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Abstract: Objective  To establish efficient method to purify Fab fragment, which is prepared from antibody digested with papa-
in, by using antigen affinity column chromatography and Protein G column chromatography sequentially. Methods The antibody-
specific antigen protein was conjugated with NHS-activated Sepharose 4 Fast Flow to prepare the antigen affinity chromatography
column. The antibody was digested with papain and then the digested product went through antigen chromatography column and
Protein G column sequentially to collect Fab fragment. The purified Fab fragment was identified through SDS-PAGE, ELISA and
interfere test with human serum containing rheumatoid factor (RA). Results The Fc fragment,undigested intact antibody, papain,
and inactivated Fab fragment were sequentially removed during purification through antigen affinity chromatography and Protein G
chromatography. Results showed that Fc fragment was completely removed. This method could avoid the false-positive result caused
by RA in serum samples during sandwich ELISA. Conclusion An approach to purify Fab fragment with double affinity column

chromatography, which can be used for the rapid, high quality and large scale preparation of Fab fragment, is successfully devel-

oped.
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