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LAB CASE
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TASK _ID DESCRIPTION
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91414 AM 25/AM 26 Blood MultiDrug/
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ISP Forensic Services: Toxicology Discipline

Multi-Drug Screen in Blood by LC-MS/MS
Extraction Date: g'7«[ ) Analyst: A’\"\C No(’a.

PRE-ANALYTIC

Plate Loté 0419590 Plate. Exp.  [2-1d~())
./~ 1. Ensure all solutions are within expiration date.
Mobile Phase A: 0.5M Ammonium Lot# 6/1/ 7
10mM Amm Formate Hydroxide
Mobile Phase B Column: Phenomenex Phenyl Hexyl (4.6 x 30mm; 2.6um)
0.1% FA in MeOH
Blank/Negative Blood Lot# 3! 633

2. Check levels of mobile phases and needle wash and refill as necessary. Ensure waste is not full.
~/ 3. Begin mobile phase flow and allow system to equilibrate for approx. 30 min.

-/ 4. Create worklist. Data pathname: _§77 [ blood screcn /—\N\;@’gilé

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

~~ 2.  Pipette 250pL blood in 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

£

/ 3. Place on shaking incubator at ambient temp., 900rpm for 15 minutes. Shaker ID 66759
o/ 4.  Pipette 250pL 0.5M ammonium hydroxide buffer in wells of analytical (standards) plate.
v~ 5. Place on shaking incubator at ambient temp., 900rpm for 15 minutes.
-/ 6.  Transfer 300uL of blood+base mixture to corresponding wells of SLE+ plate.

7. 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.

/
S~

& 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)
I 10. Add 900uL 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)
N 12.  Remove plate containing eluate. Place on SPE Dry and evaporate to dryness at approx. 35°C.
) SPE Dry ID 66819
-/ 13. Reconstitute in 100uL 100% MeOH and heat seal plate with foil. Place in autosampler and run worklist.
POST-ANALYTIC §117 mds pred |
-~/ Open quantitation software and create a new quantitation batch. Batchname:  §7/7 mds pane )
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

A symmetry and resolution. Within +/- 2% rt of administrative control. > 1/10 the response of administrative
control.

Did all QCs pass for each analyte? Y /N
Central File Packet to include: __, ~ LIMS Worklist: ™" Method Checklist "\~ Calibration and
Control Reports

SR I

COMMENTS:

o~

S



Toxicology AM method 25 external prep information

working solution 10000 ng/ml in meoh mirtazapine, amitriptyline, codeine, diphenhydramine, 20000 ng/ml meoh morphine
Stock solution 1mg/ml 100 ul each for all except 308::5 200 ulin 9400 ul meoh

Ppd 3/31/17 Exp: 9/21/17 lot 92117

"

Drug lot expiration

Morphine fe08141515 11/1/2020
mirtazapine fe04201503 4/1/2020
amitriptyline fn07081401 9/1/2019
codeine fe10271401 11/1/2019
diphenhydramine fn09161502 9/1/2020

AM 25 control 100 ul working solution in 9900 ul blood lot 62117
ppd 3/21/17 Exp 6/21/17 by AMN Concentration 100ng/ml amitriptyline, codeine, diphenhydramine, mirtazapine
200/ng/ml morphine
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ISP Forensic Services: Toxicology Discipline

THC and Metabolites Screen in Blood by LC-MS/MS

Extraction Date: %~ 7-/7 Analyst: _Anne MC/ ro
PRE-ANALYTIC
Plate Lot# Custom THC plate: 0499102 Plate Exp: 1/29/2018
-/ 1. Ensure all solutions are within expiration date.
+ Mobile Phase A: 10mM Amm Formate ¢ 0.1% Formic Acid in water
s Mobile Phase B: 0.1% FA in MeOH e MTBE
¢ Blank/Negative Blood: Lot 321632-1 e Hexane

o Column: Phenomenex Phenyl Hexyl (4.6 x 50mm; 2.6um)
"~/ 2. Check levels of mobile phases and needle wash and refill as necessary. Ensure waste is not full.
/3. Begin mobile phase flow and allow system to equilibrate for approx. 30 min.

