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Fig.4 Size fractionation of ds cINA alter sfil digestion
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Fig.5 Length of cDINA inserts from two cDINA libraries, ranging from 500 bp to 3 kb
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Construction of liver full-length ¢cDNA libraries of abalone Haliotis diversicolor
infected with Vibrio parahaemolyticus for 12 h and 24 h

WANG Yi-lei', ZHANG 'ﬁ-pl'ngr. DAL Jun', ZOU Zhi-hua' , WANG Shu-hong'
(1. Fisheries College, Aquaculture Bistechnology, Jimed University, Xismen 361021, China;
life, Michigen State University, USA)

2. Depariment of Fisheries and Wild-

Abstract: To construel different immunological phase full-length ¢DNA libraries of Haliotis diversicolor, RDP
reagent was used 1o isolate total RNA from liver of Haliotis diversicolor which had been exposed 1o V. paralae-
molyticus at different time eourses. Oligotex kit of QIAGEN was used to separate mRNA from the total RNA.
With the SMART technology, SMART 111 oligo and CDS Oligo( dT) primers containing sfilA and sfilB restric-
tion enzyme digested sites respectively were used to synthesize the first-strand ¢DNA. And the double-strand
cDNA which has the sfilA and gfilB restriction enzyme digested sites al its two ends was synthesized by LD -
PCR. After digested with sfil, ¢DNA were fractionated by using CHROMA™ SPIN - 400. The full - length
DNAs (longer than 500 bp) were pooled and ligated into sfil - digested ATripEx2 Vector. Ligation produet
was packaged into lambda capsids using the MaxPlax™ Lambda Packaging Extracts ( EPICENTRE) 1o generate
the Haliotis diversicolor different immunological phase full-length eDNA libraries. The titer of unamplified <D-
NA libraries were 9,01 x 10" for 12 h library and 4.4 % 10° for 24 h library, respectively. And the containing
capacities of these two libraries were 5.4 x 10° and 2.6 x 10" ¢DNA clones, respectively. The length of cDNA
inserts ranges from 500 bp 1o 3 kb, indicating that the quality of these two cDNA libraries is very good. And it
will form a fundamental base for further screen and clone of the genes related to immunology.

Key words; Haliotis diversicolor; ¢DNA library ; SMART; immunological phase; liver

Corresponding author; ZHANG Zi-ping. E - mail ; sipingen® msu. edu

+ This study was funded by the grant from the National Marine 863 Projects of China ( No. 2002AA629220).

PDF L "pdfFactory Pro™ i FHf A www. fineprint.com.cn



http://www.fineprint.com.cn

