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Table 1 Factors and levels of orthogonal test

A& Factors

K-
Levels Mg dNTPs il

Tap DNA G

(mmol/1) (mmol/L) (,i;igll;i) polyTnizr?é\Ie/?w (ng)
1 1.0 0.1 0.2 0.5 10
2 L5 0.2 0.4 1.0 30
3 2.0 0.4 0.6 1.5 50
1 2.5 0.5 0.8 2.0 70

%2 ISSR-PCR EXitI L, (4°)
Table 2 Orthogonal test for ISSR-PCR L, (4°)

% Factors

o
Niﬁmier( Mgzl‘ dNTPs P?ilj?er THPTEE%?A%% DNA
mmol/L) (mmol/L) (pmol/L)  polymerase (U) (ng)

1 1.0 0.1 0.2 0.5 10

2 1.5 0.1 0.4 1.0 30

3 2.0 0.1 0.6 1.5 50

4 2.5 0.1 0.8 2.0 70

5 1.5 0.2 0.2 1.5 70

6 1.0 0.2 0.4 2.0 50

7 2.5 0.2 0.6 0.5 30

8 2.0 0.2 0.8 1.0 10

9 2.0 0.4 0.2 2.0 30

10 2.5 0.4 0.4 1.5 10

11 1.0 0.4 0.6 1.0 70

12 1.5 0.4 0.8 0.5 50

13 2.5 0.5 0.2 1.0 50

14 2.0 0.5 0.4 0.5 70

15 1.5 0.5 0.6 2.0 10

16 1.0 0.5 0.8 1.5 30
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Fig. 1 Amplification results of ISSR-PCR orthogonal test
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Fig.2 Effect of Mg*" concentration on ISSR-PCR am-

plification
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0.30,0.40,0.50,0. 60 mmol/L
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Fig. 3 Effect of dNTPs concentration on ISSR-PCR am-
plification
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1—6 /Rt DNA #4510 15,30,45,60,75,90 ng
1-—6 represents template DNA dosage of 15,30,45,60,
75,90 ng
K6 B DNA F 4% ISSR-PCR 4" 5555 5 1 5% i
Fig. 6 Effect of template DNA dosage on ISSR-PCR

amplification
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Fig. 8 Effect of cycle times on ISSR-PCR amplification
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Establishment and Optimization of ISSR-PCR Reaction System
for Kadsura coccinea

TANG Jianmin, QI Xiaoxue,JIANG Yunsheng, XIONG Zhongchen,ZOU Rong

(Guangxi Key Laboratory of Functional Phytochemicals Research and Utilization, Guangxi Institute of Botany, Guangxi Zhuang

Autonomous Region and Chinese Academy of Sciences,Guilin, Guangxi,541006,China)

Abstract:In order to establish and optimize ISSR-PCR reaction system and amplification procedure of the
characteristic medicinal and edible Kadsura coccinea s the effects of Mg”" ,dNTPs, primers, Tag DNA poly-
merase,template DNA,annealing temperature and number of cycles on the amplification of ISSR-PCR reac-
tion system of K. coccinea were studied by orthogonal and single-factor experimental design methods. The
results showed that in a 20 pL reaction system,the optimal reaction system was the system with Mg*" of 2.5
mmol/L,dNTPs of 0.1 mmol/L, primer of 0. 6 pmol/L, Taq DNA polymerase dosage of 1. 50 U and tem-
plate DNA dosage of 45 ng. The annealing temperature was 50. 4°C ,and the cycle was 40 times. The estab-
lishment of this optimization system can lay a foundation for further research on genetic diversity of K. coc-
cinea germplasm resources.

Key words: Kadsura coccinea ,ISSR-PCR,orthogonal design, single factor test,optimization of reaction system
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