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AM# 25;: Multi-Drug Screen in Blood by LC-MS/MS

Extraction Date: "f’()- 3 /8 Analyst: fﬁ (ATAXS NC" F’A

Plate lot#: 0515207 Plate Expiration: 10/18/2018

Mobile phase A: 10mM Amm Form Mobile phase B: 0.1% Formic Acid in MeOH
0.5M Ammonium Hydroxide Ethyl Acetate L.C Methanol

Blank Blood Lot: 17J20718 Column: Phenomenex Phenyl Hexyl (4.6x50mm, 2.6um)

LCMS-QQQ ID: 62340

Pre-Analyvtic:

I 1. Check levels of mobile phases and needle wash refill as needed. Ensure waste is not full.

¥ 2. Ensure correct column is installed and begin mobile phase flow allow to equilibrate ~ 30 minutes.
4 3. Create worklist:

Analytie:

¥ 1. Remove standards, plate, controls, and samples from cold storage. Allow to reach room temperature.
B 2. Pipette 250uL blood (calibrated pipette) Pipette ID: 1926134 in wells of analytical (standards) plate.
%l 3. Placeon shaking incubator at ambient temp., 900rpm for 15 minutes. Shaker ID: 66759

% 4. Pipette 250uL 00.5M ammonium hydroxide in wells of analytical plate.

(X] 5. Place on shaking incubator at ambient temp., 900rpm for 15 minutes.

K] 6. Transfer 300uL of blood-+base mixture to corresponding wells of SLE+ plate.

7. Apply positive pressure for approx. 10-15 seconds (or until no liquid remains on top of sorbent).

(Load at 85-100 PSI- Selector to the right) Manifold ID: 66792

4 8. Wait 5 minutes.

9. Add 900uL ethyl acetate.

(X' 10. Wait 5 minutes.

{d 11. Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the lef?).

A 12. Add 900uL ethyl acetate.

B 13. Wait 5 minutes.

X 14. Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the left).
/,[Z] 15. Remove plate containing eluate. Place on SPE Dry and evaporate to dryness at approx. 35°C.

SPE Dry ID: 66819
[X 16. Reconstitute in 100pL 100% LC MeOH and heat seal plate with foil. Place in autosampler and run worklist.

Post-Analytic
% 1. Open quantitation software and create a new quantitation batch. - YY3 )8 rnds P
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2. Make necessary changes to integration limits Dokt
K] 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. > 1/3 the response of
administrative control.
P 4. Did all QCs pass for each analyte? Yy/ N

B 5. Central File Packet to include: LI Worklist, Method Checklist, Calibration and Control Reports
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AM# 26: THC and Metabolites Screen in Blood by LC-MS/MS

- | A
Extraction Date: _ /-2 3"/ J Analyst: ﬁ NNe. )\BC’(“
Plate lot#: 0515037 Plate Expiration: 9/28/2018
Mobile phase A: 10mM Ammonium Formate Mobile phase B: 0.1% Formic acid in MeOH
0.1% Formic Acid in Water MTBE Hexane
Blank Blood Lot: 17J20718 Column: Phenomenex Phenyl Hexyl (4.6x50mm: 2.6 um)

LCMS-QQQ ID: 62340

Pre-Analytic:

)
@ 2.
A 3.

Check levels of mobile phases and needle wash refill as needed. Ensure waste is not full.
Ensure correct column is installed and begin mobile phase flow allow to equilibrate ~ 30 minutes.
Create worklist:

Analytlc.

E"E

~

XN xXHE &K
- R

—

Kid K ™R KK

X 16.

Remove standards, plate, controls, and samples from cold storage. xA_')::!low to reach room temperature.
. Pipette 1000 pL blood (calibrated pipette) Pipette ID: k52558 in wells of analytical (standards) plate.

¢ 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 S00 pL 0.1% formic acid in wells of analytical plate.

Place on shaking incubator at ambient temp., 900rpm for 15 minutes.

Transfer 800 pL 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: 66792
Wait 5 minutes.

