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1.2
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5'-RACE 3'-RACE
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s Xba Crustin: 5'-GCT CTA GAC
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1.6 Crustin
pVT102U/a-Crustin (
, 1996), 4 , 10000r/min 10min,
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RNA
1.7
cDNA invitrogen
DNA ,
NCBI BLAST (Altschul et al, 1997);

Clustal W (Thompson et al, 1994);
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( 98.9%), 69% 63%,
21 22 ( TEA—SL, TEA-S/GL( 3)
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2 Crustin cDNA Crustin ’ (

Fig.2 c¢DNA sequence and the deduced amino acid sequence of blue crab Crustin

> >
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| | | | ﬁ
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ATTGCTGCTAAAGAAGAAGGGGTATCTCTAGACAAAAGATCCCTAGTACTTCCATACCCAGGTCTGGATTGTAAGTACTGGTGCAAAGA
I AAKEEGVSLDI KR RSTLVLPYPGLDT CIEKYWCIEKTD
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cDNA CLONING OF TYPE | CRUSTIN FROM THE BLUE CRAB PORTUNUS
TRITUBERCULATUS AND CONSTRUCTION OF THE RECOMBINANT EUKARYOTIC
EXPRESSION SYSTEM

SHEN Wang, YE Mao, SHI Ge, WANG Ri-Xin

(Laboratory of Marine Biology Resources and Molecular Engineering, Ocean Science College,
Zhejiang Ocean University, Zhoushan, 316004)

Abstract Crustin are a group of antimicrobial peptides (AMPs) ubiquitously found in crustaceans. In this study, a
full-lenth cDNA of type I Crustin had been cloned from blue crab Portunus trituberculatus by the RACE technology. This
cDNA contains an open reading frame of 330bp encoding a precursor of 110 amino acids; 21 of which consist of the signal
peptide, and the remaining 89 amino acids the mature peptide. The putative mature peptides consist of two different do-
mains: a Cys-rich region at the N-terminus and a WAP domain at the C-terminal region. The secretive eukaryotic expres-
sion plasmid pVT102U/a-Crustin was constructed and transformed into Saccharomyces cerevisiae S-78. The recombinant
Crustin was expressed successfully in S. cerevisiae S-78 as confirmed by RT-PCR and SDS-PAGE analysis.

Key words Portunus trituberculatus, Antimicrobial peptide, Type I Crustin, cDNA cloning, Eukaryotic ex-

pression



