23500 - 23371

170 - 167
O 165 - 23000 -
) n
Q 160 -
= = 22500 -
© O 155 -
- o0 _
£ X 150 - = 22000 21706
kDa o s 21500 -
o & 140 -
135 | 21000 -
130 - | 20500 - .
plasma Alb_depl _plasma plasma Alb_depl_plasma
2500 - Human plasma Albu_depl plasma
2060
2000 -
4 IGG1_HUMAN " 1608
(heavy chain) Y 1500 -
()
3 1000 -
(<)
s
500 - 199 175
(43.7%) (38.5%)
IGG1_HUMAN 0
(light chain) |
plasma Alb_depl_plasma
J Proteins (90) Report Builder Unassigned (16839) J Proteins (93) Report Builder Unassigned (17271)
Protein families 1-10 (out of 90) Protein families 1-10 (out of 93)
per page 1 Next Expand all | | Collapse all | Albumin per page 1 .. |10| |Next Expand all | | Collapse all |
| Accession v |[contains  + ]| | Find | depletion | Accession v |[contains v | Find
b1 ALBU_HUMAN 15446 Albumin OS=Homo sapiens ‘ b1 A2MG_HUMAN 6339 Alpha-2-macroglobulin 05=H
b2 TRFE_HUMAN 3344 Serotransferrin 0S=Homo g b2 ALBU HUMAN 5397 Albumin OS=Homo sapiens O
b3 A2MG_HUMAN 2721 Alpha-2-macroglobulin 0S= b3 TRFE_ HUMAN 5273 Sersotransferrin 0S=Homo =sa
b 4 1 IGG1_HUMAN 2470 Immunoglobulin gamma-1 | b4 1 IGG1_HUMAN 2662 Immuneoglobulin gamma-1 hs
| 4 IGHG3_HUMAN 225 Immuneglobulin heavy cons | 5> IGHG3 HUMAN 681 Immunoalobulin heavy const!

Figure S1. Albumin depletion from human plasma. The removal of the most abundant protein from plasma was performed using an Albumin
depletion kit. Column charts display data generated from the PEAKS tool. A Venn diagram was created using the online Venny tool
(https://bioinfogp.cnb.csic.es/tools/venny/index.html).
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Figure S2. Optimization of MS/MS parameters of DDA mode for analysis of highly complex proteomics sample on example of HEK293T cell digest.
Standard parameters are depicted on panel (a). Spectra rate was increased and thresholds were decreased correspondingly (marked in red ellipses
on panel (b)). The highest number of protein group identifications was obtained in the case of the method with 4 Hz of MS and 8 Hz of MS/MS spectra
rate (panel (c)). All Mascot search results were adjusted to FDR 1% (right panels). For further experiments method (a) as standard and method (c) as
high frequency MS acquisition were used.
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Figure S3. Protein groups and Venn diagrams. Protein grouping examples (in blue font) for Mascot and PEAKS (a). Venn diagrams showing the
number of unigue and commonly identified proteins from CHO (b) E.coli (c) and albumin depleted human plasma (d) identified by Mascot and
PEAKS. The images were generated by Venny 2.1 from Oliveros, J.C. (2007-2015) “Venny. An interactive tool for comparing lists with Venn's
diagrams” https://bioinfogp.cnb.csic.es/tools/venny/index.ntml. LC-MS/MS methods:

Method A: LC gradient 48 min, MS-2.00 Hz, MS/MS-4.00 Hz

Method B: LC gradient 48 min, MS-4.00 Hz, MS/MS-8.00 Hz

Method C: LC gradient 90 min, MS-2.00 Hz, MS/MS-4.00 Hz

Method D: LC gradient 90 min, MS-4.00 Hz, MS/MS-8.00 Hz.
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Figure S4. Peptide sequences and Venn diagrams. Venn diagrams showing the number of uniqgue and commonly identified peptides from CHO (a)
E.coli (b) and albumin depleted human plasma (c) identified by Mascot and PEAKS. The images were generated by Venny 2.1 from Oliveros, J.C.

