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HCV C EHE 2 38 eBENF"

B m*

E &

CRIIEMRESFEEFHFRFL: I7M, 510089

## B ERSHHCVEHFFASH 3 5 MMM, LSRN EcoR 1Y, THMMHA BamH |
YIS . BURT-PCR ¥ —1K % 578 bp #9 cDNA fEEINEE MM G . REEA pUCIS M BB {7 AL H B
pPUHC-C Ak, 4 FISR & 18 A HCV HRWIM5I9H pUC 1 REB S I1WL PCR I EAK, I 4= W 4 F
FEHATM—N. MFRVRRERS HCV-CHN BEE, M C K 497 TR ERREZESH 160 MK

EMEEN, AR SR ERARERR 97.5%.

=Ml KBS F FFTLDNA; FRFER,.FR, RERERNY

$EBS R512.62; 523.1

REF£FREHCV EHRIN Y HIE S ERE
ZEIFF# (PT-NANBHO M FER R EEAH—IE
SEHYER RNA, K 9 600 nt, & — 4 7 Bk 8] 1% HE 38
(ORF), T4 3 0l0 MR EM. IKHMRBHMEAR
AE, % ORF M4 HEFHEEAX,.CEEFX R
BEMEREARBRA . ERN TEXRAEFIY
74172 H#7 ELISA K3t HCV Wi ¥l iy £ B,
4y, A CHRSEF RT-PCR BB TR FF 408 A IL
PR EXBEMARS L FRTERS FRE
MFRPE, UHE HCV EERAHER.

1 H#HE5F%
1.1 HCV ZH3#H

] #| HCV-1'21 HCV-]J"*!, HCV-BK'*}, HCV-
TWN!'*! (HCV-CHN" '3t F 5, ZILPEM ¥ 5 b
BAREMEFARHFALER. CL/C2 ATV HE
BMEHN.C3/CL+ HTEERE. IETERRE. &
Cli 5 Rk B T —1T EcoRIY A, FC2H 5 XK
WEET —4 BamH L Y145, HFEFIMALERLFE 1.

1 HCV EHM5 IR

Elk T BERE" B # 3G —37)
C1 247—274 + 5’-GCGAATTCCCTTGTGGTACTGCCTGATA-3’
Cz 798—825 - 5’-CAGGATCCCTGTTGCATAGTTCACGCCG-3’
C3 301—318 + 5”-TCTCGTAGACCGTGCACC-3’
C4 685—704 - 5’ -CCGCATGTGAGGGTATCGAT-3’

DEH BB DB A f58 i P B AL B %

1.2 pUC/M13 @ HI5|%

Forward J¥: 5’-GTTTTCCCAGTCACGAC-
3’,Reverse H:5’-CAGGAAACAGCTATGAC-3’,
¥ B Promega 24 F] .

1.3 RNA RRE
R—B B 465 MO EEFEZBFRE

© T KA 920448.930386 5 HARKE RS FHIRE;Q

ARy B HENLIE 500 pL, 0 10 pL SiOB# .1 mL &
RLBLA% 8, Z R T B 8K 38 5345 min, 7% SiO, B R k%
BB /NGO BR EE WA, I imL 800 #y £ BF B i it
%,10000g B .O3min, REFRBRLF, AT
10min,SiO. } Sigma A& = . HBK 5 TR 2
W SRR R
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L4 WEF

B FH# SO REFEEMA ML B FIRE
WS ESHRBRT 30U FLh, O RE
&R EHT XY R [E 42 S0 pmol HIHLA B
EWMIERE SR,

1.5 PCR 3§t

BOFZEHFHTH SO T0pL EiFiA
90uL PCR R ¥ it T PCR ¥ 1% . & (F R a7 30 . &
R4t R CLfn C24 514,

1.6 PCRF#ER=M

¥ pUCIEF PCR ™t & L BamH1 fn
EcoR 1 BUEE A7), 43 10 4% & B0 A8 M JB ol ok (1 4%, B A
T.DNA EERETEE. EEYH LS E. coli
IM109,. 8 /5 7E & IPTG/X-gal iy LBA T 1 0 %
BEHFE, REE R DNA LR i k8
PCR EZiHA NP,

1.7 DNA F3H%

HAHCV FRRANRE SRR EE
373ADNA £ B Sl L CABL 2 8 b 3 2 # RS T
3. W Eif 5k A Taq DNA £ B8 B3N I7iC 698K
S A—FBRESERMAFHRE.

