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Burkholderia pseudomallei is the causative agent of melioidosis. Different lines of
evidence currently available suggest that B. pseudomallei behaves as a facultative
intracellular organism. Phospholipase C (PLC), enzyme which hydrolyses phospholipids to
yield diacylglycerol and phosphate head group, is secreted from B. pseudomallei. It has
been suggested that this enzyme may be a key virulence factor in several infectious
diseases.

This study was intended to construct B. pseudomallei and B. thailandensis with a
deficiency in the synthesis of non-hemolytic PLC (PIcN) enzyme. The plcN gene knock out
mutants were construced by insertion inactivation. A plcN DNA fragment was cloned into a
suicide vector, mobilized into B. pseudomallei and B. thailandensis by conjugation process
and subsequently integrated into the chromosome by single homologous recombination.
The putative B. pseudomallei and B. thailandensis knock out mutants which was verified
for plc-N inactivation by polymerase chain reaction and southern blot hybridization.

B. pseudomallei and B. thailandensis mutants deficient of PlcN enzyme were
successfully constructed. Enzymological study of the mutants demonstrated the deficiency
in phosphatidylcholine-hydrolysing PLC activity. Studies on other phenotypic
characteristics of both B. pseudomallei and B. thailandensis plcN knock out mutants
revealed that their growth rates were not different from those of the parental wild-type
strains. The constructed mutants have the potentia:l to be useful for further investigation into

the role of PlcN in intracellular survival of B. pseudomallei.
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