(2007-2015) “Venny. An interactive tool for comparing lists with Venn's diagrams” https://bioinfogp.cnb.csic.es/tools/venny/index.html.
LC-MS/MS methods:

Method A: LC gradient 48 min, MS-2.00 Hz, MS/MS-4.00 Hz
Method B: LC gradient 48 min, MS-4.00 Hz, MS/MS-8.00 Hz
Method C: LC gradient 90 min, MS-2.00 Hz, MS/MS-4.00 Hz
Method D: LC gradient 90 min, MS-4.00 Hz, MS/MS-8.00 Hz.
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Figure S5. Protein sequence coverage results of Mascot (left) and PEAKS (right) of proteins from CHO cells.
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227
o

DLTKRIQNAG TEVVEAKAGG GSATLSMGQA AARFGLSLVR ALQGEQGVVE

CAYVEGDGQY ARFFSQPLLL GKNGVEEEREKS IGTLSAFEQN ALEGMLDTLK
|

KDIALGEEFV NK

ATP synthase subunit beta OS=Escherichia coli (strain K12) OX=83333 GN=atpD PE=1 SvV=2

Database:
Score:

Monoisotopic mass (M.):

Escherichia_coli_(strain_K12)
3173

50351

20 ATPB_ECOLI 22 true  502.21 [IEININE IR 70.35% 27 A

Coverage

=sp|POABB4|ATPE_ECOLI ATP synthase subunit beta O5=Escherichia coli (strain K12) 0X=83332 GN=atpD PE=15V=2

Peptides Denovo Only Tags

4.90

Calculated pI:
Taxonomy:

Escherichia coli K-12

Protein sequence coverage: 73%b

Matched peptides shown in bold red.

