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Tab.1 Nucleotide sequences of 8 ISSR primers

(5—=39
807 5'-AGAGAGAGAGAGAGAGT-3’
808 5'-AGAGAGAGAGAGAGAGC-3’
825 5'-ACACACACACACACACT-3'
826 5'-ACACACACACACACACC-3’
835 5'-AGAGAGAGAGAGAGAGYC-3'
857 5'-ACACACACACACACACYG-3'
861 5'-ACCACCACCACCACCACC-3'
881 5'-GGGTGGGGTGGGGTG-3'
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Fig.1 The effects of Mg®" concentration (A) and Tag DNA
polymerase dosage (B) on PCR amplification
M  DL2000 DNA marker; A: 1—5 Mg** 1.0
1.5 2.0 2.5 3.0mmol/L;

B: 1—5 Taq DNA 05 1.0 1.5 2.0U
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Fig.4 PCR amplification results of the optimized ISSR-PCR system of Zhoushan cultured .
S. maindroni with primer 857 .
F2 FIBEL 20 M RRRIES RIS
Tab.2 20 specimens of cultured population’s genetic diversity ; DNA
index )
. Shannon's ’ ?
Nei's (H) 0 PCR ;
807 0.4156 0.6029 ,
808 0.3205 0.4769 3.2
825 0.3957 0.5606
826 0.382 0.4907
835 0.305 0.4656
857 0.2352 0.3548
861 0.1423 0.2207 ’
881 0.2874 0.4327
+SD 0.3105+0.1760 0.4610£0.2397 ( , 1993) ISSR
ISSR 17—22 ( , 2009) ( , 2009)
. RAPD ( , 2008) R
, RAPD Nei's
) ) , , ISSR Shannon's ,
SSR R R ISSR
( , 2007) >
ISSR
SSR R >
PCR ISSR R
, ISSR-PCR ( , 2008) 5

> >

, ISSR-PCR



542 42

, , , , ,2008. ISSR-PCR
. ,(1): 47—51
, 1993. :
’ ,99—113
’ , , , 2008.
ISSR ISSR . ,27(3): 61—65
, ) s , 2008. (Sepiella
maindroni)

. ,39(2): 145—151
, , , 2007. SSR  ISSR

. ,28(2):1—5
, s , 2008.
, , 2008. . : (Sepiella maindroni) )
, 484—490 39(6): 634—642
> > ,2009. ISSR-PCR Sambrook J, Fritsch E F, Maniatis T, 2002. , 2004.
,(2): 61—64 ( 3 ) : , 463—471
, R , 2008. Charter Y M, Robertson A, Wilkinson M J et al, 1996. PCR
(Squaliobarbus curriculus) RAPD ISSR analysis of oilseed rape cultivars (Brassica napus L. ssp.
,39(2): 157—161 oleifers) using 5’-anchored simple sequence repeat (SSR)
, , , 2008. primers. Theor Appl Genet, 92: 442—447
RAPD . ,28(4): 21—24 Nagaoka T, Ogihara Y, 1997. Applicability of inter-simple se-
> , 2009. (Sepiella main- quence repeat polymorphisms in wheat for use as DNA
droni) . , 40(5): 590— makers in comparison to RFLP and RAPD markers. Theor
595 Appl Genet, 94: 597—602

OPTIMIZATION OF THE ISSR SYSTEM FOR SEPIELLA MAINDRONI AND ANALYSIS
OF GENETIC DIVERSITY OF THE CULTURED POPULATION

XU Mei-Ying"? ~ YE Ying-Ying', GUO Bao-Ying', QI Peng-Zhi®, WU Chang-Wen'
(1. Marine Science College of Zhejiang Ocean University, Key Laboratory of Mariculture Equipments and Engineering Technology of
Zhejiang Province, Zhoushan, 316004; 2. Zhejiang Dahaiyang Science and Technology Co., Ltd., Zhoushan, 316004)

Abstract In this study, ISSR-PCR amplification technology was adopt on Sepiella maindroni genome DNA, and the
effect of Mg”" concentration, Tag DNA polymerase, dNTPs, primer and the annealing temperature on the ISSR-PCR am-
plification was analyzed. 8 ISSR primers were used to assess the genetic diversity of Zhoushan cultured S. maindroni, and
established the suitable ISSR-PCR system with a total volume of 25ul was as followed: Mg®" 1.5mmol/L, Taq DNA poly-
merase 1.0U, primer 0.15umol/L, dNTPs 2.0mmol/L, and the annealing temperature is 52.2°C. Of the 70 ISSR loci tested,
60 (85.71%) were polymorphic, Nei's genetic diversity is 0.3105+0.1760, Shannon's information index is 0.4610+0.2397.
The results of this study showed that there was a higher genetic diversity level in the Zhoushan cultured population of S.
maindroni. Therefore, Zhoushan cultured S. maindroni maybe have higher adapt ability to survive, containing larger evo-
lution potential and relatively rich breeding potential.

Key words Sepiella maindroni, ISSR, System optimization, Genetic Diversity