-/ 4. Create worklist. Data path name:

1. Remove standards plate, blood, and samples from cold storage. Allow to reach room temperature.
2. Add 1000 pL blood (calibrated pipette) to wells of analytical (standards) plate.
o Blank blood for locations containing standards/QCs and internal standards

ANALYTIC
)
7
R / e Sample blood for locations containing only internal standards
3 Place on shaking incubator at ambient temp., 900rpm for 15 minutes. Shaker ID 66759
/4 Pipette 500uL 0.1% formic acid to all wells of standards plate.
5. Place on shaking incubator at ambient temp., 900rpm for 15 minutes.
6 Transfer 800puL of blood+acid mixture to corresponding wells of SLE+ plate.
7

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 [D 66729
-/ Wait 5 min.
Add 2.25mL MTBE and allow to flow under gravity for 5 minutes. (add in 3 increments of 750ulL)

-J 9. Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the left)
A 10. Add2.25mL Hexane and allow to flow under gravity for 5 minutes. (add in 3 increments of 750ul)

/" 11.  Apply positive pressure for approx. 15 seconds. (10-15 PSI- Selector to the left)

J/~12. Remove plate containing eluate. Place on SPE Dry and evaporate to dryness at approx. 35°C. SPE Dry ID 66819
~J3  13.  Reconstitute in 100 uL 100% MeOH and heat seal plate with foil. Place in autosampler and run worklist.

7
\‘ X
0

POST-ANALYTIC , .
» 1. Open quantitation software and create a new quantitation batch. Batch name: g (7 tann Sceec,

2. Make any necessary integration changes.
3

—-vL
e

- 3. For unknown samples, calculated concentration > 3ng THC, THC-OH and > 5ng Carboxy-THC and
./ +/- 2% or +/- 0.100 min (whichever is greater) retention time of calibrators?
_
S

4.  Did QCs pass for each analyte? Y /N

5. Central File Packet to include: “\/ LIMS Worklist: ./ Method Checklist
~-/ Calibration and Control Reports

Comments:




ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Analysis Time 8/10/2017 7:52 AM Analyst Name ISP Tox

Report Time 8/10/2017 7:54 AM Reporter Name ISP Tox

Last Calib Update 8/10/2017 7:52 AM Batch State Processed

Analysis Info

Acq Time 2017-08-07 16:28 Data File Neg Controll.d

Sample Type Sample Sample Name Neg Control

Dilution 1 Acq Method Screen THC 8-2017.m

Position pla2 Sample Info

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

Sample Chromatogram
+ TIC MRM (** -> **) Neg Control1.d
x10 4 4t

\

5.5 \
\

\

Counts

5

4.5
4
3.5

T
il

2
1.5
1

\
\
s \
25 \
\
\
\

0.5 3 \
Lt \

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 3.546 16060 101185 0.1587 0.4340
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ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Analysis Time 8/10/2017 7:52 AM Analyst Name ISP Tox

Report Time 8/10/2017 7:54 AM Reporter Name ISP Tox

Last Calib Update 8/10/2017 7:52 AM Batch State Processed

Analysis Info

Acq Time 2017-08-07 12:24 Data File QC 10 ng.d

Sample Type QcC Sample Name QC10ng

Dilution 1 Acq Method Screen THC 8-2017.m
Position P1-H1 Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+ TIC MRM (** -> **) QC 10 ng.d
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Acquisition Time (min)
Results
Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-OH 3.412 30268 370423 0.0817 10,2571
THC-COOH 3.526 56839 163727 0.3472 9.5284
THC 3.740 7408 81943 0.0904 10.1988
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ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Analysis Time 8/10/2017 7:52 AM Analyst Name ISP Tox

Report Time 8/10/2017 7:54 AM Reporter Name ISP Tox

Last Calib Update 8/10/2017 7:52 AM Batch State Processed

Analysis Info

Acq Time 2017-08-07 11:37 Data File cal 2 - Sng.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
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Acquisition Time (min)
Results
Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-OH 3.392 12729 304347 0.0418 5.8040
THC-COOH 3.526 37928 145148 0.2613 5.3850
THC 3.740 3478 74774 0.0465 5.4738
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ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Analysis Time 8/10/2017 7:52 AM Analyst Name ISP Tox

Report Time 8/10/2017 7:54 AM Reporter Name ISP Tox

Last Calib Update 8/10/2017 7:52 AM Batch State Processed

Analysis Info

Acq Time 2017-08-07 11:43 Data File cal 3-10ng.d

Sample Type Calibration Sample Name cal 3 - 10ng

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

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+ TIC MRM (** -> **) cal 3 - 10ng.d
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Acquisition Time (min)

Results
Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-OH 3.392 30688 415573 0.0738 9.3789
THC-COOH 3.526 83590 238602 0.3503 9.6814
THC 3.740 7430 81046 0.0917 10.3352
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ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Analysis Time 8/10/2017 7:52 AM Analyst Name ISP Tox

Report Time 8/10/2017 7:54 AM Reporter Name ISP Tox

Last Calib Update 8/10/2017 7:52 AM Batch State Processed

Analysis Info

Acq Time 2017-08-07 11:50 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
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Acquisition Time (min)

