b JU,9j 9 b HuilyaiS SYlo (paaii pab - Kaligaw
lg..d.) dlaos ¢ | We Resp e 1| he Science
e CIVILICALT:osni (O CIVILICA

:allio ylgic
A Convenient Method for Solubilization and Refolding Recombinant Proteins: An Experience from Recombinant
Mouse TGF-p\
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Background: The production of recombinant proteins in Escherichia coli is one of the most valuable achievements in
biotechnology, with many therapeutic and diagnostic applications; however, the aggregation and misfolding of proteins
that result in the formation of insoluble inclusion bodies is a disruptive factor in this process. Various solubilization and
refolding methods can be used to improve recombinant protein conformation. In this study, we applied a dilution
method with a refolding buffer to produce a native form of soluble immature mouse TGF-B\. Materials and Methods:
The TGF-B\ cDNA which encodes the protein without the signal peptide, was cloned into the pETY\-b (+) vector. The
target protein was expressed by the transformation of E. coli BL¥\ cells with the plasmid. The resulting inclusion bodies
were solubilized and then diluted in the refolding buffer to make a protein with native structure. Results: Following PCR
of the recombinant plasmid with TY primers, electrophoresis and sequencing of the amplified product indicated 100%
identity of the target sequence with the murine TGF-B\ gene. Finally, the protein solubility and immuno-reactivity were
confirmed a ff kDa protein which conducted with the anti-TGF-B\-specific polyclonal antibody on a western blot.
Conclusion: Our dilution method and refolding buffer effectively converted aggregated immature mouse TGF-B\ to a
.soluble and immuno-reactive form
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