i EE 245 2019 42 6 H %5 53 B4 6 11 Chinese Journal of Veterinary Drug - 1-

doi:10.11751/ISSN.1002-1280.2019.06.01

L T TR AH € 3 — 58 MG I 32 0 g O R 55
VORI AT

BAEM, THL BRERY ,ZAW , 285", D LE", Kip >
(LN ZR A 24 R R 50 0T, DR 25002252 LLZRAR & 7= il JBT o 8 4 Wi 55 XU TP A1k T 4 SIC 00 2, T 2500225
3RS R AMRA T, FFRT 250400;4.55 B R E AW B HARA R, ILZRT & 266000)

[WFEBHEA] 2019-03-31 [ XEEFRIRASZ]IA [ XE4S]1002-1280 (2019) 06-0001-08 [ HHE4FES]S859.3

[ E] BITHBREMEE(UPLOMNEEEZRAAN T ER ) EFHFMETHEE, X
F R AR & BB AR B A AR T3 T Btk 2 22, L ACQUITY UPLCTM
CI18 & AE (2.1 mmx100 mm, 1.7 wm) X 4 B AE A8 35 °C; LL 2 -0.1% ¥ B K& R #5474 2
Jit 5 2 0.35 mL/min; BB 5 wL; 8K K & 204 nm, K A R G R A ig E AR S 4k T K
FaAgEmETHATEREERN, BFHAHE2~75 ng/mL L EH ALK R R RH(R>0.998) ;
FEBRHRAY 1 pg/mL, 7 A EER K 2 pg/mL; & T & 4~150 pg/mL 8958 B A &M% R4 (R >
0.996) ; 7 =M HIR A 2 pg/mL, FiEZER Y 4 ug/mL, T2HERMNEX, ZFEEELIER
W oamEERE AL EATEARGANTEFBEMETHEREERN,

[XBiF] BEERAGF;HBBRMEEE L, EHEF AT
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Abstract: This study was aimed to establish a high performance liquid chromatography (UPLC-UV) test method

for the determination of astilbin and rutin in shenfukang mixture. UPLC was used to isolate and quantitatively

determine of astilbin and rutin. ACQUITY UPLCTM C18 chromatographic column (2.1 mmx100 mm,1.7 pm)

was used as the separation column at column temperature 35 °C ; Gradient elution was performed with acetonitrile
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—0.1% formic acid solution; The flow rate is 0.35 ml/min, the injection volume is 5 L, and the detection

wavelength is 204 nm. In this paper, the quantitative and qualitative analysis of astilbin and rutin was carried out

by spectrogram and retention time and peak area parameters. In the range of 2~75 wg/mL, the linear relationship

of astilbin is good (R*>0.998) ; the detection limit of the method is 1 pg/mL, and the quantitative limit of the
method is 2 pg/mL; In the range of 4 ~150 pg/mL, the linear relationship of rutin is good (R*>0.996) ; The

detection limit of the method is 2 pg/mL(S/N>3) , and the quantitative limit of the method is 4 wg/mL(S/N>

10), fully meet testing requirements. The method has good separation performance, fast analysis speed and simple

pretreatment , suitable for the qualitative and quantitative detection of astilbin and rutin in shenfukang mixture.

Key words: shenfukang mixture; high performance liquid chromatography detection method; astilbin; rutin
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Tab 1 Table of gradient eluting conditions

time/min  Mobile phase A/% Mobile phase B/% curve
0 10 90
1 1012 9088 6
35 1215 88—85 6
7 15 85 6
8 1540 8560 6
8.5 40—10 60—90 6
10 10 90 6
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Tab 2 Test results at different chromatographic parameter (n=6)

waters 8 25 R A (L1 — 58 /MG ( UPLC)

Aglient 1=y OB (A 1575 (HPLC)

HIAT (RSD)

7T (RSD)

P& B0 H (RSD) T (RSD)

&H/(mg - mL™) 1.98 (0.66%)
o I/ nm 204

H I ]/ min 5.8

4.81 (0.72%)

2.01 (0.65%) 4.77(0.75%)
291 257

13.3 16.4




rpE 2 235 2019 4E 6 A5 53 4555 6 1Y)

Chinese Journal of Veterinary Drug

EBORAH €T I 4T A5 A B b A N R AL
GO AT AR S R e
Tk IR 4] DL 2 AR AR Ay . ARSI
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Fig 1 Chromatogram of reference solution of 75pg/mL astilbin and 150pg/mL rutin at 204 nm
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Fig 2 chromatogram of Shenfukang mixture sample at 204 nm
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Fig 3 chromatogram of reference standard by HPLC



