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Velocity DIA workflow on Orbitrap Exploris 480 MS

Velocity Data Independent Acquisition (DIA)
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https://www.thermofisher.com/us/en/home/industrial/mass-spectrometry/proteomics-mass-spectrometry/accelerome-automated-sample-preparation-platform.html?cid=fl-cmd-accelerome
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Bundle Orbitrap 480 MS for SCP

Thermo Fisher Scientific

SKU SKUName SKUDescription
BRE725533 Orbitrap Exploris 480 Basic system with Easy IC
ES082 EASY-SPRAY SOURCE KIT (NG)
Thermo Scientific™ Proteome Discoverer™ 3.0 software with 1 Year
OPTON-31102 CHIMERYS Full
FMS03-10001 FAIMS PRO DUO Interface (NG SOURCE)
ES993 Nano EASY-Spray Emitter, Bullet Type without transfer line (pack of 2)
VN-S10-A-01 Vanquish Neo System
VN-C10-A-01 Column Compartment N
6036.1180 Vanquish Display
OPTON-30697 Kit which include 50um ID needle insert & nanoViper
ES75150PN EASY-Spray PepMap Neo C18 2um 75umx150mm column
6250.1520 Valve 2p-6p, Low-Disp, 150 MPa, bio, VN-C
6250.1009 LOW DISPERSION Y-PIECE 50UMW. INSERT
COL-
NANOO50NEOB uPAC NEO 50cm column
6000.1001 Power cord US version (4x)
Evosep
EV1072 Thermo Scientific™ EASY-Spray™ Adapter 1
EV1111 Fused silica emitter (10pm) 1
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. ThermoFisher
Sample preparatlon SCIENTIFIC

« Thermo Scientific™ Pierce™ Hela Protein Digest Standard (# 88328)

« Waters MassPREP E. coli Digest (#186003196)
* Promega Mass Spec Compatible Yeast Protein Extract Digest (#V7461)

Digest Stock 3 Proteome Mix

HelLa: 650 ng/uL

« E. coli (E1): 500 ng/pL E100Y75 5 uL 4 L E1 6 pL Y2
 E. coli (E2): 125 ng/pL E25Y150 S L 4 uL E2 6 pL Y1
e Yeast (Y1 ): 500 ng/“L Final concentration: 500 ng /uL

Yeast (Y2): 250 ng/uL
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Positioning the emitter and spray stability

* To monitor the spray stability with FAIMS interface, please turn off the CV first and check the stability. The ion current
should be around 0.1-0.2 YA, and the ion count ideally should be in the range of 100e6 at 100 nL/min with 4% B.

ION SOURCE DEFINE SCAN CALIBRATION

lon Source Optimization @ Legends @ Legends STATUS By Function
HF amplitude 1668.8 LF amplitude 3336.0 B HFDAC DV RF DACs settled in 22.5 secs B GoodRSD
lon Source Type e B LFDAC B < R
@  Pos lon Spray Voltage (V) ‘ 1800, : | 1795 B LF DAC RSD Total lon Current 24394 EB ions/sec
—_—— 00018 (@ TIC Variation 4 %
BealonSeiayliolassly 1500 g 25 0.0016 lon Injection Time 200 ms
@ lon Transfer Tube Temp [C) ‘ 300 : | 3002 0.0014 Scan Rate 145 scans/sec
; ~ Lock mass found 0
3 - - 24 — 00012
Total Carrier Gas Flow {L/min) ‘.3.8 - | 38 ; Lock mass m/z correction 0.00 ppm
= a
FAIMS Mode | Standard Resolution ¥ 23 2 0001 ~ v @ Performance
— E 0.0002 4 [@ lon Source
(D) Spray Voltage 1795 v
22 0.0006
I Spray Current 0.2 pA
21 0.0004 Vaporizer lemp 00 T
i 0.0002 Sheath Gas 000 Arb
Aux Gas 0.00 Arb
5 10 15 20 5 0 _ 1 0 Sweep Gas 000 Arb
Time (Sec) Time (Sec) @ lon Transfer Tube Temp 3002 °C
— - 4 [ Vacuum System
#2588732RT:3212:05  NL:2.81E+007 Injection Time:2.000
FTMS + p NSI cv=-30.00 Full ms [150.0000-2000.0000] ® Fore Vacuum Pressure 3380 mbar
(@) IF Region Pressure 0.144 mbar
(@) HCD Cell Pressure 1.100e-002 mbar
100— 304.2997 @) UHV Pressure 8.488e-011 mbar
] I+ [ Turbo Pump
20-] I Internal Calibration
2 « @ FaMS
c
4“,:3 2402319 Compensation Voltage (CV) 298 v
< %0 R=28906 ';’igziggé Dispersion Voltage (DV) -5000.0 V
Z i z=1 =
o H z=1 Entrance Plate 2503 v
£ 40 ~ . .
Total Carrier Gas Flow 3.8 L/min
I Cooling Gas Flow 50 Limin
204 674.5089 835.5251 1184.7715 13073517 1412.1729 17624827 1870.6932 @ Inner Electrode Temperature 1000 *C
] R=14000 R=10700 R=8500 R=10100 R=7800 R=5600 R=7300 @ Outer Hlectrode 1 Temperature 1000 *C
lh z=0 z=0 1022.0220 z=0 z=0 =0 z=0 =0
0— 'I T t T T T ~ T — T T T —— T — T | ] @ Outer Electrode 2 Temperature 1000 *C
200 400 600 800 1000 1200 1400 1600 1800 2000 I @ Alerts
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i - 1 ThermoFiher
Positioning the emitter and spray stability
* The distance to the FAIMS interface orifice should be as close as possible but not in the orifice. Placing it where the tip

