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Development and evaluation of real-time PCR conditioning

Wolfiporia cocos using B -tubulin gene
WU Ya-yun ,ZHAO Xiao-long ,HU Bing-xiong ,CHEN Ping ,ZHANG Shao-peng
(School of Biology and Pharmaceutical Engineering, Wuhan Polytechnic University, Wuhan 430023, China)
Abstract: The aim of this study is to develop a real-time flourescence quantitative PCR condition for the B-tubulin
gene of Wolfiporia cocos in different growth stage. The specific primers of B-tubulin gene were designed by the con-
served sequence of Aspergillus flavus, ¢cDNA of Wolfiporia cocos mycelia, early sclerotium and mature sclerotium
were used to evaluate the specificity and stability of B-tubulin gene; And optimize the reaction factors such as prim-
ers concentration and template concentration. Then, six significantly differentially expressed genes from Wolfiporia
cocos transcriptome were used to validate our optimized PCR reaction system. The results showed as follows, ac-
cording to the amplification curve and melting curve, the expression of B-tubulin was showed stable during different
developmental stages in Wolfiporia cocos; The optimum concentration of ¢cDNA template and primers were respec-

tivley 80 pwg/ulL and 1 pwmol/L. And, the expression dynamics tendency between differentially expressed genes are
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basically consistent with transcriptome data Wolfiporia cocos, in which the liner correlation coefficient r was more

than 0.9, showing a significant positive correlation. The real-time flourescence quantitative PCR system for Wolfi-

poria cocos was successfully established which B-tubulin gene as reference gene.

Key words : Wolfiporia cocos ;3-tubulin ;real-time fluorescence quantitative PCR ; SYBRGreen [;transcriptome
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