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Abstract; A SYBR Green I RT-qPCR assay was established for detecting the pathogenic Mycoplasma ovi pneumoniae in
sheep. Using Beacon Designer 7. 9 software, a pair of specific primers based on the P80 gene of the M. ovi pneumoniae strain
Y-98 in Genbank (accession number. No. KM435069. 1) was designed for the experiment. The result showed that the new
methodology could specifically detect the target pathogen but not any others from sheep or goats. The detection limit
was 10 copies * uL. ', and the Ct of intra-and inter-variation all below 2%. The assay method was subsequently
applied on 96 clinical samples to yield a positive rate of 67.7% (i.e., 65 out of 96), which was as sensitive as
TagMan RT-PCR. It suggested that the newly established methodology was high on sensitivity, specificity and
reproducibility, and applicable for the diagnosis and epidemiologic studies on M. ovipneumoniae.
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Fig. 1 Amplified positive plasmid of M. ovipneumoniae
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Fig. 2 Standard curve of M. ovipneumoniae detected by RT-qPCR
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Table 1 Repeatability of M. ovipneumoniae detection by RT-

qPCR
%4k Mo HNEE I EE
R copmiie ARFE COPSMEE ERAR
(copies * uL ™D e /% ol 2 /%
1X107 13.5240.19 1.41 13.53+0. 18 1.33
1X10° 20.194£0. 13 0. 64 20.13. £0. 14 0. 69
1X10° 26.35£0. 47 1.78 26.1240.43 1.65




5 10 3

HRABPEE . 4 FEM KX X R SYBR Green ] £6F % &2 3 PCREMN F a2 5 1057

2200
2000
1800
1600
1400
1200
1000
800
600
400
200

PCIRIL

-200

S =

60 61 62 63 64 65 66 67 68 69 70 71 72 73 74 75 76 77 78 79 80 81 82 83 84 85 86 87 88 89 90 91 92 93 94 95

g/ C

B3 SFEMRIZFETLEE PCRISHEH L
Fig. 3 Melting curve of M. ovipneumoniae detected by RT-qPCR
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Fig. 4 Specificity test on M. ovipneumoniae detection by RT-qPCR
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SYBR Green I RT-qPCR and TagMan RT-qPCR
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