SUPPLEMENTAL MATERIAL
Disk diffusion assay

The agar disc diffusion method was used as preliminary assay for testing the
antibacterial effect of the ICs against S. aureus USA300 and its derivative strains. A total
of 0.5 mL from a 10’ CFU/mL bacterial suspension was spread on the surface of TSAYE
plates. Sterile filter paper disks (Whatman Grade 1, 6 mm diameter) were individually
impregnated with 1, 2.5, and 30 uL of carvacrol, citral, and (+)-limonene oxide,
respectively, dissolved in 3% absolute ethanol (Sigma-Aldrich), and then placed on the
previously inoculated agar plates. These volumes were previously determined to produce
an inhibition halo measurable (data not shown). Plates were kept at 4 <C for 2 h to allow
for the diffusion of ICs, and then incubated at 37 <C for 18-24 h. The diameters of the
resulting zones of inhibition were measured with a Vernier digital micrometre (accuracy:
0.01 mm) including the diameter of the paper disk. Disks impregnated with 3% ethanol

caused no inhibition halos.



Table S1. Zones of growth inhibition (mm) showing antibacterial activity for carvacrol

(1 L), citral (2.5 L), and (+)-limonene oxide (30 i) against Staphylococcus aureus

USA300 wild type and its derivative strains isolated: CAR, CIT, and OXLIM. Each value

represents the mean diameter of the inhibition halo + standard deviation of the six

colonies isolated by each IC. Increases in MIC with regard to WT are shaded.

WT CAR CIT OXLIM
Carvacrol 20.49 +0.31 | 14.79 £0.61* | 17.12 +0.60* | 16.21 +0.49%
Citral 25.73 +0.37 | 26.01 £0.49" | 19.14 +0.21* | 19.77 +0.53*
(+)-Limonene oxide | 1604 +0.54 | 16.12 +0.38" | 14.34 £0.67* | 11.18 +0.29*

" not significantly different from wild type (p > 0.05).

“significantly different from wild type (p < 0.05).




Table S2. Primers used for verification.

Verification Sequence F (5> 37) Sequence R (5°> 37)
CTGACAATAGTGCCAAAGCCG TGGGGTGTACATTCCACACA
Deleted 43 kb region in CAR
GGGACCCATTAGGGACTCCA GGCCGAGTACAGGTGTTTGA
Flanking regions of 43 kb CTGACAATAGTGCCAAAGCCG GGCCGAGTACAGGTGTTTGA
deletion in CAR
aroC SNP in CIT TCGCATTGCTTGTGCGATAC TTGCAGTCGGTGCCTTATGT
rpoB SNP in OXLIM TGGTGCAGAAGTAAAAGATGGAGA | TCAAGAACGATACCGCCAGC




Table S3. Large deletion of Staphylococcus aureus CAR derivative strain.

Locus tag Gene Product Locus tag Gene Product
SAUSA300_RS10505 hib-1 phosphodiesterase SAUSA300_RS10680 hypothetical protein
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