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Determination of daphnoretin content in Luohanshen by high performance
liquid chromatography
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(1. National Institute for Food and Drug Control, Beijing 100050, China; 2. Beijing Tiantan Pharmaceutical
Biotechnology Development Co. Ltd, Beijing 100050, China)

ABSTRACT: Objective To establish a method for the determination of daphnoretin in Luohanshen by high
performance liquid chromatography. Methods The sample was extracted by ethanol solution, ultrasonic for 30
minutes, water bath temperature of 70 °C, spin evaporation and constant volume. The separation was performed on
reverse Cjg column (250 mmx4.6 mm, 5 um) with methanol-0.2% phosphoric acid aqueous solution (55:44, V:V)
mobile phase. The flow rate was 1.0 mL/min. The column temperature was 35 °C and the detection wavelength was
345 nm. Results There was a good linear relationship between the peak area and the concentration of daphnoretin
in the range of 1-20 pg/mL, Y=1.2872X+0.0921, r’=0.9998. The precision of method was 0.34% (n=6). The
recoveries of samples were from 99.9% to 101.2%. The relative standard deviation was 1.73% (n=6), and the limit of
detection was 0.06 pg/g (S'N=3). Conclusion This method has high sensitivity and can be used for the rapid and
accurate determination of daphnoretin in Luohanshen.
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Fig.1 Chromatogram of daphnoretin in reference
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Fig.2 Chromatogram of daphnoretin in Luohanshen sample
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Fig.3 Effect of water bath temperature on the extraction rate of
daphnoretin (n=3)
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Fig.4 Effect of water ultrasonic time on the extraction rate of
daphnoretin (n=3)
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Table 1 Results of relative standard deviation (n=6)

GRTEL N U 11 Y/ (mA U*min) FEME RSD/%
[iEE 23.747. 23.769. 23.851. 23.889. 23.994. 23.848 23.849 0.34
Fz2 MAREULEEL R (n=6)
Table 2 Results of standard addition recovery rate (n=6)
W75 /pg
FEGh S = AJEAE/ng A= /ng S R /% RSD/%
F1W 2w 3w
1 32.0 62.66 61.98 62.17 100.4 0.56
2 31.1 61.53 60.99 61.21 100.2 0.44
3 30.6 60.61 60.63 60.73 100.0 0.11
30
4 30.0 59.97 60.39 60.11 100.0 0.36
5 31.1 61.18 61.05 61.01 99.9 0.15
6 31.1 61.25 61.69 62.52 101.2 1.04
R3 EEMIRER(N=6)
Table 3 Results of repeatability (n=6)
P dn s BUREH /g 72 Wk B /(ng/mL) PEG AR & a/(ng/g) S &R (ugl/g) RSD/%
1 2.0031 6.1371 15.32
2 2.0363 6.4014 15.72
15.5 1.73
3 2.0111 6.2290 15.49
4 2.0132 6.1551 15.29
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