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Simultaneous Determination of Five Constituents in Ajuga Decumbens by HPLC with

Wavelength Switching
WANG Miao, GUAN Min

(Affiliated Hospital of Nanjing University of Chinese Medicine, Nanjing , Jiangsu, China  210029)
Abstract: Objective To establish a high — performance liquid chromatography (HPLC) method for the simultaneous determination of ha-
pagide, acetylhapagide, cyasterone, luteolin and apigenin in Ajuga decumbens. Methods The chromatographic column was Kromasil Cis
column(250 mm x4.6 mm,5 pwm),the mobile phase was acetonitrile —0. 4% phosphoric acid solution(gradient elution),the flow rate was
1.0 mL/min,the detection wavelength was 202 nm for hapagide and acetylhapagide and 245 nm for cyasterone, luteolin and apigenin,
the column temperature was 30 °C ,and the injection volume was 10 pL. Results The RSDs of precision,stability and repeatability tests
were less than 4.7% . The liner ranges of hapagide, acetylhapagide, cyasterone, luteolin and apigenin were 33.44 -1 672.00 pg/mL,
18.248 0-912.40 wg/mL,5.377 6 -268.88 pg/mL,1.728 0-86.40 pwg/mL and 1.507 2 -75.36 pg/mL,respectively. The aver-
age recoveries of hapagide, acetylhapagide, cyasterone, luteolin and apigenin were 99.06% ,98.89% ,98.97% ,99.61% ,97.15% with
RSDs of 0.56% ,0.41% ,0.77% ,1.23% ,1.08% (n=6), respectively. Conclusion The method is efficient, simple, stable and repro-
ducible,which can be used for the simultaneous determination of five constituents in Ajuga decumbens.
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Tab.1 Gradient elution programs and wavelength setting
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10 6 94 202 52 28 72 245
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Fig.1 HPLC chromatograms
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AFarE Tab.2 Results of recovery tests(n=6)
ALV IR IS 0 2016010038 HE 45 6 0, gy 0 FREE PAT NEE mkE TR

I L 122 00T 0k A R T W () (o) g (%) (&) (&)

e 0.5047 4.8451 4.7960 9.6321 99.81
0.5126 4.9210 4.7960 9.6450  98.50
0.5111 4.9066 4.7960 9.6567 99.04
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0.014% , RSD 435124 0. 80% ,0. 58% ,2. 40% ,2. 62% , 0.5078 4.8749 4.7960 9.6278 99.10
4.68% (n=6), KW FEELHRBI, 0.5046 4.8442 4.7960 9.6166 99.51
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SV B ELIF L B ELIE AR S AR O3IT 42821 4.2060 83919 - 98.66 0 o0 4

0.5098 4.2313 4.2060 8.3871 98.81
0.5078 4.2147 4.2060 8.3777 98.98
0.5046 4.1882 4.2060 8.3622 99.24

SN BRI, 5 2. 2 TOUT J7 vkl (R T,
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HE® 0 0.5047 0.2009 0.2003 0.4011 99.46
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IS AR S A T8 B, 20 93 2. 2 R 5 el £ it OSIL 0204 0.2003 0.4037 948
Pl VAT, T 2. 1 T s SR AR A TN E 3K, 0.5098 0.2039 0.2003 0.4011 98.44
iﬁ'%“@ﬁ R,ﬁi‘l‘%ﬁﬁﬁioéﬁ%ﬂﬁ 3. 0.5078 0.2031 0.2003 0.4001 98.34
3 it 0.5046 0.2018 0.2003 0.4021 99.98
R e L O S
Y- Wi S A 2 A DI 2B o S Bk 0.5111 0.1022 0.0989 0.195 98.36
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Py B 2015 45 R A [ 2 i (—3%8) )1 i i 0.5078 0.1016 0.0989 0.2005 100.04
T B ) o 2 R AR, AN PR B A R SE 1 0.5046 0.1009 0.0989 0.2013 101.50
MiE R EF MBS B RPIREEE RREZE . ARE 05047 0.0707 0.0707 0.1399  97.94
PR F R w I2E b A A ELA W GRS R AR 1| g 0.3126 0.0718 0.0707 0.1406 9736
s 90 43110110 BRI 56 R LA 028 LRI O 00716 0.0107 01388 9511 0y o0

0.5098 0.0714 0.0707 0.1402 97.35
0.5078 0.0711 0.0707 0.1398 97.18
0.5046 0.0706 0.0707 0.1399  97.96
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{& ’ 1E /ﬁ\: E 202 nm {EZ JL/( ALI\ ﬁﬂ& LI& ’ % %ZZ: i%zl ’ llilf. j‘ji_ﬁ EF% Tab.3 Results of content determination of five constituents in the
LM - 0. 4% BERR VS W R s AH ,‘%é£¥$%,%&ﬁm%ﬁﬁ v wer  LEReE FABE FARE  Fif
By o My AN e T AR K D 202 nm , AR 20160101 0.960 0. 830 0. 040 0.020 0.014
ROR TR MM IE B BLE 245 nm SRR, o001 0gs0 0.8 - 0.038  0.019
PUEAE 0 ~22 min B, B BRSO 202 nm, 22 min jo180501 .80 0.7%60  0.042  0.041  0.043
Ja VI A A 245 nm, 38 3 P YT 5 1k SE L 2 A A 20180701 1.020 0.810 0.032 0.017 0.034

samples(% ,n=3)
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BT o FUAL T L L 50% H R 2 IR - ASEARB IR,

B SR BRSO | FH 2 B2 BT A B S 2 Mk T 4% Note: - indicates that the content doesn't reach the limit of detection.
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