CRMR i E SHRERRE. A 5RIEEKH %
BRI M BKR X
WE: B oEWRSEIRAR, S Al B EAvUR, SIVEN T QM k il
R A g R AR AC % . s PCR 1Y Z/Wiss E A S, A% RIS RGHEAT
BhERIE . Ni-HE2R M2, BT RIS 2 R T RS iRes eit L s E HAKZ 5
BEPUR, S BN AN Z iR S AR A 45 SRR et W PUAME ), i 2 bRag A
CIRTEIIR AT, SR RSB ZWR T E R AR DRI IZER, dif)E %
PEENIE R E R H 7> 1B 53kDa LA 1 A H M (JEV. E&EEHD 5 BRIBCRRAR I
2 S BEDUMIE R IEF 1:12800, SEATEME A S AR TR . 5 BIDR L0 55
E A FEPIREAT 1 e BEaRIL, & AR S iR BERS I H 20 R I Th e, AT
PRI, FAT IR & o
KA LRGSR REE B AR R
Expression, purification and preparation colloidal gold of Japanese encephalitis

virus E structure protein

CHEN Sha-bin*, MEI Jian-hua, LEI Yong-liang, LIU Min.

* Lishui Center for Disease Control and Prevention, Lishui , Zhejiang

323000, China)
Abstract: Objective To separated JE virus clinical strains, prepared high purity E

protein antigen, and make colloidal gold for JE virus antibody detection.
Methods The Japanese encephalitis virus E protein gene was amplified by RT-PCR
and cloned into the prokaryotic expression vector to express the recombinant JEVE

protein. The recombinant protein was purified by Ni column and refolded by dialysis
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bag.
And the rabbit polyclonal antibody was obtained by multipoint subcutaneous

immunization. The specificity of the recombinant protein and polyclonal antibody was
analyzed by Western blot . The rapid detection of JE virus colloidal gold reagent
was prepared after antibody processing, Results Japanese encephalitis virus E gene
have been successfully cloned and expressed. Prokaryotic expression vector can

expressed recombinant protein with a molecular weight of 53 kDa. The results of
western blot confirmed that the recombinant protein was JEVE gene. ELISA showed

polyclonal antiserum titer reaching up to 1: 12800,And do not specificity reaction
with negative serum Conclusions The JEVE gene has been successfully cloned and
expressed effectively,and the prepared colloidal gold reagent can detect the antibody
in the serum of JE patients. This method is simple rapid, and has clinical
significance.Key words: Japanese encephalitis virus; E protein; colloidal gold

WATE 2 % (Japanese encephalitis virus, JEV, PLRIFRAHD , & HECk
AR —MEE. NEILER B RBEEIESOR . Bl 528, WhlE . XE G, ik
g R A, IR OMEAN, v BTG . LN i LRI A R SN ST A
A, N BB R A S E AR R Y . BRI E EE, LTI A R EE
QRN ST, BEERAT AR, KE MR, W G RS N AT R E U R . K
PRI L MBI i, 2 U AR 92 ) LB (R R 2 A e 2 — 1, BLEBON™ R A
SETA R o AN 2 W TS O

JEV 1) E BEHE A/E B SHURAM S S fe bR E A . L i) E-244 X it
PORSY, FER IG5 K — SRARAE TR TG 55 ) R A% ke B BRI, A A S5 BB,
R A el PR 2 R GO O SOE PR e o % XA IR T AT 14 D B 2 31,

R L RAT X, AR R R T . AT T LB LN I AR ik
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Ko S ik 54 G S bR R I 25 R — R m s o),

1 MPRHS J7 i

W WGE N3 7 & el JRZ R IE iR pET-28a, FLFEREIK E.coli TG1. RIBH
E.coli BL21 (DE3)¥JHWTE T K2 SLI0 = B JEV 5k AL % vero 4IJURE 7%,
BCA I3 (A A Bz fr sl A RA R, BCA IlsE & R S &l B AL i &3k
ERHEARAR, IEH R P A RE =G AR R AR Ni-NTA E A4
HERTE AT . E NS Rl A TAY TREAF AR, PCR Yt iR BAEMREA
F WA . RNA SiAGEREUON A P2 RIERHE A R o W0 & T #ik. T4 85000
[ takara A . R EISCGRF &I H Promega AW, LA MIEI E L4 4R R
WAL, LR R ML A S S AR

