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I H-NMR AND BC-NMR SPECTRA OF FINAL PRODUCTS 1-8
5-(1,2-dithiolan-3-yl)-N-(2-0x0-2-(quinolin-8-ylamino)ethyl)pentanamide (1)

TH-NMR
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BC-NMR

5-(1,2-dithiolan-3-yl)-N-(3-0x0-3-(quinolin-8-ylamino)propyl)pentanamide (2)

TH-NMR
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2. HPLC analysis
HPLC purity determination was performed on a Varian Pro Star 330PDA detector, a ternary HPLC pump Var-
ian 9012 and a Rehodyne injector with 20  1loop. A RP column ThermosScientific TM Hypersil TM C18 ODS
(5 m, 250 x 4.6 mmID) HPLC was used for all analysis (detection at 240 nm). Stock solutions of compounds 1-
8 were prepared in a mixture of MeOH/ACN (2:3) and stored at 4°C. As the mobile phase, acetonitrile was used
as eluent (A) and eluent (B) was water, with the elution gradient varying according to the method depicted in
the table. HPLC analysis confirmed the 295% purity of all compounds 1-8.

Time (minutes) Flow rate (mL/min) %ACN (A) %H:20 (B)
Initial 0.60 20 80
20 min 0.60 80 20
30 min 0.60 20 80

Compound 1
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Run File e-\documents end settings\varisn\desktop\bacci\compound 1 h acn.run

Method File
Sample ID

Injection Date: 11/05/2022 1

Operator -

Workstation: HELC
Instrument : Varian Star #1
Channel  : 2 = 240.00 nm

“+ LC Workstation Version 6.41

Run Mode Enalysis
Dezk Measurement: Deak Area

Calculacion Type: Bercent

Peak Result

0315
1.8085
0.0545

96.0743
0.0308

™

Totals: 100.0000

Compound 2

Detector Type:

Caleulation Date:

Bus Address
Sample Rate
Bun Time

e:\star\data\bacci\siS8 h acn 1-12 c-2.mth
5i58 h acn 1-12 ¢

“* 01938-61c0-ea4-04b0 *~

Ret. Time
Time Offset Azes
(min)  (min) (counts)
6.147  0.000 801455
14.520  0.000 713510
20013 0.000 21515
21.160 0.000 37905088
0.000 12080

22.852

0.000

39453692

11/05/2022 13.43

330 UV-Vis. BDA

Sep. 1/2  Status
Code (sec) Codes
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)
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Ticle :
Run File  : c:\documents end settings\varien\desktop\baccilcampound 2 h acn.run
Method File : c:\staridsta\bsccilsi 56 h sen 1-12 o2 msh
Sample ID  : SI 64 E ACN 1-12
Injection Date: 09/05/2022 16.52  Calculation Date: 03/05/202Z 17.58
Operatar  : Detector Type: 230 UV-Vis. DA
Workstasion: HELC Bus Address : 71
Instrument : Varizn Star £1 Sample Rate : 0.63 Hz
Chanmel  : 2 = 240.00 nm Run Time 31013 min

“+ LG Workstation Version €.41 *+ 01938-61c0-2a4-04b0 **

Run Mode - Rnalysis
Deak Measurement: Deak Area
Caleulation Type: Bercent

Ret. Time Width
Pezk Peak Result Time Offset Area Sep. 1/  Status
Ho_ Name 0 (min)  (min) (counts) Code (sec) Codas

0.5170 6.040  0.000 EEERES
1.1710 6.867 0.000 1107083
0.3042  15.107 0.000 287835

930078 22.333 0.000 92657843

Totals: 100.0000 0.000 94541321

Compound 3
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Run File : e:\documents and settings\wvarian\desktop\baccil\compound 2 h acn.run
Method File : ec:-\star\data\bacecil\si 5¢é h acn 1-12 e-Z.m
Sample ID : SISE H ACN H 1-12 C
Injection Date: 03/05/2022 13.59 Calculation Dete: 13/05/2022 10.54
Operator : Detector Typs 330 UV-Vis. PDA
Workstation: HPLC Bus Address - 71
Instrument : Varian Star #1 Sample Rate 0.83 Hz
Channel 1 2 =240.00 nm Run Time 31.013 min

#+ LC Workstetion Version €.41 *+ 01338-6lcO-ead-04bd ++

Run Mode - Analysis
Peak Messurement: Peak Area
Calculation Type: Percent

Ret. Time Width
peak Pezk Result Time Offset Ares Sep. 1/  Status

Ho. Hame 0 (min)  (minm) (counts) Code (sec) Codes

0.4892 6.120 0.000 226791

BB 7.3
0.1859 6.413  0.000 75357 BE 3.4
1.4702 €.973  0.000 £67943 BE 12.§
1.7996 15.613 0.000 817813 BE 21.3
0.2441  21.587 0.000 110917 BE 15.8

957174 22.840 0.000 43437536 BB 13.8
0.1036 24.333  0.000 47080 BE 12.3

100.0000 0.000 45233203
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Sample ID  : SI 27 H ACH

Injection Date: 06/05/2022 10.1%

Operator -

Workstation: HELC
Instrument - Varian Star $1
Channel  : 2 = 240.00 nm

Calculation Dat

Detector Type:
Bus Address
Sample Rate
Run Time

: 0.63 Hz

1 11/08/2022 15.32

330 UV-Vis. PDA

31.013 min

4+ LC Workstation Version 6.41 ** 01938-6lc0-ea4-04b0 **

Run Mode Rnalysis

Deak Measuremens: Peak Area

Calculation Type: Dercent
Ret.

