


Figure S1 

(A) qPCR detecting relative levels of ASCL1 mRNA transcripts in two matched clones of WT 

and S-A ASCL1-expressing cells when compared to uninduced cells. n=3 biological 

replicates. Dot plot shows Mean ± SEM, two-tailed unpaired t-test (*** p<0.001). 

(B) Confluence assay in NB cells after WT and S-A ASCL1 induction with doxycycline 

concentrations as labelled, n=3 biological replicates. Graph shows Mean ± SEM, two-tailed 

unpaired t-test (* p<0.05). 

(C) Western blot for the apoptosis marker cleaved PARP (red arrow) in WT and S-A ASCL1-

induced SH-SY5Y NB cells (α-Tubulin as loading control). 

(D) “Phos-tag” western blot analysis to detect phospho-forms of ASCL1 in WT and S-A ASCL1-

induced SH-SY5Y NB cells, λPase (phosphatase treated).   

(E) ASCL1 staining (green) after WT and S-A ASCL1 induction in SH-SY5Y NB cells, DAPI 

(Blue). 

(F) Phase contrast images of SK-N-BE(2)c expressing either WT or SA ASCL1 for 7 days (after 

500ng DOX induction). Arrow heads indicate neurites. 

 

 

 

 

 

 

 

 





Figure S2 

(A) Western blotting for MYCN within cytoplasm and chromatin fractions in SH-SY5Y NB 

cells, either uninduced (Ctl) or 24 hours post-induction of WT and S-A ASCL1, α-Tubulin 

(control for cytoplasmic fractionation) and histone H3 (control for chromatin fractionation). 

(B) ChIPseq and RNAseq tracks of MYCN in SH-SY5Y NB cells, either uninduced (Ctl) or 24 

hours post-induction of WT and S-A ASCL1. ChipSeq n=8 in 4 biological replicates, 

RNAseq n=10 in 5 biological replicates. 

(C) Quantification of MYC western blot detected in chromatin fractions showed in Fig. 2B, 

average of three independent experiments. Graph shows Mean ± SEM, two-tailed unpaired t-

test (*p < 0.05, ***p < 0.001). 

  





Figure S3 

ChipSeq and RNAseq tracks of differentiation targets in SH-SY5Y NB cells, either uninduced 

(Ctl) or 24 hours post-induction of WT and S-A ASCL1. ChipSeq n=8 in 4 biological replicates, 

RNAseq n=10 in 5 biological replicates. 
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