2 # X

C15|45" KA EcoR 1 W1 4.C23 |45 R4
BamH 1Y) &, AmEY W =i{c578bp. i EcoR 1M1
BanH IRVMIEEAH W EE S #8Y.Z pUC1E
06, @ E i R pUHC-C., pUHC-C &k
3233bp.BarmH | B2 Y G K L 3k (L B B SR HE 1L
pPUHC 1825 81k (2686 bp) S B . FF [ 1 EcoR 1 M1
Pl MABBETFHFBE. — P M586bp, BEXT
578bp B E A . B — P HE H2647bp BE D F
TR (2686bpr MUIEE Cla L 7E H 9 B F Ha40m
UEF—TETMERE LBH. LM EoR]
W Y) pUHC-C, o] Y] it} — 4~ {< HEBE K F 440 bp 0 5
B.AVR Hond LERE LR —T USRI £ B oy
BEEFE.LZH8Y pUHC-C. HER 5L BamH 1
Y pUHC-C MR —R IR #HRE(E
1,

TEZERAE pUC 1849 2 H 17 I .38 1 5] 4f For-
ward J&359-375 nt, Reverse f&481-465, M 31 4 Ad %4
Vs, P 123bp: I 8 pUHC-C. 4 £
670bp. R E R EYIE123bp > 5578bp B XE

Z AW pUHC-C A, Bl CL/C23m i 1. 7™
WIS TEAEM L C3/CATI T M. o E
405bp; [l Reverse/C2RLAT § 1. 4 i 602hp;
Forward/CLEI I B 3T & #8. 1< 646 bp. l Re-
verse/CLG| BT . = {c 483 bp. Al Forward/
Cafett i . = icsashp(H2 0] RLET 7 I I8y
PCREMES FHRERENSHBMEF.FEER
B & [F G dd A 77 ol O bR GE G B 1 L (8133 PCR 5|
#17E pUHC-C a0 6 B X B 51 490 E {6 4 7 (0 A0
FrRENERE.

S 1 231 45 6 M

kb

0.68 —
0.49

0.37~

1 pUHC-C BgtnE %
S:Sppl/EcweR 1y M. pBR322/Msp 1, 1:578bp BHEYXEMA 2,
pUC 18/ EcoR1 + BamH1; 3; pUHC-C/BamH]I; 4. pUHC-
Cl/EcoR T+ Puly 5. pUHC-C/EceR 14 Clal; 6. pUHC-C/
EcoR 1

E2 pUHC-CH)PCREZF
1,C1+C2,578bp: 2:Rev+C4.483bpy 3:For+ Rev,
670bp; 41 Rev+C2,602bp;: 5. C3+C4,405bps 6:C2+
C3.525bp; 7:For+C3.593bp1 8;For+C1.646bp: 9,For
+Rev/pUCIB.123bp; M. ® % 174/ Hae U .l L E T KB
e I bp 1% 1 . 1353, 1078, 872. 603, 310, 281, 271, 234,
194,118, 72

H RN HCY BEETFFINEEOHESE
# ¥ #) HCV-1"!, HCV-J"!, HCV-BK'''. HCV-
TWN'S) HCV-CHIN'*! | HC-J8""*'f1l HC-J6'"" % %} IR
AT BIBIRY 7THE HOCV 3 5T IR WA HL 3R, & R R 8
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L HCV B3 5 A HGE R BER. &
., 7 ATG #1B F5'-NCR R 43T B H M (n) 52
£ —%,ATG F /B 4790t (B % T 851428 nt)
FERZANnt BERLED, 6 WL XEE, 6715
HhHEBTFHIMIEERKENTE FRIE
107 B F i AGTAGA,. S RLEAM~HEM,
BUINEBFH GTCATT, SHHAER - E
BB FL20FERTH GGC—CGG . SR HEM—~
For %] C4 €3 C1 Rev

- B— — <R «
5' a2’

rary.

E3 PCR FMC RET &K E
For =Forward 3|4 ; Rev=Reverse 5|4); R=E«wRI;B=
Bam HL;— . 3| Y B 4 W7 ]~ 84k pUC18 DNA
FH— R HCV EEFH
RSy KE

WEM,BI57UEEFH GTT-GGT, SHHARM
—HEB 4790t KIBMHEFER KRB0
BEMETREY H2.5% . AEXEEHMBERE
EwRENEEEARBEX.

