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Figure S1. Sequence alignment of a-lytic proteases.

Predicted signal peptides are shown in red. Prodomains reported in published work are shown
in orange. The residues constituting the catalytic triad are marked with arrowheads. Signal
peptides were predicted with SignalP (http://www.cbs.dtu.dk/services/SignalP/). The
alignment was generated with ClustalW (http://www.ch.embnet.org/software/ClustalW.html)
and edited with BoxShade (http://www.ch.embnet.org/software/BOX_form.html).

Lgum1l, L. gummosus isoform 1 (GenBank accession no. KF738067);
Lgum2, L. gummosus isoform 2 (GenBank accession no. KF738068);
Lgum3, L. gummosus isoform 3 (GenBank accession no. KF738069);
Lgum4, L. gummosus isoform 4 (GenBank accession no. KF738070);
Lgumb5, L. gummosus isoform 5 (GenBank accession no. KF738071);
Lenz, L. enzymogenes (GenBank accession no. AAA74111);

LspA, Lysobacter sp. XL1 (GenBank accession no. ACZ72924);
LspB, Lysobacter sp. XL1 (GenBank accession no. ACZ72925).



B-Lytic metalloendopeptidases
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Figure S2. (previous page) Sequence alignment of B-lytic metalloendopeptidases.

Predicted signal peptides are shown in red. Prodomains reported in published work are shown
in orange. SignalP did not identify a single peptide in the L. gummosus sequence. The
residues binding the catalytic zinc ion are marked with an arrowhead.

Lgum, L. gummosus (GenBank accession no. KF738072);

Lenz, L. enzymogenes (GenBank accession no. P00801);

Lsp, Lysobacter sp. IB-9374 (GenBank accession no. BAB86844);
Alyt, Achromobacte lyticus (GenBank accession no. AAA21906);

Paer, Pseudomonas aeruginosa staphylolysin/LasA (GenBank accession no. AAC12656).

For the B-lytic metalloendopeptidase from L. enzymogenes, only the sequence of the mature

enzyme determined by direct protein sequencing is available.



Lysyl endopeptidases
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Figure S3. Sequence alignment of lysyl endopeptidases.
Predicted signal peptides are shown in red. Prodomains and C-terminal extension domains reported
in published work are shown in orange and green, respectively. The residues constituting the

catalytic triad are marked with arrowheads.

Lgum1, L. gummosus isoform 1(GenBank accession no. KF738073);

Lgum2, L. gummosus isoform 2 (GenBank accession no. KF738074);

Lgum3, L. gummosus isoform 3 (GenBank accession no. KF738075);

Alyt_API, Achromobacter lyticus Achromobacter protease | (GenBank accession no. P15636);
Lsp_LepA, Lysobacter sp. IB-9374 LepA (GenBank accession no. BAB32450);

Lsp_LepB, Lysobacter sp. IB-9374 LepB (GenBank accession no. BAC22111);

Lenz_27796, L. enzymogenes ATCC 27796 (Kuhlman et al. 2009, Ref. 52);

Lenz_LysC, L. enzymogenes Lys-C (GenBank accession no. Q7M135);

Paer_PIV, Pseudomonas aeruginosa protease IV (GenBank accession no. Q7M135).

For the of lysyl endopeptidases Lys-C from L. enzymogenes, only the sequence of the mature

enzyme determined by direct protein sequencing is available.



Metallopeptidases of the M4 family
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Figure S4. Sequence alignment of M4 family metallopeptidases.
Predicted signal peptides are shown in red. Prodomains and C-terminal extension domains
reported in published work are shown in orange and green, respectively. The residues binding

the catalytic zinc ion are marked with arrowheads.

Lgum, L. gummosus (GenBank accession no. KF738078);
Vcho, Vibrio cholera hemagglutinin/protease (GenBank accession no. ZP_06942058);
Vvul, Vibrio vulnificus metalloprotease (GenBank accession no. AF102028);

Paer, Pseudomonas aeruginosa elastase (GenBank accession no. AFM37281).
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Lgum_HAP SISANIG TR T[ENL SSEPLNGIWWKLRVNDNANADWGR 1DWS 1 TF

Figure S5. Comparison of the C-terminal extension domains from L. gummosus lysyl
endopeptidase isoform 2 (Lgum_Lep2) and the L. gummosus hemagglutinin/protease
homolog (Lgum_HAP).
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Figure S6. (previous page) Sequence alignment of OmpA-like proteins.

Predicted signal peptides are shown in red.

