Supplementary Material

Synthesis, In Vitro Biological Evaluation of Antiproliferative and
Neuroprotective Effects and In Silico Studies of Novel 16E-
Arylidene-50,60-epoxyepiandrosterone Derivatives

Vanessa Brito 1, Mariana Marques !, Marta Esteves 1, Catarina Serra-Almeida !, Gilberto
Alves 1, Paulo Almeida !, Liliana Bernardino?, Samuel Silvestre 12*

1 Health Sciences Research Centre (CICS-UBI), Universidade da Beira Interior, Av. Infante D. Henrique 6200-506 Covilha,

Portugal
2 Centre for Neurosciences and Cell Biology (CNC), University of Coimbra, 3004-517 Coimbra, Portugal

* Correspondence: sms@ubi.pt

Table of Contents

NMR spectra of novel compounds S1
Additional biological data 52
Concentration-response curves for steroid 19 and ICso determination additional 3
data

Interactome of steroid 22 at aromatase active site 54




S1. NMR spectra of novel compounds

1H NMR spectrum of compound 16
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1H NMR spectrum of compound 17
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1H NMR spectrum of compound 18
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1H NMR spectrum of compound 19
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1H NMR spectrum of compound 20
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1H NMR spectrum of compound 21
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1H NMR spectrum of compound 22
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1H NMR spectrum of compound 23
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1H NMR spectrum of compound 24
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1H NMR spectrum of compound 25
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1H NMR spectrum of compound 26
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1H NMR spectrum of compound 27
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S2. Additional biological data

The most representative photograph shots of MCF-7 cells after 48 h of treatment with 5-FU and
steroid 19 at 1 and 10 puM, and respective negative control (optical microscope coupled with a

digital camera, zoom: 100 x).

Negative control, 48 h

5-FU, 10 uM, 48 h
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19,10 uM, 48 h
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Cell proliferation relative to control (%)

Cell proliferation relative to control (%)

Cell proliferation relative to control (%)
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S3. Concentration-response curves for steroid 19 and ICso determination
additional data

Compound 19 NHDF Compound 19 PNT1A
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The following table shows the estimated ICso values (uM) and respective R? for final products
and 5-FU in non-tumoral cells (NHDEF, PNT1A, and N27), and in tumoral cells (LNCaP, PC-3,

and MCE-7).
NHDF PNT1A N27 LNCaP PC-3 MCE-7

Compound ICso R? ICso R? ICso R? ICso R? ICso R? ICso R?
5-FU 634 095 648 095 319 087 943 095 2120 097 630 0.90
15 3952 094 3312 096 921 091 2737 095 17.02 0.99 4267 0.84
16 39.27 096 5452 094 33.18 0091 - - 20.06 0.99 - -
17 32.33 092 >100 - >100 - - - - - 20.82 0.83
18 29.65 0.94 2956 0.84 1258 0.86 - - 3756 0.98 - -
19 18.69 097 1275 094 1332 091 1283 098 19.03 096 347 093
20 4996 0.92 56.63 092 6446 091 - - - - - -
21 2344 094 4633 093 13.16 0.85 - - - - - -
22 1495 096 1441 099 16.77 086 1502 098 4446 099 1446 0.90
23 2834 096 1327 098 1274 0.89 19.29 098 1397 099 18.68 0.93
24 3343 0.86 5646 095 1892 092 - - - - - -
25 1598 093 1533 098 1536 090 36.88 0.88 14.52 098 1452 0.92
26 16,62 085 1558 099 1434 096 1134 097 4376 097 21.82 092
27 1840 0.83 1947 095 4235 090 1580 0.93 - - 56.90 0.92
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S4. Interactome of steroid 22 at aromatase active site

Interactions of steroid 22 at aromatase active site:

Interactions
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Interactions of androstenedione (co-crystallized ligand) at aromatase active site:
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Overlap of 22 (yellow) and androstenedione (purple) in the active site of aromatase:
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