Idaho State Police Forensic Services Toxicology Analytical Methods

WORK INSTRUCTIONS

3.10.4 Cocaine and Cocaine Metabolites in Blood
UCT 200 mg CLEAN SCREEN® DAU Extraction Column

QUALITY ASSURANCE MATERIAL

Working Reference Material Solutions

Corresponding calibrator and control reference materials must be obtained from different
vendors, or be from different lot numbers if suitable second vendors are not available. Working
reference material solutions are stable for 6 months when stored under refrigeration.

10ng/pL @6
Add 100.0uL each 1mg/mL Benzoylecgonine, Cocaine and Cocaet e (optional) Stock
Solution to =9mL Methanol in a 10mL volumetric class A flask. QS to L

1ng/uL %

Add 1.0mL 10ng/uL working solution to z8mL Methanol in a;ﬁme volur%rlc class A flask.
QS to 10mL. *

Calibrator Preparation g Q

Add the volume of working Benzoylecgonine, COC@ a OGbC e&gﬂene (optional) mixed RM
to appropriate tube as indicated below. Q a\

Level ng/mL 6'\\ W g@uﬁon Volume to add
P BN ( (L)

1 25 Q@ Q> &4 25

2 50\('},\ Al WM 1 50

3 08~ @7l N\D)° 1 100

4 R50 A AV 10 25

5 ANOVB00xN T AN 10 50

6 ?{0 1 0" ,‘V 10 100

Spiked Positive Contro(sﬁ n
Add the volume ofywarking B ecgonine, Cocaine and Cocaethylene (optional) mixed RM

to appropriate tubésas indicated kelow.

ng/mLQ W Solution Volume to add
(\Mng/ul) (pL)
%5 NS 1 75
750 10 75

1ng/ul Working Internal Standard Solution

Add 100.0uL each 100ug/mL (100ng/uL) Stock Solution of Benzoylecgonine-D3 or —D6,
Cocaine-D3 and Cocaethylene-D3 (add if included above) to =OmL Methanol in a 10mL
volumetric class A flask. QS to 10mL. Solution is stable for 6 months when stored under
refrigeration.

Commercial Positive Control
Control must contain a minimum of Benzoylecgonine and Cocaine each at a target
concentration of 100ng/mL. Refer to package insert for verified value and expected range.
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Sample Preparation for SPE

Rock 5 minutes
Transfer ImL;

Calibrators

\v,

Q .
& &L
O

Q\ )
oH >6.0:05 oH <6.0:05

QQO +llow o stand for 5-10 minutes

Adjust with 100mM Monabasic Adjust with 00mM Dibasic

Centrifuge ~10 min @ 3400-3500 rpm

Ready for SPE
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SPE

Insert UCT columns in vacuum manifold

Do not allow sorbent to dry

9

Add 3mL MeOH <

N

gravity flow or -3 in Hg vacuum

Add 3mL water

Add 1mL 100mM pH 6 phosphate buffer

([ \
Add buffered blood

O X _\|

Add 2mL. water
V‘ "
M (/
Add 2mL 100mM HCI
Y ~ «QF
Add 3mL MieOH
™)
VRN
~ull vacoum for 5 to 10 minutes
N
O ()
60 Insert rack with tubes
O 0.
Add 3mL elution solvent

O 00 CHCI2/ Isopropanol/NH4O0OH

78:20:2
@

O

Evaporate to dryness under N2

Add 50uL EtOAC Add 50uL. BSTFA + 1% TMCS
Vortex

Cap & Vortex
Heat at 70°C for 20 minutes

Cool
Transfer to ALS vial
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Revision History

Revision No. Issue Date Revision/Comments 5
0 06-29-2007 Original Issue «C
N\
1 03/07/2011 Clarified schemes, updated Ian%@}
2 01/07/2013 Update flow chart to reflegt\ghanges in method.
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