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ABSTRACT

In this study, enzymatic assay of stevioside content in Stevia samples was
developed. Recombinant BT 3567 gene was cloned from genomic DNA of anaerobic
bacterium namely Bacteroides thetaiotaomicron HB-13 into pEt28a expression
vector. Recombinant BT_3567 enzyme hydrolyses glucose moiety from stevioside at
the position of C-13. Following with enzyme assay of glucose allowed stevioside
quantitation. The steps of enzymatic stevioside determination are follows: 1)
Incubate recombinant BT_3567 with Stevia sample in sodium acetate buffer, pH 6.0
at 37 °C for 10-20 min. 2) Stop reaction by heating at 80 °C for 5 min. 3) Measure
glucose content using glucose oxidase and peroxidase assay. The molar amount of
detected glucose was calculated as molar amount of stevioside presented in Stevia
samples. Enzymatic assay developed in this study was validated and it exhibited high
accuracy and precision as well as selectivity for stevioside determination in both of

crude Stevia extract sample and the finished products of Stevia.
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