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ΔNp63 is a pioneer factor that binds 
inaccessible chromatin and elicits chromatin 
remodeling
Xinyang Yu1,3, Prashant K. Singh1, Shamira Tabrejee1, Satrajit Sinha1* and Michael J. Buck1,2*  

Abstract 

Background: ΔNp63 is a master transcriptional regulator playing critical roles in epidermal development and other 
cellular processes. Recent studies suggest that ΔNp63 functions as a pioneer factor that can target its binding sites 
within inaccessible chromatin and induce chromatin remodeling.

Methods: In order to examine if ΔNp63 can bind to inaccessible chromatin and to determine if specific histone 
modifications are required for binding, we induced ΔNp63 expression in two p63-naïve cell lines. ΔNp63 binding was 
then examined by ChIP-seq and the chromatin at ΔNp63 targets sites was examined before and after binding. Further 
analysis with competitive nucleosome binding assays was used to determine how ΔNp63 directly interacts with 
nucleosomes.

Results: Our results show that before ΔNp63 binding, targeted sites lack histone modifications, indicating ΔNp63’s 
capability to bind at unmodified chromatin. Moreover, the majority of the sites that are bound by ectopic ΔNp63 
expression exist in an inaccessible state. Once bound, ΔNp63 induces acetylation of the histone and the repositioning 
of nucleosomes at its binding sites. Further analysis with competitive nucleosome binding assays reveal that ΔNp63 
can bind directly to nucleosome edges with significant binding inhibition occurring within 50 bp of the nucleosome 
dyad.

Conclusion: Overall, our results demonstrate that ΔNp63 is a pioneer factor that binds nucleosome edges at inacces-
sible and unmodified chromatin sites and induces histone acetylation and nucleosome repositioning.

Keywords: P63, Pioneer factor, Nucleosome, Chromatin modification

© The Author(s) 2021. 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.

Introduction
Gene regulation is controlled by transcription factors 
(TFs), which switch genes on and off in a spatial and tem-
poral manner. TFs are sequence-specific DNA-binding 
proteins that recognize and bind to evolutionally con-
served but often degenerative DNA sequences known as 

TF motifs [1, 2]. These degenerative TF motifs can occur 
millions of times across the human genome, but only a 
small proportion of these sites are actual bound in vivo—
the mechanisms of how this targeted TF binding takes 
place remains ill-understood [3].

The transcription factor p63 plays a pivotal role in 
maintaining epidermal lineage and in the epidermal 
commitment steps during skin development [4, 5]. The 
critical role of p63 in epidermal morphogenesis is evi-
dent from the distinct phenotype of p63-null mice that 
includes defects of limbs, craniofacial region, total loss of 
squamous epithelia and agenesis of other epithelial-rich 
tissues [6, 7]. TP63 mutations in human also cause severe 
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developmental diseases, such as ectrodactyly ectoder-
mal dysplasia–clefting syndrome (EEC), limb–mammary 
syndrome (LMS), ankyloblepharon and ectodermal dys-
plasia–clefting syndrome (AEC), split-hand/foot malfor-
mations (SHFM) and Rapp–Hodgkin syndrome [8]. p63 
plays a versatile role as a master regulatory factor and 
affects a myriad of cellular processes, from basement 
membrane formation, barrier formation, terminal dif-
ferentiation, to epithelial cell adhesion and proliferation. 
In humans and mice, p63 protein has multiple isoforms 
due to alternative mRNA splicing and usage of different 
promoters [9–11]. The ΔNp63α isoform is the most pre-
dominant in epithelial cells and possess the majority of 
p63 biological functions [8, 12–14].

While the role of TP63 in regulating epidermal mor-
phogenesis and other epithelial-rich tissues have been 
extensively investigated, the mechanism of how ΔNp63 
modulates chromatin still remains elusive. ΔNp63 has 
been proposed to be both an activator and a repressor of 
transcription. As an example while ΔNp63 can activate 
important epidermal genes such as the keratin genes K5 
and K14 [14, 15], it can also act to repress expression of 
genes for non-epidermal lineages [16]. In its repressive 
role ΔNp63 has been demonstrated to physically interact 
with the histone deacetylase HDAC1 and HDAC2 [17]. 
Conversely, the Swi/Snf chromatin remodeling complex, 
BAF has been shown to maintain nucleosome displace-
ment at ΔNp63 binding sites [18]. Furthermore, a recent 
study has found an interaction between H3K4 histone 
methyl-transferase, KMT2D, and ΔNp63 in epidermal 
keratinocytes [19]. These studies suggest that one poten-
tial function of DNA-bound ΔNp63 could be to remodel 
the neighboring chromatin, thereby creating an active or 
repressive chromatin state.

Our previous studies have revealed that ΔNp63-bound 
sites across the genome in human keratinocytes are asso-
ciated with an accessible and active chromatin environ-
ment [20]. However, we found that those sequences were 
predicted to have a higher chance of nucleosome deposi-
tion, suggesting that the accessible chromatin landscape 
at ΔNp63-bound sites might be driven by the pioneer-
ing activity of ΔNp63 [20]. To directly test if ΔNp63 is a 
pioneer factor capable of binding inaccessible chromatin 
and remodeling the neighboring chromatin, here we have 
performed studies with ectopically expressed ΔNp63 in 
cell lines that are ΔNp63 naïve. This has allowed us to 
directly determine the global state of nucleosome modi-
fications and chromatin accessibility required for ΔNp63 
binding and the consequences of binding. By combining 
our analysis with in  vitro nucleosome binding assays, 
we demonstrate that ΔNp63 is a pioneer factor capable 
of binding directly to nucleosome edges at chromatin 

inaccessible regions in a histone modification-independ-
ent manner.

Results
Our previous examination of ΔNp63 binding in NHEK 
(normal human epidermal keratinocytes) cells demon-
strated an active chromatin signature at many of its bind-
ing sites consisting of high H3K27ac, H3K9ac, H3K4me1, 
H3K4me2, and H3K4me3 along with increased chro-
matin accessibility [20]. These sites while depleted of 
nucleosomes in NHEK contained nucleosome-pre-
ferring sequences. However, it was unclear from this 
analysis if ΔNp63α played an active role in establishing 
this chromatin architecture or required an a priori per-
missive chromatin environment to bind. Therefore, to 
directly test ΔNp63 pioneering capabilities, we estab-
lished an inducible system in which ΔNp63 is ectopically 
expressed in a p63-naïve cell line, K562. K562 is a widely 
used immortalized myelogenous  leukemia  cell line and 
is an advantageous choice for these experiments because 
no p63-isoforms are expressed and there are extensive 
genomic and epigenomic datasets available from the 
ENCODE project [21]. Two doxycycline (Dox) induc-
ible cell lines were generated containing the wild-type 
(WT) HA-tagged ΔNp63α and DNA-binding mutant 
ΔNp63α(R304W). Western blot analysis showed that 
both WT and mutant ΔNp63α were expressed after Dox 
induction and the levels comparable to those observed in 
epithelial cells (Additional file 1: Figure S1).