K4 pUHC-C WFEER HCV R bk i
——— MR — — FAHETRRE
GAATGAGCGGAATGTACCC #HmLE 365.
723 733 741 nt
GGGTACATTCCGCTCATTC pUHC-C

———————— G——————G—CG HCV-CHN®]
For+Rev ¢7obp G ———__ G—CG HCV-TWNFs
For+C1 646bp TG—CG HCV-Jis!
C2+R 0
*Rev gozbp G—CG HCV-BKl4]
C2+C 78b
2+el siebe Am————— G—CG HCV-US!
For+C3 593 bp
— —— —CATCC—T— ——G——G HCV-Jglt0
C4+Rev 483bp
———————— C——TG——G—AG HCV-J§li1)
C4+C3 405 bp
#2 HCVCEREAHFRMETHRERRE
BE¥MUE" Rk BHRLRE" ERIRR BEKRMUED ERIRR
327 G—T 627 C—~T 738 C—~T
588 C—~T 636 T—=A 739 G—C
591 T—=C 729 G—+T 741 C—+G
621 C—~A 736 G—~A 788 TG

DEHF M E L ERRRGES P E L
3 W it

HCV BE— P URFEAEYZEHEBEH AL
RE AEREFRESARENMAEERFENHEM
43 F 3T RE 7 4% M BT VHCV 2 #4 9600nt, % —
™ ORF, 94 RETHEBEKX? K9 C K45 HCV
MERTEA.BEFELISA 2K MM — = EER
I,

B RNA W HCV ZHEAERSERM, &
3B RT-PCR ## HCV-cDNA fE y HM ¥ H . ¥
W BRS WMEHETE ATG L 71 nt 4,3 ¥ 1k
RPN EEMNEB TR . — kN
HCV £2EHEAML 1900 HERE HCV EREA",
W ERY HFEFEET HLW89%(170/190),

LLhnds PCR 319 W H %R ,CL5IH5 W&
EcoR1 Y] 5,C251415” % & BamH1 Y153, B8 HIY
HEWH AR RERR, B EEE m 7R, Bl 7
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pUC 1844 EcoR1 #1 BamH1 LB E HHEA .

HPCREREZET WK HCV ZFMKE. B
RYEREAF .M pUHC-C Ll CLFI C23 |8 18,
EUANETHHER . UAGIY C3f C4 1, ™
¥ R404bp, LB AT Y 1, =% K670 bp(ZX I
#123 bp), ER=ZFFEYH K E RN EHE
B REEEEKEMERESUEE . UHERR
FE RS HCV 3 75 meat, &5 31 & 1 48
MERTH AEELT Y B EREREREA R
wBLUEE.

RGNS TEARS EMAE,
GRETRER - BMERLEAER D Clal )
H Bk LHEAN Hind LR P 1 YIS, HHEERS
BEEELSHEA BamHI M1 EcoR1 1) 5. 84 5§
XA RIEL T X B EHFE.

DNA B fF#8, A X HCV £ H 5V RiE/
EFRIEE ABTFHIAHEHCV, EFBCKX
497nt RHZHEFHIONEBERR AN . KB TR
SHEEMRABEESREI. 5% . ETERMINTEER
Xt HCV % REARFERRMAE R HHR.

& F X W
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CLONING AND SEQUENCING OF THE PARTIAL C
SEQUENCE FROM HCV

Lu Ling Wang Bin

(The Research Center of Molecular Medicine,Sun Yat-sen University of Medical Sciences,Guangzhou 510089)

From published data of five strain of HCV,two conservative sequences were applied to synthesize a pair
of primers,on the 5’-termini of which,a restrictive site was constructed. Position of upstream primer in HCV
genome is 247~274,and a EcoR | site was added. Position of downstream is 825 R-789 R,and a BamH I site
added. By RT-PCR,a ¢cDNA fragment of 578 bp was ampilfied from plasma that is positive to anti-HCV. By
directed cloning.the fragment was inserted reversely into the polycloning site of the vector pUC18,and a re-
combinant plasmid pUHC-C was generated. For identification of the insert,PCR has been used employing two
nested primer pairs specific to HCV ,one primer pair specific to pUC18,and 4 mixed primer pairs from both. In
each reaction,an anticipated product was yielded that proves the insert to be the HCV C gene and its direction
is reverse. This fact was also supported by the result of the restrictive site analysis. By sequencing the geno-
type of HCV was identified to be HCV-1I ,herein 12 nt mutation exist,of which 6 may affect their coding
amino acids. 97. 5% is the bomolgy of the cloned cDNA and its deduced peptide sequence to HCV-CHN.

Subject headings molecular cloning and DNA sequencing/methods; polymerase chain reaction/meth-
ods; hepatitis C virus; DNA
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HELRHBEARRAR ~HAERERLYRENTIR A ERT R « HER NOEAM-4EM
HE-AEBARVEOMEEM-SE MM TEERY (OHMRT BN YR, H AV R R
FREBRGNARMEO, AXRYPHETRELR ZRGH, HARNZHET REMR T RAKIIE
MR RLTEERGEKE . BHER . SYERESHESHNR, AT HENRRLT B . AME
MGEERERGUMRERWARARAFEER L HENRRAYUH G ENRBAARKNH A
HBABENZFT RS ZRRIMFERERBBRES ZF K.
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