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Abstract  Objective To develop a new high performance liquid chromatography ( HPLC) coupled with Evaporative Light
Scattering Detector ( ELSD) method for simultaneous determination of four major steroid glycosides ( Timosaponin B Timosaponin El
Timosaponin BII and Timosaponin AIIl) . Methods HPLC analysis was performed on an Agilent Zorbax SB-C,; column (4.6 mm X
250 mm 5 pum) with a mobile phase of water ( adjust to pH 3.3 by acetic acid) ( A) and acetonitrile ( B) . The gradient elution pro—
gram was as follow: 0 ~8 min 12% ~23% B; 8 ~25 min 23% B,; 25 ~35 min 23% ~45% B; 35 ~40 min 45% ~95% B. The
temperature of drift tube was 55 °C and the nebulizer nitrogen flow rate was 4.0 Bar. Results The linearity was obtained over 42. 10
~252.6 pg/ml (r=0.999 3) for Timosaponin B 48.80 ~292.8 pg/ml (r=0.999 1) for Timosaponin E1 192.2 ~ 1153 pg/ml (r
=0.999 7) for Timosaponin BII and 8.512 ~85.12 pg/ml (r=0.998 5) for Timosaponin AIIl. The RSDs of precision and stability
of the samples were both less than 1% in 48 hours. The average recovery was between 96.04% ~102.8% . Conclusions The present
method with satisfactory efficacy was simple which could simultaneously determine multiple steroid glycosides in Anemarrhena as—
phodeloides Bge. from different areas.
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