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Simultaneous determination of five components in
Herba Artemisiae Anomalae by HPLC’

LIU Xian—fu, DING Cong, HUANG Chun-yan, PAN Yong, QIN Ri-hong™

( Faculty of Chinese Medical Science Guangxi University of Chinese Medicine , Nanning 530222, China )

Abstract Objective: To establish an HPLC method for simultaneous determination of five components in Herba
Artemisiae Anomalae. Methods: The HPLC assay was performed on a Syncronis C,g( 250 mm x 4.6 mm, 5 pm )
column. The mobile phase was methanol—-0.2% phosphoric acid ( 40 : 60 ). The flow rate was 1 mL * min™', the detection
wavelength was 260 nm, the column temperature was 25 °C. and the injection volume was 10 pl.. Results: Five constituents
of quercetin, naringin, kaempferol, formononetin and eupatilin were identified by comparing with the spectra
of standard substances. The linear relationship of the five components was good within the range ( 0.062-0.992
ne, 0.031-0.496 pg, 0.034-0.544 pg, 0.022-0.352 pg and 0.027-0.432 pg ). The average recoveries of sample
addition were in the range of 97.8%—100.6% ( RSD<3.0% ). The contents of five components in four batches of
samples were 0.022%-0.041%, 0.009%-0.024%, 0.011%-0.023%, 0.006%—-0.014% and 0.017%—0.033%.
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Conclusion: The method is simple, accurate and reproducible. It can be used for the determination of five

components in Herba Artemisiae Anomalae.

Keywords: Herba Artemisiae Anomalae; quercetin; naringenin; kaempferol ; formononetin; eupatilin; HPLC;

content determination
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Fig. 1 HPLC chromatograms of mixed reference substances( A ) and sample( B )
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Tab.1 The results of calibration

| %ix R AMEE T
( component ) ( regression equation ) ' (linear range )/ g
HitHz 2 (quercetin ) Y=1562.1X-17.367 0.999 5 0.062~0.992
Hli 2 % (naringenin ) Y=725.84X+5.952 1 0.999 2 0.031~0.496
1LZE 1 ( kaempferol ) Y=832.73X-4.444 2 0.999 5 0.034~0.544
TAEZ (formononetin ) Y=275.84X+6.418 2 0.999 4 0.022~0.352
FPE2HZ (eupatilin ) ¥=906.55X+2.750 3 0.999 1 0.027~0.432
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x2 MELRKRMIELER (n=6)

Tab.2 Results of recovery tests

5% B St B S LSy JFEENSCR SR RSD/%
(. component ) (sample amount ) /g (original )/mg ~ (added )/mg  (measured )/mg ~ (recovery )/%  (average recovery )/%
Hit Bz 2 ( quercetin ) 0.502 5 0.158 6 0.156 0 0.3139 99.5 100.6 1.6
0.506 8 0.160 0 0.156 0 03185 101.6
0.502 4 0.158 6 0.156 0 03124 98.6
0.506 6 0.1599 0.156 0 03153 99.6
0.505 8 0.1597 0.156 0 0.317 4 101.1
0.504 3 0.1592 0.156 0 03198 102.9
Ml % ( naringenin ) 0.5025 0.108 9 0.106 0 02142 99.4 99.3 0.96
0.506 8 0.109 8 0.106 0 0.216 1 100.3
0.502 4 0.1089 0.106 0 02137 98.9
0.506 6 0.109 8 0.106 0 0.214 6 98.9
0.505 8 0.1096 0.106 0 0.2159 100.3
0.504 3 0.109 3 0.106 0 0.2129 97.8
11251 ( kaempferol ) 0.502'5 0.086 7 0.0850 0.170 8 98.9 99.3 1.45
0.506 8 0.087 5 0.0850 0.1712 98.5
0.502 4 0.086 7 0.0850 0.172 4 100.8
0.506 6 0.087 4 0.0850 0.173 1 100.8
0.505 8 0.087 3 0.0850 0.169 8 97.1
0.504 3 0.0870 0.0850 0.1717 99.6
TTERE 0.5025 0.059 5 0.062 0 0.118 6 95.3 97.8 2.08
(formononetin ) 0.506 8 0.060 0 0.062 0 0.1198 96.4
0.502 4 0.059 5 0.062 0 0.1222 101.2
0.506 6 0.060 0 0.062 0 0.1213 98.9
0.505 8 0.059 9 0.062 0 0.120 3 97.4
0.504 3 0.059 7 0.062 0 0.120 1 97.4
A e 0.502 5 0.1249 0.1250 0.249 1 99.4 98.9 0.91
(eupatilin ) 0.506 8 0.1259 0.1250 0.2512 1002
0.502 4 0.124 8 0.1250 0.247 8 98.4
0.506 6 0.1259 0.1250 0.248 9 98.4
0.505 8 0.1257 0.1250 0.249 7 99.2
0.504 3 0.1253 0.1250 0.247 4 97.7
*3 BENELER(%,n=3)
Tab.3 Results of content determination
P (L) , ) Tl e 2% Ll TR SRR
[ habitat ( batch ) ] B Cquercetin) ( naringenin ) ( kaempferol ) ( formononetin ) (‘eupatilin )
775 (18020601 ) 0.032 0.022 0.017 0.012 0.025
WL (160701 ) 0.027 0.014 0.023 0.008 0.033
WL (150501 ) 0.022 0.009 0.011 0.006 0.017
VL8 (160301 ) 0.041 0.024 0.014 0.014 0.021
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