Supplemental Figure 1

(A) 5ms ETD only

ID/Gene Length Mass Mass Diff. PPM Diff. CIons ZIons Total Ions PDE Score E-Value

} =sp|PE8082|MYG_HORSE Myoglobin 0S=Equus caballus GN=MB PE=1 5V=2, ; . (Type: basic, Signal Peptide: false, Propep: false)
-GtL-S-D-GTE-WHQ-Q-V-LtN-V-W-G-K-VIE-A1D-T-AtGIHIG-Q-E-ViL-1I-
RIL-FITHGTHIPTEFTHLIETK-FIDT KT FEKTHELE KT THER AT ET M-K-A-STET DI
LPKIKTH-GHT-V-VIL-THATL-GIGHI- LKt KT KT GEHTHEETATE-LEKiPELEA-

QI STHEA-T-KiHiKtI-P-T1KiYtL-E-F+I-StDtA-1-1-HiV-LitHiStKtH-P-
GiD-F-G-A-DiAtQiGIA-MiT-KtA-LtE-LiFtRiINiDtI-AtAtK-YIK-E-L-G-

LF-Q-6-
ID/Gene Length Mass Mass Diff PEM Diff C lons Z Ions Total Ions PDE Score E-Value
1 1 153 16941 12,9262 762,433 56 44 100 121 6.42E-14

(B) 5ms ETD + 20 ms IIPT

ID/Gene Length Mass Mass Diff. PPM Diff. CIons ZIons Total Ions PDE Score E-Value

} =>5p|PBB082|MYG_HORSE Myoglobin 0S=Equus caballus GN=MB PE=1 SV=2, ; . (Type: basic, Signal Peptide: false, Propep: false)
-GtL-STD-GHE-WiQ-QtV-LINIVIWIG-K-VIE-AID-T1 ATGIHIG-Q-E-V-L-1I-
RIL-FITIG-H-PTEXTHLTETKIFI DT KT FE KT HELE KT THETATET MEK-A-STEL D]
LIKPKEH-GET-v-viLE THAT LG G I LI KE KIKIGI HEHTIEtATERLEK-PIL-A-
-QtStHIATITiKIHEK-I-P-1tKtYtLtE-F-I1-StDtA- It I-H{V-Lt{H{StKtH-P-
-Gi{DiF-GtA-D{ATQiIGIA-M{TIK{AtLtEt LI FIRIN{DiII-A{ATKiYIK-E-L-G-

“F-Qt6-
ID/Gene Length Mass Mass Diff PPM Diff C lans ZIans Total Ians PDE Score E-Value
1 1 153 16941 12.9262 762.433 a7 64 131 124 2.12E-14

(C) 5ms ETD +40 ms IIPT

ID/Gene Length Mass Mass Diff. PPM Diff. ClIons ZIons TotalIons PDE Score E-Value

} =»sp|PEB0B2|MYG_HORSE Myoglobin 05=Equus caballus GN=MB PE=1 5V=2, ; . (Type: basic, Signal Peptide: false, Propep: false)
-GtL-StD-GIE-WiQ-Q-V-LIN-VIWlG-K-VIETATD-IT1ATGIH-G-Q-Etv-L-1I-
-RIL-FITHGIH-P-E} THLTET KT FIDI KT FIKEHELT KT THETATETMEK-A-STELDI]
FLIKEKIHEGRT-V-VILITEAT L1 GIGI TR LI KE KEKIGEHEHIET AT ERLEK-P-L-A-
tQtStHIA-TiKIH-Kt T+P-Tt Kt YELIEYF-T1StDtA-I-TtHIV-LitHiStKiH-P-
-GtDtF-G-A-DIA1QiG-A-M- Tt KtAtLtEt Lt FIRtNt Dt I-AtAtKi YIK-E-L-G-
“F-Q16-

ID/Gene Length Mass Mass Diff PPM Diff C Ions Z Ions Total Ions PDE Scaore E-Value
1 1 153 16941 12.9262 762.433 77 73 150 145 4.01E-24



Supplemental Figure 2
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Supplemental Figure Legends

Supplemental Figure 1 — Apomyoglobin sequence coverage determined by analysis of ETD and
ETD/IIPT MS/MS spectra with ProSight PC™ software. (A) Sequence coverage from 5 msec of ETD
only. (B) Sequence coverage from 5 msec of ETD & 20 msec of IIPT. (C) Sequence coverage from 5
msec of ETD & 40 msec of IIPT. Searches were performed by using ProSightPC 3.0 (Thermo Fisher
Scientific). Fragment mass tolerance was set to 2 Da.

Supplemental Figure 2 — Electrospray lonization mass spectra of unmodified and modified
apomyoglobin. Distribution of charge states observed for (A) apomyoglobin, and (B) apomyoglobin
derivatized with aminoethylbenzimidazole.
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