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Content Determination of Calycosin Glycoside in TCM Preparation Containing Astragalus membranaceus
by HPLC Method

CHEN Li, WANG Sheng, MENG Mei (Dept. of Pharmacy, the First Affiliated Hospital of Anhui University of
TCM/Third Level Lab of TCM Preparation, State Administration of TCM, Hefei 230031, China)

ABSTRACT OBJECTIVE: To establish a method for the content determination of calycosin glycoside in TCM preparation
containing Astragalus membranaceus. METHODS: Using TCM preparation Yanggan yishui granules as model drug in our hospital,
referring to HPLC method for content determination of calycosin glycoside stated in terms of “A. membranaceus” of 2015 edition
of Chinese Pharmacopoeia (part 1 ) (called “pharmacopoeia” for short), use pharmacopoeia chromatogram condition and on this
foundation to optimize and improve which by the method of increasing the formic acid proportion of mobile phase and prolonging
the gradient elution time of the high polar segment of the mobile phase; the method was established for content determination of
calycosin glycoside in TCM preparation containing 4. membranaceus. Preliminary verification was carried out by using other two
kinds of TCM preparation containing 4. membranaceus. RESULTS: Under the chromatographic condition of pharmacopoeia,
chromatographic peaks of calycosin glycoside in model drug could not be separated from the baseline. Optimized chromatographic
condition included that mobile phase was acetonitrile-0.2% formic acid solution (14:86, V/V); the detection wavelength was 260
nm; the column temperature was set at 30 C ; the flow rate was 1.0 mL/min. Under optimal conditions, the linear range of
calycosin glycoside was 5.08-81.28 pg/mL. RSDs of precision, stability and reproducibility tests were all lower than 2.0% (n=6).
Average recovery was 100.22% (RSD=0.95% ,n=6). Average content of calycosin glycoside in 5 batches of model drugs by this
method was 0.014 2% . After validation, the method could effectively isolate calycosin glycoside from other 2 kinds of TCM
preparations containing 4. membranaceus. CONCLUSIONS: Established HPLC method can be used for content determination of
calycosin glycoside in TCM preparations containing 4. membranaceus. The method is accurate, reliable, reproducible and suitable,
which lays the foundation for further research.
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4 0.1813 0.1778 0.361 8
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6 0.1802 0.1778 0.3555
25 HEmMEENE

IBL6 % T g K ORLAE i, 0 il 2. 117 30 J7 vk
B AR VR RS 340 AU RE DN E | 11 B 8 e v
HARE A AR 6 RIS I 0.014 2%,
eSS E S R WK 2,
F2 OHERBENELER (n=3)
Tab 2 Results of content determination of 6 batches
of samples(n=3)

it BEREHAERT R, % FHEHE, %
20160711 0.0180
20160801 00171
20160905 0.0169
0.0142
20151110 0.0073
20151214 0.0180
20160608 0.0078

2.6 IIFIRIE

H TR 6 75 A1 2 F F v TS Y 2505 R A ST Y
HPLC 720 72 B 8 55 B A 2 W 00 7 i, EA T Tk e
W, KPR IR 2 ¢ B L 1.2 g, 0
BT 2.1 17T T il A& st A, DL 2.2.37 i)t Ak
B RS RE BT e SR s R . G5 2 R e
H 25 1 551 11 7 A5 S R 2 AR T R e A T, B
RSy B BT 5 DL S v A B T 0 e AR Y
>3 000, #0405 7] 43 35 BE 44 > 1.5, #i B [ 7 7=1.02
(0.95<<T<<1.05); FRHHIZ & R E Jr ikl 5 P4
HHEA— @0 . arsEiEwE 6,
3 Tt

TERTIABESE BB A ] T KA G B8 5 2
2T D B SR Rl S ke ISk 2
SRR B R 0 %) T e i A 5 1, (HL 2% B A R P M T 1
X B 52 2% 0 v 245 1 30 3 B OR R AT IRt A iR
22Xk HPLC 35 45835 d 37 HPLC I TR B 1 v e
H 24T B S B A A T R

