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Abstract 

Background:  The pro-neural transcription factor ASCL1 is a master regulator of neurogenesis and a key factor neces-
sary for the reprogramming of permissive cell types to neurons. Endogenously, ASCL1 expression is often associated 
with neuroblast stem-ness. Moreover, ASCL1-mediated reprogramming of fibroblasts to differentiated neurons is 
commonly achieved using artificially high levels of ASCL1 protein, where ASCL1 acts as an “on-target” pioneer factor. 
However, the genome-wide effects of enhancing ASCL1 activity in a permissive neurogenic environment has not 
been thoroughly investigated. Here, we overexpressed ASCL1 in the neuronally-permissive context of neuroblastoma 
(NB) cells where modest endogenous ASCL1 supports the neuroblast programme.

Results:  Increasing ASCL1 in neuroblastoma cells both enhances binding at existing ASCL1 sites and also leads to 
creation of numerous additional, lower affinity binding sites. These extensive genome-wide changes in ASCL1 bind-
ing result in significant reprogramming of the NB transcriptome, redirecting it from a proliferative neuroblastic state 
towards one favouring neuronal differentiation. Mechanistically, ASCL1-mediated cell cycle exit and differentiation 
can be increased further by preventing its multi-site phosphorylation, which is associated with additional changes in 
genome-wide binding and gene activation profiles.

Conclusions:  Our findings show that enhancing ASCL1 activity in a neurogenic environment both increases binding 
at endogenous ASCL1 sites and also results in additional binding to new low affinity sites that favours neuronal dif-
ferentiation over the proliferating neuroblast programme supported by the endogenous protein. These findings have 
important implications for controlling processes of neurogenesis in cancer and cellular reprogramming.

Keywords:  ASCL1, Reprogramming, Neuroblastoma, Induced neurons, Differentiation

© The Author(s) 2022. Open Access This article is licensed under a Creative Commons Attribution 4.0 International License, which 
permits use, sharing, adaptation, distribution and reproduction in any medium or format, as long as you give appropriate credit to the 
original author(s) and the source, provide a link to the Creative Commons licence, and indicate if changes were made. The images or 
other third party material in this article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line 
to the material. If material is not included in the article’s Creative Commons licence and your intended use is not permitted by statutory 
regulation or exceeds the permitted use, you will need to obtain permission directly from the copyright holder. To view a copy of this 
licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/. The Creative Commons Public Domain Dedication waiver (http://​creat​iveco​
mmons.​org/​publi​cdoma​in/​zero/1.​0/) applies to the data made available in this article, unless otherwise stated in a credit line to the data.

Background
ASCL1 (Achaete-Scute complex homolog 1) is a mas-
ter regulator of neurogenesis and plays an impor-
tant role in the development of both the central and 
peripheral nervous systems [1]. In the central nervous 
system, ASCL1 regulates fate determination of both 

neuronal and glial lineages by inducing the differentia-
tion of GABAergic inhibitory interneurons and oligo-
dendrocytes, while inhibiting astrocyte differentiation 
[2–5]. In the peripheral nervous system, the transient 
expression of ASCL1 in neuronal precursor cells and 
its subsequent downregulation is required for the dif-
ferentiation of sympathetic neuronal progenitor cells 
[6–9]. In contrast, expression of ASCL1 can induce 
cell cycle exit and differentiation of neuronal stem cells 
[10]. ASCL1 also has an essential role in regulating dif-
ferentiation within other lineages. For example, ASCL1 
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has been shown to regulate pulmonary neuroendocrine 
differentiation, where genetic ablation of ASCL1 has a 
negative effect on the differentiation of lung neuroen-
docrine cells [11, 12].

In addition to being a key transcriptional regulator 
during embryogenesis and in adult stem cells, a role for 
ASCL1 has been demonstrated in a range of solid neu-
ronal and neuroendocrine tumours such as glioblastoma, 
neuroblastoma, small cell lung cancer and prostate can-
cer [13–19]. In neuroblastoma, ASCL1 is a member of 
the core transcriptional regulatory circuit that maintains 
the adrenergic (ADRN) phenotype, an aggressive subtype 
of neuroblastoma. ASCL1 expression is modulated by 
the transcription factors LMO1 and MYCN and together 
they regulate expression of other ADRN-associated fac-
tors such as TBX2, GATA3 and PHOX2B [19].

ASCL1 belongs to the basic helix-loop-helix (bHLH) 
family of transcriptional regulators controlling multi-
ple targets involved in cell proliferation, differentiation, 
and maturation [20, 21]. Interestingly, ASCL1 can pro-
mote both proliferation and differentiation of cells within 
the same lineage [21], although the mechanisms for the 
switch in cell fate are not well understood. Indeed, this 
dual activity of ASCL1 may underpin regulatory mecha-
nisms that control the switching from proliferation to dif-
ferentiation of neural progenitors.

As befits its role as a master regulator of neurogenesis, 
a number of studies have looked at genome-wide bind-
ing and gene activation by ASCL1 in several contexts [18, 
21, 22]. Cognate binding sites of ASCL1 are predomi-
nantly found in distal enhancer regions of target genes 
and binding mostly results in activation of its gene tar-
gets. However, ASCL1-mediated gene repression has 
also been reported [23]. An interesting characteristic 
of ASCL1 is its ability to open up repressed chromatin 
regions and activate transcription of neuronal genes. This 
chromatin opening has been proposed to be associated 
with ASCL1 binding at sites with a specific combination 
of histone marks, identifying ASCL1 as an “on-target” 
pioneer factor that can reprogram cells from multiple 
lineages, as well as pluripotent adult and embryonic stem 
cells, to neuronal cells usually in combination with co-
factors [1, 24–26]. However, reprogramming is not 
always efficient, varying considerably between individual 
cells. In addition, cells can be erroneously redirected to 
other lineages, ultimately affecting the overall efficiency 
of neuronal reprogramming. Recent single-cell analysis 
studies determined that the intercellular heterogene-
ity associated with fibroblast reprogramming by ectopic 
ASCL1 can be mainly attributed to the redirection of 
cells towards an alternate myogenic fate [27]. Sustained 
expression of ASCL1 is most likely required for efficient 
reprogramming as well as neuronal differentiation.

In previous studies, we have shown that post-transla-
tional modifications of ASCL1 such as phosphorylation 
modulates its level and activity, ultimately controlling 
ASCL1’s ability to drive reprogramming of ectoderm to 
neurons as well as differentiation of neural progenitors 
and neuroblastic cancer cells [8, 13, 28]. In particular, 
neuroblastoma cells respond to un(der)phosphorylated 
ASCL1 by down-regulation of a neuroblastic core regu-
latory circuit of transcription factors accompanied by 
cell cycle exit and re-engagement of a genome-wide pro-
gramme of neuronal differentiation [13]. To better under-
stand how ASCL1 expression level and phosphorylation 
status controls chromatin target binding genome-wide, 
we have used the neuroblastoma cell line SH-SY5Y 
(termed NB cells below) as a model representing a 
broadly permissive neurogenic environment.

We find that increasing ASCL1 levels in NB cells results 
in engagement of a large number of new low-affinity 
binding sites and extensive changes in gene expression 
associated with both neuronal and myogenic pathways. 
Moreover, we use a phospho-mutant form of ASCL1 to 
show that preventing ASCL1 post-translational modifica-
tion further enhances its binding at numerous chromatin 
sites, and this is accompanied by increased gene activa-
tion and repression that is associated with neuronal dif-
ferentiation. Understanding genome-wide responses to 
changes in ASCL1 levels and phosphorylation status has 
significant implications for its use in approaches to direct 
cell fate and manipulation of its function in cancer cells 
and reprogramming protocols.

Results
ASCL1 overexpression in a neurogenic environment leads 
to promiscuous target binding and gene regulation
In fibroblasts, ASCL1 acts as a key "on-target" pioneer 
factor to open up closed chromatin and drive repro-
gramming to neurons [25]. In neuronally committed 
NB cells, endogenous ASCL1 binds promoter, enhancer 
and super-enhancer regions, supporting proliferation 
and maintaining the mutually regulated core transcrip-
tional circuit that is a signature of adrenergic-type neu-
roblastic tumours [19]. We have previously shown that 
increasing the activity of ASCL1 by ectopic overexpres-
sion of a hyper-active form of ASCL1 that cannot be 
phosphorylated on 5 serine-proline sites (S-A ASCL1) 
[28] drives differentiation of NB cells [13]. Using NB cells 
as a broadly permissive neurogenic environment, we set 
out to investigate the effects of increasing ASCL1 activ-
ity by overexpression and inhibition of phosphorylation 
on its genome-wide binding and subsequent gene activa-
tion. We used a doxycycline-inducible lentiviral system 
to induce the overexpression of wildtype (WT) or S-A 
ASCL1 in NB cells, which we have described previously 
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[13]. Using this system, ASCL1 mRNA expression levels 
increased 2–12 fold compared to endogenous  ASCL1  
[13], and this was translated in the amount of ASCL1 
protein present (Supplementary Fig. 1A). In comparison, 
the level of ASCL1 overexpression achieved by inhibition 
of the NOTCH signalling pathway in glioblastoma cells is 
between 1.5–2.5 fold [17].