ΔNp63α (WT) and ΔNp63α(R304W) were induced 
in K562 cells with Dox and ChIP-seq experiments per-
formed on two biological replicates with ΔNp63-specific 
and anti-HA antibodies. ChIP-seq experiments with 
anti-p63 4A4 antibodies identified 2049 sites while the 
HA antibody identified 10,900 sites. The differences 
in peak numbers is likely due to differences in antibod-
ies specificity. In contrast, ChIP-seq experiments for 
ΔNp63α(R304W) show limited enrichment consisting 
of only 29 sites for 4A4 antibody and 68 sites for HA 
antibody with zero overlapping sites. Both ChIP-seq 
experiments for ΔNp63α enriched for DNA sequences 
containing the p63 binding motif (Additional file 1: Fig-
ure S2). Representative genomic locations showing both 
wild type and mutant ΔNp63α ChIP-seq further demon-
strate the lack of signal for the ΔNp63α(R304W) ChIP 
experiments (Additional file  1: Figure S3). In total 1980 
common sites that were identified in experimental repli-
cates using WT ΔNp63α ChIP but not in the control cells 
expressing ΔNp63α(R304W) were chosen for further 
analysis.

To understand the chromatin characteristics required 
for ΔNp63α binding, we examined the robust dataset 
of chromatin modification marks and accessibility for 
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K562 that have been generated by the ENCODE pro-
ject. This provided us with the chromatin characteris-
tics before ΔNp63 was induced in our experiments. Ten 
histone modifications H3K4me1, H3K4me2, H3K4me3, 
H3K9ac, H3K9me1, H3K9me3, H3K27ac, H3K27me3, 
H3K36me3, H3K79me2 with DNase-seq and H2AFZ 
profiles were examined and clustered into 4 groups 
(Fig. 1a). Groups a, b, c contain a total of 374 sites and 
appear to represent binding locations occurring in 
already active chromatin environments with high levels 
of H3K27ac and H3K4me1 or H3K4me3. The majority 
of the ΔNp63α-bound sites (1606 out of 1980) are in 
group d and represented genomic segments that were 
bereft of signal for any histone modification tested. The 
average chromatin architecture further demonstrates 
the absence of histone modifications and is shown in 
comparison to the active chromatin state at transcrip-
tional start sites (TSS; Fig. 1b). Examination of chroma-
tin accessibility by DNase-seq shows that the majority 

of these (1429 of 1980) regions are located at inacces-
sible sites in K562 as defined by DNase-seq (Fig.  1c). 
These sites are located predominantly in intronic (46%) 
and intergenic (37%) regions of the genome similar to 
ΔNp63α binding in NHEK cells where it targets 47% 
intronic and 39% intergenic regions (Fig. 1d) [22].

To further characterize the chromatin before ΔNp63α 
binds, we examined nucleosome occupancy as deter-
mined from MNase-seq. Nucleosome occupancy and 
nucleosome positions from two independent MNase-
seq datasets show nucleosome enrichment at these 
binding sites before ΔNp63α binds in K562 cells (Fig. 2a 
and Additional file 1: Figure S4). This peak of signal can 
be caused by the 2 closely flanking nucleosomes with 
binding taking place at the edges. To address this fur-
ther, we examined nucleosome occupancy at p63BS 
after grouping bound locations by the nucleosome sym-
metry at the site (Fig.  2b) [23]. Results show ΔNp63α 
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binding occurring 50–60  bp from the peak of nucleo-
some occupancy.

Comparison of ΔNp63 binding sites between NHEK 
and ectopic‑induced binding in K562
To further examine the chromatin characteristics at 
ΔNp63α binding sites, we compared the ΔNp63α-
bound K562 targets to the binding sites in a normal 
ΔNp63α expressing cell type NHEK [20, 22]. Sites 

were classified as jointly bound, or bound only in each 
specific cell type. The consequence of ΔNp63 binding 
can be discerned by comparing the chromatin at sites 
bound in a ΔNp63 expressing cell line, NHEK, with the 
chromatin seen at the bound sites in K562. Three bind-
ing sites near the TP73 gene exemplify the chroma-
tin differences in the two cell lines (Fig.  3a). The sites 
bound in K562 are often within heterochromatin chro-
matin states (gray) or weak-TX (green). In NHEK, these 
same sites are shown to be active as strong enhancers 
(red) or weak enhancers (yellow). The DNase signal is 
also higher in 2 of 3 binding sites in NHEK.

Sites bound by ΔNp63 in both cell lines show 
active histone modifications in NHEK and the rela-
tive absence of similar modifications in K562 (Fig.  3b, 
c). Sites in NHEK are flanked by transcriptional active 
histone modifications (H3K9ac, H3K27ac, H3K4me1, 
H3K4me2, H3K4me3), while in K562 these same 
sites show reduced signal. Sites bound only in NHEK 
(Fig.  2b middle, d) have high levels of active histone 
modifications, while all modifications display low signal 
in K562. K562-specific sites (Fig. 3b bottom, e) display 
relatively low levels of active histone modifications in 
both NHEK and K562.

Examination of ΔNp63-sites bound only in NHEK 
allows us to address the role of repressive histone modi-
fications (H3K27me3 and H3K9me3). While these 8195 
NHEK-exclusive sites represent bona fide targets of 
ΔNp63, they were not occupied by ectopically expressed 
ΔNp63 in K562. The observation that these sites are not 
enriched for repressive histone modifications suggest 
that active repression might not be a strong driving force 
in preventing or blocking ΔNp63 binding to these sites 
in vivo.

