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PURPOSE LC-MS/MS CONDITIONS VALIDATION AND PK RESULTS

* Midazolam is a widely used central nervous system depressant. It ¢ Shimadzu UFLC/LC-20AD pumps/Sciex API5000 * HPLC Gradient * Waters Oasis HLB SPE
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Highly sensitive quantitation method for midazolam is thus Thermo Hypersil Gold aQ 50%3.0 mm 3um 1.72 2800 2 %V | 101 | 85 2.8 3
required. C12 Phenomenex Synergi Max-RP 50%2.0 mm 4um peak too wide %Bias 13 4 1.9 1.3
& VChosic S0xac S = 600 Mean | 0.111 | 0279 | 7.87 74.8
asic X4.6 mm m .
«  Method development goals M Intra-day SD 0.0176 | 0.0243 | 0.2 1.57
Phenvl Waters XSELECT CSH Phenyl-Hexyl 50%2.1 mm 3.5um 1.14 2000 3 %Cv 15.9 8.7 2.5 2.1
Y Thermo Hypersil Gold PFP 50x3 mm 3pm 1.85 3200 %Bias | 11 7 16 03
. i i Inter-d sb | 0.0143 | 0.0205 | 0.215 1.6
sample volume 500 pL human plasma Mobile Phase Comparison . . rleirultzy %CV 128 73 27 21
selectivity no interference from matrix . L Mobile Phase A Mobile Phase B %Bias 12 -6.3 -0.4 -0.7
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0.1% formic acid + 10 mM ammonium formate in H,O (pH ~ 3) MeOH/ACN; 25/75, v/v successfully applied in a DDI study for midazolam PK
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_ o A -~ - - . - _* Anultra-sensitive LC-MS/MS method for midazolam quantitation has
\% \% \4 v °  Waters Oasis MCX SPE been developed and validated with an LLOQ of 0.1 pg/mL.
conditioning load wash elute/dry
reconstitute 500 pL human plasma + 50 pL STD spike solution + 20 pL IS

* The method has been successfully used in a clinical DDI study for

spike solution (midazolam-d,) + 300 pL 2% FA in H,0O midazolam PK measurement.

Load; wash, elute, dry down, reconstitute for injection

FR DN TA G E No recovery due to hydrolysis of midazolam under low pH!!
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