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Abstract; Hepatitis C virus ( HCV) is a kind of serious infectious source to harm the health of the humans. The
HCV Core protein plays an important role in disease caused by HCV. In order to compare the expression of Core
protein in E. coli with in yeast, the recombinant plasmid pBVIL1-Core was transfected into E. coli HB101 and
induced on temperature. Moreover Core gene was cloned into pPICZe A vector, and then the recombinant plasmid
was transfected into Pichia pastoris GS115. As a result, Core protein was highly expressed in E. coli with yields
of 20% of total proteins. Core protein was secretively expressed in yeast withweak yields, and it was proved to be

specific antigenicity detected by Western-blot.
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HEMEMRIEEWERD, HF Coe BEHRIRT . REFHERAFNALRRSE,
BX Core BEMF A ELBTURRT HCV BRI RA B AR it HRBRIIUE
SRE A pBVILL-Core g3 ah, FERKBITHFHEFRIE T Core B, FBHE
RARARAKR, BARRAAACARAOBIFEENIE, REIBRETLHB
DSt iEEAL, SEORENREE, ETRlosaik,

1 HES5HE

1.1 ##

AR R XA FFE HBLO01 AR ERAF; LR GS115 X Bk pPICZaA M H
invitrogen 28], E 4 FE pBVILI -Core (-FF Core ZFH 450bp) B Core EHE T ERE
ML T eGP R/ D ERIEER, 58 HCV £ 2 Hf Bk PBR™/HCY
BENER A EEE TN,

FREITENITING . Tag 8. T4 EHEMIIM E TaKaRa /48] ; B IEYRBERRICH L
FH/R IgG (HRP-IgG) W9 5 JEAE]; Anti-myc RIEREHEM H invitrogen 24 F) .

1.2 H&

L2.1 Core XA KITHEFAIFKE. SDS-PAGE K Western-Blot 4347: ¥ pBVIL-Core
FRPRIEE (LA KEGF 88 HB101, BhH g 28CEFRIR, H1: SOKESHTHE
B LBIEFE, 28CIEHRE 0Dy, =0.6, LRI H T 42CE KL Sh, IERHEN
@ i4T SDS-PAGE, [Wimf¥ 2 PVDF I . 5% RPE4-§A%A 1h, Core EHHTTRE
HER—H (10 200 % 8), 4 CRNMA; WEG/NR HRP-IG (1: 2,000 %&) X
ZH, ERKMN th, D, D-ZEHEBKE (DAB) ARV EE, REFRRREINEY
ROREAREX B

1.2.2 Core ZHA PCR ¥ 1% . REBE A£FH HCV H 5 i B R#3 Y. LHE3Y
¥: 5 - CG GAATTC ATGAGCACGAATCCTAAACCT -3° (& EcoRI i &%) ; FW3Y
%¥. 5 - CG TCTAGA TCGATGACCTTACCCAAATT -3° (& Xbal i145), PCR E Wik E
(50uL) : 4R 10ng/pl, dNTP 200 pmol/L, E#. T#5| ¥4 FF 200nmol /L, Taq
DNA R4R2U, RWES¥: 94CHIAM 3min; 94°C 45s, 55C 455, 72°C Imin, 30 4
W3 )5 72CEEH 10min,

12,3 WRBHRERENHE. ¥ Core XHEZ EcoRL/ Xbel LB G A pPICZaA
Bk, i EAREB A pPICZaA-Core, B AL KBHE TOPIOF’, EFFWMAE
Zeocin (25pg/mL) # LB AR i B4 R .

1L2.4 FHEAFRMNEFE: Ll EcoRl/ Xbel XRG4 K pPICZaA-Core, FEFUIRIEE
W EL MR EERB YRR LTI,

1.2.5 HHRN pPICZaA-Core ¥ b HE R B Sacdl HYIBRU AN EHLARN
pPICZaA- Core =5 [fiB; pPICZaA & 10pg 4371 5E3RE GSLIS A (LR H&)
80pLiBS, MABFEAT, JKIE Smin, 7E 2,000V, 25uF, 200Q &4 T, SLEIM
A lmL B E Tmol/L IR BARIES], 30CHKE 1h, B 200pL YR A TS
HitE K Zeocin (1,000ug 7 mL) B YPDS B4R b, 30CHEFE 2 ~4d, WEEKLEHE
BRI,

