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Rapid screening recombinant positive clones containing micr osatdlites

o Penaeus chinensis with PCR

XU Peng, ZHOU Ling-hua, XIANG Jian-hai
(Institute o Oceandogy, Chinese Academy d Sdiences, Qingdao 266071, China)

Abstract :Recombinant positive clones containing microsatellite sequences of Chinese shrimp , Peneaus chinensis

were obtained through rapid screening small - size fractionated genomic libraries with PCR technique. The

primers used in PCR were T7/ Sp6 promotor primers located at both sides of multiple clone site of pGEM - 3z
(+) and STR primers: STR1:5’ - ATATATATATATAT - 3' and STR2:5 - TCTCTCTCTCTCTC - 3’
designed according to core repeats motifs of microsatellites. The bacterial suspensions were directly used in PCR,

bef ore which a short time period of high temperature (95 ) was kept to break bacteria. The recombinant positive

clones containing microsatellite squences were obtained by screening and were verified after sequencing. The

results show that PCR technique combined with bacteria suspension for rapid screening recombinant pasitive

clones containing microsatellite squences is feasible and this method also has advantages of concenience,

quickness, high efficiency and reliable outcome.
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SSR) |, , , ; )
’ [1-3]
Southern , ,
( Polymerase Chain Reaction, PCR ) ,
DNA , , ( P. chinensis)
PCR )
1
1.1 DNA
) DNA, RNase
1.2
PGEM - 3zf (+) ( Promega ). T Sps :
E. coi DH® ( Promega )
1.3
T; Promotor Primer: 5 '-TAATACGACTCACTATAGGG3 ', Sps Promotor Primer: 5 °-
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STR :STR1:5'-ATATATATATATAT-3 ;STR2:5' -TCTCTCTCTCTCTC-3' (
)
1.4
DNA Sau3Al , , 300 1000bp
DNA , pGEM-3zf ( +) DNA BamHI ,
DNA , (ClIAP) DNA 1:3 (
)  T4DNA 16 10h, DH® ,
X-gal LB 37 4
96 , 10QiL LB 2QL , Tip ,
96 ,37 - 70
1.5 PCR
PCR 1L, 1XPCR Buffer, 2. M MgCl,, 0. 2mM dNTP, Sp6 Promotor Primer STR1 (
STR2) 15pmol 1L ", Taq DNA U Tip 96 1. 5L
PCR , , , 1 95 5min, 94 1min, 40 1min,
72 1min, 30 , 72 10min(PE PE9600 PCR ) PCR 8IL
1% , VDS ( ) ;
1.6 DNA

, 96 5mL LB
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) PE Sequencing Kit,  ABI310 ( PE
)
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, 1234
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