Benzodope and Beyond: Detection of Benzodiazepine and Opioid
Mixtures in Blood and Alternative Matrices using LC-MS/MS
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CONCLUSIONS

 Homogenize tissue (liver or heart) 1:4 with DI
Prep water

* Fortify 250 yL matrix with calibrator or QC, ISTD

Table 2: Validation Summary Results

Blood (BL) curve with tissue (TS) QCs
Quadratic 1/x weighted all analytes

0.1 —100 ng/mL 0.5 — 500 ng/mL

0.3, 20, 80 ng/mL 1.5, 100, 400 ng/mL
Within £8.3% (BL) Within £19.3% (BL)
Within £6.5% (BL) Within £14.1% (BL)
Within £8.4% (BL) Within £11.9% (BL)
0.05 ng/mL (BL, TS) 0.5 ng/mL (BL), 1.0 ng/mL (TS)
0.1 ng/mL (BL, TS) 1.0 ng/mL (BL), TS variable

This method was validated in accordance with
ANSI/ASB Standard 036 quantitatively for blood
and qualitatively for tissue (bovine/chicken)
matrices using LC-MS/MS. Quantitative validation
for tissues is In progress. However, low limits of
detection were still achieved and the ability to
detect these analytes within tissue samples
provides critical value Iin postmortem toxicology
when traditional matrices are unavailable. This

* Add 2.5 mL phosphate buffer (100 mM, pH 6.0)
» Centrifuge at 4200 rpm for 10 minutes

Buffer Calibration Model

Precision (%CV)*
* Apply sample to SPE columns (Cerex® Clin [I) (%CV) Within-run

Load Gently elute matrix at <3 psi

Between-run

Grand Bias (%)*
Limit of Detection®

* 1 mL DI water
* 1 mL acetic acid (0.1 M), dry 5 minutes

WEERS « 1 mL hexanes, dry 30 seconds Limit of Quantitation*

* 1 mL ethyl acetate
1 mL methanol

Matrix Effects (%)
Carryover (CO)

BL within £ 10.0%; TS within £ 25.0%
Acceptable following highest calibrator

method provides a baseline for future method
development assessing the detection of benzodope

INn human samples.

 Place glass conical vials for elution

Elute 2 mL 95:5 ethyl acetatezammonium hydroxide

Interferences No interferences from matrix, internal standard, commonly encountered drugs
Processed sample stability Analytes stable up to 72 hours at 10°C in blood, except flubromazepam (stable up to DISCLOSURES

(Relative peak area)* 48 hours) The authors have no conflicts of interest to disclose.

*Tissue validation results are qualitative only; quantitative validation is in progress to verify LOQ), bias, and precision.
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By * Dry down under nitrogen gas (40°C)
jCCClE « Reconstitute in 50 pL of mobile phase (85:15) retrences
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Figure 1: SPE protocol
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