1
21
101
151
201
251
301
351
401
451

MATGEIVOVI
IVRETIAMGS S
EIGEEEERWAT
GAGVGKTVNM
DEN S LVYGOM
AGTEVSALLG
ADDLTDFEFSEA
GUEHYDTARG
LSQFPFEVAEWV
EEAVEFKLFEL

GAVVDVEFP(Q
DGLRRGLDVE
HEAAPSYEEL
MELIRNIAIE
NEPPGNRLEV
RMESAVGYQP
TTFAHLDATV
VOSILQRYQE
FTGSPGEYVS

Protein View: SUCD_ ECOLI

DAVEREVYDAL
DLEHFIEWVFEV
SNSQELLETG
H5GYSVEFAGV
ALTGLTMAEK
TLAEEMGVLQ
VLSROIASLG
LEDITATLGM
LEDTIRGFEG

EVQNGNERLWV
GRATLGRIMN
IKVIDLMCEF
GERTEEGNDF
FEDEGEDVLL
ERITSTETGS
IYPAVDPLDS
DELSEEDKLWV
IMEGEYDHLE

LEVQOQLGGE
VLOEPVDMKG
AKGEEVGLEG
YHEMTDSNVI
FVDNIYRYTL
ITSVQAVYVE
TSROLDELVV
VARLREIQRF
EQAFYMVGST

L MATGEIVQVI GAVVDVEFPQ DAVPRVYDAL EVQNGNERLV LEVQQQLGGG

IVRTIAMGSS DGLRRGLDVE DLEHPIEVPV GKATLGRIMN VLGEPVDMKG

EIGEEERWAI HRAAPSYEEL SNSQELLETG IKVIDLMCPF AKGGEVGLFG
# —

GAGVGKTVNM MELIRNIAIE HSGYSVFAGV GERTREGNDF YHEMTDSNVI

DKVSLVYGQM NEPPGNRLEV ALTGLTMAEK FRDEGRDVLL FVDNIYRYTL

AGTEVSALLG EMPSAVGYQP TLAEEMGVLQ ERITSTETGS ITSVQAVYVP

ADDLTDPSPA TTFAHLDATV VLSRQIASLG IYPAVDPLDS TSRQLDPLVV

GQEHYDTARG VQSILQRY(QE LEKDIIAILGM DELSEEDKLV VARARKIQRF

LSQPFFVAEV FTGSPGKYVS LEDTIRGFEG IMEGEYDHLP EQAFYMVGSI

EEAVEKAKEKL

Succinate--CoA ligase [ADP-forming] subunit alpha OS=Escherichia coli (strain K12) OX=83333 GN=sucD PE=1 SvV=2

Database:
Score:
Monoisotopic mass (M,): 30044

Calculated pI:
Taxonomy:

Escherichia_coli_(strain_K12)

1534

6.32

Escherichia coli K-12

Protein sequence coverage: 40%b

Matched peptides shown in bold red.

UCD_ECOLI 76 true 40524 [N T N1 1Y 5882 12 2 HB

Peptides Denovo Only Tags

JYSUCD_ECOLI Succinate--Cod ligase [ADP-forming] subunit alpha O5=Escherichia coli (strain K12) OX=83333 GN=sucD

+ MSILIDENTE VICQGEFTIGSQ GTFHSEQAIA YGTKMVGGVT PGEGGTTHLG
k . .,

LPVEFNTVREA VAATGATASV IYVPAPFCKD SILEAIDAGI KLIITITEGI

F

1
51
101
151
201
251

MSILIDENTE
LEVFNTIVREL
PTLDMLTVEV
VSR5GTLTYE
TEAIVHMIGEI
ITAGGEGTAD

VICQGFTGSO
VAATGATASV
ELDEAGVRMI
AVKQTTDYGE
GGSAEEERAAR
ERFAALERAG

Protein View: HNS_ECOLI

DNA-binding protein H-NS OS=Escherichia coli (strain K12) OX=83333 GN=hns PE=1 SV=.

Database:

Score:

Monoisotopic mass (M;):

Calculated pI:
Taxonomy:

GTEHSEQATRA
IYVEAPFCED
GPFNCPGVITE
GLOSTCVGIGS
YIKEEVTEFEFV
VHKIVESLADI

Escherichia_coli_(strain_K12)

1984
15587

5.43

Escherichia coli K-12

Protein sequence coverage: 59%b

Matched peptides shown in bold red.

1 MSEALEILNN IRTLRACARE CTLETLEEML EKLEVVVNER REEESAAARE
51 VEERTRELOQ YREMLIADGI DPNELLNSLA AVKSGTEAER AQRFPLAEYSYV

101 DENGETKTWT GCOGRTFAVIE EAMDEQGESL DDFLIKQ

YGTHKMVGGEVT
SILEATDAGT
GECKIGIQPG
DPIPGSHNFID
VEYIAGVTAP
GEALETVLE

PGEGGTTHLG
KLIITITEGI
HIHAEPGEVGI
ILEMFEEDPQ
FGERMGHAGD

Coverage

PTLDMLTVKV KLDEAGVEMI GPNCPGVITP GECKIGIQPG HIHKPGKVGI

— -

VSRESGTLTYE AVKQTTDYGF GQSTCVGIGG DPIPGSNFID ILEMFEKDPQ

TEAIVMIGEI GGSAEEEAAA YIKEHVTEPV VGYIAGVTAP KGKRMGHAGA

ITAGGKEGTAD EERFAALEAAG VKTVRSLADI GEALKTVLE

79 HNS_ECOLI 102 tue 37074 (I B N o122 10 9 |

Peptides Denovo Only Tags

=5p|POACFE|HMNS_ECOL DNA-binding protein H-N3 O5=Escherichia coli (strain K12) 0X=83333 GN=hns PE=1 5V=2

1

MSEALKILNN IRTLEAQARE CTLETLEEML EKLEVVVNER REEESAAAAE
— \

VEERTRELQQ YREMLIADGI DPNELLNSLA AVKSGTEKAKR AQRPAKYSYV

—

DENGETKTWT GQGRTPAVIK KAMDEQGESL DDFLIKQ

Figure S6. Protein sequence coverage results of Mascot (left) and PEAKS (right) of proteins from E.coli .



