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Egtablishment and optimization of ISSR reaction
sysdgem for endangered plant Coptis omeiensis
ZHANG ChurrPing' , HE Aing' ", HU Shi-Jur’ , GAO Shan'

( 1. Schodl of Life Sciences, Southwest University, Key Laboratory (Ministry of Education) of Ecoenvironments of Three
Corges Reservoir Region, Chongging Key L aboratory of Plant Ecology and Resources Research f or Three Gorges Reservoir
Region, Chongging 400715, China; 2. Kunming Institute of Botany, Chinese Academy of Sciences, Kunming 650204, China)

Abgract : Inorder to study the genetic diversty of Coptisomeiensis germplasm ,ISSR-PCR systemof C. omeiensis was
established and optimized according to the charactersof it. The efectsof 1SSR-PCR was examined by sdecting prim-
ers and dedgning dfferent concentrations of thefactorsin the ISSR ,the reiable syssemsfor C. omeiensispopulations
researching was established by anayzing the reasonsfor occurrence of differentia bands and optimizng reaction con-
dtions. Theoptima ISSR PCR sysemin C. omeiensis was established for thefirst time that is,25u L amplification
reactions system containing 1 x PCR Buffer ,1.5 mmol/L Mg** ,200M mol/L dNTP,0.3u mol/ L primer ,80 ng tenr
plate,1.0 U Tag DNA polymerase. The optima amplified procedure was asfollows:ater apre-denaturing of 5 min at
94 35 cydeswere performed with denaturing of 30 sat 94  ,annealing of 1min due to denaturing temperature of
dfferent primer ,extendonof 1.5minat 72  ,afind extendon sepof 7 mnat 72 andholdat4 . The ISSR
PCR systems,which were established in this paper for studying C. omeiensis,could provide dear rdiable abundant
polymorphisms molecular markers and were proved suitable for germplasm resource studying and identification of C.

omeiensis.
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Table1l Design of the experiment for ISSR-PCR
amplification reactions system

Reaction Concentration

1.01.52.0 2.5
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