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MpBGroEL-YL GenBank AF367248
5 Pst 1 3 BamH |
Sangon
5' SP1  ACCCTGCAGATGGCCGCTAAAGATGTAA
3 SP3  ACGGATCCTTACATTCCACCCATGCC
1.4
PCR pBluescript KS PCR
Sangon Blast
1.5
pET-30a + pBV221 pTrcHisA
DNA EcoR1 + BamH 1 DNA VBP
pKSVBP DNA DNA
BL21 EcoR 1 + Hindlll SDS-PAGE
2
2.1
25pL PCR 46°C ~
58C  3%C 5 Mg** 1.0 ~2.0mol/L.  0.5mol/L
PCR 50pL SP1 SP2  0.6pmol/L
200ng dNTPs 2.5mmol/L. 10 x PCR buffer 5 ul. Mg’* 5 ~ 6mmol/L. Tag 1U
52°C 35 PCR 1.65kb
1A pBluescript KS  Pst1+ BamHI
E . coli DH5a Amp IPTG  X-gal LB 8~12
Pst I + BamH [ PCR
pBluescript KS 1B pKSVBP
2.2
VBP 1647 bp
Blast endosymbiotic bacteri-
um Buchnera groEL RpBgroEL-AM U77380 37 97 %
VBP 1018 RpBgroEL-AM “ AGT"3 1557
RpBgroEL-AM “ ATG"3 groEL
198 87.98%
Blast VBP
VBP 548 RpBGroEL-AM
14 97.4% VBP
15 97.26% 2 RpBgroEL-YL
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1 PCR pKSVBP
Fig.1 PCR amplication of VBP genes and Pst | + BamH 1 double enzymes digestion of pKSVBP
A M DI2000 Marker 1 negative control 2 3 VBP genes. B M DIL2000 marker 1 2 pKSVBP 3pBluescript KS.

VBP: MAAKDVKFGNEARTKMLRGY
RpBGroEL-AM:
MpBGroEL =YL:
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260
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400
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GMGGMGGMM 548
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2 VBP GroEL-AM  MpBGroEL-YL
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EL-AM 182~185 “ VFKD” Val-Phe-Lys-Asp “ GLQN" Gly-Leu-Gln-Asn  VBP
1018-1020 “ AGT"3 VBP 340
“ Ser” 1557-1559 “ ATG"3 519
“ Asp” “ Glu” 520 “ Cys" 201 T
—-C 412 C—T 789 A—T 1052-1053 GT—CC 1117 C—T 1330-1131 CG-GC 1507
A—T 97 His—Gln 138 Arg—Cys 267 Met—Thr 351 Arg
—Pro 379 Val—CGly 444 Arg—Ala 503 Thr— Ser 2
2.3 VBP
EcoR1 + BamH 1 pKSVBP VBP DNA
pBV221 pET-30a  pTrcHisA BI21 DE3  EcoR1 +
BamH [ pBV221
VBP pBVPR pETPR  pTrcPR
pBVPR 42C 2 4 6h SDS-PAGE
pBVPR 63 kD
3A pET-30a  pTrcHi-
sA 1 mmol/LL  IPTG 2 4 6h SDS-PAGE
pETPR 69 kD 3B VBP
4h pTrcPR
3
VBP
1647bp GenBank RpBgroEL-AM
U77380 groEL AF367348
VBP RpBgroEL
RpBgroEL-YL.  GenBank AF387864
M1 2 3 45

3 pBVPR  pETPR SDS-PAGE
Fig.3 SDS-PAGE analysis of expressed proteins in vector of pB VPR and pETPR
A M Protein marker 1 pBVPR/CK 2 pBVPR/2h 3 ~4 pBVPR/4h 5 pBVPR/6h.
B M Protein marker 1 pETPHCCK RIFPEAPRIH BIFETPRARIZ: pEFPR/Gh . http:// journals. im. ac. cn
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Buchnera GroEL

— Buchnera sp. o

Buchnera
GroEL ASG RpBgroEL-YL
BYDV GPV GAV
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Cloning and Prokaryotic Expression of Viral Binding Protein VBP
Gene From Endosybiotic Bacterium of Rhopalosiphum padi

Wu Yunfeng'  Cui Xiaofeng' Lin Lin'  Zhou Guanghe®
"' Northwest Scie-Tech University of Agriculture and Forestry Yangling 712100 China
% Institute of Plant Protection Chinese Academy of Agricultural Sciences Beijing 100094 China

Abstract Viral binding protein gene from Rhopalosiphum padi Yangling biotype was amplified by
PCR method and then cloned. The complete nucleotide sequence of the gene was determined It has
1647 nucleotides encoding 548 amino acids. Comparison showed this gene has 97% identity on nu-
cleotide level with Buchnera groEL-AM gene of Rhopalosiphum padi American biotype while has
97.4% identity on amino acid level was found between this two genes. The VBP gene was ligated
into pBV221 and pET30a expression vector and expressed the aim protein 63kD and 69kD.

Key words Myzus persicae  Endosymbiotic bacterium  Virus binding protein Transmission
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