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, 12000r/min 10min, 75% , 500 pl LB/AMP 96
, 50 ul TE 5ul  0.8% , 200r/min, 37 7Th 4 PCR
1.2 DNA PrimerOligoA  primer GT
Gardner  (1999) , DNA( 1 ng) PCR 25 ul, 2.5 ul 10>
Sau3Al 37 4h, 65 10min PCR buffer 2.0 pul 25mmol/L MgCl, 0.5 pl 20mmol/L
1.2% , dNTP 1U Taq DNA polymerase, 10pmol
DNA (TaKaRa Agarose Gel DNA 94 5min , 35 : 94
Purification Kit Ver.2.0 DV805A TaKaRa) 500— 30s, 60 30s, 72 Imin 72
1000bp DNA Sau3Al 7min 1.4% ,
( 1) 16 , 65  10min
M13
F1 I H3IWAELFT (Invitrogen) chromas
Tab.1 The sequence of primers and adaptors in the experiment , , SSRhunter
/ (5=371 ( , 2005),
OligoA -GGC CAG AGA CCC CAA GCT TCG (motif)
Sau3Aladaptor CCG GTC TCT GGG GTT CGA AGC CTA
G-OligoB DNAMAN(version6.0)
Primer OligpA  GGC CAG AGA CCC CAA GCT TCG
Primer/prober GT  (GT)ss5 2
1.3 PCR 2.1
DNA S )
(GT)1s 50 ul 15 ul 665 . 796
DNA (500ng), 3 pl 10pmol/ul (GT)ys , PCR 65
15 ul 20><SSC, 0.5 ul 10% SDS ~ 17.5 ul 10pmol/ul 56 : 49
DDW , 95 10min 10bp ,
65 1h 100 pl (Dynal M-280) 87.5% DNAMAN  multiple sequence
50 pl (6>SSC, 0.1%SDS) alignment 2 (
, , ) 47 (non-redundant
30min 6><SSC/0.1% SDS , sequence) , CGT7D12 CGT3H6
45 6><SSC/0.1% SDS , 60 6><SSC 91%, Clustwal CGT7D12 CGT3H6
50 ul DDW , 95 5min 7 GT/IAC CGT1G12 CGT1ElL 86%,
) DNA Clustwal GT
PCR 25 ul, 5l DNA 2.2
10pmol  primer OligoA, 94 47 ,
5min 20 94 30s, 60  30s, GT) () GTICA
72 1min, 72 7min , AG CAC TAC TAG GACT
500—1000bp , (GT)1s
1.4 DNA 12bp(CGT2C8)
DNA PMD18-T , Weber(1990) , perfect
(D101A Takara) DH5a (D9057, 47 94bp (CGT5B10);
Takara) 37 1h imperfect 126bp (CGT5H11);
IPTG(0.024mg/ml)  X-Gal(0.04mg/ml) compound ,

AMP(0.1mg/mI)LB , 37

102bp (CGT1F5)
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Tab.2 The sequence of microsatellite loci isolated from the

genomic DNA of P. trituberculatus

CGT5E5  (GT)ss 534
CGTSF7 E(Ta%lG AG§’3°‘C)2°' (AGGA) 459
CGT5F6  (ACAG)s, (AC)ss, (CT)22 346
CGT5H11 (CA).GA(CA)TA(CA)s:s 617
CGT5G10 (GT)3(GAGT), 435
CGT5G9  (AC)y 469
CGT5G5 (GT)u, (CGA)s, (TAG)zs 615
CGT5F12 (TC)x 104
CGT5F10 (CA)y 420
CGT5D6  (AC)s 701
CGT5B10 (AG)s, (CT)u 636
CGT5B9  (AG)1sAA(AG)1s 575
CGT5B6 (CA)sTA(CA)» 451
CGT5B5  (GA)s, (GT)a 381
CGT5A6 (AC)s(AG)y 419
CGT4A3 (GT), 194
CGT4G12 (CGCA), 405
CGT4E9  (CA);TA(CT) 436
CGT4A9 (CA)s 302
CGT3H6 (AC)w 459
CGT3GY (GT)w 329
CGT3ELL Q&AT(Q)CA;TC)Z(AC)S 609
CGT3E4 (CA);AA(CA); 604
CGT3C6  (TG)1CG(TG)yo 176
CGT3C1 (AC)s 377
CGT2F10 (AC)y 579
CGT2C8 (TAT), 339
CGT1G12 (GT)e 308
CGTIF10 (GT)sGC(GT)sAT(GT)y 351
CGT1F5  (CT)as, (AC)z7, (CAC)s(TAC)s 524
CGTIEl (GT)s 506
CGTID3 (TG)z, (CAC)s 519
CGTIA8 (AC)y 590
CGT7F6  (CA)z, (AC)13 516
CGT7E3  (GT)yp 527
CGT7D2 (CCT)y 540
CGT7C7 (CA)x 396
CGT7B10 (AC)ss 619
CGT7B6 (TG)s 457
CGT7A5 (CA)x 449
CGT6E3  (AC)3(CTC)s(CAC)s 408
CGT6D7 (AC)y 393
CGT6A10 (TCC)TTT(TCC), 495
CGT6A8 (ACC);AAC(ACC),GCC(ACC); 550
CGT6A2 (AG)s 520
CGT7F8  (AC)y 519
CGT7D12 (GT)y 427

2.3

47
, 150bp
primer premier (version5.0)
: TM: 40.4—72.4 , GC con-
tent: 27%—73%; primer length 20=%2; PCR product
size 120—300bp , 40

RAPD AFLP ,

DNA

(Kandpal et al, 1994; Brown et al, 1996)

, (GTis
DNA AC/GT ,
(GM1s
DNA ,
, GT/ICA (Brenner et al, 1993;
Toth et al, 2000) 665 47
non-redundant
( , 2004)
( )
PCR
DNA ,
PCR ( , 2007) ,
(SSCP)

( bp)
(slipped-strand mispairing),
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40

(Eisen, 1999) ,

, Shinde
(2003) ,  PCR , (CAIGT)
4 (A/T) 8
, 5.1
(Dettman et al, 2004) ,
5 (10bp)

(80—100bp) PCR ,
100bp
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MICROSATELLITE LOCI OF PORTUNUS TRITUBERCULATUS:
ISOLATION AND CHARACTERIZATION

WANG Jian-Ping’, YU Xiao-Wei®, SHEN Pang-You®

(1. Ningbo Academy of Ocean and Fishery, Ningbo, 315012; 2. Faculty of Life Science and Biotechnology,
Ningbo University, Ningbo, 315211)

Abstract A method of magnetic-bead hybridization enrichment was used to isolate the microsatellite loci of Portunus
trituberculatus. Genomic DNA was digested with restriction enzyme Sau3Al, and DNA fragments in range of 500—
1000bp was agarose-gel purified and ligated to the Sau3A1 adaptor. The fragments were hybridized with biotin-labelled
(GT)y5 probe and captured by Streptavidin-coated magnetic beads. The target fragments were eluted, PCR amplified, in-
serted to PMD18-T vector, and transformed into DH5a. component cell. Clones in enriched genomic DNA bank were
screened through PCR method. Of the 56 sequenced clones, 49 sequences contained microsatellite having at least 5 times
repeats numbers. Among 47 non-redundant microsatellite-contained sequences, about 87.5% of all the sequences, the larg-
est repeat number of perfect type microsatellite was 47, of which 40 had enough flanking region (80—2100bp) for designing
primer pairs, and will be tested for polymorphism in the future.

Key words Microsatellite (SSR), Magnetic-bead enrichment method, Portunus trituberculatus