ΔNp63α can bind inaccessible, inactive sites in HepG2
To validate our results from K562 cell line-based studies 
and to examine if ΔNp63α can also target inactive and 
inaccessible chromatin in other cell types, we developed 
a ΔNp63α -expressing HepG2 cell line. HepG2 is p63-
naïve and is a widely used human cell line derived from 
hepatic cancer that has been extensively characterized for 
studies of the endoderm linage. By performing ChIP-seq 
experiments, we identified ΔNp63-bound 2939 targets in 
HepG2 (Additional file  1: Figure S5). Most sites bound 
in HepG2 have low levels of histone modifications and 
accessibility, which is consistent with what was observed 
in K562 (Fig. 4a). In addition, the majority, 65%, are clas-
sified as inaccessible (Fig.  4b). The chromatin architec-
ture was further examined at the inaccessible bound sites 
and displayed a low signal compared with the chromatin 
modifications at TSS (Fig. 4c). Taken together, our studies 
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with ectopic ΔNp63α expression in two independent cell 
lines reaffirmed the notion that ΔNp63α can bind inac-
cessible sites in the genome.

ΔNp63 binds at nucleosomes and leads to H3K27ac 
and nucleosome depletion
Our comparison between K562 and NHEK binding 
sites suggest that ΔNp63α binding leads to an active 
nucleosome architecture. To test the consequences 
of direct effects of ΔNp63α binding, we determined if 
H3K27ac increased at sites bound by ΔNp63α. ChIP-
seq for H3K27ac was performed in ΔNp63α and 
ΔNp63α(R304W) expressing K562 cell lines (Fig.  5). 
We found that binding of ΔNp63α leads to an increased 
in H3K27ac at ΔNp63α-bound sites while induction of 
DNA-binding mutant ΔNp63α(R304W) does not change 
the H3K27ac (Fig. 5a). By comparison, H3K27ac does not 
change at TSS in K562 in either cell line (Fig. 5b). In addi-
tion, these results show the characteristic peak–valley–
peak for the H3K27ac surrounding the ΔNp63 binding 
sites, suggestive of nucleosome depletion at the binding 

site. Examination of single sites further highlights the 
starting structure and consequences of ΔNp63α (Fig. 5c, 
d; Additional file  1: Fig.  S7). At these sites the p63BS is 
located within a well-positioned nucleosome. After 
induction of ΔNp63α the flanking nucleosomes are acet-
ylated with a dip in signal at the site of binding, suggest-
ing remodeling of the centrally located nucleosome.

ΔNp63 binds nucleosome edges
To further understand the ability of ΔNp63 to bind to 
inaccessible chromatin, we tested ΔNp63 binding to 
nucleosome DNA with a competitive nucleosome bind-
ing assay that we have recently developed [24]. We gener-
ated 16 templates derived from Widom 601 nucleosome 
positioning sequence, of these 14 nucleosome templates 
contained a high-affinity or intermediate-affinity p63 
binding site (p63BS) that were placed at increasing dis-
tance to the nucleosome dyad axis, in an exposed or con-
cealed rotational orientation (Fig.  6a; Additional file  1: 
Fig.  S8A). Two  nucleosome sequences lacking p63BS 
served as internal control (Additional file  2: Table  S1). 
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Nucleosome population were obtained after in  vitro 
reconstitution with unmodified histones via salt gradient 
dialysis on all nucleosome sequences simultaneously, and 
purified from free DNA with a sucrose gradient.

ΔNp63 was added to 0.25 pmol purified nucleosome at 
increasing concentration (0 to 2 pmol, 0 to 286 nM). The 
binding reactions were then separated on a native poly-
acrylamide gel to detect the ΔNp63–nucleosome com-
plex (Fig. 6b). The first lane contained only nucleosomes 
and was used to measure background and input levels 
for each experimental replicate. As ΔNp63 concentra-
tion increased a supershifted band appears and intensi-
fies at higher amounts of ΔNp63. As the concentration 
of ΔNp63 was increased, additional supershifts were 
observed while the nucleosome-only band intensity sig-
nificantly decreased, similar to our published findings 

for p53 [24]. The multiple supershifts are likely due to 
ΔNp63 dimers and tetramers binding p63 half-sites and 
full-sites, respectively [25].

DNA was then extracted and purified from the super-
shifted and nucleosome band and sequenced. The 
sequencing results were then mapped back to the origi-
nal 16 nucleosome sequences and compared to the con-
trol non-specific sequence in the same lane. This analysis 
method controls for non-specific binding, gel loading, 
PCR amplification, and next-generation sequencing. This 
approach is performed on each non-shifted nucleosome 
band independently to see what types of nucleosomes are 
bound by ΔNp63 and shifted, two replicates were con-
ducted (Fig. 6c, d). Our analysis demonstrates that nucle-
osomes containing a high-affinity or intermediate-affinity 
p63BS located around the nucleosomes boundaries at 
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superhelix location (SHL) 6.5, 7, and in the linker SHL 8 
are bound first at the lowest concentrations. In contrast, 
the nucleosomes containing a p63BS located near the 
dyad are not specifically bound as compared to the con-
trol nucleosomes. Examination of the supershifted frag-
ments show similar results (Additional file 1: Figure S8B, 
C), and is consistent with ΔNp63 binding only at nucleo-
some edges.

Discussion
Several studies have examined the chromatin environ-
ment at TF binding sites [26, 27]. These studies often 
cannot address cause and effect due to the fact that the 
binding of TF is often examined concurrently in spe-
cific cell lines with experiments that identify the pre-
vailing global chromatin environment. In our previous 

studies on ΔNp63 binding patterns in human and mouse 
keratinocytes, we found that ΔNp63 binding occurred 
at predominately active chromatin regions contain-
ing active histone modifications (H3K27ac, H3K4me1, 
and H3K4me3) [20, 28]. In human keratinocytes two 
pieces of evidence suggested that ΔNp63 was pivotal 
in potentially creating the chromatin environment. 
First, ΔNp63-bound sites have higher sequence-defined 
nucleosome occupancy, suggestive of a positioned 
nucleosome over the binding site in other cell types. 
Second, at chromatin open/accessible locations there 
was a further positive association between DNase sig-
nal and the quality of the p63BS [20]. These finding sug-
gested that ΔNp63 might function as pioneer factor that 
can bind directly to nucleosomes and regulate epithelial 
differentiation.
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To directly test ΔNp63 pioneer ability, we used 
in vivo and an in vitro assays to determine the chroma-
tin environment at ΔNp63 binding sites before ΔNp63 
is present, and the ΔNp63 ability to bind directly to 
nucleosomal DNA. K562 and HepG2 cells do not 
express any of the known p63-isoforms making their 
chromatin p63-naïve. Thus, we reasoned, by expressing 
ectopic ΔNp63 and locating its binding sites by ChIP-
seq, we can determine the chromatin environment con-
ducive for ΔNp63 binding. In both cells lines, we found 
ΔNp63 is able to bind its binding sites located in inac-
cessible chromatin without the active histone modifica-
tions (H3K27ac, H3K4me1, H3K4me3, H3K9ac). Our 
results are consistent with recent studies in Zebrafish 
where p63 was shown to bind to non-accessible chro-
matin at epidermal enhancers during vertebrate devel-
opment [29]. One limitation of our Dox induction 
experiments in K562 and HepG2 cell lines is that the 
expression level of ectopic ΔNp63α might vary across 
individual cells. This can cause skewing of results due 
high ΔNp63α expression only in a subpopulation of 
cells, future studies at a single-cell resolution will allow 
us to circumvent this problem.

