D000 http://iwww.cqvip.com|

B17%# 4 GNETR R 17(4).312 - 314
2002 £ 11 A VIROLOGICA SINICA November 2002

HBV PreS2 + S/IFN-a fil & EREZX T AT FAIWERERFRIEX
it AT, & F,ZLE, FZF,ELKF

(BUEERKE#EARERSRLE, BT 710038)

Construction and Expression of Eukaryotic Expression Vector Bearing Fusion
Gene of HBV PreS2 + S Gene and IFN-a Gene
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Abstract: To construct a recombinant eukaryotic expression vector bearing fusion gene of Hepatitis B
virus(HBV) S2 + S gene and IFN-a gene, technique of splicing by overlapping extension and two
times PCR were used. Fusion gene fragment was obtained and directly cloned into pcDNA3.1 V5/His
TOPO TA cloning vactor to get recombinant eukaryotic expression vector pcDNA3.1 S2S/IFN-a.
Then the recombinant vector was transferred into Vero E6 cells using LipofectAMINE. The recombi-
nant vector was constructed and correctly checked by digestion with restriction enzymes and poly-
merase chain reaction. The vector bearing fusion gene could be expressed in eukaryotic cells detected
by indirect immunofluotescence technique. The relative efficient expression of the fusion gene in Vero
E6 cells might provide an experimental basis for specific immunotherapy for HBV infection.
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BE: #HHES HBV PrdS2 + S #1 IFN-o & E N M EH REB & pcDNA3. 1. S28/IFN-« HFEHZ AR PHEITRIE,
R F 8 & 1 87 Y145 A (splicing by overlapping extension, fil F SOE) %P K PCR 38 #k & & H kB S2S/1FN-q, B
WS HiE WS pcDNA3. 1 V5/His TOPO TA ST &, B E A EHAH K pcDNA3. 1. S28/IFN-o, RFAER
(RES L Vero BE6 1M, MEARKAHT TRAEE K PCR EE, IEWHEEIER; L[H# £ TR WIEF X
HARGBEEZARPEEBEANIMEEEESBAMES EH, EHRARE pcDNA3. 1.S25/IFN-« # A h
I R TE Vero E6 UM PHIA M FRE, i — £t HBV BRIEM S REREBITRE T ZRMKE.
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A 598 52 1 5) ) Hepatitis B virus (HBV) 2 1 HEl5h%
AT DNA 7 %, SR E H B HbsAg, preSIAg 1 | | =y 8 WIRFOEH
pre2Ag MR, FREMALT S B preSing 1 Bkt p1. 211 (& HBV &%) i1 L8tk L FTE
preS2Ag W& A T 4K B AMRNL, FHER S CEMLE. &% ) IFN-o13 SEBEE B pDO-

FER R EES . W IFN-o fEVARE FEEH N

FRBERAR, ¥ HBVprS2S 2 H 5 IFN-o, U882 FUR pcDAN3. IFN-o I AZME, Vero E6 4
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EERE,
1.2 &

5 FlBR 1 ¥E P YT B8, Tag DNA B ABE W B
Promega /A ], Wizard™ PCR Preps DNA Purifica-
tion System, Wizard™ Plus Minipreps DNA Purifica-
tion Systemn ¥ H Promega 2¥ 5] PcDNA 3.1/V5-
His TOPO TA Cloning™ Kit 8 B Invitrogen 2 &,

BBk 58 e ik 7] & LTPOFECTAMINE™ 2000 4
H GIBCOBRL 28], A#i HbsAg M3 5 F 44l
IR, DRI IFN-a BB EE ¥ fEH
WE™ R, FITCIHEEHR R 1gG ¥ A HRP-1gG
HHaEPEARBREETREB¥RHE&, BEAQ
B BEFF IR B M BEE Oxford Pl . HA A 1Lk
¥ 0 H M e ai g o 17 8 E R . RPMI1640
DMEM #3r 5, B4 MLiE¥ I 3 GIBCOBRL A,
1.3 EEFEAHE PcDNA3.1.S52S/1FN-a 1 PcD-

NA3.1.S52S fy#ai

1.3.1 &Rxwl, FE & W B B A (splicing by
overlap extention, [ #% SOE) £ K PCR 3K & # #
Wk B S2S/1FN-o, B WL 5, H # 7% ¥ F| pcD-
NA3.1 V5/His TOPO TA ZEREH &, # L KmiTH
IM109,

eyt AR AR HE HBV-adr WA E AR EE
FFIF IFN-al13 22 E F5& stk 4 5149, 51
Y EEEREVEARFTRAT SR 519 FF W
T

LE##314 HF1:5-CGGAAGCTTATGCAGTG
GAACTCCACAAC-3’

FE 54 HF2:5 -CTTTGGGTATACATTGC
CTCGCCTCGCCCTTTGCT-3'

FE 5[4 HF3:5 -AGCAAAGGGCGAGGCAA
TGTATACCCAAAG-3’

T #7349 HF4:5 -CCGGAATTCTCAATAAG
AAT TGTTTTC-3’

