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Reversed-Phase H igh Performance L iquid Chromatographic
Analysis of the Unfolding Procedure of Bovine Insulin

Dong Fangting, Liao Jie, CaiYun and Shen Shijie
(N ational Center of Biomedical Analysis, Beijing, 100850)

Abstract A method for measurement of the dynam ic unfolding procedure of bovine insulin by reversed-phase
HPLC has been established. Insulin contains 51 am ino acids and tw o intrachain disulfide bridges. The denatu-
ration of bovine insulin was carried in dithiothreitol solution at 100C , and the equilibrium products were ex-
am ined by HPLC at different reaction time. The results show that the conformation of insulin has changed
before cleavage of the disulfide bonds to A and B chains. Bovine insulin, two intermediates and the reduction
products A and B chains were well separated on a Cis column (4. 6mm > 150mm ) w ith a linear gradient elution
of acetonitrile containing 0. 1% trifluoroacetic acid. The conformation of the unfolding intermediates of in-
sulin was indicated by chrom atographic method, and the results were verified by matrix-assisted laser desorp-
tion ionization time of flight mass spectrometry. The method is helpful to reveal the conform ation changes in
the procedures of protein unfolding.
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