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HPLCAnalysis of Benzodiazepinesfrom Serum.

Rapid analysisof multiple Determinethe presenceof Figure2:TheanalysisofTrazadoneinserum.
benzodiazepinesin a single system, alprazolamand clonazepam.

1 InternalStandard

Thebenzodiazepinesare the major Alprazolamand clonazepamare 2 Trazadone
treatmentmodalityforanxiety.They benzodiazepinesthatare usedchiefly
are among the mostcommonlydis- as an antidepressant(alprazolam}and
penseddrugsand frequentlyappear an anticonvulsant(clonazepam).
in drug overdosescreens.Thismethod When usedtherapeutically,theyare
providesthequantitationof theparent typicallyfound in serumat lower levels
drugsand their metabolitesin a rapid thanotherbenzodiazepines.Theyare
(underfive minutes)assay, also foundat high levelsin overdose

screens.With this methodyou have
Figure1:Thesimultaneousanalysisof theadditionalcompatibilityof detect-
multiplebenzodiazepinesandmetabolites ing alprazolamand clonazepamat
froma spikedserumsample, overdoselevels.

1 Demoxepam _" I

2 o....pore Samplepreparation. 10_nutes3 Lorazeparn

1 2 3 5 6 4 Chlordiazepoxide 1. To a ] 6 x ] 00 screwcap tube5 Flunilrazeparn[IS] add (intheorder given):0.1 ml Thesamesystemcan beusedfortheanalysis
6 Desmethyldiazepam
z D_ozepom internalstandard(flunitrazepam oftrazadoneandtoscreenfaroverdosesof
Alldrugso,1_glml 10 I..lg/ml); 0.5 ml serum,standard alprazolam and clonazepam.

of..... or control;O.1 ml 1M Na2CO3.
z Vortex5 seconds. A versatileanalysissystem.

2. Add 5 ml hexane:ethylacetate Bysimplyswitchingto a Waters
(70:30). Shake5 minutes.Centri- ResolveTM C_88mmx lOOmmcar-
fuge 5 minutesat 5000 RPM. tridge, thesystemcan performthe

3. Transferorganic layer to a 16 x analysisof anticonvulsantdrugs.This
1O0 tube. Evaporateto dryness reducesassaychangeovertimeand
at 30°C. decreasesturnaroundtime.Usingthe

k__ 4. Redissolvein 0.25 ml of mobile standardassayconditions,theantide-
, phase, pressantTrazadonewhich cannotbe

lOM_nutos 5. Inject20 Ill intochromatograph, assayedin typical tricyclicantidepres-
santassaysystemscan be quanti-

Thisassayis not intendedfor in vitro toted, eliminatingtheneed fora
diagnosticusewithoutappropriate separatechromatographicsystem.
verificationof performancecharacter-

istics. Systemconfiguration.
A varietyof analyticalHPLCconfigu-

Chromatographicconditions. rationsare appropriate for thisanaly-
Column: Nova-PakTM C_8' (3.9mmx sis.YourWaters representativecan

150mmor 3.9mm x 7.5mm) helpyou determinewhich systemis
Mobile Phase:CH3CN/CH3OH/ bestsuitedto your assayneeds.

K2HPQ 30 mM pH 6.3, 29.2/
9.8/61

FlowRate:2.0 ml/min
Detection:214 nm

Waters, Nova-Pakand Resolveare trademarksof Millipore

J _ _"_ O Method: Courtesyof Dr J.... Floodand PatriciaPuopolo, Corporolion ©19(20 MilliporeCorporation, Printedin IheMassGeneral Hospital.Man_scriptin preparation. U.S.A., 6/90, T130

Waters. The absolute essential MilliporeWatersChromatographyDivisiOncorporatlon Watersfor bloresearch. 34 Maple St.
Milford, MA 01757 Division of MILLIPORE
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