AT il PRI R 24 e (B TR 2008 4E 5 H 252 3% 55 2 #i| Chin J Exp Clin Infect Dis (Electranic Version),May 2008, Vol 2, No.2 .21 -

R -

WEFRFREROEAERGREE
Y Rk & R Sl

NEM ELE ORFE RR OEH A4H FAT

[WHE] HYY BIUIRERZIAEFRREHCV K OLEHNEERER
4, AR BN OER. ik U HCV RE&K cDNA F3I8#4R  PCR
P HREEOERRERE, WEEER BB pET-32a( + )-HCV-Core. LK
B DHS o, 3R EUBRL, AR IERA G , IR KR & B BL21 H1, IPTG 5%
2535, SDS-PAGE . Western blot BiFRI-&EHKFE L. BEBHBRERE, Ni " -EHM
HXRABELHTAMRE RN &R BIIWE T REEREEB AL pET-32a
( +)-HCV-Core, HFREXTHHHFEXR/NMIBNEL. &it BIFRE 4k
HCV Z.ORE BB, A —P R AT BEEE T IR SC Ry EERT .
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[ Abstract] Objective To construct a prokaryotic expression vector of HCV
core protein and to express and purify it. Methods DNA of HCV core protein gene
was amplified by polymerase chain reaction ( PCR) using cDNA of HCV as template.
After sequencing, the correct DNA fragment was inserted into inducible prokaryotic ex-
pression vector pET-32a ( + ) and the vector was transformed into the competent
E. coli BL21. The expression of HCV was induced by IPTG, and cell lysate was ana-
lyzed by SDS-PAGE and Western blot. Expressed bacteria were quassationed by super-
sound and analyzed by SDS-PAGE. The expressed product was purified and renatured
by Ni®- affinity column chromatography. Results The prokaryotic expression vector
was constructed successfully. HCV core fusion protein was expressed and purified with
expected molecular weight. Conclusions The successful expression and purification
of HCV core fusion protein will be useful for further study on its biological function.
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AEFRFRE(CHCV) B rBR TR 2R EEREZ — &
H 5 &, 54 E (HCC R REY], MARBEE K. HEj2RK
JEEINEYL HCV WAE AR 1.7 /N, FREZ 4000 J1 £4 . HCV BREC B ™
ERH R AL TAERBEZ —, HicA ¥ TOE R AR IT 24 . HCV 2
—Fh AR IE 5% RNA 5, HEFHAK A 9.4 kb, KL EAMN TRES KN ER
K, B ENE S KBRS =4, B 191 MEERBEAR Y. KEOH
WHRRBENETER 5 HCV HEMEH 5 EEHER ML, HEERFIE
BRSE. BOBEARERME, TR, BEAMREE Y RS ae
HMEDEREBRGEHRIE . T HEITEOE B XTSRRI &0 A8 ST
HCV Z.OEHNFEERBBE R A BTk, D — SR A
Y12= T BB BE e LA

W &

— FELRAEE B R

Kigig%EH DHSa. BL21.pET-32a( + ) HCV #f2K cDNA JA L5 = %
Fo Taq T REAEY AT, REB NN’ -1 B XU BB . T4 DNA &3
- IPTG } X-Gal 4T Promega /\H] » B35 [5] oA & W T KR 72 /A F], DNA
Marker . 75 H Marker, R #EZ% R N V) B T TaKaRa( K& ) /A &) . AKTA purifier
100 His Trap_FF 3£ FZEHHEA GE A F] ™ & » bi-His B33 ESHLAR . HRP $RiCEHL0
5 IgG HRP tRiCEHi R 1gGC MWW TFILE P& B EY /A R, ECL {b22 G5
&WTF GE /2w, PVDF g T MILIPORE A #]. & H4HriE#l & T Sigma 2
H. HRW2EER B85 . 5198 85 DNA Wil Bt
R EBHEY A RSB

— e

1. HCV .0 EHEF AP 3 : PubMed Z i) HCV 0B B EF F5, 74455
X _ BT T — X R EBRE #(P1 57 - cgggatceatgageaccaate -3 Fl P2
5’ - cggaattcaggctgaagegg -3 ), B YNG4 BIBIA Eco R 1/Bam H 1 BYIAL & -
EE UL R AT n AR AP AL, DL ST AR FE B HCV BR2 K cDNA 7 31| R AR 4T
PCR ¥, B4R W &4 8:95°C 5 min,94°C 30 s,63°C 30 s,72°C 45 s,35 ME
35.72°C 7 min. 1% PEPEHEEE I UK 8 4551, VI B3 i 24k [F1 e B ) DNA
Bt

