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Epinephelus coioides leukocytes

YIN Zh+xin, WENG Shae- ping, YE Qiac-zhen, HE Jian- guo

( School L e Science, Zhongshan University, Guangzhou

510275, China)

Abstract: Total RNA of leukocytes from orange-spotted grouper, Epinephelus cioides were extracted by Tripure
kit. The first strand cDNA was synthesized by using MMLV reverse transcriptase. Then the cDNA were amplified
by LD— PCR with SMART @Oligonucleotide and CDS (@as Primers. After proteinase K digestion , Sfi iv
digestion, chromatography through CHROMA SPIN- 400, over 500bp fragments were collected and ligated with
XriplEx2 vector. After package in vitro, ¢DNA library containing 1. 65% 10° private clones was constructed, in

which more than 82% clones were recombinant. After amplification, the titer of the library was 7.5 % 10

9

pfu'mL” . The insert DNA were between 500 and 2300bp, and most of them were between 750 and 1000bp.

The library can be used to screen cytokine genes of orange-spotted grouper.
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ConA ¥ :
1
1.1
( Epinephelus coioides) 0. 5kg, Ficolt Paque PLUS
Poly I C Amersham Pharmacia RNA Tripure Roche
Diagnostics SMART ¢cDNA Advantage2 ¢cDNA PCR Clontech
MMLV Gibco BRL Epicentre Technologies
5’ - CTC GGG AAG CGC GCC ATT GTG TTG GT- 3 5 — ATA CGA CTC ACT ATA
GGG CGA ATT GGC C- 3
1.2
1.2.1 RNA
Poly I C 0. 4mL, 2mgeml” ' 72 ,
3.7x 107 , 4ml Tripure ,  Trpure
260nm  280nm , RNA
1.2.2 ds ¢cDNA
DNA Clontech , dscDNA  PCR 30 5 ML PCR
1. 1% /
1.2.3 cDNA
50 ML ds ¢cDNA K , Sfil , Chromaspin 400 500bp  ¢DNA
cDNA Stil ATriplEx2 ,
Epicentre
1.2.4 cDNA
Clontech SMART ¢cDNA
1.2.5
IPTG  X- gl
1.2.6
R - 70C 1L, A
10° : SHL, 10 UL, 20 KL, 200 ML 1.2.4
1.2.7 cDNA
0.5 HL , ,  Advantage cDNA PCR
PCR, PCR 5 HL /
PCR : 10x PCR 5 HL, ( 10 M) 2 L, 4 x dNTP (
10mM) 1 HL., ¢cDNA 1ML, 40.5 ML
PCR : % C, 10min; 30 :94°C, 30s; 68 'C, 3min
8 , 200 HL A ; 0.5HL
) PCR,
2
2.1

RNA  1.1% / (1 rRNA ,
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L2, RNA R
0D260nm/ OD280nm = 1. 82, RNA
ds ¢cDNA 1. 1% / ( 2
dDNA 0.5~ 4kb XL1
— Blue , ( 280 HL)
0. 1HL 266, 187, 135 28s
7.45%x10° ,5.24x 185
10° 3.78x 10 :
1.65x 10°
IPTG  X- gal, 2.2
50,31,22 82% -
7.5% 10°pfus mL™ ' :
. PCR, (3, .
0.5~ 2.3kb 8 PCR , RNA
(4. 1,2,3,6 500~ Fig.1 Total RNA of
750bp ,4,7,8 1000~ 2000bp , 5 2000bp leukocytes from orange- spotted
grouper on 1. 1% agarose
¢DNA M M A
bp
2000
1000
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300
250
100
2 cDNA 3 PCR cDNA
Fig. 2 1% agarose gel electrophoresis of Fig.3 1% agarose gel electrophoresis of PCR

c¢DNA from leukocytes of orange-spotted grouper
M: 1kb marker

inset screening of ¢cDNA library M : DL2000
matker A: PCR product of ¢cDNA library
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Fig.4 1% agawse gel electrophoresis of PCR product of ¢(DNA clones picked from ¢DNA library
M: 2000DL. marker 1- 8: PCR product
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