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SUPPLEMENTAL DATA
Figure S1. Number of peptides as function of peptide length for all proteolytically

derived peptides examined.
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Figure S2. ECD of [M + 6H]* precursor ions from the peptide
KGDVAFVKHQTVPQNTGGKNPDPWAKNLNEKDYE, derived from Glu C digestion

of apo-transferrin. A triply charged (z* - H)-type product ion is indicated (see inset).
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Figure S3. ECD sequence coverage as function of peptide mass for Glu C derived

peptides detected in more than one charge state.

Sequence Coverage %

100 ~
90 -
80 -
70 -
60 -
50 -
40 -
30 -
20 -
10 A

0

A+ 3
o+4
-+5

X+ 6

1
o
bl

1500

2000

2500

3000 3500 4000 4500

Peptide Mass



Figure S4. ECD sequence coverage as function of peptide mass for Lys N derived

peptides detected in more than one charge state.
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Table S1. ECD fragmentation summary of all triply protonated peptides from Lys C

digestion.

Charge | Peptide Sequence Seq%COV.

+3 | GACLLPKIETMREK 83%
+3 | AEFVEMIKLVIDLTK 86%
+3 | CSTSSLLEACTFRRP 69%
| TR ADI A sa%
+3 | EFQLFssPHOKPLLFK 100%
+3 LG@%F@%{%%K* 80%
*3 | rrkAERVEVTIVTDLfTK 81%
+3 D?P%%q@ﬁ,\ﬂ[iﬁgx* 93%
+3 | vPQVSTATLVEYSRsLoK" 100%
o | ool | s
3 s@’sﬁnﬁ@%PPj&%}ﬁK 100%

+3 ﬁH}%F%IjSB@P@S}ﬁK* 89%
+3 | clMlarsdvaac F’FE)EH\ﬂK* 53%

+3 | vive IARRH PVF"YAPEILL%W* 50%

o | o |
3 Lbbkﬂ%%gﬁﬁ?\fﬂh&ﬂ( 86%
+3 | EGYYGYTGAFRGLVEKGDVARVK® 64%
+3 | COTESLVNRRPCFSAITPDETYVPK” 33%

* Peptides of the same composition but with a lysine residue at the N-terminus rather
than the C-terminus were generated by Lys N digestion and also examined with ECD (see

also Table S2).



The peptide CSTSSLLEACTFRRP corresponds to the C-terminus of the protein (apo-

transferrin).



Table S2. ECD fragmentation summary for all triply protonated Lys N derived peptides.

Charge Seq. Cov.
0,

Peptide Sequence %
+3 | KEDPQTFYYAVAWK 85%
+3 | KPDPNTLCDEFKADE 92%
+3 | KLFFHADICTLPOTE 100%
+3 | KUkPDPNTLCDEFKADE 86%
+3 | KUGENVGHANALIVRYIR® 94%
+3 | KEDLWELINGAQEHFG 88%
v | VPDKTVRINCH/SEHEAT 93%
- KDH%&%QSPW%T* 73%
+3 @%Fﬁ%\ﬁﬁ%ﬁs* 100%

3| KASIRETMGOMADGCE 5%
+3 | kHiypEPQNLIKaNCDRFE 65%

*3 | KECOHAPILECADPRADIA 94%
3| KSPNCERTPEAGFR K %4%
.3 | KINHCRFDEFFSEGCAPGSK” 83%
B | Ky oPFPEHY” 84%
ws | KpyypEPa kancogpe 72%
* | KdvraEcdpEpkeacp 89%
+3 KR(L\:EJAFSRH PVFYAPELLW * 35%
s | KEGOYIAFRGVEKGDV® | 77%
+3 Kkgc%\g@RTAGWMPMGLHYp 43%

+3 KCCJTESLVNRRPCFSALTPDE J'I]\jVP g 29%

* Peptides of the same composition but with a lysine residue at the C-terminus rather than
the N-terminus were generated by Lys C digestion and also examined with ECD (see also

Table S1).



The peptide VPDTVRWCAVSEHEAT contains the N-terminus of the protein (apo-

transferrin).



Table S3. ECD fragmentation summary for all triply protonated species from Glu C

digestion.

