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Determination of EXH-1626 concentration in rat plasma by LC-MS
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[Abstract] Objective; To develop a LC-MS method for the determination of EXH-1626 in rat plasma. Methods: Using
carbamazepine as internal standard (IS),plasma samples were deposited by blood precipitation reagent (methanol:5% zinc sulfate =
70:30,V/V) before sampling and determined by injecting 5 pl supernatant to LC-MS system. Chromatographic condition ; the analytes
were separated on a Han Bang ODS C;s (5 pwm, 150 mm x 4.6 mm) analytical column with acetonitrile and 10 mmol/L. ammonium
acetate (using acetic acid to make pH = 3) (70:30) as the mobile phase. Analysis was performed at a flow rate of 0.6 ml/min and the
column temperature was 30°C. Mass sapectum determination was performed in electrospray ionization(ESI) mode and the selected ion
monitoring (SIM) mode , EXH-1626 was monitored at m/z 453.3 and internal standard at m/z 274.3. Results: The linearity of EXH-
1626 concentration curve was in a range of 5~1.0 x 10* ng/ml,r = 0.999 7,and the lowest limit of quantification(LOQ) was 5 ng/ml.
The RSDs of inter-day and intra-day were less than 10% ,absolute recoveries were greater than 70% ,and relative recoveries were
between 90% to 110%. Conclusion: The method is proved to be fast,precise, sensitive,, convenient, and suitable for determination of
concentration and non-clinical pharmacokinetic study of EXH-1626.
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%) F1 Mass Hunter B.04.00 (545 73 #7 ) Ab 38 544 |
Binary SL PUTTHEESE TR B b L4 DA
RS IRAR s TCL-16G mR U 0HL (&=
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(EXH-1626) , Rl % fig 160 V, DL f& 2743 (W45 ), il
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KB PRI EXH-1626 FRifidh 25.0 mg, & 25 ml
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B HU £ 1T ml BT 10 ml ZEER A, oK
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Product ion scan mass spectra of EXH-1626 (A) and the internal standard (B)
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Figure 2 HPLC chromatograms of blank plasma, EXH-1626 and carbamazepine in rat plasma
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2% . EXH-1626 & J¥ (ng/ml) WP ALFR, LA y s,
EXH-1626 W T R (As) 5 AR I8 T AR (AD) 19 L H
(As/Ai) REARAR, DL« FR , Gtk mH 1875 B
FHEN y = 101.13x-34.55 (r = 0.999 7, ¥ E R BN

1/¢*) ,EXH-1626 Ifil 39 B 7E 5~10 000 ng/ml 75 [l
WML R R, & FIRWE N 5 ng/ml (S/N>
10) (1#13),
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Figure 3 Standard curve of EXH-1626 in rat plasma
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Ik EXH-1626 5 NPRIETRIFLZ L (a) , AL
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WCRIEIST0% (3 2) , RZ T EAF B AR b
25 MEMHEE

O Bl 25 AR S 5 (10,100, 1 000 Al
10 000 ng/ml)4 A [F) MR BE 1 R AE A 5 17, 1
D3 28 4 J5 SE BIFERE Z3 BT 5 1 0 = IR RS 6 hsl
B AR VKA T (4°C) CE 12 hy 1 4 T ok (-
20°C)RHMAE 15 d Ja LAk 17 1 M R
SRR 3 UK, SRV TRIEERRAE A MR BE R A I 5 (L 1Y) D
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Table 1 The precision of EXH-1626 in rat pasma (n=5)
JIA MR (ng/ml) H P2 (ng/ml) RSD(%) H MK % (ng/ml) RSD(%)
10.0 11.0 £ 0.9 8.7 10.9 £ 0.8 74
100.0 106.5 + 4.7 4.4 106.3 £ 4.4 4.1
1 .000.0 1034.4 + 44.8 4.3 1031.6 +40.9 4.0
10 000.0 10 056.5 + 109.1 1.1 9997.1 + 135.6 1.4
F2 KRMEH EXH-1626 H43 B 2 F0i8 x4 B R
Table 2 The absolute and relative recovery of EXH-1626 (n=35)
AT (ng/mD) Y ECE (%) RSD(%) HIXE ELRCE (%) RSD(%)
10.0 725+ 1.9 2.6 108.1 £ 7.8 7.2
100.0 76.3 + 1.1 14 106.5 £ 4.7 4.4
1 000.0 784 +£23 2.9 103.6 £ 4.9 4.7
10 000.0 76.6 + 5.3 6.9 99.7+ 14 1.4
£ 3 MEKXRRIMEF EXH-1626 iR ERFE
Table 3 The average determination of the concentration of EXH-1626 in rat plasma (ng/ml)
JAHKE (ng/ml) 7 R il HCE 6 h RUICE 12 h VRURICE 15 d SV 3
10.0 10.3 9.6 11.1 11.6 10.4
100.0 109.2 102.5 108.3 109.4 101.2
1 .000.0 1004.8 996.7 927.9 1007.2 988.7
10 000.0 9912.7 9 856.9 99784 10 003.7 96774
PRFTINN [vi) 4 B HE S sl AR B A ] pHL A% 53 A 45 2R 1 5%

3.1 &St
TEMR S m , R LU T B 20
FRAN = R AN TR e B A LA 5 KA AN

i), BE$E 2 -0.01 mol /L i R 2 /K 5 (FH & TR A
pH 2 3)(70:30) A s, R T, Bk &9
WETE R, W sh AR A R, i & fE R T
DB, BRIt 0, I AR 8 , £ 8 1 5
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PERGE REE R AN 43, JBuiis ok A4 SIM — 25t
T T AR 3R T AE R EXH-1626 K HAR
WY, B Z A Y ARE A B TG
AT R,
33 ARG BF

B IE I AR AR ST G, BEBR AR
Y Se B 2 AT DA T T K . QAR A2
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