Figure S1. Confocal microscopy orthoview images depicting biofilm thickness and SagA localization in a semi-static biofilm model. Biofilms of three clade A1l (a) and
three clade B strains (b), were grown for 24 h on poly-L-Lysine coated glass, in TSBg, at 120 rpm, at 37°C. Biofilms were incubated with a-SagA and goat a-rabbit Alexa 488
(green). Bacterial membranes were stained with FM 95-5 (red). Pictures were taken at 63x magnification with 2.0 optical zoom.




1 75 150 225 300 375 450 524

{ C0G3883 VRR  NLPC_P60 3
L

Figure S2. Prediction of structural domains of SagA protein sequence. COG3883 is an uncharacterized conserved domain identified in bacteria. NLPC P60 is a
conserved domain found in several lipoproteins involved in cell wall biogenesis. The central part of the protein, indicated with green bars, represents the variable repeat
region (VRR) with differences between E. faecium strains belonging to clade A1 and B and the polyphyletic Intermediate Group (IG).
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Figure S3. Stability of proteins released in the biofilm supernatant. a. Proteins present in the 24 h biofilm supernatant of hospital-associated (clade A1) E. faecium
strain E1162 and community (clade B) E. faecium strain E980 were equally loaded and separated using a 12.5% SDS page gel and stained with Coomassie blue after

incubation at 37°C for 30 min, 1 h, 4 h, 8 h and 24 h. b. Presence of SagA in the biofilm supernatant of E. faecium strains after incubation at 37°C, analyzed by Western
Blot using rabbit a-SagA immune sera.
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Figure S4. Phylogenetic tree based on the variable repeat region of SagA. SagA sequences from 85 E.
faecium strains were used to build the phylogenic tree, based on amino acid level of selected variable
repeat region by MUSCLE and Mega version 6. Numbers near branches indicate bootstrap values in
percentage. Colored circles indicate the clade origin of strains according to core genome-based phylogeny.
Clade A1 is indicated in red, IG is indicated in blue, and clade B is indicated in green.



Supporting data

Table S1. Ecological origin and clade assignment of 85 E. faecium strains.

Strains Other name Clade ST Country Year Epidemiology Isolation site Reference
E0045 EnGen0005 1G 9 GBR 1992 Poultry Faeces (1)
E120 EnGen0012 IG 27 NLD 1995 Clinical isolate Ascites (1)
E130 E0130 1G 6 NLD 1996 Community Faeces This study
E135 E0135 1G 6 NLD 1996 Community Faeces This study
E155 EO0155 Al 17 USA 1995 Hospital outbreak Faeces (2)
Elo4 EnGen0010 IG 26 NLD 1996 Poultry Faeces (1)
E269 EnGen0022 IG 9 NLD 1996 Poultry Faeces (1)
E323 E0323 1G 79 FRA 1997 Clinical isolate Faeces This study
E333 EnGen0013 IG 80 ISR 1997 Clinical isolate Blood (1)
E470 E0470 IG 16 NLD 1999 Hospital outbreak nd This study
E679 EnGen0014 1G 150 BEL 1995 Pig nd (1)
E680 EnGen0019 1G 151 DEU 1995 Pig nd (1)
E688 EnGen0008 1G 5 ESP 1995 Pig nd (1)
E980 E0980 B 94 NLD 1998 Community Faeces 3)
E1007 EnGen0015 B 61 NLD 1998 Community Faeces (1)
E1028 E1028 1G 56 NLD 1998 Community Faeces This study
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Table S2. SNPs comparison between sequeced strains.
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Table S3. Proteomics analysis of biofilm supernatant. Mass spectrometry of the excised
protein bands from 24 h biofilm supernatant. Mass spectrometry was performed by matrix-
assisted laser desorption/ionization-time of flight (MALDI-TOF) mass spectrometry, using an
Ultraflex MALDI-TOF/TOF mass spectrometer (Bruker Daltonics).

Band Accession Locus Mass Score Description

. NIpC/P60 family protein

75kDa  gi:424797365 ZP 18222963.1 51731 125 Enterococcus faceinm S447]

. NIpC/P60 family protein
gi:314938222 ZP_07845522.1 52950 123 serocoecus fuecium TXO133a04]

. NIpC/P60 family protein
gi:314992106 ZP_07857556.1 52922 123 Enterococcus faccium TX0133B]

. NIpC/P60 family protein
gi:424790089 ZP 18216682.1 52977 123 Enterococcus faecium V689]
0i:431747447 ZP 19536241.1 53108 123 protein P54 [Eé“ztelgf]"“”sf aectum

. secreted antigen SagA
gi:289565032 ZP_06445486.1 53894 122 (Enterococeus fuecium DIA4SRE]
2i:294623697 ZP 06702530.1 54140 122 SagA [E”tigg‘;;‘j’”sf aectum

. NIpC/P60 family lipoprotein
gi:383329927 YP_005355811.1 54411 122 Enterococcus faceium Aus0004]

50kDa £i:69246939 ZP 00604194.1 80399 74 Sulfatase [E”tgg‘]’occusf aectum

. sulfatase [Enterococcus faecium
gi:257878586 ZP_05658239.1 80411 74 1 230.933]
0i:430835628 ZP 19453617.1 80415 74 sulfatase [Enterococcus faecium

E0680]
. sulfatase domain protein
gi:415894466 ZP_11550330.1 71547 57 (Enterococeus faccium E4453]
phosphatidylglycerol--membrane-
0i:227551868 ZP 03981917.1 80308 56 oligosaccharide
glycerophosphotransferase
[Enterococcus faecium TX1330]
0i:257884281 ZP 05663934.1 80330 56 sulfatase [Enterococcus faecium
1,231,501]

. Peptidoglycan-binding LysM

25kDa gi:69244843 ZP_00603067.1 21591 96 (Enterococeus fuecium DO]

. peptidoglycan-binding LysM
gi:261208113 ZP_05922788.1 21633 96 Enterococeus faccium TC 6]

. LysM domain protein [Enterococcus
gi:314941298 ZP_07848192.1 21621 96 “taecium TXO133C]

. LysM domain protein [Enterococcus
gi:424856196 ZP_18280450.1 21619 96 Taecium RAS9]
2i:430827476 ZP 19445618.1 21647 96  LysMprotein [ggiza"]coccusfm’”m
2i:431303160 ZP 19508007.1 21018 69  LysMprotein [Enterococcus faecium

E1626]
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