meets the orifice cross-section border could be a good start. Then you can move the emitter from left to right, up and
down, to search for the optimal position (look for best signal intensity and spray stability).

1280x1024 | 2023/10/06 11:40:30 | Unit: mm | Magnification: 30x | No Calibration
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Positioning the emitter and spray stability

e At 100 nL/min with 4% B, monitor the spray stability. The RSD of TIC should be within 10%.

ION SOURCE DEFINE SCAN CALIBRATION

len Source Optimization (~) Legends (%) Legends STATUS By Function
Chromatogram ™ Tic RSD = 3.0 % Signal Stability Good W RSD:15% || 4 @ Current Scan
lon Saurce Type NI e = .
@  Pos lon Spray Valtage (V) | 1800 : ‘ 4705 Total lon Current 25260 E6 ions/sec
—————————— - 14 (@ TIC Variation 2%
Neg lon Spray Voltage (V) | 1500 hd ‘ 27t lon Injection Time 218 ms
. 12
@ lon Transfer Tube Temp [*C) |3ou s ‘ 3000 26673 Scan Rate 145 scans/sec
e 10 Lock mass found 1]
Total Carrier Gas Flow {L/’ 38 2 l3s i
otal Carrier Gas Flow (L/min) | ‘ - Plot Chromatogram Lock mass m/z correction 0.00 ppm
& I [@ Performance
FAIMS Mode Standard Resolution * 2 .
( Starclrd Resoluton 7 2 Spray Sasity 4+ ® tonSource
24E
TIC (@ Spray Voltage 1795 v
e Base Peak Spray Current 02 pa
) User Defined m/z | Vaporizer Temp 0o
32F Sheath Gas 0.00 Arb
Aux Gas 0.00 Arb
500 1000 RETI: | Mo 1000 I Sweep Gas 000 Arb
can number an Rumber @ lon Transfer Tube Temp 3000 °C
- —H ! - 4 [0 Vacuum System
#2593173RT:3217:13  NL:1.68E+007 Injection Tim)|
FTMS + p NSI cv=-30.00 Full ms [150.0000-2000.0000 @ Fore Vacuum Pressure 3610 mbar
(@) IF Region Pressure 0.144 mbar
@) HCD Cell Pressure 1.090e-002 mbar
100— 304.2938 ol LT (@ UHV Pressure 8.490-011 mbar
] I @ Turbe Pump
a0 I Internal Calibration
= N @ FaMs
= ]
% . Compensation Voltage (CV) =208 V
P y Dispersion Voltage (DV) 49995 vV
B ] 343.2953 ntrance Plate 2503 v
z 40 R=24006 38 Umin
z=1 931.1464 1910.5344 o .
R=9500 R=10100 0 L/min
204 556.4415 731.3596 z=0 12022811 1522.8958 z=0 1000 °C
R=14100 R=14500 | R=11600 R=9300 | .
Te 1000 C
Hl 2=0 z=0 | 10082075 2-0 2=0 1808.8022 | crperature
o bl b= y t ’ . . | ; ‘ . p : | @ Outer Electrode 2 Wgpperature 1000 °C
200 400 600 800 1000 1200 1400 1600 1800 2000 N lerts
|I . m/z I (@ Peripl ices
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Positioning the emitter and spray stability

e At 100 Adjust the voltage and transfer tube temperature as needed to retrieve the best signal (typically 1800-
2000 V and 275-300°C)

