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Multi-Drug Screen in Blood by LC-MS/MS

Extraction Date: é- d7-17 Analyst: 6&/\/\ ¢ Mord
PRE-ANALYTIC
Plate Lot# 0495940 Plate. Exp. 12/12/2017
1. Ensure all solutions are within expiration date.
e Mobile Phase A: 10mM Amm Formate e 0.5M Ammonium Hydroxide
e Mobile Phase B 0.1% FA in MeOH ¢ Column: Phenomenex Phenyl Hexyl (4.6 x S0mm; 2.6um)
e Blank/Negative Blood: Lot 321623-1 e Ethyl Acetate

~/ 2. Check levels of mobile phases and needle wash and refill as necessary. Ensure waste is not full.
J 3. Begin mobile phase flow and allow system to equilibrate for approx. 30 min.
/4. Create worklist. Data path name: &~ 2 /-17 A*M‘P blood scceem AM PEES

ANALYTIC
1. Remove standards plate, blood, and samples from cold storage. Allow to reach room temperature.

2. Pipette 250uL blood (calibrated pipette) in wells of analytical (standards) plate.
e Blank blood for locations containing standards/QCs and internal standards
¢ Sample blood for locations containing only internal standards
Place on shaking incubator at ambient temp., 900rpm for 15 minutes. Shaker ID 66759
Pipette 250uL 0.5M ammonium hydroxide buffer in wells of analytical plate.
Place on shaking incubator at ambient temp., 900rpm for 15 minutes.
Transfer 300uL of blood+base mixture to corresponding wells of SLE+ plate.

Apply positive pressure for approx. 4 seconds (or until no liquid remains on top of sorbent).
(Load at 85-100 PSI- Selector to the right) Manifold ID 66729
Wait 5 min.

8.  Add 900uL ethyl acetate and allow to flow for 5 minutes under gravity.
9.  Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the left)
10.  Add 900pL ethyl acetate and allow to flow for 5 minutes under gravity.
11.  Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the left)

e

N kW

SRS NS

12.  Remove plate containing eluate. Place on SPE Dry and evaporate to dryness at approx. 35°C.

SPE Dry ID 66819
..J 13.  Reconstitute in 100uL 100% MeOH and heat seal plate with foil. Place in autosampler and run worklist.
POST-ANALYTIC 2712 mMmas o

~./" 1. Open quantitation software and create a new quantitation batch. Batch name: & 37/7 mdo b
52 2. Make any necessary integration changes.
3.

Evaluate samples, S/N of primary transition >5 and S/N of secondary transition >3 or evaluation of peak
symmetry and resolution. Within +/- 2% or 0.1 min RT of administrative control. > 1/5 the response of
administrative control.

4. Did all QCs pass for each analyte@/ N
5. Central File Packet to include: LIMS Worklist: . Method Checklist V' Calibration and
Control Reports
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ISP Forensic Services: Toxicology Discipline

THC and Metabolites Screen in Blood by LC-MS/MS
Extraction Date: 6*)?7 -/ 7 Analyst: Ar\r\c_ }\/0( é

PRE-ANALYTIC custom OY99/07 /-28-201%

v

s

>

NA

RN R R

L

P?ST-ANALYTIC

<[

1.

Rl

Plate Lot# Stoele I HCplate~0483844 ,4~ Plate Exp: 652017 A

Ensure all solutions are within expiration date.

e Mobile Phase A: 10mM Amm Formate e 0.1% Formic Acid in water
e Mobile Phase B: 0.1% FA in MeOH ¢ MTBE
o Blank/Negative Blood: Lot 321632-1 e Hexane

o Column: Phenomenex Phenyl Hexyl (4.6 x 50mm; 2.6um)
Check levels of mobile phases and needle wash and refill as necessary. Ensure waste is not full.
Begin mobile phase flow and allow system to equilibrate for approx. 30 min.
Create worklist. Data path name: §-27-17  blood screen AM 25-26

ALYTIC

I.
2.

NS W

8.
9.

10.
1.
12.
13.

1.
2.
3.

5.

Remove standards plate, blood, and samples from cold storage. Allow to reach room temperature.
Add 1000 pL blood to wells of analytical (standards) plate. Mix via aspirate and dispense.

e Blank blood for locations containing standards/QCs and internal standards

e Sample blood for locations containing only internal standards
Place on shaking incubator at ambient temp., 900rpm for 15 minutes.  Shaker ID 66759
Pipette S00uL 0.1% formic acid to all wells of standards plate.
Place on shaking incubator at ambient temp., 900rpm for 15 minutes.
Transfer 800pL of blood+acid mixture to corresponding wells of SLE+ plate.

