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Online resource 1 Plasmid map of pBSY2S1Z.
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Online resource 2 Sodium dodecyl sulfate—polyacrylamide gel electrophoresis of the Tc-LysN purified
from culture supernatant via AEX. The image is identical to the Figure 1B in the manuscript; only the
contrast has been enhanced.

POO00EET (100%), 37,789.3 Da

AOA1Y21QZ5 Peptidyl Lys metalloendopeptidase Trametes
137 exclusive unique peptides, 178 exclusive unique spectra, 310 total spectra, 151/352 amino acids (43% coverage)
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Online resource 3 Tc-LysN sequence coverage of TMT-labeling experiment. E185 is the N-terminal TMT-

labeled amino acid.
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Online resource 4 Sodium dodecyl sulfate—polyacrylamide gel electrophoresis of the concentrated Tc-
LysN culture supernatant (24 hr induction) that was incubated with trypsin for 60 minutes. Samples were
withdrawn at indicated time points and mixed with reducing sample loading at heated for 5 minutes at
90°C before being loaded onto the gel. The “+” indicates samples that were incubated with trypsin and
the “-” sign indicates samples that weren’t incubated with trypsin. Lane M contains the marker proteins

(PageRuler Prestained 10-180 kDa, Thermofisher).

Albumin 0S=Bos taurus 0X=9913 GN=ALB PE=1 SV=4
78 exclusive unique peptides, 89 exclusive unique spectra, 205 total spectra, 507/607 amino acids (84% coverage)

MKWYVTFISLL LLFSSAYSRG VFRRDTHKSE |IAHRFKDLGE EHFKGLVLIA FSQYLQQCPF DEHVKLVNEL TEFAKTCVAD
ESHAGCEKSL HTLFGDELCK VASLRETYGD MADCCEKQEP ERNECFLSHK DDSPDLPKLK PDPNTLCDEF KADEKKFWGK
YLYEIARRHP YFYAPELLYY ANKYNGVFQE CCQAEDKGAC LLPKIETMRE KVLASSARQR LRCASIQKFG ERALKAWSVA
RLSQKFPKAE FVEVTKLVTD LTKVHKECCH GDLLECADDR ADLAKYICDN QDTISSKLKE CCDKPLLEKS HCIAEVEKDA
IPENLPPLTA DFAEDKDVCK NYQEAKDAFL GSFLYEYSRR HPEYAVSVLL RLAKEYEATL EECCAKDDPH ACYSTVFDKL
KHLVDEPQNL IKQNCDQFEK LGEYGFQNAL |IVRYTRKVPQ VSTPTLVEVS RSLGKVGTRC CTKPESERMP CTEDYLSLIL
NRLCVLHEKT PVSEKVTKCC TESLVNRRPC FSALTPDETY VPKAFDEKLF TFHADICTLP DTEKQIKKQT ALVELLKHKP
KATEEQLKTVY MENFVAFVDK CCAADDKEAC FAVEGPKLVY STQTALA

Online resource 5 Peptide sequence coverage of the in-solution digest of bovine serum albumin with Tc-

LysN.



