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Supplementary Figure 1. A) Growth curves showing that GFP constitutive expression did not alter bacterial growth. Bacteria were grown for 20 h in SLB in 96-well microplates, at 30°C without agitation. Growth is shown as OD 600 nm values from the S. marcescens RM66262 wild type (wt), wt/pGFP, prtA and prtA/pGFP. B) Biofilm capacity of these strains when grown at 30 ºC for 48 h in 96-well microtiter plates. Means ± SDs from three independent experiments performed in duplicate in each case are shown. Significant differences between strains calculated by unpaired t test are indicated as follows: P < 0.05; ∗∗, P < 0.01; ∗∗∗, P < 0.001; and ∗∗∗∗, P < 0.0001, the analysis was performed using GraphPad Prism (GraphPad Software, San Diego, CA, USA).
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Supplementary Figure 2. COMSTAT results quantifying the average thickness (µM) (C) and total biomass (µM3/µM2) (D) of biofilm images obtained by fluorescence confocal microscopy.  Strains were grown in SLB medium for 48h at 30 °C. Confocal fluorescence microscopy images from wild-type/pSU16::mCherry background strain and this strain carrying the PprtA-gfp , PflhD-gfp or empty pPROBE reporter plasmids.
 Supplementary Table 1. Strains and plasmids used in this study
	Strains and plasmids
	Genotype and/or comments
	Source or reference

	Strains

	  S. marcescens

	wild-type
	RM66262; clinical isolate
	(1)

	prtA
	prtA::pKNOCK-Cm
	(2)

	flhD
	flhD::pKNOCK-Cm
	(3)

	motA
	ΔmotA
	This work

	fliC
	fliC::pKNOCK-Cm
	This work

	slpE
	slpE::pKNOCK-Cm
	This work

	wild-type/p
	RM66262 pBB2
	This work

	prtA/p
	prtA::pKNOCK-Cm pBB2
	This work

	prtA/pPrtA
	prtA::pKNOCK-Cm
pBBR1-MCS2::prtA; Kmr
	This work

	prtA/pPrtAE177A
	prtA::pKNOCK-Cm
pBBR1-MCS2::prtAE177A;  Kmr
	This work

	wild-type/pGFP
	RM66262 pBBR1-MCS2::gfp; Kmr
	This work

	prtA/pGFP
	prtA::pKNOCK-Cm pBBR1-MCS2::gfp; Kmr
	This work

	E. coli
	 
	 

	One Shot® TOP10
	F-, mcrA Δ(mrr-hsdRMS-mcrBC) Φ80lacZΔM15 ΔlacX74 nupG recA1 araD139 Δ(ara-leu) 7697 galE15 galK16 rpsL endA1; Smr
	InvitrogenTM

	Plasmids

	pKNG101
	Suicide vector (oriR6K), mobilizable (mobRK2), with counterselection marker (sacB), SmR 
	 (4)

	pKNOCK-Cm
	Suicide vector (ori R6K), mobilizable
	   (5)

	pBB2
	pBBR1-MCS2 Kmr; broad host range
	(6)

	pGFP
	pBBR1-MCS2::gfp; Kmr
	(3)

	pPrtA
	pBBR1-MCS2::prtA; Kmr
	(2)

	pPrtAE177A
	pBBR1-MCS2::prtAE177A; Kmr
	This work

	pSU
	pSU36 Kmr; derived from pACYC184
	(7)

	pRFP
	pSU36::mCherry
	(8)

	pPprtA-gfp
	pPROBE-NT [ASV]::PprtA
	(2)

	pPflhD-gfp
	pPROBE-NT [ASV]::PflhD
	This work



Supplementary Table 2. Primers used in this study
	Primer
	Sequence (5’→ 3’)

	prtA E177A Fw
	CGTTCACCCATGCGATTGGCCATGC

	prtA E177A Fw
	GCATGGCCAATCGCATGGGTGAACG

	prom flhD-Fw
	cccaagcttAAATGGCGGTCAATAAGTGAG

	prom flhD-Rv
	tgctctagaGACGTACCCATATTCCCCATC

	BamHI UPmotA FW
	CGCGGATCCGCGGGCAGTGCAGCGGAG

	UP motA RV StuI
	AAAAGGCCTACGCATTCCTTAAATTAA

	StuI DOWN motA Fw
	AAAAGGCCTATGAAACAGAATCATCCG

	DOWN motA RV XbaI
	GCATCTAGACTCTCGACCTGCGCGCTGC

	Ctrl motA FW
	GAGCAGGTCAAACGCGCC

	Ctrl motA RV
	GCGGGCTGGCGATCGCCA

	FliC mut Fw 300 XbaI
	TCCTCTAGAACGGTTCCAACTCCACC

	FliC mut Rv 700 XhoI
	GACCTCGAGTTAGCACCATCTGAAGCG

	slpE ATG Fw (KpnI)
	GGGGTACCATGGGTAATACCATGAATGG

	slpE inh Rv (SpeI)
	GGACTAGTCGTGATAACCGCGTTCAG


Supplementary Table 3. S. marcescens strain RM66262 proteins detected in the membrane/matrix and supernatant of the wild-type and prtA mutant biofilm (Supplementary Table 3 is provided as an Excel file in http://ibr-conicet.gov.ar/wp-content/uploads/2025/04/Table-S3.xlsx ).
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