Results

Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-OH 3.412 87971 420280 0.2093 24,5032
THC-COOH 3.486 126162 189065 0.6673 24,9787
THC 3.740 17025 77035 0.2210 24.2561
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ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Analysis Time 8/10/2017 7:52 AM Analyst Name ISP Tox

Report Time 8/10/2017 7:54 AM Reporter Name ISP Tox

Last Calib Update 8/10/2017 7:52 AM Batch State Processed

Analysis Info

Acq Time 2017-08-07 11:57 Data File cal 5 - 50ng.d

Sample Type Calibration Sample Name cal 5 - 50ng

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

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram

+ TIC MRM (** -> **) cal 5 - 50ng.d
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Acquisition Time (min)
Results
Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-OH 3.392 178755 432783 0.4130 47.2473
THC-COOH 3.486 222245 189066 1.1755 49.5053
THC 3.740 35521 81016 0.4384 47.6633
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ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Analysis Time 8/10/2017 7:52 AM Analyst Name ISP Tox

Report Time 8/10/2017 7:54 AM Reporter Name ISP Tox

Last Calib Update 8/10/2017 7:52 AM Batch State Processed

Analysis Info

Acq Time 2017-08-07 12:03 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-FL Sample Info

Inj Vol -1 Comment AM 26 Cannabinoid screen

Sample Chromatogram
+TIC MRM (** => **) cal 6 - 100ng.d
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Acquisition Time (min)

Results

Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-OH 3.412 353854 425430 0.8318 93,9944
THC-COOH 3.486 423853 202148 2.0967 93.9670
THC 3.740 65320 78661 0.8304 89.8543
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ISP FORENSICS - Cd'A
Cannabionoid Screen Report

Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Analysis Time 8/10/2017 7:52 AM Analyst Name ISP Tox

Report Time 8/10/2017 7:54 AM Reporter Name ISP Tox

Last Calib Update 8/10/2017 7:52 AM Batch State Processed

Analysis Info

Acq Time 2017-08-07 12:11 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
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Acquisition Time (min)

Results

Compound RT Response ISTD Resp Resp Ratio Final Conc
THC-OH 3.392 967241 418651 2.3104 259.0721
THC-COOH 3.486 1039522 190246 5.4641 256.4825
THC 3.740 192410 79067 2.4335 262.4173
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ISP Forensics
Calibration Curve Report
Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Last Calib Update 8/10/2017 7:52 AM Analyst Name ISP TOX

Target Compound THC-OH
Intemal Standard THC-OH-d3

THC-OH - 6 Levels, 6 Levels Used, 6 Points, 6 Points Used, 1 QCs
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Concentration (ng/ml)
Sample Level Enabled Exp Conc Final Conc Accuracy
cal 2 - Sng | 5 5.8 116.1
cal 3-10ng 3 ] 10 9.4 93.8
QC10ng 3 ] 10 10.3 102.6
cal 4 - 25ng 4 %] 25 24.5 98.0
cal 5-50ng 5 24} 50 47.2 94.5
cal 6 - 100ng 6 A 100 94.0 94.0
cal 7 - 250ng 7 | 250 259.1 103.6

calibration report.xlsx Page 1 of 3



ISP Forensics
Calibration Curve Report
Batch Data Path D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin
Last Calib Update 8/10/2017 7:52 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
4 y = 0.020720 * x + 0.149730
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Concentration (ng/mf)
Sample Level Enabled Exp Conc Final Conc Accuracy
cal 2-5ng 2 74 5 5.4 107.7
cal 3-10ng 3 M 10 9.7 96.8
QC10ng 3 M 10 9.5 95.3
cal 4 - 25ng 4 o) 25 25.0 99.9
cal 5-50ng 5 M 50 49.5 99.0
cal 6 - 100ng 6 M 100 94.0 94.0
cal 7 - 250ng 7 ) 250 256.5 102.6
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Batch Data Path

ISP Forensics

Calibration Curve Report

D:\2017 Data\8717 blood screen AM 26\QuantResults\8717 cann screen.batch.bin

Last Calib Update 8/10/2017 7:52 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
2 2.6 4y =0.009290*%—=0:004342
2 944 R*2=099469415 @
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- Concentration (ng/ml)
Sample Level Enabled Exp Conc Final Conc Accuracy
cal 2 - 5ng 2 [} 5 5.5 109.5
cal 3 - 10ng 3 2} 10 10.3 103.4
QC10ng 3 e} 10 10.2 102.0
cal 4 - 25ng 4 o] 25 24.3 97.0
cal 5 - 50ng 5 e} 50 47.7 95.3
cal 6 - 100ng 6 o} 100 89.9 89.9
cal 7 - 250ng 7 i} 250 262.4 105.0
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