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Twenty pure bacterial cultures isolated from raw Thai fish sauce were seléctcd for lipase producing
ability on Sehgal and Gibbons Complex {SGC) agar medium containing 2.0% Tween 80 and SGC liquid
medium containing 1.0% olive oil, both media contained 3.0 M (18.0%) NaCl. The results showed that isolate
PB233 could produce the highest lipase activity. This isolate was identified based on morphology,
biochemical characieristics and 168 rRNA sequence database of other bacteria, it was classified as
Staphyiococcus warneri. This strain could grow in 0-4.0 M (0-24.0%;) NaCl but the best growth was observed
at 0 M NaCl, therefore, S. warneri PB233 was could be grouped in halotolerant bacteria. A halololerant
S, warneri PB233 could produce the highest lipase activity in 3GC liquid medium containing 1.0% olive oil
and 3.0 M NaCl, a typical pattern of lipase production showed that enzyme secretion was coupled to active
cell multiplication and maximum activity was obtained at stationary phase. Lipase was purified by ethanol
precipitation, Sephadex G-100 gel filtration and DEAE Toyopear! 650M anion-exchange chromatography.
The purity and molecular weight were determined by sodium dodecyl sulﬁatemolyacryiamide gel
electrophoresis. The results showed that the molecular weight of lipase from halotolerant S. warneri PB233
was 45,000 Da. Crude and purified lipase were optimal at pH 7.0 and ai temperature of 40°C. They were
stable between pH 7.0 and 9.0 and at temperatures between 30 and 40°C. Crude and purified lipase had

marked halophilic enzyme properties, showing maximal activities in the presence of 2.5 M (15.0%) NaCl.

Application of halophilic lipase to fish sauce fermentation was successful in these preliminary
experiments. The results showed that increasing of halophilic lipase cause increasing of volatile fatty acids
(acetic acid, propionic acid, isobutyric acid, butyric acid, isovaleric acid and valeric acid) that have been
identified as aroma in fish sauce. The optimum halophilic lipase concentration that apply to fish sauce was
1.0%. In addition, the feasibility of making fish sauce by application of halophilic protease (I.S%) from
Halobacterium salinarum PB407, halophilic ribonuclease (0.5%) from Pseudomonas sp. No. 3241 and
halophilic lipase (1.0%) from 8. warneri PB233 was studied. The results showed that halophilic enzymes
added fish sauce contained significantly more formal nitrogen, total nitrogen, §'-GMP and volatile fatty acids

content campared to fish sauce without enzyme added.