Apply positive pressure for approx. 4 seconds (or until no liquid remains on top of sorbent).
(Load at 85-100 PSI- Selector to the right)  Pressure Manifold ID 66729
Wait 5 min.
Add 2.25mL MTBE and allow to flow under gravity for 5 minutes. (add in 3 increments of 750ul)

Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the left)

Add 2.25mL Hexane and allow to flow under gravity for 5 minutes. (add in 3 increments of 750ulL)

Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the left)

Remove plate containing eluate. Place on SPE Dry and evaporate to dryness at approx. 35°C. SPE Dry ID 66819
Reconstitute in 100 pL 100% MeOH and heat seal plate with foil. Place in autosampler and run worklist.

Open quantitation software and create a new quantitation batch. Batch name: G & 7/7 Cann Scseco\

Make any necessary integration changes.

For unknown samples, calculated concentration > 3ng THC, THC-OH and > Sng Carboxy-THC +/- 2% retention

time of calibrators? _

Did QCs pass for each analyte? @/ N
Central File Packet to include: v/ LIMS Worklist: l Method Checklist _ Calibration and
Control Reports

Comments:



ISP Forensics
Calibration Curve Report
Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Last Calib Update 6/30/2017 8:40 AM Analyst Name ISP TOX

Target Compound THC-COOH
Internal Standard THC-COOH-d9

THC-COOH - 6 Levels, 6 Levels Used, 6 Points, 6 Points Used, 1 QCs
@ 5 {-y-=-0:0147523* k—+0:183400
@ R*2 = 0.99519289 ®o_—
S 4.5 Typé:Linear, Origin:ignore, Weight: 1/x
g 4
o
2 35
&
& 3 /
25
2 /6'
1.5
1 -
os o >
0
0 20 40 60 80 100 120 140 160 180 200 220 240 260
Concentration (ng/mtl)
Sample Level Enabled Exp Conc Final Conc Accuracy
cal 2 2 %] 5 5.4 108.0
cal 3 3 ] 10 9.2 91.6
QC10 3 ] 10 8.3 83.4
cal 4 4 %] 25 28.2 112.8
cal 5 ) %] 50 45.4 90.7
cal 6 6 %] 100 93.4 93.4
cal 7 7 4] 250 258.5 103.4

calibration report.xisx Page 1 of 3



Batch Data Path

ISP Forensics
Calibration Curve Report

D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin

Last Calib Update 6/30/2017 8:40 AM Analyst Name ISP TOX
Target Compound THC-OH
Internal Standard THC-OH-d3
THC-OH - 6 Levels, 6 Levels Used, 6 Points, 6 Points Used, 1 QCs
] 29 y = 0.008438 *_X - 9.572487E-004 P
2 R*2 = 0.99900724
e 2 -|-Type:tinear-Origin:ignore,- Weight:1/
g 18
2 16
g 1.4
1.2
1
0.8
0.6
0.4 O
0.2 >
0 y
0 20 40 60 80 100 120 140 160 180 200 220 240 260
Concentration (ng/mf)
Sample Level Enabled Exp Conc Final Conc Accuracy
cal 2 2 M 5 5.2 103.4
cal 3 3 2} 10 9.4 93.8
QC 10 3 M 10 9.7 96.7
cal 4 4 M 25 26.0 104.2
cal 5 5 [} 50 51.0 102.0
cal 6 6 %] 100 95.5 95.5
cal 7 7 M 250 2529 101.2

calibration report.xlsx
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ISP Forensics
Calibration Curve Report

Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Last Calib Update 6/30/2017 8:40 AM Analyst Name ISP TOX