Add 2.25 mL. MTBE (add in 3 increments of 750uL).

. Wait 5 minutes.

. Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the left).
. Add 2.25 mL hexane (add in 3 increments of 750uL).

. Wait 5 minutes.

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

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

Post-Analytic

XL
A 2.

Create batch and process data. A
- Asndd S NI e e
Worklist path: 04231 blee d scceen Am9? Bageh Name: 733 (ann  Screcm
Calculated sample concentration of 3 ng/mL or greater for THC and THC-OH, a calculated sample concentration

of 10 ng/mL or greater for Carboxy-THC.

XKl 3. Retention time within +/- 2% or +/-.100 min whichever is greater of the average retention time of the calibrators.
K 4. Didall QCs pass for each analyte? (¥) N

X 5. Central File Packet to include: LIMS Worklist, Method Checklist, Calibration and Control Reports
COMMENTS:



ISP FORENSICS - Cd'A Instrument #62340
Cannabinoid Screen Report

Batch Data Path D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin
Analysis Time 4/24/2018 9:11 AM Analyst Name ISP Tox

Report Time 4/24/2018 2:48 PM Reporter Name ISP Tox

Last Calib Update 4/24/2018 9:11 AM Batch State Processed

Analysis Info

Acq Time 2018-04-23 16:11 Data File negative control.d
Sample Type Sample Sample Name negative control

Dilution 1 Acq Method Screen THC 8-2017.m
Position P1-H5 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram
+ TIC MRM (** -> **} negative control.d
x105 |

oy

Counts

24
2.2

2
1.8
1.6
1.4
1.2

1
0.8
0.6
0.4

02 AT TN

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 3.306 2900 61083 0.0475 0.0000

ﬁ ,,,,,,,,, -

ISP cann screen report 2017 .xlsx Printed at: 2:49 PM on: 4/24/2018



ISP FORENSICS - Cd'A Instrument #62340
Cannabinoid Screen Report

Batch Data Path
Analysis Time
Report Time

Last Calib Update

Analysis Info
Acq Time
Sample Type
Dilution
Position

Inj Vol

D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin

4/24/2018 9:11 AM
4/24/2018 2:48 PM
4/24/2018 9:11 AM

2018-04-23 15:26 Data File

QC

1
Pi-H1
-1

Sample Chromatogram

Analyst Name ISP Tox
Reporter Name ISP Tox
Batch State Processed

QC 10 ng.d

Sample Name QC 10 ng

Acq Method

Sample Info

Comment

Screen THC 8-2017.m

AM 26 Cannabinoid screen

+TIC MRM (** -> **) QC 10 ng.d
~‘§ x10§ 4 i
8

2.75

2.5

2.25

2

1.75

1.5

1.25

1

0.75

0.5

o0 NI\

0.2 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 3.306 23425 68697 0.3410 13.2640
THC-OH 3.493 68783 712961 0.0965 9.6677
THC 3.820 4868 42198 0.1154 9.9198

ISP cann screen report 2017.xlsx

Printed at: 2:49 PM on: 4/24/2018



Batch Data Path

ISP Forensics

Calibration Curve Report

D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin

Last Calib Update 4/24/2018 9:11 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

2 55]y=0021840*k + 0051293 -
@ RA2 = .9940113(4_4P ®

8 S Typeilinear, Origin:[gnore, Weight1/X

& 45

(244

g 4 —

8 35

QO

© 3

15 -
1 9 i
0.5 o1
0
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 - 5ng 2 1} 5 4.0 80.6
cal 3 - 10ng 3 A 10 10.7 107.2
QC10ng 3 %] 10 13.3 132.6
cal 4 - 25ng 4 o4} 25 26.1 104.3
cal 5 - 50ng 5 1| 50 51.2 102.4
cal 6 - 100ng 6 o) 100 110.6 110.6
cal 7 - 250ng 7 | 250 2374 95.0
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ISP Forensics
Calibration Curve Report