1.2 pET-28a-EINE A EERIE. ditb5%% Lislw: 5-
CGCTCGAGTTAAGCATGCATTGGTCGCTAA-3’ (N RIZ Nxno BEVIAI 5D . Fiksl
#):5°-CGGAATTCTTTAATCGTTGTCTGGGAATGGGCAATCGTGAC-3° (N RIZE NEcoR
I YIAL R o RNASREUBGRIUEVIZRR, 05 AR & A s —#EcDNA, 8 i Taqiii itk
{TRT-PCRI N, 1%IEARFEH MK, &EREICH MR B WRERIpMD 19-THfk, #ZEE. coli
TGUERZ M, B T30 uL x-gal (20 mg/mL) A1 30 uL IPTG (24 mg/mL) KIEEAG
FEPAR, I B ROE B RV, RRIKERTR, SRIUTRL, PCRAIUAFY) % 5E . ¢
pMD19-T-E 5 KL AKpET-28alA] i 347 Xho 1A EcoR TNV, pMD 19-T-Eff 174 %1 i
FISCN T Be, pET-28ali§ U= RSO B, A AT I b, GBI N AR R A4 1
uLIEERE . 1 LRI ESRER . 4 pLEIpET-28a 7K4ul) , B FRFEAL T
BL21(DE3)E 322540, $2HUF R F R AT PCRADUEF VI 458, FHE B ARI%AE g T
FEA M IORAE . EAEHR 2RI R R, B pET-28a 8 MBL21 B A [ 1k
X, (EHIPTGIE33RIE, BIRPBSYRJa A mise, &0 EiFIASEAFA2 X loading
buffer, JTHEMA30 ul PBSHI30 ul 2 X loading buffer, 100°C 4> )& 10min, SDS-PAGEH ik

YiE. LEHEDTA. AMJREMIBELOR (pH 8.0) BEIAH IR, UISMRRAMEH, TG



ARBSFORRENTAE, BRI EE 43 A 910mM. 20mM. 50mM. 100mM. 150mM.
200mM. 250mM. 500mM¥PEENiE, s — DUl SDS-PAGE-IK % € , {8 HIHis-
tag/) B B 50 BEHTAAOE 1 Western blot¥ 58 . A FIIENT 4 CRE /I HEENTIE A . 24h)5 %
JEVE AT B AR . LA E 8 A brdE S, JEVER F9K FE FH Bradford 44 RHRTERFR
AsosTHIE -

1.3 Ptk & B Img JEV & AT E PBS Ak K52 & 77% 500 pL FLAk 554 5
P24, 1/, 4 FJEECRITLINE 2 JEV Hilk, -80°CHRAF4& M, HGASHAT i) % i A B
M A SR IE NP, WEPUR L, BA A A EA . BRREE. RET
RIEHHEERN M (PVDF) 5, 34T Western blot Kl Ki 73 51 1) % v B B 7% 5 [ 1
SXof P A BB S 25 W B8 (Enzyme-Linked ImmunoSorbent Assay , ELISA) %€ H &k,
0.2 ml FUIME&H . IAEFEEEK 0.3 ml, ZFRIIAMEA (NH),S04 0.5 ml, #R¥%RA,
4°CHHE 1 ho 10000 rpm/min £5.0» 20 min, 3 _FiE, ERIZPE =R, MAEEEK 0.5 ml iR
S)E R, TEARREEIKF 4°CIHENT 12~24 he JEFEAN 02 M pH 9.0 B MENT 12~24
h. 20 CHRAFEH

