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PCR

1
Table 1

pMD-GFP-T7 ter.pMD-T7dRES.

Primers used in this study

Primers Sequences of premers (5°—37) Restriction sites
LS4 TATCTGCAGCGCCACCATGGTGAGCAAG Pst [
LS-2 CCCCAAGGGGTTATGCTATTACTTGTACAGCTCGTCCATGC -
LS3 CATGGACGAGCTGTACAAGTAATAGCATAACCCCTTGGGGC -
LS4 ATACTCGAGGCTAGGGCGCTGGCAAGT Xho 1
LS5 CTAGAATTCTAATACGACTCACTATAGAATTGCGCCCCTCTCCCT EcoR [
LS-6 TATCTGCAGTTATCATCGTGTTTTTCAAAGGAAA Pst 1
M13 GTTTTCCCAGTCACGAC -
M13 CAGGAAACAGCTATGAC -
714 GCCAAGCTTATGAACACGATTAACATCGCTAAG Hind Il
ZL2 TAAGGATCCTTACGCGAACGCGAAGTCCGAC BamH |
1.4 pFB-T7dRES-GFP-T 7ter 2 p2.p3 o
SO
EcoR1 Pst ] (Invitrogen No. 10359) (pfu/
pMD-T7dRES  pFastBac PH mL) = X x 1/
T4 E. coliDH5«x (mL) . P3 1.1 x
10° pfu/mL (BV CMV-T7 RNAP).1 x 10° pfu/mL
pFB-T7dRES. pMD-GFP-T7 ter pFB- (BV T7-GFP-I7 ter Titer) »
T74RES Pst | Xho | 1.6
E. coli DH5«x o eGFP
PCR OL 2 %10 / 96
pFB-T7dRES-GFP-T 7ter( 1), . 37°C 12 he 50 MOI
1.5 (multiplicity of infection ) BVCMV-I7
SEM E. coli DH10Bac RNAP  BV-T74RES-GFP P3
pFB-T7dRES-GFP-T7 ter E. coli DH10Bac. . 37°C 12h DMEM
( 50 pg/mL N o 1 mM
7 pg/mL <10 pg/mL N 24h
100 wg/mL IPTG 40 pg/mL X-Gal) eGFP o
Bacmid DNA M13 10 SPF 12
PCR Bacmid Bacmid- 10°  /mL
T7ARES-GFP-T 7ter o 5 mL 37°C 5% CO,
Cellfectin® Reagent o
1 pg pFB-T7prodRES-GFP-T7ter 37°C 5% CO, o
pFastBac-CMV-T7 RNAP Bacmid DNA 24 h eGFP o
Sf9 NIKON TE2000
S19 4% 25C
3d 4°C 10 min PBS 1 50 pL
P1 o DNA (5 pg/mL) 25C 20 min;
Z14 ZL2.1LS5 LS4 PCR 100 wL PBS 3 PBS
o S19 4°C o NIKON
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Pst 1

pMD-T7-IRES
3309 bp

pMD-GFP-T7 ter

pFB-T7-IRES 3602 bp

4842 bp

Amp'

pFB-T7-IRES-GFP-T7ter

5752bp

1 pFB-T7dARES-GFP-T 7ter
Fig. 1  Construction of baculovirus transfer vector pFB-T7TdRES-GFP-T 7ter.
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2
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T7 ter (910 bp) o
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pFB-T7dRES-GFP-T Tter. Z14 71.2.
LS4 LS2.LS3 LS4.LS5 LS+6
PCR 194 bp
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eGFP 2.65 kb~ T7 RNAP
pFB-T7dRES-GFP-T 7ter o
2.3
PCR

pFB-T7dRES-GFP-T 7ter E. coli DH10Bac
Bacmid ( Bacmid-T7dRES-GFP-I7ter )

Bacmid DNA Sf9 72 h
DNA BV-CMV-T7 RNAP DNA 715
Z1.-6 PCR o BV-T7dRES-GFP
DNA LS4 LS5 ZL-5 71.-6
PCR o 1%
BV-CMV-T7 RNAP 2.65 kb
T7RNAP ;  BV-T7HRES-GFP
1.5 kb  T7dRES-GFP « 2).
bacmid
2.4 OL

(BV-CMV-T7 RNAP; BV-I7-

Ml 1 2

<— 2650bp

<«— 1500bp

2 P1
Fig.2 The PCR result of P1 recombinant baculovirus
DNA. Lane M1 DNA marker mixture DL15000; Lane
1 PCR amplification of T7 RNAP; Lane 2 PCR
amplification of T7HRES-GFP.
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Fig. 3

N

48h eGFP

Fluorescence microscopy of eGFP expression in OL cells CEF cells and myoblast cells transfected with baculovirus at 48 h post transfection

(200 x)

(200 x ). Expression of eGFP in OL cells(A) CEF cells(B) and myoblast cells(C). The negative control of OL cells (A1) CEF cells (B1) and

myoblast cells (C3). The eGFP were expressed in OL cells( A2) CEF cells (B2) and myoblast cells (C2) at 48 h post transfection. The OL cells

(A3) CEF cells(B3) and myoblast cells(C3) transduced with baculovirus were stained with bisBenzimide H 33342 trihydrochloride.
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Construction of BV-I'7 hybrid expression system based on
baculovirus to express target gene eGFP in mammalian
and chicken cells

Jingping Ge Xiaoyan Tang Dongni Gao Shanshan Song Shan Lu Zhuangwei Lou
Wenxiang Ping
Key Laboratory of Microbiology College of Life Science Heilongjiang University Harbin 150080 China

Abstract: Objective To investigate whether the recombinant baculovirus BV-T7 hybrid expression system can be
effectively transduced into chicken cells in vitro and whether it can express the foreign genes (eGFP). Method We
established a hybrid baculovirus-T7 RNA polymerase system for transient expression in mammalian cells and chicken cells.
Two recombinant baculoviruses were constructed one carrying ¢cDNA of bacteriophage T7 RNA polymerase with a nuclear
localization signal under the control of a mammalian promoter and the other expressing eGFP gene under the control of T7
promoter. The constructed recombinant baculoviruses co-infected mammalian oligodendrocyte cells as well as chicken
embryo fibroblasts cells and chicken embryo skeletal muscle cells.  Results The eGFP activity was detected in
mammalian cell lines and embryo fibroblasts cells and chicken embryo skeletal muscle cells. The recombinant baculovirus
transduction efficiency of oligodendrocyte cells was 59.5% and in CEF cells and myoblast cells the transduction
efficiencies were 23.2% and 33.1% . Conclusion BV-T7 hybrid expression could be expressed T7 RNAP in
mammalian cells and avian cells.
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