To understand the mechanism for ΔNp63 binding to 
inaccessible chromatin we examined ΔNp63 binding to 
nucleosomal DNA with a competitive nucleosome bind-
ing assay [24]. In these experiments ΔNp63 can bind to 
its binding sites when they are located near the nucleo-
some edge and binding is inhibited within 50  bp of the 
nucleosome dyad. The results we obtained with ΔNp63 
are similar to TP53, which also preferentially binds at 
nucleosome edges [24, 30]. Interestingly, our observa-
tions are consistent with a model in which the dynamic 
partial unwrapping near nucleosome edges where DNA 
near the entry–exit region is unwrapped from the his-
tone proteins exposing the DNA to TF binding [31, 32]. 
We therefore posit that ΔNp63 can access the partially 
unwrapped nucleosome and remain stably bound.

To understand the consequences of ΔNp63 binding 
we examined the chromatin states at sites bound in both 
K562 and NHEK. In K562 cell line, we found that many 
of the sites that were bound by ΔNp63 were shown to 
be in repressive chromatin states. In NHEK, the same 
genomic regions are characterized by a more active 
chromatin state, suggesting a direct role for ΔNp63 in 
activating chromatin. To validate ΔNp63 ability to acti-
vate chromatin domains we found a strong increase in 
H3K27ac at flanking nucleosomes after ΔNp63 binding. 
This peak–valley–peak signal is characteristic of active 
regulatory regions and represents the formation of a 
nucleosome-depleted region occurring at the binding 
site. Recent studies expressing ΔNp63 in dermal fibro-
blasts also showed increased chromatin accessibility and 

H3K27ac at ΔNp63 binding sites [33]. ΔNp63 has been 
shown to require the BAF complex to maintain a nucle-
osome-depleted region at its binding sites [18], and has 
been shown to interact with H3K4 methyl-transferase, 
KMT2D [19]. These observations and our findings 
reported here suggest that ΔNp63 ability to remodeling 
chromatin after binding is not a cell type-specific func-
tion, and that ΔNp63 can directly recruit general chro-
matin remodeling co-activators.

Despite ΔNp63’s ability to act a pioneer factor that can 
bind to nucleosomal DNA and elicit chromatin remod-
eling, the underlying molecular mechanisms differs from 
other well-characterized pioneer factors. For example, 
the canonical pioneer factor FOXA [34, 35] can bind 
the nucleosome dyad and displace the linker histone to 
maintain nucleosome accessibility [36]. The Yamanaka 
factors SOX2 and OCT4 [37] can bind heterochromatin 
domains, though heterochromatin impedes their bind-
ing [38]. As more pioneer factors are characterized, it is 
becoming clear that they interact with nucleosomes and 
histone modifications in varied manner.

The results from our studies have some limitations on 
defining ΔNp63 targeting specificity. First, the experi-
ments we employed with K562 and HepG2 used unsyn-
chronized replicating cells. During DNA replication 
RNA synthesis is greatly reduced and there are major 
changes to chromosome architecture including break-
down of nuclear envelop, chromosome condensation, 
and loss of long range interactions between enhancers 
and promoters [39, 40]. In addition, many TFs are unde-
tectable in mitotic chromosomes [41], while a subset of 
TF are retained and bound during mitosis [42]. These 
“book marking” TF enable the proper activation of gene 
expression after mitosis and include pioneer factors 
FoxA1, Sox2, Oct4, and Klf4 [42]. Notably, many of the 
K562 induced ΔNp63-binding sites are associated with 
enhancer regions, and other groups have proposed that 
ΔNp63 acts to ‘bookmark’ genes for expression in strati-
fying epithelia [33, 43–45]. A second limitation of our 
studies is that it does not provide a clear rationale for why 
only specific subset of genomic sites are bound by ΔNp63 
and what might be the chromatin modifications that dic-
tate such choices. In this regard, results from the p63–
nucleosome in vitro binding assays shed some light. We 
show that ΔNp63 could only bind its target BS when it 
was near the nucleosome edge. In addition, examination 
of the ΔNp63 ChIP-seq sites shows a dual peak of nucle-
osome enrichment. These finding suggest that ΔNp63 
binding specificity might be driven in part by the loca-
tion of the p63BS within the nucleosome. Computational 
modeling of how ΔNp63 binding is inhibited within 
50 bp of the dyad and de novo prediction of ΔNp63 bind-
ing when p63 is ectopically expressed, however remain 
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un-conclusive suggesting that additional unexplored fac-
tors influence ΔNp63 binding site selection.

Materials and methods
Cell culture and treatment
Human K562 cell line was grown in Roswell Park Memo-
rial Institute (RPMI) 1640 medium (Hyclone SH30027.
LS) supplemented with 1% penicillin/streptomycin 
(Gibco 15140-163), 4  mM L-glutamine (Gibco 25030-
164) and 10% fetal bovine serum (Giboco SH30071.03). 
HepG2 cells were grown in Dulbecco’s modified Eagle’s 
medium (DMEM) supplemented with 1% penicil-
lin/streptomycin (Gibco) and 10% fetal bovine serum 
(Gibco). The identities of all cell lines were confirmed 
via STR profiling and cultures are routinely checked for 
mycoplasma contamination. All cell lines were incu-
bated at 37  °C and 5%  CO2. The cDNAs corresponding 
to human ΔNp63α and ΔNp63α(R304W) (ΔNp63α with 
an amino acid substitution in DBD thus losing specific 
sequence binding ability) were cloned into the pIN-
DUCER21 vector, respectively. Stable cell lines express-
ing corresponding cDNAs were generated according to 
the pINDUCER lentivirus toolkit [46], which was fol-
lowed by cell sorting to select the high-GFP population 
indicating stable expression of introduced ΔNp63α. FAC-
sorting was performed on a BD Biosystems AriaII by 
Roswell Park Cancer Institute, Department of Flow and 
Image Cytometry. After cell selection, 300 ng/ml doxycy-
cline were added individually to different cell lines after 
they were grown to > 60% confluency in order to induce 
p63 expression. Expression of ΔNp63α was validated by 
western blot with ΔNp63-specific in-house generated 
antibody, ΔNp63α original expressing epithelial cell line 
A253 was applied as positive control to confirm ΔNp63α 
ectopic expression in engineered cell lines.

