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1.4 Southern blot 1 SDS — PAG #1.5%
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¢ BamHI/Smal ! EcoRY

Bl SR pVineo M4k pANFIS3 (2
Figl Constructions of tansfer vwector pVLeneo and chimeric vecior PACNFY53
B, BamHJ: S. Smal E, FcoRE EV, EcoRV: Bg, Bl He, Hincll,
I« 7777 . Encoding sequencs {Z=]. Promolers — . Transoriptional orient:
B were filled in by klenow.
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Fig2 ﬂiﬁ%j:ﬁofiimﬂiﬂ protan 24 GFPEEEEQ?&E@*H;%
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Absorption wave: 395nm: Emission wave. S09um. AME. 17 SDS—PAG & 3 ()8 1-B),
5@ RER, EEH E vANS5)3
K& PEXMEEANEES, K2 30kDe iy GFP ¥ oou 3 2h F W ah F i E 5 (B K
1-B-3).
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WA ETTOEERENE. RRAREEBANSERR(ER -0, 3 BAHT
5. X GFP EHHE oou I I3 FRRERE NS R, MR EARER R LITEE.
RRACEETRE T EX A BENEREE. @258, &AM EEEY 395m,
£ 470nm b4 —A~/vBg, B K RS S09nm. AT CARIGHR B M B s GFP kX
R FRAN GEFP MRSz e .
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MBEM R FILEsh 2 AR BRANSE. Hit. nH GFP EEE M REHMFILE
EAAGERE. GFPXERMRIE, RanfdsE. kmae". FEagEsFi
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EXPRESSION OF GREEN FLUORESCENT PROTEIN WITH
BACULOVIRUS VECTOR IN INSECT CELLS

Zhu Fanxiu Qi Yipeng  Huang Yongxin  Hu Jianhong
(nstitute of Virology, Wihan University, Wuchang 430072)

Abstract The green fluorescent protein (GFP) gene was subcloned into the transfer vector
pVLneo downstream of the polyhedrin gene (ocu) promoter. Insect cells were cotransfected
with recombinant plasmid and Autographa californica Nuclear Polyhedrosis Virus (AcNPV)
DNA. In the presence of G418, the recombinant virus containing GFP gene was purified.
The GFP expressed in insect cells with a Mw of 30kDa is observable by strong green
light under a fluorescent microscope. Excitation and emission spectra of the GEFP were
395nm and 509nm respectively. Integration of GFP gene on AcNPV genome was identified
directly by Southern blot which gave strong hybridization signal between GFP cDNA
probe and lkb EcoRI fragment of recombinant virus.

Key words Green fluorescent protein (GFP) gene, AcNPV, Transfer vector, Insect cells,
Expression
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Restriction map(EB stain, lift} and autoradiograph.(rght) ofrecombinant virus vAcNF953 DNA hybodized
with GFP ¢DNA probe ‘ )

1. ADNA /HindII; 2 vAcNF953 DNA /BamHE 3. ACNPY DNA /BamHE 4. vAcNF953 DNA /EcoRl: 5.
ACNPV DNA /EcoRL 6. pAcNF933 /EcoRE 7. 41— DNA /HidIl + EcoRL

B. BMRFENFEIEERN SDS-PAG sk A% 1. ERAMR; 2 wi—AcNPY RN,
ATREAKEARNK, 3 B4mE VANPIS BDMAK. £AKEGHR, 0D R A%
EAXRES, 4+ BUBES TR

SDS - PAGE diagram of GFP expressed in imsect cells

I. Normal cells 2. Gells infected by wit—AcNPV, showing polyhedrin protein with arrowhead: 3. Celis
infected by -recombinant virus vACNF953, no polyhedrin protein but showing GFP with armowhead: 4.
protein marker for MW.

C RMEARE vANFSI B EMHARMELRRAER
Fluorescence photograph of GFP expressed in insect cells infected by recombinant wvirus cAcNF953.
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