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In pursuit of synergy: An investigation of the PI3K/mTOR/MEK
co-targeted inhibition strategy in NSCLC

SUPPLEMENTARY FIGURES AND TABLE
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Supplementary Figure S1: mTOR pathway mRNA up/down-regulation in H460 cells compared to and A549s. RNA was
extracted from H460 and A549 cells. cDNA was synthesized, which was then added to mTOR pathway RT? Profiler Arrays. H460 gene
expression was compared to A549 gene expression. A heat map was constructed using SABiosciences online software, with fold changes
shown below, where ‘A’ refers to genes which amplified late (>30 cycles) in either sample, ‘B’ refers to genes which amplified late (>30
cycles) in both samples, and ‘C’ refers to samples where no expression was detected in either sample. 27 genes were upregulated >2 fold
and 39 genes were downregulated >2 fold) in H460 cells compared with A549 cells.
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Supplementary Figure S2: mTOR pathway mRNA up/down-regulation in H1975 cells compared to and A549 cells.
RNA was extracted from H1975 and A549 cells. cDNA was synthesized, which was then added to mTOR pathway RT? Profiler Arrays.
H1975 gene expression was compared to A549 gene expression. A heat map was constructed using SABiosciences online software, with
fold changes shown below, where ‘A’ refers to genes which amplified late (>30 cycles) in either sample, ‘B’ refers to genes which amplified
late (>30 cycles) in both samples, and ‘C’ refers to samples where no expression was detected in either sample. 26 genes were upregulated
>2 fold and 41 genes were downregulated >2 fold in H1975 cells compared with A549 cells.
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Supplementary Figure S3: mTOR pathway mRNA up/down-regulation in H1975 cells compared to and H460 cells.
RNA was extracted from H1975 and H460 cells. cDNA was synthesized, which was then added to mTOR pathway RT? Profiler Arrays.
H1975 gene expression was compared to H460 gene expression. A heat map was constructed using SABiosciences online software, with
fold changes shown below, where ‘A’ refers to genes which amplified late (>30 cycles) in either sample, ‘B’ refers to genes which amplified
late (>30 cycles) in both samples, and ‘C’ refers to samples where no expression was detected in either sample. 9 genes were upregulated
> 2 fold and 23 genes were downregulated in H1975 cells compared with H460 cells.
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Supplementary Figure S4: Cancer drug resistance mRNA up/down-regulation in H460 cells compared to A549 cells.
RNA was extracted from H460 and A549 cells. cDNA was synthesized, which was then added to cancer drug resistance RT? Profiler Arrays.
H460 gene expression was compared to A549 gene expression. A heat map was constructed using SABiosciences online software, with fold
changes shown below, where ‘A’ refers to genes which amplified late (>30 cycles) in either sample, ‘B’ refers to genes which amplified late
(>30 cycles) in both samples, and ‘C’ refers to samples where no expression was detected in either sample. 9 genes were upregulated > 2
fold and 65 genes were downregulated > 2 fold in H460 cells compared with A549 cells.
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Supplementary Figure S5: Cancer drug resistance mRNA up/down-regulation in H1975 cells compared to A549 cells.
RNA was extracted from H1975 and A549 cells. cDNA was synthesized, which was then added to cancer drug resistance RT? Profiler
Arrays. H1975 gene expression was compared to A549 gene expression. A heat map was constructed using SABiosciences online software,
with fold changes shown below, where ‘A’ refers to genes which amplified late (>30 cycles) in either sample, ‘B’ refers to genes which
amplified late (>30 cycles) in both samples, and ‘C’ refers to samples where no expression was detected in either sample. 9 genes were
upregulated > 2 fold and 60 genes were downregulated > 2 fold in H1975 cells compared with A549 cells.
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Supplementary Figure S6: Cancer drug resistance mRNA up/down-regulation in H1975 cells compared to H460 cells.
RNA was extracted from H1975 and H460 cells. cDNA was synthesized, which was then added to cancer drug resistance RT? Profiler
Arrays. H1975 gene expression was compared to H460 gene expression. A heat map was constructed using SABiosciences online software,
with fold changes shown below, where ‘A’ refers to genes which amplified late (>30 cycles) in either sample, ‘B’ refers to genes which
amplified late (>30 cycles) in both samples, and ‘C’ refers to samples where no expression was detected in either sample. 20 genes were
upregulated >2 fold and 26 genes were downregulated in H1975 cells compared with H460 cells.
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Supplementary Figure S7: Effect of GDC-0980 and/or GDC-0973 treatment on phosphoprotein expression in H460
cells. Protein was isolated from H460 cells untreated (4hrs) and treated with GDC-0980 (1uM, 4hrs), GDC-0973 (1uM, 4hrs) and a 1:1
mix of the 2 drugs using Cell Signalling lysis buffer. Phosphoprotein expression was explored using PathScan arrays (duplicate spots, n=3).
Spot intensity was quantified through ImagelJ software and data were expressed as relative mean = SEM.
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Supplementary Figure S8: Effect of GDC-0980 and/or GDC-0973 treatment on phosphoprotein expression in A549
cells. Protein was isolated from A549 cells untreated (4hrs) and treated with GDC-0980 (1uM, 4hrs), GDC-0973 (1uM, 4hrs) and a 1:1
mix of the 2 drugs using Cell Signalling lysis buffer. Phosphoprotein expression was explored using PathScan arrays (duplicate spots, n=3).
Spot intensity was quantified through ImagelJ software and data were expressed as relative mean = SEM.
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Supplementary Figure S9: Effect of GDC-0980 and/or GDC-0973 treatment on phosphoprotein expression in H1975
cells. Protein was isolated from H1975 cells untreated (4hrs) and treated with GDC-0980 (1uM, 4hrs), GDC-0973 (1uM, 4hrs) and a 1:1
mix of the 2 drugs using Cell Signalling lysis buffer. Phosphoprotein expression was explored using PathScan arrays (duplicate spots, n=3).
Spot intensity was quantified through ImagelJ software and data were expressed as relative mean = SEM.
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Supplementary Figure S10: Baseline phosphoprotein expression in H460, A549 and H1975 cells. Protein was isolated from
H460, A549 and H1975 cells (untreated) using Cell Signalling lysis buffer. Phosphoprotein expression was explored using PathScan arrays
(duplicate spots, n=3). Spot intensity was quantified through ImageJ software and data were expressed as relative mean + SEM. */*%/%%*;
p<0.05/0.01/0.001 respectively, from one way ANOVA with Tukey test.
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Supplementary Table S1: Fluidigm gene panel 13-gene. 175 Irish NSCLC tumour samples were profiled by Fluidigm
Technology, using an allele-specific test covering 13 genes (150 mutations).

See Supplementary File 1



