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Figure S1. Dose-response curves of the active chalcone-based QPySs on the tested reference strains. Curves are obtained by using a

nonlinear regression equation and a variable slope model (log(inhibitor) vs. normalised response -- Variable slope (GraphPad Prism version 9.4.1
for Windows).
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Figure S2. Antibiofilm activity of the chalcone-based QPySs (4-6) on the tested reference strains. Data are the mean percentage values of
the biofilm biomass determined by CV staining of the compounds at the different concentrations relative to the untreated biofilms.
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Figure S3. Cluster Analysis of QPySs 2 and 5. All dihedral angles were considered to cluster the ligands. The Gromos method was used adopting
a 1.25 A for the RMSD cut-off. QPySs structures corresponding to the three main clusters are represented for comparison. Each structure belonging
to the three main clusters is also projected on the first two components obtained from a Principal Component Analysis performed considering a,3,y
dihedral angles.
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NMR spectra

SN

E100d 092°L
092°¢
8IE°L
0zed

£98'
il

88T
85T

65T
965'C
009

boib
mmn.v\

9zeL

590 e

618¢ €EE'L

EE8L Py

006 ThE 27
£06'Z
v06'L
2064
pI6e
6
N 026'¢

Z 0 T

160
Amn.o

bo'T
AE.“

=0T

=501
=

=107

=001

f1 (ppm)

Figure S4. 'H NMR spectrum (600 MHz, CDCI3) of compound 1.

$OZ 95~
P69°95~"

=N

=

&

T

0

movuemw

608°2¢&

FA LTI {1 S |

ET L0 ———

SPO'ETT~ —
1 Eer—" "

062"

EPETET ~ ——

YUTEET N ]

[ R ) R ——

9BE" BET - et

686" 60T~ e ]
29£051-" 7

E0p'8ST ———

P8I 29T ——y

655'681 ———¢

T

50

T

55

T T T T
125 120 115 110 105

T

T

T T T T T T T T
170 165 160 155 150 145 140

195

95 90 8 80 75 70 65 60

100

135 130

185 180 175

190

f1 (ppm)

Figure S5. 13C NMR spectrum (150 MHz, CDClIz) of compound 1.
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Figure S6. "H NMR spectrum (600 MHz, DMSO-ds) of compound 2.
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Figure S7. 13C NMR spectrum (151 MHz, DMSO-ds) of compound 2.
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Figure S9. 3C NMR spectrum (151 MHz, DMSO-ds) of compound 3.
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Figure S10. '"H NMR spectrum (600 MHz, CDCI3) of compound 4
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Figure S11. 13C NMR spectrum (151 MHz, CDCl3) of compound 4
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Figure S12. 'H NMR spectrum (400 MHz, CDCls) of compound 5.
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Figure S$13. 3C NMR spectrum (400 MHz, CDClIs3) of compound 5.
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Figure S14. "H NMR spectrum (600 MHz, CDCls) of compound 6.
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Figure S18. '"H NMR spectrum (600 MHz, DMSO-ds) of compound 8
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Figure S19. '3C NMR spectrum (151 MHz, DMSO-ds) of compound 8
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Figure S$21. 13C NMR spectrum (151 MHz, CDClI3) of compound 9
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Figure S24. 'H NMR (600 MHz, CDCl3) of compound 11.
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