
10/10/2022

Intact mass measurement

P2309 Sample 1 non-methylated



Time
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00 11.00 12.00 13.00 14.00 15.00 16.00 17.00 18.00 19.00 20.00

%

0

100

QTOF_221007_P2309_MR_CL_1_non_met TOF MS ES+ 
TIC

4.65e5

12.63

8.43

2.09

Chromatogram

Buffer 

components

Protein

Peak1

Peak2



Spectrum and Mass – Peak1

mass
7000 8000 9000 10000

%

0

100

QTOF_221007_P2309_MR_CL_1_non_met  455 (8.428) M1 [Ev-110735,It18] (Gs,0.500,507:1516,1.00,L33,R33); Cm (448:461)
5.50e47542.0005

54996

10197.0000
13590

7557.0005
9456

7580.0005
6245

Measured Mass: 

• 7542 Da

• 10197 Da

m/z
600 700 800 900 1000 1100 1200 1300 1400 1500

%

0

100

QTOF_221007_P2309_MR_CL_1_non_met 455 (8.428) Cm (448:461) TOF MS ES+ 
1.61e3839.0609

1614

755.2507
1252

755.1498
1133

686.7010
816

686.5952
728

686.5086
525

581.2226
56

688.0588
216

838.8588
1142

755.5535
719

755.7656
376

839.1779
1470

943.8160
1303

943.6805
1178

839.3907
920

839.4439
734

839.6249
488

841.3710
306

944.0642
1012

944.1771
792 1078.5171

622
944.2899

566

944.4367
374

1020.7055;138

1078.8068
513

1258.2473
180

1134.0096
135



Spectrum and Mass – Peak2

mass
31300 31325 31350 31375 31400 31425

%

0

100

QTOF_221007_P2309_MR_CL_1_non_met  682 (12.633) M1 [Ev0,It15] (Gs,0.500,700:1686,1.00,L33,R33); Cm (672:731)
9.58e431345.0020

95807

31322.0020
4200

31366.0020
7275

Expected Mass: 29163.54 Da

Measured Mass: 31345 Da (+2182Da)

m/z
700 800 900 1000 1100 1200 1300 1400 1500 1600

%

0

100

QTOF_221007_P2309_MR_CL_1_non_met 682 (12.633) Cm (672:731) TOF MS ES+ 
1.96e3871.6711;1960784.6201

1758
922.8786

1742

980.4866
1505

1045.8281
1167 1161.8583

863



10/10/2022

Intact mass measurement

P2309 Sample 1 methylated



Time
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00 11.00 12.00 13.00 14.00 15.00 16.00 17.00 18.00 19.00 20.00

%

0

100

QTOF_221007_P2309_MR_CL_1_met TOF MS ES+ 
TIC

4.68e5

12.71

9.78

2.07

Chromatogram

Buffer 

components

Protein

Peak1

Peak2



Spectrum and Mass – Peak1

mass
8000 8500 9000 9500 10000 10500 11000 11500 12000

%

0

100

QTOF_221007_P2309_MR_CL_1_met  528 (9.781) M1 [Ev0,It15] (Gs,0.500,573:1530,1.00,L33,R33); Cm (515:538)
6.98e47795.0005

69761

10590.0010
10615

7817.0005
7653 12143.0010

7453

m/z
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500

%

0

100

QTOF_221007_P2309_MR_CL_1_met 528 (9.781) Cm (515:538) TOF MS ES+ 
1.52e3867.1011

1522780.4797
1443

780.3873
1253

709.6223
1138

709.5245
1011

650.6617
676

650.4930
555

600.6677
216

709.3582
404

652.0490
158

709.7886
977

709.8865
758

709.9648
556

777.7732
335

780.6849
1220

866.8740
965

866.7551
534

863.8596;315

867.1985
1486

867.3174
1243

975.3526
1218

975.2265
1063

867.5013
779

867.6420
572

883.4542
326

975.6050
994

975.7083
790

975.9262
416

1114.6869
353

978.1305
239

1114.9690
252 1300.1233

891177.5851;83

1350.1375
51

Measured Mass: 

• 7795 Da

• 10590 Da

• 12143 Da



Spectrum and Mass – Peak2

mass
31950 32000 32050 32100 32150 32200

%

0

100

QTOF_221007_P2309_MR_CL_1_met  686 (12.708) M1 [Ev-188372,It35] (Gs,0.500,640:1748,1.00,L33,R33); Cm (681:724)
6.92e432046.0000

69165

32017.0000
27262

31999.0000
5572

32074.0000
31032

32093.0000
9452

m/z
700 800 900 1000 1100 1200 1300 1400 1500 1600 1700

%

0

100

QTOF_221007_P2309_MR_CL_1_met 686 (12.708) Cm (681:724) TOF MS ES+ 
1.07e3867.1227

1074802.1238;994

763.9966
855

916.5853;814

972.0520
706

Expected Mass: 29163.54 Da

Measured Mass of non-modified: 31345 Da 

Measured Mass: 

• 32017 Da (+672 Da)

• 32046 Da (+701 Da)

• 32074 Da (+729 Da)