2.HCV B EHEHARARANME: K PCR K B ER F B#EE

pGEM-T £ /&% 4k DHSa RZ 541, AT B E R LB HIBPRETIH AR
. PARBETEREET 1% XX B ERM LB SRR HE, MBI AERERR
BB DNA J5 #4T Eco R 1/ Bam H 1 XU E§Y), Fl H A ERE B ¥ BV IEB Y
PR TR BRI A RN . WFERIEEHRE SE WA BESZ Eo R/
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Bam H I XUEGYIR pET-32a( + ) RAKFONER:, L KGR FAE BL21, FHEZH5
AR HITEY PCR X8 AR, N fF R BUSURL DNA
BIR#H T Eco R/ Bam H [ XU EFYI.LE -

3. HCV DL RAEH WA TR R R EA R A AR H Y% 5 pET-32a
(O ZBREEBIFEH T EEFTEFERWN LB WA FEH,37C 250 /min
BRI  RH - #2 1:100 7K, 37°C 250 r/mind 5 ZHE R EHR Ago ~0.5 B
BIAIPTG EAWREE N 1 mmol/L, kEE3EFE 4 h,3 ml BRI BT OER, KIS S min
J5+12 000 r/min B> 5 min, F _E 7,100 pl 1 mmol/L Tris-HCL( pH 6. 8) & FH
{RUTTE 11 40 wl 5 x SDS FEE_LHEZ R I Spl B-FiE ZEE, & B 10 min, 12 000
r/min B> 5 min. B 25 pl #4175 SDS-PAGE 431 -

4. HCV .0 BE-E B H B Western blot U] : SDS-PAGE E, ¥k J5 B 6% S #%2 % 31
FEFEBEC45 V, 1.5 b, 5% BT8P 7 - Bi-His B REDLIAL: 20077 REAE
NEE—PUEIEE 3 h, TBST YEAR 3 R (10 min/¥K) ;s HRP $Ric£41 B IgG 1: 5000 Fi
BRE P E 1 h, TBST BERE 3 k(10 min/¥R) , ECL B, X St H Rt

5.HCV .0 RaEEWKERE: %k 3GHREN 4 h ) REFHIRFRE
HCV ZOREEH. BEOHIBEERRE R 3 R FRERINA MBS Z i (20
mmol/L Tris-HCl pH 8.0.5 mmol/L EDTA) (10 ml/g {8 E#% ) - BB IVK L, @EE
IR RE A, B 7S ST - TR 200 w, 7S 10 s 45 10 s H—MER, & 15 ME
INEEE S min, 3£ 60 MER . SEREE 1 ml 4°CHE EE UUIE 0008 % 5
B BURE RS B 25 pl #5417 SDS-PAGE 4347 BS.O AR SR = TTIE -

6. HCV Z.LRlA B R B il : B Hil R B E 45124 0.5 mol/L.1
mol/L+2 mol/L-4 mol/L B RAEGE ( A& 43+% 20 mol/L Tris-HCl pH 8.0.5
mol/L EDTA.100 mmol/L NaCl.1% Triton) , & A ELe Ik 434K I S vk I
VIE3 I BOWERKEEEAE. A B (8 mol/L JRZE 0.5 mol/L NaCl.20 mol/
L PB.20 mol/L BRME) T2/ ¥ iRl iA ( B IRICBR BRI - IREE LIE
b, £0.2 WM BB EHTE ML BASRNT  BERMAZ A
BWHREBIEAMENH, 285 A B ¥ (20 mmol/L BEM.0.5 mol/L NaCl.20 mol/L
PB) B MM ERE LR BRRE RS, #+7EAE LR 1 (35 40 ml FHR 1
B3RS ml/min) , BJ5 L 20 ~ 500 mmol/L BRMELE MR BEVE L E R A B S
SRR VR, A5 BB B B 415 83 B B4R & ( BCA Protein Assay kit
) DA B Bt S 58 4 Ak R B B VR B, SDS-PAGE 3 B HALRE -

s R

— . pET-32a( + )-HCV-Core 3 PCR 31 & FUBL B % 4557

PLEEH = RAF B BORL R ARAR » £ PCR 935SR T A 573 bp K/NEIEERH
B, BRARRR DT IS . Eco R 1/Bam H | BEUI%5E , pET-32a( + ) ZAKFIE
ODEHERK/NEFHE1.2),
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1500 bp
750 bp —*
5000 bp
500 bp—>»
750 bp
S00 bp \
Sl 1 2 3N
l N
‘ K2 SUEYIEESR
B 1 HCV ZLEFK PCR ¥ 845 1. Marker 2000:2. #%0>3:PE 9 PCR [E S FiE) 45 5
$ 3. Marker 15000:4. pET-32a #R{AEE] G455

1. Marker 2000:2. #i#R PCR &5§

— HOV-Biiy S B 41 B (1 353k 19 SDS-PAGE 4347

HCV-ZOEHAEAEESFMERTRAT IS FERK/DNIER (L 40
kD Y(E 3D,

=.HCV BLrEREEBEHEHFKIAR Western blot 4347

HCV B.LEHEBEHRAR KR, HEAHEW(E 4.

