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ABSTRACT Objective: To establish a rapid and accurate method to detect mycoplasma, which can not only effectively reduce and
prevent mycoplasma pollution, but also provide some guidance value for researchers. Methods: Mycoplasma was detected by real-time
PCR (TagMan probe method), and two color TagMan probes and related primers were simultaneously labeled in the reaction system,
which aims to detect mycoplasma DNA and reference gene template, respectively. Primers and probes were designed based on the con-
served region of the 16S ribosomal RNA of the mycoplasma and the conserved region of the reference gene TOP3A. The TagMan probe
multiplex quantitative PCR method was established by optimizing the reaction conditions such as primer concentration, probe concentra-
tion and annealing temperature, and the specificity, sensitivity and repeatability of the method were verified. Results: The standard curve
correlation coefficient r* was 0.995 and amplification efficiency was 113.36% ; the minimum detection limit of this method was 10
copies/pL; the intra- group and inter-group coefficient of variation was less than 1%, which suggesting that this method has good speci-
ficity. Furthermore, detected 90 samples of cell extract DNA samples using this method. The results showed that 60 cases were positive
for mycoplasma, and the positive rate was 67%, which was in agreement with the related research reports. Moreover, three cell culture
supernatant samples were detected, and one case was positive for mycoplasma and two cases were negative for mycoplasma. Randomly
select 3 positive samples and 2 negative samples from the tested samples using the common PCR Mycoplasma test kit. The results were
consistent; the sequencing results were correct. Conclusions: The multiplex quantitative PCR mycoplasma detection method established
in this study can be applied to the detection of mycoplasma in cell extraction DNA and cell culture supernatant, thereby achieving effi-
cient and rapid detection of mycoplasma.
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Fig.1 Sensitivity for detection of Mycoplasma using multiplex quantitative

PCR assay
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Fig.2 Standard curve of multiplex qPCR assay for the detection of

mycoplasma
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Fig.3 Mycoplasma detection kit detects cell extract DNA samples and cell
culture supernatant samples
Note: 1, 2 Cell extracting DNA Sample; 3,4,5 Cell culture supernatant

sample, 6 negative control sample.
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