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Simultaneous determination of five flavonoids in extract of Lysimachia clethroides
by HPLC
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Abstract: Objective To develop an HPLC method for determination of five flavonoids (rutin, isorhamnetin-3-O-rutinoside, prunin,
quercetin, and kaempferol) in extract of Lysimachia clethroides. Methods HPLC was performed on a Chromasil C;g analytical
column (250 mm % 4.6 mm, 5.0 um) at 35 C with acetonitrile-0.1% phosphoric acid solution as the mobile phase by gradient elution.
The detection wavelengths were 283 and 370 nm and the flow rate was 1.0 mL/min. Results Five flavonoids were separated perfectly.
The equation linear regressions were rutin Y=14 958 X+179.22 (r=0.999 3), isorhamnetin-3-O-rutinoside Y=12 126 X+3.14
(r=0.999 4), prunin Y=23 821 X+76.81 (r=0.999 4), quercetin Y=35 761 X—20.30 (r=0.999 5), and kaempferol Y=39 078
X+1.81 (r=0.999 1). Linearities of rutin, isorhamnetin-3-O-rutinoside, prunin, quercetin, and kaempferol were good in ranges of
228.60—1143.00, 99.60—498.00, 232.20—1161.00, 22.08 —110.40, and 15.10—75.60 ng, respectively. The average recoveries were
97.8%, 98.9%, 102.4%, 98.4%, and 92.2%, respectively. Conclusion The validated method is simple, accurate, and able to provide
the basis for the quality control of flavonols in active fraction of L. clethroides.
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Fig.1 HPLC chromatograms of mixed reference substances (A: 2 =370 nm, B: 4 =283 nm) and L. clethroides extract
(C: 4=370 nm, D: 2 =283 nm)
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Table 1 Results of linear relation and test of precision, repeatability, and stability
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