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FLT-1(1-3)cDNA
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T4 DNA ligase
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Fig.1 Construction of recombinant
plasmid pPICK9K Flt-1 1-3
1 2 3 4 S
kb
19
7.5
5.0
2.5
1.0
025

2 pPIC9K Fle-1 1-3

Fig.2 Restriction map of plasmids pPICK9K Flt-1 1-3
1. pPICYK digested by Bg/Il 2.4kb+6.9kb
2. pPICIK digested by EcoRI+ NotI 9.3kb
3.pPICYK Flt-1 1-3 digested by Bg/Il 2.4kb+7.85kb
4.pPICYK Flt-1 1-3 digested by EcoRI+ Not1 948bp+9.3kb
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4 Fle-1 DNA
His" Mut® 2.4
30% DNA a-Factor 3" AOX1 2.4.1 Flt-
PCR 1265bp 11-3 hVEGF
Flt-1 1-3 SDS- OD 490 Flt-1 1-3
PAGE VEGF
1 Flt-1 1-3 loop hVEGF

4 5

oD 490nm
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Dilution

Fl-1 1-3 hVEGF

Fig.5 Solid phase binding assay of Flt-1 1-3 with hVEGF

-4- FLT-1 ~M - Control supernatant
3 SDS-PAGE 2.4.2 MTT Fle-1 1-3
Fig.3 SDS-PAGE analysis of the expression product WWEGF HUVEC
hVEGF

1. Expression supernatant of strain GS115 pPICIK Flt-1 1-3

2. Molecular weight Standard
3. Non-induced supernatant of strain GS115 pPICIK Flt-1 1-3 HUVEC 6
4. Induced supernatant of strain GS115 pPICIK 0.9
2.3
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Western E
blot 48kD g
4
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— e 6 Flel 13 hVEGFs  HUVEC
Fig.6 Inhibition of Flt-1 1-3 on HUVEC
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201
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Vestern blot

4
Fig.4 Western blot analysis of the expression product

proliferation stimulated by hVEGF

-4~ VEGF+FLT-1
- A - VEGF + Control supernatant

~[J~- Control supernatant
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Expression and Characterization of Human Vascular Endothelial Growth
Factor Receptor Flt-1 Extracellular Domain in Pichia pastoris

MA Li ZHANG Zhi-Qing ZHOU Xiao-Ming ZENG Ge-Fei CHEN Ai-Jun YAO Li-Hong WANG Xiao-Ning
Institute of Virology Chinese Academy of Preventive Medicine Beijing 100052

Abstract By inserting VEGF receptor Flt-1 1-3 loop c¢DNA into Pichia pastoris expression vector pPICIK containing
AOX;, promotor and the sequences of a secreting signal peptides the expression plasmid pPICIK Flt-1 1-3 was con-
structed and transformed into GS115. The multi-copy insert transformants were selected and cultivated in flasks. After 4
days of 1% methanol induction the expressed Flt-1 1-3 accumulated up to 30 % of total proteins in supernatant. The ex-
pressed Flt-1 1-3 was further proved with good antigenicity and high specificity by ELISA and Western blot. They can
bind to VEGF and inhibit HUVEC proliferation stimulated by VEGF.

Key words Flt-1 VEGF Pichia pastoris expression
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