Chromatin immunoprecipitation (ChIP) and library 
preparation
Cell pellets were then collected after 18 h of Dox induc-
tion, and then fixed with 1% formaldehyde for 10  min, 
approximately 1 to 4 million cells were prepared for 
each ChIP-seq experiment. ChIP experiments were per-
formed as described previously [47, 48], with sheared 
chromatin from 1 million cells for H3K27ac or 4 million 
cells for ΔNp63α using the iDeal ChIP-seq kit for TFs 
(Diagenode: C01010055). ChIP for ΔNp63α was carried 
out using ~ 3 ug each of 4A4 mouse monoclonal anti-
ΔNp63 antibody or anti-HA antibody. ChIP for histone 
mark H3K27ac was performed using ~ 2 ug of H3K27ac 
(Diagenode: C15410174) antibody. Sequencing librar-
ies were prepared using ThruPLEX DNA-seq kit from 

Rubicon Genomics. Samples were submitted to Univer-
sity at Buffalo Genomics and Bioinformatics Core (Uni-
versity at Buffalo, State University of New York; Buffalo, 
New York) and sequenced on a HiSeq using Standard 
50-Cycle Single Read Sequencing. Sequencing and qual-
ity control were also performed at the University at Buf-
falo Genomics and Bioinformatics Core.

Data analysis
Raw sequencing reads from K562 (4A4, HA, H3K27ac 
and inputs) and HepG2 (HA and input) were analyzed 
through an identical pipeline as performed before [20]. 
ChIP-seq experiments on the non-mutated p63 exceeded 
ENCODE quality standards [49]. ChIP-seq experiments 
for ΔNp63α(R304W) failed ENCODE quality stand-
ards as expected from a protein that does not bind to 
genomic DNA. Datasets were aligned to either hg19 or 
hg38 dependent on the downstream data analysis. All 
available Histone ChIP-seq and DNase-seq conducted in 
K562 and HepG2 were downloaded from the ENCODE 
repository: http:// genome. ucsc. edu/ENCODE/. Chroma-
tin State Segmentation files K562ChromHMM, NHEK-
ChromHMM and HepG2ChromHMM were downloaded 
from GEO GSM936088, GEO GSM936087, and GEO 
GSM936090. K562 and HepG2 DNaseI/FAIRE/ChIP Syn-
thesis file was downloaded from GEO GSM1002657, and 
GEO GSM1002654. MNase-seq data were from Miec-
zkowski et  al. 2016 sample GSM2083140 [50], and ana-
lyzed as previously described [51, 52]. Additional analysis 
of MNase-seq datasets from [53] was performed using 
the NucMap database [54] using nucleosome positions 
determined with DANPOS or iNPS [55, 56]. Symmetry 
of nucleosome occupancy at p63BS was determined with 
ArchAlign with 0-bp shifts and region reversal enabled 
[23]. ChIP-seq binding sites annotation was done using 
annotatePeaks.pl from the HOMER package [57].

Identifying the chromatin profile at p63 bound sites
Histone mark ChIP-seq data in K562, NHEK, and HepG2 
cell lines were obtained from ENCODE consortium 
[21]. The coordinates for p63 bound sites in NHEK were 
obtained from previous study [20]. Using ArchTex his-
tone modifications and MNase-seq data were plotted for 
a 2-kb window at 10-bp resolution with a standardized 
tag count of 100 million or 1 billion, respectively [58]. 
This analysis was performed in each 3 cell lines, respec-
tively. An average signal across a 2-kb window centered 
at the ΔNp63α binding site was plotted for correspond-
ing histone marks described in the main text in 3 dif-
ferent cells, respectively. k-means clustering algorithm 
implemented in Cluster 3.0 software was applied [59]. 

http://genome.ucsc.edu/
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The heatmap was generated via Java TreeView software 
[60].

p63–nucleosome in vitro binding assay
Expression and purification of His-tagged ΔNp63γ 
protein were performed as described previously [61]. 
Protein–nucleosome binding assays were carried out 
in duplicate with purified nucleosomes and ΔNp63γ 
protein [24]. Two p63BS were used, an adapted high-
affinity ideal sequence: 5′-GGG CATG TCC GGG CATG 
TCC-3′ [62, 63] and a natural intermediate-affin-
ity sequence from the CDKN1A promoter: 5′-AGA 
CTGG GCA TGT CTGG GCA-3′ [64]. 14 nucleosome 
sequences were designed starting from the 217-bp 
Widom 601 sequence and compared to non-specific 
binding to 2 control sequences (Additional file  2: 
Table  S1). Protein binding was detected by mobil-
ity shift assay on 4% (w/v) native polyacrylamide gels. 
The original 601 sequence contains a TP63 half-site 
core (CATG) located just outside the nucleosome 
edge. To ensure that this sequence does not affect the 
binding assays we modified this sequence to AGGT. 
We called it ‘601-modified’, which was regarded as an 
additional control sequence. The original Widom 601 
DNA (601) was still used in the study and had indistin-
guishable results compare to ‘601-modified’. All visual 
bands were excised from the gel, as well as the bands 
at the same locations in the other lanes. DNA from 
each band was extracted, purified, and then quantified 
by qPCR. All samples were multiplexed and sequenced 
on a MiSeq using 2 × 150-bp paired-end sequencing. 
Sequencing  was performed at the University at Buffalo 
Genomics and Bioinformatics Core. Quality sequence 
reads were mapped to each specific starting sequence 
using Blat [65]. The results were then analyzed relative 
to control/non-specific binding (relative shift). Relative 
shift is determined from the non-shifted nucleosome 
bands and controls technical variability introduced by 
gel-excision, PCR, NGS-library construction, or NGS 
sequencing. In this method each specific nucleosome 
sequence is measured relative to non-specific binding 
(control 601 fragment):

 where N is one of the 16 nucleosome sequences, 601 is 
the control nucleosome sequence, reads nucleosome is 
the nucleosome band at specific concentration of ΔNp63, 
reads nucleosome input is the nucleosome band in input 
lane without any ΔNp63 added.