10N SOURCE

DEFINE SCAN CALIBRATION

lon Source Optimization i . ® Legends . @ Legends STATUS By Function
- HF amplitude 1668.8 LF amplitude 3336.0 B HFDAC DV RF DACs settled in 22.5 secs B GoodRSD || 4 @ currentScan
B LFDAC B HF DACRSD )
B Pos lon Spray Voltage (V) | 1200, : | 1795 B LF DACRSD Total lon Current 243,94 E6 ions/sec
_ : 0.0018 @ TIC Variation 4%
ReglionspraylotiagellV) | 1500 v | 25 00016 lon Injection Time 200 ms
@ lon Transfer Tube Temp (°C) | 300 : | 3002 0.0014 Scan Rate 145 scans/sec
. . ~ Lock mass found 0
" " r 24 -— 0.0012
Total Carrier Gas Flow (L/min) | 38 - | 38 : Lock mass m/z correction 000 ppm
= a
FAIMS Mode | Standard Resolution S 2 oo . v @ Performance
s 0.0008 4 (@ lon Source
(@ Spray Voltage 1795 ¥V
22 0.0006
Spray Current 02 ph
. 0.0004 Vaporizer Temp 00 C
' 00002 Sheath Gas 000 Arb
Aux Gas 0.00 Arb
5 10 13 20 5 10 _ 15 20 Sweep Gas 000 Arb
Time (Sec) Time (Se) (@ lon Transfer Tube Temp 3002 °C
o " 4 [0 Vacuum System
#2588732RT:3212:05  NL:2.91E+007 Injection Time:2.000
FTMS + p NSI cv=-30.00 Full ms [150.0000-2000.0000] @ Fore Vacuum Pressure 3380 mbar
(@ IF Region Pressure 0.144 mbar
(D) HCD Cell Pressure 1.1002-002 mbar
100— 304.2957 @ UHV Pressure 8.488e-011 mbar
] I [@ Turbo Pump
I Int: | Calibrati
. 80— internal Lalibration
£ « @ FAIMS
c
z 240.2319 Compensation Voltage [CV) 208 v
s %7 Re28906|3432352 Dispersion Voltage (D) 50000 v
g ] 721 R=24206 ispersion Voltage (DV) - .
o 1 z=1 Entrance Plate 2503 V
Qu
[ / Total Carrier Gas Flow 38 L/min
B Cooling Gas Flow 50 L/min
20+ 6745069  835.5251 11847715 1307.3517 14121729 17624827 18706932 (@ Inner Electrode Temperature 1000 *C
i R=14000 R=10700 R=8500 R=10100 R=7800 R=5600 R=7300 @ Outer Electrode 1 Temperature 1000 °C
“1 =0 z=0 1022.0220 z=0 z=0 z=0 z=0 z=0
0 IacaarEanasinant et iates M San | AMNSAaans aanaeaanns A (han P T e T — MARSanes aennsanony @) Outer Electrode 2 Temperature 1000 *C
200 400 600 800 1000 1200 1400 1600 1800 2000 r @ Alerts
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LC parameters

Fluidic setup

Separation Column(s) Specifications

Property Value

Inner Diameter: 75 [pm]
Length: 50.0 [cm]
Woid Yolume: 1.480 [gd]
Maximum Pressure: 400 [bar]
Maximurm Flow: 0.7 [1d/min]
Maximum Temperature: 60.0[C]
Maximum Pressure Change Up: 1000 [bar/min]
Maximum Pressure Change Down: 1000 [bar/min]

Load setting

ThermoFisher

SCIENTIFIC

Wash and equilibration setting

[v Fast Loading @

Mode:
Flow:

Pressure:

Loading Volume:

|PressureControl |3}
[ (3)[0.000..0.700 wimin]
[3500  (3)[20.0..400.0 bar]
[Automatic = | (&) [Automatic...1000.000 ]

9 Proprietary & Confidential

Separation Column

v Fast Equilibration @

Mode:

Flow:

Pressure:
Equilibration Factor:
Estimated Duration:
Used Flow:

Used %E:

|PressureControl v |(3}
[ (3)[0.000..0.700 ulimin]
3500  (3)[0.0..400.0 bar]
20 (3)[0.0..1000.0]

n.a. [min]
n.a. [plfrrin]
40 [3%]
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30 min (36 SPD)
Orbitrap Exploris 480 MS + FAIMS Pro Interface
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LC settings (30 min)