Mascot server

PEAKS

30 IGKC_HUMAN 29 true 47797 |GG B | o2 7o 25 LR

Coverage

Database: Homo_sapiens
Score: 37420 =sp|PO1234IGKC_HUMAM Immunoglobulin kappa constant O5=Homo sapiens OX=9606 GN=IGKC PE=1 5V=2
Monoisotopic mass (M.): 11529
. RTVAAPSVFI FPPSDEQLKS GTASVVCLLN NFYPREAKVQ WKVDNALQSG
Calculated pI: 6.11 | - e
Taxonomy: Homo sapiens =
<
= —
Protein sequence coverage: 82% -

Protein View: IGKC_HUMAN

Immunoglobulin kappa constant OS=Homo sapiens 0X=9606 GN=IGKC PE=1 SV=2

Peptides Denovo Only Tags

NSQESVTEQD SKDSTYSLSS TLTLSKADYE KHKWEEEW HQGLSSPVTK

Matched peptides shown in bold red.

(3
©
=i
1 RTVARFSVFI FFPPSDEQLES GTASVVCLLN NFYPRELREVD WEVDNALQDSG
51 NSQESVTEQD SEDSTYSLSS TLTLSKEADYE EHKVYACEVT HQGLSSPFVTE
101 SFNREEC 101 SFNEGEC
Protein View: HV372_HUMAN
Immunoglobulin heavy variable 3-72 OS=Homo sapiens OX=9606 GN=IGHV3-72 PE=3 SV=1 73 HV372_HUMAN 0 tue 232120 [ N WM 5:03% 7 N |
Database: Homo_sapiens Peptides Denovo Only Tags
Score: 250
Monoisotopic mass (Mr): 13366 =sp|A0AOB41YI|HVIT2_HUMAN Immuncglobulin heavy variable 3-72 O5=Homo sapiens OX=9606 GM=IGHW3-72 PE=3 5W=1
Calculated pl: /.68 1 MEFGLSWVFL VVILOGVQCE VQLVESGGGL VQPGGSLRLS CAASGFTFSD
Taxonomy: Homo sapiens &

Protein sequence coverage: 15% HYMDWVRQAP GKGLEWVGRT RNKANSYTTE YAASVKGRFT ISRDDSKNSL

Matched peptides shown in bold red. 101 YLQMNSLKTE DTAVYYCAR

=
1 MEFGLSWVFL VVILQGVQCE VQLVESGGEEL VQPGGSLELS CLASGFTFSD

51 HYMDWVEQLFP GEGLEWVGRT ENELANSYTTE YALSVEGEFT ISEDDSENSL
101 YLOMWNSLETE DTAVYYCAR
Protein View: LV39_HUMAN
Immunoglobulin lambda variable 3-9 OS=Homo sapiens OX=9606 GN=IGLV3-9 PE=3 SV=1

Database: Homo_sapiens

Score: 784

. . 79 LV39_HUMAN 84 true 32228 [ I __ | 5739% 7 3 (=]

Monoisotopic mass (M.): 12438

Calculated pI: 6.81 Peptides Denovo Only Tags
Taxonomy: Homo sapiens

=sp|AQAODTSBEKS|LYV A9 _HUMAN Immunoglobulin lambda variable 3-9 O5=Horno sapiens OX=9806 GN=1GLV3-9 PE=3 5\V=1

Protein sequence coverage: 23% | MAWTALLLSL LAHFTGSVAS YELTQPLSVS VALGQTARIT CGGNNIGSKN

