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c¢DNA cloning and expression analysis of molt inhibiting
hormone in the mud crab Scylla serrata

QIU Gao-feng, ZHANG Artping, LOU Yurdong
( Key Laboratory ¢ Ecology and Physiology in Aquaculture Centificated by the Ministry f Agriculture,
Shanghai Fisheries Unwersity, Shanghai 200090, China )

Abstract: In the present study, ¢cDNA encoding molt-inhibiting hormone (MIH) was amplified from the total
RNA of eyestalk neural ganglia of the mud crab, Scylla serrata, by means of reverse transcription polymerase
chain reaction( RT-PCR) with degenerate oligonucleotide primers based upon the homology DNA sequence of
MIH from other Brachyuraspecies. Then the fragments were cloned with pUCm-T vector and sequenced. The
total length of 316bp sequence was obtained that encoded full- length mature peptide of 78 amino acids and partial
signal peptide. According to the search results of GenBank databases, the cDNA fragment and the deduced amino
acid sequence of mature peptide share 79% ~ 91% identity with that of other species in the Brachyura.
Expression of MIH was detected in the eyestalk, brain, midgut gland and muscle tissues examined by RNA dot
hybridization. The results indicated that the MIH was expressed only in the eyestalk and brain not in other

tissues.
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( Brachyura) ( Cancer pagurus)
( Cancer magister)  MIH , 91% 85% 84% &% T9% ;
MOIH! GIH 9] , 56%  58%( 3);
CHH , 23% ~ 30%
'ITCTTGCCAMGGACGAGGCT(;CTGGCGGTGGTGTTGTTGGQTGCCCTTTGGAGCTCCAGTCTCCAGCAAGCAGCGGCG
P1

AGA GTT ATC AAC GAC GAT TGT CCA AAC CTT ATA GGA AAC AGG GAC CTT TAC AAG AAA GTA
R vV I.N D D C P N L I ¢ N R D L Y K K V

GAA TGG ATC TGC GAC GAC TGT GCA AAT ATC TAC CGC ATC ACA GGA ATG GCC AGT CTT TGC
E ¥ I ¢ D D C A N T Y R I T G M A S L C

AGA AAG GAT TGC TTC TTT AAC GAG GAC TTC CTG TGG TGT GTG AGC GCA ATA GAG CGG TCT
R K D C F F N E D F L W C V S A I E R S

- P3
GAA GAG ATG ACT CAG TTG AAG CAG TGG GTG ATG ATC CTT GGG GCA GGC CGG AAG TGA
E E M T @ L K Q W vV M I L G A G R K
P2

2 MIH ¢DNA (GenBank : AY083797)
R PCR P1 P2 P3
Fig. 2 Sequence of the MIH ¢DNA and the deduced amino acid of mature peptide
i the mud crab Seylla sarata( GenBank accession number: AY 083797)
Partial signal peptide is underlined, and the positions of the PCR primer P1 P2 and P3 is showed by amows
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Fig. 3 Expression of MIH gene in different tissues detected
by RNA dot hybridization
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Fig.4  Aligments of the deduced amino acid sequence for S¢ylla serata MIH ¢cDNA with those of
other members of CHH family of decapods ( gray shadows denote identical amino acid)

MIHI: (Seylla serata) ; MIH2: ( Callinectes sapidus) ; MIH3: ( Charybdis feriatus ) ; MIH4: ( Caramus
maenas ) ; MIHS: ( Cancer pagurus) ; MIHG: ( Cancer magister) ; MIHT: ( Procambarus clarkii ) ; MIH8:
( Penaeus japonicus) ; MTH9: (Meapenaeus ensis); MIH10: ( Penaeus vannamet ) ; GIHI: (Homarus
ameriaanus ) ; MOIH: ( Cancer pagurus )
: MIH cDNA( )
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