Supplemental information:

Supplemental figure 1: a-e Top: The full MS spectrum and ETD mass spectrum of the five
highest scoring peptides identified in the internal CV stepping dataset only. Middle: Full scan
mass spectrum (and ETD mass spectrum if present) identified by manual analysis of the external
CV stepping dataset. Bottom: Full scan mass spectrum (and ETD mass spectrum if present)
identified by manual analysis of the SCX prefractionation dataset. f-j Top: The full MS spectrum
and ETD mass spectrum of the five highest scoring peptide identified in the SCX dataset only.
Middle: Full scan mass spectrum (and ETD mass spectrum if present) identified by manual
analysis of the internal CV stepping dataset. Bottom: Full scan mass spectrum (and ETD mass

spectrum if present) identified by manual analysis of the external CV stepping dataset.

Supplemental figure 2: a-e Top: The full MS spectrum and CID mass spectrum of the five
highest scoring peptides identified in the external CV stepping dataset only. Middle: Full scan
mass spectrum (and CID mass spectrum if present) identified by manual analysis of the internal
CV stepping dataset. Bottom: Full scan mass spectrum (and CID spectrum if present) identified
by manual analysis of the SCX prefractionation dataset. f-j Top: The full MS spectrum and CID
mass spectrum of the five highest scoring peptides identified in the internal dataset only.
Middle: Full scan mass spectrum (and CID spectrum if present) identified by manual analysis of
the external CV stepping dataset. Bottom: Full scan mass spectrum (and CID spectrum if

present) Identified by manual analysis of the SCX prefractionation dataset. k-o: The full MS



spectrum and CID mass spectrum of the five highest scoring peptide identified in the SCX

dataset only.

Supplemental table 1: Mascot significance values and SEQUEST XCorr values applied to the ETD

and CID datasets to achieve a 1% FDR.

Supplemental table 2: Proteins identified from the ETD datasets, (group 1 yellow = internal
FAIMS method, group 2 green = external FAIMS method and group 3 blue = SCX)
Supplemental table 3: Peptides identified from the ETD datasets, (group 1 yellow = internal
FAIMS method, group 2 green = external FAIMS method and group 3 blue = SCX).
Supplemental table 4: Proteins identified from the CID datasets (group 1 yellow = internal
FAIMS method, group 2 green = external FAIMS method and group 3 blue = SCX).
Supplemental table 5: Peptides identified from the CID datasets (group 1 yellow = internal

FAIMS method, group 2 green = external FAIMS method and group 3 blue = SCX).
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Supplemental Table 1

Mascot (Exp value)
SEQUEST (Xcorr)

Mascot (Exp value)
SEQUEST (Xcorr)

3+
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7+

3+
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Internal

0.005

3.7

4.58

4.6

4.7
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4.7

Internal
0.005
2.79
4
4.3
4.32
4.32
4.32

CID
External
0.005
3.8
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4.54

ETD
External
0.001
2.66
3.05
3.65
3.8
4
4.3

SCX
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SCX
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3.15
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