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Determination of Icariin in Dahuanglingpi Granule
by High Performance Liquid Chromatography
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Abstract : To establish a HPLC method for the determination of icariin in Dahuanglingpi granule. 2.0 g sample was ultra-
sonically extracted for 30 minutes in 25 mL 50% ethanol and determined after filtration. The separation was performed
on an Apollo C4 analytical column (4.6 x250 mm,5.0 wm) with mobile phase consisting of acetonitrile-water (28:72)
at the flow rate of 1.0 mL/min. The detection wavelength was set at 270 nm and the column temperature was kept at 30
°C. The linear range of icariin was 0.03836-7. 672 g, the regression equation was Y =1271X +31.68 (r =0.9998)
and the recovery at 80% ,100% and 120% concentration level was 98.63% ,98.95% and 97.86% (RSD was 2.0% ,
0.5% and 3.2% ,respectively,n =3). RSDs of precision, stability and reproducibility tests were less than 1. 0% . The
developed HPLC method was accurate , simple and suitable for the determination of icariin in Dahuanglingpi granule.
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Table 1  Investigation of different sample pretreatment methods
5241 51| Group
L iy 95 X
%IE.TXH}”J W 25%E 50% E 75% E 100% E 25% M 50% M 75% M M
Extraction solvent
Ve o S A~ EL
HE]FE&H&HE 0.330 0.428 0.468 0.450 0.061 0.382 0.461 0.462 0.163
Icariin content (mg/g)
ey .
. HRH {f&lﬁ'!ﬂ] . UE 15 UE 30 UE 45 RE 30 RE 60 RE 90
Extraxtion method and time ('min)
R i 0.434  0.439 0.435 0.433 0.439  0.434

Icariin content (mg/g)

EWOK) MHEE) JE(ZE) , UEGRFARED , RECIEREEED o

Note : W( water) ,M (methanol) ,E (ethanol) ,UE (ultrasonic extraction) ,RE (reflux extraction).
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Fig. 1 3D-HPLC chromatogram of icariin standard
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Fig. 2 HPLC chromatograms of icariin standard ( A) ,Dahuanglingpi granule sample (B) and negative sample (C)
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Table 2 Recovery test of icariin

R 2

Low concentration

Middle concentration

e i s

High concentration

TR

1.0331 1.0017 1.0069 1.0052
Sample amount (g)
e LT A EL
Fedh 77 0. 4969 0.4818 0.4843 0.4835
Sample content (mg)
o BE Biee
XA At 0.3452 0.3452 0.3452 0.4603
Added amount (mg)
‘]‘" /F“/‘\E‘
g 0.8358 0.8164 0.8324 0.9370
Detected content (mg)
Glled
Recovery (% ) 98.17 96.91 100. 82 98.53
RIS
Average recovery (% ) 98.63
X 22 20

RSD (%)

1.0134 1.0256 1.0099 0.9726 1.0172
0.4874 0.4933 0.4858 0.4678 0.4893
0.4603 0.4603 0.5754 0.5754 0.5754
0.9427 0.9510 1.0584 1.0103 1.0635
98.90 99.42 99.51 94.28 99.79
98.95 97.86
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