First, we wished to determine whether increasing 
ASCL1 protein over endogenous levels in a neurogenic 
environment leads to enhanced binding at sites occupied 
by endogenous ASCL1, new binding at previously unoc-
cupied sites, or both. To do this, we performed ChIP-seq 
for ASCL1 protein under endogenous conditions and 
after overexpression of WT ASCL1. ASCL1 ChIP-seq 
was carried out in a total of 3 biological replicates for 
cells expressing endogenous levels of ASCL1 (i.e. ASCL1-
inducible but not treated with doxycycline), and 4 rep-
licates each from two separate clones after 24  h of WT 
ASCL1 induction. Reads from the replicates were merged 
and peaks called on the single merged libraries, prior to 
merging there was a high correlation of ASCL1 ChIP-
seq signal between biological replicates (Supplementary 
Fig. 1B). We first compared endogenous ASCL1 binding 
to that of ectopically overexpressed WT ASCL1 (Fig. 1A) 
in NB cells engineered to overexpress ASCL1 in response 
to doxycycline [13]. After ASCL1 overexpression, ectopic 
ASCL1 binds strongly to endogenous sites and is also 
recruited to many previously un-bound sites (recruited 
sites). The majority (68%) of endogenous sites are found 
in enhancer regions, as defined by publicly available 
H3K27ac profiles of NB cells [29], while approximately 
15% are in promoter regions (Fig. 1B). ASCL1 response 
genes with promoters within 3  kb of an endogenous or 
recruited ASCL1 binding site showed a similar pattern of 
transcriptional regulation after ASCL1 induction, indi-
cating that recruited ASCL1 binding sites act as func-
tional regulatory elements (Supplementary Fig. 1C).

We performed motif discovery analysis on sites bound 
by endogenous ASCL1, which confirmed a strong pref-
erence for the canonical E-box motif 5’-CAG​CTG​-3’ 
(Fig. 1C) that has been associated with ASCL1 activity in 
development of the mouse ventral telencephalon [21], as 
well as binding during ASCL1-mediated reprogramming 
in fibroblasts and differentiating neural stem cells [1, 25]. 
At recruited sites, we hypothesised that over-expressed 
ASCL1 might bind to more degenerate E-box motifs. 
Indeed, recruited sites show increased degeneracy at the 
central two nucleotides, with the consensus sequence 
5’-CASSTG-3’ (S: G/C nucleotides) (Fig. 1C).

We performed further analysis using HOMER dif-
ferential motif discovery to find motifs differentially 
enriched between endogenous and recruited sites. 
This showed that recruited sites are enriched for a 

non-canonical E-box motif 5’-CAG​GTG​-3’, whereas the 
canonical 5’-CAG​CTG​-3’ motif is the most enriched 
motif at endogenous peaks (Supplementary Fig.  1D). 
Approximately 60% (2694/4345) of endogenous ASCL1 
binding was centred within 200 bp of a canonical motif, 
compared to only 45% (19,450/43211) of recruited peaks. 
In contrast, recruited peaks were more likely to contain 
the non-canonical motif, or neither motif, and to have 
a greater number of motifs per peak, pointing to poten-
tially lower-affinity binding of recruited sites when high 
levels of ASCL1 are present (Fig.  1D, Supplementary 
Fig.  1E). We hypothesized that this increased degen-
eracy of ASCL1 binding at high levels of ASCL1 in this 
neurogenic environment could either be determined by 
a generally permissive cellular context, or it may reflect 
saturation of endogenous high fidelity binding sites and 
utilization of lower affinity sites in the presence of excess 
ASCL1. We investigated these possibilities using publicly 
available ASCL1 ChIP-seq data from mouse neuronal 
precursor cells (NPCs) and mouse embryonic fibro-
blasts (MEFs) rendered inducible for ASCL1 overexpres-
sion [25]. We performed motif discovery analysis of the 
top 1000 ASCL1 binding sites in neuronal (NPCs) and 
non-neuronal (MEFs) contexts to identify the consensus 
sequence for ASCL1 binding in these different cell types. 
Interestingly, overexpressed ASCL1-bound to a strict 
canonical E-box motif in MEFs, whereas in NPCs ASCL1 
was able to bind more promiscuously (Fig. 1E), suggest-
ing it is the neuronal context that allows degenerate 
ASCL1 binding and utilization of non-canonical E-box 
motifs, rather than simply an excess of ASCL1 protein.

Dephosphorylation of ASCL1 further enhances 
genome‑wide binding
We have previously shown that preventing phosphoryla-
tion of ASCL1 by mutating all potential cyclin-dependent 
kinase target serine-proline sites to alanine-proline (S-A 
ASCL1) enhances its ability to drive neuronal differen-
tiation in developing Xenopus embryos [28]. S-A ASCL1 
expression also enhances morphological differentiation 
of reprogrammed fibroblasts when compared to expres-
sion of WT ASCL1 [28]. Moreover, S-A ASCL1 drives 
differentiation of NB cells by promoting downregula-
tion of key proliferative targets and upregulation of CDK 
inhibitors and differentiation genes [13]. Considering 
the enhanced pro-differentiation activity of S-A ASCL1 
in these different contexts, we next set out to interrogate 
differences in genome-wide binding of phospho-mutant 
S-A and WT ASCL1 in NB cells.

In order to distinguish differences in genome-wide 
binding that are specifically due to differences in ASCL1 
phosphorylation rather than ASCL1 protein level, we 
generated two pairs of WT and S-A expressing NB 
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clones. Each pair was matched for ASCL1 protein level, 
with one pair, WT1 and S-A1 expressing a low level of 
ectopic WT or S-A ASCL1, while the other pair, WT2 
and S-A2 expressed a matched but higher level (Fig. 2A, 
Supplementary Fig. 1A). Combined data from WT1 and 
WT2 were compared with combined data from S-A1 
and S-A2, which allows us to identify specific differences 

that can be attributed to changes in phosphorylation of 
ASCL1 rather than to differences in protein level. All 
subsequent analysis was performed on this combined 
dataset. To confirm phosphorylation status of ASCL1 in 
our inducible cell lines, we performed western blotting 
for WT and S-A ASCL1 with and without phosphatase 
treatment, separated on SDS-PAGE gels containing 

Fig. 1  ASCL1 overexpression leads to association with de novo binding sites. a Average profile (top) and aligned heatmap (bottom) showing 
relative levels of endogenous and overexpressed WT ASCL1 binding at ASCL1 peaks identified in NB cells with endogenous ASCL1, or with 
overexpressed ASCL1 after 24 h induction with 1 μg/ml doxycycline (n = 8). Recruited peaks were called only in overexpressed conditions, whereas 
endogenous peaks were present in both endogenous and overexpressed conditions. Shown alongside, endogenous histone modification data 
from SH-SY5Y cells (H3K27ac, H3K4me1, H3K4me3, H3K27me3) or LAN6 cells (H3K9me3) [30, 31]. Data shown ± 3 kb from the peak centre. b 
Barchart showing the percentage of endogenous and recruited peaks that fall within NB gene promoters, enhancers, intergenic regions, and gene 
bodies. Actual number of peaks shown in each bar. c Top E-box binding motif identified in ASCL1 peaks with endogenous (endogenous motif ), 
or overexpressed ASCL1 (recruited motif ), against a background of random sequences matched for GC content. d Stacked barplot showing the 
proportion of endogenous and recruited ASCL1 peaks containing the E-box motifs CAG​CTG​ and/or CAG​GTG​, or neither motif. Actual number of 
peaks shown in each segment. e Top E-box binding motif identified in top 1000 ASCL1 peaks from mouse NPC neuronal precursor cells (NPCs) and 
mouse embryonic fibroblasts (MEFs) induced for ASCL1 overexpression [25], against a background of random sequences matched for GC content
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Phos-tag™ reagent. WT ASCL1 migrates more slowly 
than S-A ASCL1 only in the absence of phosphatase, 
confirming that WT ASCL1 is readily phosphorylated in 
NB cells (Supplementary Fig. 2A).

To understand how ASCL1 phosphorylation may be 
influencing its genome-wide chromatin binding, we used 
our ASCL1 ChIP-seq data to generate a list of ASCL1 
binding peaks and performed differential binding analy-
sis to identify regions where ASCL1 binding is signifi-
cantly affected by its phosphorylation status. While WT 
and S-A ASCL1 both bound at a similar level at the large 

majority of sites, their chromatin association differed at 
some regions (Fig.  2B). The majority of these phospho-
regulated sites were specific to the ASCL1 overexpression 
state, and only 149/8164 overlapped with endogenous 
ASCL1 binding sites (Supplementary Fig.  2B). These 
sites were disproportionately found in introns and distal 
intergenic regions suggestive of enhancer binding, but 
were rarely found in promoters (Fig. 2C). We split these 
differentially bound regions into two categories: peaks 
where S-A ASCL1 binding was significantly higher than 
WT (S-A gained) and peaks where S-A ASCL1 binding 

Fig. 2  Dephosphorylation of ASCL1 further enhances its genome-wide binding. a Western blot showing overexpression of WT and S-A ASCL1 
in two pairs of unique clones after 24 h induction with 1 μg/ml doxycycline, α-tubulin loading control. Endo. = endogenous. Full-length blot is 
presented in Supplementary Fig. 6. b Average profile (top) and aligned heatmap (bottom) showing WT and S-A ASCL1 binding (n = 8) at common, 
S-A gained, and S-A lost peaks, alongside endogenous histone modification data from SH-SY5Y cells (H3K27ac, H3K4me1, H3K4me3, H3K27me3) or 
LAN6 cells (H3K9me3) [30, 31]. Data shown ± 3 kb from the peak centre. c Stacked barplot showing the distribution of ASCL1 common, S-A gained, 
and S-A lost peaks in genomic features. Actual numbers of peaks shown in each segment. d Top enriched E-box motif identified in common, S-A 
gained, and S-A lost ASCL1 peaks, against a background of random sequences matched for GC content
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was significantly lower than WT (S-A lost) (Fig. 2B). S-A 
gained and S-A lost regions showed a subtly different 
binding motif preference compared to regions that bind 
WT and S-A ASCL1 equally (Fig. 2D).

