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Name: Methotrexate-D3

Lot#: GR-18-233

Test Date: 07/26/2023 (re-test date: 07/26/2028)

CAS No.: 432545-63-6

MF: C20H19D3NsOs

MW: 457.46

Appearance: Orange solid

Purity: 99.5% by HPLC (average of two sample preparations); 99.5% atom D

NMR ('H): Conforms

MS-ESI (+) Conforms (shows peak at m/z = 458.20 [M+H]")

Storage Store at 0-5°C in a dry place away from direct sunlight
Approved by: Date: 08/11/2023

Viorica Rusu, QC/QA Manager

700, Collip Circle, The Research Park, London, ON, N6G 4X8
Ph: (647)4079078, e-mail: grusu@esschemco.com, www.esschemco.com
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1H-NMR, 600 MHz
Solvent: DMSO-D6 L150
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ESI Mass Spectrum

CHEMISTRY

MASS SPECTROMETRY UNIVERSITY OF
LABORATORY ° TORONTO

Sample Name GR-18-233 Data File 230811_1727.d Acq Method HRMS.m
DA Method AIMS_Accurate_Mass.m Instrument Agilent 6538 UHD Acq Date, Time 11/08/2023 11:19:27 AM
Comment ESI+
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Cpd 1: C20 H19 D3 N8 O5: + Scan (1.6-1.6 min, 5 Scans) 230811_1727.d Subtract

m/z Abund %_F m/z Abund
458.1974 100] 2 457.1898 1284.26
459.2001 24.97 458.1979 104305.8
460.2024 4.02 459.2003 22905.97
461.2048 0.49 459.4087  368.36
462.2071 0.05 460.2032 3837.71
463.2094 0
N < s
452 452.5 453 453.5 454 456 456.5 457 457.5 458 458.5 459 459.5 460 460.5 461 461.5 462

Counts vs. Mass-to-Charge (m/z)




ESI-MS Report
Molecular Formula Generation (MFG)

CHEMISTRY

UNIVERSITY OF

MASS SPECTROMETRY . (O
LABORATORY ° 3 TORONTO

Sample Name GR-18-233 Data File 230811_1727.d

Acq Method HRMS.m DA Method AIMS_Accurate_Mass.m
Instrument Agilent 6538 UHD Acq Date, Time 11/08/2023 11:19:27 AM
Comment ESI+

Target Ion Species

Ton Species m/z Tonic Formula
(M+H) + 458.1979 C20 H20 D3 N8 05

MFG Calculator Results

Target m/z Tonic Formula Calc m/z +/-(mDa) +/-(ppm) DBE MFG Score
458.1979 C20 H20 D3 N8 05 458.1974 0.5 1.1 14.0 97.81
458.1979 C18 H32 D 013 458.1978 0.1 0.2 3.0 97.76
458.1979 C1l6 H32 N3 012 458.1980 -0.1 -0.2 3.0 97.30
458.1979 C19 H28 D N4 09 458.1992 -1.3 -2.8 8.0 95.18
458.1979 C21 H28 D2 N 010 458.1990 -1.1 -2.4 8.0 94.95
458.1979 C15 H24 D N10 07 458.1965 1.4 3.1 9.0 94.79
458.1979 Cl7 H28 N7 08 458.1994 -1.5 -3.3 8.0 94.72
458.1979 C17 H24 D2 N7 08 458.1963 1.6 3.5 9.0 94.46
458.1979 C19 H24 D3 N4 09 458.1961 1.8 3.9 9.0 93.24
458.1979 C20 H24 D N8 05 458.2005 -2.6 -5.7 13.0 84.45

x10 5 |Cpd 1: C20 H19 D3 N8 O5: + Scan (1.6-1.6 min, 5 Scans) 230811_1727.d Subtract
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Counts vs. Mass-to-Charge (m/z)
Predicted Isotope Match Table
Isotope m/z Calc m/z Diff (mDa) Abund (%) Calc Abund (%) +/-
1 458.1979 458.1974 0.5 100.0 100.0 0.0
2 459.2003 459.2001 0.2 22.0 25.0 3.0
3 460.2032 460.2024 0.8 3.7 4.0 0.3
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Data File C:\CHEM32\1\DATA\VR011823\S1G11569.D
Sample Name: GR-18-233