Target Compound THC
Internal Standard THC-d3

THC - 6 Levels, 6 Levels Used, 6 Points, 6 Points Used, 1 QCs
3 y =0.010518 * x - 0.008237
@  2.75--Rr2=099732236 ®
2 2.5 Type:linear, Ofigin:lgnore, Weight:1/x
é 2.25
2 2 -
% 1.75 ]
T 45
1.25
1 ‘/
0.75
0.5 —
0.25 >
0 e
0 20 40 60 80 100 120 140 160 180 200 220 240 260
Concentration (ng/ml)
Sample Level Enabled Exp Conc Final Conc Accuracy
cal 2 2 M 5 4.9 98.7
cal 3 3 7%} 10 10.6 105.8
QC 10 3 7} 10 10.0 100.2
cal 4 4 [} 25 25.7 102.8
cal 5 5 [} 50 48.6 97.1
cal 6 6 o4} 100 92.4 92.4
cal 7 7 1] 250 257.8 103.1

calibration report.xlsx Page 3 of 3



ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Analysis Time 6/30/2017 8:40 AM Analyst Name ISP Tox

Report Time 6/30/2017 8:40 AM Reporter Name ISP Tox

Last Calib Update 6/30/2017 8:40 AM Batch State Processed

Analysis Info

Acq Time 2017-06-27 11:09 Data File Qc 10d

Sample Type QcC Sample Name QC 10

Dilution 1 Acq Method Screen THC 11102016.m
Position P1-H1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+ TIC MRM (** -> **) QC 10.d
% x10 571 i
[«}
&} 6.5

6

55

5

4.5

4

3.5 —

3

2.5

2

1.5 I

1 N

0.5 AERUTAN

U N
02 04 06 08 1 1.2 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42
Acquisition Time (min)

Results
Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-COOH 3.366 187716 569658 0.3295 8.3388
THC-OH 3.453 213052 2643231 0.0806 9.6656
THC 3.760 5588 57495 0.0972 10.0231

ISP cann screen report.xisx Printed at: 8:41 AM on: 6/30/2017



ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Analysis Time 6/30/2017 8:40 AM Analyst Name ISP Tox

Report Time 6/30/2017 8:40 AM Reporter Name ISP Tox

Last Calib Update 6/30/2017 8:40 AM Batch State Processed

Analysis Info

Acq Time 2017-06-27 10:49 Data File Neg Control.d

Sample Type Sample Sample Name Neg Control

Dilution 1 Acq Method Screen THC 11102016.m

Position P1-a2 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen negative blood lot 32632-1

Sample Chromatogram
+TIC MRM (** > **) Neg Control.d

x105 |1 !
4.5

Counts

4

3.5

3

2.5
2

1.5
1

0.5 {\A
U\

02 04 06 08 1 12 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42
Acquisition Time (min)

Results

Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-COOH 3.406 40973 305299 0.1342 0.0000

Z§f% .........

ISP cann screen report.xlsx Printed at: 8:41 AM on: 6/30/2017



ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path
Analysis Time
Report Time

Last Calib Update

Analysis Info
Acq Time
Sample Type
Dilution
Position

Inj Vol

D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin

6/30/2017 8:40 AM
6/30/2017 8:40 AM

Analyst Name ISP Tox
Reporter Name ISP Tox

6/30/2017 8:40 AM Batch State Processed
2017-06-27 10:16 Data File cal 2.d
Calibration Sample Name cal 2

1 Acq Method

Pi-B1 Sample Info

-1 Comment

Sample Chromatogram

AM 26 Cannabinoid screen

Screen THC 11102016.m

+ TIC MRM (** -> **) cal 2.d
£ x10571 1
3
© 22
2
1.8
1.6
1.4
1.2 =
1
0.8
0.6 A
04 Y
. Vo
02 04 06 08 1 12 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42
Acquisition Time (min)
Results
Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-COOH 3.406 35966 129343 0.2781 5.4022
THC-OH 3.453 42809 1003436 0.0427 5.1693
THC 3.720 1531 35049 0.0437 4.9372

ISP cann screen report.xlsx

Printed at: 8:41 AM on: 6/30/2017



ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Analysis Time 6/30/2017 8:40 AM Analyst Name ISP Tox

Report Time 6/30/2017 8:40 AM Reporter Name ISP Tox

Last Calib Update 6/30/2017 8:40 AM Batch State Processed

Analysis Info

Acq Time 2017-06-27 10:23 Data File cal 3.d

Sample Type Calibration Sample Name cal 3

Dilution 1 Acq Method Screen THC 11102016.m
Position P1-Ct Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+TIC MRM (** -> **) cal 3.
fé x10 5 4
a 3
© 275

2.5

2.25

2

1.75

1.5

1.25

: A

0.75

0.5 A I\A

0.05 ANYRA

\
02 04 06 08 1 12 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42
Acquisition Time (min)

