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0Ci8 1.7y MDOO2.1 x OO150mmO OO0 O DO O O O vanguard BEH 300 C18 1.7uMdO O O
00250 LOOD OO0 00Ol oooooooboo4boMsobDoooeodddoad
0O0000divert valve 0 0O 0O
gooooo
oooao

F2 iETE] A% B% C% D% ul/ 5y

35% OO TH

DT 5

Vs 10

No

1 0 100 0 0 300

2 5 100 0 0 300

3 45 50 50 0 0 300

4 46 100 0 0 0 306

5 60 100 0 0 0 300
gooooao
oooao

K3 65%DEHDT T VT 20

No B [ A% B% C% D% ul/ 4y

1 0 70 30 0 0 300

2 5 70 30 0 0 300

3 45 25 75 0 0 300

4 46 70 30 0 0 300

b 60 70 30 0 0 300
oooooao
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MS scan event 1: FTMS; resolution 30000; scan range 500.0-2000.0
MS scan event 2-6: ITMS + ¢ norm Dep MS/MS 1%, 2™, 3" most
intense ion from scan I for differential expression and from list for
targeted identification

Activation Type: CID

Min Signal Required: 500
Isolation Width: 1.5
Normalized Coll. Energy: 35.0
Default Charge State: 2
Activation Q: 0.250
Activation Time: 30.000

CV = 0.0V

RERRBOE HOF — 2 EFERERE.

Use separate polarity settings disabled

Parent Mass List: none
Reject Mass List: none
Neutral loss Mass List: none

Product Mass List:  none
Neutral loss intop: 3
Product in top: 3
Most intense if no parent masses found not enabled
Add/subtract mass not enabled
FT master scan preview mode enabled
Charge state screening enabled
Monoisotopic precursor selection enabled
Non-peptide monoisotopic recognition not enabled
Charge state rejection enabled
Unassigned charge states: rejected
Charge state 1: not rejected
Charge state 2: not rejected
Charge state 3: not rejected
Charge state 4+: not rejecied

TRIEFIFETRO 120D O T — S AR AERIRE:

Use separate polarity settings disabled

Reject Mass List: none

Neutral loss Mass List: none

Product Mass List:  none

Neutral loss in top: 3

Product in top: 3

Most intense if no parent masses found not enabled
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Add/subtract mass not enabled

FT master scan preview mode enabled

Charge state screening enabled

Monoisotopic precursor selection enabled

Non-peptide monoisotopic recognition not enabled

Charge state rejection enabled
Unassigned charge states: rejected
Charge state 1: not rejected
Charge state 2: not rejected
Charge state 3: not rejected
Charge state 4+: not rejected

=N« G S ETRRIRR Y
Use global parent and reject mass lists not enabled for
differential expression and enabled for targeted identification
Exclude parent mass from data dependent selection not
enabled
Exclusion mass width relative to mass
Lixclusion mass width relative to low (ppm): 20.00
Exclusion mass width relative to high (ppm): 20.00
Parent mass width relative to mass
Parent mass width low (ppm): 10.00
Parent mass width high (ppm): 10.00
Reject mass width relative {o mass
Reject mass width low {(ppm): 20.00
Reject mass width high (ppm): 20.00
Zoom/UltraZoom scan mass width by mass
Zoom/UltraZoom scan mass low: 5.00
Zoom/UltraZoom scan mass high: 5.00
FT SIM scan mass width fow: 5.00
FT SIM scan mass width high: 5.00
Neutral Loss candidates processed by decreasing intensity
Neutral loss mass width by mass
Neutral Loss mass width fow: 0.50000
Neutral Loss mass width high: 0.50000
Product candidates processed by decreasing intensity
Product mass width by mass
Product mass width low: 0.50000
Product mass width high: 0.50000
MS mass range: 0.00-1000000.00
Use m/z values as masses not enabled
Analog UV data dep. Not enabled
Dynamic exclusion enabled
Repeat Count: 2
Repeat Duration: 30.00
Exclusion List Size: 500
Exclusion Duration: 60.00
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Exclusion mass width relative to mass
Exclusion mass width low (ppm): 20.00
Exclusion mass width high (ppm): 20.00
Isotopic data dependence not enabled
Mass Tags data dependence not enabled
Custom Data Dependent Settings not enabled

MS F 2 — 7 7 A ) (Tune File Values)
Source Type: ESI

Capillary Temp (°C): 250.00
Sheath gas Flow: 24.00

Aux Gas Flow: 13.00

Sweep Gas Flow: 0

Ton Trap MSn AGC Target: 10000
FTMS Injection waveforms: off
FTMS AGC Target: 500000
Source voltage (kV): 4.50

Source current (pA): 100.00
Capillary Voltage (V): 68.28

Tube Lens (V): 130.00

Skimmer Offset (V): 0.00
Multipole RF Amplifier (Vp-p): 550.00
Multipole 00 offset (V). -1.60

