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Figure S1. Orbitrap-(+)-HRMS of 1
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Figure S2. "H NMR spectrum of 1 at 600MHz in CD3:0D
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Figure S3. HSQC NMR spectrum of 1 at 600MHz in CD30OD
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Figure S4. COSY NMR spectrum of 1 at 600MHz in CD30D
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Figure S5. HMBC NMR spectrum of 1 at 600MHz in CD30D
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Figure S6. Orbitrap-(+)-HRMS of 2
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Figure S8. HSQC NMR spectrum of 2 at 600MHz in CD30OD
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Figure S10. HMBC NMR spectrum of 2 at 600MHz in CD3OD
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Figure S11. Hemifistularin 3 incubated with P. aeruginosa PAO1 lasB-gfp(ASV) strain at

various concentrations

A B
15 1.5
Concentration (uM) Concentration (M)
-~ 1024 — 16 1024 — 16
1.04 1
. — 512 — 8 g o — 512 ~ 8
-3 =3
[a] —_ —— [=] —_ —_
g 256 4 8 256 4
0.5 — 128 — 2 0.5+ — 128 —— 2
— 84 — 1 — 64 — 1
\ —-— 32 —0 -— 32 —0
L R o e e L 0.0+ T T
0 240 480 720 960 1200 1440 0 240 480 720 960 1200 1440
Time (min) Time (min)

Figure S12. The growth curve (OD600) of P. aeruginosa WT incubated with psammaplin A
(1) (A) and bisaprasin (2) (B) at concentrations ranging from 1.0 uM to 1024.0 uM
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Figure S13. Molecular docking of the LasR-ligand binding domain (PBD ID: 2UV0) with the
native autoinducer, N-3-oxo-dodecanoyl-L-homoserine lactone (A) and the monomeric thiol
form of psammaplin A (B)

Table S1 NMR data for Psammaplin A (1)

Position oc, Type On, mult. HMBC
(J in Hz) (H—-CO)
2,2 38.4, CH2 2.81,t(6.0) 3/3°
3,3’ 39.5,CH: | 3.52,t(6.0) 2/2°,5/5°
55 165.8, C
6,6’ 152.1,C
7,7 28.6, CH2 3.79,s 5/5°,6/6°,9/9° 13/13¢
8, 8’ 130.6, C
9,9 134.3, CH 7.36,d 2.0) 7/7°,10/10°, 11/11°,13/13°
10, 10° 1104, C
11, 11° 153.7,C
12,12’ 116.8, CH 6.76,d (8.4) 9/9°,10/10°, 11/11°, 13/13°
13,13 130.6, CH 7.07, dd (8.4,2.0) 7/7°,9/9°,10/10°, 11/11°
NMR solvents used for 1 was CD3;OD at 600 MHz.
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Table S2 NMR data for Bisaprasin (2)

Position dc, Type | 8u, mult.(J in Hz) I({Il-\l/[icc)

2,2 38.4,CH2 |3.52,t(6.0) 3/3’

3,3 39.5,CH2 | 3.58,t(6.0) 2/2°,5/5°

5 5 165.8, C

6,6’ 153.8, C

7,7 28.6,CH2 |3.79,s 5/5°,6/6°,9/9° 13/13°

8,8 130.6, C

9,9 134.3,CH | 7.36,d (1.6) 7/7°,10/10°, 11/11°, 13/13°

10, 10° 1104, C

11,11° 155.7, C

12, 12° 116.8, CH | 6.75,d(8.0) 9/9°, 10/10°, 11/11°, 13/13°

13,13’ 130.6,CH | 7.07,dd (8.0,1.6) |7/7°,9/9°,10/10°, 11/11°

272" 38.7,CH2 | 2.77,t(6.0) 37/3”

373 39.8,CH2 |3.49,t(6.0) 27/2°°°,57°/5°”

57,57 166.1, C

67,6 153.5,C

77,77 28.6,CH2 | 3.88s 5/5°,6°/6°°,9°°/9°°°, 13°/13°”°
8, 8 128.3,C

9 9 133.4,CH | 7.36,d (1.6) 7°/7°°,107/10°°, 11°/11°, 13°/13>>
107,10 1114, C

11,117 153.1,C

12,1277 112.7, C

137,137 130.5,CH | 7.16,d (1.6) 7°/7°°°,9°/9°° 10°/10°°, 11°°/11°”°

NMR solvents used for 2 was CD;OD at 600 MHz.
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Table S3. Pseudomonas aeruginosa strains used in the study

Name and Genotype Description® Reference
PAO1 Wild type; ATCC Pseudomonas aeruginosa [1]
PAO1-gfp GFP-tagged wild-type Pseudomonas aeruginosa [2]
PAOL1 lasB-gfp Gm; PAO1 containing lasB-gfp(ASV) reporter fusion [1]
PAOL1 rhlA-gfp Gmr; PAOL1, rhlA-gfp(ASV) reporter fusion [3]
PAOL1 Alasl Arhll Gmr; PAOL1 lasl and rhll mutant [4]

« Description of the strains” antibiotic resistance: Gmr, gentamicin resistance.
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