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Abstract Objective  To optimize the culture conditions for the high expression of NS1 protein. Methods  Engineering
bacteria were inoculated into LB medium and incubated with shaking. The IPTG concentration and culture temperature were
set for 0.3mmol/L and 37°C respectively then the duration of induction were optimized. Inductions were initiated in turn at 0.5h
intervals from 0.5h to 6.0h. The expression of fusion protein were assessed by SDS- PAGE using 12% acrylamide. The culture
temperature and the duration of induction were set for 37°C and 4.0h respectively then the amount of IPTG were added from 0.
Immol/L to 1.0mmol/L final concentration. and the expression of fusion protein were assessed by SDS- PAGE. The IPTG
concentration and the duration of induction were set for 0.6mmol/L and 4.0h respectively then the optimal temperature was
investigated by testing 24°C 28°C 32°C 37°C 42°C. The culture conditions were optimized and bacteria were pelleted by
centrifugation and disrupted by sonication then the expression of fusion protein were assessed by SDS- PAGE and identified
using Western blotting.  Results The expression level of GST-NS1 fusion protein was 28.5% by using the induce
temperature at 37°C the IPTG concentration of 0.3mmol/L for 5.0h induction. The expression amount of fusion protein was also
27.9% when the IPTG concentration was 0.6mmol/L and the induce temperature was 37°C for 4.0h induction and the
expression level was 33.2%. The recombinant fusion protein GST- NS1 was expressed in a soluble form by SDS-PAGE.
Analysis and the expression amount of soluble GST-NS1 was 25.1% using 0.6mmol/L IPTG concentration and 37°C for 4.0h
induction. Separated proteins on SDS- PAGE gel were transferred electrophoretically onto PVDF membrane then the membrane
incubated with anti- GST mouse monoclonal antibody finally the expected band was shown. Conclusion  Conditions for
induction were optimized resulting in high expression of fusion protein GST- NS in soluble form.
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Table 1 Expression of fusion protein of boiling splitting and
sonicated bacteria

ZRHR R 5 G A RS EA T (%)
Splitting ways Proportion of fusion protein to total protein
F ML Boiling 332

SR (R .

Sonicated ( supernatant ) ’

AR (ULVE) 25
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http://www.cnki.net



. 4 - CHINA TROPICAL MEDICINE Vol. 12 No.l January 2012

2012 12 1

2.5 GST-NS1 ~ Western blotting
IPTG 4.0h SDS- PAGE
N GST
IgG
8 .
2

Table 2 Impact of optimized factors on expression of fusion protein
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