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Expression of Eriocheir japonica sinensis molt-inhibiting hormone-1-GST fusion
protein in E. coli

GUO Yu-Jie, ZHOU Kai-Ya, MA Chang-Yan
{ Institute of Genetic Resources , College of Life Sciences, Nanjing Normal University, Nanging 210097, China )

Abstract : Molt-inhibiting hormone { MIH ) is a member of CHH ( crustacean hyperglyeemic hormone ) family.
MIH negatively regulates the synthesis of ecdysteroids in Y-organs and plays an important role in the regulation
of growth and development. In this study, a primer pair was designed based on the complete sequence of molt-
inhibiting hormone-1 ( Ers-MIH1 ) gene of mitten crab { Eriocheir japonica sinensis ) obtained by Song et al of
this lab, The mature peptide-coding cDNA fragment of Ers-MIH] gene was amplified by RT-PCR using the -
tal RNA extracted from eyestalk neural tissues as a template. The analysis of the sequence data indicated that
the coding region of the ¢DNA fragment, which encoded 75 amino acid residues, is 228 bp in size. The se-
quence is identical with that of Ers-MIHI coding region reporied by Song et al. The PCR product was cloned
into the pMDIB-T vector o produce the new construct pMDIB-T-MIHL. The cloned Ers-MIHI fragment was
cul out again with two restriction enzymes and was inserted into the prokaryolie expression vector, pGEX-T-
1, to produce the expression veclor pGEX-4T-MIHI. The recombinant plasmid was transformed into E. coli
BI21(DE3 ). GST-MIHI fusion protein was obtained after the addition of IPTG into the growth media. SDS-
PAGE analysis revealed that the GST-MIH1 fusion protein was highly expressed after the induction with PTG
for4 h. A protein band of 34 kD Mr appeared on SDS-PAGE gel. It is anticipated that the fusion protein will
be proved useful for studies on structure and function of MIH.

Key words: Eriocheir japonica sinensis; molt-inhibiting hormone-1 ; prokaryotic expression ; fusion protein
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