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Fig.1 Construction of recombinant plasmid pPICIK- hsp70
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Fig.2  SDS-PAGE of secreted heat shock protein 70
1.GS115/pPICIK cell lysate 2. GS115/pPICIK-hsp70 cell lysate 3 ~
10. Supernatant of GS115/pPICOK-hsp70 11. GS115/pPICIK superna-

tant 12. Protein marker
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Fig.3 Induction curve of GS115/pPICOK-Asp70 in BMMY
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Fig.4 SDS-PAGE purification Hsp70
1. Hsp70 before of purification 2. Concentration of Hsp70 3. After puri-
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700pg/mL. TNF-« 1200pg/mL Hsp70
P <0.01
RN Hsp70
Udono * 5  MHC-I
OVA HY TRP2 70
HSC70 C N
CTL
MHC-I
5 Western blot
i ; . Hsp-
Fig.5 Western blot analysis of the expression product
1. Supernatant of GSI15/pPICOK-hsp70 2. Supernatant of GSI115/
pPICOK 3. Cell lysate of GS115/pPICOK-hsp70 4. Cell lyaste of GS115/
pPICOK
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Secretion Expression of Mt. Heat Shock Protein 70 in Pichia pastoris
and Identification of the Protein

PENG Ming-1i  LING Ning XU Hong-Mei QING Yu-Ling REN Hong

Institute for Viral, Hepatitis Chongqing University of Medical, Sciences - Chongging 400010 China
Abstract To obtain the expression of Mycobacterium tuberculosis heat shock protein 70 in methylotropic yeast. The expression
vector pPICOK-hsp70 was constructed linearized and introduced into Pichia pastoris GS115 by electroporation. The result pro-
tein was secreted into the supernatant induced by 0.5 % methanol at 30°C and purified by centrifugation ultrafiliration and ATP-
agarose. The recombinant Hsp70 was identified by SDS-PAGE  Western blot mice experiment and effect on the immature DC.
The SDS-PAGE and Western blot analysis showed that the apparent molecular weight of expressed Hsp70 was about 70kD and the
expressed protein could specifically react with anti-Mt. Hsp70 IgG. And mice immunization indicated the expressed hsp70 had
immunogenicity. Hsp70 could induce DC maturation and release Thl cytokine. The secreted 70kD protein was about 120mg/L
which accounted for more than 30% of the total supernatant protein and was purified to electrophoretic purity. The Hsp70 which
had the biological activity is successfully secretorily expressed in the Pichia pastoris GS115.
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