Relative shift = − log2

(

reads nuclesomeN
reads nucleosome601

/

reads nucleosome inputN
reads nucleosome input601

)

,

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13072- 021- 00394-8.

 Additional file 1. Figures and corresponding legends for supplementary 
figures 1–8. 

Additional file 2: Table S1. Sequence details for competitive nucleosome 
binding assays.

Acknowledgements
We thank UB Genomics and Bioinformatics Core for next-generation sequenc-
ing services and the ENCODE Consortium and the ENCODE production 
laboratories for generating the particular datasets.

Authors’ contributions
XY and PS performed the majority of the experiments and analysis. ST ana-
lyzed the MNase-seq data. MJB and SS designed and supervised the experi-
ments. XY and MJB wrote the manuscript. All authors read and approved the 
final manuscript.

Funding
These studies were supported by NIH R01GM132199 to MJB and 
R01AR073226 to SS.

 Availability of data and materials
ChIP-seq datasets are available at NCBI GEO GSE140329 and in vitro nucleo-
some binding data available at NCBI SRA PRJNA588790.

Declarations

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

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

Author details
1 Department of Biochemistry, State University of New York at Buffalo, Buf-
falo, NY 14203, USA. 2 Department of Biomedical Informatics, Jacobs School 
of Medicine & Biomedical Sciences, Buffalo, USA. 3 Present Address: Zhuhai 
Interventional Medical Center, Zhuhai Precision Medical Center, Zhuhai 
People’s Hospital, Zhuhai Hospital Affiliated with Jinan University, Zhuhai, 
Guangdong, China. 

Received: 17 November 2020   Accepted: 2 April 2021

References
 1. Bryne JC, Valen E, Tang MH, Marstrand T, Winther O, da Piedade I, Krogh A, 

Lenhard B, Sandelin A. JASPAR, the open access database of transcrip-
tion factor-binding profiles: new content and tools in the 2008 update. 
Nucleic Acids Res. 2008;36:D102-106.

 2. Stormo GD. DNA binding sites: representation and discovery. Bioinfor-
matics. 2000;16(1):16–23.

 3. Wang J, Zhuang J, Iyer S, Lin X, Whitfield TW, Greven MC, Pierce BG, Dong 
X, Kundaje A, Cheng Y, et al. Sequence features and chromatin structure 
around the genomic regions bound by 119 human transcription factors. 
Genome Res. 2012;22(9):1798–812.

https://doi.org/10.1186/s13072-021-00394-8
https://doi.org/10.1186/s13072-021-00394-8


Page 12 of 13Yu et al. Epigenetics & Chromatin           (2021) 14:20 

 4. Fan X, Wang D, Burgmaier JE, Teng Y, Romano RA, Sinha S, Yi R. Single cell 
and open chromatin analysis reveals molecular origin of epidermal cells 
of the skin. Dev Cell. 2018;47(1):21–37.

 5. Soares E, Zhou H. Master regulatory role of p63 in epidermal develop-
ment and disease. Cell Mol Life Sci. 2018;75(7):1179–90.

 6. Mills AA, Zheng B, Wang XJ, Vogel H, Roop DR, Bradley A. p63 is a p53 
homologue required for limb and epidermal morphogenesis. Nature. 
1999;398(6729):708–13.

 7. Yang A, Schweitzer R, Sun D, Kaghad M, Walker N, Bronson RT, Tabin 
C, Sharpe A, Caput D, Crum C, et al. p63 is essential for regenerative 
proliferation in limb, craniofacial and epithelial development. Nature. 
1999;398(6729):714–8.

 8. Osterburg C, Osterburg S, Zhou H, Missero C, Dotsch V. Isoform-specific 
roles of mutant p63 in human diseases. Cancers. 2021;13:3.

 9. Kaghad M, Bonnet H, Yang A, Creancier L, Biscan JC, Valent A, Minty A, 
Chalon P, Lelias JM, Dumont X, et al. Monoallelically expressed gene 
related to p53 at 1p36, a region frequently deleted in neuroblastoma and 
other human cancers. Cell. 1997;90(4):809–19.

 10. Yang A, Kaghad M, Wang Y, Gillett E, Fleming MD, Dotsch V, Andrews NC, 
Caput D, McKeon F. p63, a p53 homolog at 3q27-29, encodes multiple 
products with transactivating, death-inducing, and dominant-negative 
activities. Mol Cell. 1998;2(3):305–16.

 11. Rizzo JM, Romano RA, Bard J, Sinha S. RNA-seq studies reveal new insights 
into p63 and the transcriptomic landscape of the mouse skin. J Invest 
Dermatol. 2015;135(2):629–32.

 12. Romano RA, Smalley K, Magraw C, Serna VA, Kurita T, Raghavan S, Sinha 
S. DeltaNp63 knockout mice reveal its indispensable role as a master 
regulator of epithelial development and differentiation. Development. 
2012;139(4):772–82.

 13. Sethi I, Romano RA, Gluck C, Smalley K, Vojtesek B, Buck MJ, Sinha S. A 
global analysis of the complex landscape of isoforms and regulatory 
networks of p63 in human cells and tissues. BMC Genomics. 2015;16:584.

 14. Candi E, Rufini A, Terrinoni A, Dinsdale D, Ranalli M, Paradisi A, De Laurenzi 
V, Spagnoli LG, Catani MV, Ramadan S, et al. Differential roles of p63 
isoforms in epidermal development: selective genetic complementation 
in p63 null mice. Cell Death Differ. 2006;13(6):1037–47.

 15. Romano RA, Ortt K, Birkaya B, Smalley K, Sinha S. An active role of the 
DeltaN isoform of p63 in regulating basal keratin genes K5 and K14 and 
directing epidermal cell fate. PLoS ONE. 2009;4(5):e5623.

 16. De Rosa L, Antonini D, Ferone G, Russo MT, Yu PB, Han R, Missero C. p63 
Suppresses non-epidermal lineage markers in a bone morphogenetic 
protein-dependent manner via repression of Smad7. J Biol Chem. 
2009;284(44):30574–82.

 17. Ramsey MR, He L, Forster N, Ory B, Ellisen LW. Physical association 
of HDAC1 and HDAC2 with p63 mediates transcriptional repres-
sion and tumor maintenance in squamous cell carcinoma. Can Res. 
2011;71(13):4373–9.

