FREARERNE  2008,41(11):3893-3897
Scientia Agricultura Sinica doi: 10.3864/j.issn.0578-1752.2008.11.061

REFE B AR AR LT RmSE
F % &y, &2 B WP, Txx'

CHLIRR AL ARSI, TLIMEIT 212013; 2 JRMIRSA 2L Bl 22 B, YT IR 215123)

FE: [E®] Bt T RIRE 4500 8 AT & DNA 8977k, [J7 %1 KA PCR 77 7 ) BaNPY o 3738 i)
Z AR, FELF RGN Bsude 1 BRI A, Hub i BT NS4 #4K pBacPAK8 F, 5 &M (heyAFIkA &
DNA Stae e B b 4 ff, RBELARE. WRSRMRS AR, ETAML, FRTUH Bsude [ By, ZELARF
) % PRS0 G W B, HHETUR S DNA. 53 DNA £ Bsu36 [ BRI, 5 ofp A W4 Rkt # LK% BN
G, ERNBBETUEELRENELRE, [ER] BuNPV £ AR FE T NS H K pBacPAK8 H )5, 5
4 ML #y AcPak6 % BmPak6 DNA FE 4% 3t sf 4nff & BaN 40M, Hk= & KEMN S Ak, RIGH E L% H DNA £
. -S54 ofp RAWHEB T LR RN ER LT, XM REENEARSMAARENELELE. [£i1]
ARSI AT xR R E AL AT IR B DNA $RAT T 0, MMk T RS DNA Ak, JF HEAMERE.

kHEiA: R h-ATIRFE; &Kik; BuNPV; DNA FRHX

Improvement of Baculoviral DNA Extraction in
Insect-Baculovirus Expression System

YU Feng', ZHU Shan-ying', LI Bing®, SHEN Wei-de*, WANG Wen-bing'

(" Institute of Life Sciences, Jiangsu University, Zhenjiang 212013, Jiangsu; “College of Life Sciences, Suzhou University,
Suzhou 215123, Jiangsu)

Abstract: [Objective] The aim of this research is to improve the method of baculovirus DNA preparation used for
homologous recombination. [ Method] Polymerase chain reaction (PCR) was used to amplify the polyhedrin fragment with two Bsu
36 I sites added. The fragment, which was cloned into transfer vector pBacPAKS, was cotransfected with linear baculoviral DNA into
insect cells and the recombination virus was gained. The harvested virus could form polyhedra and easy to be purified. To extract the
viral DNA, the recombinant baculoviral polyhedron particles were purified and lysised. The viral DNA, linearized by Bsu36 I
restriction enzyme, was cotransfected into BmN or Sf cells with transfer vector with the gfp gene. The transfection efficiency was
measured by the fluorescence. [Result] BmNPV polyhedrin fragment cloned into transfer vector pBacPAK8 was cotransfected into
St cell or BmN cells with AcPak6 and BmPak6, respectively. BmN cells and Sf cells both could produce lots of polyhedron.
Cotransfection with transfer vector with gfp fragment showed that it has high transfection efficiency. [ Conclusion] The results
indicate that this method succeeded to improve the baculovirus DNA used for homologous recombination.
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Fig. 1 PCR identification of polyhedron fragment
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Fig. 2 The restriction enzyme digestion of recombinant plasmid
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Fig. 3 The recombinant transfer vector pBacPAKS8-polh and

linearized BmNPV cotransfected BmN cells
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Fig. 4 The recombinant transfer vector pBacPAK8-polh and

linearized AcNPV cotransfected Sf cells
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M: Lambda DNA/Hind III Marker; 1: )\ Bt ST 40l g rili#2 /) BnNPV;
2: BmNPV £ Bsu 36 I i1

M: Lambda DNA/Hind III Marker; 1: BmNPV prepared from insect Sf
cells; 2: BmNPV digested by Bsu36 I
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Fig. 5 The restriction enzyme digestion of BmNPV

recombinant baculoviral DNA
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a and b figures represent the cotransfection of the recombination virus DNA
with gfp fragment into BmN cells or Sf cells, respectively
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Fig. 6 The recombinant viral DNA and transfer vectors

containing gfp fragment cotransfected insect cells
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Fig. 7 Transfection efficiency of transfer vector containing

gfp and recombinant baculoviral virus cotransfected

BmN cells or Sf cells, respectively
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