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AR RBEHCVES REFIEZAF RN EEREEF. 8 HCV B3 A0 6,
#iL s0% L BTl R EERT BHNITR. R RS EFEAMFAREY., HCV=F
By A SRR B, {H H i 7T A i 2 R AT R B, B, PRIt R %, IR R A
BEREGARE, BRH AT REEEN T FEE.

ARFAEEERA VARIES RNA, ZHFBEICH 9. Skb, (L& —DIF B FRE, BiER
— Pt ARMERECIE, HEEARGESHREAREEABNIRLEMRRES, Koy
FANSI A TFERRI 70D, ALEMFAMHA RNA #EBEED), 8 58 B AW EmITf
RNA B2, NS3RAEEHHT HCV @M E RN, EEir 2 XM NSI TEEH
HECEHEERE. S FEFIIBRDES. FMAEXBHEPRRES2IKE NS3 EA, @aidkes
WICRHERE, E RS KH NS EE KA NSI EEHENLR.
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1.1.1 HERHEE BEFSKIESHEARERNGER pBAC2S B X De Francesco ¥ 1218 ¥, pQE30 If
HAREZEFETF. EELEREBEA LTS lac B3I T-H 6 1A @AM, pGEM-T 3% (& X Promega 22 8] P Fio X
Fa#F i D5, JMI109 B R FR T,

1.1.2 MEEAAHN EMSEHLFRAHEEER Promega.GIBCO BRI, Life Technalogies, B38| [ F 5 44
al. Ni &EET-% & 2R nvivogen 200 7226, [H T aidED.
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AR EBR, -20 C #TF.
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1.2.1 NSy EHET MR H pBACZS JEW DNA FER, HE I PCR i . L3t d EoRl
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55 3 40 IR % HOV 5 NS3 36 245 B fE 4t KW o iy i A 309

W BarmH 1 5, THI R H Hiod D # Kpal 5% &, 8 & # 51 #: 5 GAATTOGGATCCAT-
GCCCGTCTCCGCCCGAAGGY ;s F# 3147 5 GGTACCAAGCTTCTACCGTATGAGACACTTCCAS . Wil
BE4 T BABESST, EMBH72C,HE 40 T0F. PCREWEL I S% RSB EE Lk S3EG,
i 1.8 kb & DNA R B, 5 pGEM-T Sk i, ¥k B ¥ M DHS«, 380 3 o3 B 3% & |28 B pGEM-T-
NS3 B vk, IR PR DNA, 2288113 2 S B E A B .GEM-T-NS3.

¥ HEH IR pGEM-T-NS3 8 DNA B BamH L. Hnd [ WA 2 Bk, B2 1.8 kb H B, 5 BamH
L. Hiad [f MG Y147 pQE30 RIBA W HHE HFEXBTE IMIO, KB RHERA NI EFIE AW IREE
TMI109NS3.
1.2.2 NS3IFEAMFBRMEE B IMIOINSIE 20 ml. 2YTIEHE 37T CHRAS & 1:204ER, 37 C
BESHM 1 b M1 mmol/L IPTG RS SRS IT#H S he WK &, BF F 20 mmal/L Tris, 0.5 mol/L
NaCl H ¥, TRl 5 B A R e, Bl e, 3 F 8 mol/ L B, T M invitrogen 24 8] = & i1 8 5 7 Ni-a-
garose T R HTHREE NS3 . FiAH N33 BHSER SDS-PAGE 51K 7. Fl Western blot ¥ ilE .,
1.2.3 Western-blot 5-#7 3 IM109NS3 59 F 50 K A ¥ T Western-blot 287, e B r i ¥ i7. — W H
HCV dR B HE Mo i 55 A LW, — P BALE SR B A oG 40, W 3. 3- e B e,
1.2.4 HCVIR{ERN RS syr=H HBmRErm 150 7, Fic NS RO RS 1:1000 5
B, U BREIR . PR SHR RN HOV K2 B B 2 % 5 f G ECR AL, OPD B0, B M E Ay
14, cutolf {HHH L HE{E > 2+ 0.1, Ay, T H T cutol[ i A,

2 HER5vE
2.1 €4 NS3 BErP HfusEE

PCR & H ISR KE, EEM T T LSRN BN H. KE L.8 kb EH.
Wit kDR EHT, BT EA PCR KB M NS3 DNA ATEFE BamH I W&, FFLL N
PCR =4 %k T pGEM-T 8 4kh, A pGEM-T-NS3 DNA 1 Hnd I Y185, A BamH | &
SHHLIERSERA NS3 H B, B Y5 pQE30 #iA M ZR b IM109 & £, M FE (ki IM109
NS3 PR F A DNA, B BamH 1 #1 Hind [l N BV % 2, 3518 3.4 kb B9 pQE #{& DNA
1.3.0.5kbf) NS DNA#H. 5HINE A MF EE NS DNACHEER SEI RERE
pQE30 &,
2.2 NS3 BEANRS LT NS FOssit ,