Matched peptides shown in bold red. VHWYQQKPGQ APVLVIYRDS NRPSGIPERF SGSNSGNTAT LTISRAQAGD

1 MAWTALLLSL LAHFTGESVAS YELTQPLSVS VALGOTARIT CGGNNIGSKN
5l VEWYCOEPGQ APVLVIYRDS NRPSGIPERF SGSNSGNTAT LTISRROAGD
101 EADYYCCQVWD SSTAH

101 EADYYCQVWD SSTAH

Protein View: APOA1_HUMAN

Apolipoprotein A-I OS=Homo sapiens 0X=9606 GN=APOA1 PE=1 SvV=1

37 APOA1_HUMAN 41 true 44791 [ I 1 BN B 50.93% 17 17

Coverage

Peptides Denovo Only Tags

Database: Homo_sapiens =sp|PO2647|APOAT_HUMAN Apclipoprotein A-l O3=Home sapiens OX=9¢06 GN=APOAT PE=1 5W=1
Score: 1557

Calculated pI: 5.56

Taxonomy: Homo sapiens

FDYVSQFEGS ALGKQLNLKL LDNWDSVTST FSKLREQLGP VTQEFWDNLE

Protein sequence coverage: 43%b

107 KETEGLRQEM SKEDLEEVEKAK VQPYLDDFQK KWQEEMELYR QKVEPLRAEL

Matched peptides shown in bold red.

1
21
101
151
201
251

MELAVLTLAV
RDYVSQFEGS
KETEGLRQEM
QEGARQELHE
RLEATLEENGG
VSFLSALEEY

LFLTGSOARH
ALGKQLNLEL
SEDLEEVELER
LOEELSFPLGE
ARLAEYHLEA
THKELNTC

Protein View: SAMP_HUMAN

FHOQQDEPPQS
LONWDSVTST
VOPYLDDFQE
EMRDELEAAV
TEHLSTLSEK

PHDEVFDLAT
FSKLREQLGE
FWQEEMELYR
DATRTHLAPY
ARPATLEDLRQ

VIVDVLEDSG
VTQEEFWDNLE
QEVEPLRAEL
SDELEQRLAR
GLLEVLESFK

Serum amyloid P-component OS=Homo sapiens OX=9606 GN=APCS PE=1 SV=2

Database: Homo_sapiens
Score: 257
Monoisotopic mass (M,): 25485
Calculated pI: 6.10
Taxonomy: Homo sapiens

Protein sequence coverage: 17%

Matched peptides shown in bold red.

1
21
101
151
201

Figure S7. Protein sequence coverage results of Mascot (left) and PEAKS (right) of proteins from aloumin depleted human plasma.

MNEPLLWISV
NETLCFRAYS
SEVIEKFEAE
VLGOEQDSYG
ILDWQALNYE

LTSLLEAFAH
DLSRAYSLFES
VHICVSWESS
GKFDRSQSEV
IEGYVIIKFL

TDLSGEVEVE
YNTOGRDNEL
SGIAEFWING
GEIGDLYMWD
VWV

PRESVTDHVN
LVYEEEVGEY
TPLVEEGLEQ
SVLPPENILS

LITPLEEPLQ
SLYTIGRHEVT
GYFVEAQPET
AYQGTPLPAN

Coverage

~°.  QEGARQELHE LQEKLSPLGE EMRDRAFRAHV DALRTHLAPY SDELRQERLAA

RLEALKENGG ARLAEYHAKA TEHLSTLSEK AKPALEDLRQ GLLPVLESFK

257 NSFLSALEEY TKELNTQ

29 SAMP_HUMAN 104 tue 31264 [ L K B2735% & 6

Peptides Denovo Only Tags

=5p|PO2T43[SAMP_HUMAN Serum amyloid P-component O5=Homo sapiens OX=9606 GMN=APCS PE=1 5V=2

