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1. Cell proliferation assays. 

The non-small cell lung cancer (NSCLC) cell line NCI-H1975 (ICLC, Genova) was grown in 

DMEM medium supplemented with 10% fetal bovine serum, 1% L-glutamine, and 1% 

penicillin/streptomycin 100 U/mL (Sigma-Aldrich, Milan, Italy) and maintained in a CO2 incubator 

at 37 °C and 5% CO2. The effects of hydrazone-DHBERs 2an and hydrazone-THBERs 3ag,in 

on cancer cell proliferation were analyzed by WST-8 and sulforhodamine B (SRB) assays, 

estimating cell metabolic activity and total protein content, respectively.1 Test compounds were 

solubilized in dimethyl sulfoxide (DMSO) at the concentration 50 mM and then diluted at 25 µM in 

complete medium (final DMSO concentration 0.05%). DHBER and THBER were also tested at the 

same concentration as reference molecules for hydrazone-DHBERs and hydrazone-THBERs, 

respectively. 

 

2. WST-8 assay. 

The WST-8 assay (Sigma-Aldrich, Milan, Italy) is a colorimetric test based on the reduction of the 

tetrazolium salt WST-8 [2-(2-methoxy-4-nitrophenyl)-3-(4-nitrophenyl)-5-(2,4-disulfophenyl)-2H-

tetrazolium, monosodium salt] by cellular dehydrogenases in viable cells.2 Briefly, cells (5000/well) 

were seeded in clear 96-well plates and then treated with the test compounds (25 µM) or vehicle 

(0.05% DMSO, untreated control). After 24 and 48 of incubation, test compounds were removed 

thus to avoid possible interferences with the assay, WST-8 reagent in DMEM was added to each 

well, and cells were further incubated at 37 °C up to 4 h. Color development was monitored at 450 

nm in a multiwell plate reader (Thermo Fisher Scientific, Milan, Italy). Data were expressed as 

percentage versus untreated cells. 
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3. Sulforhodamine B assay 

The SRB assay is based on the ability of SRB dye to bind basic protein amino acid residues. The 

amount of dye incorporated by the cells gives an estimation of total protein mass, which is directly 

proportional to cell number.3 In detail, cells (5000/well) were seeded in 96-well plates and then 

treated with the test compounds (25 µM) or vehicle (0.05% DMSO, untreated control) for 24 and 

48. At the end of the treatment, test compounds were removed, cells were fixed using 100 µl/well of 

50% aqueous trichloroacetic acid for 1 h at 4 °C, rinsed with water and incubated for 30 min with 

50 µl/well SRB solution (0.4%) (Sigma-Aldrich, St. Louis, USA). After rinsing with 1% acetic acid 

and solubilizing in 10 mM Tris for 10 min, the absorbance of each well was measured in a 

microplate reader (Thermo Fisher Scientific, Milan, Italy) at 570 nm. Data were expressed as 

percentage versus untreated cells. 

 

4. Statistical analysis 

Results were presented as mean ± SD of three independent experiments. Differences between 

means were analyzed by one-way ANOVA followed by Tukey post-hoc test (SPSS software, IBM). 

A P value <0.05 was considered statistically significant. 
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