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Graphs showing the data that were used to calculate the 1Cso values in the case of MAO
B.
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Data from functional characterisation in cAMP accumulation assay of compounds 12 and 15?

CAMP HsR
Agonist mode* Antagonist mode**
E max ECso SD E max 1Cso0 1Cs0 Kb Kb SD R2
Compound ECso Compound 1Cso
P % mo|P PECso P % M| om [P M v | KB ke
[nM]
a_
Methylhistamine 100 5.93E-09 8.23 0.873 | Thioperamide 100 1.11E-07 110 6.96 4.14E-08 41.4 2.81 0.931
12 0 n.c. n.c. n.c. AR-15 109  1.05E-08 10.5 7.98 3.94E-09 3.94 0.85 0.974
15 3 n.c. n.c. n.c. AR-35 105 6.30E-08 63 7.20 3.42E-08 34.2 2.78 0.953

1Compounds were tested in duplicate in two separate experiments *Results were normalized as percentage of maximal agonist response (a-Methylhistamine10-> M);
**Results were normalised as a percentage of reference antagonist (Thioperamide 10> M); Emax is the maximum possible effect; n.c. - not calculable;




Metabolic stability evaluation.

1. Insilico studies

o o]

Figure S1. In silico prediction of the sites of metabolism by MetaSite 6.01 for compounds: 12 (left)
and 15 (right). The darker red color - the higher probability to be involved in the metabolism

pathway. The blue circle marked the site of compound with the highest probability of metabolic
bioconversion.

2. Invitro—determination of metabolic pathways in rat liver microsomes (RLMs)
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Figure S2. UPLC of control reaction of compound 12 (incubation for 120 min without microsomes)
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Figure S3. UPLC after incubation of 12 for 120 min with rat liver microsomes.
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Figure S4. MS spectra of 12 and metabolites after incubation for 120 min with rat liver
microsomes.
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Figure S5. UPLC of control reaction of compound 15 (incubation for 120 min without microsomes)
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Figure S6. UPLC after incubation of 15 for 120 min with rat liver microsomes.
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Figure S7. MS spectra of 15 and metabolites after incubation for 120 min with rat liver
microsomes.

3%8.29 63432 €

e

12



Views of microscope images taken for compounds 12 and 15 at various concentrations on
the tested cell lines. The photomicrographs were done using Leica DMi8 inverted microscope
(objective 10x) of the HepG2 and SH-SY5Y cells after 72h of incubation in the presence of compounds
12 and 15 (0.1-100 pM).

Table .S1 The microscope images of SH-SY5Y cells after incubation with compound 12 at various
concentrations. Compound precipitated at 25 -100 puM.

Compound 12
0.1 uM

1uM

5uM
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10 pM

25 uM

50 uM

100 uM
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Table S2. The microscope images of SH-SY5Y cells after incubation with compound 15 at various
concentrations. Compound precipitated at 50 and 100 uM.

Compound 15
0,1 uM

1uM

10 pM




25 Mm

50 uM

100 uM

kontrola
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Table S3. The microscope images of HepG2 cells after incubation with compound 12 at various
concentrations. Compound precipitated at 25 -100 uM.

Compound 12
0,1 uM

1uM

10 uM

25 uM




50 uM

100 uM

kontrola

Table S4. The microscope images of HepG2 cells after incubation with compound 15 at various
concentrations. Compound precipitated at 50 and 100 uM.

Compound 15
0,1 uMm
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1uM

10 pM

25 uM

50 uM

100 uM

Control
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'H NMR spectra of compounds 1-9.
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Figure S8. *H NMR spectrum of compound 1.
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Figure S9. *H NMR spectrum of compound 2.
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Figure S10. *H NMR spectrum of compound 3.
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Figure S11. *H NMR spectrum of compound 4.
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Figure S12. *H NMR spectrum of compound 5.
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Figure S13. *H NMR spectrum of compound 6.
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'H and 3C NMR spectra of compounds 10-18
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Figure S28. **C NMR spectrum of compound 15.
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Purity assessment of compounds 1-18 determined by LC-MS.