Using publicly available datasets of epigenetic marks 
in SH-SY5Y NB cells [30, 31], common WT and S-A 
ASCL1 binding sites overwhelmingly showed the 
enhancer marks H3K27ac and H3K4me1, with a subset 
also being marked by H3K4me3 (Fig. 2B), consistent with 
its known enhancer binding activity [1, 32, 33]. However, 
S-A gained sites were not marked with these common 
activating histone modifications, suggesting that un(der)
phosphorylated ASCL1 can bind to inactive/closed chro-
matin not accessed by endogenous ASCL1 (Fig.  2B). 
ASCL1 was previously described to bind a trivalent 
chromatin signature in MEFs (H3K4me1, H3K27ac, and 
H3K9me3), which is associated with permissiveness for 
ASCL1-mediated “on-target” pioneer activity and induc-
tion of neuronal fate [25]. We investigated whether phos-
pho-regulated ASCL1 binding sites were marked with 
this trivalent signature. Interestingly we saw no evidence 
of the trivalent signature in any ASCL1-targeted regions 
(Fig. 2B).

Genome‑wide transcriptional changes in a neurogenic 
environment mediated by ectopic ASCL1
In NB cells, endogenous ASCL1 acts to maintain 
stemness by promoting cell growth while suppressing 
neuronal differentiation [19]. However, other studies have 
shown that high level ASCL1 overexpression can force 
neuronal differentiation in neural stem cells [10], and 
overcome epigenetic barriers to reprogram terminally 
differentiated cells to neurons [34]. Furthermore, upreg-
ulating ASCL1 levels by NOTCH inhibition has been 
shown to differentiate glioblastoma stem cells to a neu-
ronal fate [17]. We have previously shown that ASCL1 
overexpression leads to down-regulation of specific cell-
cycle activators and core regulatory circuit transcription 
factors that maintain the adrenergic phenotype of NB 

cells, as well as up-regulation of some CDK inhibitors 
and pro-differentiation factors in this context [13]. Look-
ing beyond the specific circuitry and regulators known to 
control the phenotypic behaviour of NB cells, we wanted 
to determine the broader global changes brought about 
by ASCL1 overexpression in this permissive cell type.

To compare the transcriptome-wide effects of ectopic 
WT and S-A ASCL1 on gene expression, we performed 
principal component analysis (PCA)  on RNA-seq data 
of NB cells expressing uninduced levels of ASCL1, in 
comparison to cells ectopically expressing doxycycline-
induced WT or S-A ASCL1 for 24  h. We found that 
overexpression of both WT and phospho-mutant ASCL1 
had a pronounced effect on the transcriptome (Fig. 3A). 
In addition to transcriptional changes resulting from 
increased overall ASCL1 levels, PCA also clearly demon-
strated a marked difference in transcriptional response 
between WT and S-A ASCL1-overexpressing cells. This 
indicates that both ASCL1 level and its post-transla-
tional modification has a significant effect on transcrip-
tional activation genome-wide. As doxycycline itself has 
been shown to induce gene expression changes in mouse 
renal epithelial cells, pterygium, and rat aortic tissue, 
[35–37] and can activate a dopaminergic differentiation 
programme [38], we sequenced additional RNA librar-
ies generated from  parental NB cells either untreated or 
treated with 1 μg/ml doxycycline for 24 h. Compared to 
doxycycline-induced overexpression of ASCL1, doxycy-
cline treatment of parental cells caused minimal changes 
in gene expression (Supplementary Fig.  3A), indicating 
that our findings can be attributed to ASCL1 induction 
rather than doxycycline itself.

To investigate the effects on downstream target regu-
lation that can be attributed to differences in ASCL1 
phosphorylation, we performed differential expression 
analysis using DESeq2 to compare uninduced cells with 
cells overexpressing either WT or S-A ASCL1. We iden-
tified 8376 genes which were differentially regulated by 
both WT and S-A ASCL1 when compared to expression 

Fig. 3  Genome-wide transcriptional changes after ectopic ASCL1 expression in NB cells. a PCA of RNA-seq data from NB cells expressing 
uninduced levels of ASCL1 (endogenous), or overexpressing WT or S-A ASCL1 after 24 h induction with 1 μg/ml doxycycline (n = 10). Data from 
two separate clones is shown for each condition. b Venn diagram showing the number of WT or S-A ASCL1 response genes which are up- or 
down-regulated compared to WT ASCL1 uninduced cells after 24 h induction with 1 μg/ml doxycycline (DESeq2 padj < 0.05, n = 10), and the 
number of target genes which are shared by WT and S-A ASCL1. Proportion and actual numbers of genes shown in each segment. c Heatmap 
showing relative expression of genes significantly differentially expressed between WT uninduced with endogenous levels of ASCL1, and WT and 
S-A ASCL1 induced NB clones after 24 h induction with 1 μg/ml doxycycline (DESeq2 padj < 0.05, n = 10). Z-scaled RPKM values for endogenous 
WT uninduced (grey), WT induced (green), and S-A induced (blue) clones are shown. d Violin plot showing relative expression of WT or S-A ASCL1 
target genes associated with significantly increased binding of S-A ASCL1 compared to WT (DESeq2 padj < 0.05, n = 8). Genes are grouped on the 
x-axis by gene activation or repression. Significance between WT and S-A groups was determined by two-tailed unpaired t-test. e Dotplot showing 
the correlation between average logFC gene expression (y axis), and average ASCL1 binding strength (x axis) in NB cells overexpressing WT or S-A 
ASCL1 after 24 h induction with 1 μg/ml doxycycline. Points represents equal sized groups of ASCL1 response genes with an ASCL1 binding site 
within 3 kb of the promoter, divided into bins based on ASCL1 binding strength. Activated genes (left), repressed genes (right)

(See figure on next page.)
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Fig. 3  (See legend on previous page.)
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in parental cells, while 887 genes were differentially 
regulated only by WT, and 1564 only by S-A ASCL1 
compared to parental cells (Fig. 3B, C). Activated genes 
were associated with synaptic assembly and signalling, 
whereas repressed genes were enriched for terms relating 
to DNA replication (Supplementary Fig. 3B).

Combining our ChIP-seq and RNA-seq analyses, we 
investigated whether increased WT or S-A ASCL1 bind-
ing has different consequences for associated gene acti-
vation. To associate an ASCL1 peak to its putative target 
we considered the ASCL1 peaks identified in Fig. 2B and 
assigned to each peak the closest ASCL1 response gene, 
within a distance cut-off of 3 kb. When there was simi-
lar binding of WT and S-A ASCL1, there was a small but 
statistically significant amplification of gene regulation by 
the dephosphorylated protein (Supplementary Fig.  3C). 
Where there was a significant increase in S-A ASCL1 
binding compared to WT, (S-A gained), the difference 
was more pronounced and nearby genes tended to be up-
regulated to a greater extent by phospho-mutant ASCL1 
than WT ASCL1 (Fig. 3D). Importantly, this points to a 
direct correlation between extent of ASCL1 chromatin 
association that is influenced by ASCL1 phosphorylation 
binding and gene expression, rather than indicating phos-
pho-regulated recruitment of other transcription factors 
by ASCL1 that indirectly drive the enhanced gene acti-
vation seen with S-A ASCL1 compared to WT ASCL1. 
We then looked at P300 binding over differentiation tar-
gets previously shown to be more strongly activated in 
response to dephosphorylated ASCL1 [13], and found 
that binding of the histone acetyltransferase P300 was 
significantly increased after induction of the S-A com-
pared to WT, suggesting enhanced histone acetylation 
and activation of these genes (Supplementary Fig. 3D).

ASCL1 has previously been described as a transcrip-
tional activator in neural progenitor cells, with little 
evidence for direct repression  in this context [1]. As we 
found that approximately 50% of ASCL1 responsive 
genes were repressed in NB cells after 24  h of ASCL1 
induction (Fig. 3B), we wanted to investigate the mech-
anism of ASCL1-mediated gene repression in this sys-
tem. Increased strength of ASCL1 binding was positively 
correlated with target gene activation indicating direct 
regulation (Fig. 3E, left panel). However, we saw no cor-
relation between ASCL1 binding strength and repres-
sion, suggesting ASCL1-mediated gene repression is 
indirect (Fig.  3E, right panel). Interestingly, even when 
repressed target promoters were found within 1  kb of 
ASCL1-bound regions, the strongest repression was gen-
erally associated with the lowest levels of ASCL1 binding, 
consistent with the possibility that low ASCL1 is permis-
sive for binding of transcriptional repressors [39, 40].

