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Optimization for ISSR-PCR Reaction System
in Lotus Root Using Orthogonal Design

LI Chang-chun YANG Tiarr quan DAI Yujun LI Jiarhua TIAN Churryuan
(College of Life Science and Technology s Xiaogan University, Xiaogan Hubei 432000

Abstract: The orthogonal design was used to optimize the ISSR-PCR amplification system of Lotus root in four factors (the
concentration of) 72gDN A polymerase; AN TP, Primers and M gZA ) at three levels. Then, based on the optimal ISSR-PCR
amplification system, the concentration of template DNA and anrealing temperature were proposed by gradient PCR. The
results showed that 10X PCR buffer 2. 0 1, NTP 150 #mol/ L, primersl. 2 #mol/L, Mg> 2.0 mmol/ L, Tag DNA
polymerase 4 U and 40 ~ 60 ng template DNA in a total volume of 20 L. were suitable for ISSR-PCR amplification
system of lotus root. The optimal annealing temperature for primers U826 was 48.7 ‘C.
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