Results
Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-COOH 3.406 63108 183480 0.3439 9.1619
THC-OH 3.453 94987 1215130 0.0782 9.3773
THC 3.720 3857 37417 0.1031 10.5845

ISP cann screen report.xlsx Printed at: 8:41 AM on: 6/30/2017



ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Analysis Time 6/30/2017 8:40 AM Analyst Name ISP Tox

Report Time 6/30/2017 8:40 AM Reporter Name ISP Tox

Last Calib Update 6/30/2017 8:40 AM Batch State Processed

Analysis Info

Acq Time 2017-06-27 10:29 Data File cal 4.d

Sample Type Calibration Sample Name cal 4

Dilution 1 Acq Method Screen THC 11102016.m
Position P1-D1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+ TIC MRM (** -> **) cal {1.d
£ x1054+ k
3
[=]
O 35

3

2.5

2

1.5

1

05 A \J[\\\

02 04 06 08 1 12 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42
Acquisition Time (min)

Results
Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-COOH 3.346 105267 155363 0.6776 28.1997
THC-OH 3.433 275582 1259420 0.2188 26,0452
THC 3.720 10376 39608 0.2620 25.6900

ISP cann screen report.xlsx Printed at: 8:41 AM on: 6/30/2017



ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Analysis Time 6/30/2017 8:40 AM Analyst Name ISP Tox

Report Time 6/30/2017 8:40 AM Reporter Name ISP Tox

Last Calib Update 6/30/2017 8:40 AM Batch State Processed

Analysis Info

Acq Time 2017-06-27 10:36 Data File cal 5.d

Sample Type Calibration Sample Name cal 5

Dilution 1 Acq Method Screen THC 11102016.m
Position P1-E1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+TIC MRM (** > **) cal 5.d

£ x105 |1 {
4

Coun

3.5

3

2.5

2

1.5

1

0.5 [\’\
JIRV,

02 04 06 08 1 12 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42
Acquisition Time (min)

Results

Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-COOH 3.366 156811 160257 0.9785 45.3734
THC-OH 3.453 513069 1195129 0.4293 50.9893
THC 3.740 22182 44132 0.5026 48.5692

ISP cann screen report.xlsx Printed at: 8:41 AM on: 6/30/2017



ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Analysis Time 6/30/2017 8:40 AM Analyst Name ISP Tox

Report Time 6/30/2017 8:40 AM Reporter Name ISP Tox

Last Calib Update 6/30/2017 8:40 AM Batch State Processed

Analysis Info

Acq Time 2017-06-27 10:42 Data File cal 6.d

Sample Type Calibration Sample Name cal 6

Dilution 1 Acq Method Screen THC 11102016.m
Position P1-F1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+ TIC MRM (** -> **) cal 6.d
2 x105-4 1

Coun

8

7

o

Now A~ O

A
I
1 I

JARVAN

02 04 06 08 1 12 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42
Acquisition Time (min)

Results

Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-COOH 3.346 701930 385621 1.8203 93.4096
THC-OH 3.433 1451918 1803409 0.8051 95.5245
THC 3.720 44324 46009 0.9634 92.3730

ISP cann screen repott.xlsx Printed at: 8:41 AM on: 6/30/2017



ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\6-27-17 blood screen AM 25-26\QuantResults\62717 cann screen.batch.bin
Analysis Time 6/30/2017 8:40 AM Analyst Name ISP Tox

Report Time 6/30/2017 8:40 AM Reporter Name ISP Tox

Last Calib Update 6/30/2017 8:40 AM Batch State Processed

Analysis Info

Acq Time 2017-06-27 10:56 Data File cal 7.d

Sample Type Calibration Sample Name cal 7

Dilution 1 Acq Method Screen THC 11102016.m
Position P1-G1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+ TiIC MRM (** -> **) cal 7.d
8 510 6.41 1
1.3
1.2
1.1
1
0.9
0.8
0.7
0.6
0.5
0.4
0.3
0.2
0.1

Coun

o

\
\
/YN

02 04 06 08 1 t2 14 16 18 2 22 24 26 28 3 32 34 36 38 4 42
Acquisition Time (min)

g_~§_

Results

Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-COOH 3.346 1265731 268596 4.7124 258.4532
THC-OH 3.453 3672029 1721521 2.1330 252.8945

THC 3.740 136029 50309 2.7039 257.8460

ISP cann screen report.xlsx Printed at: 8:41 AM on: 6/30/2017





