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Fig.4 Effect of Gly concentration on renaturation
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Refolding of recombinant human insulin
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Abstract: Optimization of the renaturation conditions for recombinant human proinsulin inclusion bodies ex-
pressed in E. coli has been studied. The influence of varying the denaturing concentration of 1,4-dithiothreitol
(DTT), the renaturing pH, the ratio of glutathione (GSH) and glutathione disulfide (GSSG) reagents and the
glycine (Gly) concentration on renaturation have been investigated. The results indicate that the optimal condi-
tions are 60 mmol/L denaturing concentration of DTT, a renaturing pH of 9.5, ratio of GSH to GSSG of 5:1,
and Gly concentration of 50 mmol/L. The yield of recombinant human insulin can be as high as 96 mg/g dry
thalli after isolation by DEAE-Sepharose FF and cleavage by N-tosyl-L-phenylalanine chloromethyl ketone
(TPCK)-trypsinase and carboxypeptidase B following purification by Sephadex G-25.
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