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Fig.1 Map of the recombinant plasmid pThioHis-p49
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2 IPTG p49
Fig.2  SDS-PAGE for the effect of IPTG on P49 expression
1. Protein standard 2~ 10. Cells lysates of BL21 induced with 0 0.1

0.2 0.3 0.50.8 1.0 1.5 2.0mmol/L IPTG correspondingly .
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1 ELISA OD s
Table 1  The results of ELISA 0D s

Dilution proportion (D Normal sera @ Antisera [0/©)]

1:2000 0.340 2.778 8.171

1:5000 0.283 1.680 5.936

~—62kD
1:10000 0.258 0.875 3.391

3
Fig.3  Characterization of solubility of the expression products
1. Protein standard 2. Cell lysates of uninduced BL.21 3. Inclusion bod-
ies 4. Supernatant of cells lysates of induced BI21.

2.4 SpItMNPV P49
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4 Western blot

Fig.4 Characterization of the specificity of anti-P49 polyclonal antibod-
ies by Western blot

A. Recombinant P49’ s Western blot with the antisera unadsorbed by E.
coli lysates B. Recombinant P49 s Western blot with the antibodies ad-
sorbed by E. coli lysates. 1. Protein standard 2. Lysates of induced
positive E. coli transformant 3. Lysates of induced E. coli transformed
by pThioHis C. The 14kD Trx band has migrated outside the gel thus is

not shown in this figure.

The values are the mean results of three parallel experiments. When (D/@) =
2.1 the ELISA result is positive.
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Fig.5 Time course of wt P49 expression in SpltMNPV infected Sl cells
Monolayers of SI-2H8 cells were infected with AcMNPV at an MOI of 10

and harvested at various time points post infection and prepared as cell ex-

tracts

1. Protein standard 2 ~ 10. Time course of wt P49 expression in SpltM-
NPV infected Sl cells. The hours post infection is indicated above the

lanes.
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Expression of SpIitMNPV p49 Gene in Escherichia coli and Determination
of The Time Course of Its Expression in Insect Cells

ZENG Mei-Zhen WANG Jin-Wen LI Zhen TLONG Qing-Xin WANG Xun-Zhang"
State Key Laboratory for Biocontrol/ Biopharmaceutical Center ~ Zhongshan University ~ Guangzhou 510275  China

Abstract The apoptotic suppressor p49 gene was amplified by PCR from the genome of Spodoptera litura multicapsid nu-
cleopolyhedrovirus  SpltMNPV  and cloned into the pMDI18-T vector. Sequence analysis verified the cloned fragment.
The gene was then inserted into thioredoxin fusion expression vector pThioHis C and expressed stably in E. coli BL21
DE3 by induction with IPTG. The expression products were about 30% of the total bacteria proteins and exsisted as
inclusion bodies. Specific antibodies with a high titre of over 1 10000 were obtained by immunizing rabbits with the puri-
fied fusion protein and was used to determine the time course of P49 expression in SplItMNPV-infected Sl cells. The re-
sults showed that P49 expression startups within 3 hours post infection and remains low level during the whole course of
infection.
Key words SpltMNPV  p49  Anti-apoptosis Polyclonal antibody Time course of expression

Foundation item Key Project of Chinese National Natural Science Foundation 39730030
* Corresponding author. Tel/Fax 86-20-84113964 E-mail wxz@ zsu.edu.cn
Received date 08-29-2003
© PERFRMENMRAAATIKEHEE http://journals. im. ac. cn





