Supplementary material 1, Example shows how DIA-MS identified and quantified one peptide of
ALBU_BOVIN.

1). DIA-MS spectra matching with spectral library and identified a peptide sequence RHPYFYAPELLYYANK
(z = 3+) which belongs to the protein ALBU-BOVIN.

Retention Time: 107.99

intensity (10%6)

y 5+ !

400 500 600 700 800 900 1000 1100 1200
ml/z



Relative Intensity

2).

@)

Intensity (1046)

®

Intensity (1046)

| —— Freoxtes —— Measured |

T L} I I
1.0 4 [65+]
1 [b4+]
0.5 4] \[06+] [674]
- ! ly5+] !
i i
I H H
L i i
] 1
I i i
0.0 i i
I i i
! !
I ! !
B ) 1
; i
' i
05 4+ !
1.0 4+
—t—r —t—r —t—r —t—r —t—r +
400 500 600 700 800 900 1000
m/z
MS2 XIC across all runs to generate quantitation information
3w_S1.R1 @ 3w_S1.R2 @ 3w_S1R3
Cscore =9.68e-01 Qvalue =5.801e-145 Qvalue = 1.926e-154
T T ] Ly T T T T T T T T T T
15 + E 3 ] ] i E T ]
L 1 1 1
L 1 1 1
L 1 1 1
10 + i i 7 ] i T 1
L 1 1 1
L 1 1 1
L 1 1 1
05 + i i 7 ] i + B
H 1 1 [
1
H ™
0.0 T < TR S T— %—-’—.—o—
595 600 605 61.0 59.5 60.0 595 605 61.0
iRT
3w_S2.R1 @ 3w_S2.R2 ©@ 3w_S2.R3
Qvalue = 5.06e-04 Qvalue =5.513e-08 Qvalue = 2.162e-36
T T T T T T i T T T T 'i ' v T T
15 F ] ] i ] ¥ i E ]
1
H i
10t ] 3 i 3 I [ ]
1 1
1 1
1 1
05 I ] i i ] h i ]
1 1
1 1
1 1
0.0 Topurmremarany t B : b <= "
595  60.0 61.0 595 60.0 60.5 61.0 595 60.0 60.5 61.0
iRT iRT




Supplementary material 2. Quantitation of spike-in proteins using cDIA-MS and cGPF-DIA-MS. The upper
figure indicates protein quantitation, and the lower panel indicates peptide quantitation for the protein
(the dot in the same line represents a same analyte).
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Supplementary material 3, venn diagram shows the protein identified from cGPF-DIA-MS and cDIA-MS
analysis.
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