Batch Data Path D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin
Last Calib Update 4/24/2018 9:11 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
a y = 0.009661 * x +0.003073 —
@ 247 Ry = (.09676958 e
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) 0 20 40 60 80 100 120 140 160 180 200 220 240 260
Concentration (ng/mi)
Sample Level Enabled Exp Conc Final Conc Accuracy
cal 2 - 5ng 2 1] 5 4.6 92.8
cal 3-10ng 3 74 10 9.9 99.3
QC 10 ng 3 o4 10 9.7 96.7
cal 4 - 25ng 4 | 25 25.4 101.7
cal 5 - 50ng 5 M 50 50.7 101.4
cal 6 - 100ng 6 A 100 108.5 108.5
cal 7 - 250ng 7 %] 250 240.8 96.3
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ISP Forensics
Calibration Curve Report

Batch Data Path D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin
Last Calib Update 4/24/2018 9:11 AM Analyst Name ISP TOX

Target Compound THC
Internal Standard THC-d3

THC:; gSLeveIs, 6 Levels Used, 6 Points, 6 Points Used, 1 QCs
@ 20y =000 21907 X - ‘ — f ‘ - —
I i i | -
8 5 75.|_Type:linear, Ofigin:lgnore Weight:1/x
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0 20 40 60 80 160 1‘20 140 160 1é0 200 220 240 260
Concentration (ng/ml)
Sample Level Enabled Exp Conc Final Conc Accuracy
cal 2 - 5ng 2 &4 5 53 106.4
cal 3 - 10ng 3 ) 10 9.6 96.0
QC10ng 3 ™ 10 9.9 99.2
cal 4 - 25ng 4 4} 25 23.8 95.4
cal 5-50ng 5 [} 50 48.5 97.0
cal 6 - 100ng 6 &} 100 107.0 107.0
cal 7 - 250ng 7 ) 250 245.8 98.3
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ISP FORENSICS - Cd'A Instrument #62340
Cannabinoid Screen Report

Batch Data Path D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin
Analysis Time 4/24/2018 9:11 AM Analyst Name ISP Tox

Report Time 4/24/2018 2:48 PM Reporter Name ISP Tox

Last Calib Update 4/24/2018 9:11 AM Batch State Processed

Analysis Info

Acq Time 2018-04-23 14:33 Data File cal 2 - 5ng.d

Sample Type Calibration Sample Name cal 2 - 5ng

Dilution 1 Acq Method Screen THC 8-2017.m
Position P1-B1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram
+ TIC MRM (** -> **) cal 2 - 5ng.d
£ x108

Cou

2
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0.2 JA\ _/\&

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 3.306 7735 55523 0.1393 4.0303
THC-OH 3.493 27744 579378 0.0479 4.6385
THC 3.820 1910 32232 0.0593 5.3180
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Cannabinoid Screen Report

ISP FORENSICS - Cd'A Instrument #62340

Batch Data Path
Analysis Time
Report Time

Last Calib Update

Analysis Info
Acq Time
Sample Type
Dilution
Position

Inj Vol

D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin

4/24/2018 9:11 AM
4/24/2018 2:48 PM
4/24/2018 9:11 AM

Analyst Name ISP Tox
Reporter Name ISP Tox
Batch State Processed

2018-04-23 14:40 Data File cal 3 - 10ng.d
Calibration Sample Name cal 3 - 10ng

1 Acq Method Screen THC 8-2017.m
P1-C1 Sample Info

-1

Sample Chromatogram

Comment

AM 26 Cannabinoid screen

+ TIC MRM (** -> **) cal 3 - 10ng.d
£ x105 |1 1
8
© 22 -
2
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0.6
0.4
PAVAW/ i
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 3.306 19765 69244 0.2854 10.7208
THC-OH 3.493 61036 616347 0.0990 9.9320
THC 3.820 3502 31418 0.1115 9.5999
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ISP FORENSICS - Cd'A Instrument #62340
Cannabinoid Screen Report

Batch Data Path D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin
Analysis Time 4/24/2018 9:11 AM Analyst Name ISP Tox