WT ASCL1 supports neuroblast proliferation while un(der)
phosphorylated ASCL1 promotes neurogenesis
We next sought to identify pathways that were differ-
entially regulated by ectopic expression of WT and S-A 
ASCL1, comparing gene set variation analysis (GSVA) 
and pathway overrepresentation analysis for WT and S-A 
ASCL1-overexpressing NB cells. WT ASCL1-induced 
genes were enriched for cell cycle and DNA replication 
terms, whereas S-A ASCL1-induced genes were associ-
ated with the neuronal system (Fig.  4A, B), in line with 
our previous findings showing that phospho-mutant 
ASCL1 binding is reduced at cell cycle regulators and 
increased at differentiation markers, and accompanied 
by gene repression or activation, respectively [13]. For 
example, dephosphorylated ASCL1 binds less strongly 
than the phosphorylated form to the promoter region 
of cell cycle regulator and serine/threonine kinase Polo 
Like Kinase 2 (PLK2) [41], abolishing ASCL1 associated 
PLK2 activation (Supplementary Figs. 4A,B). Conversely, 
S-A ASCL1 binds more strongly than WT to multiple 
regions within the putative neuronal differentiation effec-
tor WNT9A [42], and correlates with greater WNT9A 
upregulation (Supplementary Fig. 4A, C). This is in line 
with our previous findings, that ASCL1 dephosphoryla-
tion suppresses proliferation and promotes neuronal dif-
ferentiation in both developing embryos and NB cells [8, 
13, 28].

Interestingly, S-A ASCL1 targets are also preferentially 
enriched for genes related to myogenesis and muscle 
contraction (Fig. 4A), reminiscent of muscle gene activa-
tion seen by ASCL1 overexpression in fibroblasts [43]. 
S-A ASCL1 binds more strongly than WT within mus-
cle regulator KLF15 [44], which is activated by S-A but 
not WT ASCL1 induction (Supplementary Figs. 4A, D). 
The ASCL1 consensus DNA binding sequence is closely 
related to that of MYOD1, a master regulator of the 
muscle lineage. Hence ASCL1 and MYOD1 overlap sig-
nificantly in their target binding, despite driving different 
transcriptional outputs and cell identities [45]. We there-
fore wanted to directly investigate whether S-A ASCL1 
was erroneously activating muscle genes in NB cells, 
leading to lower fidelity neuronal cell identity compared 
to WT ASCL1. As a measure of neuronal and muscle cell 
identity, we defined neuronal and muscle gene signatures 
based on publicly available gene annotation databases 
and calculated the average expression of these gene sig-
natures in each sample. Both WT and S-A ASCL1 induc-
tion led to up-regulation of muscle and neuronal gene 
signatures (Fig.  4C). S-A ASCL1 induced greater acti-
vation of both gene signatures. However, there was no 
clear bias towards either cell identity as a result of dif-
ferent ASCL1 phosphorylation status, indicating that 
de-phosphorylation of ASCL1 enhances the magnitude 
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of response to ectopic expression but does not affect the 
specificity of the transcriptional response.

In vivo, ASCL1 is expressed in the central nervous sys-
tem in ventral progenitors of the telencephalon leading 

to the GABAergic fate, as well as during the differentia-
tion of multiple other neuron subtypes including those 
of the peripheral nervous system (PNS) [46]. NB cells are 
derived from the PNS and are usually committed to the 

Fig. 4  WT ASCL1 supports cell proliferation while un(der)phosphorylated ASCL1 promotes neurogenesis. a Volcano plot showing gene set 
variation analysis (GSVA), comparing RNA-seq data from WT and S-A ASCL1 overexpressing cells. Significantly differentially enriched terms 
highlighted in blue, terms of particular interest are labelled (padj < 0.05, n = 10) Gene sets preferentially enriched after WT or S-A ASCL1 induction 
have positive or negative enrichment values, respectively. b Dotplot showing significantly overrepresented Reactome Pathway gene sets. Gene 
sets were tested against genes significantly differentially expressed between WT and S-A ASCL1 overexpressing NB cells (DESeq2 padj < 0.05, 
n = 10). Total number of genes in each group shown in brackets. Point colour = Benjamini–Hochberg adjusted p-value, point size = gene ratio 
(number of genes related to term/total number of significant genes). c Dotplots showing the correlation of averaged expression of genes in the GO 
neurogenesis, and Hallmark myogenesis gene sets (left), or Reactome muscle contraction and neuronal system gene sets (right). Red = endogenous 
WT uninduced ASCL1, green = WT ASCL1, blue = S-A ASCL1. Point size indicates log2 RPKM ASCL1 expression, each point represents one biological 
replicate (n = 10). d Heatmap showing neuronal cell type marker gene sets (Broad Institute C8 set) found to be differentially enriched between WT 
uninduced and WT ASCL1 induced expression datasets (n = 10), by gene set variation analysis (GSVA)



Page 10 of 15Woods et al. BMC Genomics          (2022) 23:255 

noradrenergic sympathetic lineage. This led us to inves-
tigate how the promiscuous binding and gene activation 
we observed with overexpression of ASCL1 in NB cells 
affects the expression of neuronal subtype markers in this 
otherwise lineage-restricted cell type. Using gene set var-
iation analysis (GSVA) we looked for differential enrich-
ment of neuronal cell type signature gene sets between 
uninduced and doxycycline-induced overexpression of 
ASCL1. This showed that uninduced levels of ASCL1 
promote expression of neuronal precursor gene sets, 
whereas ASCL1 overexpression activates genes associ-
ated with GABAergic and dopaminergic fates (Fig. 4D).

Discussion
ASCL1 is a pro-neural transcription factor and a master 
regulator of neurogenesis that is critical to the develop-
ment of both central and peripheral nervous systems 
[22]. During normal embryonic development ASCL1 
is expressed transiently, and its transcriptional activ-
ity is modulated across the different stages of develop-
ment. ASCL1 has also been implicated as an oncogene 
or tumour suppressor in multiple cancers [14–16, 18, 
19]. For instance, ASCL1 has been shown to be critical 
in maintaining “stemness” in human glioblastoma, and 
when upregulated by NOTCH inhibition, ASCL1 pro-
moted glioblastoma cell differentiation into a neuronal 
lineage attenuating its tumorigenicity [17]. In addition, 
we have recently shown that upregulating ASCL1 levels 
in NB cells suppresses the expression of core transcrip-
tional regulators that are required for NB proliferation 
while simultaneously driving NB cells towards differen-
tiation [13].

In addition to its role in neurogenesis and cancer, 
ASCL1 has emerged as a key component in transcrip-
tion factor cocktails that can be used to reprogramme a 
variety of cells into neurons. However, the efficiency of 
reprogramming varies considerably between different 
cell types as well as between individual cells of the same 
type [47, 48] and is often accompanied by the activation 
of aberrant programmes, which are likely to interfere 
with efficient production of reprogrammed neurons [27]. 
In this context, reprogramming efficiency seems to be 
largely determined by the presence of repressors or co-
factors and the epigenetic profile of the recipient cells. 
Single cell RNA-seq analysis of the reprogramming event 
identified induction of an aberrant myogenic program 
along with silencing of the transgene ASCL1 as factors 
that affect the reprogramming efficiency of ASCL1 in 
fibroblasts [27, 43].

In a reprogramming context, ASCL1 binding causes 
genome-wide chromatin remodelling at around 12  h 
after induction followed by nucleosome phasing, sub-
sequent to the enhancer activation observed during 

reprogramming [43]. A trivalent epigenetic chromatin 
signature (H3K4me1, H3K27ac, and H3K9me3) was iden-
tified at ASCL1 binding sites in cell types that are per-
missive for reprogramming, such as mouse embryonic 
and human dermal fibroblasts, but absent in restrictive 
cells such as human keratinocytes. ASCL1 is sufficient 
to initiate reprogramming, while other transcriptional 
regulators, in this case BRN2 and MYT1L, are required 
in conjunction with ASCL1 to engage the full neuronal 
programme and bring about terminal differentiation 
[25]. Methods to enhance both the efficiency and the 
uniformity of ASCL1-mediated reprogramming are of 
great importance and this requires a better understand-
ing of the parameters that govern ASCL1s association 
with target genes in both permissive and non-permissive 
environments.

In this study, we first investigated the genome-wide 
effects of increasing expression of ASCL1 in a NB cell line 
that is already specified as neurogenic, and permissive for 
neuronal differentiation. After WT ASCL1 induction, we 
saw increased binding at sites also occupied by endoge-
nous ASCL1 as well as new binding at a large number of 
recruited sites. Changes in binding were associated with 
changes in the expression of thousands of genes as befits 
ASCL1’s role as a transcriptional master regulator of neu-
rogenesis. Consistent with previous studies, we find that 
ASCL1-mediated gene upregulation is generally direct, 
whereas we see little evidence for direct ASCL1 gene-
mediated repression which is instead likely mediated by 
downstream effectors of ASCL1 (Fig. 3E) [1].

