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Establishment of fluorescence quantitative polymerase chain reaction assay for HBV DNA detection
He Zigi ,Li Congrong® , Tong Yongqing
(Department of Clinical Laboratory ,Renmin Hospital of Wuhan University ,Wuhan , Hubei 430060 ,China)

Abstract: Objective To establish a high sensitive and reproductive real-time PCR assay for quantification of HBV DNA using
the LightCycler System. Methods A pair of primers were designed targeting S area in HBV genome,and the reaction condition and
component of the amplification system have be strictly optimized by pre-experiments. A ligation reaction was made between vector T
and the amplification and purification PCR product of HBV reverse transcriptase, then the competent E. coli (DH5¢) were trans-
fected by the ligation product. The positive recombinant-clone could be optioned through blue-white selection. Then the plasmids
were extracted and made into external standard substance. Results Standard curve was manufactured using serial dilutions of HBV
genomic DNA of known concentrations,and the liner equation and correlation coefficient was Y= —3. 344X+ 37 and 0. 999 9 re-
spectively. It turned out that the lower limit of detection was 5>X10? ITU/mL with a good linear correlation rangeing in 5X10? —5X
10° TU/mL. Conclusion External standard real-time PCR is a method that is relatively accurate in quantitative analysis,highly sen-
sitive, specific and convenient in handling.
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