[ iecti Flow Gradient
Direct Injection setup ow Gradien

100 rloo =
= Imin || |&=— %A
: L |== %B
75 TS .
. . ] ; —— Flow[pl/min]
Gradient optimized for 50cm yPAC Neo column ] :
50 ] =y
(COL-nano050NeoB) ] :
25 F25
min |}
- " - l::l_l M M M 1 M M M 1 M M M 1 M I_D
36 SPD method (30 min active gradient) 0-0 10.0 20.0 0.0 33.1
5 Durati Flo Vol No. of Insert
i L I[lrrr?inmz:lm [ul;l'r:irn] o o[:lr]ne Columnovglumes ﬁ
. o 1 0.000 Run
COIUmn Temp 50 C 2 0.000 0.000 0.350 4.0 0.00 0.00
3 22,500 22,300 0.350 30.0 7.08 7875.00
4 30.000 4500 0.350 45.0 2.63 2625.00
5 30.000 Column Wash
& 30.100 0.100 0.350 97.3 0.04 35.00
7 33.000 2.8900 0.350 97.5 1.02 1015.00
B8 33.100 0.100 0.350 4.0 0.04 35.00
0.1% FAin water  80% ANC/0.1%FA 9 33m Stop Run
10 33.100 Column Equilibration

(Thermo Fisher LS118)  in water
(Thermo Fisher LS122)



Method Settings

Application Mode: Peptide
Method Duration (min): 33.1

Global Parameters

lon Source

Use lon Source Settings from Tune: True
FAIMS Mode: Standard Resolution

Total Carrier Gas Flow: Static

Total Carrier Gas Flow (L/min): 3.8

M5 Global Settings

Infusion Mode: Liquid Chromatography

Expected LC Peak Width (s): 10

Advanced Peak Determination: True

Default Charge State: 2

Enable Xcalibur AcquireX Ab method medifications:

False
Intemnal Mass Calibration:  Off

Experiment #1 [M5 (CV -45)]

Start Time (min): 0
End Time (min): 33.1

Master Scan:
Full Scan
Orbitrap Resolution: 60000

Scan Range (m/z): 400-900
FAIMS Voltages: On

MS settings (30 min)
Vethod Setngs

MNormalized AGC Target (%): 300
Maximum Injection Time Mode:  Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled

Scan Description:

Experiment #2 [DIA Scan (CV -45)]

Start Time (min): 0
End Time (min): 33.1

Master Scan:

Precursor Mass Range (m/z): 400-900
DIA Window Type: Auto

Multiplex lons: False

Q1 Resolution (m/z): 12

Window Overlap (m/z): 1

Window Placement Optimization: On
Number Of Scan Events: 41

DIA Window Mode: m/z Range
Collision Energy Type: Normalized
HCD Cellision Energy (%): 30
Orbitrap Resolution: 15000

FAIMS Voltages: On

FAIMS CV (V): -45

Scan Range Mode:  Define m/z Range
Scan Range (m/z): 145-1450

RF Lens (%): 70

AGC Target: Custom

Normalized AGC Target (%): 800
Maximum Injection Time Mode:  Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled

Loop Control:  All

m/z range

T23.57878425-736.584696

735.58424125-748.590153

399.43144525-412.437357

747.58969825-760.59561

411.43690225-424.442814

759.59515525-772.601067

423.44235925-436.448271

771.60061225-734.606524

435.44781625-448.453728

783.60606925-796.611981

447.45327325-460.459185

795.61152625-808.617438

459.43873025-472.464642

807.61698325-820.622895

471.46418725-484.470099

819.62244025-832.628352

483.46964425-496.475556

831.62789725-244.633209

495.47510125-508.481013

843.63335425-856.639266

507.48055825-520.48647

855.63881125-868.644723

519.48601525-532.491927

867.64426825-880.65018

531.49147225-544.497384

§79.64972525-892.655637

543.49692025-556.502841

8091.65518225-904.661094

555.50238625-568.508298

567.50784325-580.513755

579.51330025-592.519212

591.51875725-604.524669

603.52421425-616.530126

615.52967125-628.535583

627.53512825-640.54104

639.54058525-652.346497

651.54604225-664.551954

663.55149925-676.557411

675.55695625-688.562868

687.56241325-700.568325

600.56787025-712.573782

ThermoFisher

SCIENTIFIC

FAIMS CV (V): -45 Scan Description:
RF Lens (%): 70 711.57332725-724.579239
AGC Target: Custom DIA m/z window

*  The method showing here includes FAIMS Pro interface. For method without FAIMS interface, simply set “FAIMS Mode” as ‘Not Installed’ and
keep the rest parameters identical.

