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Pseudomonas pseudomallei is a causative agent of melioidosis which is
an'infectious disease endemic in Southeast Asia. P. pseudomallei protease is

implicated as a potential virulence factor since it is associated with necro=-.

toxin. It is thus crucial to isolate and purify P. pseudomallei protease as .

an initial step in defining its role in pathogenesis.

Twenty-four clinical isolates and three reference strains of
P. pseudomallei were used to screen for the protease'production by growing the
organisms in glycerol beef extract broth and detecting protease by skim milk
plate test. It was foundthat all tested strains produced extracellular
protease in different amounts . High protease production was obtained when
growth was performed at 30°C with shaking in glycerol beef extract broth

containing calcium ions.

Purified protease was achieved by 40-70% ammonium sulfate precipita-
tion,ion exchanae chromaitograrhy on DEAE-cellulose and gel filtration on
Sephadex G-200 with a recovery of 1.6%. The properties of the protease were
as follows ; i) it possessed activity at wide range pH from 4 to 9 with the
optimal pH of 5; ii) it was heat-labile; iii) its activity was inhibited by
EDTA, PHE and some heavy metal ions such as Hq2+ and Cu2+ but not by PMSF and
trvpsin soy bean inhibitor, Ca2+, BaZF, Mq2+and Zn2+r these suggested that
P. pseudomallei protease is an acid metalloprotease; iv) its molecular weight
was estimated as 39,000 by sodium dodecyl sulfate-polyacrylamide gel electro-
phoresis and 50,000 by gel filtration; v) it possessed collagenase activity

but not elastase activity.
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ABBREVIATIONS

BB = beef extract broth

o @ = degree celsius

ca. = circa , approximate

cm. = centimeter

CFU = colony forming unit

D.W. = distilled water

e.g. = exampli gratia (Latin), for example
et al. = et alii (Latin), and others

etc. = - et cetera

EDTA = ethylene diamine tetraacetic acid
fig. = figure

gm = gram

X g = gravity (centrifugal force)

GB = glycerol broth

GBC = glycerol broth containing calcium ions
GBG = glycerol broth containing glucose .
hr = hours

HMB = para- hydroxymercuribenzoate

IEP = immunoelectrophoresis

IgA = immunoglobulin A

I1gG = immunoglobulin G

KD = kilodaltons

M = molarity
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