, EEPLRITT
WELSE.
1.4 PCR =HaF =™

FP VI8 EcoR [ & Pst [ i§{k pBV220

fEm . MOoihiRe PCR =4, RIS
BRI P Uk, U0 T A0 R AR W AL 6 BRS BE
B .SEIEMLE S ERULIE DNA, E#E
REERER 200 $i#17, A& pBV220,
PCR P4, DNA 8 1. 5pl, 16 Cit % %
B:. InA 80ul DH5e SE{L . ¥4k S BT
MRS k. FLEZE LBA T iEs .5 2
KUBEEE R 6 P REER AT REP
WM. R FURR L SR F PCR. B
A PCR B DL EHETRE.
1.5 BZEZERD
2051k % T M E AR pBL806 45
P H]8§ BamH I,Bel 1,Nco 1,Sal T #{k, L%
ERHCV ZENHERS,

2 # X

2.1 PCR F=#fh#HmR

HCV RNA 28 %7 % K 3 /5, WAL
¥ FE R A cDNA, Rl —K PCR F Y
14 806bp & H B 7E 1 % BRAGRE P L ik . ¥
SMTT EB e n] L — K4, 554 DNA

o FRAE, AN STHE (ES).
2.2 HCV PR ENEE

HCV B & K 9 80sbp K B 1 A
pBV220 Bk E WM A EcoR T fl Pst I
Z 18], B4 ks pBL806 £ EcoR | K5 H /5
5 &= 8 &k pBV220 H 4, 1 ik B BB Hi 18
EcoR 1 J Pst | MBI ik, RUIE—%
# .5 HE s06hp HAF(E 1D,

M g Emenn
M:BNA % F R 5# (ADNA/Hind 8 +EcoR D
1,284k pBV220 % EcoRI # 14k
2, X #{k pBLB0OS & EcoRI # ik
3, KMtk pBLEOG 5 EcoRl & Pal #i4k

BRI EE R R bR, 1RSI
# LG1,LG2,LG3 ¥ PCR R §i:{ PCR ¥~
M. 38 ™4 K Bt 806bp 1 320bp (M 2).

F2 PCREHX PCR EEMERE
M:DNA 4 F E 5% (pBR322/HinfD
1, Rk pBLR0G &3I4 LGL.LG3 {4t
2. EMHk pBLA0S %314 LG2,LG3 i
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2.3 ZBERAVER

pBV220 9% BamH 1,Bcl 1,Sal I #] 4,
% Nco I 4] &,pBV220 i A 806bp K BIGTE
LR S/ BamH 1,Sal 1 YIS W% NT
—Bel I Y15, ERARNS Bel 1 YR RLE
R A B GRAEA R BRI Bl [ 1]
A. 2BamH 1 & Pst 1 B M —K B
#y 745bp, I BAE A FBENE — BamH 1 ]
M. % Neo l LG BAFBTE—
Neo I Y1, EAMBIKAER Sal T ik (E
3

M3 BiNEE HCV XFER
M :ADNA/Hind § +EcoR [
1:pBV220 & EcoR [ #{k 2,pBLEO6 & Bel I ¥k
3,pBL806 % BamH [ B Pst [#i{k  4.pBL806 £ Nco 17§
k. 5.pBL806 ¥ Sal [ #{k

St B B R A R FREUIALR
e AHCVHRT1IATR,

3 W i

F & # B F 5 4 57 8 {4+ DNASIS,
ING6PD %f EMBL #1 GenBank & HCV
BEHEBFIIEEIS AN HCV 7 %
($£84 20 Bk HCV By FFFD 175 47, FE B A
EHN(EL,E2/NSDBIET s+ FRHEED
RFNEEEREIE DT Y. £S48 5" KK
5+ 81+ #A EcoR 1 # Pse | i 25, LAMEE A
FERETF OB,

HCV 7E I 1 o i BE 4 1, 76 A I3 R 69
BERRR R L28 10°CIDs,/ml (BB IR 4 S i
B) .M HCV RNA 743 B+ B8 RNA

BERIR . # AT #1918 AT E1,E2/NS1
BAERK , #Eid 800bp, R 5 K INIEM D EH
FWASES R, 4TRSS HCV BEHE
FEF MR BB i &2 TagDNA S BT EAY
$RREN ., R{TRA—K PCR Fik. TAA
$ 5 PCR, AHEMEWESM HCV RNA,
FATIE P ONORL T B o (43 30R 4 s ) R B I
WA, AR AN Y
TR LIRAE A, R R R LA
£ . JEZER HCV RNA R & K li cDNA s
HHR EhEEERR.

