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Determination of three bufogenins in toad venom
using reversed-phase high performance liquid chromatography
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Department of Traditional Chinese Prescription School of Chinese Materia Medica

China Pharmaceutical University Nanjing 210009 China

Abstract A reversed-phase high performance liquid chromatographic method for the quantitative
determination of three bufogenins in toad venom was established. An Alltech Alltima C,; column
250 mm x4.6 mm 5 pm was used. The mobile phase was acetonitrile-0. 1 mol/L acetate buff-
er pH3.2 50:50 v/v and the flow rate was 0. 8 mL/min. The detection wavelength was set
at 299 nm. The method has good linearity in the ranges of 0.25 —0. 875 g for cinobufagin 7 =
0.9990 0.25-0.875 pg for resibufogenin 7 =0.999 1 and 0. 15 - 0. 525 pg for bufalin r =
0.999 0 . The average recoveries were 100.3% 100.0% and 98.0% for cinobufagin resibufoge-
nin and bufalin respectively. The results indicate that the method is simple accurate repro-
ducible and can be used for the quality control of bufogenins in toad venom.
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Table 1 Determination results of three bufogenins in ten
toad venom samples n =3 %
No. Origin Bufalin Cinopu— Resibl}f— Total .buf—
fagin ogenin ogenins
1 Linyi Shandong 2.81 4.99 5.07 12.87
2 Linyi Shandong 2.00 5.44 3.13 10.57
3 Linyi Shandong 2.16 6.85 3.64 12.65
4 Linyi Shandong 2.36 5.35 6.90 14.61
5 Bozhou Anhui 2.65 4.61 6.98 14.24
6 Bozhou Anhui 2.60 4.17 5.93 12.70
7 Baiyangwan 2.45 4.17 6.76 13.38
Anhui
8 Bozhou Anhui 2.14 3.40 4.81 10. 35
Bozhou Anhui 2.54 4.69 6.44 13.67
10 Bozhou Anhui 2.30 4.46 6.76 13.52
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