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Expression of ATR-Fc¢ Fusion Protein in CHO Cells
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Abstract ATR-Fc is a fusion protein consisting of extracellular domain of human anthrax toxin receptor ATR and a fragment

hinge CH2 and CH3 domains of the Fc of human IgG1. The aim of ATR-Fc expression is to get an antibody-like molecule

binding to protective antigen PA  a component of anthrax toxins this fusion protein may compete with cell surface receptor for

PA binding and block the transport of lethal factor LF and edema factor EF into cells thereby act as an antitoxin to prevent

and treat anthrax infection. A DNA fragment encoding N-terminal amino acids 1-227 of ATR and human IgGl Fc was inserted
into the Hind Il and Not [ sites of pcDNA3.1 to generate the eukaryotic vector pcDNA3.1/ATR-Fc for expression of ATR-Fc
fusion protein. Using lipofectine-mediated gene transfer technique pcDNA3.1/ATR-Fc was transfected into CHO-KI cells. After
selected with G418 a recombinant CHO cell line ATR-Fc-1D5  whose expression level was about 10 ~ 15pg/ 10°cells d

was established. The recombinant protein expressed by the ATR-Fc-1D5 cells was purified with protein A chromatography. The

experimental results demonstrated a direct and specific interaction between ATR-Fe and PA assessed by ELISA .

Key words anthrax toxin receptor Fe-fusion protein recombinant CHO cell antibody-like molecule antitoxin
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Fig. 2 Screening of positive recombinant CHO cell clones which
expresaing ATR-Fe fusion protein
(a) Recombinant CHO cell clone ATR-Fe-1D5 expressing ATR-Fe;
(b) Secreening of positive clones by direct ELISA.
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Fig. 3 SDS-PAGE analysis of expression product
1: nonreducing condition; 2: protein marker;
3,4; reducing condition.
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Fig.4 Affinity detection of ATR-Fc binding to protective antigen (PA)
1: PA + mouse anti-PA MAb + HRP-labeled goat anti-mouse IgG Fe;
2: PA + ATR-Fc + HRP-labeled goat anti-h IgG Fe;

3: PA + Enbrel + HRP-labeled goat anti- human IgG Fe;

4: CHO-KI supematant + HRP-labeled goat anti-human IgG Fc;

5: mouse anti-PA MAb + HRP-labeled goat anti-mouse IgG Fc.
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