When the transcriptional consequences of ASCL1-
mediated reprogramming of fibroblasts have previously 
been analysed at a single cell level, strong upregulation 
of a myogenic programme was often observed, gener-
ally resulting in abortive reprogramming [27]. Even in the 
neurogenic environment of NB cells, we saw significant 
activation of genes associated with myogenesis. In com-
mon with findings in fibroblasts, promiscuous binding 
of ASCL1 after ectopic expression is likely to occur on 
recruited sites that are also targets of the potent myo-
genic bHLH factor MYOD1 that binds a similar E-box 
motif to ASCL1, resulting in upregulation of muscle 
genes and pathways [27, 43, 45]. This demonstrates that 
the epigenetic and co-factor landscape of cells that are 
already committed to a neural lineage is not enough to 
constrain the response to increased levels of ASCL1, at 
least at 24 h after induction as used here. Indeed, in this 
neurogenic environment, overexpression of ASCL1 led to 
recruitment of new and lower affinity DNA binding sites 
compared to endogenous levels of the protein. Interest-
ingly, the non-canonical CAG​GTG​ E-box motif  that we 
found to be enriched in the newly recruited sites asso-
ciated with ASCL1 overexpression has previously been 



Page 11 of 15Woods et al. BMC Genomics          (2022) 23:255 	

reported in nucleosome-occupied closed sites in embry-
onic stem cells, while more open nucleosome-depleted 
sites contained the canonical E-box motif, that we find is 
preferentially bound by endogenous ASCL1 [49]. These 
recruited sites were also less likely to be marked by acti-
vating histone modifications (Fig.  1A), consistent with 
ASCL1’s ability to act as pioneer factor binding to and 
opening up closed chromatin when expressed at a high 
level. Also, it is striking that the neurogenic environ-
ment afforded by NB cells and NPCs appears to be more 
permissive for overexpressed ASCL1 binding to non-
canonical motifs than fibroblasts (Fig. 1C, E). This is con-
sistent with a NB cell chromatin state being more open 
to ASCL1-dependent modulation, because here ASCL1 
can bind at low affinity sites compared to less responsive 
cell types such as fibroblasts, which are likely to require a 
greater enhancement of ASCL1 activity to elicit a repro-
gramming response. During reprogramming of fibroblast 
cells with a cocktail of factors including ASCL1, a myo-
genic fate can be initially induced only to disappear at 
later time points upon induction of MYT1L, a repressor 
of alternative fate pathways [45, 50]. In our data, MYT1L 
is upregulated on ASCL1 overexpression and this may 
act to prevent muscle identity in NB cells (Supplemen-
tary Fig. 4E).

We have previously shown that ASCL1 phospho-
rylation plays an important role in modulating ASCL1 
activity [13, 28]. Cyclin dependent kinases and RAS/
ERK mediated signalling can phosphorylate ASCL1 on 
multiple serine/proline sites [8, 28, 51]. Phosphoryl-
ated forms of ASCL1 favour progenitor maintenance, 
while un(der)phosphorylated ASCL1 inhibits prolifera-
tion and enhances differentiation [13, 28]. Notably, genes 
that are bound to same extent by WT and phospho-
mutant ASCL1, are regulated similarly by both proteins, 
while differences in transcriptional activity depends 
on phospho-dependent gain or loss of binding (Fig.  3D, 
Supplementary Fig. 3C. This clearly indicates that phos-
phorylation works by controlling ASCL1 binding to DNA 
rather than by phospho-dependent recruitment of addi-
tional co-factors. Phosphorylation of ASCL1 does not 
greatly affect promoter binding and activation but instead 
changes binding to intronic and intergenic regions of the 
genome, which are free of activating histone modifica-
tions under endogenous conditions, suggesting they have 
a closed chromatin conformation (Fig.  2B), and ASCL1 
phosphorylation is able to control its pioneer activity.

In contrast to gene activation, gene repression was cor-
related with low ASCL1 binding within 1 kb of the target 
gene promoter, suggesting ASCL1 mediated repression is 
generally an indirect effect. At the small number of genes 
where S-A ASCL1 overexpression leads to loss of ASCL1 
binding and gene repression, (so called S-A lost genes), 

target downregulation may not be by direct repression 
but instead represent a loss of ASCL1-mediated acti-
vation (Fig.  3E, Supplementary Fig.  3C). It is also pos-
sible that there is active gene repression by factors that 
can only bind when ASCL1 is displaced, as previously 
observed in primary myoblasts and rhabdomyosarcoma 
where SNAI1/2 occupy and block MYOD access to differ-
entiation targets, in order to control entry into myogenic 
differentiation [39, 40]. Indeed, H3K27ac and H3K4me1 
profiles show a biphasic distribution surrounding the 
ASCL1 binding site at S-A lost regions, suggesting that 
ASCL1 is bound there under endogenous conditions 
and may be displaced by transcriptional repressors upon 
ASCL1 overexpression (Fig. 2B).

Conclusions
Taken together, our results support a model where the 
absolute activity of ASCL1 in a given context determines 
whether it supports progenitor maintenance, neuronal 
differentiation and/or aberrantly activates alternative 
pathways such as myogenesis. In this model, at low levels 
of activity, ASCL1 favours binding at high affinity canoni-
cal sites found in genes associated with proliferating neu-
roblasts. As activity increases  additional lower affinity 
and sometimes non-canonical sites are recruited, which 
are associated with a programme of neuronal differen-
tiation, while feedback mechanisms may suppress genes 
that would otherwise promote progenitor maintenance 
[13]. Increasing activity may also result in binding at 
sites that are associated with activating alternative devel-
opmental pathways. However, this may trigger further 
feedback and feed-forward mechanisms, for instance 
involving MYTL1-mediated repression of alternative 
fates [50], to maintain neurogenic specificity. Here we 
describe two ways of enhancing ASCL1 activity: a simple 
increase in protein level, and preventing multi-site phos-
phorylation. ASCL1 expression is also known to oscillate 
in neural stem cells but becomes stable and higher at the 
onset of neuronal differentiation. This transition occurs 
in co-ordination with the downregulation of HES1, which 
would otherwise mediate repression of ASCL1 activity 
via the NOTCH pathway [52, 53]. Multiple mechanisms 
of controlling ASCL1 activity is consistent with a central 
role of its overall activity in determining whether ASCL1 
supports a proliferating progenitor programme or drives 
differentiation. Defining how ASCL1 levels and post-
translational modification alters the strength and fidelity 
of genome-wide activity is of upmost importance if we 
are to optimize protocols for generation of pure popula-
tions of reprogrammed neurons in vitro and in vivo.

NB cells express endogenous ASCL1, which has an 
important function in maintaining the proliferating 
neuroblastic phenotype [19]. However, this endogenous 
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level of expression must be tightly regulated as increas-
ing ASCL1 leads to dramatic changes genome-wide and 
functionally results in a pronounced switch in tumour 
cell behaviour towards a less proliferative and more dif-
ferentiated state [13]. The relative plasticity of the neu-
rogenic chromatin of NB cells in response to changes 
in ASCL1 activity opens up the possibility of enhancing 
endogenous ASCL1 function by dephosphorylation, to 
promote differentiation for therapeutic benefit in NB. 
ASCL1 acts as an oncogene and/or tumour suppressor in 
a variety of other cancers including small cell lung cancer, 
glioblastoma, and advanced prostate cancer. In all these 
tumours, manipulating ASCL1 activity could alter the 
balance between a proliferating progenitor tumour cell 
identity, usually associated with a poorer prognosis, and 
that of a more differentiated cell type where prognosis 
may be better [12–14, 28, 54–57].

Methods
Cell Culture
As described previously [13]. Briefly, the NB cell line SH-
SY5Y (kindly gifted by Prof. John Hardy, UCL) used in 
experiments was verified by submitting genomic DNA 
for short tandem repeat (STR) sequencing and compared 
to the Children’s Oncology Group Cell Line Identifica-
tion database (http://​www.​cogce​ll.​org/​clid.​php) to ensure 
it was genetically matched to standardised cell lines. 
SH-SY5Y cells were cultured in DMEM/F-12 with Glu-
taMAX™ supplement, 10% tetracycline-free Fetal Bovine 
Serum (Clontech, cat# 631,106), and 100 units/ml peni-
cillin and 100 μg/ml streptomycin.

Generation of Lentivirally Transduced Cell Lines
To generate stably transduced NB cell lines, SHSY-5Y 
cells were infected with viral particles encoding either 
human WT or S-A ASCL1 alongside Tet-On transacti-
vator at a multiplicity of infection (MOI) of 10. Selected 
cells were clonally expanded and tested for ASCL1 over-
expression. For detailed method, please refer to associ-
ated file at https://​www-​ncbi-​nlm-​nih-​gov.​ezpro​xy.u-​pec.​
fr/​geo/​query/​acc.​cgi?​acc=​GSE15​3823.

Western blotting and Phos‑tag™ western blot
ASCL1 expression was induced with 1 μg/ml doxycycline 
for 24  h and cell were  lysed with RIPA buffer (50  mM 
Tris, pH 8.0, 150  mM NaCl, 1.0% IGEPAL® CA-630 
(Sigma), 0.5% sodium deoxycholate, 0.1% SDS and pro-
tease inhibitor cocktail). Protein concentration was 
determined using BCA protein assay kit (Thermo, cat# 
23,225). For western blotting, SDS-PAGE electrophore-
sis was carried out using 4–20% Criterion™ TGX™ Pre-
cast Midi Protein Gel (Biorad #5,671,094). Total protein 

extract was loaded and transferred to nitrocellulose 
membrane and blocked with 5% milk 0.1% TBS-Tween 
20 for 1  h, before probing with anti-ASCL1 1 in 1000 
(Abcam, ab74065). or anti-α-tubulin 1 in 5000 (Abcam 
ab7291). For Phos-tag™ western blot, phosphatase treat-
ment was performed by 30 min incubation at 30 °C with 
400 units of Lambda Protein Phosphatase (NEB, cat# 
P0753S). Phosphatase treated samples were run on 8% 
acrylamide gels polymerised with 20 μM Phos-tag™ rea-
gent (WAKO, cat# AAL-107) and 40  μM MnCl2. After 
running and before transfer, Phos-tag™ gels were washed 
three times, 10  min each with transfer buffer (25  mM 
Tris–HCl, 190 mM glycine, 20% methanol) plus 10 mM 
EDTA, followed by a final wash with transfer buffer.

