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Abstract Objective: To establish a method to prepare and determine the content of ofophylloside A as a
reference substance for ethnic medicine Cynanchi Otophylli Radix so as to provide references for improving the
quality standard. Methods: Otophylloside A isolated by phytochemical methods from Cynanchi Otophylli Radix
was prepared as the reference substance. The structure of the reference substance was identified by MS, NMR
and other spectroscopic methods. The content of the reference substance was determined by area normalization
method. HPLC method was established to detemine the content of otophylloside A in Cynanchi Otophylli Radix,
Cynanchi Stauntonii Rhizoma et Radix, Cynanchi Atrati Rhizoma et Radix, and Cynanchi Paniculati Rhizoma
et Radix. The separation was performed on a Waters XSelect C18 column (4.6 mmx250 mm, 5 pm) with
acetonitrile-water (43 : 57) as mobile phase, the flow rate was 1.0 mL - min'. The detection UV wavelength was

at 223 nm, and the column temperature was 30°C. The injection volume was 10 pL. Results: The purity of isolated
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otophylloside A was more than 98% and could be used as a reference substance for quality research. There was

a good linear relationship in the concentration range of otophylloside A from 5.62 to 224.8 ug - mL™" (+=0.9998,
n=6). The average recovery (n=6) of the method was 97.7% (RSD=1.4%). Otophylloside A was not detected
in Cynanchi Stauntonii Rhizoma et Radix, Cynanchi Atrati Rhizoma et Radix, Cynanchi Paniculati Rhizoma
et Radix. The content of otophylloside A in Cynanchi Otophylli Radix was 0.015%-0.070%. Conclusion:

Otophylloside A is a characteristic component of Cynanchi Otophylli Radix and can be used as quantitative

index of the ethnic medicine. The HPLC method established in the paper can be used for the determination of the

content in the quality standard.

Keywords: Cynanchi Otophylli Radix; Otophylloside A; Cynanchi Stauntonii Rhizoma et Radix; Cynanchi Atrati

Rhizoma et Radix; Cynanchi Paniculati Rhizoma et Radix; reference substance preparation; determination of the

content
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(C=1"), 37.1 (C=2"), 77.5 (C=3"), 82.5 (C-4"),
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