 18. Bao X, Rubin AJ, Qu K, Zhang J, Giresi PG, Chang HY, Khavari PA. A novel 
ATAC-seq approach reveals lineage-specific reinforcement of the open 
chromatin landscape via cooperation between BAF and p63. Genome 
Biol. 2015;16:284.

 19. Lin-Shiao E, Lan Y, Coradin M, Anderson A, Donahue G, Simpson CL, Sen P, 
Saffie R, Busino L, Garcia BA, et al. KMT2D regulates p63 target enhancers 
to coordinate epithelial homeostasis. Genes Dev. 2018;32(2):181–93.

 20. Sethi I, Sinha S, Buck MJ. Role of chromatin and transcriptional co-
regulators in mediating p63-genome interactions in keratinocytes. BMC 
Genomics. 2014;15:1042.

 21. Consortium EP. A user’s guide to the encyclopedia of DNA elements 
(ENCODE). PLoS Biol. 2011;9(4):e1001046.

 22. Kouwenhoven EN, van Heeringen SJ, Tena JJ, Oti M, Dutilh BE, Alonso ME, 
de la Calle-Mustienes E, Smeenk L, Rinne T, Parsaulian L, et al. Genome-
wide profiling of p63 DNA-binding sites identifies an element that 
regulates gene expression during limb development in the 7q21 SHFM1 
locus. PLoS Genet. 2010;6(8):e1001065.

 23. Lai WK, Buck MJ. ArchAlign: coordinate-free chromatin alignment reveals 
novel architectures. Genome Biol. 2010;11(12):R126.

 24. Yu X, Buck MJ. Defining TP53 pioneering capabilities with competitive 
nucleosome binding assays. Genome Res. 2019;29(1):107–15.

 25. Brandt T, Petrovich M, Joerger AC, Veprintsev DB. Conservation of DNA-
binding specificity and oligomerisation properties within the p53 family. 
BMC Genomics. 2009;10:628.

 26. Benveniste D, Sonntag HJ, Sanguinetti G, Sproul D. Transcription factor 
binding predicts histone modifications in human cell lines. Proc Natl 
Acad Sci USA. 2014;111(37):13367–72.

 27. Xin B, Rohs R. Relationship between histone modifications and transcrip-
tion factor binding is protein family specific. Genome Res. 2018;8:95.

 28. Sethi I, Gluck C, Zhou H, Buck MJ, Sinha S. Evolutionary re-wiring of p63 
and the epigenomic regulatory landscape in keratinocytes and its poten-
tial implications on species-specific gene expression and phenotypes. 
Nucleic Acids Res. 2017;45(14):8208–24.

 29. Santos-Pereira JM, Gallardo-Fuentes L, Neto A, Acemel RD, Tena JJ. 
Pioneer and repressive functions of p63 during zebrafish embryonic 
ectoderm specification. Nat Commun. 2019;10(1):3049.

 30. Laptenko O, Beckerman R, Freulich E, Prives C. p53 binding to 
nucleosomes within the p21 promoter in vivo leads to nucleo-
some loss and transcriptional activation. Proc Natl Acad Sci U S A. 
2011;108(26):10385–90.

 31. Li G, Widom J. Nucleosomes facilitate their own invasion. Nat Struct Mol 
Biol. 2004;11(8):763–9.

 32. Polach KJ, Widom J. Mechanism of protein access to specific DNA 
sequences in chromatin: a dynamic equilibrium model for gene regula-
tion. J Mol Biol. 1995;254(2):130–49.

 33. Lin-Shiao E, Lan Y, Welzenbach J, Alexander KA, Zhang Z, Knapp M, 
Mangold E, Sammons M, Ludwig KU, Berger SL. p63 establishes epi-
thelial enhancers at critical craniofacial development genes. Sci Adv. 
2019;5(5):eaaw0946.

 34. Cirillo LA, Lin FR, Cuesta I, Friedman D, Jarnik M, Zaret KS. Opening of 
compacted chromatin by early developmental transcription factors HNF3 
(FoxA) and GATA-4. Mol Cell. 2002;9(2):279–89.

 35. Cirillo LA, McPherson CE, Bossard P, Stevens K, Cherian S, Shim EY, 
Clark KL, Burley SK, Zaret KS. Binding of the winged-helix transcrip-
tion factor HNF3 to a linker histone site on the nucleosome. EMBO J. 
1998;17(1):244–54.

 36. Iwafuch-Doi M, Donahue G, Kakumanu A, Watts JA, Mahony S, Pugh 
BF, Lee D, Kaestner KH, Zaret KS. The pioneer transcription factor FoxA 
maintains an accessible nucleosome configuration at enhancers for 
tissue-specific gene activation. Mol Cell. 2016;62(1):79–91.

 37. Soufi A, Donahue G, Zaret KS. Facilitators and impediments of the pluri-
potency reprogramming factors’ initial engagement with the genome. 
Cell. 2012;151(5):994–1004.

 38. Onder TT, Kara N, Cherry A, Sinha AU, Zhu N, Bernt KM, Cahan P, Marcarci 
BO, Unternaehrer J, Gupta PB, et al. Chromatin-modifying enzymes as 
modulators of reprogramming. Nature. 2012;483(7391):598–602.

 39. Hsiung CC, Bartman CR, Huang P, Ginart P, Stonestrom AJ, Keller CA, Face 
C, Jahn KS, Evans P, Sankaranarayanan L, et al. A hyperactive transcrip-
tional state marks genome reactivation at the mitosis-G1 transition. 
Genes Dev. 2016;30(12):1423–39.

 40. Naumova N, Imakaev M, Fudenberg G, Zhan Y, Lajoie BR, Mirny 
LA, Dekker J. Organization of the mitotic chromosome. Science. 
2013;342(6161):948–53.

 41. Martinez-Balbas MA, Dey A, Rabindran SK, Ozato K, Wu C. Displacement 
of sequence-specific transcription factors from mitotic chromatin. Cell. 
1995;83(1):29–38.

 42. Palozola KC, Lerner J, Zaret KS. A changing paradigm of transcrip-
tional memory propagation through mitosis. Nat Rev Mol Cell Biol. 
2019;20(1):55–64.

 43. Kouwenhoven EN, Oti M, Niehues H, van Heeringen SJ, Schalkwijk J, 
Stunnenberg HG, van Bokhoven H, Zhou H. Transcription factor p63 
bookmarks and regulates dynamic enhancers during epidermal differen-
tiation. EMBO Rep. 2015;16(7):863–78.

