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ABSTRACT

The strams of Ps. aeruginosa and others were cultured in liquid SA medinm for 24 hours.
After adding ammonium sulphate, the protein and cell were removed by centrifugation.
The siderophores were separated by adsorption chromatography using Amberlite XAD-4 resin.
The methanol : water (9:1) was used as an cluent. The cruded siderophore were purified by gel
filtration chromatography using Bio-Gel P-2, obtaining pyridine-acetate buffer (pH 6.04) as an
cluent and then lyophilization. The siderophore was analysed by HPLC using WBondapak C-18
column and 8% methanol in 0,005 M acetate buffer (pH 6.02) as mobile phase. The result showed
that the siderophore passing through Bio-Gel P-2 column had higher purity than others.

The effects of pH |, temperature and daylight exposure on abserption of siderophore were
imvestigated using Ultraviolet-visible spectrophotometry. The resuits indicated that pH value << 7
shows a maximum absorbance at 380 nm and a shoulder absorption at 365 nm but pH value 2 7 ,
there is only one peak at 395 nm. At high temperature. km of sidercphores are at 400 nm ( adiust
pH = 5.00 by citnc acid butfer ). pH and temperature had no effect on ferric-siderophore
complexs. It s interesting to note that daylight can be also cffected on the absorption character of
siderophore and ferric-siderophore complexes. The classification of siderophores were carried out
by Csaky test , Tnphenyltetrazolium Chioride test , and Berg & Becker test to determine
hydroxamate and Amow test for catechol. Most of the siderophores gave positive test to
Tniphenyltetrazolium Chloride test and Berg & Becker test which indicated that the siderophores

are hydroxamate .
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The possibility of using siderophore from Ps. aeruginosa as an chelating agent for iron
determination was conducted. The results revealed that the optimumn conditions for complexation
is pH 5.00 { citric acid buffer ), the range of iron concentration is from 0.10-16.00 ppm. The
ferrie-siderophore complex showed absorption maxima at 400 nm with molar absorptivity of

12.031 L mol' cm'. The percentage recovery of this method was found to be 108.32 with

0.0024 % R3D.