+672 Da

+701 Da

+729 Da

Difference: 29 Da

Difference: 28 Da

maybe a di-methylation pattern

24 sites

di-methylated

25 sites

di-methylated

26 sites

di-methylated



10/10/2022

Intact mass measurement

P2309 Sample 2 non-methylated



Time
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00 11.00 12.00 13.00 14.00 15.00 16.00 17.00 18.00 19.00 20.00

%

0

100

QTOF_221007_P2309_MR_CL_2_non_met TOF MS ES+ 
TIC

4.78e5

12.61

9.17

9.52

Chromatogram

Buffer 

components

Protein

Peak1

Peak2



Spectrum and Mass – Peak1

Measured Mass: 

• 7543 Da

• 10197 Da

• 11723 Da

m/z
600 700 800 900 1000 1100 1200 1300 1400 1500 1600

%

0

100

QTOF_221007_P2309_MR_CL_2_non_met 495 (9.169) Cm (487:519) TOF MS ES+ 
759839.0609

759

838.9332
662

755.3618
529

755.1498
468

755.0589
318

686.7685
314

686.5086
179

756.9776
146

839.1567
731

839.2843
597

943.8047
590

943.7031
505

943.5678
357

839.5823
234

841.7120
161

943.9288
546

944.0416
469

944.1432
383

944.3013
258

1078.4932
254

1078.2157
165

1078.7706
205

1258.0909
76

1081.7762
66

mass
7000 8000 9000 10000 11000 12000

%

0

100

QTOF_221007_P2309_MR_CL_2_non_met  495 (9.169) M1 [Ev-95617,It30] (Gs,0.500,588:1643,1.00,L33,R33); Cm (487:519)
2.40e47543.0005

24001

7557.0005
3114 11723.0010

2890
7565.0005

2504
10197.0000

1872



Spectrum and Mass – Peak2

Expected Mass: 29163.54 Da

Measured Mass: 31344 Da

m/z
700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800

%

0

100

QTOF_221007_P2309_MR_CL_2_non_met 681 (12.615) Cm (675:725) TOF MS ES+ 
2.27e3871.6711

2269
848.1282;2155

922.8898
1998

980.5211
1702

1045.7688;1321

1120.4453;1099 1307.0321
953

mass
31225 31250 31275 31300 31325 31350 31375 31400 31425 31450

%
0

100

QTOF_221007_P2309_MR_CL_2_non_met  681 (12.615) M1 [Ev-201642,It15] (Gs,0.500,690:1880,1.00,L33,R33); Cm (675:725)
1.17e531344.0020

116610

31322.0020
5168

31366.0020
8275 31386.0020

4984



10/10/2022

Intact mass measurement

P2309 Sample 2 methylated



Time
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 10.00 11.00 12.00 13.00 14.00 15.00 16.00 17.00 18.00 19.00 20.00

%

0

100

QTOF_221007_P2309_MR_CL_2_met TOF MS ES+ 
TIC

4.82e5

12.69

9.80

2.07

Chromatogram

Buffer 

components

Protein

Peak1

Peak2



Spectrum and Mass – Peak1

Measured Mass: 

• 7542 Da

• 10197 Da

m/z
600 700 800 900 1000 1100 1200 1300 1400 1500

%

0

100

QTOF_221007_P2309_MR_CL_2_met 529 (9.799) Cm (514:535) TOF MS ES+ 
655867.0795

655

780.4592
558

709.6028
421

709.5245
373

650.6430
257

650.4275
121

780.7669
378

782.4612
165

867.2094
621 975.4673

505

975.3641
470

867.5338
306

975.1003
263

974.9742
134

975.6050
421

975.7312
330

975.9721
157

1114.6869
152

1114.9568
103

mass
8000 8500 9000 9500 10000 10500

%

0

100

QTOF_221007_P2309_MR_CL_2_met  529 (9.799) M1 [Ev-83686,It20] (Gs,0.500,579:1439,1.00,L33,R33); Cm (514:533)
2.25e47795.0005

22543

7818.0005
2116

10589.0010
1652



Spectrum and Mass – Peak2

Expected Mass: 29163.54 Da

Measured Mass of non-modified: 31344 Da

Measured Mass:

• 32018 Da (+674 Da)

• 32046 Da (+702 Da)

• 32073 Da (+729 Da)

m/z
700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900

%

0

100

QTOF_221007_P2309_MR_CL_2_met 685 (12.689) Cm (681:730) TOF MS ES+ 
1.24e3867.0795

1238
782.6050

1191
763.9865

1004

943.4775;963

1002.4360
809

mass
31925 31950 31975 32000 32025 32050 32075 32100 32125 32150 32175

%

0

100

QTOF_221007_P2309_MR_CL_2_met  685 (12.689) M1 [Ev0,It16] (Gs,0.500,633:1992,1.00,L33,R33); Cm (681:730)
2.33e432046.0020

23291

32018.0020
11182

31990.0020
1815

32073.0020
10281

32096.0020
2871

+674 Da

+702 Da

+729 Da

Difference: 28 Da

Difference: 27 Da

maybe a di-methylation pattern

24 sites

di-methylated

25 sites

di-methylated

26 sites

di-methylated