RNA‑seq
For detailed experimental methods please see https://​
www-​ncbi-​nlm-​nih-​gov.​ezpro​xy.u-​pec.​fr/​geo/​query/​acc.​
cgi?​acc=​GSE15​3823. Briefly, RNA-sequencing experi-
ments were performed in SH-SY5Y, WT and S-A ASCL1 
tetracycline-inducible stable cell lines, with two clones 
of each type. For endogenous ASCL1 levels (referred to 
as endogenous), WT ASCL1 tetracycline-inducible cells 
were cultured without doxycycline and RNA extracted. 
For ASCL1 overexpressing samples, cells were induced 
with 1  µg/ml doxycycline for 24  h and RNA extracted. 
Experiment was performed in at least five biological rep-
licates for each cell line, resulting in 10 replicates for each 
condition. Single-end 50 bp reads were generated on the 
Illumina HiSeq 2000 sequencer and aligned to the human 
genome version hg19 using STAR 2.5.1a [58].

RNA‑seq analysis
Differential expression analysis was performed using 
DESeq2 version 1.14.1 [59]. WT and S-A ASCL1 lines 
were analysed in parallel, comparing untreated (endog-
enous) and doxycycline-induced samples (p-adjusted 
value < 0.05, n = 10) to identify genes regulated by WT 
or S-A ASCL1. In Fig.  3B, WT and S-A datasets were 
directly compared to identify differentially expressed 
genes (padj < 0.05, n = 10). Heatmaps were generated 
using Heatmap.2 in R, using z-scaled RPKM values. Path-
way overrepresentation analysis was performed with 
ClusterProfiler [60], using the ReactomePA package in R 
[61]. Gene set variation analysis (GSVA) was done using 
the R GSVA package [62], testing Broad Institute C8 cell 
type, Hallmark, GO, and Reactome Pathway gene set 
databases [63]. PCA analysis of RNA-seq data was per-
formed in R, on rlog transformed counts using the top 
500 most variable genes.

http://www.cogcell.org/clid.php
https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
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ChIP and ChIP‑seq
ChIP and ChIP-seq were performed as described pre-
viously [13] using anti-ASCL1 (Abcam, cat# ab74065) 
anti-P300 (Santa-Cruz, cat# sc-585), and anti-IgG 
(Abcam cat# ab6706). Detailed experimental meth-
ods are available at https://​www-​ncbi-​nlm-​nih-​gov.​
ezpro​xy.u-​pec.​fr/​geo/​query/​acc.​cgi?​acc=​GSE15​3823. 
ChIP-seq experiments were performed in two separate 
clones each of SH-SY5Y WT or S-A ASCL1 tetracy-
cline-inducible cells, induced with 1 μg/ml doxycycline 
for 24 h, or for endogenous levels of ASCL1, one clone 
of WT ASCL1 inducible cells cultured with no doxy-
cycline treatment (referred to as endogenous). Experi-
ments were performed in 4 biological replicates per 
clone for WT and S-A ASCL1 overexpressing sam-
ples (n = 8), and 3 biological replicates for endogenous 
ASCL1 (n = 3). ChIP-seq and input libraries were pre-
pared using the ThruPLEX® DNA-seq Kit (Rubicon 
Genomics). Reads were mapped to the  hg19 genome 
using Bowtie2 version 2.2.6, aligned reads with the 
mapping quality less than five were filtered out. The 
read alignments from three (endogenous ASCL1) or 
eight (overexpressing ASCL1) replicates were com-
bined into a single library, and peaks were called with 
model-based analysis for ChIP-seq 2 (MACS2) version 
2.0.10.20131216 using sequences from SH-SY5Y chro-
matin extracts as a background input control. WT and 
S-A ASCL1 peaks were merged into one consensus 
peak list, and split into 3 groups: common (FDR > 0.05), 
S-A gained (FDR < 0.05, log2FC > 1), and S-A lost with 
DiffBind version 2.14.0 [64] using the DESeq2 method 
(FDR < 0.05, log2FC > 1).

ChIP‑seq analysis
Tag density and average trend plots were generated on 
RPKM normalised bigwig files, using Deeptools com-
puteMatrix, plotHeatmap version 3.4.1 [65]. Motif analy-
sis was performed using the HOMER findMotifsGenome.
pl command [66], using either default GC-normalised 
background sequences, or a specified list of GC-normal-
ised background sequences when finding differentially 
enriched motifs between conditions. Analysis of ASCL1 
binding correlation with gene up/downregulation was 
performed by splitting ASCL1 response genes with an 
ASCL1 binding site within 1 kb of their TSS into 25 equal 
bins, based on the level of ASCL1 binding in that region, 
and plotting against the average log2 fold change of genes 
within that bin, between uninduced and dox-induced 
cells.

Abbreviations
ASCL1: Achaete-Scute complex homolog 1; NB: Neuroblastoma; bHLH: Basic 
helix loop helix; WT: Wildtype; S-A: Serine to alanine; PCA: Principal component 

analysis; NPC: Neuronal precursor cell; MEF: Mouse embryonic fibroblast; 
GSVA: Gene set variation analysis; PNS: Peripheral nervous system.

Supplementary Information
The online version contains supplementary material available at https://​doi.​
org/​10.​1186/​s12864-​022-​08495-8.

Additional file 1. 

Acknowledgements
We gratefully acknowledge Luke Wylie, Tatiana D. Papkovskaia, John D. Davies 
for contributing to work that has led to this study, and to Louis Chesler, Evon 
Poon and Guy Blanchard for helpful discussions. We thank the CRUK core 
facilities and CSCI bioinformatics core facility for their help and would like to 
acknowledge the support of the University of Cambridge, Cancer Research UK 
and Hutchison Whampoa Limited.

Authors’ contributions
L.M. Woods: Conceptualization, bioinformatic analysis, investigation, method-
ology, writing-original draft, writing-review and editing. F.R. Ali: Conceptual-
ization, formal analysis, validation, investigation, visualization, methodology, 
writing-review and editing. R. Gomez: formal analysis, validation, investiga-
tion, methodology, writing-review and editing. I. Chernukhin: Bioinformatic 
analysis, investigation, methodology. D. Marcos: Conceptualization, formal 
analysis, validation, investigation, methodology. L.M. Parkinson: Formal 
analysis, investigation, methodology. A.N. Tayoun: formal analysis, validation, 
investigation, methodology. J.S. Carroll: Conceptualization, resources, formal 
analysis, supervision, funding acquisition, validation, visualization, methodol-
ogy, writing-original draft, project administration. A. Philpott: Conceptualiza-
tion, resources, data curation, formal analysis, supervision, funding acquisition, 
validation, investigation, visualization, methodology, writing-original draft, 
project administration, writing-review and editing. The author(s) read and 
approved the final manuscript.

Funding
This work is supported by Research Grants from Neuroblastoma UK, Cancer 
Research UK Programme Grant A25636 and Wellcome Trust Investigator 
Award 212253/Z/18/Z (A.P., D.M., L.W.), the Terry Fox Foundation, Al Jalila 
Foundation, MBRU College of Medicine Internal grant award (MBRU-
CM-RG2019–14) and MBRU ALMAHMEED Collaborative Research Award 
(ALM1909) (F.A) and core support from the Wellcome Trust and the MRC 
Cambridge Stem Cell Institute. L.P. was supported by Cancer Research UK 
studentship. JC and IC would like to acknowledge the support of CRUK 
core funding (A20411 and A31344). This research was funded in part by the 
Wellcome Trust [203151/Z/16/Z] and the UKRI Medical Research Council 
[MC_PC_17230]. For the purpose of open access, the author has applied a 
CC BY public copyright licence to any Author Accepted Manuscript version 
arising from this submission.

Availability of data and materials
The ASCL1 ChIP-seq and RNA-seq datasets generated and/or analysed dur-
ing the current study are accessible through GEO series accession number 
GSE153823 (https://​www-​ncbi-​nlm-​nih-​gov.​ezpro​xy.u-​pec.​fr/​geo/​query/​
acc.​cgi?​acc=​GSE15​3823). Publicly available histone modification ChIP-seq 
data are available under GEO accession GSE80197 (https://​www.​ncbi.​nlm.​
nih.​gov/​geo/​query/​acc.​cgi?​acc=​GSE80​197) (H3K4me3, H3K27ac, H3K4me1, 
H3K27me3; all from SH-SY5Y cells) [30], and GSE70920 (https://​www.​ncbi.​
nlm.​nih.​gov/​geo/​query/​acc.​cgi?​acc=​GSE70​920) (H3K9me3 from LAN6 cells) 
[31]. ASCL1 ChIP-seq data from MEFs and NPCs can be found under accession 
GSE43916 (https://​www.​ncbi.​nlm.​nih.​gov/​geo/​query/​acc.​cgi?​acc=​GSE43​916) 
[25].