HCV B EFE BEHR AN, RAE
F.ARMEHN HCV BEZBENEFER,
ERRTHEALRRHRA . MEEB S5
KRR FE TR G RN S Bl
S REFEEEXNS . REC S EHFALE,
bk, EBH, R RHEEEERFY S
BEAKER. I'RFMERITH HCV BEE &
% WIRiH . 1992 4F Chan BB K EM 30 &
fs HCV ZEEH A F 7 R # Tt/ »
O 4 HCV 4 34 5 AR, 1 AEE 1
B(PT)H 1 BI(KD),2 HEHE K& (K2a)f
VR(K2b) .3 HAEEFHEAN . EHRA V
B, HCV A4 B ERAMYI%,PCR ¥
MEASHE . ATFANEERERS. &
it%,ERHH. PCREFELESHE 7431
WK WS Y I RRE—REL R
Eriaeh MEBUEAEREBEE.
Nakao % i 1 DI B§ 7€ 5' M I3 X 4 8V,
Enomoto £ NS5 R i74-8™, #4105 A
A YIBE 41k E1,E2/NS1 #73F X B g R <F1E
5. 34 SR il pBV 220 iy HCV cDNA #2[H
BAET EZ. 55RH DNASIS 47 AE
EMHCV ZEBMEES. £0F 14
% <F4¢ ¢ &9 BamH 1 0 Neo 1 Y14, 4+ B4z
FRBER 1016 M 1088 4%, 1A RS
#7 Sal I #0 Bel 1 18, 4+ BI6LF 1141 0
1238, 2.3 HH T L, L) A . B &N YI 8 H
{LSERE I pBV220 AR I . SR BREH
Wi fB 8 BamH I # Nco 1141k, A Bel
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MOLECULAR CLONING AND GENOTYPE
IDENTIFICATION OF HEPATITIS C VIRUS
VARIABLE GENOMIC REGION(E1,E2/NS1)

Li Gang Yao Jilu Peng Wenwei Wang Bin Lu Ling
(Department of Infectious Diseases, Sun Yat-Sen University of Medical Sciences ;Guangzhou,510630)

The variable genomic region of the hepatitis C virus (HCV) derived from the serum of a
patient in Guangdong province was cloned and its genotype was identified. HCV RNA ex-
tracted by powder-adsorption procedure was converted to cDNA by reverse transcription
with random primer. Polymerase chain reaction (PCR) was perfomed with the primers which
span the region between E1 and E2/NSI1. Amplified product with 806bp was subsequently
isolated, purified,and inserted into pBV220 plasmid vector by directional cloning. After
transfecting DHS a strain, the recombinant pBV 220 was isolated by the alkaline denaturation
from screened clones after propagated in DH5 a cell. The positive clones were identified by
PCR and diéestion of restriction endonuclease. We also determined primarily the genotype of
the Guangdong HCV strain by restriction enzyme. These studies revealed that it was classi-
fied as genotype I of gioup 1.

Subject headings hepatitis C virus; cloning,molecular; genotype
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B L AR A s K R AR R A B R B A A RLUIE R R A i R
B2 dMEAKRL FRY.Z3H FRAP HERRBR/MFST L. 10X10
M3 EZRAKKEL H¥RY.REH FRAP HEREWN /NS THL). 10X10
M4 MRHAKXML,.L,.L #8012 FRAP 54 (L), 10x4

Ms LEAKXKL,.L.L #81EREFRAP (L), 10x4



