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Simultaneous determination of six active constituent in different parts of Houttuyniae
Herba by quantitative analysis of multi-components by single marker

HE Bing', LIU Yan', LI Chun-hong', YANG Shi-yan®, ZHANG Yan’

1. Research Center for Drug, Luzhou Medical College, Luzhou 646000, China

2. Traditional Chinese Medicine Hospital Affiliated to Luzhou Medical College, Luzhou 646000, China
3. Affiliated Hospital of Luzhou Medical College, Luzhou 646000, China

Abstract: Objective To establish a method for simultaneous determination of the contents of six main active constituents
(neochlorogenic acid, chlorogenic acid, rutin, hyperin, isoquercitrin, and quercitrin) in Houttuyniae Herba by quantitative analysis of
multi-components by single marker (QAMS). Methods The chromatographic separation was achieved on a Kromasil Cg column
(250 mm X 4.6 mm, 5 pm), the mobile phase was acetonitrile-0.1% phosphoric acid aqueous with gradient elution and changeable
wavelength detection. Chlorogenic acid was used as the reference, the calibration factor of other five constituents to that of chlorogenic
acid was calculated respectively to get each relative calibration factor. And the contents of the active constituents were calculated by the
relative calibration factor to realize QAMS. At the same time, the external standard method was used to detect the contents of the six
constituents, comparing the two methods to validate the accuracy and feasibility of the new method. Results No significant
differences were found in the quantitative results of the six active constituents in Houttuyniae Herba determined by measured value and
calculated value. The amounts of the six active constituents in the different parts of Houttuyniae Herba were found to be varied,
chlorogenic acids and flavonoids mainly distributed in the leaves. Conclusion The active constituents of Houttuyniae Herba mainly
distribute in the leaves. The QAMS is feasible and accurate to evaluate the contents of the six active constituents in Houttuyniae Herba.
Key words: quantitative analysis of multi-components by single marker; relative correction factor; Houttuyniae Herba; chlorogenic

acid; rutin; hyperin; quercitrin; isoquercitrin
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Fig. 1 HPLC chromatograms of mixed reference substances (A), Houttuyniae Herba (B),

% (E). R (F) BYHPLC &iLE

and leaves (C), flowers (D), stems (E), and roots (F) of Houttuyniae Herba
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Table 1 Linear equations of six constituents

|3'% 2Pt RE r LMV / pg Rl R/ ng TEER /ng
WirIRmR Y=52.6752X—0.398 5 0.999 9 0.077~3.825 0.23 0.76
R R Y=52.567 1 X—0.284 6 0.999 7 0.038~1.900 0.26 0.86
FT Y=31.459 6 X—0.305 4 0.999 8 0.023~1.150 0.37 1.25
Rt I5ES Y=44.9754 X—0.356 8 0.999 9 0.052~2.575 0.27 0.91
e Y=455843 X—0.4357 0.999 8 0.027~1.354 0.31 1.04
it B 1 Y=453678 X—0.397 3 0.999 9 0.069~3.450 0.26 0.88
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Table 2 Determination of six constituents in Houttuyniae Herba by different methods (n = 3, RSD < 2%)

JR 8L / (mgg )

(A BRI SRIRIR AT SRR SR Witz
ShbRik —WZVE SRk VR SMRE WV AMRE WP AMRE WP SMRE AT
AhL 4226 4220 4190 4189 1.028  1.031  3.742  3.737 1351 1353 4616  4.611
M 6912 6903 6922 6.921 1459 1464 5183 5176  1.682  1.684 6539  6.532
f£ 5331 5324 4886 4886  0.693 0696 1368 1366 0391 0392 2498  2.495
2% 1627 1625 1496 1496  0.110  0.110 0506 0505 0244 0244 0213 0213
0300 0300 0630  0.629  0.043 0043 0069  0.069 0034 0034 0052  0.052
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