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ISSR-PCR Meretrix meretrix.~ DNA
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ISSR inter-simple seqence repeats Zietkiewicz
1~6
simple seqence repeats SSR microsatellite .ISSR
1~4 3 5
DNA SSR 3 % .
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ISSR-PCR
1
1.1 DNA
. 2~3d -
20°C .CTAB DNA. ctab 3% 1.4 mol/
L NaCl 20 mmol/L EDTA 10 mmol/L Tris-HCl pH 8.0 0.2%§- 700 ~ 1 000 pL
60 ~ 65°C 50 ~ 60 min 25:24:1 5 min 4°C
10 000 r/min 10 min. 2/3 -20C . 5000 r/min
I0mn  70% 100 pLL -20C
1.2 PCR
ISSR British Columbia .PCR 25
pL Mg’ 2.5 mmol/L dNTP 0.25 mmol/L ISSR 0.2 pmol/L DNA20 ng 1.5 U Taq DNA
. . 94°C 5 min PCR 94°C 45s 52°C 45 s
72°C 90 s 45 72°C 10 min. 1.5%
0.5 pg/mL
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1.3
10 . Nei 1997
F =2Nxy/ Nx + Ny
2
2.1 PCR
PCR 808 Mg * dNTP
2.1.1 Mg* dNTP PCR
PCR Taq DNA Mg Mg . 2001 *
ISSR-PCR Mg * 1.5 ~2.0 mmol/L. 5 Mg*
11.522.5 3 mmol/L. Mg * 1 mmol/L
dNTP 5 0.1 0.15 0.2 0.25 0.3 mmol/L 5 dNTP
2.1.2
PCR . Hobbs 0.2 pmol/L
2003 ° ISSR-PCR 1 mol/L. 5 0.1 0.2
0.3 0.5 1 pmol/L . 0.1 pmol/L
1 pmol/L . ISSR-PCR 0.2~
0.3 pmol/L . 2002 ° ISSR-PCR 3 ~60 ng
10 ~ 50 ng
2.1.3
University of British Columbia 100 ISSR
55 ~56C 52°C . GC
AT . 865 867 870 862
60°C 803 805 835 838 30°C 52°C .
52°C 865 . 60°C 867
862 870 865 30°C 835
2.2 PCR 1
100 UBC Primer Set #9 5 -3
WS LW? w LW
801 ~ 900 12 807  AGA GAG AGA GAG AGA AC 4 5 3 4
808 AGA GAG AGA GAG AGA GC 7 8 6 6
13 1 308 809  AGA GAG AGA GAG AGA GG 5 3 4 2
%09 881  PCR 8L GAG AGA GAG AGA GAG AC 5 5 4 3
812 GAG AGA GAG AGA GAG AA 3 4 2 3
13 813 CICTCT CTC TCT CTC TT 3 5 2 1
1 814 CTICTCT CTC TCT CTC TA 3 3 3 3
g 834 AGA GAG AGA GAG AGA GYT 4 4 4 3
835 AGA GAG AGA GAG AGA GYC 6 5 5 4
4.6 840  GAG AGA GAG AGA GAG AYT 2 3 2 1
1. 842 GAG AGA GAG AGA GAG AYG 2 3 2 2
| 87  GGC GGC GGC GGC GGC GGC 3 3 2 3
881 GGG TGG GGT GGG GTG 5 6 4 4
80.7%
* JW LW
68.4% .
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Using Inter-simple Sequence Repeats ISSR Technique
in Two Populations of Meretrix meretrix

Chen Dapeng' Shen Huaishun® Ding Yaping” Yang Jiaxin' Shen Songdong’ Xu Pu’

1.School of Life Science Nanjing Normal University 210097 Nanjing China
2. Oceanographic and Fisheries Institute of Jiangsu Province 226007 Nantong China

Abstract The technique of Inter-Simple Sequence Repeates ISSR  was applied to study on the genetic variations of two popu-
lations of Meretix meretrix . Thirteen ISSR primers were selected from 100 ones offered by University of British Columbia. Each
primer yeilded 1 to 8 bands with the average of 4.6 bands. By comparing the differnet reaction conditions the ISSR-PCR reac-
tion system was improved. The reactions composed of 0.2 pmol/L primer 2.5 mmol/LMg* 1.5 U Taq polymerase 20 ng
templete DNA  The optimized programs were predenaturation at 94°C for 5 min then 45 cycles containing denaturation 45 s at
94°C  annealing 45 1s at 52°C and enlongation 1.5 min at 72°C  at last holding 10 min at 72°C. The optmimized con ditions
culd result in satisfactory specificity and reproducibility of ISSR-PCR amplification patterns bands.

The study through preanalysised two kinds of two stocks of Meretix meretrix ~ Meretix meretrix of Liaoning and Meretix mer-
etrix of Jiangsu demonstrated that the genetic polymorphism of Jiangsu’ s 80.7% was higher than Liaoning' s 68.4%  and
its average genetic distance in the Jiangsu' s population 0.3105+0.090 was bigger than that of Liaoning' s 0.2658 + 0.044
as well. It was found by the selected primers that the simple sequence tandem repeats STRs of Meretrix meretrix were mainly
composed of AG dinucleotedes. Compering Meretrix meretrix of Liaoning Jiangsu' s have larger genetic improving potential .
The results showed that ISSR-PCR technique have application potential in study of genetic polymorphisms and germplasm of
shellfishes.
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