Acqg. Operator
Acqg. Instrument
Injection Date

vrusu
Instrument 1 Location : Vial 90
7/26/2023 9:18:21 AM

Inj Volume - 5.0 ul
C:\CHEM32\1\METHODS\VR072623 233.M
7/26/2023 9:17:15 AM by vrusu
C:\CHEM32\1\METHODS\VR072623_233PM_M
7/26/2023 10:21:49 AM by vrusu

Acq. Method
Last changed
Analysis Method
Last changed

DADL1 A, Sig=220,4 Ref=380,5 (VR011823\SIG11569.D)
mAU | (3
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Area Percent Report
Sorted By : Signal
Calib. Data Modified : 7/26/2023 10:20:06 AM
Multiplier: : 1.0000
Dilution: : 1.0000

Use Multiplier & Dilution Factor with ISTDs

Signal 1: DAD1 A, Sig=220,4 Ref=380,5

Peak RetTime Type Width Area Area Name
# [min] [min] [mAU*s] %

] B |----—- |----——- |- |---———-- |-

1 2.050 BB 0.0523 7.32441 0.1018 ?

2 2.275 BB 0.0596 3.10587 0.0432 ?

3 2.966 BB 0.0927 6.93150 0.0964 ?

4 4.106 BB 0.0881 7.91235 0.1100 ?

5 5.301 BB 0.1459 7166.68164 99.6486 Methotrexate-D3
Totals : 7191 .95577

Instrument 1 7/26/2023 10:21:51 AM vrusu Page 1 of 2



Data File C:\CHEM32\1\DATA\VR011823\S1G11569.D
Sample Name: GR-18-233

*** End of Report ***

Instrument 1 7/26/2023 10:21:51 AM vrusu Page 2 of 2



Data File C:\CHEM32\1\DATA\VR011823\S1G11570.D
Sample Name: GR-18-233 spl-2

Acqg. Operator
Acqg. Instrument
Injection Date

vrusu
Instrument 1 Location : Vial 91
7/26/2023 9:35:38 AM

Inj Volume - 5.0 ul
C:\CHEM32\1\METHODS\VR072623 233.M
Last changed 7/26/2023 9:34:36 AM by vrusu
Analysis Method : C:\CHEM32\1\METHODS\VR072623_233PM.M
Last changed : 7/26/2023 10:21:49 AM by vrusu

Acq. Method

DADL1 A, Sig=220,4 Ref=380,5 (VR011823\SIG11570.D)
mAU |
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Area Percent Report
Sorted By : Signal
Calib. Data Modified : 7/26/2023 10:20:06 AM
Multiplier: : 1.0000
Dilution: : 1.0000

Use Multiplier & Dilution Factor with ISTDs

Signal 1: DAD1 A, Sig=220,4 Ref=380,5

Peak RetTime Type Width Area Area Name
# [min] [min] [mAU*s] %

] B |----—- |----——- |- |---———-- |-

1 2.052 BB 0.0632 7.97516  0.1460 ?

2 2.969 BB 0.1354 11.20272 0.2050 7

3 4.110 BB 0.0981 9.31416  0.1705 ?

4 5.328 BB 0.1405 5435.10889 99.4785 Methotrexate-D3
Totals : 5463.60092

Instrument 1 7/26/2023 10:22:10 AM vrusu Page 1 of 2



Data File C:\CHEM32\1\DATA\VR011823\S1G11570.D
Sample Name: GR-18-233 spl-2

*** End of Report ***

Instrument 1 7/26/2023 10:22:10 AM vrusu Page 2 of 2
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