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1. Testing cell proliferation and viability 

The cell viability was analyzed by the MTT assay after 24 and 72 hours of exposition to PTC124, 
NV2445, NV848, NV930, and NV914. The assay showed that cell viability was already affected by 
PTC124 (48μM) at 24 hours of treatment. NV2445 showed the worst performance in terms of safety 
profile. In contrast NV848, NV914, and NV930 molecules did not show altered cell viability or 
proliferation (Figure S1) at the same time points. A partial cytotoxic effect was observed at 72 hours, 
especially after the addition of NV930 at the doses of 24 and 48μM (Figure S1). 

 
Figure S1. MTT assay in FRT cells to evaluate cell viability after 24-72 hours of treatment with high 
concentrations (12, 24, 48 μM) of NV selected molecules compared to untreated, DMSO and PTC124. 
Data were analyzed by GraphPad Prism 6 software and expressed as mean values ± standard error of 
the mean (S.E.M.). Symbol (*) represent statistical significance of PTC124, NV848, NV914, and 
NV930 versus Untr.: *, p < 0.05; **, p < 0.01; ***, p < 0.001 (ANOVA with Dunnett’s post hoc test). 

2. Dose-response activity 

We analyzed the dose/response activity of NV848, NV914, and NV930 at 3, 6, 12, 24, and 48 μM 
doses. As shown in Figure S2, CFTR expression was detected at all tested concentration and 24 μM 
was the concentration at which the higher CFTR expression was observed for NV848 and NV930. 
NV914 showed a slightly higher activity at 48 than at 24 μM doses. EC50 of NV848 and NV914 was 
calculated by GraphPad Prism 6 software and reported in table S1, while for NV930 data fitting was 
not satisfactory, although a rough estimate of EC50 = 13 μM could be calculated based on the 
maximum activity recorded at the 24 μM dose [1]. 



 

 

 

Figure S2. Dose/response measurement after treatment with five different concentrations of NV848, 
NV914, and NV930 in FRT CFTRW1282X cells. Western blot analysis revealed CFTR expression after 24 
h of treatment with 3, 6, 12, 24, and 48 μM of NV848, NV914, and NV930. Graphs on the right show 
relative band density measured by ImageJ software.  Data were analyzed by GraphPad Prism 6 
software and expressed as mean values ± standard error of the mean (S.E.M.). Symbol (*) represent 
statistical significance of PTC124, NV848, NV914 and NV930 versus Untr.: *, p < 0.05; **, p < 0.01; ***, 
p < 0.001 (ANOVA with Dunnett’s post hoc test). 

Table 1. EC50 in FRT CFTRW1282X cells. 

NV848 6.5 μM 95%CL 0.02μM - 1.8mM 

NV914 16.4 μM 95%CL 0.3μM - 810 μM 

 



 

 

3. Quantification of the CFTR expression by fluorescence measure with ImageJ software 

Quantification of CFTR expression in Figure 6 and 7 of the manuscript was done manually by 
using ImageJ software. The background was subtracted and the integrated signal intensity in the 
selected area (one cell) was measured.  

 
Figure S3. Quantitation of the CFTR signal in immunofluorescence analysis shown in Figure 6 and 7. 
Graphs show CFTR intensity measured in immunofluorescence analysis in FRT CFTRWT and FRT 
CFTRG542X and CFTRW1282X. Data were analyzed by GraphPad Prism 6 software and expressed as 
mean values ± standard error of the mean (S.E.M.). Symbol (*) represents statistical significance of 
PTC124, NV848, NV914, and NV930 versus Untr.: *, p < 0.05; **,  p < 0.01; ***, p < 0.001 (ANOVA 
with Dunnett’s post hoc test). 
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