Ecol, Escherichia coli (GenBank accession no. ABJ00366);

Sent, Salmonella enterica serovar Typhimurium (GenBank accession no. ABJ00366);
Eaer, Enterobacter aerogenes (GenBank accession no. P09146);

Smar, Serratia marcescens (GenBank accession no. AGE17540);

Lgum1l, L. gummosus isoform 1 (GenBank accession no. KF738076);

Lgum2, L. gummosus isoform 2 (GenBank accession no. KF738077).
Violet bars indicate the transmembrane (-strands of the E. coli OmpA determined by X-ray

diffraction (Pautsch and Schulz, 1998). Blue bars show the putative transmembrane 3-strands

of the L. gummosus proteins predicted with TMBETA-NET (http://psfs.cbrc.jp/tmbeta-net/).
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a-Lytic protease
MSVSKSRSRRSFARASVFCAVAAVAALTSGAALA

ANTIGGIEYSINNTNLCSIGFSVTR
GATKGFVTAGHCGTVNSIARIGGAQVGTFAGRVFPGNDRAWVSLTSAQTLLPRVVNGSSYVTVRGSAEAAVGAAV
CRSGRTTGYRCGT ITAKNVTANYAEGTVRGLTNANACMGRGDSGGSW I TSAGQAQGVMSGGNVQSNGNNCGLPAS
QRTSLFERLGPILSQYGLALVTG

B-Lytic metalloendopeptidase
MGLALLTCCVLAAISGGAGA

SPNGLLQFPFPRGARWHVGGAHTNTGSGN
YPMSSLDMSLGGGWGSNQSNTWVSASANGSFKRHSSCFAEIVHSGGWSTTYYHLMNIRYNTGANVGSNTATANPA
NTRAQALCNGGSSTGPHEHWSLKLNGSFYHLNGAYLSGYRITATGNSYDTNCSRFYLAKNGQNYCSGWFTNPGH

Lysyl endopeptidase 1
MKRLYGSLALLSLSIGAAIA

GTSGICNVDVVCPDGNGRRDI
IRSVGVYSKNGSLACTGSLVNNTANNKKMYFLTAHHCGMTTAAAANS IVVYWNYQNSTCRPPNTAINGTDGDGLL
NQSQSGSVVRATSANSDFTLLELRTAANPAFNLFWAGWDRRNQNFPSAIGIHHPNVAEKRISLSVSPTSFVAWGG
GAGTTHLNVQWQPTGGVTEPGSSGSPLYSPEKRV IGQLHGGPSSCSATGSNRSDQYGRVFTSWTGGGTAATRLSN
WLDPGATGATFINGIN

Lysyl endopeptidase 2
MKRICGSLLLLGLSISAALA

GVSGQCNVDVVCPDGDGRRDI
IRSVAAYSKNGSLACTGSLVNNTANDKKMYFLTANHCGMTTASTAASIVVYWNYQNSTCRAPNTPASGANGDGSM
SONQSGSTVKASYADSDFTLLELNTAANPAFNLYWAGWDRRDQNFSSATATHHPNVAEKRISLSTSPTSFVAWGG
GAGTTHLNVQWQPTGGVTEPGSSGSPLYSPEKRVIGQLHGGPSSCSATGTNRSDQYGRVFTSWTGGGTASTRLSN
WLDAGNTGAQF IDGLDSGGGTPNTPPVANFTSTTSGLTATFTDTSTDSDGT IASRSWNEGDGTTSTATNPTKTYS
AAGTYTVTLTVTDNGGATHTKTGSVTVSGTPGSQTYTNETDVAITDHATVESPITVSGRSGNGLPSTSIQVTIYH
TYKSDLKVDLVAPDGTVYNLHNRTGGSADNVIGTYTKDLSSEPLNGVWKLRVNDNAT IDTGRIDKWSITF

Hemagglutinin/proteinase
VNRNVSPTALSFALSLVLASGAAGA

ALVGTGPGG
NTKTGQYEYGTDFGFNDVAQSGSTCTMNNTNVKTVNLNHGTSGTTAFSYTCPRNTVKAINGAFSPLNDAHYFGKV
VFDMYNSYVGVAPLTFQLSMRVHYSNSYENAFWDGSAMTFGDGATRFYPLVSLDVSAHEVSHGFTEQQSGLVYSG
QSGGINEAYSDIAGEAAEFYMNGTNDFLVGAQ I FKASGALRYMANPPQDGRS I GHASNYTSGMDVHYSSGVYNKA
FYTLATKAGWDTVKAFKVFAKANKDYWTPSTDFNNGACGVETSATDLGFAKADVTAAFSVVGVTCPTGPGPGPGT
KYTNDTDFAINDNSTVDSP I TVSGRTGNAPTNAQVSVNI ITHTYRGDLKVDLVAPDGSLYNISNRAGGSADNLTGT
FTENLSSEPLNGTWKLRVNDNANADVGRIDTWSITF