Lens 0 Voltage (V): -2.70
Multipole 0 offset (V): -5.80

Lens | Voltage (V): -11.00

Gate Lens offset (V): -60.00
Multipole T offset (V): -10.50
Front Lens (V): -5.18

FTMS full microscans: 1

FTMS full Max Ion Time (ms): 500
Ion Trap MSn Micro Scans: 3

Jon Trap MSn Max lon Time: 100

ooooao
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T oA LA e XNT A=

AlignmentBypass False
CorrelationBinWidth 1

RT LimitsForAlignment True
TileIncrement 150
TileMaximum 300
TileSize 300

Tile Threshold 0.6
Analysis Definition

Experiment Target PROTEOMICS
Experiment Type AVSBE

Frame Parameters

AvgChargelProcessor [False
ControlGroup c
FramelDCriteria ORDER BY PVALUE ASC

FrameSeedFile

EMClusters 10
M32CorrProcessor False

MZStart 500

MZStop 2000

MZWidth 0.01
ProcessorModules PCA V1.0:ROC V1.0
RTStart 0

RTStop 59. 98

RTWidth 1.5
UseTICNormalizedRatios False
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F25 EAMELEBEEOT DO 35%HE4S D 72— UL~ L b A (Global Parent

mass 35% fraction for targeted identification)

m/z

500.
ol1.
516.
529,
534,
540,
549,
5b4.
686.
b88.
590,
by6.
630,
632.
640,
646.
661.
662.
666.
666.
6Y7.
697,
714,
722,
732,
736.
745,
747.
748.
746.
758,
761
T762.
766,

gbooood

837
557
216
196
519
878
959
519
686
915
986
798
336
392
314
067
491
294
330
770
336
837
396
599
085
a7a
375
8569
299
279
347
089
952
832

PH Lt [
()
20.
20.
20,
20.
20.
23.
44.
22.
23.
20.
44.
20.
26.
37.
20.
17.
35,
27.
37,
20.
20.
20.
27.
20.
20.
20.
28.
20.
20.
22.
20.
20.
33
20.

8
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21.
21,
21,
21.
21.
24.
4.
22.
23.
21.
44.
21
26.
37
21
18.
35.
27.
37.
21.
21.
21.
27.
21.
21.
21.
29.
21
21.
23.
21.
21
33
21,
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770.
774,
785.
T92.
798.
816.
815.
831.
845.
8H7.
883.
888.
908.
926.
929.
946.
963.
972.
980.
996.
999.

1014,
1017.
1017.
1634.
1661,
1671.
1073.
1074.
1075,
1078.
1083.
1089,
1096.
1101.

1104

1109.
1117,

1141

1140.

1162
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824
316
495
484
662
324
292
276
270
071
346
005
01b
783
445
081
128
536
768
811
409
449
377
250
163
032
011
287
129
546
¥
736
401
026
960
A1
504
066
. 310
059
L7156

20.
20.
37.
37.
27,
23.
22.
22.
27.
a7,
36.
20.
20,
21.
20.
37.
20.
37.
20.
20.
20.
20.
39.
39,
36.
38.
20.
38.
43.
43.
40.
22.
38.
20.
43.
37,
20.
42.
40.
40.
39.
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37.
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38.
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43.
40.
22.
38.
21.
43.
38.
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43.
40.
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1162.
1175,
1175,
1182,
11856,
1184.
1184.
1186.
1189.
1197
i201.
i20b.
1221.
1221.
1221.
1221.
1229,
1229.
1234.
1234.
1237.
1239.
1239.
1239.
1239.
1241,
1245,
1244,
1244,
1252,
1253.
1262.
1269,
1268.
1271.
1271.
1272.
1271.
1271.
1271.
1271,
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285
385
963
040
065
315
044
945
456
564
052
b1
832
330
956
203
059
337
050
184
197
714
903
806
336
893
780
893
821
485
180
757
226
942
795
940
223
0il
366
653
939

39.
42.
20,
36.
38.
38.
36.
20.
36,
38.
38.
27.
38.
38.
38.
38.
41.
43.
43.
43.
38.
38.
40,
22.
39.
22.
42.
41.
38.
42,
38.
41.
43,
42.
41.
41.
41.
41.
41.
43.
42.
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1271.
1279,
1279,
1280.
1282,
1282.
1283.
1283.
1287.
1287.
1287,
1289,
1290.
1290.
1295.
1302.
1313.
1326.
1329.
1340,
1353,
1363.
1354.
1355.
1361.
1378.
1398.
1395,
1395.
1396.
1396,
1403.
1405.
1412,
1416.
1417,
1416.
14165,
1416.
1423.
1432.
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663
356
640
487
341
623
501
215
661
380
671
949
093
231
514
780
671
085
279
257
504
226
345
998
344
833
662
947
808
0956
238
093
390
808
957
242
813
YA
365
711
064

43.
41.
41.
43,
42.
42.
11.
41.
42.
42.
42.
41,
41,
11,
42.
40.
42,
12,
41.
42.
38.
38.
38.
39.
38.
43.
20.
38.
38.
38,
33.
38.
37.
42.
38.
38.
38.
38.
38,
43.
43.

