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Quantitative Qualitative Retention

Analyte Transition Transition Time (min) Collision Energy (V)
1 Nizatidine antacid 0.77 332.1/155.1 332.1/131.1 1.36 23.4 25.7
2 Amiloride diuretic -0.89 230.0/171.0 230.0/115.9 2.80 21 43
3 Benzoylecgonine cocaine metabolite -0.59 290.1/168.0 290.1/105.0 3.28 26.2 42
4 Imidacloprid insecticide 0.87 256.0/208.9 256.0/175.0 4.16 22.3 22.4
5 Mirtazapine antidepressant 3.21 266.2/195.1 266.2/166.9 4.60 33.9 60
6 Nevirapine HIV antiviral 2.49 267.1/226.1 267.1/107.1 4.98 35.9 39.1
7 Methapyrilene antihistamine 3.11 262.2/217.0 262.2/107.1 4.99 17 36
8 Imiquimod anti-tumor 2.65 241.1/185.1 241.1/167.9 5.16 33.3 43.7
9 Buspirone anxiolytic 1.78 386.2/122.0 386.2/95.1 5.36 39 65
10 Hydroquinidine antiarrhythmic 2.82 327.3/172.2 327.3/160.2 5.40 52 42
11 Mesoridazine neuroleptic drug 3.57 387.1/98.2 387.1/126.2 5.72 52 34
12 Mianserin antihistamine 3.83 265.2/208.2 265.2/193.1 6.23 28.1 49.7
13 Haloperidol antipsychotic 3.66 367.1/123.2 367.1/165.2 6.80 58.6 31.7
14 Imipramine antidepressant 4.28 281.1/86.0 281.1/165.1 6.93 22 83
15 Atrazine herbicide 2.2 216.1/174.0 216.1/68.0 7.13 22.4 50.4
16 Amitriptyline antidepressant 4.81 278.1/191.0 278.1/233.2 7.17 31.8 22.5
17 Clarithromycin antibiotic 3.24 748.5/590.1 748.5/158.0 7.50 24 32
18 Losartan antihypertensive 4.06 423.2/207.2 423.2/235.2 7.50 33 22.7
19 Nefazodone antidepressant 4.65 470.2/274.2 470.2/246.2 7.91 39.8 47.8
20 Loratadine antihistamine 4.55 383.3/337.2 383.1/267.2 10.51 30 41.6
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Corresponding Monitored Retention Collision Energy

Internal Standard Analyte Analyte Transition Time (min) )
1 Not Applicable Nizatidine - - -
2 5-(N,N-dimethyl) amiloride Amiloride 258.0/199.0 5.24 23
3 Benzoylecgonine-D3 Benzoylecgonine 293.1/171.0 3.28 26.2
4 Imiacloprid-D4 Imidacloprid 260.0/213.0 4.16 22.3
5 N-desmethylmirtazapine Mirtazapine 252.1/195.1 4.6 29
6 Abacavir Nevirapine 287.2/191.1 3.56 26
7 Methapyrilene-dimethyl-D6 Methapyrilene 268.2/217.0 4.99 17
8 Not Applicable Imiquimod - - -
9 Buspirone-D8 Buspirone 384.2/122.0 5.36 39
10  Quinine Hydroquinidine 325.2/172 5.12 52
11 Chlorpromazine Mesoridazine 319.1/246.0 7.6 37
12 Mianserin-D3 Mianserin 268.2/208.2 6.23 28.1
13 Haloperidol-D4 Haloperidol 380.1/127.2 6.9 31.7
14  Imipramine-D3 Imipramine 284.1/89.0 6.93 22
15  Atrazine-D5 Atrazine 221.1/179.0 7.14 22.4
16  Amitriptyline-D3 Amitriptyline 281.1/191.0 7.17 31.8
17  Not Applicable Clarithromycin - - -
18 Not Applicable Losartan - - -
19  1-(3-Chlorophenyl)piperazine-D8 MCPP-D8 Nefazodone 205.2/157.8 4.21 37
20 Loratadine-D5 Loratadine 388.1/337.2 10.51 30
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Prime with Condition with Load 200 pL Wash with 200 pL 5% 5%7;8 \AVICtIt!]/?Ii/(I)gOHI—%
300 pL MeOH 300 pL H,0 diluted serum MeOH in H,0 twice ’
AN f 0 ute with 300 pL
VTS AV RE dI'_loadd200 uL Wash with 200 pL 5% 50/50 ACN/MeOH,

