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Pseudomonas pseudomallei is a gram-negative bacterium which is the
causative agent of melioidosis. Properties which are implicated to
contribute virulence to this bacterium are surface antigens, and
extracellular substances such as exotoxin, protease and hemolysin.

In order to study the the hemolysin of p. pseudomallei, recombinant
DNA technigues were employed to clone p.pseudomallei DNA into E. coli JM 109
via pUCIS cloning vector. Chromosomal DNA was partially digested with Pstl
restriction endonuclease and ligated with the dephosphorylated Pstl site of
pUC18 DNA. The ligation mixture was transformed into competent E. coli.
Transformants were selected on ampicillin agar containing X-gal. These
transformants were screened for the hemolytic activity by the cellophane
plate technique. It was found that three E. coli transformants possessed
hemolytic activity. These transformants harbored recombinant laamids pWC3,
PWC7 and pWDL of which the inserts are approximately 0.9, 0.9 and 5.6 kb
respectively. Southern blot analysis using these inserted DNA as probes
demonstrated that p.oseudomallei DNA fragments of the same size With the
probe hybridized to each probe except the 0.4 kb fragment of pWC7 which
hybridized to higher molecular weight DNA of Pstl digested p.pseudomallei.
chromosomal DNA fragments. In addition, there was no homology among these
inserted DNA
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Base pair
Bovine serun albumin
Centineter
Cetyltrinethyl amoniun bromide
Deoxyadenosine 5'-triphosphate
Deoxycytidine 5'-triphosphate
Deoxyguanosine 5'-triphosphate
Deoxythymidine 5'-triphosphate
Deoxynucleotide 5'-triphosphate
dalton
Deoxyribonucleic acid
double distilled water
Ethylenediamine tetraacetic acid
N-2-Hydroxyethylpiperzine-N'-2-ethanesulfonic
Hemolytic unit
Kilobase
Liter
Molarity
Millimolar
Molecular weight
Microgram
Microliter
Micrometer



P~ = Mieromolar

nm = Nanometer

ng Nanogram

NaCl = Sodium chloride

NaHzHPO04 = Sodium dihydrogen phosphate

NazHPCk = Sodium hydrogen phosphate

H = Normality

NaCH = Sodium hydroxide

NSS = Normal saline solution

0.D. = Optical density

32p = Radioactive Phosphorus 32

PIPES Piperazine-N ,N'-bis [ 2-ethanesulfonic acid |

PCR - Polymerase chain reaction

rpn = Revolution per minute

SDS = Sodium dodecyl sulphate

§SC = Saline sodium citrate

Tris = Tris-(hydroxymethyl)-aminoethane
Unit

uv Ultraviolet

Vv = Voltage

vIv = Volume / Volume

w/v = Weight / Volume

X-gal = 5-Bromo-4-chloro-3-irxiolyl- D -galactoside
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