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Supplementary Figure S1. Chemical structure of the N,O acetals 7a, 7b, and 7c derived from  2-amino-1,4-naphthoquinone (6a).
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[bookmark: _Hlk50577580]Supplementary Figure S2. Effect of 1/4MIC N,O-acetals 7a (64 µg/mL), 7b (32 µg/mL), 7c (16 µg/mL) derived from 2-amino-1,4-naphthoquinones 6a (32 µg/mL), and 1/4MIC vancomycin ( 0.5 µg/mL) on cell growth of the strain MRSA strain BMB9393. Cneg, negative control with 2% DMSO only.  NS: not significant; **: p value < 0.001; ***p<0.0001. Colony forming units (CFU) were also determined to confirm the viability of the cells grown in the presence of 1/4MIC of the derivatives 7b (1.60 X 108 CFU/mL) and 7c (3.53 X 108 CFU/mL), which displayed important antibiofilm effects, and also for the negative control: Cneg (4.53 x 108 CFU/mL). 

Supplementary Table S1. Primers used in this study.
	Gene
	Gene product
	Primer
	Reference

	gyrA
	DNA gyrase subunit A
	F: GCAGTTCGCTTAACAAGTGG
	This study

	
	
	R: GCCGTACAGCAACGGGTG
	

	gyrB
	DNA gyrase subunit B
	F: GATGTAGCAAGTCTTCCAGG
	This study

	
	
	R: ACAAAATCTGGTCGTGACTC
	

	atlA
	Autolysin
	F: TGTCGAAGTATTTGCCGACTTCGC
	 1

	
	
	R: TGGAATCCTGCACATCCAGGAAC
	

	fnbA
	Fibronectin binding protein A
	F: ACTTGATTTTGTGTAGCCTTTTT
	 2

	
	
	R: GAAGAAGCACCAAAAGCAGTA
	

	hla
	Alpha-toxin
	F: TTTGTCATTTCTTCTTTTTCCCA
	 2

	
	
	R: AAGCATCCAAACAACAAACAAAT
	

	spa
	Protein A
	F: TGGTTTGCTGGTTGCTTCTTA
	 2

	
	
	R: GCAAAAGCAAACGGCACTAC
	

	pmsα3
	Phenol soluble modulin α3
	F: TATCAAAAGCTTAATCGAACAATTC
	 3

	
	
	R: CCCCTTCAAATAAGATGTTCATATC
	

	mecA
	Penicillin binding protein 2a
	F: TCCAGATTACAACTTCACCAGG
	 4

	
	
	R: CCACTTCATATCTTGTAACG
	

	rnaIII
	Agr rnaIII 
	F: AATTTGTTCACTGTGTCGATAAT
	 2

	
	
	R: TGGAAAATAGTTGATGAGTTGTT
	

	sarA
	Transcriptional regulator SarA
	F: TTCTTTCTCTTTGTTTTCGCTG
	 2

	
	
	R: GTTATCAATGGTCACTTATGCT
	

	sigB
	Sigma factor 
	F: TCAGCGGTTAGTTCATCGCTCACT
	 5

	
	
	R: GTCCTTTGAACGGAAGTTTGAAGCC
	

	16S rrna
	Reference gene 
	F: AGAGATAGAGCCTTCCCCTT
	 2

	
	
	R: TTAACCCAACATCTCACGACA
	



	Supplementary Table S2. Disk diffusion test for N,O acetals derived from 2-amino-1,4-naphthoquinone using reference strain and MRSA strains from different international lineages.

	Strain
	Inhibition zone (mm)

	
	6a
	7a
	7b
	7c
	VAN*

	Control strain
	S. aureus ATCC 25923
	9±1.4
	9.7±2.0
	12.5±3.5
	14±3.4
	13±1.0

	MRSA
	ST239-SCCmecIII 
(BMB9393)
	8±2.0
	10±1.5
	10±1.0
	13±1.0
	14±1.0

	
	ST5-SCCmecII
(USA100)
	9±1.0
	12±1.0
	13±2.0
	12±1.5
	16±1.5

	
	ST8-SCCmecIV
(USA300)
	9±1.0
	14±1.0
	12±2.0
	13±1.3
	17±1.0

	
	(ST1-SCCmecIV)
(USA400)
	8±1.2
	13±2.0
	13±1.0
	11±0.8
	16±2.0

	
	ST30-SCCmecIV
(USA1100)
	10±0.5
	13±1.0
	13±1.0
	15±0.8
	16±1.5

	
	ST5-SCCmecIV
(USA800)
	8±1.0
	12±1.0
	13±0.5
	13±1.0
	17±1.5


*VAN, vancomycin. VAN was used as control.
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7a, R = Methyl
7b, R = Ethyl
7¢, R =Propynyl
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