43.
42.
42.
43.
43.
43.
42,
42.
43.
43.
43.
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42.
42.
43.
40.
43.
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42.
43.
39.
38.
38.
40.
39.
43.
21
38.
38.
38.
38.
38.
37.
43.
38.
38.
38,
38.
38.
43.
43.
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1434.
1444,
1461.
1466.
14180.
1480.
1483,
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1488.
1488.
1492.
1492,
1494.
1493.
1501.
1501.
1504.
1619,
1619,
1533.
1550,
1567,
1566.
1616.
1625.
1682,
1708,
1715,
1719.
1720.
1720.
173b.
173b.
1742.
1742.
1749,
1755,
1766.
1769.
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534
691
219
392
934
763
434
261
594
096
084
253
580
738
710
188
262
243
607
408
963
454
539
262
964
809
276
802
700
693
490
363
076
925
443
423
691
090
091
811
294

38.
21.
39.
38.
43.
43.
42,
42.
43,
42,
42.
42,
42.
43.
21,
42,
43.
43.
42,
40.
43.
42.
43.
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43.
38.
42.
35.
43.
43.
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43,
43.
39.
43.
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43.
43.
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1775,
1802.
1808.
1822.
1893.
1796.
1596,
1368.
1160.
1635.
1338.

798
490
484
120
263
466
971
976
101
848
604

921. 201
775. 405

1618.
1324.
1121.

973
797
137

911. 113
309. 990

1629.
1384.
12635.
1211.
1162,
1247,
1366.
1610,
1950.
15440.
1170.
1090.
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1362.
1542,
1445,
1360.
1285.
1217.
1156,
1101,
1051.
1006,
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1226. 62988
1245. 21155
b38. 27802
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1245, 66909
590. 78833
522. 59857
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550, 389563
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800, 68374
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244
204
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629
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1251, 28943
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678. 40588
1080. 2937
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1081, 90649
1303. 35498
730. 01355
540. 86346
627. 93677
1226. 34363
T54. 50586
820. 47766
1440, 05261
763. 06652
965, 57751
956. 92969
549, 7619

1039, 28918
1027, 18225
540. 86285
1220. 05237
646. 42871
1864. 20129
1279. 36121
1501, 39685
1238. 34937
12b2. 34387
1425. 90979
1087. 41003
1356, 00232
804. 55017

gbooood

31.
39.
43.
21.
40.
21.
19.
20.

022
bb2
589
088
947
049
099
829

12. 43

12.
12.

428
403

35. 36
21. 09

31.
21.
20.
37.
41.
39.
21.
44,
35.
21.

331
003
914
502
855
175
087
569
368
087

39,17
35.3

18.
33.
32.
38.
40.
18,

895
862
104
565
956
899

33. 65

12.
18.
18.
20.
20.
33.
19.
16.

391
902
898
516
983
836
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45.
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Precursor Selection

Use MS1 Precursor

2. AT NIIBHET A VK

Lower RT Limit 5

Upper RT Limit 84
Lowest Charge State 1
Highest Charge State 4

Min. Precursor Mass 100D a
Max. Precursor Mass 9000 D a
Total Intensity Threshold 0
Minimum Peak Count 1

3. AXxy ANy T 4 NH—

Mass Analyzer

Is TTMS, FIMS

MS Order

Is MS2

Activation Tvpe Is CID
Scan Type Is Full
Tonization Source Is ESI
Polarity Mode I[s +

3. =T g H—

S/N Threshold I

4, FFEEOEEIC BT AES (Replacement for Unrecognized Properties)

Unrecognized Charge Re 1:2:3:4
Unrecognized Mass Anal ITMS
Unrecognized MS Order M32
Unrecognized Activation CID
Unrecognized Polarity +

I A7 s F I I4707

Precursor Mass Criterion

Same Measured M

Presursor Mass Tolerance T ppm
Max. RT Difference [min] 1.5
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Mass Analyzer Is ITMS: FTMS
MS Order Is MS1; MS2
Activation Type ITs CID

Scan Type Is Full
Tonization Source is ESI
Polarity Mode is +

1. A~ vk

Lowest Charge State 1

Highest Charge State 4

Min. Precursor Mass 1006 D &
Max. Precursor Mass 000 D &

2. [l

Total Intensity Threshold 0

Minimum Peak Count 1
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Use Neutral Loss a lons True
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5. EhAOEESSE (Dynamic Modifications)
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1. Dynamic Modification None
2. Dynamic Modification None
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6. Dynamic Modification None
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Scan Mode:
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Resolution QI:
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Settling time:
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