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Abstract

AU : Pleaseconfirmthatallheadinglevelsarerepresentedcorrectly:Neurocristopathies such as CHARGE syndrome result from aberrant neural crest develop-

ment. A large proportion of CHARGE cases are attributed to pathogenic variants in the gene

encoding CHD7, chromodomain helicase DNA binding protein 7, which remodels chromatin.

While the role for CHD7 in neural crest development is well documented, how this factor is

specifically up-regulated in neural crest cells is not understood. Here, we use epigenomic

profiling of chick and human neural crest to identify a cohort of enhancers regulating Chd7

expression in neural crest cells and other tissues. We functionally validate upstream tran-

scription factor binding at candidate enhancers, revealing novel epistatic relationships

between neural crest master regulators and Chd7, showing tissue-specific regulation of a

globally acting chromatin remodeller. Furthermore, we find conserved enhancer features in

human embryonic epigenomic data and validate the activity of the human equivalent CHD7

enhancers in the chick embryo. Our findings embed Chd7 in the neural crest gene regula-

tory network and offer potentially clinically relevant elements for interpreting CHARGE syn-

drome cases without causative allocation.
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Introduction

The neural crest is a transient and migratory embryonic progenitor population that contrib-

utes to a remarkable range of neural and mesenchymal tissues in the vertebrate body. Neural-

neural crest derivatives include facial ganglia, and both neurons and glia of the peripheral and

enteric nervous systems. Mesenchymal neural crest derivatives include craniofacial cartilage

and bone, as well as smooth muscle of facial blood vessels, striated muscle forming the cardiac

outflow tract and septal, and the majority of the body’s pigment cells. Consequently, errors in

neural crest patterning, migration, and differentiation result in a wide range of congenital

birth anomalies collectively termed neurocristopathies. Neurocristopathies account for almost

one third of all birth defects [1]. These include CHARGE syndrome, which affects the eye,

heart, and facial structures [2,3]; Hirschsprung’s disease, characterised by the loss of neural

crest-derived enteric ganglia [4,5]; Waardenburg syndrome, characterised by deafness, pig-

mentation, and craniofacial defects [6]; and Treacher Collins syndrome presenting with cra-

niofacial defects [7,8]. Neurocristopathies can be caused by pathogenic variants of master

neural crest regulators, for example, SOX10 in Hirschsprung’s disease and Waardenburg syn-

drome [9–13] or PAX3 in Waardenburg syndrome [14–16]. However, mutations in genes

encoding general cellular machinery can also result in neurocristopathies as demonstrated in

Treacher Collins syndrome caused by pathogenic variants of RNA polymerase I [8] and

CHARGE syndrome where heterozygous mutations in the chromatin remodeller CHD7 (chro-

modomain helicase DNA binding protein 7) are detected [17].

CHARGE syndrome (OMIM 214800) individuals present with ocular Coloboma, Heart mal-

formations, choanal Atresia, Retardation of growth, Genital hypoplasia, and Ear abnormalities.

Over 500 different pathogenic variants of CHD7 have been described, accounting for>90% of

CHARGE syndrome cases [18,19]. However, in routine clinical screening, mutations in Chd7
are only detected in 32% to 41% of suspected CHARGE cases [18]. Pathogenic variants have

been reported throughout the CHD7 gene body, indicating premature termination of the pro-

tein is significantly detrimental to CHD7 function [18–22]. CHD7 influences gene regulation

[18,23] by catalysing nucleosome repositioning in an ATP-dependent manner [24]. In keeping

with this regulatory role, CHD7 associates with distal regulatory sites carrying H3K4me1 chro-

matin modifications characteristic of poised enhancers in mouse embryonic stem cells [25].

