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Expression and activity of CTLA4 extracellular domain in the yeast GS115

ZHU Jin, WU Jun, YI Shao-xuan CHEN Xiwei ILUO Gaoxing (Institute of Burn Research, Southwest Hospital, Third Military Medical Universitys
Chongging 400038 China)

Abstract: Objective To obtain the biologically-active protein of the cytooxic T lymphocyte associated antigen 4 (CTLA4) extracellular do-
main. Methods The protein of CTLA4 extracellular domain (CTLA4ps) was generated through the construction of yeast vector expressing CTLA4
extracelluar domain and its expression in yeast GS115. The protein was purified by ough separation with ammonium sulfate sedimentation and ion-ex-
charge chromatography. The activity of the protein was assayed by detecting its inhibitory effect on the pwliferation of CTLI2 cells induced by 1I-2.
Results The plasmid encoding the CTLA4 extracellular domain expressed the taiget protein in high level in the yeast Gs115. The purified potein
inhibited the proliferation of CTLL2 cells stimulated by 11-2. Conclusion  Yeast GS115 can highly express in the protein of CTLA4 extracellular do-
main with biological activity.
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Fig1 Agarose electrophoresis showing CTLA4 extracellular do-
main (400 bp) in the constructed plasmid after enzyme
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Fig2 Agarose electrophoresis showing CTLA4 extracellular domain
(400 bp) in the DNA from yeast GS115 with the constructed
plasmid transfection

2.3 Westerrblot 5% CTIA4 JosM R &G 09 51

SDS PAGE 28 X 10°
s Westem-
blot 28X 10° CTIA4
’ 9 3u
';‘ f 1)
' v |
woe = o

From left to right: GS115 without plasmid Supematant of GS115with un-
purified plasmids Supematant of GS115 with plasmid before methanol induc-
tion, Purified protein of CTTA4 extracellular domain, Blank, Pre— dain
protein markes  Supematant of GS115 with plasmid before induction with
methanol, Supernatant of GS115 with unpunified plasmid, GS115 without
plasmid, Punified protein of CI'LA4 extracelnlar domain
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Fig3 Western blot showing CTLA4 positive band with a molecular
weight of 28°< 10% in the supernatant of fermentation GS115
with plasmid insertion
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Tab1 Inhibition of CTLA4 extracellular domain protein on the CTLA4 ’
proliferation of CTLL2 cells °
CTLA4 wncentration (Hg/mD) mean value of A5 Suppression rate (%) CTLA4

0.1 0.433 13.4
0.2 0.428 14.4
0.5 0.391 21.8
1.0 0.369 26.2
2.0 0.284 43.3
5.0 0.254 49.3

Note: The mean value of 457 in experimental control group was 0. 501.
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