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ABSTRACT

Background: Neisseria gonorrhoeae and Chlamydia trachomatis are the
most common species of bacteria that cause sexually transmitted diseases
worldwide. Clinical symptoms range from asymptomatic to severe disease,
with various complications. Detection of infections caused by these two
organisms is largely dependent on conventional assays, such as direct
staining and cultural methods, which may be time consuming and which
often have problems in regard to sensitivity and specificity.

Objectives: To establish and compare the diagnostic performance of In-
house Tagman-base multiplex real time PCR for detection of N.
gonorrhoeae and C. trachomatis.

Methods: In-house Tagman-base multiplex real time PCR for detection of
N. gonorrhoeae and C. trachomatis was performed by using 2 pairs of
primers specific to each organism’s cryptic plasmid DNA sequence; these
produced N. gonorrhoeae and C. trachomatis PCR products of 147 and
118 base pairs, respectively. Two Tagman labled probes were used
simultaneously Confirmation of N. gonorrhoeae infection was done using
In-house Tagman- based Real Time PCR for the N. gonorrhoeae porin A
pseudogene. The B-globin gene control assay was performed by using
conventional PCR and employed human leukocyte extracted DNA as the



target Diagnostic performance of the assay was compared with Roche
Multiplex AMPLICOR CT/NG PCR.

Results: Sensitivity of In-house Tagman-base multiplex real time PCR for
detection of N. gonorrhoeae and C. trachomatis was 5 fg. For In-house
Tagman-based Real Time PCR detection of N. gonorrhoeae porin A
pseudogene the sensitivity was 50 fg. When compared with commercial
test kit, In-house Tagman-base multiplex real time PCR for detecting N.
gonorrhoeae had concordant result of 2 positive samples and 179 negative
samples while 9 positive samples and 1 negative sample were discordant.
For detecting C. trachomatis, the assay had concordant results as all
positive samples and 165 negative samples while 4 positive samples were
discordant. This study demonstrated the prevalence of N. gonorrhoeae
cppB plasmid less strain at 2.84 %.

Conclusion: We establish a rapid In-house Tagman-base multiplex real
time PCR had sensitivity, specificity comparable to those obtained from
Roche Multiplex AMPLICOR CT/NG PCR. When the infection was to be
diagnosed, urine sample was benefit in both sensitivity and less
invasiveness compared to the standard urethral swab, despite the slightly
lower sensitivity and specificity. For Porin A pseudogene confirmation
assay, the assay demonstrated the well specificity and remarkable

sensitivity.
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