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Orthogonal Optimization of ISSR-PCR Reaction System of Suphora flavercens Ait.

JIN Yan, LONG Qing-de, CHANG Chu-rui* et al  ( Guizhou Medical University, Guiyang, Guizhou 550004 )

Abstract [ Objective ] To select a suitable method of ISSR-PCR reaction system for Suphora flavercens Ait. [ Method ] Modified CTAB method
was used to extract the genomic DNA from fresh young leaves of S. flavercens. The suitable ISSR-PCR reaction system was established by orthogo-
nal design L,;(4”) based on the Mg’" , ANTPs, primer,template DNA and Taq DNA. [ Result] The optimal conditions in 25 L ISSR-PCR system
were 90 ng DNA template, 0.4 pmol/L primer, 2.0 mmol/L Mg’*, 0.5 U TagDNA Polymerase, and 0.5 mmol/L dNTPs. [ Conclusion ] The es-
tablished ISSR-PCR reaction system is verified by 19 samples of S. flavercens, which verifies that this system is stable and reliable, and can be

used for the analysis of genetic diversity of S. flavercens.
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Table 1 Levels of ISSR-PCR single factor test of S. flavercens

K- Fik DNA 5|4 Primer Mgz* Tag DNA BA TG dANTP

Level Template DNA //ng pmol/L mmol/L Taq polymerase // U mmol/L

1 10 0.10 1.50 0.50 0.30

2 30 0.20 1.90 0.75 0.35

3 50 0.30 2.30 1.00 0.40

4 70 0.40 2.70 1.25 0.45

5 90 0.50 3.10 1.50 0.50

6 110 0.60 3.50 1.75 0.55

7 130 0.70 4.00 2.00 0.60
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Table 2 Orthogonal factors and levels of ISSR-PCR reaction system

e i
K A(?’lﬁilDINA) B(214) C(Mg*) D( TaqTPNAl/%”M) E(dNTPs)
Level empate Primer // wmol/L mmol/L a4 poy- mmol/L
DNA //ng merase // U

1 30 0.1 1.5 0.5 0.3

2 60 0.2 2.0 1.0 0.4

3 90 0.3 3.0 1.5 0.5

4 120 0.4 4.0 2.0 0.6
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Table 3 The L, (4°) orthogonal design test

Ji*5 Code A B C D E

1 1 1 1 1 1

2 1 2 2 2 2

3 1 3 3 3 3

4 1 4 4 4 4

5 2 1 2 3 4

6 2 2 1 4 3

7 2 3 4 1 2

8 2 4 3 2 1

9 3 1 3 4 2
10 3 2 4 3 1
11 3 3 1 2 4
12 3 4 2 1 3
13 4 1 4 2 3
14 4 2 3 1 4
15 4 3 2 4 1
16 4 4 1 3 2
k, 8.250 11. 250 10. 500 10. 000 6. 000
k, 8.250 5. 000 11. 250 9. 500 12. 000
ky 10. 500 12. 000 6. 500 7.750 11. 500
k, 8. 000 6. 750 6. 750 7.750 5.500
R 2.500 7.000 4.750 2.250 6.500
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Fig.2 Amplificated results of ISSR-PCR reaction system of or-
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