EEYHYFILEO—R iluted serum MeOH in H,0 twice

Ascentis® Express Phase RP-Amide 2.7 pm particle size 10 cm x 2.1 cm

3. LC-MS/MSAIEER M
HPLCASL:
BERAR

[A] 5 mM ammonium acetate, 0.1% acetic acid in water
[B] 5 mM ammonium acetate, 0.1% acetic acid in 95% acetonitrile and 5% water

JSOITUREM: 95% A, 5% B held for 1 min; to 43% B in 6 min; held at 43% B for 1 min; to 61.5% B in
2 min, to 95% A and 5% B in 1 min, held for 3 mins.

priet. 8 0.4 mL/min
hILIRE: 40 °C
MSH&H S04 : MS, ESI(+) Scheduled MRM (See Table 1 and 2)

EAE: 2 L
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Phospholipid Precursor Product Dwell Time (msec) Collison Energy (V)
1 184 104 65 80
2 496 184 65 80
3 524 184 65 80
4 704 184 65 80
5 758 184 65 80
6 786 184 65 80
7 806 184 65 80
8 520.4 184 65 80
9 522.4 184 65 80
10 782.6 184 65 80
11 810.7 184 65 80
12 760.4 184 65 80
13 784.4 184 65 80
14 808.4 184 65 80

5. LC-MS/MSAIE XM

HPLCHZL: Ascentis® Express C18 2.7 UM particle size, 5 cm x 2.1 mm

BENEIBE [A] 5 mM ammonium formate in 90:10 (v/v) methanol/water

SIHRBERS: TAVI STy T 3093

TR 0.5 mL/min

HILRE: 40 °C

s MS, ESI(+) Scheduled MRM (See Table 3)
EAR: 2 L
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5 Step 3 Step

AVE RSD AVE RSD
Amiloride 98.7 3.0 53.6 2.9
Benzoylecgonine 102.7 1.7 89.3 1.0
* Nizatidine 92.9 3.5 47.2 3.0
Imidacloprid 105.9 4.2 91.6 0.7
* Imiquimod 102.9 2.5 96.9 4.1
Buspirone 97.9 3.2 88.7 2.3
Atrazine 109.3 1.5 88.5 1.3
Nevirapine 112.2 3.0 98 3.4
Hydroquinidine 110.7 4.0 88.1 1.2
Methapyrilene 105.1 3.4 89 6.5
Mirtazapine 112.7 6.6 98.1 1.0
*Clarithromycin 93.4 11.7 76 6.4
Mesoridazine 112.9 24.7 91.6 0.7
Haloperidol 99 4.3 82.5 1.4
Mianserin 95.6 0.2 81.2 0.7
Imipramine 98 0.4 82.7 0.7
Loratadine 82.6 1.2 73.2 1.0
*Losartan 84.8 23.2 91.9 18.8
Nefazodone 100.4 4.4 107.8 6.7
Amitriptyline 97 2.6 82.5 2.5
All analytes 100.7 6.8 85.1 4.2

*No internal standards used, represent absolute recoveries.

