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Abstract
Screening test for determination of sweetening substances (as
stevioside and rebaudioside A) content in Stevia rebaudianeBertoni

from various planted areas

Prang Intharit, Wuttipornlamgampang
Project advisor:PisamaiKulkantanatorn, SalinthipJarusintanakorn
Department of Pharmaceutical Chemistry, Faculty of Pharmacy,Mahidol University
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The aim of this special project is to develop a simple and rapid method for
determination the content of stevioside and rebaudioside A, the sweetening substances
in dried leaves of SteviarebaudianeBertoni. By using Thin Layer Chromatography-
Densitometry (TLC-densitometry), the TLC conditions were composed of ethyl acetate:
ethanol: water (20: 5: 3) as mobile phase, then reacted with anisaldehyde reagent for
visualization and detected at 540 nm. This method was validated for accuracy (mean
recovery of stevioside and rebaudioside A were 97.87% (%RSD 0.18) and 97.93%
(%RSD 0.69 ) respectively), For Intra-day precision results were 0.71-3.50%RSD for
stevioside and 0.54-2.62%RSD for rebaudioside A. For Inter-day precision results
were2.51-2.93 %RSD for stevioside and 2.36-3.34for rebaudioside A . The linearity for
stevioside was y=561.15x + 2039.5, which ’=0.9916 and forrebaudioside A was y =
357.3x+6616.5 which r’=0.9905. The extraction of active sweeteners was done by
maceration with ethanol at 80°c for 4 hours, and the extract was identifed and
quantitated. The content of Stevioside and Rebaudioside A in dried stevia leaves were

3.25 mg and 3.60 mg, respectively, which were about 0.01% w/w.