Declarations

Ethics approval and consent to participate
This study uses a long-established cell line that is freely available and there are 
no issue of consent or ethics approvals required that we are aware of.

https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
https://doi.org/10.1186/s12864-022-08495-8
https://doi.org/10.1186/s12864-022-08495-8
https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
https://www-ncbi-nlm-nih-gov.ezproxy.u-pec.fr/geo/query/acc.cgi?acc=GSE153823
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE80197
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE80197
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE70920
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE70920
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE43916


Page 14 of 15Woods et al. BMC Genomics          (2022) 23:255 

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Department of Oncology, University of Cambridge, Cambridge, UK. 
2 Wellcome-MRC Cambridge Stem Cell Institute, Jeffrey Cheah Biomedical 
Center, Cambridge Biomedical Campus, Cambridge, UK. 3 College of Medi-
cine, Mohammed Bin Rashid University of Medicine and Health Sciences, 
Dubai, United Arab Emirates. 4 Center for Genomic Discovery, Mohammed 
Bin Rashid University of Medicine and Health Sciences, Dubai, United Arab 
Emirates. 5 Cancer Research UK Cambridge Institute, University of Cambridge, 
Cambridge, UK. 6 Al Jalila Genomics Center, Al Jalila Children’s Hospital, Dubai, 
United Arab Emirates. 

Received: 1 October 2021   Accepted: 23 March 2022

References
	1.	 Raposo A, Vasconcelos FF, Drechsel D, Marie C, Johnston C, Dolle D, et al. 

Ascl1 coordinately regulates gene expression and the chromatin land-
scape during neurogenesis. Cell Rep. 2015;10(9):1544–56.

	2.	 Grimaldi P, Parras C, Guillemot F, Rossi F, Wassef M. Origins and control of 
the differentiation of inhibitory interneurons and glia in the cerebellum. 
Dev Biol. 2009;328(2):422–33.

	3.	 Guillemot F, Hassan BA. Beyond proneural: emerging functions and 
regulations of proneural proteins. Curr Opin Neurobiol. 2017;42:93–101.

	4.	 Miyoshi G, Bessho Y, Yamada S, Kageyama R. Identification of a novel 
basic helix-loop-helix gene, <em>Heslike</em>, and its role in gabaergic 
neurogenesis. J Neurosci. 2004;24(14):3672–82.

	5.	 Nieto M, Schuurmans C, Britz O, Guillemot F. Neural bHLH genes control 
the neuronal versus glial fate decision in cortical progenitors. Neuron. 
2001;29(2):401–13.

	6.	 Guillemot F, Lo LC, Johnson JE, Auerbach A, Anderson DJ, Joyner AL. 
Mammalian achaete-scute homolog 1 is required for the early develop-
ment of olfactory and autonomic neurons. Cell. 1993;75(3):463–76.

	7.	 Lo LC, Johnson JE, Wuenschell CW, Saito T, Anderson DJ. Mammalian 
achaete-scute homolog 1 is transiently expressed by spatially restricted 
subsets of early neuroepithelial and neural crest cells. Genes Dev. 
1991;5(9):1524–37.

	8.	 Wylie LA, Hardwick LJ, Papkovskaia TD, Thiele CJ, Philpott A. Ascl1 
phospho-status regulates neuronal differentiation in a Xenopus develop-
mental model of neuroblastoma. Dis Model Mech. 2015;8(5):429–41.

	9.	 Andersen J, Urbán N, Achimastou A, Ito A, Simic M, Ullom K, et al. A 
transcriptional mechanism integrating inputs from extracellular signals to 
activate hippocampal stem cells. Neuron. 2014;83(5):1085–97.

	10.	 Berninger B, Guillemot F, Götz M. Directing neurotransmitter identity of 
neurones derived from expanded adult neural stem cells. Eur J Neurosci. 
2007;25(9):2581–90.

	11.	 Borges M, Linnoila RI, van de Velde HJ, Chen H, Nelkin BD, Mabry M, et al. 
An achaete-scute homologue essential for neuroendocrine differentia-
tion in the lung. Nature. 1997;386(6627):852–5.

	12.	 Borromeo MD, Savage TK, Kollipara RK, He M, Augustyn A, Osborne 
JK, et al. ASCL1 and NEUROD1 reveal heterogeneity in pulmonary 
neuroendocrine tumors and regulate distinct genetic programs. Cell Rep. 
2016;16(5):1259–72.

	13.	 Ali FR, Marcos D, Chernukhin I, Woods LM, Parkinson LM, Wylie LA, et al. 
Dephosphorylation of the proneural transcription factor ASCL1 re-
engages a latent post-mitotic differentiation program in neuroblastoma. 
Mol Cancer Res. 2020;18(12):1759–66.

	14.	 Augustyn A, Borromeo M, Wang T, Fujimoto J, Shao C, Dospoy PD, 
et al. ASCL1 is a lineage oncogene providing therapeutic targets for 
high-grade neuroendocrine lung cancers. Proc Natl Acad Sci U S A. 
2014;111(41):14788–93.

	15.	 Fraser JA, Sutton JE, Tazayoni S, Bruce I, Poole AV. hASH1 nuclear localiza-
tion persists in neuroendocrine transdifferentiated prostate cancer cells, 
even upon reintroduction of androgen. Sci Rep. 2019;9(1):19076.

	16.	 Miyashita N, Horie M, Mikami Y, Urushiyama H, Fukuda K, Miyakawa K, 
et al. ASCL1 promotes tumor progression through cell-autonomous 
signaling and immune modulation in a subset of lung adenocarcinoma. 
Cancer Lett. 2020;489:121–32.

	17.	 Park NI, Guilhamon P, Desai K, McAdam RF, Langille E, O’Connor M, et al. 
ASCL1 reorganizes chromatin to direct neuronal fate and suppress tumo-
rigenicity of glioblastoma stem cells. Cell Stem Cell. 2017;21(2):209-24.e7.

	18.	 Rheinbay E, Suvà ML, Gillespie SM, Wakimoto H, Patel AP, Shahid 
M, et al. An aberrant transcription factor network essential for WNT 
signaling and stem cell maintenance in glioblastoma. Cell Rep. 
2013;3(5):1567–79.

	19.	 Wang L, Tan TK, Durbin AD, Zimmerman MW, Abraham BJ, Tan SH, et al. 
ASCL1 is a MYCN- and LMO1-dependent member of the adrenergic 
neuroblastoma core regulatory circuitry. Nat Commun. 2019;10(1):5622.

	20.	 Bertrand N, Castro DS, Guillemot F. Proneural genes and the specification 
of neural cell types. Nat Rev Neurosci. 2002;3(7):517–30.

	21.	 Castro DS, Martynoga B, Parras C, Ramesh V, Pacary E, Johnston C, et al. 
A novel function of the proneural factor Ascl1 in progenitor proliferation 
identified by genome-wide characterization of its targets. Genes Dev. 
2011;25(9):930–45.

	22.	 Vasconcelos FF, Castro DS. Transcriptional control of vertebrate neuro-
genesis by the proneural factor Ascl1. Front Cell Neurosci. 2014;8:412.

	23.	 Gao L, Zhu X, Chen G, Ma X, Zhang Y, Khand AA, et al. A novel role for 
Ascl1 in the regulation of mesendoderm formation via HDAC-dependent 
antagonism of VegT. Development. 2016;143(3):492–503.

	24.	 Torper O, Pfisterer U, Wolf DA, Pereira M, Lau S, Jakobsson J, et al. Genera-
tion of induced neurons via direct conversion in vivo. Proc Natl Acad Sci 
U S A. 2013;110(17):7038–43.

	25.	 Wapinski OL, Vierbuchen T, Qu K, Lee QY, Chanda S, Fuentes DR, et al. 
Hierarchical mechanisms for direct reprogramming of fibroblasts to 
neurons. Cell. 2013;155(3):621–35.

	26.	 Yang N, Chanda S, Marro S, Ng YH, Janas JA, Haag D, et al. Generation 
of pure GABAergic neurons by transcription factor programming. Nat 
Methods. 2017;14(6):621–8.

	27.	 Treutlein B, Lee QY, Camp JG, Mall M, Koh W, Shariati SAM, et al. Dissecting 
direct reprogramming from fibroblast to neuron using single-cell RNA-
seq. Nature. 2016;534(7607):391–5.

	28.	 Ali FR, Cheng K, Kirwan P, Metcalfe S, Livesey FJ, Barker RA, et al. The 
phosphorylation status of Ascl1 is a key determinant of neuronal 
differentiation and maturation in vivo and in vitro. Development. 
2014;141(11):2216–24.

	29.	 Boeva V, Louis-Brennetot C, Peltier A, Durand S, Pierre-Eugène C, Raynal V, 
et al. Heterogeneity of neuroblastoma cell identity defined by transcrip-
tional circuitries. Nat Genet. 2017;49(9):1408–13.

	30.	 Henrich KO, Bender S, Saadati M, Dreidax D, Gartlgruber M, Shao C, et al. 
Integrative genome-scale analysis identifies epigenetic mechanisms of 
transcriptional deregulation in unfavorable neuroblastomas. Cancer Res. 
2016;76(18):5523–37.

	31.	 Valle-García D, Qadeer ZA, McHugh DS, Ghiraldini FG, Chowdhury AH, 
Hasson D, et al. ATRX binds to atypical chromatin domains at the 3’ exons 
of zinc finger genes to preserve H3K9me3 enrichment. Epigenetics. 
2016;11(6):398–414.

