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RESULTS

INTRODUCTION

N o o . | CHROMATOGRAM %0 00 ¢
ylazine is a veterinary sedative that has been emerging as a popular adulterant in the illicit drug market. It is most commonly
. . . M el Solvent standard at 25 ng/mL 25 ng/mL 80 ng/ml-
seen with powders and tablets containing fentanyl [1, 2]. Drug powders or tablets can easily be “cut” with other substances,
some of which, have pharmacological activity of their own, adding to the effects intended by the main drug. Substances added | :
to drug samples that are pharmacologically active are considered to be adulterants. It is becoming increasingly popular for fen- 700000 = e ” Recovery Matrix Effects RSD Recovery Matrix Effects RSD
tanyl samples to be adulterated with xylazine. This combination of drugs is commonly referred to as “Tranqg” [1]. - S S—
600000 = 5.0 6.0 20 Morphine 119% -15% 8% 90% 2%
Although xylazine is not an opioid, its use with fentanyl is having a major impact on the opioid epidemic for a number of rea- 500000 ] e | Procaine 107% 1% 9% 96% 4%
sons. It can induce a state of unconsciousness, worsen addiction, potentially increase the risk of fatal overdose, and its effects - ﬂ e
are not counteracted by naloxone [1, 2]. According to the DEA, in 2022, xylazine was detected in 48 of 50 states. Of samples con- 400000 = ”
taining fentanyl, 23% of powder samples and 7% of tablet samples also contained xylazine. Xylazine trends seem to be follow- - Lidocaine 116%
. . . . . : . . 300000 =
ing a similar path to fentanyl, meaning its trend is likely to persist [3]. This poster details a robust and effective method for the ] @ Norfentanyl 19% 90% 10%
simultaneous analysis of fentanyl, fentanyl analogs, xylazine, and other common adulterants by SPE and LC-MS/MS. R e
- ‘ Xylazine 2% 109% 13%
100000 = 3
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LC-MS/MS Shimadzu Nexera LC-30AD with MS-8050 UCT © cvam | @ 4-ANPP © ortho-Fluorofentanyl 1 1
—— — 25 ng/m 80 ng/m

UHPLC Column SelectraCore® DA Column 100 x 2.1 mm, 2.7 um (PN: SCS27-DA1021) S e Lidocaine 6 para-Fluorofentany| Q Quetiapine

Recovery Matrix Effects RSD Recovery Matrix Effects RSD

83%

Guard Column SelectraCore® DA Guard Column 5 x 2.1 mm, 2.7 um (PN: SCS27-DAGDC21)
Column Temp. Figure 2: Solvent standard at 25 ng/mL showing separation of fluorofentanyl isomers.
Flow Rate
Injection Volume
: . SPE PROCEDURE Clean Screen® DAU: 200 mg, 6 mL (P/N: CSDAU206)
Mobile Phase A
Mobile Phase B

Gradient Conc. B: 5% (0 min) - 45% (3-7 min) - 100% (8-9 min) - 5% (9-12 min)
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Sample Pretreatment STEP 1: Condition Norfentanyl

Urine: 1 mL urine sample + 500 uL MeOH (optional) + 2.5 mL of 100 mM « 1 x3 mL MeOH Xylazine

phosphate buffer pH 6.0 + ISTDs « 1x3 mLDIHO
CALI B RATI o N CU RVE EXAM PLES Blood: 0.5 mL whole blood sample + 3 mL of 100 mM phosphate buffer + 1x3mL 100 ?T\M phosphate

pH 6.0 + ISTDs buffer pH 6
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STEP 2: Load
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Acepromazine 5% /1% 91%
R A M AR A MR MR AR R A A R A AR A - R R R AR RN R AR Y  Load at 1 to 2 mL/minute (2SSOl IYIPL a9 Y TOr at 1eds minutes Recoveries were calculated by comparing pre vs. post spiked samples. Matrix effects were calculated by comparing post spiked samples to solvent calibrators.
« 1x3 mL MeOH under full pressure or vacuum
Figure 1: 6-point solvent calibration curve for analytes with linear equation and R? value [1, 5, 10, 25, 50, 100 ng/mL].
CONCLU SION Questions/Comments: methods@unitedchem.com
UCT, Inc. o . A full SPE and LC-MS/MS method was developed and optimized to achieve the highest recoveries of the analytes with the lowest matrix effects. Like most drugs of abuse, xylazine is
‘A\ 2731 Bartram Road | Bristol, PA, 19007 un Itedchem com STEP 6: Evaporate STEP 7: Reconstitute slightly basic and ionizable at a pH less than 7, making this veterinary drug easy to integrate into an existing fentanyl or opioid panel that is potentially already in use at drug testing
laboratories. It also makes this panel of drugs an excellent candidate for UCT’s flagship mixed-mode Clean Screen® DAU which combines cation exchange and reverse phase function-
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- Evaporate eluate at 40°C,
starting at 5 psi and increasing + 1 mL MeOH:H0 (95:5) or other

the pressure slowly over appropriate solvent or volume
30 minutes

alities.

¢« 1x3 mL MeOH:NH4OH (98:2) or
DCM:IPA:NH4OH (78:20:2)

This method yields high recoveries ranging from 80 to 119% at low, medium, and high concentrations in both blood and urine. Aside from acepromazine, which was not the focus of
this panel, relative standard deviations (RSDs) were <20% and matrix effects were within £25%. The LC-MS/MS method features the separation of the three fluorofentanyl isomers,
para-, meta-, and ortho-fluorofentanyl, to ensure that misidentifications will not be made. This application note provides a procedure that can be readily implemented by drug testing
laboratories to simultaneously monitor fentanyl, fentanyl analogs, xylazine, and other common adulterants.

Disclosure: The speaker, author, moderator, planning member and/or presenter/s do have financial relationships with UCT, Inc., as defined in the AACC policy
on potential bias or conflict of interest. the specific product/s : Clean Screen® DAU and SelectraCore® DA column will be mentioned and/or discussed.




