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CHROMATOGRAPHIC METHODS FOR
PURIFICATION OF TNT-{ AND PREPARATION
OF ITS F(ab’), FRAGMENTS

Liu Changzheng
(Department of Nuclear Medicine)

F-M Chen Alan L. Epstein
(Department of Pathology, University of Southern California School of Medicine)

TNT-1 is a murine IgG2a monoclonal antibody which has been used for clinical patients
trials in patients. This paper describes methods for further purification of TNT-1 from
patients ascite and preparation of F(ab'), fragments of TNT-1. The IgG was separated from
their ascite by proteln A affinity chromatography, and then further separated by cation
exchange chromatography (Mono S column) on FPLC system. Digestion of TNT-] with
pepsin was optimized and performed at pH 3.8, pepsin/antibody ratio of 1/250,and 4~
5 hours of incubation at 377. The F(ab’), fragment was purified by protein A and
Mono S columns procedures using FPLC system. Kinetics of digestion and protein pur-
ity were studied by using superose 12 FPLC and SDS-PAGE. Immunoreactivities were
determined by both methods of indirect immunofluorescence and direct radioimmunoas-
say. The results revealed that the chromatographic procedures are ptractial, simple, and
effective, and have been successfully used to produce gram quantities of clinical grade
F(ab'), fragment for the diagnosis of cancer in patients.
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Immunoreactivity



