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Supplementary Figures
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[bookmark: _Ref132279527]Figure S1. Representative CSLM images of 24 h-old MRSA-C1 biofilms after incubation with rhodamine-labelled LIP3 and LIP4 liposomes, unloaded and RFB-loaded, at a lipid concentration of 1.5 µmol/mL, for 24 h. Biofilms were stained with the green dye SYTO 9 at 3 µM. Untreated biofilm was used as a control (Control biofilm). Images in the left panels correspond to xyz view, and images in the right panels correspond to xzy orthogonal view. The overlay of the green and red channels from each plane image is presented as Overlay - xyz and Overlay - xzy. Lipid compositions: DMPC:DMPG (RFB-LIP3 and Unloaded-LIP3); DPPC:DPPG (RFB-LIP4 and Unloaded-LIP4).
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[bookmark: _Hlk157677797][bookmark: _Hlk136268658][bookmark: _Hlk157764822]Figure S2. In Vivo Assay 1 – Preliminary evaluation of RFB formulations in a murine model of systemic MRSA-C1 infection. infection was induced intravenously in male Balb/c mice with a MRSA-C1 inoculum at 1.4×109 CFU/mouse. Three days after infection induction mice received i.v. administrations of RFB formulations (Free RFB and RFB-LIP2) at dose of 20 mg/kg. Control group received buffer by intravenous route. (a) percentage of survival (Kaplan-Meier analysis), (b) average body weight, (c) bacterial burden in major organs at the end of treatment protocol, and (d) growth index. RFB-LIP2: DPPC:DPPG:DSPE-PEG. Results are expressed as mean ± SEM (n=4-5). *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001 vs Control group.  







 
[bookmark: _Hlk157677856]Table S1. Tissue indexes of liver, spleen, kidneys, and lung of healthy mice (naïve) and mice infected with systemic MRSA-C1 and treated with tested formulations. In Vivo Assay 1 corresponds to mice induced with 1.4×109 CFU/mouse and In Vivo Assay 2 to animals induced with 3.4×108 CFU/mouse. Results are expressed as AVG ± SEM (n=4-5).	Comment by Manuela Gaspar: Acho que se devia evidenciar que pertence ao In vivo assay 1 and in vivo assay 2
	In vivo assay
	Group
	Tissue Index (AVG ± SEM)

	
	
	Liver
	Spleen
	Kidneys
	Lung

	In Vivo Assay 1
(1.4×109 CFU/mouse)
	Control
(beginning of treatment)
	25.6 ± 0.1
	7.9 ± 0.3
	15.1 ± 1.0
	8.8 ± 0.2

	
	Control
	25.6 ± 0.6
	8.4 ± 1.0
	15.5 ± 0.2
	9.9 ± 0.5

	
	Free RFB
	23.2 ± 0.3
	6.9 ± 0.5
	13.6 ± 0.5
	9.8 ± 0.3

	
	RFB-LIP2
	23.9 ± 0.7
	8.8 ± 0.5
	14.0 ± 0.5
	9.2 ± 0.2

	In Vivo Assay 2
(3.4×108 CFU/mouse)
	Control
(beginning of treatment)
	25.3 ± 0.4
	8.0 ± 0.1
	12.5 ± 0.3
	9.8 ± 0.3

	
	Control
	25.4 ± 0.4
	10.2 ± 0.2
	14.4 ± 0.1
	10.4 ± 0.4

	
	VCM
	25.1 ± 0.6
	8.4 ± 0.4
	14.0 ± 0.3
	9.6 ± 0.3

	
	Free RFB
	24.9 ± 0.4
	7.2 ± 0.2
	13.1 ± 0.2
	9.1 ± 0.2

	
	RFB-LIP1
	26.1 ± 0.4
	7.8 ± 0.3
	13.4 ± 0.1
	9.0 ± 0.3

	
	RFB-LIP2
	25.0 ± 0.5
	8.0 ± 0.2
	13.3 ± 0.2
	8.8 ± 0.4

	N.A.
	Naïve
	24.0 ± 0.4
	5.9 ± 0.3
	13.0 ± 0.2
	7.2 ± 0.3

	RFB: rifabutin; VCM: vancomycin; CFU: colony forming units; Lipid compositions: DMPC:DMPG:DSPE-PEG (RFB-LIP1) and DPPC:DPPG:DSPE-PEG (RFB-LIP2); N.A.: not applicable. 




Table S2. In Vivo Assay 2 – Score of analysed organs in terms of inflammation/necrosis (liver, kidney, and lung) and reaction to infection (spleen). Systemic infection was induced with 3.4×108 CFU/mouse.
	
	Inflammation/Necrosis
	Reaction to infection

	
	Liver
	Kidney
	Lung
	Spleen

	Control
	1
	4
	0
	1

	VCM
	0
	3
	0
	1

	Free RFB
	0
	0
	0
	2

	RFB-LIP1
	0
	0
	0
	1

	RFB-LIP2
	0
	1
	0
	1

	Inflammation/necrosis score: 0 = within normal limits; 1 = single cell necrosis; 2 = small foci of necrosis/abscesses; 3 = multifocal large foci of necrosis/abscesses; 4 = extended coalescing foci of necrosis/abscesses. Spleen reaction to infection: 0 = within normal limits; 1 = minimal; 2 = mild; 3 = moderate; 4 = severe.
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