_' . +— 501D
-
’ il e 4—50kD
+— 25k

—_— +—35kD
‘[5' 13 4 5 - «—25KD
F3 HCV ZOEHFEHE .
F#3k SDS-PAGE 4t =t 3 4 5

1. #A pET-32a ( + )-HCV-
Core WAEFEREHR: 2. WA
pET-32a ( + )-HCV-Core F)
BERHE: 3. WA % ET-32a
C+OBIAERRERER: 4.
23 ET-32a ( + ) iR IE
B ERR: 5. Marker

K4 HEAHEH Western blot
ST

1. #A pET-32a ( + )-HCV-
Core IERHbr: 2. HH
pET-32a ( + >-HCV-Core F)
EESEHR: 3. WAZS ET-
32a C+ O BARRBE R IR 4.
WA ZS ET-32a ( + ) RIAEW
FEESERR: 5. Marker
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I & (O Y g = o M R e 1 Ea R

AR A B D B ULTE A RIVE A A BE B R B B UT0E , RIUR R E
0.5 mol/L M ¥ BBORBEF (B 5, R FEVEHE B, IR RIS il 5E o
iR, LIRS NSRBI . B0 wl ZifkRE& F H#EAT SDS-PAGE
ST CE 6), & Bk 2 BHWE il &M EEEHREN 1.1 ¢/L.

o0 kD
35 kD

K5 #EEt Ni'-Bf SDS-PAGE 2307
1. & Marker; 2. #4235 pET-32a ( + YLK BT EHHE: 3.
EOBAEE LER:4.5.6. FH 0.5 m [REBELK 3 KR 7.
8. BHATHIKBEERIE 9.8 m RENKEEALHER

SO kD
35 kD

1 2 3 4 5 o617

K6 HEHidEA Nit-SDS-PAGE 4347
1. Marker:2. ¥ 1:3.4. 25 19:5. 1& 2:6. B SER 7. 1& 3
wo®

ZWHF IR HCV ZO0EH RS SBTAREEMMEN ZE BT S
H5RBEKRHIER, HCV .0 E B R R T EE 755, 2 i 516 s
SESRZ MABERERN 7%, BOEAERERTI LA LA B.CTL fi
T S TUREL S BB A RR BRI AR SF AA R L
MIEE WA A KA TS, TR RS B EHAEEENERER
£, Hik BOEAEA HZ I SIRE AT R R M BEX HAEATHISE, LI

Hit HCV BBURALE BB FIGYT HCV R IR AR i SR HE -
A5 HCV 2 KERF RN ZOERER, {£.0FEH S His /5 HE
H i BERKGEFERIREFMAE BRI . DER ZHEANEERE
RAKGHBAFRWE HCV HOEFMRERE. FEERERGML, X
BREBEABRZHINA BRBENERRE B 2. HAGEH IR H
BT REZ AR S AR TRE RRE I TR S, mEEASE, HAD
BEAAEYEHMEEOARBAARERRRGEER X MHEHNREKERREE
AR, T IR RV AR Sl AL 2 TR E B, B it DI RAEIENRAME
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HEHRS B UL EANEREON T RERE RGNS E T BRI
FERRZ—. RAREYH pET-32a( + ) REBARESH BB ELENR . &5
FEHEHE Trx . Tag His FHBTIRE HHEORNREIYE. Hs REWEZNE
B BT iRA, B BRATE A pET-32a( + O FEARZ B, FRBBRAER H K
HAMAE ERGRAE BL21 PR\ T RBAREXBESEE. SDS-PAGE &
K EBAREE B BRE YT B4 40 kD, 5T HR-aE B K/MEY A
Rl @S Western blot 3 HrilE Lt RE & H M & His 1548, 2T /NS BUH—3
M RIEEESE T HCV RO EHRRE. BTS2 RERZIGMER, SR
7, R A, ISR Rl A B B AL AT T SR RET AR B R, S e st
RSPl FPUABEE T A

SR BRERATE R T HCV B0 E B L EHt R, XERAT f# HCV
BLEANSHSIBAEERER L.
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