1 MNEPLLWISV LTSLLEAFAH TDLSGEVEVE PRESVTDHVN LITPLEEKFPLQ

NFTLCFRAYS DLSRAYSLFS YNTQGRDNEL LVYKERVGEY SLYIGRHKVT

101 SEVIEEKFPAP VHICVSWESS SGIAEFWING TPLVEKGLRQ GYFVEAQPEKI

121 VLGQEQDSYG GKFDESQSFV GEIGDLYMWD SVLPPENILS AYQGTPLPAN

ILDWQALNYE IRGYVIIKPL VWV




(a)

Data QC (PEAKS Studio 11, Chinese hamster ovary cells, CHO)

Sample TIC
Data QC
Sample Name | ALL Attributes | # MS1 | # MS2 | M52 /MS1 Rate | # Detected Feature (Full Width {(min) [FWHM (sec)| BPC |TIC Correlation o
MethOd A Sample 1 Pass 1563 | 21529 13.77 103014 0.37 18.17 2.16E8 1.0000 :E-.-:aes
Average Pass 1563 | 21529 13.77 103014 0.37 18.17 2.16E8 1.0000
: Ri:entionTir;;z[mins)
Sample TIC
Data QC
Sample Name | ALL Attributes| # M51 | # MS2 | MS2 /MS1 Rate | # Detected Feature |Full Width (min) |FWHM (sec)| BPC |TIC Correlation Y 75087
M th d B Sample 2 Pass 1664 | 453804 27.53 97032 0.36 16.73 1.09E8 1.0000 E.:m
e O Average Pass 1664 | 45304 27.53 97032 0.36 16.73 1.09E8 1.0000 25087
: Ri:entionTir;;z[mins)
Sample TIC
Data QC e
MethOd C Sample Name | ALL Attributes| # MS1 | # MS2 | M52 /MS1 Rate | # Detected Feature |Full Width {min) |[FWHM (sec)| BPC |TIC Correlation %Ee
Sample 3 Pass 2404 | 31914 13.28 94158 0.56 24,52 1.64E8 1.0000 -
Average Pass 2404 | 31914 13.28 94158 0.56 24,52 1.64E8 1.0000 E
Retn;r:tionTime[mins)
Sample TIC
Data QC e
MethOd D Sample Name | ALL Attributes| # MS1 | # M52 | M52 /M51 Rate | # Detected Feature |Full Width {min) |[FWHM (sec)| BPC |TIC Correlation %—f{ﬁj
Sample 4 Pass 2541 | 70920 27.91 S0875 0.51 22.25 7.93E7 1.0000 : E
Average Pass 2541 | 70920 27.91 S0875 0.51 22.25 7.93E7 1.0000 E
Ret;r;tionTime[mins):_
(b) Data QC (PEAKS Studio 11, Escherichia coli, E.coli)
[}ata QC Sample TIC
h Sample Name | ALL Attributes | # MS1 | # M52 | M52/M51 Rate | # Detected Feature | Full Width (min) |FWHM (sec) | BPC [TIC Correlation 2008
MEt Od A Sample 1 Pass 1552 | 19689 12.69 100085 0.35 17.28 1.6E8 1.0000 .
Average Pass 1552 | 19689 12.69 100085 0.35 17.28 1.6E8 1.0000 %L-.-:QES
Re;:entionTir;;E[mins)
Data QC
Sample Name | ALL Attributes| # MS1|# M52|MS2/MS1 Rate |# Detected Feature |Full Width (min) |FWHM (sec)| BPC |TIC Correlation semple e
MethOd B Sample 2 Pass 1607 | 43617 27.14 92551 0.33 15.84 8.27E7 1.0000
Average Pass 1607 | 43617 27.14 92551 0.33 15.84 8.27E7 1.0000 E
ELE:!JE?
Re;:entionTir;;a[mins)
[}ata QC Sample TIC
MethOd C Sample Name | ALL Attributes| # MS1 | # MS2 | MS2/MS1 Rate | # Detected Feature |Full Width (min) |FWHM (sec)| BPC |TIC Correlation e
Sample 3 Pass 2426 | 29809 12.29 87423 0.48 21.71 1.34E8 1.0000 . Es
