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Supplementary Figure 1. Selection of targeted inhibitor concentrations for combination experiments with
radiation in NSCLC cell lines. 2D cultures of NSCLC cell lines were treated with increasing concentrations of
targeted inhibitors for 24 hours. Cell viability was measured with Prestoblue assay (Thermofisher, A13261) and
fluorescence was registered using a Cytation 5 multimode reader (Agilent, BioTek). Cell viability was calculated
relative to DMSO controls. Data represents mean + SD of two independent experiments in triplicate.
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Supplementary Figure 2. Radiosensitization profile of a set of targeted drugs in the panel of NSCLC in
2D clonogenic assays. Cells were treated with increasing doses of targeted inhibitors for 24 hours and
then irradiated with 0-6 Gy doses. Surviving fractions were fitted with the LQ regression and DEFsro.1

were calculated for each dose of inhibitor. Data points correspond to mean £+ SD of three independent

experiments in triplicate. Statistical significance was evaluated on LQ regression lines using an F-test. *
p <0.05, ** p<0.01, *** p <0.001
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Supplementary Figure 3. Radiosensitization profile of a set of targeted drugs in the panel of NSCLC in
3D ECM-based clonogenic assays. Cells were treated with increasing doses of targeted inhibitors for
24 hours and then irradiated with 0-6 Gy doses. Surviving fractions were fitted with the LQ regression
and DEFsro.1 were calculated for each dose of inhibitor. Data points correspond to mean + SD of three
independent experiments in triplicate. Missing lines represent conditions where 0 colonies were
obtained at the end of the assay. Statistical significance was evaluated on LQ regression lines using an
F-test. * p <0.05, ** p <0.01, *** p <0.001.
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Supplementary Figure 4 Synergistic interactions between radiation and targeted inhibitors in 2D NSCLC
cell lines. Surviving fractions (normalized to untreated controls) from 2D colony formation assays were
reanalyzed with SynergyFinder 3.0 online tool using the ZIP synergy reference model. Bars represent
mean ZIP score £ SD (n=3) for each drug dose/ radiation combination. Combinations with ZIP scores
>10 were considered synergistic (Green background) and between -10 and to 10 were additive effects

(White background).
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Supplementary Figure 5. Synergistic interactions between radiation and targeted inhibitors in 3D
NSCLC cell lines. Absolute surviving fractions from 3D colony formation assays were reanalyzed with
SynergyFinder 3.0 online tool using the ZIP synergy reference model. Bars represent mean
ZIP score£SD (n=3) for each drug dose/ radiation combination. Combinations with ZIP scores >10 are
considered as synergistic (Green background) and between -10 to 10 as additive effects (White

background)
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Supplementary Table 1. Summary of ZIP synergy scores (mean = SD) of three independent experiments in
2D cultures following combined treatment with increasing inhibitor concentrations and 2 Gy irradiation.
Data correspond to the numerical values of the plot shown in Figure 4B. Conc: drug concentration.

Mean ZIP score = SD
Inhibitor Conc NCI-H460 NCI-H441 NCI-H1703 Calu-6 SW1573
DNA-PKi 60 12.349.9 13.74£5.2 17.3+7.6 10.7+5.6 11.0+£8.8
[nM] 200 29.8+6.3 16.1+6.6 36.1+4.4 34.842.9 29.6+6.0
ATRi 18 -12.4+10.8 10.6+12.9 -4.6+7.7 3.7+11.9 10.049.1
[nM] 60 -16+4.6 15.6+8.8 8.9+12.0 16.5+12.9 6.4+13.8
PARPi 0.9 16.243.8 -5.3+7.7 0.3+4.4 3.245.7 5.6+3.9
[WM] 3 20.5+£3.9 -0.5+10.7 6.6+4.7 6.2+7.2 10.5+4.5
10 7.4+1.1 -7.5+10.6 7.44+6.2 1.2+4.9 8.7+4.8
IAPi [nM] 30 3.5+4.2 5.94+6.6 3.7+£13.2 6.3+5.1 6.8+5.8
300 3.7+4.6 3.9+6.2 3.3+10.8 3.5+13.7 5.9+7.7

Supplementary Table 2. Summary of ZIP synergy scores (mean + SD) of three independent experiments in
triplicates in 3D cultures following combined treatment with increasing inhibitor concentrations and

2 Gy irradiation. Data correspond to the numerical values of the plot shown in Figure 4C. Conc: drug
concentration.

Mean ZIP score = SD

Inhibitor Conc  NCI-H460 NCI-H441 Calu-6
.18 1.244.9 0.3+4.4 12.249.7
DITI‘T‘I;;]K‘ 60 14.4+6.0 72463 25.6+11.2
200 39.849.8 16.145.9 42.9+72

. 18 0.4+5.4 11371 27427

‘[*nTMR]‘ 60 12.245 4 15.7+10.8 24.5+5.
200 0.0+0.1 0.0+0.4 15.846.0

. 0.9 9.8+10.4 0.8+4.3 8.9+15.8
P[All\‘;]" 3 10.149.4 2.843.8 28.1+15.5
" 10 4.9+43 0.9£0.5 15.8422.1
AP 90 -5.6£5.6 1.546.0 83+15.0
300 74475 9.648.2 24.1+15.7

[nM]

1000 10.7+13.5 4.6+8.4 24.6x£19.6




