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Cloning, Southern blotting and RT-PCR analysis of a ¢cD NA fragment encoding of 70 kDa
heat shock cognate protein ( Hsc70) from the oyster ( Crassostrea ariakensis)
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Abgract  Inorder to ducidate the molecular mechanismsof the oyster ( Crassostrea ariakensis) againgt adverse stimulat-
ing factors, we cdoned and ssquenced apartial cDNA encoding a 70 kDa heat shock cognate protein (Hsc70) from the oys:
ter. The live oysters were obtained from Chengcun, Yangxi GCounty, Guangdong Province, China. Various tissues, in
cduding mantle, gills, adductor muscle, heart and blood cdlls, were repectively collected from 5 untreated live oysters or
treatedonesat 36 for 1.5 hours, and immediately frozen in liquid nitrogen except for the blood cdls which were sus
pended with Trizol Reagent after centrifugation (12 000 r/ minfor 30 9 and stored at - 20 . Tota RNA was ilated
usng Trizol Reagent acoording to the manufacture’ s ingructions. The first strand cDNA was s/ntheszed usng reverse
transcriptase Superscript acoording to the manufacture singructions. The primers were desgned from a conserved re-
gionof C. gigas Hx70 cDNA sequence ( GeneBank accesion No. AF144646) . The polymerase chain reaction ( PCR)
was performed for 30 cydeswith denaturation at 94 for 30 s, anneding at 49 for 40 s, and dongation at 72 for 30
s. The product was cloned to p GEM- T easy vector and sequenced. It is 509 base pairs (bp) and possesses 94 % identity
with the cDNA encoding C. gigas Hs70 usng Blastn. This homology was strongly confirmed by amino acid sequence
comparion usng the Blastx (99 %) . The 509 kp fragment was labeled witho-*2pdCTP and a random primer DNA labd-
ing kit and enployed as a probe to perform Suthern blotting, the result demonstrated that the cONA came from apartid
mMRNA transcript of C. ariakensis genomic DNA gene. The polymerase chain reaction (PCR) was carried out to investi-
gate the expresson of Hsc70, Usng the cDNAsof severa tissues, such asgills (heat shocked) , mantle, adductor musdle
(heat shocked) , heart , blood cells (one sample with heat shock for 1. 5 hoursat 36 and another without any stimulus) .
The PCR results reveded that Hsc70 transcripts could be detected in al the tissues analyzed and greatly increased in the
tissues with heat shock. The results showed that the Hsc70 is ubiquitoudy and congtitutively expressed but can be stimu
lated by heat shock. All thefacts above firmly established that the cloned cDNA fragment was apart of the cDNA encod
ing a Hsc70 proteinin the oyster C. ariakensis [ Acta Zoologica Sinica 49 (5) : 708 - 712, 2003].
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2 Hsc70 cDNA
Fig.2  Nucleotide and deduced amino acid ssquences of Hsc70 cD NA fragment in C. ariakensis
Hsc70 (The different amino acid isin a box compared with that of C. gigas Hsc70)
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