. Parameters in Global Parameters such as voltage, FAIMS carrier gas flow should be optimized according to the instrument.
*  Check the CV for each FAIMS device to decide the best CV(s) to use.

12  Proprietary & Confidential



. . . ThermoFisher
CV optimization

|dentify the best CV for your FAIMS Pro interface

6000 -

“%m_ « Standard experiment: 200 ng HelLa
2 a0 digest / 36 SPD
é » Test different CVs to evaluate the best

value for a given FAIMS device

a0 q,,:f: \15)0 q-'}" \1_50

WMo “J-
e C C C C C
© W W W W W

13  Proprietary & Confidential



ThermoFisher

Base peak (30 min)

RT :0.00-39.00
100 — NL: 1.13E9
Base Peak MS
N 200ngHeLa_Velocit
90 — yDIA_OE480_FAIM
B S_CV45 R2
80 —
70 —
o) 60 —
[&]
c
p _
=
S 50 —
el
< _
[0]
2 40 —
©
(0] —
14
30
20 —
]
o 1) \‘ " ‘ J \M MH\ \H‘ MM MH ‘ ‘ ‘ | \HHHH \ M ‘ ”\m"\\ AL ’ “h i H\ ‘\ N

35
Time (mln)
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60 min (20 SPD)
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LC settings (60 min)

Direct Injection setup Flow Gradient
100 7 rioo =
M= Imin || | %A
i imi 75—: :—75 — 7B
Gradient optimized for 50cm yPAC Neo column ! F7S | —— Flowul/min]
(COL-nano050NeoB) 50 Fso
25% F25
. . . ] min |}
20 SPD method (60 min active gradient) p — Il
0.0 10.0 20.0 =11 40.0 0.0 eD.0 &5_.0
. Durati Flov Vol No. of
° i L I[l:in?“ [ulfn::n] R {E:ITE Columnﬂ‘ufglumes 4
Column Temp: 50 °C 1 0.000 Run
2 0.000 0.000 0.350 6.0 0.00 0.00
3 45.000 45.000 0.350 27.0 15.75 15750.00
4 60.000 15.000 0.350 38.0 525 5250.00
5 £0.000 Column Wash
6 60.100 0.100 0.350 97.5 0.04 35.00
7 65.000 4.900 0.350 97.5 1.72 1715.00
0.1% FAin water ~ 80% ACN/0.1%FA : S
Q £5.000 Column Equilibration

(Thermo Fisher LS118)  in water
(Thermo Fisher LS122)
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MS settings (60 min)

Method Summary

Method Settings

Application Mode: Peptide
Method Duration (min): 65

Global Parameters

lon Source

lon Source Type: NSI

Spray Voltage: Static

Positive lon (V): 2200

Megative lon (V): 1500

lon Transfer Tube Temp (*C): 300

Use lon Source Settings from Tune:  False
FAIMS Mode: Standard Resolution
Total Carrier Gas Flow: Static

Total Carrier Gas Flow (L/min): 3.8

MS Global Settings
Infusion Mode: Liquid Chromatography
Expected LC Peak Width (s): 10
Advanced Peak Determination: True
Default Charge State: 2
Enable Xcalibur AcquireX Ab method modifications:

False
Internal Mass Calibration: Off

Experiment #1 [MS (CV -45)]

Start Time (min): 0
End Time (min): 65

Master Scan:
Full Scan

Orbitrap Resolution: 60000

Proprietary & Confidential

Experiment #2 [DIA Scan (CV -45)]

Scan Range (m/z): 400-900
FAIMS Voltages: On

FAIMS CV (V): -45

RF Lens (%): 70

AGC Target: Custom

Mormalized AGC Target (%:): 300
Maximum Injection Time Mode:  Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled
Scan Description:

Start Time (min): 0
End Time (min): 65

Master Scan:

DIA

Precursor Mass Range (m/z): 400-900
DIA Window Type: Auto

Multiplex lons:  False

@1 Resolution (m/z): 12

Window COverlap (m/z): 1

Window Placement Optimization: On
Mumber Of Scan Events: 41

DIA Window Mode: m/z Range
Collision Energy Type: Normalized
HCD Collision Energy (%): 30
Orbitrap Resolution: 15000

