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HPLC - ECD
( 350005)
SymmetryShield C;; (4.6 mm x250 mm 5.0 pwm) 0.05 mol « L™ 0.05 mol * L™
0.3 mmol * "' EDTA -~ Na, 1.0 mmol « ™' TPR - B, 0.06 mmol * L' 1.6%
0.9 mL * min " 25 C., 34 - : 2700 mV.
(0.75 mg * kg ™) 3P97 . 1P
0.5~294.0 ng * mL™’ (r=0.9998 n=7) . 85.8% 100. 9%
RSD 3.9%(n=5) 0.08 ng * mL™'( S/N=3) . AUC,_, =2424.76 min * ng * mL "'

Ve=2774 mL * kg™ C1=0.309 mL* g™ *min~" Ka=(0.9817 0. 174) min~' Lag Time = (0. 3076 0. 0375) min.
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HPLC - ECD determination of isoproterenol
concentration in mouse plasma
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Abstract Objective: To develop an HPLC — ECD method for determination of isoproterenol( IP) concentration in
plasma. Methods: IP can be separated on SymmetryShield C (4.6 mm x 250 mm 5.0 pm) column the mobile
phase was consisted of 0. 05 mol * L' citric acid monohydrate 0.05 mol * L ™' sodium acetate anhydrous 0.3 mmol
* L"'"EDTA —=Na, 1.0 mmol * L™'IPR = By 0.06 mmol * L.™" dibutylamine and 1. 6% Methanol Flow rate was
0.9 mL * min~" column temperature was 25 °C. The electrochemical detector was set at 700 mV and dihydroxy—
benzy — lamine( DHBA) was used as internal standard. IP concentration in mice plasma were determined after sc.
administration( 0. 75 mg * kg ') the data were processed with 3P97 pharmacokinetic program. Results: The isopro—
terenol was linear over the range 0.5 —294. 0 ng * mL~" the correlation coefficient was 0. 9998( n =7) . The aver—
age extraction recovery was 85. 8% the average recovery was 100. 9% RSD of intra — day and inter — day were less
than 3. 9% ( n =5) . The detection limit was 0. 08 ng * mL~'( S/N=3) . The main pharmacokinetic parameters were
estimated to be as follows: AUC,_, =2424.76 min * ng * mL™" Ve =2774 mL « kg™' Cl =0.309 mL * g™' «
min~' Ka=(0.9817 0. 174) min~' Lag Time = (0. 3076 +0. 0375) min. Conclusion: The method is accurate
rapid and high sensitivity it was suitable for the determination of isoproterenol in biological sample.
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. 1. (internal standard DHBA) 2. (isoproterenol IP)
2 0.1 mol * "' 100 pl
2.1 : Symmetry Shield C (4.6 5 min (10000 1 * min~') 5 min
mm X 250 mm 5.0 pm) ; 0.05 mol - 20 uL o
L 0.05 mol * L.™* 0.3 mmol * 2.4 P
L~ EDTA - Na, 1.0 mmol * L™' IPR - B, 0.5
0. 06 mmol * L™ 1.6% ; 2.1 10.5 52.5 105.0 210.0 294.0 ng * mL ™"
0.9 mL * min"'; 25 C; 2700 mV; . “.3”
120 L. o Ip (C ng*>mL™") Ip
1. DHBA Y P
2.2 0.5~294.0 ng * mL™'
1.O0mg  0.02mol * L™ Y =0.0199X +0.0436 r=0.9998( n =7)
10 mL (89.5 pg 0.08 ng * mL™'(S/N=3) .
emL™"); DHBA 1.61 mg  0.02 mol * 2.5 0.5 mL
L 100 mL 600 pL “2.37 P 1.0
25 mL 386.4 ng * mL~' DHBA 50.0 252.0 ng * mL™'
2.3 0.5 mL Tris P 1.0 50.0 252.0 ng
- ( pH 8. 6) 200 wL 0.05% mlL ™! 5 “9.3”
50 nL 60 mg o
6 min
3 2 mL 4 C 1,
0.5h . 2.6
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Ip 1.0 50.0 252.0 ng * mL™' 40 60 80 100 140 200 min
5 o .37 .37 P
“2.47 o 2, -
1. 3P97
2.7 “2.6”7 1.0 50.0 AUC, , =2424.76 min * ng * mL~" Ve =2774 mL -
252.0 ng * mL™'3 5 1 kg™ C1=0.309 mL g™ *min~' Ka=(0.9817 =
d 5 5d 0.174) min~" Lag Time = (0. 3076 +0. 0375) min.
1. C/ng-mL*
1 1P (%)
Tab 1 Results of recovery and precision for 20

the determination of IP

( concentration) ( extract ( recovery) (intra — ( inter —
A rec:wery) — day) day)
x+S x RSD RSD RSD
1.0 84.5+4.6 103.0 3.8 1.7 3.9
50.0 86.9+4.5  99.4 1.7 0.7 1.4
252.0 86.1+3.5 100.3  0.52 0.3 1.2
2.8 P
2
15 min o
2.9 “2.6”7 1.0
50.0 252.0ng°mL_l3 2
2 3 1 & -20 C
“2.3”7
5
0369 12h “2.3”
2,
12 h 5 o
2 IP (n=5)
Tab 2 Results of the stability for IP samples
RSD RSD
( concentration) ( frozen and melted repeatedly) ( room temperature)
/ng + mL ™! 1% 1%
1.0 5.3 8.2
50.0 5.8 8.4
252.0 6.2 9.4
2.10 120 ICR
25~30 g 12 P

0.75mg * kg ™' 0.51.02.55 12.5 20

= =
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Fig2 Mean plasma concentration — time curves of isoproterenol in mice

after sc. with the dose of 0. 75 mg * kg~
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