Intact mass measurement

P2309 Sample 1 non-methylated

10/10/2022



Chromatogram
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Spectrum and Mass — Peak1l

QTOF_221007_P2309 MR_CL_1_non_met 455 (8.428) Cm (448:461) TOF MS ES+
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Measured Mass:
« 7542 Da
« 10197 Da

QTOF_221007_P2309 MR_CL_1 non_met 455 (8.428) M1 [Ev-110735,1t18] (Gs,0.500,507:151¢
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Spectrum and Mass — Peak?2

QTOF_221007_P2309_ MR_CL_1_non_met 682 (12.633) Cm (672:731)

100+

07
700

Expected Mass: 29163.54 Da
Measured Mass: 31345 Da (+2182Da)

784.6201
1758

800

871.6711;1960

900

922.8786

1742
~980.4866

1505

1000

~1045.8281

1167

1100

1161.8583
863

1200

1300

1400

1500

TOF MS ES+
1.96e3
m/z

1600

Compute pl/Mw
Theoretical pl/Mw (average) for the user-entered sequence:

10 20 39 4@ 59 60
MQKAVEITYN GKTLRGMMHL PDDVKGKWPM VIMFHGFTGN KVESHFIFVK MSRALEKVGI

70 80 9@ 108 118 128
GSVRFDFYGS GESDGDFSEM TFSSELEDAR QILKFVKEQP TTDPERIGLL GLSMGGAIAG

138 149 158 168 178 180
IVAREYKDEI KALVLWAPAF NMPELIMNES VKQYGAIMEQ LGFVDIGGHK LSKDFVEDIS

198 208 218 220 239 249
KLNIFELSKG YDKKVLIVHG TNDEAVEYKY SDRILKEVYG DNATRVTIEN ADHTFKSLEW

250
EKKAIEESVE FFKKELLKG

Theoretical pl/Mw: 5.40 /29163 54
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Intact mass measurement

P2309 Sample 1 methylated

10/10/2022



Chromatogram

Peak?2
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Spectrum and Mass — Peak1l

QTOF_221007_P2309_MR_CL_1_met 528 (9.781) Cm (515:538) TOF MS ES+ QTOF_221007_P2309_MR_CL_1_met 528 (9.781) M1 [EVO0,It15] (Gs,0.500,573:1530,1.00,L.33,R33); Cm (515:538)
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Spectrum and Mass — Peak?2

QTOF_221007_P2309_MR_CL_1_met 686 (12.708) Cm (681:724) TOF MS ES+
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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)

Difference: 29 Da
} Difference: 28 Da

maybe a di-methylation pattern
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Intact mass measurement

P2309 Sample 2 non-methylated

10/10/2022



Chromatogram

QTOF_221007_P2309_MR_CL_2_non_met TOF MS ES+
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Spectrum and Mass — Peak1l

QTOF._221007_P2309_MR_CL_2_non_met 495 (9.169) Cm (487:519) TOEMSES+ QTOF 221007 P2309_MR_CL_2 non_met 495 (9.169) M1 [Ev-95617,1t30] (Gs,(
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Spectrum and Mass — Peak?2

QTOF_221007_P2309_MR_CL_2_non_met 681 (12.615) Cm (675:725)
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Expected Mass: 29163.54 Da
Measured Mass: 31344 Da
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Compute pl/Mw

Theoretical pl/Mw (average) for the user-entered sequence:

10
MQKAVEITYN
70
GSVRFDFYGS
138
TVAREYKDET
198
KLNIFELSKG
258
EKKAIEESVE

20 39 4@ 59 60
GKTLRGMMHL PDDVKGKVPM VIMFHGFTGN KVESHFIFVK MSRALEKVGI

80 9@ 109 118 128
GESDGDFSEM TFSSELEDAR QILKFVKEQP TTDPERIGLL GLSMGGAIAG

148 150 168 178 180
KALVLWAPAF NMPELIMNES VKQYGAIMEQ LGFVDIGGHK LSKDFVEDIS

200 210 229 239 248
YDKKVLIVHG TNDEAVEYKV SDRILKEVYG DNATRVTIEN ADHTFKSLEW

FFKKELLKG

Theoretical pl/Mw: 540/ 29163 54
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Intact mass measurement

P2309 Sample 2 methylated

10/10/2022



Chromatogram
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Spectrum and Mass — Peak1l

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

7542 Da
10197 Da

QTOF_221007_P2309_MR_CL_2_met 529 (9.799) M1 [Ev-83686,1t20] (Gs,0.500,579:1439,1.00,L33,R33); Cm (5

__7795.0005 2.25e4
200y 22543
=
7818.0005
2116
4 10589.0010
1652
[ L o o e e o e o e A A o o e I ML e e a1 - 1
8000 8500 9000 9500 10000 10500

EMBL

[}



Spectrum and Mass — Peak?2

QTOF_221007_P2309_MR_CL_2_met 685 (12.689) Cm (681:730)
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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)

Difference: 28 Da
} Difference: 27 Da

maybe a di-methylation pattern

QTOF_221007_P2309_MR_CL_2_met 685 (12.689) M1 [EvO0,It16] (Gs,0.500,633:1992,1.00,L33,R33); Cm (681:730)
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