	32.	 Aydin B, Kakumanu A, Rossillo M, Moreno-Estellés M, Garipler G, Ringstad 
N, et al. Proneural factors Ascl1 and Neurog2 contribute to neuronal 
subtype identities by establishing distinct chromatin landscapes. Nat 
Neurosci. 2019;22(6):897–908.

	33.	 Webb AE, Pollina EA, Vierbuchen T, Urbán N, Ucar D, Leeman DS, et al. 
FOXO3 shares common targets with ASCL1 genome-wide and inhibits 
ASCL1-dependent neurogenesis. Cell Rep. 2013;4(3):477–91.

	34.	 Vierbuchen T, Ostermeier A, Pang ZP, Kokubu Y, Südhof TC, Wernig M. 
Direct conversion of fibroblasts to functional neurons by defined factors. 
Nature. 2010;463(7284):1035–41.

	35.	 Jung HJ, Coleman R, Woodward OM, Welling PA. Doxycycline changes 
the transcriptome profile of mIMCD3 renal epithelial cells. Front Physiol. 
2021;12(1984):771691.

	36.	 Larráyoz IM, de Luis A, Rúa O, Velilla S, Cabello J, Martínez A. Molecular 
effects of doxycycline treatment on pterygium as revealed by massive 
transcriptome sequencing. PLoS One. 2012;7(6):e39359.

	37.	 Lu H, Jiang W, Yang H, Qin Z, Guo SE, Hu M, et al. Doxycycline affects gene 
expression profiles in aortic tissues in a rat model of vascular calcification. 
Microvasc Res. 2017;114:12–8.



Page 15 of 15Woods et al. BMC Genomics          (2022) 23:255 	

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

	38.	 Cao D, Cheung HH, Chan WY. Doxycycline masks the genuine effect of 
the doxycycline-inducible transgene by promoting dopaminergic neu-
ron differentiation from human pluripotent stem cells. Stem Cells Dev. 
2019;28(13):833–45.

	39.	 Soleimani VD, Yin H, Jahani-Asl A, Ming H, Kockx CE, van Ijcken WF, et al. 
Snail regulates MyoD binding-site occupancy to direct enhancer switch-
ing and differentiation-specific transcription in myogenesis. Mol Cell. 
2012;47(3):457–68.

	40.	 Pomella S, Sreenivas P, Gryder BE, Wang L, Milewski D, Cassandri M, et al. 
Interaction between SNAI2 and MYOD enhances oncogenesis and 
suppresses differentiation in fusion negative rhabdomyosarcoma. Nat 
Commun. 2021;12(1):192.

	41.	 Eckerdt F, Yuan J, Strebhardt K. Polo-like kinases and oncogenesis. Onco-
gene. 2005;24(2):267–76.

	42.	 Munnamalai V, Sienknecht UJ, Duncan RK, Scott MK, Thawani A, 
Fantetti KN, et al. Wnt9a can influence cell fates and neural con-
nectivity across the radial axis of the developing cochlea. J Neurosci. 
2017;37(37):8975–88.

	43.	 Wapinski OL, Lee QY, Chen AC, Li R, Corces MR, Ang CE, et al. Rapid chro-
matin switch in the direct reprogramming of fibroblasts to neurons. Cell 
Rep. 2017;20(13):3236–47.

	44.	 Wang J, Chen T, Feng F, Wei H, Pang W, Yang G, et al. KLF15 regulates slow 
myosin heavy chain expression through NFATc1 in C2C12 myotubes. 
Biochem Biophys Res Commun. 2014;446(4):1231–6.

	45.	 Lee QY, Mall M, Chanda S, Zhou B, Sharma KS, Schaukowitch K, et al. 
Pro-neuronal activity of Myod1 due to promiscuous binding to neuronal 
genes. Nat Cell Biol. 2020;22(4):401–11.

	46.	 Colasante G, Rubio A, Massimino L, Broccoli V. Direct neuronal reprogram-
ming reveals unknown functions for known transcription factors. Front 
Neurosci. 2019;13:283.

	47.	 Ang CE, Wernig M. Induced neuronal reprogramming. J Comp Neurol. 
2014;522(12):2877–86.

	48.	 Carter JL, Halmai JANM, Fink KD. The iNs and outs of direct reprogram-
ming to induced neurons. Front Genome Ed. 2020;2:7.

	49.	 Casey BH, Kollipara RK, Pozo K, Johnson JE. Intrinsic DNA binding proper-
ties demonstrated for lineage-specifying basic helix-loop-helix transcrip-
tion factors. Genome Res. 2018;28(4):484–96.

	50.	 Mall M, Kareta MS, Chanda S, Ahlenius H, Perotti N, Zhou B, et al. Myt1l 
safeguards neuronal identity by actively repressing many non-neuronal 
fates. Nature. 2017;544(7649):245–9.

	51.	 Li S, Mattar P, Dixit R, Lawn SO, Wilkinson G, Kinch C, et al. RAS/ERK signal-
ing controls proneural genetic programs in cortical development and 
gliomagenesis. J Neurosci. 2014;34(6):2169–90.

	52.	 Imayoshi I, Isomura A, Harima Y, Kawaguchi K, Kori H, Miyachi H, et al. 
Oscillatory control of factors determining multipotency and fate in 
mouse neural progenitors. Science. 2013;342(6163):1203–8.

	53.	 Kageyama R, Shimojo H, Isomura A. Oscillatory control of notch signaling 
in development. Adv Exp Med Biol. 2018;1066:265–77.

	54	 Azzarelli R, Simons BD, Philpott A. The developmental origin of 
brain tumours: a cellular and molecular framework. Development. 
2018;145(10):dev162693.

	55.	 Narayanan A, Gagliardi F, Gallotti AL, Mazzoleni S, Cominelli M, Fagnocchi 
L, et al. The proneural gene ASCL1 governs the transcriptional subgroup 
affiliation in glioblastoma stem cells by directly repressing the mesenchy-
mal gene NDRG1. Cell Death Differ. 2019;26(9):1813–31.

	56.	 Olsen RR, Ireland AS, Kastner DW, Groves SM, Spainhower KB, Pozo K, et al. 
ASCL1 represses a SOX9(+) neural crest stem-like state in small cell lung 
cancer. Genes Dev. 2021;35(11–12):847–69.

	57.	 Rapa I, Volante M, Migliore C, Farsetti A, Berruti A, Vittorio Scagliotti G, 
et al. Human ASH-1 promotes neuroendocrine differentiation in andro-
gen deprivation conditions and interferes with androgen responsiveness 
in prostate cancer cells. Prostate. 2013;73(11):1241–9.

	58.	 Anders S, Huber W. Differential expression analysis for sequence count 
data. Genome Biol. 2010;11(10):R106.

	59.	 Love MI, Huber W, Anders S. Moderated estimation of fold change and 
dispersion for RNA-seq data with DESeq2. Genome Biol. 2014;15(12):550.

	60.	 Yu G, Wang LG, Han Y, He QY. clusterProfiler: an R package for comparing 
biological themes among gene clusters. OMICS. 2012;16(5):284–7.

	61.	 Yu G, He QY. ReactomePA: an R/Bioconductor package for reactome 
pathway analysis and visualization. Mol Biosyst. 2016;12(2):477–9.

	62.	 Hänzelmann S, Castelo R, Guinney J. GSVA: gene set variation analysis for 
microarray and RNA-Seq data. BMC Bioinformatics. 2013;14(1):7.

	63.	 Subramanian A, Tamayo P, Mootha VK, Mukherjee S, Ebert BL, Gillette MA, 
et al. Gene set enrichment analysis: a knowledge-based approach for 
interpreting genome-wide expression profiles. Proc Natl Acad Sci U S A. 
2005;102(43):15545–50.

	64.	 Ross-Innes CS, Stark R, Teschendorff AE, Holmes KA, Ali HR, Dunning MJ, 
et al. Differential oestrogen receptor binding is associated with clinical 
outcome in breast cancer. Nature. 2012;481(7381):389–93.

	65.	 Ramírez F, Ryan DP, Grüning B, Bhardwaj V, Kilpert F, Richter AS, et al. 
deepTools2: a next generation web server for deep-sequencing data 
analysis. Nucleic Acids Res. 2016;44(W1):W160–5.

	66.	 Heinz S, Benner C, Spann N, Bertolino E, Lin YC, Laslo P, et al. Simple 
combinations of lineage-determining transcription factors prime cis-
regulatory elements required for macrophage and B cell identities. Mol 
Cell. 2010;38(4):576–89.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Elevated ASCL1 activity creates de novo regulatory elements associated with neuronal differentiation
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Results
	ASCL1 overexpression in a neurogenic environment leads to promiscuous target binding and gene regulation
	Dephosphorylation of ASCL1 further enhances genome-wide binding
	Genome-wide transcriptional changes in a neurogenic environment mediated by ectopic ASCL1
	WT ASCL1 supports neuroblast proliferation while un(der)phosphorylated ASCL1 promotes neurogenesis

	Discussion
	Conclusions
	Methods
	Cell Culture
	Generation of Lentivirally Transduced Cell Lines
	Western blotting and Phos-tag™ western blot
	RNA-seq
	RNA-seq analysis
	ChIP and ChIP-seq
	ChIP-seq analysis

	Acknowledgements
	References