O

¢
HO

Molecular Weight: 224,26

6.93; 98.85%

[ [ [
1 2 3 4 5 6 7 8 9 10
Retention Time (min)
Retention Time: 6.9225.147 lon Mode: ES+
1-225.347
580.389
580.256
580.855
%ESES+ ‘
s " A ik & A
R e e i T
80 160 240 320 400 480 560 640 720 800 880 960 m/z

Figure S35. LC-MS assessment of the purity of compound 1. The purity of compound 1 is 98.85% (retention
time: 6.93 min).
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Figure S36. LC-MS assessment of the purity of compound 2. The purity of compound 2 is 99.72% (retention
time: 7.61 min).
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Figure S37. LC-MS assessment of the purity of compound 3. The purity of compound 3 is 93.88% (retention
time: 8.22 min).
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Figure S38. LC-MS assessment of the purity of compound 4. The purity of compound 4 is 98.22% (retention
time: 8.36 min).
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Figure S39. LC-MS assessment of the purity of compound 5. The purity of compound 5 is 99.11% (retention time:
8.84 min).
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Figure S40. LC-MS assessment of the purity of compound 6. The purity of compound 6 is 97.98% (retention
time:9.38 min).
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Figure S41. LC-MS assessment of the purity of compound 7. The purity of compound 7 is 100% (retention time:

8.24 min).
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Figure S42. LC-MS assessment of the purity of compound 8. The purity of compound 8 is 98.82% (retention time:
8.77 min).
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Figure S43. LC-MS assessment of the purity of compound 9. The purity of compound 9 is 98.12% (retention time:

9.25 min).
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Figure S44. LC-MS assessment of the purity of compound 10. The purity of compound 10 is 100%
(retention time: 5.11 min).
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Figure S45. LC-MS assessment of the purity of compound 11. The purity of compound 11 is 99.51% (retention
time: 5.65 min).

44



35e+1 837 Ranga: 2505041

Time  Height 3
546 490885 2256017 066
325041 607 4573716 IS0  94B0
| 668 472805 16180.85 048
9.19 739813 2B251.56 0
20e4 235 1 25e4ss2 076
850073 31538.84 0

292
275841
25841

\ 0]
225841 > cl
| SRAs
21750 i O /\/\O Cl

15841
1-25e+1 I Molecular Weight: 418,36
1.0e+1 ‘
7.5 l
5.0 | Jl |
25 | [I | ! 9% g g0
| 545 G e A
re 1
1 ‘J T T T T T T T T T T T T T T T T T T T
1.00 200 3.00 400 5.00 £.00 7.00 .00 2.00 10.00 11.00 1200
80514 AR15A 707 (6.525) 1: Scan ES+
100 ez 20506
a2
42115

; P (=59 B T2 1
say rommie?? g 2 m0M a4 a6 280 DOClmanr  aron  aone By er B sparsute  wrs w014 P onn  mnmens 2% masmen mesmkes s
S 75 00 1 W 78 20 2m 20 zE W0 @5 30 W W0 48 80 &% G0 ®5 G &G N &8 m0 &% J00 7® W 7S B0 s m0

ara

e Y soe amum
W @0 ws B0 @ 000

Figure S46. LC-MS assessment of the purity of compound 12. The purity of compound 12 is 94.80%
(retention time: 6.37 min).
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Figure S47. LC-MS assessment of the purity of compound 13. The purity of compound 13 is 100%
(retention time: 6.46 min).
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Figure S48. LC-MS assessment of the purity of compound 14. The purity of compound 14 is 100%
(retention time: 6.87 min).
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Figure S49. LC-MS assessment of the purity of compound 15. The purity of compound 15 is 100%
(retention time: 6.87 min).
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Figure S50. LC-MS assessment of the purity of compound 16. The purity of compound 16 is 100%
(retention time: 6.32 min).
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Figure S51. LC-MS assessment of the purity of compound 17. The purity of compound 17 is 97.08%
(retention time: 6.81 min).
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Figure S52. LC-MS assessment of the purity of compound 18. The purity of compound 18 is 97.10%
(retention time: 7.97 min).
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