 44. Karsli Uzunbas G, Ahmed F, Sammons MA. Control of p53-dependent 
transcription and enhancer activity by the p53 family member p63. J Biol 
Chem. 2019;294(27):10720–36.

 45. Qu J, Tanis SEJ, Smits JPH, Kouwenhoven EN, Oti M, van den Bogaard EH, 
Logie C, Stunnenberg HG, van Bokhoven H, Mulder KW, et al. Mutant p63 
affects epidermal cell identity through rewiring the enhancer landscape. 
Cell Rep. 2018;25(12):3490–503.

 46. Meerbrey KL, Hu G, Kessler JD, Roarty K, Li MZ, Fang JE, Herschkowitz 
JI, Burrows AE, Ciccia A, Sun T, et al. The pINDUCER lentiviral toolkit for 
inducible RNA interference in vitro and in vivo. Proc Natl Acad Sci U S A. 
2011;108(9):3665–70.



Page 13 of 13Yu et al. Epigenetics & Chromatin           (2021) 14:20  

•
 
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: 

 47. Tsompana M, Gluck C, Sethi I, Joshi I, Bard J, Nowak NJ, Sinha S, Buck 
MJ. Reactivation of super-enhancers by KLF4 in human head and neck 
squamous cell carcinoma. Oncogene. 2020;39(2):262–77.

 48. Gluck C, Glathar A, Tsompana M, Nowak N, Garrett-Sinha LA, Buck MJ, 
Sinha S. Molecular dissection of the oncogenic role of ETS1 in the mes-
enchymal subtypes of head and neck squamous cell carcinoma. PLoS 
Genet. 2019;15(7):e1008250.

 49. A user’s guide to the encyclopedia of DNA elements (ENCODE). PLoS Biol. 
2011;9(4):e1001046.

 50. Mieczkowski J, Cook A, Bowman SK, Mueller B, Alver BH, Kundu S, Deaton 
AM, Urban JA, Larschan E, Park PJ, et al. MNase titration reveals differences 
between nucleosome occupancy and chromatin accessibility. Nat Com-
mun. 2016;7:11485.

 51. Rizzo JM, Bard JE, Buck MJ. Standardized collection of MNase-seq 
experiments enables unbiased dataset comparisons. BMC Mol Biol. 
2012;13(1):15.

 52. Rizzo JM, Mieczkowski PA, Buck MJ. Tup1 stabilizes promoter nucleosome 
positioning and occupancy at transcriptionally plastic genes. Nucleic 
Acids Res. 2011;39(20):8803–19.

 53. Kundaje A, Kyriazopoulou-Panagiotopoulou S, Libbrecht M, Smith CL, 
Raha D, Winters EE, Johnson SM, Snyder M, Batzoglou S, Sidow A. Ubiq-
uitous heterogeneity and asymmetry of the chromatin environment at 
regulatory elements. Genome Res. 2012;22(9):1735–47.

 54. Zhao Y, Wang J, Liang F, Liu Y, Wang Q, Zhang H, Jiang M, Zhang Z, Zhao 
W, Bao Y, et al. NucMap: a database of genome-wide nucleosome posi-
tioning map across species. Nucleic Acids Res. 2019;47(D1):D163–9.

 55. Chen K, Xi Y, Pan X, Li Z, Kaestner K, Tyler J, Dent S, He X, Li W. DANPOS: 
dynamic analysis of nucleosome position and occupancy by sequencing. 
Genome Res. 2013;23(2):341–51.

 56. Chen W, Liu Y, Zhu S, Green CD, Wei G, Han JD. Improved nucleosome-
positioning algorithm iNPS for accurate nucleosome positioning from 
sequencing data. Nat Commun. 2014;5:4909.

 57. Heinz S, Benner C, Spann N, Bertolino E, Lin YC, Laslo P, Cheng JX, Murre C, 
Singh H, Glass CK. Simple combinations of lineage-determining transcrip-
tion factors prime cis-regulatory elements required for macrophage and 
B cell identities. Mol Cell. 2010;38(4):576–89.

 58. Lai WK, Bard JE, Buck MJ. ArchTEx: accurate extraction and visualization of 
next-generation sequence data. Bioinformatics. 2012;28(7):1021–3.

 59. de Hoon MJ, Imoto S, Nolan J, Miyano S. Open source clustering software. 
Bioinformatics. 2004;20(9):1453–4.

 60. Saldanha AJ. Java Treeview–extensible visualization of microarray data. 
Bioinformatics. 2004;20(17):3246–8.

 61. Ortt K, Sinha S. Derivation of the consensus DNA-binding sequence for 
p63 reveals unique requirements that are distinct from p53. FEBS Lett. 
2006;580(18):4544–50.

 62. Noureddine MA, Menendez D, Campbell MR, Bandele OJ, Horvath 
MM, Wang X, Pittman GS, Chorley BN, Resnick MA, Bell DA. Probing the 
functional impact of sequence variation on p53-DNA interactions using 
a novel microsphere assay for protein-DNA binding with human cell 
extracts. PLoS Genet. 2009;5(5):e1000462.

 63. Veprintsev DB, Fersht AR. Algorithm for prediction of tumour sup-
pressor p53 affinity for binding sites in DNA. Nucleic Acids Res. 
2008;36(5):1589–98.

 64. Westfall MD, Mays DJ, Sniezek JC, Pietenpol JA. The Delta Np63 alpha 
phosphoprotein binds the p21 and 14-3-3 sigma promoters in vivo 
and has transcriptional repressor activity that is reduced by Hay-Wells 
syndrome-derived mutations. Mol Cell Biol. 2003;23(7):2264–76.

 65. Kent WJ. BLAT–the BLAST-like alignment tool. Genome Res. 
2002;12(4):656–64.

 66. Consortium EP. An integrated encyclopedia of DNA elements in the 
human genome. Nature. 2012;489(7414):57–74.

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


	ΔNp63 is a pioneer factor that binds inaccessible chromatin and elicits chromatin remodeling
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusion: 

	Introduction
	Results
	Comparison of ΔNp63 binding sites between NHEK and ectopic-induced binding in K562
	ΔNp63α can bind inaccessible, inactive sites in HepG2
	ΔNp63 binds at nucleosomes and leads to H3K27ac and nucleosome depletion
	ΔNp63 binds nucleosome edges

	Discussion
	Materials and methods
	Cell culture and treatment
	Chromatin immunoprecipitation (ChIP) and library preparation
	Data analysis
	Identifying the chromatin profile at p63 bound sites
	p63–nucleosome in vitro binding assay

	Acknowledgements
	References