Average Pass 2426 | 29809 12.29 87423 0.48 21.71 1.34E8 1.0000 $
Ret;tionTime[mins):_
Sample TIC
Method D _Pata QC -
Sample Name | ALL Attributes | # MS1 | # M52 | M52/M51 Rate | # Detected Feature | Full Width (min) |FWHM (sec)| BPC |TIC Correlation o 6T
Sample 4 Pass 2528 | 66546 26.32 85709 0.44 15.95 6.55E7 1.0000 o
Average Pass 2528 | 66546 26.32 85709 0.44 19.96 6.55E7 1.0000 .
Ret;tionTime[mins):_
Data QC (PEAKS Studio 11, Albumin depleted plasma)
Sample TIC
Data QC
Sample Name | ALL Attributes| # MS1 | # MS2 | MS2 /MS1 Rate | # Detected Feature |Full Width (min) |FWHM (sec)| BPC |TIC Correlation u 12
Meth Od A Sample 1 Pass 1571 | 19843 12.63 120457 0.40 17.79 1.81E8 1.0000 £
Average Pass 1571 | 19843 12.63 120457 0.40 17.79 1.81E8 1.0000 .
R;tentionTir;ce[mins)
Sample TIC
Data QC
Sample Name | ALL Attributes| # MS1 | # MS2 | MS2/MS51 Rate | # Detected Feature |Full Width (min) |[FWHM (sec)| BPC |TIC Correlation E:"*“
5 sooer
MethOd B Sample 6 Pass 1727 | 43390 25.12 104035 0.29 13.79 9.56EY 1.0000 A
Average Pass 1727 43390 25.12 104035 0.29 13.79 9.56E7 1.0000 E
RzentionTir;;a[mins)
Sample TIC
Data QC
Sample Name | ALL Attributes| # MS1 | # MS2 | MS2/M51 Rate | # Detected Feature |Full Width (min) |FWHM (sec) |BPC|TIC Correlation E:
E
MethOd C Sample 7 Pass 2368 | 30854 13.05 105142 0.57 22.53 2EE 1.0000 A oo
Average Pass 2368 | 30894 13.05 108142 0.57 22.53 2EB 1.0000
sample TIC
Data QC L
Sample Name | ALL Attributes| # MS1 | # MS2 | MS2 /MS1 Rate | # Detected Feature |Full Width (min) |FWHM (sec)| BPC |TIC Correlation ELE.@E.—.
MethOd D Sample 4 Pass 2705 | 67818 25.07 107647 0.53 23.36 8.16E7 1.0000 25067
Average Pass 2705 | 67818 25.07 107647 0.53 23.36 8.16E7 1.0000 0.00E0

50 75
Retention Time {mins)

Figure S8. Data QC results from CHO (a) E.coli (b) and aloumin depleted human plasma (¢c) computed by PEAKS.
LC-MS/MS methods:

Method A: LC gradient 48 min, MS-2.00 Hz, MS/MS-4.00 Hz

Method B: LC gradient 48 min, MS-4.00 Hz, MS/MS-8.00 Hz

Method C: LC gradient 90 min, MS-2.00 Hz, MS/MS-4.00 Hz

Method D: LC gradient 90 min, MS-4.00 Hz, MS/MS-8.00 Hz.
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Figure S9. MS/MS spectra of peptides and precursor profiles from CHO sample (PEAKS Studio 11)
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Figure S10. MS/MS spectra of peptides and precursor profiles from E.coli sample (PEAKS Studio 11)
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Figure S11. MS/MS spectra of peptides and precursor profiles from aloumin depleted pasma sample (PEAKS Studio 11)



