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Fig.3b Refolding of Vi; L by gel filtration chromatography
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Fig.2a SDS-PAGE analysis of the expression of Vi3 L in E. coli
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2b  Western blotting Vi L 2.4 Vu L
Fig.2b Western blotting analysis of Viy L ELISA Vg L AA98
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Fig.4a ELISA analysis of the specificity of Vi L
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Fig.3a The recovery of soluble Viy L under different pH LS-174-7 4.HUVEC 5.Colon cancer SW116 6. Bladder cancer T24
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A Three-domain Antibody Fragment Vy L Specific to Tumor Blood Vessels

WU Xiao-Ping YANG Dong-Ling ZHANG Zhi-Qiang YAN Xi-Yun”
State Key Laboratory of Microbial Resource Institute of Microbiology Chinese Academy of Sciences Beijing 100080 China

Abstract AA98 is a specificaally anti-angiogenic antibody generated in our lab. The heavy chain variable region Vi at-
tached with mutagenized 36 nucleotides sequence derived from the heavy chain constant regionl Cgyl was amplified Vg
and light chain L were inserted into high-level expression vector pET21a successively thus pET21a-Vy; L was con-
structed. Vi3 L was expressed in E. coli BL21 DE3 after induction with IPTG. The expression of Vi L was 20% of
the total bacterial proteins. The refolding of Vi; L was conducted by dilution and gel filtration chromatography. The re-
folded Vi; L could bind to HUVEC specifically. Its affinity to the antigen is similar to that of recombinant AA98Fab but
lower than that of the parent antibody AA9S.

Key words antibody fragment Vi L construction expression refolding
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