B3. 3Ty EESRTYTEICE T BEELER

3step [ 5 Step

130.0

100.0

70.0

** Analytes did not have an internal standard.
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** Analytes did not have an internal standard.

a/B Commercially Available HLB (not shown, off scale): Nizatidine: 18.7 £ 1.3% and Nefazodone: 199.4 + 16.8%
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Supel Swift HLB SPE cartridges Commercially Available HLB product

AVE RSD AVE RSD
Amiloride 98.7 3 98.2 1.0
Benzoylecgonine 102.7 1.7 104.7 1.6
*Nizatidine 92.9 3.5 18.7 1.3
Imidacloprid 105.9 4.2 91.1 4.5
*Imiquimod 102.9 2.5 104.2 1.0
Buspirone 97.9 3.2 84.4 4.4
Atrazine 109.3 1.5 107.0 3.8
Nevirapine 112.2 3 104.4 3.7
Hydroquinidine 110.7 4 100.3 5.9
Methapyrilene 105.1 3.4 93.9 3.3
Mirtazapine 112.7 6.6 127.4 9.9
*Clarithromycin 93.4 11.7 110.9 7.8
Mesoridazine 112.9 24.7 86.2 9.7
Haloperidol 99 4.3 90.9 5.8
Mianserin 95.6 0.2 96.7 1.7
Imipramine 98 0.4 102.7 0.8
Loratadine 82.6 1.2 131.7 2.4
*Losartan 84.8 23.2 80.0 6.3
Nefazodone 100.4 4.4 199.4 16.8
Amitriptyline 97 2.6 96.1 2.3
All analytes 100.7 6.8 101.4 4.0

*No internal standards used, represent absolute recoveries.
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** Analytes did not have an internal standard.
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Materials
heOJ8S Description hanJEs Description
C-112-1mL 1-(3-Chlorophenyl)piperazine-D8 57059 Disposable Liners for Visprep DL Manifolds,
hydrochloride solution pk of 100
2336777 3000 count 1.5 mL microcentrifuge tubes H1512 Haloperidol
27001-U 4 mL amber vial H-002 Haloperidol-D4 solution
A4562 5-(N,N-dimethyl) amiloride hydrochloride 358343-5G Hydroquinidine
PHR1256 Abacavir sulfate 34170 Imidacloprid-d4
45754 Acetic Acid for HPLC 17379 Imipramine hydrochloride 5g
34851 Acetonitrile LC-MS 1-903-1ML Imipramine-D3 maleate solution
A-7410 Amiloride PHR1376 Loratadine
A-8404 Amitriptyline hydrochloride 646377 Methanol HPLC Plus
A-121-1ML Amitriptyline-D3 hydrochloride solution 442641 Methapyrilene hydrochloride 1000 mg
73594 Ammonium Acetate for mass spectrometry M2525 Mianserin Hydrochloride
70221 Ammonium Formate eluent additive for LC-MS M-901-1ML Mianserin-D3 solution 100 ug/mL
53913-U Ascentis Express Phase RP-Amide 2.7 um M-128 Mirtazapine solution 1 mL of 1 mg/mL
particle size 10 cm x 2.1 cm - -
23187-U MRQ30 Clear CD Vial™, Blue cap, Pre-slit TEF/
53822-U Ascentis® Express C18, 2.7 pm HPLC Column Silicone septa, volume 1.2 mL, clear glass vial,
. thread 9 mm pkg of 100 ea
90935 Atrazine
- D-086-1ML N-Desmethylmirtazapine solution 1 mg/mL
34053-R Atrazine-D5
- - N5536-10MG Nefazodone Hydrochloride
B-044-1ML Benzoylecgonine solution 1 mg/mL
- 57146-U Visiprep Smanifold Replacement Flow Control
B-008-1ML Benzoylecgonine-D3 Valve Stem
B-055-1ML Buspirone-D8 hydrochloride solution 100 ug/mL 57030-U Visiprep SPE Vacuum Manifold,
PHR1038-500MR  Clarithromycin standard 12-port model
57493-U Supel™ Swift HLB SPE,weight 30 mg (bed),
volume 1 mL, pk of 108 ea
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