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Determination of Midazolam in Mouse Plasma Serum Concentration Distribution by ReversedPhase HPLC

DING LianHa HONG Yan-min JING Lian-ping DONG Weidin" ( Tianjin Medical University ~Tianjing 300070 China)

ABSTRACT: OBJECTIVE Determination by HPLC of midazolam in mouse distribution and the method was applied to detect mid—
azolam in mouse distribution. METHODS The analytical column was packed with Kromasil C5(4. 6 mm X 150 mm 5 pm) the mo-

1
and

bile phase was methanol-water 60: 40 containing 0. 1% diethyl amine 0. 05% phosphoric acid  the flow rate was 1 mL * min "~
detection wave length was set at 225 nm with the triazolam as the internal standard according to the internal standard to quantitate.

RESULTS The linear ranges were 5 —400 ng * mL™' for midazolam in human plasma. The correlation coefficients were 0. 999 3.

The midazolam low limit of detection was 2.5 ng * mL~". The method recoveries were ( 96.95 +1.8) %. Withinday and betweenday
RSD were less than 2% . CONCLUSION  The method is rapid simple sensitive accurate and economic and applied to provide ba—
sis for clinical testing for midazolam in mouse distribution.

KEY WORDS: midazolam; HPLC; serum concentration distribution
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1.3 HPLC
1.3.1 Kromasil C4( 4.6 mm x
150 mm 5 pm) - ( 0.1%
0.05% 60: 40) 1.0 mL * min "'
225 nm.

1.3.2
0.5 mL
0 5 10 50 100 200
400 ng *mL™" 0.1 mol * L' HC10. 1 mL
0.2 mL (250 ng * mL~' )
- (2:8) 1.0 mL
2 min 12 000 r * min "' 2 mino
2 60 °C N, o
200 pL 2 min 12 000
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1Y =0.011 8X +
0.0233 r=0.999 3(n=3) .
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400 ng * mL ™'

Y=0.0119X+0.0119 r=0.999 5(n =3);
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0.0209 r=0.999 5(n=3) .
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. 1.
1.3.5 0.5 mL
10 50 200 ng * mL™'
“.3.2” . .
1.3.6 0.5 mL
10 50 200 ng * mL™"  “1.3.27
1d 5 3d 1
2
2.1
10
2.2
RSD  2.1%(n=3);
RSD  3.3%(n=3).
2.3
(25+5) g 18
3 6
(5~10 pg*g™") 2 mL

0.083 0.166 0.5 0.75 1.0 1.5 2.0 3.0 h

1 (A~ (B) . (Q)
(D)
Fig.1 HPLC Chromatogram of blank plasma( A) midazolam

standard ( B)
standard( C)

blank plasma samples midazolam with internal

tissue samples midazolam with internal standard( D)
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-40 C

-1
(210~240 pg=g™') 2 mL
-40 C o
o 2 3,
3
3.1 4%
1 .n=3 x*s
Tab.1 Results of methods recovery test of midazolam. n =3
x xS
Concentration Plasma Liver tissue  Brain tissue RSD
/ng * mL~! /ng*mL='  /ngeg~! /ng+g~! 1%
10 0.1657 0.158 7 0.1555 1.8£0.49
50 0.588 4 0.5825 0.589 3 1.25 +0.34
200 2.4323 2.397 3 2.3921 0.33 +0.12
Average recovery /% 96. 98 96. 46 97.41 <2.0
2 - .ng *mL™’
Tab.2 Plasma concentrations of midazolam. ng * mL ™'
Blood taken time/h 1 2 3 4 5 6
0.083 5.78 5.66 5.73 5.58 5.67 5.74
0. 166 12.53 12.82 12.49 12.18 12.65 12.52
0.5 24.86 25.69 25.53 24.62 25.94 24.78
0.75 35.35 33.16 35.02 34.17 35.83 35.61
1 48.71 49.35 39.89 48.26 48.87 49.39
1.5 47.56 46.42 50.03 46.05 45.53 47.12
2 26.98 27.67 30.11 28.36 31.39 30.06
3 13.64 11.32 14.46 13.14 17.37 16.72
3 .ng * mL™'

Tab.3 Concentrations of midazolam

mL ™!

in

visceral organs. ng ®

Tissue samples

Liver tissue

Brain tissue

1 338.69 102. 90

2 327.78 105. 17

3 319.18 95.29

4 347. 68 113.92

5 337.79 100. 17

6 329.13 97.29
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- (2:8)
3.2 0.1 mol » L™
pH 3.5
0.1 mol * L™ 0.1 mL
3.3
( 0.1% 0. 05% 60 40)
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