A DA 2 L rh B IS B R S I R A T T
A R I DAFR B A 24 1 550 5% I 25 2K R0 A A 7R
259, AL HPLC (A3 25, LAZ )y B85 2 0 &
B85S B A A BT A SR AR A S T RE R TP
R LT 2% 28 BT U E R . JE IR sl AH
R A 398 0 FsF [) , A5 1 A5 O 8 1) B SR o A
FAFH L ENE-0.2% R W (14 : 86, V/V) S5 FE VI N

- 2044 - China Pharmacv 2018 Vol. 28 No. 15

80
2 60
g 40
20
0
0 5 10 15 20 25 30 35 40
t,min
A7 R AR
80
60
=)
T 40
, T4V
20 AT
0
0 5 10 15 20 25 30 35 40

t,min

B FGHE I R {1
6 2FhEE K P HIF AN AR R HPLC
Fig 6 HPLC chromatograms of 2 kinds of TCM pre-
parations containing 4. membranaceus
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Establishment and Validation of Long-term Immunosuppressive Model in Rats

MA Panpan, YE Jun, YANG Yanfang, ZHANG Xing, WANG Hongliang, LIU Yuling (Institute of Materia
Medical, Chinese Academy of Medical Sciences & Peking Union Medical College/Beijing Key Lab of Drug
Delivery Technology and Novel Formulations, Beijing 100050, China)

ABSTRACT OBJECTIVE: To establish a long-term immunosuppressive rat model for immunomodulator long-term pharmacodynamic
evaluation (1 month). METHODS: Wistar rats were selected as experimental animal and cyclophosphamide (CTX) was selected as
an inducer. Rats were randomly divided into normal control group, model group and treatment group, with 5 rats in each group.
Model group was given 35 mg/kg CTX intraperitoneally for consecutive 3 d, and then given same dose once a week to induce
model, 3 times in total, for 31 d. Normal control group was not given any treatment. Treatment group was additionally given
Thymopentin (TP5) injection 1 mg/kg at third day after modeling, every other day, ftill the end of experiment, on the basis of
model group. The changes of mental status and body weight were observed during the whole experimental period. Blood samples
were collected at 4th, 11th, 18th, 25th, 32th day, and CD4"/CD8" ratio of peripheral blood was determined. Rats were sacrificed
after experiment, and thymus index and spleen index were measured. RESULTS: Compared with normal control group, mental
state of the rats in the model group was poor and the body weight increased slowly; CD4/CD8" ratio at different time points and
thymus index after experiment were decreased significantly in model group, while spleen index increased significantly, with
statistical significance (P<<0.05). Compared with model group, mental state of the rats and the increase of body weight were all
improved in treatment group. CD4 /CDS8 ' ratio at 11th, 25th, 32th day and thymus index after experiment were increased
significantly, while spleen index was decreased significantly, with statistical significance (P<<0.05). CONCLUSIONS: The
long-term immunosuppressive rat model is established successfully. The immunosuppressive level of the model is middle, and it can
be used for pharmacodynamic evaluation of immunomodulator within 1 month.

KEYWORDS Immunosuppression; Long-term model; Cyclophosphamide; Thymopentin; Immunomodulator; Pharmacodynamics;
Rats

[91 BRJJ, W TeL, Refg

SUE , 5. HPLC 2[RI B 5 250k TR [10] HRAEZE, A1 58, BB, 5. HPLC ¥E [R] B & 2 g ik vh
W 6 R S T P B 28 5,2016,27(9) : 1272-1274.

3 i S5 ¥ W B4 19 & RE[J]. P B 25 %, 2015, 26 (36) -

A REGTA AU A AP ST (No.7162135)

* SEJWETE G AL o WESETT ) 2R ROR . G- 010-
83160332, E-mail: mapanpan@imm.ac.cn

#IMARIERT  RBWETE 0 WL WP 1) s R e S 1 o)
e HLIE:010-63159373. E-mail : ylliu@inn.ac.cn

HEZED; 2018455 29 5 151

5155—5157.
[11] R/, Fgil, 45558, 4 =05 B i aife 12
[J].% B 25 % ,2017,28(7) :957-960.
(ks H . 2017-12-12 &8 H 1. 2018-04-08)
(Gt X1 )

China Pharmacy 2018 Vol. 29 No. 15 - 2045 -