Charge | Peptide Sequence Seq%Cov.
+3 K%PH@%PF 92%
+3 | AGRDPYKLRPVAAE 82%
+3 | VPDKTVRCAVSEHE 85%
23 APFSKHJJRWCTEQPJE 58%
3| YN RKOSTSPULE B
s | RENRIesTsF B
+3 | CLAKLGERPTYEEYLGTE 69%
+3 | NLPPLTADFAEDKDYCKNYQE 72%
+3 | ilcTErvTalNLKkCsTSPLLE 76%
+3 YEB%ALIVRYTRKVPQVSJTP'IJLME 36%
+3 SEW%RPCFSALTP%CWVPKA@DJE 43%
+3 | clisocEwaaviNvwakveRDIAGHGRE 69%




Table S4. ECD fragmentation summary for all quadruply protonated species from Lys C

digestion.

Charge | Peptide Sequence Seq%Cov.

+4 | LGEVGRONALIVRMTRK 94%
+4 FP%#VH:FSLVT%K 69%
+4 | SKEFOLFSSPHEKDLLFK 100%
4 | SRSAaLfesPRBaRDLLFK 100%
+4 |ﬁﬂ®%@(§n\pq§§<* 83%
*4 | cLviarsvioacrrDEHK 63%
| e
*4 | ADRDQYELLGPNTRKPVDEK” 85%
+4 | DLLFRDDTVGLAKLHDRNTVEK 90%
| SHvGRIHGMyRMaLiK o
+4 | UchpsicVRRAFALECIRAIAEK 68%
| eyt
*4 | EGMYGYTGAFROMEKGDVAFK 95%
| coHaecrbaibeii
< | s i |
N v T e R
S e
+4 | SHOWEVEKDAPENLPPLIADFAEDKDYCK” 84%
+4 | SCHTIGLGRSAGWNIPIGLLYCDLPEPRKPLEK 52%

* Peptides with the same composition but with a lysine residue at the N-terminus rather
than the C-terminus were generated by Lys N digestion and also examined with ECD (see

also Table S5). " = Product ions that cannot be distinguished based on their mass.
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Table S5. ECD fragmentation summary for all quadruply protonated species derived

from Lys N digestion.

Seq. Cowv.
%

+4 | vPOKTVRIVGAVSEHEAT 93%
o+ [odibrmciba o
+4 | KHLVDEPQNUKQNCDRRE 88%
v | KINACRADEFFSEOAPGS o8%
+4 | KHQTVPONTIGGKNPDAWA 86%
+4 Kj\lﬂ(ﬁ%ﬁq{@qﬁqmﬁ(* 89%
| At iaers
+4 | KHSSLDCVLRATEGHLAAVK 90%
+4 KQ{ME%PVFYA%%W@N * 80%
| e
4| kApDRPRavE Lo pTRKAVDEY 8%
+4 | KKSCHTAVGRIAGWNIPMGLLYN 95%
+4 | KSHCIEVEKDAIRENLPPLTADFAED® 61%
| KopriNeERasPDiRfikMaPRy i
+4 | KEGHLAGVPSHANARSVDEKEDLIW i
+4 | KSHOEVEKDAIPENLPRUTADFAEDIDC 89%
| Aoy
+4 | KPLALYYGEATSRRMYNNGHSFNVEYDDSQD 69%
+4 | KKSCHTIGLGRSAGWNIPIGLLYCDLPERRKPLE 61%

* Peptides with the same amino acid composition but with a lysine residue at the C-

Charge| Peptide Sequence

terminus rather than the N-terminus were generated by Lys C digestion and also
examined with ECD (see also Table S4). The peptide VPDTVRWCAVSEHEAT

contains the N-terminus of the protein (apotransferrin).
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Table S6. ECD fragmentation summary for all quadruply protonated Glu C derived

peptides.
- Seq. Cov.
Charge| Peptide Sequence %
| VIRVIPUTRHE o
+4 | DFRLLCLDGTRKPVTE 9%
+4 | VPDKTVRINCAVSEHE 92%
+4 | vsRsLekvaTRoCTKPE o

+4 | LLKHKAKATEERLKTVME 94%
4| RALKYWSVARLSOIFRIGE 88%
4| coePioacy AdeTvRE 3%
4| vANoHWRpeNHAA TR st
" | RAKS AR SO 0%
4| KoL FRDTVCL K HoRNYe B6°%
| RN F 8%
+4 | YoFQNALIVRYTRKVPQUSTPTILVE 76%
+4 | cADpRADLAKVICDNGDfTSsKiKE 83%
+4 | crLsHKDpsPDLPKLkPDRNTLDE 80%
+4 | SIVNRRRCASALTPPETTYVPKAFDE 95%
4| PrigADESHAGOEKSL T FopE 8%
4| YichAdveshTvARSIGKED] e 1%
w4 | FISDAIHVHSIHRODFGADAQAMTIALE 86%
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Table S7. ECD fragmentation summary for all [M + 5H]** and all [M + 6H]®* precursor

ions from Lys C digestion.