peak Peakx Result Time
tmin)
5.072
5_800
12 420
13.620
21373

Totals: 93.3933

Time
offset
{min)
0.000
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0.000
0.000
0.000

0.000

Ares
{counts)

731303
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400043

70528120
106376

72707281

Status
Codes




Pharmaceuticals 2022, 15, 688

16 of 21

Compound 5

i

@ e & £ &
=
125+ N OH
N
HN H A
\n/\/ OH
o
100+
o
&
b
@
075
=
=
050+
0254
o
§ 5 g & 5
@ @ = 2 ]
0.00- M A
<014 T T T T T 1
10 15 20 25 30
Minutes
Title =
Dun File  : c:\documents and settings\varian\desktop\baccilcompound § h acn.run
Method File : c:\star\dataibaccilsi 63 h aen 1-
Sample ID  : ST 63 H ACN 1-6

Injection Date: 06/05/2022 1508 Calculavion Date:

Detector Type:
Bus Address
Sample Rate

Operator -

Workstation: HPLC

Instrument : Varian Star §1

Channel  : 2 = 240.00 nm Run Time

71

- 0.83 Hz
21.013 min

#% LC Workstation Version €.41 *+ 01938-6lc0-sad-04b0 +¥

Run Mode - Analysis
Pesk Measurement: Deak Area
Calculation Type: Percent

Ret.
Pesk Pesk Result Time
Mo Hame 0 {min)

6.099

6.973
15.533
17_640
19.293

25.267

Totals: 1000001

Time
Offset
{min)

0.000
0.000
0.000
0.000
0.000
0.000

0.000

Azrea
{counts)
1654871
821741
82310720
184284
572517
268864

85812757

13/05/2022 10.50

330 UV-Vis. PDA

Width
Sep. 1/2
Code (sec)

BE 13.0
BE 17.6
BE 17.8
BB 12.7
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Status
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c:\documents and settings\varian\desktop\bacci\compound & h sen -run

c:\star\data\bsccilsi 24 h aen -Z.mth
s8I 24 H ACN

Injection Date: 05/05/202Z 16.38  Calculation Dat

1 13/08/2022 10.48

Operator Detector Type: 330 UV-Vis. PDA
Workstatien: HPLC Bus Address : 71

Instrument : Varian Star #1 Sample Rate : 0.63 Hz
Channel : 2 =240.00 nm Run Time = 2

4+ LC Workstation Version 6.41 *+ 01938-61c0-s24-04b0 **
Run Mode Enelysis

Deak Azea

Caleulation Type: Bercent

Ret. Time
Deak Peak Result Time Offset Ares Status
fmin)  (min) (counts) Codas
0.000 482938
0.000 263350
0.000 115946
0.000 3687304
0.000 39989

100.0000 0.000 54595787
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3. Copper chelating study
Standard solutions of compounds 1-8 were prepared in 100% DMSO and diluted in absolute ethanol to
reach the concentration of 20 uM (DMSO final concentration < 0.1%). A 4X stock solution of CuCl> was
prepared at concentration of 800 uM in absolute ethanol. 100 uL of this solution was transfected in a 96-
well plate and diluted to obtain progressive final concentrations of 100, 50, 25, 12.5, 6.25, 3.125, 1.56, 0 uM.
Then, 100 pL of each compound solutions were added in every well obtaining a final concentration of com-
pounds of 10 uM (duplicated). After 30 minutes of incubation in a dark room, the absorption spectrum was
recorded at room temperature with UV-vis spectrophotometer PerkinElmer EnSpire 2300. Absorption spec-
tra were collected detecting values at different wavelengths (230-500 nm) and normalized with control (eth-
anol solution) and then analyzed the absorbance values in function of wavelength using SpectraGryph 1.2.

4. DPPH assay
In this method, the scavenging activity of the colored radical by synthetized compounds is followed by
spectrophotometry. Standard solutions of compounds 1-8 were prepared in 100% DMSO and diluted in
absolute methanol to reach the concentration of 400 uM (DMSO final concentration < 0.1%). 75 uL of each
compound solution were properly diluted to 200 and 100 uM and then added with 75 puL of ImM methanolic
solution of DPPH (final DPPH concentration 500 pM, final concentrations of compounds 200, 100 and 50
uM, duplicated). The well was incubated in a dark room, at room temperature for 45 minutes and the ab-
sorbance values was measured at 531 nm with PerkinElmer Enspire 2300 multiplate reader. Instead, for
detect ICso of selected compounds, in a 96-well plate 300 uM methanolic solutions of compounds (75 pL)
were properly diluted to 150, 75, 37.5, 18.8, 9.4, 4.7 and 0 pM (duplicated). Then, in each well were added 75
uL of a 1 mM methanolic solutions of DPPH (final well concentration 500 nM). The well was incubated in a
dark room, at room temperature for 45 minutes and the absorbance values was measured at 531 nm with
PerkinElmer Enspire 2300 multiplate reader. All the values were then mediated, normalized with control
(only methanol) and the scavenging activity percentage calculated with the formula:
AbSDPPH - Abscompound
Abspppy

scavenging capacity % = 100 *
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5. Cell viability
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Figure S1. Cell viability was analysed by CellTiter 96 Aqueous — One solution Reagent. Cells were pre-
treated for 24 h with compounds at various concentration (1-10-100uM) and then exposed for 3 h with H20:
500puM. The dashed line indicates the reference value of Ctrl: control group - no compounds or H20O2 expo-
sure. Values in the graph indicate % viability as the mean + SE obtained from a n=3 of independent experi-
ments



