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HPLC-DAD simultaneous determination of contents of 5 constituents in SHF saponin

LI Jun—qiang, JIN Mei-na, LI Bing—jie, WANG Ran-ran, QIAO Wei

(College of Pharmacy, Tianjin Medical University, Tianjin Key Laboratory on Technologies Enabling Development of Clinical
Therapeutics and Diagnostics, Tianjin 300070, China )

Abstract Objective: To establish an HPLC method for the simultaneous determination of oxypaeoniflora, albiflorin, paeoniflorin, (-)—
syringaresnol—4-0—p-D-apiofuranosyl—(1—2)-3-D—glucopyranoside and betulinic acid in suanzaorenhehuanfang (SHF) saponin with
HPLC -DAD analysis and identify the sources of the 5 constituents. Furthermore, the quality control standard of SHF Saponin was
established, which has anti-depression effect. Methods: HPLC-DAD analysis was performed on an Agilent TC—Cjg column (4.6 mm x 250
mm, 5 wm). The mobile phase: acetonitrile (A) —0.1% phosphoric acid aqueous solution. The elution mode was gradient elution: 0~9
min, 7%~14% A; 9~20 min, 14% A; 20~31 min, 14%~20% A; 31~32 min, 20%~23% A; 32~44 min, 23%~32% A; 44~52 min, 32% A~
36%; 52~65 min, 36%~63% A; 65~85 min, 63%~100% A. The flow rate: 1 mL*min™. The detection wavelength: 204 nm. The column
temperature: 30 “C. The injection volume: 20 wL. The sources of the 5 constituents were identified by comparing the HPLC chromatogram
of the saponin of a single herb, the negative saponin lack of 1 herb, mixture reference substance and SHF Saponin. Results: In this
condition, each peak was well separated and the 5 constituents had good linear relation with their determination of the concentration
(R*>0.999). The recovery rate was not less than 97.0%. Among 5 constituents, oxypaeoniflora, albiflorin and paeoniflorin belonged to Radix
Paeoniae Alba (dried root of Ranunculaceae peony Paeonia lactiflora Pall). (=)—Syringaresnol-4-0—B-D-apiofuranosyl—(1—2) —-B— D-
glucopyranoside belonged to Cortex Albiziae (dried stem bark of the leguminous plant Albizzia julibrissin Durazz). Besides, betulinic acid
belonged to 4 herbs of SHF. Conclusion: The method is fast, sensitive and reproducible, could make simultaneous determination of 6
constituents of SHF saponin possible. It also provides a theoretical basis and experimental basis for the development of effective, quality—
controllable and innovative Traditional Chinese Medicine (TCM).
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Fig1l HPLC chromatogram of test sample (A) and mixture reference substance (B)
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Tab3 Themeasured resultsof the 5 constituentsin SHF saponin (n=3)

B FUE U (mglg )
FALATENTY AT ABRTT AT T EWIRENTT  FIMENRRR
1 12.51 64.59 59.51 11.70 29.43
2 12.67 65.62 59.55 11.95 29.15
3 12.54 67.29 60.66 11.98 29.24
4 12.77 66.49 60.89 12.00 28.96
5 12.97 65.13 62.02 11.99 28.99
6 12.38 66.05 60.86 12.06 29.00
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Fig2 HPLC chromatograms of saponin of single herb, saponin of the formula lack of one herb, SHF saponin and mixture reference substance
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