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Abstract; To develop an efficient and accurate real—time fluorescence quantitative PCR ( RT-qPCR) method for detecting Mycoplasma
hyopneumoniae (Mhp) , specific primers and probes targeting the P46 gene were designed and synthesized. The method was successfully es-
tablished and applied to clinical samples by optimizing reaction conditions. The results showed that the optimal primer and probe concentra-
tions were 0.4 and 0.2 pmol/L, respectively, with an annealing temperature of 60 “C. The method exhibited excellent linearity between the
Ct values and standard plasmid concentrations, with no cross—reactivity observed with other common swine pathogens. The detection limit of
the method reached 1. 0x10' copies/pl, and both the intra— and inter—assay coefficients of variation were below 2% , demonstrating high
specificity, sensitivity, and reproducibility. The method was further validated against a commercial kit using 81 clinical samples, where it
showed superior sensitivity. Additionally, a monitoring study was conducted on 350 oral and nasal swab samples from growing pigs in a large—
scale farm in Hunan Province. And the results indicated that Mhp infection was most active between 100—130 days of age, and clinical medi-
cation might reduce severity of infection. In summary, the RT-qPCR method developed here was highly effective for Mhp detection and epi-

demiological studies, offering strong technical support for infection prevention, control, and eradication.
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