Report Time 4/24/2018 2:48 PM Reporter Name ISP Tox

Last Calib Update 4/24/2018 9:11 AM Batch State Processed

Analysis Info

Acq Time 2018-04-23 14:46 Data File cal 4 - 25ng.d

Sample Type Calibration Sample Name cal 4 - 25ng

Dilution 1 Acq Method Screen THC 8-2017.m
Position P1-D1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram
+ TIC MRM (** -> **) cal 4 - 25ng.d
x10 541 1
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Counts

SN LN
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 3.306 40923 65951 0.6205 26.0628
THC-OH 3.493 149533 601465 0.2486 25.4151
THC 3.820 8333 29234 0.2850 23.8384
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ISP FORENSICS - Cd'A Instrument #62340
Cannabinoid Screen Report

Batch Data Path
Analysis Time
Report Time

Last Calib Update

Analysis Info
Acq Time
Sample Type
Dilution

Position

Inj Vol

D:\2018 Data\04232018 blood screen AM 25-26\QuantResults\042318 cann screen.batch.bin
4/24/2018 9:11 AM
4/24/2018 2:48 PM
4/24/2018 9:11 AM

2018-04-23 14:53
Calibration

1

P1-E1

-1

Sample Chromatogram

Analyst Name

ISP Tox

Reporter Name ISP Tox

Batch State

Data File
Sample Name
Acq Method
Sample Info
Comment

Processed

cal 5 - 50ng.d
cal 5 - 50ng

Screen THC 8-2017.m

AM 26 Cannabinoid screen

+TIC MRM (** -> **) cal 5 - 50ng.d
é x10 544 kt
Q
O 35
3
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2
1.5
1
0.5 A
JAUAZN
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 3.306 80742 69047 1.1694 51.1930
THC-OH 3.493 320723 650704 0.4929 50.6989
THC 3.820 19110 32625 0.5857 48.5055
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ISP FORENSICS - Cd'A Instrument #62340
Cannabinoid Screen Report

Batch Data Path D:\2018 Data\04232018 btood screen AM 25-26\QuantResults\042318 cann screen.batch.bin
Analysis Time 4/24/2018 9:11 AM Analyst Name ISP Tox

Report Time 4/24/2018 2:48 PM Reporter Name ISP Tox

Last Calib Update 4/24/2018 9:11 AM Batch State Processed

Analysis Info

Acq Time 2018-04-23 14:59 Data File cal 6 - 100ng.d

Sample Type Calibration Sample Name cal 6 - 100ng

Dilution 1 Acq Method Screen THC 8-2017.m
Position P1-F1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+ TIC MRM (** -> **) cal 6 - 100ng.d
{é x10 :4 4 — — | 4
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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 3.306 172598 69976 2.4665 110.5856
THC-OH 3.493 677512 644178 1.0517 108.5445
THC 3.820 41858 32237 1.2984 106.9693
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ISP FORENSICS - Cd'A Instrument #62340
Cannabinoid Screen Report

Batch Data Path
Analysis Time
Report Time

Last Calib Update

Analyst Name ISP Tox
Reporter Name ISP Tox
Batch State Processed

D:\2018 Data\04232018 bload screen AM 25-26\QuantResults\042318 cann screen.batch.bin
4/24/2018 9:11 AM
4/24/2018 2:48 PM
4/24/2018 9:11 AM

Analysis Info
Acq Time 2018-04-23 15:13 Data File cal 7 - 250ng.d
Sample Type Calibration Sample Name cal 7 - 250ng
Dilution 1 Acq Method Screen THC 8-2017.m
Position P1-G1 Sample Info
Inj Vol -1 Comment AM 26 Cannabinoid screen
Sample Chromatogram
+ TIC MRM (** -> **) cal 7 - 250ng.d
£ x10% |1 !
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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 3.306 377736 72137 5.2364 237.4075
THC-OH 3.493 1573820 675685 2.3292 240.7711
THC 3.820 107808 36050 2.9905 245.7690
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