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Prokaryotic expression of E protein of dengue virus type 1 and preparation of polyclonal antibody "
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Abstract: Objective To construct prokaryotic expression vector for E protein of dengue virus type 1(DENV-1) and induce its
expression and prepare its polyclonal antibody. Methods Polymerase chain reaction(PCR) was used to amplify DENV-1 E protein
sequences which were inserted into prokaryotic expression vector pET-32a (+) after restriction enzyme digestion. Recombinant
plasmid pET-32-D1-E was constructed and were transformed into E. Coli Rosetta (DE3) competent cells. The target protein was in-
duced to expression by isopropyl-beta-D-thiogalactopyranoside (IPTG) and preliminarily analyzed by sodium dodecyl sulfate
polyacrylamide gel electrophoresis(SDS-PAGE) after purification. The purified expression protein was adopted to immunize rabbits
in order to prepare its polyclonal antibody. Enzyme-linked immunosorbent assay(ELISA) was employed to detect the antibody titer
and Western blot to test its specificity. Results Recombinant plasmid pET-32-D1-E plasmid expression in prokaryocyte was suc-
cessfully constructed and DENV-1 E protein was highly expressed. The titer of the polyclonal antibody obtained by immunization
was 1 ¢ 25 600 and its high specificity was confirmed by Western blot. Conclusion Prokaryotic expression vector of DENV-1 E

protein has been successfully constructed and efficient polyclonal antibody for rapid DENV detection has been prepared.
antibodies, polyclonal;  genetic vectors

Key words:dengue virus; prokaryotic cells;

L 5 (DENV) J& — Pl OB AL 55 1495 5 8 T 0 8%
BB R 40 4 AR I 7 & (DENV-1, DENV-2,
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WHO Giit . &R F RAH 2.3 (¢ NIEY: DENV, |l 25 12
B NTEZ SR . T A I S B B I i B A E R
Sy A T By b X S A 3R T A (], DENV Jhy B IE
B RNA 3, 2 N4 RNA 4ifd 3 N5 EH (C,prM/MLE)
7 A~FE 45 M & 3 (NS1, NS2a, NS2b, NS3, NSda, NS4b #
NSHP L Hp i E H E £ K4 500 & MR, N 55 1)
80 V6 21 i 7% 5 T 75 UKL 2 T W AT R X, C 3 1 20 26 41
5 R B K DX B, B 8 T 0 1 URL A0 R 09 2 iR W2 R A
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111 400 % # M. AR Xk &4 DENV-1(ThDI_
0008_81 #k) E [ %t 75 ) pMD-D1prM/E Bt i F i 7
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i, PCR L7318 (F) % 5" %551 A BamH I (GGATCO) fif}
P FUESI 4 (RO 5" 35 Bl A Xho I (CTCGAG) F§ 5] {
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5'-TCC TCG AGT TAT TTC CCT ATG CTG CTT CCT
TTC-3". LA M E &4 DENV-1 E & (1 4 % ¥ 41 B pMD-
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1,37 CREFEEPK 600 nm AL 6% (OD)E A K 0. 6 B,
A IPTG B4 BEEH 1.0 mmol/L, 37 C4L:%S .4 h 5K
SETE . 2 BB R AT LS B 4T SDS-PAGE 4y #1 . W4k
TR A 3 24 1A AR A R A 24 % W (500 mmol/ L. NaCl, 20 mmol/L
Tris-HCL, pH 7. O F & JKE F AP R M. B.00 8 L
W AIUE » 25 WD 547 SDS-PAGE 23047,

1.2.4 HMEOMLML Mo rss RerH, BmEA
TR UL IR TE Rk o T B0 R A S S T
BE R A B IR E RS 2 mol/L JR 2 A VeI IR £ 386 7K 4T
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PAGE 20 #7 . 35 2R Lowry 3 /2 41k J5 1 3 A ik - 1 I8 B
WiEE—20 C&M.
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B, E L MEM 5 5 GV 3 B, R g 14,21 K
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CFRIBIR G s8)  m 3k [RS8 A4 7). R e g 14 d Rl 4
BIE . —20 CHRE,

1.2.6 ZmBEHIARM Western blot %% BUE & 4l b5 i
DENV-1 E 2 A FJC H 45 7= 9 M B Ik & A #H17 12% SDS-
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FE L. PBS YR, UK B R W AR 0 1) 2E P S 1eG =R
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HEw AE 5% 4 Mg & H (BSA) ) PBS (300 pL/fL)
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