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Quantification of sheep prion gene expresson usng real-time RT-PCR

Han Caixia, Zzhao Deming, Wu Changde , Ning Zhangyong, Yang Jianmin, Liu Meili , Ma Liying
(National Animal Transmissible Spongiform Encephalopathies Laboratory , China Agricutural Universty , Beijing 100094 , China)

Abstract The real-time fluorescent quantitative PCR method was established to quantify the sheep prion gene expres-
sion. The PrP target fragment was amplified, and the real-time fluorescent RT- PCR technique was used to construct the
standard plasmid and curve to quantify samples. Total RNA was isolated from different regions o the central nervous
system (CNS) and peripheral organs to quantify the gene expression after the reverse transcript. The results showed
that higher mRNA levels were present in CNS than in peripheral organs and the expression levels of PrP mRNA were
39420 copies and 7845 copies per ng total RNA respectively. The highest expression level was found in Obex with
67020 copies per ng total RNA within all CNS examined. In peripheral organs examined, high and low expression was
respectively observed in lymph node and kidney,and the expression levels were 29086 copies and 125 copies per ng
total RNA. The real-time fluorescent quantitative PCRis currently considered to be the most precise method for nucleic
acid quantification and appeared as a powerful tool for further studies on prion diseases pathogenesis.
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