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Establishment and evaluation of real-time PCR for rapid and quantitative detection

of Burkholderia pseudomallei

Fu Qiongyao' , Chen Chunyu', Wu Jiao', Wu Qiang', Qin Xi', Qian Shiyun', Yi Guohui’, Xia Qianfeng' (' College of
Laboratory Medicine and Tropical Medicine, ’Scientific Experiment Center, Hainan Medical University, Haikou,
Hainan Province, 571199, China)

[ Abstract | Objective To establish and evaluate a real-time PCR for fast, accurate and quantitative
detection of Burkholderia pseudomallei ( B. pseudomallei). Methods Based on B. pseudomallei type Il
secretion system conservative sequence, primers and probe were designed, and then recombinant plasma was
constructed as DNA standard. The real-time PCR system was optimized, and compared with other real-time
PCR with 16S rRNA as target gene. Results The inventive real-time PCR showed wide range of linearity
(1x10" =1 x 10" copies/uL), high sensitivity (10 copies/wL), and intra-experimental coefficients of
variation (CV) of 1.43% —-4.6% . When it was applied directly to identify 24 mocked double-blind blood
samples, 16 samples were positive to B. pseudomallei, and 8 samples were negative to other pathogens. Then,
the inventive real-time PCR was further applied to identify 67 soil samples that underwent parallel
bacteriological culture, and 12 soil samples showed B. pseudomallei positive results. There were 2 soil samples
with positive results based on direct culture and the inventive real-time PCR, but other real-time PCR detection
results were negative. Conclusion The inventive real-time RCR is rapid, accurate and sensitive for
quantitative detection of B. pseudomallei, and can be used for diagnosis of melioidosis in epidemic area.
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