©2324 ¢ ¢ %% Chinese Traditional and Herbal Drugs 3£ 47 % 25 138 201647 A

AR A E BNy ZEF HPLC-UV | ZE

R, 2 2L ouRm, % &% frga”
L REBERCE R RIBE R 25258, Rk M 350001
2. BRI, AR M 350001

# E: BRY L HPLC VAN N3 (GM) T (KMD ik . A% F Waters HLB-SPE [EAHAS
MR L 1 GM B KM 545 Shim-Pack C g 2341 (250 mm X 4.6 mm, 5 pm); Y aIAH A B RE-7K- —1F T % (58 -
42 :0.01); AR 1.0 mL/min; ZEFEE 50 puL; AEi 30 C; ABE K 263 nm. £R  GM F1 KM 7£ 0.05~20 pg/mL 2k
HERR R, BACERRA 50 ng/mL (S/N=10), GM Fl KM [P35 EL FICE S50 90.88%. 87.84%, ~F-¥ 5 ikAlficR
35k 98.65% 96.31%, “FHIH ARG E RSD 4394 9.81%. 10.63%, “FHIH WK RSD 4314 7.79%. 8.24%. &
GM FIl KM I3 4E %00 25 CREEHIAAF FAF 12 he £E 4 CUKFEIRAT 2 dv 420 CUKFEMAE 15d. —20 CUKFERE
HRL 3 RIS, R, e @3 AR (0.05. 5.0, 20 pg/mL) 1 GM I KM BRI 90%LL . &5t @i
A3+ GM F1 KM [f) HPLC e 7k R M S BAERIE. 45 RUER ol 5, &M TR 2y sh & a5
B T EE R PR E T

KRR WY, BWER: YR AR, HPLC; T

RESES: R285.5 XEARERS: A XEHS: 0253 -2670(2016)13 - 2324 - 04

DOI: 10.7501/j.issn.0253-2670.2016.13.020

Determination of gelsemine and koumine in human plasma by HPLC-UV
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Abstract: Objective To establish the methods for determination of gelsemine (GM) and koumine (KM) in human plasma. Methods
GM and KM in human plasma were extracted by SPE tubes and determined by HPLC-UV. The chromatographic conditions were as
following: The column was Shim-Pack C;g (250 mm x 4.6 mm, 5 um); The mobile phase consisted of methanol, water, and dibutylamine
(58 - 42 1 0.01); The flow rate was 1.0 mL/min; The injection volume was 50 pL; Column temperature was 30 C; Detective
wavelength was set at 263 nm. Results GM and KM were in good linearity in 0.05—20 pg/mL (n = 6, » = 0.999 4) and 0.05—20
pg/mL (n = 6, r = 0.999 5), respectively. The limits of detection for GM and KM were both 50 ng/mL (S/N > 10), respectively. The
average recoveries of extraction for GM and KM were 90.88% and 87.84%, respectively. The average recoveries of method for GM
and KM were 98.65% and 96.31%, respectively. Average inter-day RSD values for GM and KM were 9.81% and 10.63% as well as
7.79% and 8.24% in intra-day RSD, respectively. Conclusion The established method for the determination of GM and KM in human
plasma by SPE is sensitive, simple, accurate, reliable, and suitable for pharmacokinetics and toxicity study on Gelsemii Elegantis Herba.
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Fig.1 HPLC of blank human plasma (A), reference solution +internal standard (B), and plasma containing drug (C)
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Table 1 Precisions and recoveries of GM and KM in human plasma (X s, n =5)

WA pleml)  SEREMCEM, Ry —— LR iR
MEM/ (ngmL ™) RSD/% MER/ (ugmL™")  RSD/%

GM 0.05 91.611+5.26 102.914+3.28 0.054£0.006 11.11 0.05240.005 9.62
5.0 89.52+£5.53 97.51%+5.13 5.120%£0.410 8.00 5.160£0.310 6.00
20 91.52+5.94 95.5443.96 21.81042.250 10.32 20.9401+1.620 7.74
KM 0.05 87.63£4.55 95.6515.94 0.05540.005 9.09 0.05340.003 5.66
5.0 89.34+£6.16 96.97+5.85 5.220£0.640 12.26 5.080£0.460 9.06
20 86.561+7.28 96.32+5.56 22.1204+2.330 10.53 21.42042.140 9.99

245 MRFEARTEMEES MERHIFNSH  EREAKTFK-20 CUKFE R Z % 3 Kk, LL“2.3”
GM FI KM, JUEiKEH 0.05. 5.0, 20 pg/mL (55 TR 7R ERRE S G, EREMHT

i, SLEE 44, MU 3 TR KT SERPLR, R 25 CEOLHISIE FRAF 12
K& 3. 1A BRIBOE 25 CCE, 0. 3. h, GM M KM & Bk B R R R a2, GM
6. 12 h Uk, DL “2.37 T ik s it G, & & b AREIKRE DGR 93.21%~97.35%,

FEOHT: 24 & 4 CUKMIE 3d, bL “2.3”7 KM #5505 BEAE 2 IR A 90.25%~96.73%:;
T IEACBRRE i 5, HEREHT; 55 3 41: 'B-20 C  7E 4 CUKFHIRAFHIZM R, % 1. 2 K GM. KM %
UKFATBCE A UR T, ISR RESE 15 d, S3alie, LL“2.3” IR RICRAE 90% LA Fksh, E58 3 KJG i
RIEALBERE A 5, BEREA AT 58 4 4 3 Nt IRFERICERBE S 85%LL T o 7620 CUKFATRAE )



