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Abstract; Objective  To establish a dual TagMan qPCR method for detecting avian pathogenic
Escherichia coli (APEC). Methods Specific primers were designed targeting the conserved genes ISS
('serum resistance gene) and ompT ( protective protein gene) of APEC. Using Blunt-ISS and Blunt-ompT
plasmid standards as templates, a dual qPCR detection method was established. Results The standard
curve for the qPCR method targeting ISS was ¥ =-3.367X+38. 518, with R*=0.99, showing a strong
linear relationship between the Ct value and copy numbers ranging from 10° to 10°. The standard curve
for the qPCR method targeting ompT was Y=-3.314X+36.817, with R*=0.997, also demonstrating a

strong linear relationship between the Ct value and copy numbers ranging from 10° to 10°. Specificity tests
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confirmed no cross-reactivity with other duck pathogens. Sensitivity experiments indicated that the limit of

detection (LOD) for both Blunt-ISS and Blunt-ompT was 10° copies. Repeatability tests showed that both

method exhibited excellent reproducibility under identical conditions. Clinical testing of 60 tissue samples

revealed 100% concordance with conventional PCR. Conclusion The TagMan qPCR method established

in this study is highly specific, sensitive, reproducible, and suitable for clinical detection.
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Fig. 4 Sensitivity of quantitative fluorescent PCR detection
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Fig.5 Specificity of fluorescence quantitative PCR detection

®1 ISSESURE
Table 1 Reproducibility test of 1SS

" e A S it 1) A2 5
Blunt-ISS #47
n x+s CV/% n xXts CV/%
10’ 3 16.22+0. 08 0.51 3 16. 64+0. 07 0.41
10° 3 19.60+0. 10 0.54 3 19.26+0. 10 0.54
10° 3 23.80+0. 32 1.38 3 23.56+0. 11 0.50
K2 ompT EEMZLY
Table 2 Reproducibility test of ompT
SRR it 1) A2 AR
Blunt-ompT #E#
n xts CV/% n xts CV/%
10’ 3 17.98+0. 02 0. 10 3 18.02+0. 10 0.57
10° 3 20.67+0. 10 0.50 3 20.37+0. 12 0.57
10° 3 24.70+0. 36 1.44 3 24.67+0. 12 0. 50
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