Previous studies have shown that CHD7 function is essential for proper neural crest devel-

opment and migration. In cell models of human neural crest cells, CHD7 occupies distal regu-

latory elements for neural crest transcription factors SOX9 and TWIST1 [26]. In mice, Chd7
heterozygotes present with CHARGE syndrome-like features [27–29] and trunk neural crest

cells require Chd7 to maintain their multipotency [30,31]. In Xenopus, Chd7 mutant embryos

have reduced Sox9, Twist1, and Snai2 expression and display CHARGE syndrome-like features

[26]. Recent work in the chick neural crest, employing weighted gene co-expression network

analysis (WGCNA) analysis [32], showed that Chd7 expression strongly correlated with

expression of neural crest regulators (Sox5, Sox9, Zeb2, and NeuroD4), other chromatin remo-

dellers (Kdm1B, Kdm2A, Kdm3B, Kdm7A) and Semaphorins (Sema3A, Sema 3E, Sema4D,

Sema6D) which have previously been shown to be regulated by Chd7 in mice [33]. Collectively,

these findings provide strong evidence for positioning Chd7 within the neural crest gene regu-

latory network. However, the regulatory mechanisms governing Chd7 up-regulation in the

neural crest have not been investigated. Since CHD7 is a component of the general cellular epi-

genetic machinery and is broadly expressed in a multitude of embryonic tissues, it could be

assumed that its expression is governed by basal, proximal enhancers; however, the clinical fea-

tures of CHARGE syndrome clearly suggest CHD7 has tissue and developmental stage-specific

roles [3].
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Here, we identify multiple novel enhancers driving Chd7 expression in developing chick

embryos. We validate enhancer activity in vivo and functionally determine key upstream tran-

scription factors mediating Chd7 enhancer activity in the neural crest. Using human embry-

onic chromatin accessibility data, we find that neural crest-specific CHD7 enhancers are

highly conserved. Furthermore, we demonstrate that human enhancers are active in develop-

ing chick embryos, suggesting that the tissue-specific regulatory mechanisms enhancing Chd7
in the neural crest are conserved between chicken and human. Our findings provide a poten-

tial mechanism to explain the aetiology of CHARGE syndrome where the Chd7 gene itself is

unperturbed. Finally, we demonstrate the upstream regulation of a chromatin-remodeller by

tissue-specific transcription factors as an important mechanism to ensure enhanced chromatin

remodelling activity in the developing neural crest.

Results

Chd7 expression during early chick development

Chd7 was previously shown to be enriched in bulk RNA-seq data from chick cranial neural

crest cells [32] where it was co-expressed with other neural crest genes and clustered with pre-

migratory neural crest markers https://livedataoxford.shinyapps.io/Chick_NC_

GRN-TSS-Lab/. Here, we used fluorescent in situ hybridisation (hybridisation chain reaction,

HCR) [34] to resolve spatiotemporal Chd7 expression in developing chicken embryos. Chd7
was first detected at HH8 [35] within the cranial neural tube and pre-migratory neural crest

cells as indicated by colocalisation with the neural crest marker Sox10 and at lower levels in the

surrounding neuroectoderm (Fig 1A). Chd7 transcripts continued to overlap with Sox10 in

delaminating and migrating neural crest cells at HH9/10 and were also detected in the neu-

roectoderm, forebrain, and neural tube at the vagal level from HH9 through HH15 (Fig 1A

and 1B). At later stages (HH13—HH15) Chd7 was more broadly expressed, with transcripts

distributed across the head regions (midbrain and hindbrain) including the trigeminal ganglia,

developing face mesenchyme, eye, and otic vesicle as well as some vagal neural crest cells. In

addition, at HH15, pharyngeal arches and dorsal root ganglion cells were also Chd7 positive

(Fig 1B). Quantification of the HCR signal from Chd7 transcripts revealed approximately 85%

of DAPI positive cells expressed Chd7, compared to 10% of cells that were Chd7 and Sox10
double positive (Fig 1C).

