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—Determination of Gypsogenin by HPLC Using 2, 4-Dinitrophenylhydrazine
as a Pre-labeling Reagent—

Wang Kyu Lee, Byung Gi Ryu and Bak-Kwang Kim
College of Pharmacy, Seoul National Universitty, Seoul 151, Korea

Abstract—Gypsogenin was derivatized with 2, 4-dinitrophenylhydrazine prior to analysis with
HPLC. Reversed-phase column (Du pont ODS) was used and the mobile phase was acetonitrile
and water (60:40). The effluent was detected at 550nm using an U.V. detector and the retention
time was approximately 9.2min. The concentration was quantitated by measuring the area and

the detection limit was 0. 2pg.
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Fig. 1-Schematic diagram of formation of 2,4~
dinitrophenylbydrazone of Gypsogenin.
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Fig. 2-U.V. Absorption spectra of 2, 4-DNPH deriva-
tive of Gypsogenin and 2, 4-DNPH
(1) 2,4-DNPH
(2) Gypsogenin-2, 4-DNPH
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Table I-Conditions of HPLC

Column DuPont ODS(O 4mm 1d Xl5cm)

Mobile phase 60% acetonitrile
Detection UV 550nm
Flow rate 1. 0ml/min
Sensitivity 0.2pg

Chart speed 0. 5cm/min

Injection volume 2u!
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Fig. 3-Effect of hydrolysis time in the hydrolysis
of Gypsophila saponin.
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Fig. 4-Effect of reaction time on derivatization at

room temperature.
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Fig. 5-Chromatogram of 2,4-DNPH derivative of
gypsogenin in Gypsophila oldhamiana.
Column: Du pont ODS (0.4mm i.d. X 15cm)
Mobile phase: 60% acetonitrile
UV detector: 350nm
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Fig. 6-Chromatogram of 2,4-DNPH derivative of
gypsogenin in crude saponin.
Column: Du pont ODS (0.4mm i.d.x15cm)
Mobile phase: 60% acetonitrile
UV detector: 350nm
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Fig. 7-Calibration curve of Gypsogenin.
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Table II-Recovery of Gypsogenin in Gypsophila

saponin
Amount Amount Recovery C.D
added found
(mg) (mg) (%) (n=5)
1 0.992 99.2 1.2
2.983 99. 4 0.9
5.014 100.3 1.3

Table III-Content of Gypsogenin

Sample content(%)
Gypsophila oldhamiana 0.6
crude saponin 9.9
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