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Optimization of ISSR PCR reaction sysem for Chrysanthemum morif olium
based on analysis of variance
SHAO Qing-ong'?, GUO Qiao-sheng' , XIE Zuo-cheng'
(1 Institute of Chinese Medicinal Materials, Nanjing Agricultura University , Nanjing 210095, China;
2 Zhgiang Forestry University, Hangzhou 311300, China)

Abgtract : Objective To establish and optimize ISSR- PCR systemsof Chrysanthemum morif olium and
lay the foundation for its genetic diversty research Methods Based on the analyss of variance, an or-
thogonal design was used to optimize the ISSR- PCR amplification systemon C morif olium by four factors
(Tagpolymerase, Mg** , dN TP, and primer) at three concentration levels, respectively. Results A suit-
able ISSR reaction system was constructed with the 20d L reaction system containing 1. 00 U Tag polymer-
ase, 2 00 mmol/L Mg®* , 0. 20 mmol/L dNTP, and O 504 mol/L primer. Conclusion ISSR-PCRis sg
nificantly influenced by the concentration of Taqpolymerase, Mg** , and dNTR  This ISSR-PCR system
could provide clear bands, reliable reaction system, and abundant polymorphisms . It isproved to be suit-
able for the study of the genetic diversity of C morifolium
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Table 1 Orthogonal design of Lo(3*) for PCR
Taq / Mg?*/ dN TP/ /
U (mmol - L-Y)  (mmol- L") (mmol-L"1%)
1 050 1 50 010 0 30
2 050 200 015 0 40
3 050 250 020 0 50
4 1. 00 1 50 015 0 50
5 1 00 200 020 030
6 1 00 250 010 0 40
7 1 50 1 50 020 0 40
8 1 50 200 010 0 50
9 1 50 2 50 015 0 30
, 1 x PCR buffer ,60 ng
DNA 194 5 min;9%4
45 s 55 40 s,72 70 s, 45 ;72
7 min;4 PCR 15%
1EB 1
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19
1 ISSRPCR
SPSS 13 0
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PCR ,
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Table 2 Analysis of variance for factors of PCR reaction

F

Taq 2 7. 167 21. 500 0. 000

Mg?* 2 40. 667 122 000 0. 000

dNTP 2 10 500 31 500 0. 000
2 0. 167 0. 500 0 622
9 0 333
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