1.2.6 Core BT FRES PR FRL: BRI EEYE, 7 T 20mL BMGY 3
FEP, BEFEFRIE. i 6,000r/min F.( 5 min, F] 50mL BMMY 5 B8 &5
&, [ 0Dy, =1.0, BEFHABKEAFZTHE. B2 HMFEEREEN1.0%,
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HEEES 72h (3EFREAHH 30T, 250r/min),

1.2.7 FRXPYH) Western-Blot 4347: B 1 mL S8 BH W 6, 000r/min B.{> 5 min,
FiBRI20% = MBS, 38 80% MYk, W47t SDS-PAGE, HHBE
PVDF &, 5% BRARH 55 1h, Anti-myc Hifky—bL (1: 8,000 HR), 4C M
B; WFEH/DR HRP-IgG H =460 (1: 15,000 ##), WM 1h, F ECL 4% &%
LHITREER,

2 R

2.1 Core %[ PCR =Rl ko347

PCR ¥4 1. 2% SRR E K B 7R, 7E49369bp b F— RV AW (H1), 4
TRAMEBHE—E, MERESE XK HCV H T2,
2.2 pPICZoA-Core BRI E

H4 A pPICZaA-Core £ EcoRl/Xbal XNESY] (E 2), YR/ SHH—, i

B Core 2 EH A {X pPICZaA,
bp M 1
5,000
l,mo 2,500 3’600
750 bp
300 369
250 $0Q 369
250
100
BE1 PCR dikpdi 2 MkeE
1 PCR =%, M D12, 000 1 pPICZaA TN, 2 pPICZaA-Core TUBEL]

M, DL15, 000, M,DL2, 000
2.3 pBVIL1-Core 33X i9 SDS-PAGE B Western-blot 43#7
pBVIL1-Core $4LFRIFR X2 SDS-PAGE Hi ¥l — &2 31kD ##, 5 Core
BN TREN, REBSEAREZEON20%, HRABAFETREKF (
3A), Western-blot B/R i35 ARTEA N ALE MK R ERACH (B 3B),

kD M 1 2 3 4 kD M | 2 3 4
175 175
83 83
62 62

48
48
33 B

25

25

A B

E 3 pBVILI- Core #1574y SDS-PAGE & Western-blot Bl
A SDS-PAGE FIFFMRTEA 4T, 3 Western-blot 447
MEREED, | SRS, 2 BEHZ S50, 3 BMELN, 4 IMAQRE
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2.4 pPICZaA-Core RiEF-¥i] Western-Blot 4347

Western — Blot 4347 %8, 5 72h 1535 Ei§, pPICZaA - Core ¥ {LE B H AR
HeZeRE M, K/ 29D, HCTRHA(E 25kD k—28, 5 Bkt Bk LA R v
X (E4),

kD M 1 2
83

62
A8

33

25

B4 pPICZaA-Core Fiki=H) Western-blot B i
MEBREH, | SRR, 2 pPICZaA-Core % 72h

3 ifig

EOREESHERERTERERO KB BERRASH, XBIFEAL
FEERAYERZLESHHAEOEN TBMEE S, FEM Coe EABREEEN
Uk, MEZA5E., SHEFLOEAENA. SKBTEMEL, ERRES AN
Euty, BAFFEELERN, #CRERNANSS, XERESEHEERMT
Binthee, BEAMERAXBITENAR ., REHE pPICZaA-Core ERFBEPHEFE
®JE, & Westem-blot 447, ZEHES I LA Anti-myc B TLRFIKR P Core B
A, #8 Core BAK KB TR IMINFBBIMA, B/ LHBE25KD XiH4
4kD, rvEIRETER . '

(1) EBAFRPHERKZEEEIE pPICZA HE 5K « BFFY), B5I1FMEELS
WEEFHWEA, FREEATFPHSTFRYK, SRISHETER, WIREKT@akiE
BE; (2) Core EARBHEANSE, BER« HFHPEE 3 M N-BEALAN—
Ke2 BABMTALE (XK o BFHIBR), YSEBYREEANTIAT 2, 7
SEHESFRHEAT, BR « RFHEHEELERTE, BLHHET REMRARNF
AhedE, X4 Core EHMBEMEERFHHET,

MEEER EE, Core REAKXBITHPEITHARE, MEEAREPIGED
Western-blot ZE3% 3% FE PR MBI BHERE, XFIRES Core EHAAMMEFHA X.
B2, AWREHEKBITRREREFRIET Coe BEH, HAEEFRBEREIRA
P T Core EARMFEHFARIITH, RITEAER LR REN Core ERH
FTHURMERT A, X — &R HCV B WA B E Eat, AT Core EHK
THRBREE T TI8E.
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