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Abstract [ Objective | The study aimed to establish the effective and stable ISSR-PCR reaction system for Manglietia grandis Hu et Cheng.
[ Method ] With the leaves of rare and endangered plant M. grandis as tested material , based on high quality DNA extracted by high salt precipita-
tion method, the single factor grade experiment with 5 factors in ISSR-PCR reaction system was taken to optimize and finally establish the effective
and stable ISSR-PCR reaction system through single-factor gradient test. [ Result] The effective and stable ISSR-PCR reaction system for M. gran-
dis was established ,which contained 10 x buffer 2.0 pl,Mg’* 2.0 mmol/L, Tag enzyme 0.5 U,DNA template 40 ng,primer 0.8 wmol/L,dNTPs
0.2 mmol/L,ddH, 0 13.3 pl in total 20.0 pl system. The PCR amplification program was that the initial denaturation was for 5 min at 94 °C ,fol-
lowed by 40 cycles of denaturing at 94 °C for 1 min,annealing at 50 —60 °C for 45 s, extension at 72 °C for 2 min,and a final extension was at
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72 °C for 7 min. [ Conclusion] The study provided the theoretical basis for further opening out the genetic diversity and structure and making out

the scientific protection measures.
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Fig.1 Electrophoresis for total DNA of Manglietia grandis
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Fig. 2 Electrophoresis for DNA concentration of Manglietia
grandis
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Fig.4 The effect of primer at different concentration on ISSR-
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Fig.8 The ISSR amplification results of 20 samples by the optimum ISSR system( primer 864 )
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Fig.9 The ISSR amplification results of 22 samples by the optimum reaction system( primer 825)
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