FAIMS Voltages: On

FAIMS CV (V): -45

Scan Range Mode:  Define m/z Range
5can Range (m/z): 143-1450

RF Lens (%): 70

AGC Target: Custom

Mormalized AGC Target (%2): 800
Maximum Injection Time Mode:  Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled
Loop Control: All
Scan Description:

DIA m/z window

DIA m/z window

m/z range

399.43144525-412.437357

411.43690225-424,442814

423.44235925-436.448271

435.44781625-448.453728

447.45327325-460.459185

459.45873025-472,464642

471.46418725-484.470099

483.46964425-496,475556

495.47510125-508.481013

507.48055825-520.48647

519.48601525-532.491927

531.40147225-544,457384

543.49692925-556.502841

555.50238625-568.508208

567.50784325-580.513755

579.51330025-592.519212

591.51875725-604.524669

603.52421425-616.530126

615.52067125-628.535583

627.53512825-640.54104

639.54058525-652.546497

651.54604225-664.551954

663.55149925-676.557411

675.35695625-688.562068

687.56241325-700.568325

699.56787025-712.573782

711.57332725-724.579239

723.57878425-736.584696

735.58424125-748.500153

747.58969825-760.59561

759.59515525-772.601067

771.60061225-784.606524

783.60606025-796.611981

795.61152625-808.617438

807.61698325-820.622895

819.62244025-832,628352

831.62789725-844.633809

843.63335425-856.639266

855.63881125-868.644723

867.64426825-880.65018

879.64972525-892.655637

801.65518225-904.661094

Experiment #3 [MS (CV -60)]

Start Time (min): 0
End Time (min): 65

Master Scan:

Full Scan

Orbitrap Resolution: 60000
Scan Range (m/z): 400-900

FAIMS Voltages: On
FAIMS CV (V): -60
RF Lens (%): 70

Experiment #4 [DIA Scan (CV -60)]

ThermoFisher
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AGC Target: Custom

MNormalized AGC Target (%2): 300
Maximum Injection Time Mode:  Auto
Microscans: 1

Data Type: Profile

Polarity: Paositive

Source Fragmentation: Disabled

5Scan Description:

Start Time (min): 0
End Time (min): 65

Master Scan:

DIA

Precursor Mass Range (m/z): 400-900
DIA Window Type:  Auto

Multiplex lons:  False

1 Resolution (m/z): 12

Window Overlap (m/z): 1

Window Placement Optimization: On
Number Of Scan Events: 41

DIA Window Mode: m/z Range
Collision Energy Type: Normalized
HCD Collision Energy (%a): 30
Orbitrap Resolution: 15000

FAIMS Voltages: On

FAIMS CV (V): -60

Scan Range Mode: Define m/z Range
5can Range (m/z): 145-1450

RF Lens (%): 70

AGC Target: Custom

Mormalized AGC Target (32): 800
Maximum Injection Time Mode:  Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled

Loop Control: All

Scan Description:
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DIA m/z window

DIA m/z window

m/z range

MS settings (60 mln) continued

711.57332725-724.579239

723.57878425-736.584696

733.38424125-748.590153

399.43144525-412.437357

747.58969825-760.59561

411.43690225-424.442814

759.59515525-772.601067

423.44235925-436.448271

771.60061225-784.606524

435.44781625-448.453728

783.60606925-796.611981

447.45327325-460.459185

795.61132625-808.617438

459.45873025-472.464642

807.61698325-820.622895

471.46418725-484.470099

819.62244025-832.628352

433.46964425-496.475556

831.62789725-844.633809

495.47510125-508.481013

843.63335425-856.639266

507.48055825-520.48647

855.63881125-868.644723

519.48601525-532.491927

867.64426825-880.65018

531.49147225-544.497384

879.64972525-892.655637

543.49692925-556.502841

891.65518225-904.661004

555.50238625-568.508298

367.50784323-580.513735

579.51330025-592.519212

591.51875725-604.524669

603.52421425-616.530126

615.52967125-628.535583

627.53512825-640.54104

639.54058525-652.546497

651.54604225-664.551954

663.55149925-676.557411

675.55695625-688.562868

687.56241325-700.568325

099.56787023-712.573782

Proprietary & Confidential

ThermoFisher

SCIENTIFIC

CVs are optimized according to FAIMS device.
2 CVs are used for 60 min gradient.

The method showing here includes FAIMS Pro
interface. For method without FAIMS interface,
simply set “FAIMS Mode” as ‘Not Installed’ and
keep the rest parameters identical.