1.4 AR EHI% B 0.01% S AR /KIEW 100 mL IN#GE B, HFEFEIA 1.25 mL 1 %Fr
IR = H/KIE,  10min J5 1 WIERE G N, R B HE =R, 02  molL
KoCOs B IAR S 1 pH AE I A 8.0, I 0.1% PEG 20000, 0.5% BSA. 0.5% Tween-
20, 0.1% NaNj, 4CELRFGM . fERBBHE T, BRMAMLRTURER, IMAZKRE
N 1% I L A E A BSA), A RERR AR TR e A S5k0, B Au-
JEV-Ag)FUELAE BB AF M b, 10505 HUR R AT AR T FL s o, TR AT 4 3 JRS TR 2%
T S 2 s BB, ARSI ZR G S N LE —H, TR . JEV R 20 B s 56
TIF MBS 4 0 AR RS 285 R

285 %

2.1 PCR¥HE. XEVI%E pMD 19-T F: K 4K 2692bp, #EZ) 1500bp AbiEw H

DR 26T, JKIE 1 B9 PCR #7145 UL cDNA Wit SHUMEMST, Wi 1 Pr7s. pET-



28a FABHAAEE A VI G A7 54K 5344 bpo X FUR B AR A DI SIE1Z 45 R e T a H158

=VKi& A 10 X loading buffer X} [ .

(a) (b)

— PMDI19-T Smple Vector
2000bp pET-28a_
+— JEV

1000bp
750bp

JEV_,

230bp

Bl 1 (a) HMERE R RT-PCR ¥ HAI LKLY E (b) FRIA TR %58
M. DNA Ladder Mix; 1.PCR 7*#J; 2. pMDI19-T-JEV [ E#]; 3. 10 X loading
buffer XF1#; 4. pET-28a-F [{I XU 1)
22 EREWF. EAREAL. EORENE K07 BLAST o3k
LTS B AR B ] IPTG 5 3RIAAE 53kDa AL v] WUk e H B 5617 o i A 2R
fRE AR, ZMKEYHRER FEERAITE AL, (5 200mM #f 5 BRI,

250mM R FEBE B N IR IR I AL & . BSA BB ML SIS KN 1 mg/ml.

(a)

(b)
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K 2 E HARE SR (a) A B sl (b)

1.pET-28a ZF#kk; 2.8 5 UTiE; 3.4bi) JEV A 44151 JEV EH; 5. 8

FIEHIUIVE;: 6. pET-28a & &k

2.3 Elisa Wl %€ % 5e BE TR AN

AL B A, # B %R 2 s B PUA M LERREAE D — 3T, BRFRIC L 4T

GAERN P, FRAEECN 1:100~1: 51200, JUNFHPEXSIE, KMACE OD H. 45RERZ

T BEPUIITE AN IE 2] 1:12800.
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E RIHIEAGINEZ S, Rl PR Z 1 2000 N L 9 0l ak 2% B nT RS 3k 2%

JREE AL o

— iy
< AT

B4 RS AR RAT I BUR
L Z A 2. ZROR AR, 3 PR BN, 4. (ALY

30

BRI ) K I B, A e R AR AR, AT PAFe 70 A T e 2% A
AT A0 S SR U B R O GEAT R s b . L3 E SRR AR RO RBEER A,
SERERTINZ A A BB L HIHEE SN T sk G H G gk im B & RIAH Mk, Mk
A ER, AR, RIS ISR BV E R A G B B bR pa, SR 2l
PUR LN IRIF 2 PPk . Western  blot #EIUITE 53kDa A0 Al AR M 4671, RIAM
EHARES JEV ZHURRES S, PURPUASS & RBESRD o ASEI A B B R Al pUE,
SEa R, AR A TP AR QR E A TUE, B EEeRURG S, RN
WS HINMLE BRI EA R SAR R, A B m A R BRI A . A
WEFR BRI — P AliAl, 9l R A AR AR ST T EEA, 7T ARE— 2B R R
E S SIS AR 55 5 SO AR e 40 i R e b R HE I Y. AT 1 A1 PR AR 2% B0IE
Wi, SRR,

SR R T VR T X B A AR BEORAG TN BRI e 8, T A IR 50 g B DR ) At ik
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