SHAARAFAMEEEE. . ARAERREMSEMERSEHNREKT, FREHEE
REFHHA%S L20BF, 7 CEF LLhERAWHEERKBE IPTGESShEARES.
R BEREBERERakEE, SR ELRAERSRAMWHERBES P L9 FEL 70
KD B2 E NS EOH. 95 HHE 30% ., Western-blot 2+ 573FE B, HEO#H A SMEF L4
FRMUERN, ZFENS EHCHEBERMERER. 2R LE, KBRAMH NS3 EE,
HAEEERNL—&4FE 70 kD 8. NS3I 5 HA)FRiXK, Western-blor 2 M NS3 Ea ot
b ERTHE 1.
2.3 2K NS3EB5EK NS BEBX HCV R MH R

SHAEEE NS EGH CHER NS EHOg% Firad HCVEACHERS ¥ 5
(MRS RABERERHE 408). 3 40 4 HCVHERESE R, SR NS ESE MR
AH K 80% (32/40), T4 NS3 BH B4 34 75%(30/40): X 40 {3 FH¥E &5 5, B Fp
FRB R R4 3 2 100% (40/40), A TFEBAAHSE NS BRI NS3ERR
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[} 1 SDSPAGE S EiEF=BH(A) IR LA %5 (B)
Fig.1 SD5-PAGE analysis of expression product {A) and Western-blot (B)
a molecular weight marker (kD)) ; b induced JM109 strain containing pQEI0D-NS3; ¢ non-induced JM 109 strain conwaim-
ing pQEI-NS3; d mduced JMI09 strain containing pQE30; € JMI09 strain; { purified protein using cheleting resing g
induced JM1U9 strain containing pQE3I0-NS3; h induced JMI0% stramn containing pQE.

B MTERARWENMGSEBNFEA TRSKRM ODE. £ NS Ea AR aMEEn
#HH 2.12.27.33.35.36.38.,40 S K NS3 BALBR LA ML LN 11.12.13.19.24,
25.27.34.36.40 €, “HHAFERN HOHEME N 12.27.36.40 5, RAR RO HRIREE
FEER.

H AT E M5 R iR s ], B A A S R 5 EL (NS3 1 NS5 KB, i NS3
HREPCHEER. TRV, EH¥IESHMNERNERENX, MEAS ARILSE
FRF#, #—HRERFRAERINTEERERAENN, £ NS3 EA4FE 70kD,
N#HFRAFTBEUEESE. 85 HCV EQMEA,. C 5EHA RNA BIEMIEE, £5 RNA
FH., NEERESEIAFERC, A LN A KM NS BEA b FER N IN
HCV #ifk, WHAE KM NSIRMAKREIR . FLH, A2 EM NSI 5 CREHHH NS3 E
HEMLKErENMEEFIR Fm, EERARELRE. RNTEXBTE PR hEREELD
LENSIEAOMEBRATMED, HHRXKBITERENLK NSI BALH C MM NS3 3
fTHCV ik ML, £ 240, M ER HCV HHEMFE Z &G 21K NS3 B HER M
HHCHEMNSIERN S, MoHMNAEREGBAE N 100%, FHHLEK NS EHERSR
MAARERN, LEFTHENSERE. RIMAH 2KMNSIRREE HCV AR LA
BRE WA, 3 BBt —% 83 NS3 ISHEHF R HCV #54, LKL BB R NS3 & HCV
RNA &E#HIFe{e, BT R R E.


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

¥ 3 KRR - HCV AR K NS EREERAERELSN P S H 311

£ ¥ X &

[1] Saito [, Miyamura T, Ohbayashi A, er a!. Hepatitis C virus infecrion is associated wich the development of hepatocellular
carcinoma [J]. PMAS USA, 1990, 87,6547

[2] Grakous A, McCourt D W, Wychowski C, et af. Characterization of che hepatitis C virus-encoded serine proieinase: detemi-
nation of protemase-depended polyprotein cleavage sites [J]. J Virology, 1993,67:2832

[3] KimDW, Gwack Y, HanJ H. er a!. C-terminal domain of the hepatitis C virus NS3 protein contains an RNA helicase ac-
tivity [J]. Biochem Bicphy Res Commun, 1995, 215:160

[4] %W . BLWERZME S THERERES(M]. B oK. LHFHE L, 1993

[5] #HEE EW AHE. AEFEZRFENHRERI]. B ESHEESR, 1998, 5(4) 113

[6] Ishido S, Fujita T, Hotta H. Complex formation of NS5B with NS3 and NS4A proteins of hepatitis C virus [J]. Biochem
Biophys Res Commun, 1998, 244:35

[?] Jin L and Peterson I} L. Expression, isolation., and characterization of the Hepatiitis C Virus ATPase/RNA Helicase [J].
Arch Bioch Biophy, 1995, 323:47

Expression of Full-length HCV NS3 Gene in E.coli and
Its Application in HCVY Antibody Detection

ZHANG Bin, YE Lin-bai, GAQ Jin-rong, XUE Jing-ping, RUAN Hua
WANG Xiao-ling, ZHAO Yue-e
{ Institure of Virology, Wuhan Universizy, Wuharn 430072, China)

Abstract: Full-length NS3 gene of a hepatitis C virus was amplified by PCR using plasmid
pBAC25 containing HCV nonstructural protein gene as template. The amplified fragment (about
1.8 kb} was cloned into plasmid pQE30 and the recombinant plasmid was expressed in JM109.
The NS3 protein was purified by NiS0O,; metal chelating resin, and its antigenecity was deter-
mined by ELISA, the resulis showed that the full-length N353 protein was more sensitive than the
commercial carboxy-terminal domain of N33 protein in HCV antibody detection.
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