ThermoFisher

Base peak (60 min)

RT :0.00-65.00
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Base Peak MS
VelocityDIA_60min_O

40

90 — E480_FAIMS_uPAC5
a Ocm_200ngHelLa_4
80 —
70 —
o 60 —
(&)
[
= _
©
c
S 50
o)
<
()
2
©
()
14

30

20

10

‘ “\M ‘ \‘ ’ \’ \‘ ‘MH [)! H‘J \m' | l'

| H.‘\.MH
0 50 60

0

A

0 10
Time (min)

19  Proprietary & Confidential



ThermoFisher
SCIENTIFIC

9 min (80 SPD)
Orbitrap Exploris 480 MS + FAIMS Pro Interface
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LC settings (9 min)

Direct Injection setup E—
100 r100 =
1% ulfmin | —1 L)
. .. ] L —/ %B
Gradient optimized for 50cm pPAC Neo column = E75 | Flow{yljmin]
(COL-nano050NeoB) s -
25-5 5-25
80 SPD method (9 min active gradient) e i
0.0 2.0 4_0 i 8.0 10.0 12_5
. Dy ti Flo Vol Mo. of
Column Temp 50 OC . L I[l:in?“ [ul,fn:':n] e -‘1:'!]"& Columno‘ufglumes
- 1 0.000 Run
2 0.000 0.000 0.600 6.0 0.00 0.00
3 7.500 7.500 0.600 27.0 4.50 4500.00
4 g.000 1.500 0.600 38.0 0.90 g00.00
5 3,000 Column Wash
] 9.100 0.100 0.600 97.5 0.06 60.00
. 7 12.500 3.400 0.600 97.5 2.04 2040.00
0.1% FA in water 80% ACN/0.1%FA 8 12500 Stop Run
9 12.500 Column Equilibration

(Thermo Fisher LS118)  in water
(Thermo Fisher LS122)
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MS settings (9 min, Max ID)

Method Summary

Method Settings

Application Mode: Peptide
Method Duration (min): 12.5

Global Parameters

lon Source

lon Source Type: NSI

Spray Voltage: Static

Positive lon (V): 2200

MNegative lon (V): 1500

lon Transfer Tube Temp (*C): 300

Use lon Source Settings from Tune:  False
FAIMS Mode: Standard Resolution

Total Carrier Gas Flow: Static

Total Carrier Gas Flow (L/min): 3.8

MS Global Settings

Infusion Mode: Liquid Chromatography

Expected LC Peak Width (s): 10

Advanced Peak Determination: True

Default Charge State: 2

Enable Xcalibur AcquireX Ab method modifications:

False
Internal Mass Calibration: Off

Experiment #1 [M5 (CV -45)]

Start Time (min): 0
End Time (min): 12.5

Master Scan:

Full Scan

Orbitrap Resolution: 30000

Experiment #2 [DIA Scan (CV -45)]

Scan Range (m/z): 400-800
FAIMS Voltages: On

FAIMS CV (V): -45

RF Lens (%): 70

AGC Target: Custom
MNormalized AGC Target (%): 300
Mazximum Injection Time Mode: Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled
Scan Description:

Start Time (min): 0
End Time (min): 12.5

Master Scan:

DIA

Precursor Mass Range (m/z): 400-800
DIA Window Type:  Auto

Multiplex lons:  False

01 Resolution (m/z): &

Window Overlap (m/z): 1

Window Placement Optimization: On
MNumber Of Scan Events: 49

DIA Window Mode: m/z Range
Collision Energy Type: Mormalized
HCD Collision Energy (32): 30
Orbitrap Resolution: 30000

FAIMS Voltages: On

FAIMS CV (V): -45

Scan Range Mode: Define m/z Range
Scan Range (m/z): 145-1450

RF Lens (%): 70

AGC Target: Custom

MNormalized AGC Target (%): 800
Maximum Injection Time Mode: Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled
Loop Control:  All
Scan Description:

DIA m/z window

DIA m/z window

m/z range

583.51511925-592.519212

501.51875725-600.52285

599.52239525-608.526488

607.52603325-616.530126

615.52967125-624.533764

623.53330925-632.537402

399.43144525-408.435538

631.53694725-640.54104

407.43508325-416.439176

639.54058525-648.544678

415.43872125-424.442814

647.54422325-656.548316

423.44235925-432,446452

635.54786125-664.551954

431.44599725-440.45009

663.55149925-672.555592

439.44963525-448.453728

671.55513725-680.55923

447.45327325-456.457366

679.55877525-688.562868

455.45691125-464.461004

687.56241325-696.566506

463.46054925-472. 464642

695.56605125-704.570144

471.46418725-480.46828

703.56968925-712.573782

479.46782525-488.471918

T11.57332725-720.57742

487.47146325-496.475556

719.57696525-728.581058

495.47510125-504.4791594

727.58060325-736.584696

503.47873925-512.482832

735.58424125-744.588334

511.48237725-520.48647

743.58787925-752.591972

519.48601525-528.490108

751.59151725-760.59561

527.48965325-536.493746

739.59515525-768.599248

535.49329125-544.497384

767.59879325-776.602836

543.49692925-552.501022

775.60243125-784.606524

551.50056725-560.50466

783.60606925-792.610162

559.50420525-568.508293

791.60970725-800.6138

567.50784325-576.511936

575.51148125-584.515574

ThermoFisher

SCIENTIFIC

The method showing here includes FAIMS Pro interface. For method without FAIMS interface, simply set “FAIMS Mode” as ‘Not Installed’ and
keep the rest parameters identical.

Parameters in Global Parameters such as voltage, FAIMS carrier gas flow should be optimized according to the instrument.

Check the CV for each FAIMS device to decide the best CV(s) to use.

Proprietary & Confidential
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Base peak (9 min, max ID)

RT :0.00-12.50
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MS settings

Method Summary

Method Settings

Application Mode: Peptide
Methed Duration (min): 12.5

Global Parameters

lon Source

lon Source Type:  NSI

Spray Voltage: Static

Positive lon (V): 2200

MNegative lon (V): 1500

lon Transfer Tube Ternp (*C): 300

Use lon Source Settings from Tune:  False
FAIMS Mode: Standard Resolution
Total Carrier Gas Flow: Static

Total Carrier Gas Flow (L/min): 3.8

MS Global Settings

Infusion Mode: Liquid Chromatography

Expected LC Peak Width (s): 10

Advanced Peak Determination: True

Default Charge State: 2

Enable Xcalibur AcquireX Ab method modifications:
False

Internal Mass Calibration: OFf

Experiment #1 [MS (CV -45)]

Start Time (min): 0
End Time (min): 12.5

Master Scan:
Full Scan

Orbitrap Resolution: 30000

(9 min, Max Quantitation

Scan Range (m/z): 650-770
FAIMS Voltages: On

FAIMS CV (V): -45

RF Lens (%): 70

AGC Target:  Custom
Mormalized AGC Target (32): 300
Maximum Injection Time Mode:  Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled
Scan Description:

Experiment #2 [DIA Scan (CV -45)]

Start Time (min): 0
End Time (min): 12.5

Master Scan:

DIA

Precursor Mass Range (m/z): 650-770
DIA Window Type: Auto

Multiplex lons:  False

Q1 Resolution (m/z): 8

Window Overlap (m/z): 1

Window Placement Optimization: On
Mumber Of Scan Events: 14

DIA Window Mode: m/z Range
Collision Energy Type: Mormalized
HCD Collision Energy (%): 30
Orbitrap Resolution: 15000

FAIMS Voltages: On

FAIMS CV (V): -45

Scan Range Mode: Define m/z Range
Scan Range (m/z): 145-1450

RF Lens (%2): 70

AGC Target:  Custom

Mormalized AGC Target (%): 800
Maximum Injection Time Mode:  Auto
Microscans: 1

Data Type: Profile

Polarity: Positive

Source Fragmentation: Disabled
Loop Control:  All
Scan Description:

DIA m/z window

DIA m/z window

m/z range

649.54513275-658.5492255

657.54877075-666.5528635

665.55240875-674.5565015

673.55604675-682.5601395

681.55968475-690.5637775

689.56332275-698.5674155

697.56696075-706.5710335

705.57059875-714.5746915

713.57423675-722.5783295

721.57787475-730.5819675

720.58151275-738.5856055

737.58515075-746.5892435

745.58878875-754.5928815

753.59242675-762.5965195

761.59606475-770.6001575

ThermoFisher

SCIENTIFIC

The method showing here includes FAIMS Pro interface. For method without FAIMS interface, simply set “FAIMS Mode” as ‘Not Installed’ and
keep the rest parameters identical.

Parameters in Global Parameters such as voltage, FAIMS carrier gas flow should be optimized according to the instrument.

Check the CV for each FAIMS device to decide the best CV(s) to use.

Proprietary & Confidential
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Base peak (9 min, max quantitation)

RT :0.00-12.50
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