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Supplementary Figure S1 | SDS-PAGE analysis of the binding ability of
pseudolysin to insoluble elastin. BSA was used as a negative control. The unbound (a)
and bound (b) fractions were analyzyed by 15% SDS-PAGE. For protein staining, the

gels were stained with 1.0% (wt/vol) Coomassie brilliant blue R-250. (Full-length gels

of Figure 1a).
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Supplementary Figure S2 | Effects of nonionic detergents and NaCl on the binding
of pseudolysin to insoluble elastin. The samples were analyzyed by 15% SDS-PAGE.
For protein staining, the gels were stained with 1.0% (wt/vol) Coomassie brilliant blue

R-250. (Full-length gel of Figure 1b).
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Supplementary Figure S3 | SDS-PAGE analysis of the binding ability of
pseudolysin and its mutants to insoluble elastin. The samples were analyzed by 15%
SDS-PAGE. For protein staining, the gels were stained with 1.0% (wt/vol) Coomassie
brilliant blue R-250. ‘Control’ represents the proteins mixed with insoluble elastin in
the experiment, and ‘Precipitate’ refers to the pseudolysin released from the

precipitated elastin. (Full-length gel of Figure 6b).
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Supplementary Figure S4 | SDS-PAGE analysis of the binding ability of pseudolysin
to insoluble elastin under different temperatures. The bound fractions were analyzed
by 15% SDS-PAGE followed by Coomassie blue staining. ‘Precipitate’ refers to the

pseudolysin released from the precipitated elastin.
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Supplementary Figure S5 | SDS-PAGE analysis of the binding ability of
pseudolysin to insoluble elastin at 37<C. BSA was used as a negative control. The
unbound (a) and bound (b) fractions were analyzyed by 15% SDS-PAGE. For protein
staining, the gels were stained with 1.0% (wt/vol) Coomassie brilliant blue R-250.

Supplementary Table S1 | The determined molecular masses and sequences of the 75

peptides released from bovine elastin fibers by pseudolysin.

Number MH"  Mr (expt) Peptide® Position
Observed  (Da)
(Da)
1 710.38  709.38 (G)GVPGAVPGG(V) 28 - 36
2 639.34  638.34 (A)VPGGVPGG(V) 33-40

3 1129.58 1128.57 (A)VPGGVPGGVFFP(G) 33-44
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(G)VAPGIGLGP(G)
(V)APGIGLGPGG(V)
(A)PGIGLGP(G)
(R)AAAGL(P)
(A)GVPGLGVG(A)
(V)GAGVPGLGVGAGVPGLGVGAGVPGPG(A)
(P)GLGVGAGVPGPGA(V)
(P)GLGVGAGVPGPGAVP(G)
(G)VGAGVPGPG(A)
(G)VPGPG(A)
(K)FGPGGVGA(L)
(P)GAVGLGGVSPAAAAKAAKFGAAGL(G)
(K)FGAAGLGG(V)
(G)VLGAGQPFPIGGGAGG(L)
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704 - 709
724 - 737
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% The sequence of each peptide was determined by liquid chromatography-mass

spectrometry and MASCOT MS/MS lon Research tools. The left bracketed residue of

each peptide indicates the P1-site residue of the left cleavage site. The right bracketed

residue of each peptide indicates the P1°-site residue of the right cleavage site.



