Drug name: Bromazepam

IUPAC:9-bromo-6-pyridin-2-yl-2,5-diazabicyclo[5.4.0]undeca- 5,8,10,12-tetraen- 3-one

Classification: Anxiolytic
Internal Standard: Lorazepam

Sample preparation: Add 4ml of hexane – ethyl acetate (7:3, v/v) to 0.5ml of plasma then add 0.05ml of 0.06M NaOH and 0.05of IS standard solution.

Agitate for 3min, centrifuge for 5min at 4000rpm and keep in ice bath for 10min.

Remove the organic phase and evaporate to dryness under nitrogen gas at 45°C.

Reconstitute the residue in 0.2ml of mobile phase, vortex for 10s, inject into auto sampler.

Standard preparation: Prepare I & II stock solutions of bromazepam 0.1mg/ml in methanol. 

Prepare concentrations at 0.1, 0.2, 0.4, 1, 2, 5 and 10ng/ml and 0.1, 0.4, 4 and 8ng/ml. 

Prepare calibration standards at 1, 2, 4, 10, 20, 50 and 100ng/ml concentrations by spiking blank human sample. 

Prepare QC samples at (QCLQ: 1ng/ml) and low (QCL: 4ng/ml), medium (QCM: 40ng/ml) and high (QCH: 80ng/ml) concentrations. 

Prepare IS 1mg/ml stock in methanol and diluted to give final concentration at 4ng/ml

Chromatographic conditions: Mobilephase: 1mM ammonium acetate–methanol (2:8, v/v)

Flow rate 0.2ml/min 

Run time 2.5min

Capillary potential - 40 V, Nitrogen (480 l h-1)

API temperature 50 and 300°C 

The dwell time - 0.5 s 

Collision gas and the collision cell pressure - 2.57mTorr 

The collision energy 30.5eV for bromazepam and 40eV for lorazepam

Instrumentation: A Varian LC/MS/MS system consisting of a ProStar 210 liquid chromatography coupled to a ProStar 410 autosampler and to a 1200L Analytical grade Merck do Brasil (Rio de Janeiro, RJ, Brazil) 

Chromsep 50×2 mm i.d. Microsorb 100-3 BDS analytical column, coupled to a Labtron C18 4 ×2 mm i.d. guard column, from Varian (Palo Alto, CA, USA)

Detection: m/z 316 > 182 for bromazepam 

 m/z 321 > 275 for lorazepam(IS)

Recovery:  QCL – 76.9%, QCM – 64.5%, QCH – 79.7%

LOQ – 1ng/ml, LOD – 0.5ng/ml, LR – 1-100ng/ml

Cmax: Mean ± SD - 57.58 ±18.64ng/ml

Geometric mean - 55.15ng/ml

Tmax: Mean±SD-2.69±1.97h, Range 0.5–8h
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