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ABSTRACT

In this study, the Single-tube Multiplex PCR for Mycobacterium species
identification was established. This Multiplex PCR assay could detect the 16S-23S
rDNA spacer of genus Mycobacterium, and also possesses six species of
Mycobacterium identification capacity. The primers using in this Multiplex PCR were
searched and modified specific to M. tuberculosis complex, M. avium, M.
intracellulare, M. kansasii, M. scrofulaceum, and M. fortuitum, which identified by
amplified products of 260/320 bp, 95/320 bp, 75/335 bp, 17/320 bp, 340/320 bp and
210/370 bp, respectively. The optimized annealing temperature for this multiplex
PCR was 63.5°C. The optimized concentration of MgCl, and dNTPs were 1.5 mM
and 200 uM, respectively. The condition of this Multiplex PCR is firstly denaturated
at 94 °C for 5 min, and followed by 5 min, 30 cycles of denaturation at 94 °C 1 min,
annealing at 63.5 °C, 1 min, extention at 72 °C,1 min, and final extension at 72 °C for
10 mins. The sensitivity of this Multiplex PCR also was tested, at least 10> cells of
mycobacteria could be detected.The specificity of this Multiplex PCR was tested by
performing with 21 referent strain strains of mycobacteria. The results showed the
right identification to all 21 referent strains of mycobacteria, except M. gordonae. This

species could be identified extra from 6 selected species. The identification results



showed 100% negative with 51 isolates of nonmycobacteria and 98.4% concordance
when compared with PCR-REA in 64 clinical isolates of mycobacteria. In conclusion
Multiplex PCR is another choice that is easy, rapid and low cost suitable for

identification of six Mycobacterium species in one reaction.
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