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Determination of concentration of Azilsartan in rat plasma by HPLC with
fluorescence detection
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Abstract: Objective To establish a HPLC-fluorescence method for determination of concentration of Azilsartan in rat plasma.
Methods Chroma-tographic column: Aglient Epilent plps C;g (250 mm x 4.6 mm, 5 um); Mobile phase was 0.1% phosphoric acid
solution and methanol (35 . 65); Excitation wavelength was 265 nm; Ereceiver wavelength was 378 nm. Results Endogenous
substance in plasma samples had no effect on result. Calibration curves were linear over 0.1—100 pg/mL (R*=0.999) and the
minimum detection concentration was 0.1 pg/mL. The recoveries of azilsartan from plasma were between 87.76% and 95.65%. The
RSD values of intra and inter-day were between 0.86%—1.87%. The accuracy (RE%) was blow 5%. After i.g. of 2 000 mg/kg
Azilsartan, the pharmacokinetics parameters were estimated as follows: AUC, values were (5 451.94 + 297.96) pg/L-h and Cp,y
were (258.01 +49.75) ug/mL. Conclusion A sensitive and reliable HPLC-fluorescence method is developed, and it can be used for
determination of concentration of Azilsartan in rat plasma.
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Agilent 1200, ZHERFHL CPED RO R
Al A Kl gs: Agilent FLD, G-1321A; A#hit
FES%: Agilent 1200 ALS, G-1329A; %¢: Agilent 1200
Quat Pump, G-1311A; i< HL: Agilent 1200
Degasser, G-1322A; FEiliffi: Agilent 1200 TCC,
G-1316A; its% Tk : Agilent chemstation B.03.02.
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I R, TR 534199.7%,  #E%5 20150408,
v B 2 A E BFSERE T s DI CARRD, i
M40 100.0%, L5 100651-201203, F [E £ 24
i g BIE AL RE 7 o

O, k4, T Fisher Scientific; I,
fakali, Fisher Scientific; BHIR LBE, Aukal, K
AT RERHME RN A B 2 A
1.3 Kean)
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e YEE R LIS ARG B A ], A= B F
AES S : SCXK (3) 2012-0001. shflifHJ5 %
LR ALY TR 25 PPN AT FR A W] S50 3) 148
AUEFZ 14 (IACUC) it
2 HE
2.1 ®BIEERHG

AR 0.1% R /K- RE (351 65), 14
Ry 1.0 mL/min. 3414 Aglient Epilent plus
Cig (250 mmX 4.6 mm, 5um). PRIEK 265 nm,
WK 378 nm.
22 AFIECH
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S¥)5), BU70 mL 5 30 mL 258 FOKIRS, FEINA
100 pL B, R4,

G 120 mL BSR4 B55 80 mL LB
JRE, N 200 uL WS, RS .
2.3 RISEIDIEARAE R TIA R K RIE A R A
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pg/mL [R5 70 I BRIE 285135 RN o 9K 2 R 800
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24 4B (RER) BIKRECH

R FRIARYD G 5, RV A A e BT

WA 100 pg/mL ) P ARV -
2.5 HERUM 3R AE R ED

I o 55 10 H RS UE R BV B T 15 ul Jn
ANZARBUSE 135 ul, 84T,
2.6 MRS

HUAFMNI 3 FE i 150 ul, AN 50 L AR
(100 pg/mL), 84S, JIA 900 uL ZEHGHI, hE
O 800 uL, FAMT, FREFIEH, Wi
B0y, BRI E .
3 BMBAARRMBHARE

SD Kbl 6 ., MERER, ig 457 2 000 mg/kg
(PP y b RS, F2907 (0h) K&Z)5 0.25. 1. 4,
10, 24, 48 h HEECHE KR AL, FF 22488t 12 000
r/min 2.0 10 min, HX_EE-80°C R
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MARKR, RS AR RETIAR LLAE (YD WU
AR, IR 3k (B 1/XP) #E4T 1R
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(1) 0. 23R F5E
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B 2.5 T50 G 00 ZR 4109 B B S50 S AR ifn 25
Feih, %M 2.6 J7ikadE, #E47 HPLC 70#fr. K19
7572 ¥=0.032 7 X+0.009 5, R*=0.999. &
RRWPIFFYPEAE 0.1~100 pg/mL R [ 4T .
PC TR A 0.1 pg/mL (KB FE b3 A 2 R
AT 6 3, &I 2.6 JikERAE, dEAT HPLC Al
5 Ry (0.1024+0.001) pg/mL, RE A
2.43%, RSD N 1.34 %, UiIHA kil il i
FUPH I E N R ATIAF] 0.1 pg/mL.
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A- blank plasma; B- standards of Azilsartan; C- standards of valsartan; D- samples of Azilsartan and valsartan; 1- Azilsartan; 2- valsartan

1 RI3Fi0i8 HPLC-3K A & ik E
Fig1 HPLC-fluorescence chromatogram of Azilsartan in rat plasma

HPLC f0ill, £ mIgmBach 4. Sl
WP Hy 025, 5. 80 pg/mL IR yb AR HE AT RE
air, BEAT HPLC Fill, FF S HAICA 450 Lh 41/4,
THE R, R EIR, AR R B Al
R4k (87.76+1.39)%-(95.65+1.03)% 52 (94.13
2.1 %, FFEHHAEDRE R IERAE .
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FE I 2.5 TR RO, BCH BRI EE Y 0.25,
5. 80 pg/mL PRI RAE i, BEALRFRE AT 6
Uy, FESCH] 3 fib, %M 2.6 JrikdEAE, #E4T HPLC
R, FHEaRNER 1, RER, R EwRER

fmH AN RSD 4354 1.87%. 1.46%. 1.14%, HI
RSD 2354 0.75%-+ 0.86%. 1.47%, RE )54
3.10%- 2.86%- —1.59%, & EWIFE A IIFRAE .
55 HRIBREMN

FE I 2.5 TR RO, BCH BRI EE Y 0.25,
5. 80 pg/mL (PRI RAL b, 8 MAE = EINE 4
h. —80°CARRIMEIA 3 k. AbH G HERE SR CE 24 h (1)
Faeth, MEERNE 1. 45180, MAFEE IR
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*1 BREEIEER (n=6)
Table 1 Result of stability experiment (n = 6)

WP/ E RE/%
AR gl ) FWRCE 4h HERESICE 24 h —80°C AEHF 3 K
0.25 4.00 4.80 5.60
5 4.80 ~2.00 0.60
80 -2.03 240 ~1.63

5.6 ZHILEHHARER
SD Kt 6 K, ig 45T 2 000 mg/kg [#)F 5570 1H
B, I 259K - TR e R WL 2, 3 1243500y

MR 2. ZREIR, ig 4T 2.0 ghkg HIFTIF5VH
PP, Bl SE VB R EARN AUC), A (5451.94
+297.96) pg/L-h, Cuay H (258.01449.75) pg/mL.
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Fig 2 Blood concentration-time curve of Azilsartan in rat
(n=106)

x2 MSTMBERREANSKINZESE (i=6)

Table 2 Toxicokinetics parameters of Azilsartan in rat (n = 6)

ZH AL Hife

AUC,, ug/L-h 5451.94 +297.96
Cnax mg/L 258.01 £49.75
2z h 6.71 £0.05
Tnax h 0.58 £0.38
V2IF L/kg 3524015

CLZ/F Li(hkg) 0.36 +0.02
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3 WSFIVIBEEK AR R
Fig.3 Hydrolysis process of the Azilsartan medoxomil
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P
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LC-MS/MS B &5 o AR 5 ik thva i 0.1~
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