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Fig.2 Representative MRM chromatograms of CTN986 ( peak 1), rutin(peak 2) and
hirsutrin( peak 3) in rat brain dialate
(A) Blank rat brain dialate; (B) a blank rat brain dialate sample spiked with CTN986, rutin and hirsutrin(100 ng/mL) ;
(C) a rat brain dialate sample from a rat after an oral administration of 150 mg/kg CTN986.
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Table 1 Accuracy and precision for the analysis of CTN986, rutin and hirsutrin in dialysate(n =18)

RSD(% )
Sample p(Added)/(ng - mL~") p(Found)/(ng - mL~") Relative error( % )
Intra-day Inter-day
CTN986 2.0 2.0£0.2 10.2 13.8 -2.3
50.0 49.0 £4.6 8.5 14.6 -2.1
500. 0 553.1+33.1 5.2 10.2 10.6
Rutin 2.0 1.9£0.2 9.6 14.0 -3.5
50.0 50.0 +2.5 4.0 9.2 0.0
500. 0 533.4£21.0 3.7 5.2 6.7
Hirsutin 2.0 2.1+0.2 7.4 7.7 2.5
50.0 50.5+2.8 5.2 7.9 0.9
500. 0 562.8 £38.9 6.0 11.6 12.6
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ZW).
2.4 WA EEARINEHARBINH

Xf 4 HUEPE Wistar KRB B (150 mg/kg) 45T CTNOS6. 45 24 ()[R B FF 4R WO AR B AT, 45 20
min IEE 1 K, #EZEWAE 300 min, B HOENT 120

BERL 20 L HEAT HPLC-MS/MS ZM7. 5 . CTNO6
ERREN R B b, Ky — 2 7
FhRERh £k, RIS BRI, b R COBUREAS ) 1Y 2 60
QC Ffeitr, S i a5 A A it 0 7 4% iR s B R E
FEDT R | AR 244 I o 2R A R i I g
QC FfAh BV L. I HIAH N A [ Wi 46 550 ol g v ¥ s . . l
SRR L. ME AR o, 18K UG & Hr : 2 " 3 ! ’
ﬁéﬁ% EP{K*‘&\ il ﬁ“’ﬁﬁ/; %% CTN986, ﬁﬁ(ﬁjﬁﬁj il Fig.3 Mean concentration-time curve of CTN986 in rat
BIFCBOE = T M AR . 4 R MR OR R D brain after an oral dose of 150 mg/kg CTN986
fiz CTN986 Ji figi v J5LHE 245 1y ) ~F- X 9 58 - i) it Mean +SD, n =4.
LR ULPE 3. SEHERW], CTNO86 M ik il fisi Bt Bk A K BN 2H 21
5 X X W
[ 1] LI Yun-Feng(Zzlg), YANG Ming(#%%]), YUAN Li( &A1), et al.. Chin. J. Pharmacol. Toxicol. ( " [ 24 #l % FI 25 #l 4% 2 35

[J7, 2000, 14 125—127



1532 HEFTEALEFER Vol. 30

[2] ZHANG Qing-Jian(5KJKE) , YANG Ming(# 8 ), ZHAO Yi-Min (B %), et al.. Acta Pharmaceutica Sinica ( 252#2:4) [J],
2001, 36. 827—3831

[3] GuolJ. F., Meng F. H., RenZ. Y., et al.. Planta Medica[ J], 2008, 74. 228—232

[4] Guol. F., Zhao Y. M., Zhao L., et al.. Rapid Commun. Mass Spectrom. [J], 2006, 20. 1701—1708

[5] WANG Lei( £4%), HAN Hui-Wan(#E#i) , YU Xiao (4XI%), et al.. Chem. J. Chinese Universities (#5324 KL% %40 [1],
2002, 23(6) : 1050—1052

[ 6] DANG Hong-Mei( & £04) , MA Wan-Yun( & J7 =), HAN Hui-Wan( #$25#i). Chem. J. Chinese Universities ( 75524 AL 243 )
[J], 2005, 26(10) . 1803—1807

[7 ] ZHANG Jin-Lan(3K4:>%), LIU Ying( XI#1), ZHOU Tong-Hui ( JAI[R1E). Acta Pharmaceutica Sinica( Z52#2#4R) [J], 2001, 36:
555—558

[ 8] HAN Hui-Wan(#ZWi) , SHU Hong-Jun( & ¥%%) , LIU Guo-Quan (X [Ei2). Chemistry ({23 #R)[J], 2000, 12 52—56

[ 9] Olveira E. J., Watson D. G.. J. Chromatogr. B[J], 2001, 764 . 3—25

[10] Cuyckens F., Claeys M.. Rapid Commun. Mass Spectrom. [J], 2002, 16 2341—2348

[11] Apffel A., Fischer S., Goldberg G. , et al.. J. Chromatogr. A[J], 1995, 712, 177—190

[12] ZHONG Da-Fang( &hKJ7%). Chinese J. Pharmaceutical Analysis ( LY i [J], 1996, 16 343—346

[13] Shah V. P., Midha K. K. , Dighe S. , et al.. J. Pharm. Sci.[J], 1992, 81; 309—312

Liquid Chromatography-Tandem Mass Spectrometric Assay for the
Determination of CTN986 and Its Deglycosylation
Products in the Rat Brain Dialysate

GUO Ji-Fen', ZHANG Shao-Dong”, MENG Fan-Hua', ZHAO Yi-Min'"
(1. Institute of Pharmacology and Toxicology, Academy of Military Medical Science, Beijing 100850, China;
2. Beijing Neurosurgical Institute, Betjing 100050, China)

Abstract An HPLC-MS/MS method was developed for the determination of CTN986 and its two deglycosyla-
tion products, rutin and hirsutin, in the rat brain dialysate. The dialysate samples were analyzed by offline
liquid chromatography-tandem mass spectrometry. The separation was performed using a Zorbax Cy; column
with an isocratic mobile phase consisted of methanol/isopropanol/water/formic acid (20: 10: 70: 0. 1, volume
ratio). An API 3000 tandem mass spectrometer equipped with electrospray ionization source was used as
detector and was operated under the positive ion mode. Multiple reactions monitoring( MRM) mode was used
to quantify three analytes. Calibration was performed by external standardization and regression curves were
constructed ranging from 2 to 500 ng/ml for each compound. The intra- and inter-day precision values were
below 15% and accuracy was between —49% and 13% for all quality control samples. As a result, the proce-
dure proved to be very suitable for routine analysis. This quantitation method was applied to the pharmacoki-
netic study of CTN986 in the brain dialysate samples from rats following oral administration.

Keywords CTN986; Liquid chromatography-tandem mass spectrometry ; Microdialysis

(Ed.: A, G)



