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Abstract : Acer pentaphyllum is a kind of rare and endangered plants and it has important scientific value
in studying angiosperm’s phylogeny, paleogeography and paleoclimate. It this study,2XFaq Master Mix
was adopted and the effect of Tag polymerase ,dNTPs and Mg were considered aiming to establish and
optimize the best ISSR-PCR reaction system for Acer pentaphyllum. The results showed that the most re-
markable factor was primers, followed by DNA template ,and 2X Master Mix had the least effect on the re-
action result. The optimum reaction system (25 pl) was 1 wL of DNA template (50 ng « wL.™") ,2 pL of
primer and 13. 5 pL of 2XTag Master Mix.
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Tab.1 The levels and factors of ISSR-PCR reaction system
IKF Levels

% Factors

I | i}

DNA #E4%/ L DNA Template 1 2 3

5|4/ L Primers 1 2 3
Master Mix/ wL 11.5 12.5 13.5

1.2.3 ISSR-PCR # ¥ | 5 & 4 ¥ = dh A
PCR SR 25 L 47 384K 22, 4% B W36 2
fir /s, HddH, O #p 225 pL PCRY" 34 72 )7 2 : 94
%2 PCRREEEZRKFEML () EXEHAR
Tab.2 L,(3’) orthogonal design for different factors and levels
of PCR reaction

4% DNAMUR(uL)  B#(ul)  Master Mix

No. DNA Template Primers (pL)
1 1 1 11.5
2 1 2 12.5
3 1 3 13.5
4 2 3 11.5
5 2 1 12.5
6 2 2 13.5
7 3 2 11.5
8 3 3 12.5
9 3 1 13.5
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Tab. 3

Scores of 9 treatments in orthogonal

e PE4> Score
Repeat 1 2 3 4 5 6 7 8 9
I 1 8 9 6 1 8 7 1 1
I 1 8 7 6 1 8 7 1 1
I 1 8 9 6 1 7 7 1 1
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Tab. 4

Analysis of variance among factors

i S o ) S V] Ffi p i

DNA #if  36.2222 2 18.1111  97.8  0.0001
314 197.5556 2 98.7778  533.4  0.0001

Master Mix ~ 24. 6667 2 12.3333  66.6  0.0001
% 3.3333 18 0.1852
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Fig.3 The relationship between the levels of the factors and the mean score
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