OmpA-like protein 1

MNKKLLCAALLGGLS I AQVASAQDFDDRWY I TGAAGMN I QDNDRGTRNAPFGA I GLGKFLNKNWSLDGELNYQNP
KFDDNQDANWSQYG I SLDLRRHFVTDGRNWNPY I LMGLGYQRSEEEYLLPSVLSPGNRKDGNLAAKVGVG I1QGDL
GRVGIRTELAYRADFDDTSVAAPQEDWFGDVLASVGIV IPLGPEPVAAVAPAPVVEQGCADKDDDGDGVNNCDDK
CPGSQAGQT IGPDGCAVPVT IDLKGVNFDFDKATLRPDAVS I LNEAAE I LKRYPDLKVEVAGHTDLCGKDTYNQK
LSERRAKAAYDYLTSNGVDAGRLTGPVGYGESRPLESTPQTFPACKSEKNRRTELNVQN

OmpA-like protein 2
MLSTALLAGLAFSQAASAQDFDDRWYVTGAVGMN I QDNDRGTRNAPFGA I GLGKFLNKNWSLDGELNYQNPKFDD
NQDANWSQYG I SLDLRRHFVTDGRNWNPY I LMGLGYQRSEEEYLLPSVLSPGNRKDGNLAAKVGVG I QGDLGRVG
IRTELAYRADFDDTSVAAPQEDWFGDVLASVG IV IPLGPEPVAAVAPAPVVEQGCADKDDDGDGVNNCDDKCPGS
QAGQT IGPDGCPVPVS IDLKGVNFDFDKATLRPDSVA I LNEAAE I LKRNPSLRVEVAGHTDLCGKDAYNQKLSER
RAKAVYDFLTSNGVDAGRLAGP IGYGESRPLESTPQTFPACKSEKNRRTELNAQN
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Figure S7. (previous page) Domain architecture of L. gummosus proteins that co-purified
with biofilm-degrading activity. Predicted signal peptides, prodomains and C-terminal
extension domains are marked in red, orange and green, respectively. Sequences confirmed by

peptide mass fingerprinting are underlined.

Table S1. L. gummosus proteins identified by peptide mass fingerprinting®

Predicted Accessionno. | Band | Band | Band | Fract. | Fract. | Best blast hit | Best blast hit
protein 1 2 3 8 17 (tblastn) (blastp)
Alpha-lytic KF738067 nd® | 832 | 596 | 2292 | 598 | DQ888610 | ABI54136
protease

Beta-lytic

metallo- KF738072 nd 245 51 1147 291 | AB079667 BAB86844

endopeptidase

Lysyl KF738073 nd nd nd | 389 | 60 |J05128 P15636
endopeptidase 1

Lysyl KF738074 32 nd nd 229 | 253 | AB045676 | BAB32450
endopeptidase 2

Hemagglutinin/

. KF738078 545 | 51 | nd | 43 | 479 | EU333168 | ACA34431

proteinase

OmpA-like KF738076 o3 | 88 | 586 | 87 | 20 |HQ3994e4 | L/P_008399

protein 1 696

OmpA-ike KF738077 o3 | 88 | 419 | 88 | 20 |HQ3ogdes | L0839

protein 2 696

Metallo-

peptidase, KF738080 nd | nd | nd | 189 | nd |cPoozogs | WUP-017907
i 847

family M72

Glycoside

hydrolase, KF738079 nd | nd | nd | 128 | nd |cpoozoar | i-0049%81

family 16

Serine

peptidase, KF738081 nd | nd | nd | 93 | nd |cCPoooiss | ner-018693
i 635

family S1

Serine

peptidase, KF738082 nd | nd | nd | 89 | nd | AB299027 | BAF49606

family S8

Serine

peptidase, KF738083 nd | nd | nd | 66 | nd |Aciszie | Jr-"0%709

family S8

& Mascot scores are indicated for the proteins identified in the bands 1, 2 and 3 digested in-gel,
as well as ProPac SAX-10 fractions 8 and 17 digested in solution, according to Fig 2. All
proteins identified with Mascot scores >40 in at least one of the samples are listed.

®nd, not detected
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