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[Abstract] Objective To establish a sensitive and specific fluorescent quantitative real-time PCR method for the
detection of Schistosoma japonicum. Methods  Based on 18SrRNA sequence of S. japonicum, a PCR assay was established.
The 1450bp fragment was amplified and cloned into T vector which was subsequently transformed into E.coli DH5a. Following
extraction and identification, the positive recombinant plasmid was wused as quantitative template to generate
standard curve. Reproducibility and specificity of the assay was determined as well.  Results  The standard curve
established by recombinant plasmid showed a fine linear relationship between threshold cycle (Ct) and template concentration,
and the correlation coefficient was 0.998 7. Using the coefficient of variation (CV) value to evaluate the reproducibility, at
the template concentration of 1.05x10-1.05x10° copies per reaction, the average Ct values were 17.55,20.93,24.32,27.59,
3095, and the CV values were 1.31% ,1.53% , 0.90% ,1.85% and 0.90% respectively. In the evaluation of the
reproducibility, the mean interassay CV was 1.27% and no unspecific amplification was observed. The realtime PCR assay
could quantitatively detect as low as 6.15 pg S. japonicum genome in the study(Ct<3095), and the detection should be done
in 3 hours. Conclusion A fluorescent quantitative real-time PCR for the detection of S. japonicum is developed,
which is rapid, sensitive and specific for pathogen detection.
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Fig.1 PCR amplification of S.japoncium genome DNA and
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PEAUREL Number of cycles
1~5; BAHPURBMRE (OB, 1. 1.05x107, 2: 1.05x10°,
3. 1.05x10°, 4. 1.05x10°, 5. 1.05x10°,
1-5: Real-time PCR results of the recombinant plasmid concentrations
of copies/reaction, 1. 1.05x10", 2. 1.05x10°, 3. 1.05x10°,
4. 1.05x10%, 5. 1.05x10°
2 WHTEE PCR 3 18S rRNA £ FE ARG
Fig.2 Detection of 18S rRNA recombinant plasmids with
10 fold serial dilution by the real-time PCR
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Fig.3 Reproducibility curve of real-time PCR
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(copies/reaction) Exp.1 Exp.2 Exp.3 Exp.4 Exp.5 Exp.6 xks lc%(f/\o?w
1.05x107 17.71 17.62 17.65 17.13 17.45 17.74 17.55+0.23 1.31
1.05x10° 21.04 20.85 20.71 21.09 20.48 21.41 20.93+0.32 1.53
1.05x10° 24.06 24.24 24.18 24.51 24.26 24.66 24.32+0.22 0.90
1.05x10* 26.97 28.07 27.11 27.33 28.00 28.08 27.59+0.51 1.85
1.05x10° 31.16 30.88 31.19 30.64 31.22 30.60 30.95+0.28 0.90
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