Supplementary Data

Figure S1 — Tris/Tricine SDS-PAGE analysis of CB elastase digests over 48h. A total amount
of 7.5 ng CB membranes were loaded onto each lane prior to ,6h, 12h, 24h and 48h after
elastase was added. The prominent elastase band at approximately 25 kDa height is labelled.

The Tris/Tricine gel electrophoresis was performed after the protocol of H. Schigger [Tricine

SDS-PAGE (2006). Nat. Prot., 1, 16-22.]

Figure S2 — Reproducibility of three PM elastase digests in 60% methanol. (A) spectra of
three individual digests corresponding to 25 ng of protein sample each (approx. 1 pmol BR).
(B) PMF match to BR sequence of the displayed spectra. Minimum S/N ratio set to 20. Peaks
matched within 10 ppm. If multiple peptides match to single masses, manual selection based
on nLC-MS/MS data was done. (C) Chart showing proportions of peptides present in one,

two or all of the three replicates.

Figure S3 — nLC-MALDI-MS/MS BR sequence coverage display of tryptic digests.
Identified peptide locations indicated by thin bars underneath the protein sequence. (A)
regular KR specificity defined during MASCOT" search. (B) search without enzyme

definition.

Figure S4 — Accuracy dependent PMF matching of 81 MS/MS verified BR AVLIST peptides
to BR and two comparable-size false positive protein sequences (QILZA1 and P06030). (A)
specificity considered, only AVLIST cleavages allowed. (B) specificity completely ignored,

allowing all peptides.
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Figure S2

100 IWLALGTALM GMGVSDPDAK KFYAITTLVP AIAFTMYLSM
< &0
E FGGEQNPIYW ARYADWLFTT PLLLLDLALL VDADQGTI
= 60
"% TCGLVGALTKV YSYRFVWWAI STAAMLYILY K ESMRPEVAST FKVLRNVTVV
2 40 ——— R
3 20 IGSEGAGIVP LNIETLLFMV LILLRSRAIF GEAEAPEP:
= LGSEGAGIVRERINIRTL

0 N ]n L h Lo

100 GLGTLYFLVK GMGVSDPDAK KFYAITTLVP
— 80 "
°\° LVGADGIMIG
= ——
= 60
= STAAMLYILY V ESMRPEVAST
(2}
2 40
3 IGSEGAGIVP LNIETLLFMV LILLRSRAIF GEAEAPEPSA
£ 20

0 aldab gL ll Loy

100 IWLALGTALM GMGVSDPDAK KFYAITTLVP
— 80
NS
°|—| 60 FGGEQNPIYW ARYADWLFTT
.é‘ STAAMLYILY
(2]}
2 40
g 20 ] IGSEGAGIVP LNIETLLFMV

Ul A.JL.L L A

0
700 1100 1500 1900 2300 py/z

C 3 of 3 spectra
35 (72.92%)

\

20of3 spectra\\\j/ R

8 (16.67%) .
1 of 3 spectra
5 (10.42%)



Figure S3
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