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Simultaneous Determination of Stibene Glucoside, Physcione, Calycosin-7-0-8-D-
glucoside, Ononin, Calycosin and Fermlononetin in Ejiao Yishou Jing by
HPLC Gradient Elution Method
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(1. College of Biological Engineering, Jilin Engineering Vocational College, Siping 136001, China;
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[ Abstract | Objective; To establish an HPLC gradient elution method for simultaneous determination of
stibene glucoside, physcione, calycosin-7-0-8-D-glucoside, ononin, calycosin and fermlononetin in Ejiao Yishou
Jing. Method: An Agilent TC-C; column (4.6 mm x250 mm, 5 wm), with acetonitrile-methanol (9:1) (A)
and 0. 1% phosphate acid solution (B) as the mobile phases for gradient elution. The column temperature was 30

C

were detected at 280 nm; calycosin-7-0-B-D-glucoside, ononin, calycosin and fermlononetin were detected at 254

and the flow rate was 1.0 mL-min~', with an injection volume of 20 pL. Stibene glucoside and physcione
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nm. Result: Stibene glucoside, physcione, calycosin-7-0-8-D-glucoside, ononin, calycosin and fermlononetin
showed good linearity within the concentration range of 5.23-104.60 mg-L~" (r =0.999 5), 5.05-101.00
mg-L™" (r=0.999 1), 5.92-118.40 mg-L "' (r=0.999 3), 4.74-94.80 mg-L~" (r=0.999 8), 4.85-97. 00
mg-L™" (r=0.999 7), and 6.91-138.20 mg-L~" (r=0.999 7) respectively. Their average recovery rate (n =
6) and RSD were 98.52% (1.6% ), 97.95% (1.4% ), 99.47% (1.6% ), 96.99% (1.0% ), 99.24%
(1.1% ), and 98.13% (1.4% ) respectively. Conclusion: This HPLC gradient elution method could be used to
simultaneously determine the contents of stibene glucoside, physcione, calycosin-7-0-8-D-glucoside, ononin,

calycosin and fermlononetin in Ejiao Yishou Jing. This method is accurate, highly sensitive and repeatable,

providing a reliable method for the quality control of Ejiao Yishou Jing.
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Fig.1 HPLC of Ejiao Yishou Jing
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TR Y=1.1349 x10°X -431.8 5.23 ~104.60 0.999 5
KEHEWPEE Y=4.2943x10°X-109.1 5.05~101.00 0.999 1
EEFEME Y =8.349 7 x10°X +258.9 5.92~118.40 0.999 3
AR AR T Y=8.0061x10°X-185.6 4.74~94.80 0.999 8
EEFEM Y=6.1972x10°X -237.4 4.85~97.00  0.999 7
AL Y=1.661 8 x10°X +337.7 6.91 ~138.20 0.999 7
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Table 2 Results of recovery test of Ejiao Yishou Jing

W 0 TG R T A A0 B F S IR [T i
I RSD, 25K 2

W FREU i JnA & HURCS [a] i A RSD
/g /mg /mg /mg /% /% /%
TR .001 7 1.276 5 1.307 5 2.590 2 100. 47 98.52 1.6
.000 2 1.276 1 1.307 5 2.563 3 98.45
987 5 1.272 0 1.307 5 2.541 1 97.06
0029 1.276 9 1.307 5 2.549 7 97.35
.000 8 1.276 3 1.307 5 2.588 2 100. 34
.001 1 1.276 4 1.307 5 2.550 4 97. 44
Kk W i .001 7 0.244 1 0.252'5 0.495 7 99. 64 97.95 1.4
.000 2 0.244 0 0.252'5 0.486 6 96.08
987 5 0.243 2 0.252'5 0.490 8 98. 06
0029 0.244 2 0.2525 0.493 5 98.73
.000 8 0.244 0 0.2525 0.488 0 96.63
001 1 0.244 1 0.2525 0.492 9 98.53
T2 5 .001 7 0.776 3 0.740 0 1.500 6 97.88 99. 47 1.6
.000 2 0.776 0 0.740 0 1.5228 100.92
987 5 0.773 6 0.740 0 1.520 1 100. 88
.002 9 0.776 6 0.740 0 1.496 7 97.31
.000 8 0.776 2 0.740 0 1.513 0 99.57
001 1 0.776 2 0.740 0 1.518 2 100.27
PEAE AL AT .001 7 0.5522 0.5925 1.130 8 97.65 96.99 1.0
.000 2 0.5520 0.5925 1.124 2 96.57
987 5 0.550 3 0.5925 1.1229 96. 64
.002 9 0.552 4 0.592'5 1.121 8 96. 10
.000 8 0.552 1 0.5925 1.136 1 98.57
001 1 0.5522 0.5925 1.123 5 96.42
BE 5 EW .001 7 0.460 2 0.4850 0.941 3 99.20 99.24 1.1
.000 2 0.460 0 0.485 0 0.949 7 100.97
987 5 0.458 6 0.4850 0.936 8 98. 60
.002 9 0.460 3 0.4850 0.935 1 97.90
.000 8 0.460 1 0.485 0 0.938 4 98. 62
.001 1 0.460 1 0.4850 0.945 9 100. 16
P R .001 7 1.724 7 1.7275 3.410 8 97.60 98.13 1.4
.000 2 1.724 1 1.727 5 3.459 6 100. 46
3.987 5 1.718 6 1.727 5 3.407 0 97.74
.002 9 1.7252 1.7275 3.4175 97.96
.000 8 1.724 3 1.7275 3.428 1 98.63
.001 1 1.724 5 1.7275 3.3899 96. 41
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Table 3 Determination results of Ejiao Yishou Jing content

-1
mg*g

WS mw we mmE H SREM X

201409082 0.319  0.061 0.194 0.138 0.115  0.431

201501022 0.316  0.055 0.191 0.135 0.118  0.426

201501012 0.322  0.068 0.202 0.142 0.119  0.439
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