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100mg R )
, 600ul
(10mmol/L Tris-HCI pH 8.0, 20mmol/L EDTA pH 8.0,
10mmol/L NaCl, 1% SDS, 100ug/ml proteinase K),

1.3
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(Marshall et al, 1998)
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allele)
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, s 100ul TE Sul 2
0.8% s 2.1
1.2 PCR , TMP3 TMP12 TMPI18
Primer Premier 5.0 11 TMP22 TMP26 TMP36
18 ( 1) 3
—22bp, 300bp (TMP36) 7 (TMP12 TMP26),
invitrogen , 10pmol/ul 5.4
2 PCR ) 0.111—0.814 H, 0.690,
1.5% ) 0.121 H, 0.117—0.848
) 6 , TMP22
33 ) 0.5289, TMP36 s
25ul, -0.0219
10 < PCR buffer 2.5ul 25mmol/L MgCl, 2.0ul R TMP3
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5U/ul Tag DNA 0.2ul, DNA 1ul (10— TMP22 - (P<0.01)
20ng) PCR 94 Smin, 94 TMP22
30s, 30s, 72 45s, 2.2
30 , 72 7min 6 18 ,
8% 800V 5h, , TMP18 TMP36
PUC19 DNA/MSP (Hpa )marker TMP18 18 6
, TMP36
F1 R NMITESYHIREFER
Tab.1 Basic genetic information of microsatellite primers used in this study
Genbank
573 PIC H,/H. Null Freq.
=T () ow wites
TMP3*  (GAA);; D: GACAAGACGAAGTTAGCAAG 59 137—197 5 0727  0.630/  0.1008 EU881987
R: GAAACGGATAGAATAATCAAAGA 0.781
TMPI12* (TTC)6 D: TTTGTCCGCTAAATCTATGTCT 60 158—179 7 0.814 0.688/ 0.0981 EU881988
R: TGACCAACCAAGTTTTGTAATC 0.848
TMP26  (AAG)s, D: GAAGAAGTTTGAGAATGTGG 55 141—201 7 0.530 0.438/ 0.1614 EUS881989
(AAG)s R: TTTCTTTGTCTTCAGAGTCCTT 0.614
TMP18  (TTTC)s(ATC),4 D: AGTTACAGTTGGTGTCTTTTCA 59 168—213 6 0.724 0.690/ 0.0519 EU881990
GTC(TTC)yy R: GACAGCCTCGATGTAAGTTAAA 0.777
TMP22** (GAA)sAAA(GAA); D: AAAGAATCTGACAAGCCATC 51 175—187 4 0368 0.121/ 0.5289 EUS881991
R: CCAAAGCAATTTAACATAAC 0.405
TMP36  (CAG)sN17(ACA); D: ACAGGGGTCTACAAGATTCC 61 161—167 3 0111 0.121/ 0.0219 EUS881992
R: TGCTCATCTGTCGCTGTAAC 0.117
N , Null Freq. * - (P<0.05), == -

(P<0.01)
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ISOLATION AND CHARACTERISTICS OF SIX MICROSATELLITE PRIMERS
OF TEGILLARCA GRANOSA

GU Xiao-Ying', ZENG Qing-Guo®, YOU Zhong-Jie"?, LIN Zhi-Hua®
(1. Key Laboratory of Applied Marine Biotechnology (Ningbo University), Ministry of Education, Ningbo, 315211; 2. The Ocean and
Fishery Institute of Ningbo, Ningbo, 315012; 3. Zhejiang Mariculture Research Institute, Wenzhou, 325005)

Abstract Six microsatellite loci were isolated and then used to investigate the genetic diversity of blood clam (Zegil-
larca granosa) collected form Fenghua, Zhejiang Province. The microsatellite primers were first screened in a polymerase
chain reaction through a temperature gradient to determine best annealing temperature. The functional primers were then
selected for population amplification. PCR was performed in a 25ul reaction system as follows: 1 XPCR buffer, 2.0mm
MgCl,, 0.2mm dNTPs, 10pmol per primer, 0.65U Tag polymerase, and 10ng genomic DNA. Reaction took place in a PCR
amplifier (Mastercycler Eppendorf) in program of: Smin at 94  for denaturation, 30 cycles of 94  lmin, 30 s at an-
nealing temperature, 72 extension for 45s, and a final extension for 7min at 72 . The PCR products were afterwards

electrophoresed on 8% polyacrylamide gel and detected in silver staining method. Polymorphic information content (P/C)
was calculated with CERVUS 2.0 software. The expected heterozygosity (.) and observed heterozygosity (H,) was esti-

mated with GENEPOP 4.0.7. The allele number per loci varied from 3 to 7, PIC value was 0.111 to 0.814. The mean H, and
H, varied from 0.121 to 0.690 and 0.117 to 0.848, respectively. Primer amplification showed that some microsatellite loci
isolated from the samples of continental China were absent in those of Malaysia.

Key words Blood clam Tegillarca granosa, Microsatellite, Allele