Seq. Cov.
%

+5 | sKEFLFsSPHGKDLLFK 63%
5| VUBIARRHRYEYAREL NG 0%
o | R e iomios
+5 | HNGPEHWHKDFPIANGERQSPVDIDTK 78%
+5 | DAFLGSHIVEYSRRHPEYAVEVLLRLAK® 88%
| ey
+5 | scHTGLGRspewiiPIGH{ P PEPRKPLEK 74%
+5 @E%P@LWF@@PE%V%%% 78%
+5 | LoMGSGLNLCEPNNKEGYYGY TlsaFRCLVEKGDVAFVK 78%

+5 | AAGDPA kAL ALWGEATSRRMNNGHSPNVENDDSDK | 78%
| VoRooeEsERMACTERvLs RUG e 7%
+6 | DYELLCLDGTRKPVEEYANCHLARAPNHAVWMTRK ® 74%
6| Awibra keLAUMGEATSRRMNNGHSNVENDDRaDK | 84%

Charge | Peptide Sequence

* Peptides with the same composition but with a lysine residue at the N-terminus rather
than the C-terminus were generated by Lys N digestion and also examined with ECD (see

also Table S8). ” = Product ions that cannot be distinguished based on their mass.
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Table S8. ECD fragmentation summary for all [M + 5H]** and all [M + 6H]®* precursor

ions from Lys N digestion.

: . Cov.
Charge| Peptide Sequence Seq% =

*5 | KEVEENNCHUARAPNHAVIR v
5| KecHAQvPsHRSYIGHEP 9%
5| MORFLGFEYSRR R LR o6%
w5 | MRETREERMRMceREEK 92%
w5 | RS MoRRT SRR NaHsHVEPPOP 100%
" K%LWP%%NH{L&\R}PNWR 819%
*6 | i5oHTa oRsAGWNRiel L Yopt PEPRIRLE 62%
w6 | KoRAETYRvOFHFHvesshbesEHvoR e
+6 Kg@ﬁ[%ﬁm\ﬁw&ﬂww HP\V\ﬁQ* 77%
w6 | KNNSKOELLOLGTRIKPVEEYANCHLARAPNHANR | 75%

* Peptides with the same amino acid composition but with a lysine residue at the C-
terminus rather than the N-terminus were generated by Lys C digestion and also
examined with ECD (see also Table S7). ~ = Product ions that cannot be distinguished

based on their mass.
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Table S9. ECD fragmentation summary for all [M + 5H]** and all [M + 6H]®* precursor

ions from Glu C digestion.

Seq. Cov.
%

5| YANCHARAPNHAVTRIDIE o5%
5| RggVSR s RRERIE 8%
"5 | TeolLERpDTVA A HORNTYE e2%
5| FAKCVADRHAGORKSLTLFPE 7%
5| METHApiT ATl o6%
5| YiporhdesHilpRsMadkERne 2%
5| cripHkopsaol Al kapANTLODEFDE 96%
"5 | WHRAOLGEEHFKM IarsaiiaacproE 0%
"5 | s kg e el e 3%
5| NRKSSKHSSLCV PTG AN 8%
*5 | GohAsosLOK MASOLN CEPNNKGE 1%
+5 | cHUAQvPsHAWARSVDGKEDLIWKLLSKhQE 73%
5| cchapiLechppRaLAGYINADSS e 78%
"5 | FolesBPHopl FrpfsareR foverRMplymvi e o
+6 Y&\NCMPN %V\/JTFE@EBESE 58%
6| WRKCRRWaWRMKAGAPSITCVRRAPALE B1%
6| coHepyschpPRAPl AcPNabfssid e s
6| KPR soKrpPuN NEKDYE 0%
| PO kverripRoa o s
w6 | AkcosFRpHEviPsoPspcgaspcRiYagE | 71
6| LolpNTRKPVEEVKCHLAGRSHTIVARSMaGkEDLUWE | 66

Charge | Peptide Sequence
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