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Construction and Expression of Protokaryon Expression Plasmid for H and
F Genes of Canine Distemper Virus Isolated from Mink

SU Feng-yan, WEN Tie-feng, ZONG Ying, WANG Quan-kai
(College of Chinese Medicinal Materials, Jilin Agricultural University, Changchun 130118, China)

Abstract;H and F genes were obtained by digesting the cloning plasmid pMD-18T-H and pMD-18T-F re-
spectively. The recombinant protokaryon expression plasmids pET28a-H and pET28a-F were constructed
by sub-cloning the objective gene into pET28a ( + ) vector. Recombinant protokaryon expression plas-
mids pET28a-H and pET28a-F were transformed into Escherichia coli Rosetta2 (DE3) cell. Target genes
were successfully expressed by SDS-PAGE detection. The size of the recombinant fusion proteins was

31 400 (H) and 38 200 (F) respectively. The recombinant fusion proteins showed positive reaction to

anti-CDV canine serum by Western-blot detection.
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J# 911, FIH] Gene runner 230115 |9, SUHY 15 09 H
FEPANE DA Bl B 001y 843 i1 1 067 bp. H J&
K EWES 4.5 -CGGATCCAGGATAATGCAAGAGCC-
3. H T IE5| 4. 5 -GCTCGAGAAGCCAGTGT-
CAACTCAC3'. F H: X EVE5| ¥.: 5 -GGGTACCTC-
CAACCTCAATGCTCAAG-3';F JE T #5114 :5'-CG-
GATCCAGAGCGCCTAACCGTCTC-3".
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wl.,10 x RT 2233 1. 00 wL,ddH,0 0.75 ul., dNTP
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W59 0. 50 WL, A58 RNA 4. 00 pl. 2 5 55 5514 .42
°C 20 min,99 °C 5 min,5 °C 5 min. PCR WK R K
50.00 wL:5 x PCR 2 ik 10.00 plL,Ex Tag E 0.25
pL, F3#E5 1497 0. 50 pL,ddH,0 34.25 pL,RT /4 5. 00
L. TR 254294 CHARPE 2 min;94 °CHEEHE 30 5,60
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H, #3754k E. coli IM109. E. coli IM109 E%57 25
(45 (CaCl, ) FIAL S BOSCHR[ 9 1 iR 4T i 4T «-
HAMEPRE A A TETE , R T A Amp B IR AR RS R
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AT LB ZR-F-Hi. LATSRL L /N i $ BUBORLE A7 3L
AU 4 7E .
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B BH R DA% 238 JFOkE pET28a-H I pET28a-F #%
L% E. coli Rosetta2 (DE3) 15 F H B2 A 400, 5
T Kan (1) LB RVl | ,37 C A FRER.
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REEFRE A 37 C 200 v/min 353573 7K. BL 2 mlL
F1F 100 mL 2 Kan [ LB Wi {k$% 538,37 °C 250
r/min 335 % Dy o N 0.6 ~0. 8. Jill IPTG T 24k JiF
b 1 mmol/L 5553214 ,37 °C 250 v/min ¥4 5555, 47
SIFFHESESE S h 55 10 h IERH . LIF
FERY J7 2215 5 & &5 401K pET28a ( + ) 1Y E. coli
Rosetta2 (DE3) 10 h YEXF B8, W5 1 I W i 47 SDS-
PAGE Fl1 Western-blot 43#f7.

2 HEREHMH

2.1 CDV H# F EHERMKE

A5 14, >k RT-PCR [z L 43 514" 4
T 840 bp 24519 CDV H 3L A Bt (& 1a) FIl 060
bp ZE47# CDV F SR B (& 1b) , 5T DNA J
BER/INHEAT.

1 2

a b

1:H JE[H ; 2 4:DNA marker DI2000; 3 F J[A.
FlL Jregbkid) H AL F B B RT-PCR 71545

Fig. 1 RT-PCR products of H and F genes fragments from isola-

ted strains
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FrBefZy 1 000 bp )46 A A Bt (FE 2a). L BamH 1
F1 Xho T BRI P9 U] Bl XUk U] 2 26 [ A pMD-18T-H,
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AR AR B (B 2b) . P8 43 Br 46 SR R W, i 2 b o
K& T CDV H #E B AT F A A
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pMD-18T H

Fig. 2
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Xf pET28a-H H1 pET28a-F [Frki 73 | i 47 XU Al )
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Fig.3  Analysis of recombinant prokaryotic expression plasmids

by restriction enzyme cleavge

2.4 SDS-PAGE ##f

& E. coli BL21(DE3) v, 8 2H 33K 5k pET28a-
H Fll pET28a-F t IPTG 5§ % ik, 4 SDS-PAGE Hi
VKA, A FRIRFURLAE E. coli BI21 TR IR G
A, HARE o B 53 29 4 31 400 F1 38 200, 5
T NRFF (B 4) .

38200

1: E. coli BI21 HIKZLRY; 2.6: PTG i S A 1 ik 2L 45 3.7:
IPTG 595 & HAR Y WA A 45 4.5 PTG 5%)5 5,10 h &
pET28a-H 1 5 41 1 W (K 2 g #); 8.9: IPTG % /5 5.10 h %
pET28a-F 1) f 41 B TR AR 244 s M B8 AR X 20 o B A e ( 5
M EZE TR 4518 94 000 .67 000 .43 000,30 000,20 100).

4 FEHFIKRFHRIAE Escherichia coli BL21 W[tk

Fig.4 Recombinant expression plasmids expressed in E. coli BL21
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Fig.5 Western-blot analysis of expression products
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