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1. 1H-NMR AND 13C-NMR SPECTRA OF FINAL PRODUCTS 1-8 
5-(1,2-dithiolan-3-yl)-N-(2-oxo-2-(quinolin-8-ylamino)ethyl)pentanamide (1) 

1H-NMR 
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13C-NMR  
 
5-(1,2-dithiolan-3-yl)-N-(3-oxo-3-(quinolin-8-ylamino)propyl)pentanamide (2) 
1H-NMR 
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13C-NMR 

 
5-(1,2-dithiolan-3-yl)-N-(4-oxo-4-(quinolin-8-ylamino)butyl)pentanamide (3) 

1H-NMR 
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(E)-3-(3,4-dihydroxyphenyl)-N-(2-oxo-2-(quinolin-8-ylamino)ethyl)acrylamide (4) 

1H-NMR 
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(E)-3-(3,4-dihydroxyphenyl)-N-(3-oxo-3-(quinolin-8-ylamino)propyl)acrylamide (5) 
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1H-NMR  

13C-NMR 

 

 

(E)-4-(3-(3,4-dihydroxyphenyl)acrylamido)-N-(quinolin-8-yl)butanamide (6) 

1H-NMR 
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13C-NMR 
 

 
 

(E)-3-(4-hydroxy-3-methoxyphenyl)-N-(2-oxo-2-(quinolin-8-ylamino)ethyl)acrylamide (7) 

1H-NMR 
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 (E)-4-(3-(4-hydroxy-3-methoxyphenyl)acrylamido)-N-(quinolin-8-yl)butanamide  (8) 
1H-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 l loop. A RP column ThermosScientific TM Hypersil TM C18 ODS 
(5m, 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 ≥95% purity of all compounds 1-8. 

Time (minutes) Flow rate (mL/min) %ACN (A) %H2O (B) 
Initial 0.60 20 80 
20 min 0.60 80 20 
30 min 0.60 20 80 

 
Compound 1  
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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 µM (DMSO final concentration < 0.1%). A 4X stock solution of CuCl2 was 
prepared at concentration of 800 µM in absolute ethanol. 100 µL 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 µM. 
Then, 100 µL of each compound solutions were added in every well obtaining a final concentration of com-
pounds of 10 µM (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 µM (DMSO final concentration < 0.1%). 75 µL of each 
compound solution were properly diluted to 200 and 100 µM and then added with 75 µL of 1mM methanolic 
solution of DPPH (final DPPH concentration 500 µM, final concentrations of compounds 200, 100 and 50 
µM, 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 IC50 of selected compounds, in a 96-well plate 300 µM methanolic solutions of compounds (75 µL) 
were properly diluted to 150, 75, 37.5, 18.8, 9.4, 4.7 and 0 µM (duplicated). Then, in each well were added 75 
µL 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:  𝑠𝑐𝑎𝑣𝑒𝑛𝑔𝑖𝑛𝑔 𝑐𝑎𝑝𝑎𝑐𝑖𝑡𝑦 % = 100 ∗  𝐴𝑏𝑠  − 𝐴𝑏𝑠  𝐴𝑏𝑠   
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5. Cell viability 
 

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 (1-10-100µM) and then exposed for 3 h with H2O2 
500µM. The dashed line indicates the reference value of Ctrl: control group - no compounds or H2O2 expo-
sure. Values in the graph indicate % viability as the mean ± SE obtained from a n=3 of independent experi-
ments 
 

 


