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Establishment and optimization of non-coding small RNA detection methods by biotin-labeled
probe-liquid hybridization-non-denaturing PAGE "
Guo Yuehui' ,Liu Libin® , Xu Manghua' .Guo Zhuying' . Jiang Bin' ,Li Wei® ,Gao Fenghou'”

(1. Experimental Centre s Third People’s Hospital A f filiated to Shanghai Jiao Tong University School o f Medicine
Shanghai 201900, China;2. Zhejiang Provincial Key Laboratory of Medical Genetics/ Key Laboratory of Laboratory
Medicine ,Ministry of Education/School of Life Sciences ,Wenzhou Medical College .Wenzhou Zhejiang 325035 ,China)

Abstract: Objective To develop a method for detecting non-coding small RNA(sRNA) by biotin-labeled probe-liquid hybrid-
ization-non-denaturing polyacrylamide gel electrophoresis(PAGE). Methods The biotinylated oligonucleotides of sRNA U6 were
treated by non-denaturing PAGE, transferring to nylon membrane,and then were detected by horseradish peroxidase(HRP)-conju-
gated streptavidin-biotin. U6 and miRNA-145 contents in BEAS-2B and A549 cells were detected and calculated through the estab-
lished method. Results The U6 oligonucleotides were successfully labeled with bio-11-dUTP, which had the strongest signal at
concentration of 10 pmol/L. There was no significant difference of hybrid chains,acquired by water bath or polymerase chain reac-

was superior to Tris-HCl and DEPC water. U6
content in BEAS-2B cells was almost equivalent to the content in A549, while the abundance of miRNA-145 in BEAS-2B was higher

tion(PCR) instrument. According to liquid hybridization solution. phosphate buffer
than that in A549. Conclusion A new method for detecting sSRNA was successfully established and optimized, which could offer
possibility for simple and reliable detection of sSRNA.

biotin-labeled probe; liquid hybridization;

Key words: non-coding small RNA; non-denaturing polyacrylamide gel electro-
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