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Extended Data Fig. 10 | Aberrant splicing due to exonic SNVs causes LOF.  
a-c, Impact of codon 199 variants NC_000017.11:g.7674934T>A/C/G and codon 
137 variant NC_000017.11: g.7675202A>T on the anti-proliferative activity of N3a 
in H460 cells. Wild-type (WT), missense (R175H), and nonsense (R175X) variants 
are shown for comparison. a, Proliferation curves under treatment with 10 µM 
N3a. For the g.7674934T>A and g.7675202A>T genotypes, plots show the mean 
+SD of independent clones. b, Dose-response curves of N3a calculated from 
proliferation curves by non-linear regression of area under the curve (AUC) 
values. c, IC50 values with 95% confidence interval for N3a calculated from dose-
response curves in b. d, Western blot demonstrating mutant p53 and p21 protein 
expression in independent H460 clones in the absence and presence of N3a.  
e and f, cDNA analysis of g.7674934T>A/C/G clones. e, Agarose gel 

electrophoresis of reverse transcription (RT)-PCR products. f, mRNA 
transcripts detected by Sanger sequencing of RT-PCR amplicons. g, Western 
blot demonstrating reduced size of the p53 protein in H460 clones with the 
g.7675202A>T genotype. h and i, cDNA analysis of g.7675202A>T clones.  
h, Agarose gel electrophoresis of RT-PCR products. i, Sequencing analysis of 
RT-PCR amplicons showing an in-frame deletion of 12 amino acids. j, Quantitative 
RT-PCR specific for the regularly spliced p53 and CDKN1A/p21 mRNA in H460 
g.7675202A>T cells transfected with splice-switching oligonucleotide (SSO) 
and treated with N3a as indicated. Shown is the mRNA expression relative to 
untreated as mean±SD (n=3 biological replicates); two-way ANOVA with Tukey’s 
multiple comparisons test.
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