2 2R 2019 4F 6 A5 53 55 6 1 Chinese Journal of Veterinary Drug
TADT A, Gir a3 Rar ol (B LAT Hs pahGF G R F AL TIH SOt 10 o 1o T S Cras- S by 7
LT
e
e
04
201 o o ﬁ
104 E‘E g =
R
5 10 15 0 = iy
DAl B, SEsi d ReEof (B ADUAT AU EVEF XS URFAC TIH 201812225 18- 10 20002 - 2201 1]
il
%04
a
I e
207 b £ 3
0 2 8
: 2 L AAG 3
] = &
o] AL S A WA WA S
5 0 % » P i
4 BHBRHEBRIEL BEERSHEIER
Fig 4 Chromatogram of Shenfukang mixture by HPLC
x3 BHFAFNEOKRKEER
Tab 3 Test results of recovery rate of astilbin
JRA i/ mg JInAE/mg MG/ mg [l % SRR % RSD/%
0.988 1.001 1.972 99.16
0.988 1.001 1.932 97.11
0.988 1.001 1.961 98.57
98.33 0.88
0.988 1.001 1.975 99.28
0.988 1.001 1.933 97.20
0.988 1.001 1.962 98.65
x4 ATMEDEERRGER
Tab 4 test results of Recovery of rutin
JEA i/ mg A/ mg A3/ mg R/ % SRR % RSD/ %
2.405 2.293 4.520 96.22
2.405 2.293 4.619 98.32
2.405 2.293 4.565 97.16
97.14 1.18
2.405 2.293 4.589 97.68
2.405 2.293 4.480 95.36
2.405 2.293 4.608 98.09

28 @AM ZE ALIBEET 35 CHH
0.34.0.35.0.36 mL/min PEA7HEREIIR {4 B4 s 1] 4
35 I, TSN RH T T BN A Al G £ B R[] 5
AR, Bk 0.35 mL/min,

IS4
i

ARG AL 0.35 mL/min {RFF AL 35,
38 .40 C T HEFEMEL, PR B BT 3R 6 PR, 43 25 1
YRR ER, B R Rk A BT 2, e AR
35 °C,
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Tab 5 Retention time of principal components

at different flow rate

AN [ PREAEE AT /min - J&HIAH/min
0.34 mL/min 4.951 5.891
0.35 mL/min 4.897 5.830
0.36 mL/min 4.755 5.685

F 6 AEERER SR BREIR
Tab 6 Retention time of principal components

at different column temperatures
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Fig 5 Chromatogram of reference solution of 75 pg/mkL astilbin and 150pg/mL rutin at 257 nm
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Fig 6 Chromatogram of reference solution of 75 pg/mL astilbin and 150pg/mL rutin at 291 nm
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Fig 7 Chromatogram of Shenfukang Mixture ( peak sequence: rutin, astilbin) at 257 nm
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Fig 8 Chromatogram of Shenfukang Mixture ( peak sequence: rutin, astilbin) at 291 nm
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Tab 7 comparison of peak response at the

wavelength specified in Pharmacopoeia

75 we/mlL PEHHAT
150 pg/mL T %t B

VEOBT IO I I AR FT W THIAR

AN [T
WA T 7
204 nm 6444186 6502000
291 nm 2695327 1638965
257 nm 291056 4036425

3.2 WMEAH BT TE A SR S A I R
b AR T AU EE R O B3R B S A S A
8 L 8], & 3L TR — R R FH G R MDA B FR e
P E BRI A SR IR — s, (R P R
FI B LD P 205 nm FZHE 190 nm, FIE, F
BB T CIE-0.1%H R RS,
AR SR VERE T e ARV €833 — 58 SR 3 XoF
B A2 B A0 P B BT LA R T AT R
o 5 e RO S VR A L SR T
T TR i I A0 3% PR e R BRI [E] FE 5 min A2
A, RS TEE] 10 min 2498 7 0.35 mL/min;
L SE W AR EEET E AT 35 min, Yk 1.0 mL/min; &8
PR ROBORE 8% 7 1% L e SSOHAH €835 5 1B 1T
B [E] 46 9 25 min, BHETT MR ENAH T4 31.5 mL,
T I WA P v A 11 4 K R v 80U £33 vk
A, BB PEE,
25 L RTIAR A0 m OORE (5 1 R A
G TR I R T AT E R E I T
PR, BT LAV Ry Al N AR D7 s, 727 i L2

BB B R b BB R EE | 22 55 30
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