¢ %% Chinese Traditional and Herbal Drugs 3£ 47 % 25 138 201647 A

© 2327

AR, 515 d FWEERTR A GM FI KM 35K
R, IR LEFRLE 91%LL by S Vgt ALK,
fi%s e w3 ANTEIRIZ GM R KM ISR 7E
90%LA I, H RSD I/~ T 9%, WS KM i
GM [ 2% 75 S B2 VR Ak A A MR AT
3 i

B 35 AR DI AAR A 22 P S0 M A T AR I
I PSR DU LT 4 SR 2y B A
M, BAERIPURAE B A g eEm 2y, HBaw
FER, B ) BT AR AR 2 R, X PR
VEFISREY, B A F IR A, i R
BEIE BN PR, HIEIRORRIBE, WP IE R (E A
FREEMEZE MR, o DL KM R TR EdR R, R
W) A= R SR AA AT T R A I PRI L LG 24 1
FEA

VR ALE LA Sh ) sE iR i, KM B
SRR, Wi Rss, IR s T
GMI®,

N L 58 B W) A 0 T e 5 A 0 A AL A D ST iR 41
T8 o A 4 SR BORE a0 16 FH OGSO B M 2
Wy AE YIRS IS, Y B SR S S . A
G T AR I 7 1 SR X 0 v 2R T VR AT
R, JPiEARR B, B EERAR, S M. AR
LT IEIY KM A6 K R 280 2% S 0%
P KM RN 732:, SR AR, R & A
PHATREA pH, BEIR B HEI, BRiEioh 2260,
AR A 5 53t SR B I R A B T v B B 4B A 1 2
W, ERAEAR R, PRI, A
T HARENC. AR B A Absd, [
A W) AR AR R VG S B AT R IR R AR G
A ARL IR HAR M2 B RE LT, (il th DA A R 5 A
HiE . X GM K KM ANRIZAE T 1 i 2% A8 e P AT
T, ARPRINRA S BRI, JBCEER 12h
WIZEH GM Fl KM FeoE PR s, hali g+
4 CUKFIBECIRAT, (EATLL 3 do Wik EE
RN RYI, B FT—20 CULFUKAEA R IRAE . 13K
GM Al KM & & Wi fe e R4y T8 28 ) i,
HETCVEEAS EOAR KM AT GM 5 #E4 7460 56
IE, HEESRramyh R EEA. mad AR
W ATRE A AR A RN R 2 A R RE SE U B

ff LR R, HHAES e L R b, Bk

AR ARRAE R AT
gr b, AT GM R KM ARSI 72k

PEIE Bl 2 IR R I 22K, & 545 GM 5 KM

NARI IR 23R 22880 Jg 22 MR PERIE 5, IR T is T

e A W i M v 2 I 2 90 5 M, o AR

kT

S 3k

[11 Jin GL, SuY P, Liu M, et al. Medicinal plants of the
genus Gelsemium (Gelsemiaceae, Gentianales)-a review
of their phytochemistry, pharmacology, toxicology and
traditional use [J]. J Ethnopharmacol, 2014, 152(1):
33-52.

(2] WArER, FREWE. B R RIALE] . i ARR S AL B
[3]. 244 K e WAk, 2006, 8(3): 202-204.

[3] ChenlZ, LiY, Xiao J P, et al. Development of a sensitive
and rapid UPLC-MS/MS method for the determination of
koumine in rat plasma: application to a pharmacokinetic
study [J]. Biomed Chromatogr, 2013, 27(6): 736-740.

[4] Su Y P, Shen J, Xu Y, et al. Preparative separation of
alkaloids from Gelsemium elegans Benth. using
pH-zone-refining counter-current chromatography [J]. J
Chromatogr A4, 2011, 1218: 3695-3698.

[51 V& &, foksm, vb b, 55 BRI
WAPE [J]. MREEERIS2AR, 2013, 47(4): 210-213.

[6] XuY, Qiu H Q, Liu H, e al. Effects of koumine, an
alkaloid of Gelsemium elegans Benth., on inflammatory
and neuropathic pain models and possible mechanism
with allopregnanolone [J]. Pharmacol Biochem Behav,
2012, 101(3): 504-514.

[7] Ling Q, Liu M, Wu M X, et al. Anti-allodynic and
neuroprotective effects of koumine, a Benth alkaloid, in a
rat model of diabetic neuropathy [J]. Biol Pharm Bull,
2014, 37(5): 858-864.

[8] QiuHQ,XuY,Jin GL, ef al. Koumine enhances spinal
cord 3alpha-hydroxysteroid oxidoreductase expression
and activity in a rat model of neuropathic pain [J]. Mol
Pain, 2015, 11: 46.

91 #E%, X 8, W, S -SRI STIE IE
PORPER [3]. hE24, 2010, 41(12): 2034-2037.

[10] ¥ &, A 2, FHP, F YR TERRAENT
2y A B )y 5 LA A D). AR EE R R,
2013, 47(4): 199-202.





