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Figure S1. Scheme of the whole extraction protocol, analysis and biological assays for cultivated Satureja pilosa.



S. pilosa (200g)

Liquid-liquid extraction

| ; !

ETHYL ACETATE BUTANOL EXTRACT AQUEOUS EXTRACT (8.0 g)
EXTRACT Amberlite XAD7HP

HEXANE EXTRACT

PIL-A (27.7g)

PIL-B (8.5g) PIL-C (12.5g)

PIL-D (5.6 g)

Sephadex LH-20

1
Sephadex LH-20
3,4-dihydroxyphenyl Rosmarinic acid MeOH 70%/
lactic acid EtOAc:MeOH:H,0 70:30:10

l l l 1 1

Melitric acid A Melitric acid A Melitric acid A/
methylester Clinopodic acid |

Clinopodic acid |  Clinopodic acid O

Figure S2. Scheme of the isolation process.
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Figure S3. Representative HPLC-PDA-MS chromatogram of the Butanol extract (Organic phase C) of Satureja pilosa. Experimental
conditions: column: Zorbax SBAq RP-C18 (150 x 3.0 mm), particle size of 3.5um (Agilent) at 30 °C. Compounds detected: 12-
hydroxyjasmonic acid glucoside (1); vicenin 2 (2); luteolin-7-O-diglucuronide (4); luteolin-7-O-rutinoside (5); luteolin-7-O-glucoside
(6); luteolin-7-O-glucuronide (7); hesperidin (hesperitin-7-O-rutinoside) (8); rosmarinic acid (9); luteolin-3’-O-glucuronide (10);
depside tetramer — not identified (11); melitric acid A (12); clinopodic acid I (13); acacetin-7-O-rhamnosyl-glucoside (14).
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Figure S4. Representative HPLC-PDA-MS chromatogram of the aqueous phase of Satureja pilosa. Experimental conditions: column:
Zorbax SBAq RP-C18 (150 x 3.0 mm), particle size of 3.5um (Agilent) at 30 °C. Compounds detected: 12-hydroxyjasmonic acid
glucoside (1); vicenin 2 (2); luteolin-7-O-glucoside (6); rosmarinic acid (9); depside tetramer — not identified (11); melitric acid A (12);
clinopodic acid I (13); clinopodic acid O (15).
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Figure S5. 'H-NMR spectrum (CDsOD, 500 MHz) of 3,4-dihydroxyphenyllactic

acid.
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Figure S6. 'H-NMR spectrum (CDsOD, 500 MHz) of rosmarinic acid.
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Figure S7. 'H-NMR spectrum (CDsOD, 500 MHz) of melitric acid A.



PROTON_01
PIL-XIBD

)

LA

76 74 72 70 68 66 64 62 60 58 56 54 50 48 46 44 42 40 38

5.2
f1 (ppm)

Figure S8. 'H-NMR spectrum (CDsOD, 500 MHz) of melitric acid A methylester.
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Figure S9. 'H-NMR spectrum (CDsOD, 500 MHz) of Clinopodic acid I.
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Figure 510. 'H-NMR spectrum (CDsOD, 500 MHz) of Clinopodic acid O.
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dihydrophenyllactic acid and the mixture of clinopodic acid I/melitric acid A on cell
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Table S1. Antibacterial activity of representative compounds from Satureja pilosa
Staphylococcus aureus and Pseudomonas aeruginosa expressed as MIC value.

S. aureus | P.
aeruginosa

Sample MIC (ug/mL)
3 3,4-dihydroxyphenyllactic acid >300 >300
9 rosmarinic acid >300 >300
15 clinopodic acid O >300 >300
13 clinopodic acid I >300 >300
12-13 PILD-21 (mixture 1:1 of clinopodic acid I and >300 >300

melitric acid A)

PIL S. pilosa initial (methanol) >300 >300
PIL-C S. pilosa (n-BuOH extract) >300 >300
PIL-D S. pilosa (aqueous extract) >300 >300
vancomycin 4 -
cirprofloxaci - 2
n

Standard: vancomycin (Sigma-Aldrich, Germany) for S. aureus and ciprofloxacin (Sigma-
Aldrich, Germany) for P. aeruginosa.
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