HF1 24 HBV preS2S P #9 L #7545 (1811-
1830nt), 5| A\ Hind I B§ Y11 5 ; HF2 #1 HF3 & 5¢
S HIMNY, 5] & HVB S E N C ¥ 15bp (2639 -
2653nt) 1 IFN-o13N 3 £ HBHGE S KE M
15bp(70-84nt), 3t 30bp #J /531 ; HF4 & IFN-al3 #)
T #5147 (586-603nt), 5|\ EcoR [ BV 5,
1.3.2 PCRid# H—K,PCR, MUk pl.2H
BiAR, F514 HF1 fl HF2 3% HBV preS2S £ K
BX (#7 850bp), LAE ZH XKL pcDNA3. IFN-a M

R, A 314 HF3 #1 HF4 ¥ 1% IFN-« EH K B (4
S40bp) o R Y %% 14: 94C B A ¥ Smin, 94C A #:
45s,55C 1B ‘K 45s, 72°C 3E 1 45s, 35 MEIF, |& 5
72C A 10min, A 1% HIBEAGME BB s vk 57 5 |
i PCR =15, LA Wizard™ PCR Preps DNA Purifi-
cation System EJW ™= 4), % —IK PCR, KL —IK
PCR =1 0 84K, 5 B 100ng, A 5145 HF1 1 HF4
i, S EE F B S2S/1FN-a, IV &14:94C i
¥ Smin, 94°C B4 4Ss, 52°C B K 1min, 72°C 3E
2min, 35 M EIF, &5 72T T M 30min, BEIWE

X PCR =47,

1.3.3 HMKF B S2S/INF-a 5 pcDNA3. 1V5/His
TA REREMHBEEZELE HRBBEREBH
To

1.3.4 HHUEREMEE HRETHEEET 3oL
& Amp B9 LB i EH, EH i ®, A Wizard™
PCR Preps DNA Purification System # Bk, B
1uL i#47 PCR ¥, 47 #H Hind A Hind M*
XholEATER BB VI BB MAEA R BRI K
No
1.4 HEEFIERK pcDNA3.1525/IFN-o« £ E-6 4l
fE o B BRE ik
1.4.1 #iMEFEERAREAOHE A& 10%
R4 M5 B DMEM 5, F 37T, 5% CO, i f
FHE 5, B Wizard™ Per Preps DNA Purification
System 2 HUTRL,
1.4.2 HARNMAFERE HIERENSSHEREHF
iTo B Mk % #ik /| & LIPLFECTAMINE™
2000Reagent FERVESL BB, 1)KL THAERKYM
E—6 41 3x10° EETF 0.5ml. ELIEHEP, &
FE 24 LR, FLAME —REHIEH., FeTikE
— A4 AY 2= B A BB FLAD SR g 28 4%t 4 A iy T
xR AL, 2) 55 18~ 24h, AL 90% ~95%
i, 3) KW Ep Bh#l4,0.8~1.0pg TME. T
4t ZEH DMEM F, BHFHBERTE Smin HIRE.
HAXLME. BH A EH DMEM JE 5 4 &K,
A 0.5Sml LILE. LA EH DMEM, 5)#
Lipofectamine + DNA 1B &4 100uL /) 3 10 Z 4
Ml b, 6)37C,5%CO, MFETIEF 4~6h 5, T H
TREFREREIER, 1)ER448~-T2h HRMEA
R R,
1.4.3 HABEEEXREERAKFENERE S8
SRR R e, A A R R R &L | %
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2 B17%

314 b EH R OB
FBHETWE, [4]
2 4

[5]
2.1 pcDNA3.1S28/IFAc

55— PCR ™= 4147 7 24 850bp. 540bp, 5 — 1K
PCR =10 1.4kb, 5L R —BC EAH TR o
5% Hind M Hind I + Xho 1 X EEY], A LS
TP 25 B —F(HY 6.9kb, 5. 5kb 1 1. 4kb AYHL 1K 2547
(M3 EHE1).

2.2 BMA&EHES28/IFN-c ZEZ BB PRI FRIA
B35 A
AMERER AR, EREEHMETWRERT

RIEMRE(NE 3 ERE 2).

3 e
MREH, BHIBFRYERS RENHE

¥ B, BERERBEENMREE, IATUREM

BENEaERNFHEFEAF. EHAGEHRER

HTiHEAMETR, R4 RERREERENER

BEMARATLEE MEAREFHRSREZETUE

EHREAENR. AREFRERERATENE,

fEas AR M AT AR R AR e EREE, £

TR 3R HA, IL—12 7] LA XG5 B 4R A% HIV &

WENFN DNA ZEHIBX MR CTL NP1

IL—2 fl GB-GSF FJLAM§3E B HCV (1) DNA & i%

R AME R BRI L2 S preS2S #H j#

TG KRB uT, 55 7 1E 09 S & SO 2 /0] DL i

1005, FHRERIGEK KN FREHYE —

EMER, BIGERTHFAER, RITKLIWET

4 HBV preS2S 5 IFN—a @& EHMWEZE LR

& pcDNA 3.1S82S/1FN-a, 37E Vero E6 A 1317

THERWRE UEREMMRTEEHEHAN

EWEEERGET Y E LR, U IFN—

W p RN AR SR MR ERF SN B M.
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