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Figure S1. Main 'H (left) and **C (right) signals for the 1-nitrogen substituted thioxanthones 8-14.
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Figure S2. Main connectivities found in the HMBC for the thioxanthone scaffold used in this work.
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Figure S3. Evaluation of the fluorescence of compound 2 alone and in combination with EB.
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Figure S4. Evaluation of the fluorescence of compound 3 alone and in combination with EB.

=—4—EB —@—9 —A—9+EB

12000

10000 E l

8000

6000

N B e S RS RR ST AL

2000
0 M
1 35 7 91113151719212325272931333537394143454749515355575961

Figure S5. Evaluation of the fluorescence of compound 9 alone and in combination with EB.
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Figure S6. Evaluation of the fluorescence of compound 10 alone and in combination with EB.
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Figure S7. Evaluation of the fluorescence of compound 11 alone and in combination with EB.
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Figure S8. Evaluation of the fluorescence of compound 14 alone and in combination with EB.
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Figure S9. Evaluation of the fluorescence of compound 15 alone and in combination with EB.
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Figure S10. Evaluation of the fluorescence of compound 16 alone and in combination with EB.
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Figure S11. Evaluation of the fluorescence of compound 17 alone and in combination with EB.

Molecular visualization of compounds 3, 7, 8, and 13 into the substrate-binding site of AcrB:

Compounds 3, 7, 8 and 13 were visualized in the SBS of AcrB. As it can be seen in Figure
4, D, the compounds are predicted to bind in the approximate site, but it is suggested that they
interact with different residues. This is clarified when the compounds are analyzed individually.

Compound 3 (Figure S11, A) is predicted to only interact with Arg-620, through a
hydrogen bond between the oxygen in the propoxy chain and a nitrogen in this residue. While it
is true that all the compounds present the propoxy chain, it is also noteworthy that compound 3
has the simplest and most flexible substituent out of all this group of compounds, which can
possibly allow it to get to this site within the SBS.

Compound 7 (Figure S12, B and C), hydrogen bonds can be seen between the carbonyl
in C-9 and GIn-176, the oxygen in the propoxy chain in C-4 and Asn-274, and between the ketone
of the substituent in C-1 and GIn-89.

For compound 8 (Figure S12, D and E), it can be noted that the nitrogens within the
pyrimidine moiety form dipole interactions with GIn-89 and GIn-176, and the carbonyl in C-9 of
the thioxanthone moiety forms a hydrogen bond with the amine of GIn-89. Additionally, there is
a T-shaped m-mt interaction between the pyrimidine substituent and Phe-615.

Lastly, for compound 13 (Figure S12, F and G), many different hydrogen interactions can
be seen. The oxygen in the propoxy chain interacts with GIn-89, like 7 and 8. The oxygens in the
sulfamide interact with Thr-87 and Arg-620, and the amine directly bonded to the aromatic ring



in the substituent can also interact with Ser-46. The carbonyl in C-9 can also interact with a water
molecule, that can show hydrogen interactions with GIn-176 and Leu-177.
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Figure S12. Molecular visualization in the SBS of AcrB. (A) Interaction between compound 3 and the SBS;
(B) and (C) Different perspectives of the interactions between compound 7 and the SBS; (D) and (E)
Different perspectives of the interactions between compound 8 and the SBS; (G) and (H) Different
perspectives of the interactions between 13 and the SBS.
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Figure S12. (cont’d)



Figure S12. (cont’d)
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Figure S13. 'H NMR (top, 300.13 MHz, CDCls) and *C NMR (bottom, 75.48 MHz, CDCls) for compound 8.
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Figure S14. '"H NMR (top, 500.13 MHz, DMSO) and '*C NMR (bottom, 75.48 MHz, DMSO) for compound
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Figure S15. Electrospray ESI data for compound 9.
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Figure S16. '"H NMR (top, 300.13 MHz, CDCls) and 3C NMR (bottom, 75.48 MHz, CDCls) for compound
10
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Figure S17. Electrospray ESI data for compound 10.
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Figure S18. 'H NMR (top, 500.13 MHz, CDCls) and 3C NMR (bottom, 75.48 MHz, CDCls) for compound
11.
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Figure S19. Electrospray ESI data for compound 11.
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Figure S20. 'H NMR (top, 300.13 MHz, DMSO) and 3C NMR (bottom, 75.48 MHz, DMSO) for compound
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Figure S22. '"H NMR (top, 300.13 MHz, CDCls) and 3C NMR (bottom, 75.48 MHz, CDCls) for compound
13
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Figure S24. '"H NMR (top, 300.13 MHz, CDCls) and 3C NMR (bottom, 75.48 MHz, CDCls) for compound

14.
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Table S1. Cytotoxicity of the selected compounds in NIH/3T3 cell line.

Compound ICso (uM) £ SD
3 >100
8 >100
12 64.47 +4.54
13 >100
17 >100

Doxorubicin 12.05 +0.81




