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E. coli Expression of Equine West Nile Virus Partly E Protein*
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Abstract; According to the GenBank published sequence of equine west nile virus (WNV) E protein gene, a puir of primer was designed
in arder to amplify equine WNV partly E gene by RT-PCR. The fragment was 318bp in length and was cloned intv pMD18-T-Vecior. The
positive clone was named pMD-E and was sequenced. Then it wes sub-cloned into pET-32a ( +)} . The recombinant pET32a-E ploamid |
which includes the gene fragment of the equine WNV E protein, was transformed inte E. coli BL21, and expressed about 33. 1% . The ex-
pressed product was about 32kD maleculur weight by SDS-PAGE. The punified product could be recognired by positive seum of WNV by
Wester-bloting, Tt was laid a foundation for developing an F11SA to detect equine WNY used the purified production as coated eitigen.
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1 #E5HE
L1 ##
111 #5%: DAY WNV BB B X & Fon

Dodge Animal Health 25 w8 R IEHEH .
1.1.2 Bk AEs: pMD18-T Vector A& B
FEYWITE (KE) ABRAE, pET2a (+).
DHSo . BL21 (DE3) BATLBR=ERE,
1.1.3 TREEIRM.: EoRl, Hiadll BHHEAN
IR, RT-PCR iR &, Taq DNA B & B #1 T4
DNA EBFBATEY TR (k&) FRA,
His + Bind® Purification Kit 3 Novagen 2+ H] F= o
HoAl R R AT S At
L1.4 5[#iFit: 8 CenBank FAFEEME
EAFH, BAEHTWTIIY, VEEES
400bp, S EREEA RS,
5° .3l #1 5° -ACTGAATTCACGTGACCCG-
GCTCCCCG3
35 4 5
GCGATTCC3 ,
L2 K&
1.2.1 WNV # RNA $#£8¢: &8 TRIZOL £ 5
PHT B RNA B4R E . RS 0LF0LH F DEPC 4bE-£
B RNase,
1.2.2 RT-PCR: SOpL & RT-PCR E ik Z N T :
B E BB B RNA 10uL, dNTP Sul, MgCL,
(25mmol/L) 10uL, AMV 8§, RNA #3488, Taq
BE% 1pL, 2[4 2pl, DEPC H,0 15uL. RT-PCR
R E: 50°C, 30min; 94°C 2min; 94°C lmin,
60°C 1min, 72°%C 1lmin, 30 M{§%F; 72°C 10min;
4R
1L2.3 BWHEMFERYS%E: PCR =HEiikE
5 pMDIB-T Vector 3. ¥k, e m R, H
EcoRI #1 HindIl Bt %5 &, AERR G E N
pMD-E,

-CGGGATCCGECGGTAGAT-
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L2.4 FEIIME: iYL e hBENEAR
BT RFME, NFTRbETEMTE (kKF)
HRATZER.

1L.2.5 EHFXMEMBE: ¥EERE pMD-E
H EcoRI 1 HindIll B§ L1540, B BHMAE. R
i EcoRI 1 HindIII {E4L pET32a { +), #EH.
ik, B, MmiEsEME pET32a-E,

L26 EHRARNNESREL: BEAMEHE
FEITCHEHAER, % 2% A ER HI) 20ml
B9 LB W (& SOpg/ml FHRE) &,
37°C 250/ min $EHFEIHE K P, W1l fEh
XEFHHEB, KeRMA IPTC E4 K F X
0. 8mmol/L, 37CHERFEiA, 4h BREHRITR
.

1.2.7 ZFikrP=4 SDS-PAGE 4+ if: & E it
(4] EfTEARM, ke, He, SEREAS
FEHE,

1.2.8 FkWatil. ¥:H His - Bind® Purifica-
tion Kit iR F 57,

1.2.9 Westem-blotting £ LY. SD53-PAGE
#SifbEMED, HENIARMKRTERRL, 5
WNV REFREN R0 ERES. A HRP 545
MERRNTE, ENMARYRE,

1.2.10 WNV BRM&FNHE: HSHURK (5]
I WNY BXTERBESEREEERSERS,
R KR o S 2kg 1 A2 ¥ 10d /S,
BHLAZLAER S WNY KSR HEmEE
RELR, BE—REeRN R, 4&0%, -
20°CHR1F .

2 &R

2.1 RT-PCR§HEE

it 65 xR E A WNV KiER i T
RT-PCR "3, ¥ =82 1. 4% LW B 3k,
HRWEL, VB —&XAKR318bp MR, X
AETHHERT .
2.2 EARNEERE

¥% RT-PCR =8 Bl f5 15 pMINE-T Vector ik
., Bk, BEUTR, A EcoRI #1 HindI 4k,
257 I BEWE e a5 T/ 3 318bp H1.2, 690bp H)—
K—/NB&H, SEEH MM (F2)
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SFEL 2KD , SHEM S FERME (H4),
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E4 FEEEK SDS-PAGE 4p#T
1 BL21 (DE3), 2 pET32a ( +), 3 pET32a-E (uninduction), 4
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ter 4 hours induced by 1mmol/L IPTG)
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B 6 FiKEHA Western - blot J£E
t pET32a ( +), 2 pET32a - E (Expressed products after 4 hours
induced by 1mmol/L IPTG, 3 Protein marker

3 Wig

WNV BSR7E £ E R A X A3 58 % 50,
BEERA—TETLRUEIHFHRE. REBR
ER LB WNV BEMHRE, BEAEFEHMNEE
XE, REFEEARENFRE, BF WNV mfT
WESF RS, NY5|IERE. REAUEFR
LIk, MAZRAET K, FHENA W0 5,
ZHBLRE . KRBEFEA. DHEAWT X, X&
KKIEEA WNV XS EmEILY
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25 PSRy, 2000 454 63 A R YL; 2001 £
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