To gauge the dynamics of Chd7 expression in individual cells in the entire embryo, we per-

formed single-cell RNA-seq using the 10X Genomics 3’ scRNA-seq platform. We dissected the

anterior half of 10 HH10 chick embryos (Fig 1D) and obtained 5,669 single-cell transcrip-

tomes, resolved into 12 clusters (Fig 1D). Chd7 expression was detected in all clusters (Fig 1E),

comparable with other chromatin remodellers (Figs 1F and S1A) and in contrast to cluster-

specific expression of bona fide transcription factors (Figs 1FAU : Pleasenotethatthefigurepart1HiscitedinthesentenceChd7expressionwasdetectedinallclusters:::butisnotincludedinthecaptionofFigure1:Pleasecheck:and S1B). Crucially, this suggests

the inherent differences in the regulatory mechanisms controlling the dynamic expression of

tissue-specific transcription factors and more broadly expressed chromatin regulators.

Epigenomic annotation of the Chd7 locus identifies numerous enhancer

elements

Chd7 was broadly expressed during early chick development, consistent with its function as a

chromatin remodeller; however, Chd7 transcripts were notably enriched in the developing

neural crest in keeping with its known role in CHARGE syndrome. We next queried whether

such a pervasive factor may be regulated in a tissue-specific fashion in the neural crest. To this

end, we explored neural crest-specific epigenomic features depicting putative enhancers
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interacting with the Chd7 promoter. We first determined the Chd7 topologically associating

domain (TAD) using Next-Generation Capture-C [36], a high-resolution targeted 3C

approach adapted for low cell numbers. Using dissected dorsal neural tube tissue from HH8-

10 chick embryos and differentiated red blood cells (RBCs) from 10-day-old chick embryos as

controls, we resolved a broad neural crest-specific TAD of approximately 1.1 Mb, spanning

approximately 85 Kb upstream and approximately 1 Mb downstream from the Chd7 pro-

moter, encompassing the entire gene body (Fig 2A).

We next surveyed the chromatin accessibility landscape within the Chd7 TAD using

ATAC-seq data obtained from chick cranial [32] and vagal [37] neural crest and non-neural

crest control cells at HH10/HH18, respectively (Fig 2B). We selected putative Chd7 enhancers

Fig 1. Chd7 expression during early chick development. AU : AbbreviationlistshavebeencompiledforthoseusedinFigs1to4:Pleaseverifythatallentriesarecorrect:(A, B) In vivo Chd7 expression (green) determined using HCR. Sox10 (magenta)

is used as a neural crest marker. (A) Chd7 is expressed in neural crest cells and throughout the neural tube, as well as the surrounding

ectoderm and underlying mesoderm at HH8-10. (B) Chd7 is more broadly expressed at HH13-HH15 including head and hindbrain

structures. From HH13 through HH15 Chd7 expression is detected in the otic vesicle (ov), trigeminal ganglia (tg) eye, and vagal neural crest

(vNC). At HH15 Chd7 is also expressed in the pharyngeal arches 1–4 (pa1-4) and dorsal root ganglion (drg). (C) Quantification of HCR

signal from Chd7 and Sox10 transcripts in stage HH10 chick embryos (n = 4). (D) UMAP representation of 5,669 single cells resolved into

12 clusters of based on shared transcriptional identities. (E) Feature plots of Chd7 and Sox10 expression across scRNA-seq clusters. (F)

Violin plots of selected chromatin remodellers and transcription factors expressed across scRNA-seq clusters. HCR, hybridisation chain

reaction.

https://doi.org/10.1371/journal.pbio.3002786.g001
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Fig 2. Chd7 enhancer prediction from neural crest Capture-C and ATAC data. (A, B) UCSC genome browser view of the chick Chd7
locus in galGal5. (A) Capture-C tracks from cranial neural crest at HH10 and control RBC, showing the Chd7 TAD. Differential

interactions were determined using DESeq2, hypothesis tested with Wald test and corrected for multiple testing using the Benjamin–

Hochberg method. Wald statistics track (stat, in pink) represents ratio of LogFoldChange values and their standard errors. (B) ATAC-

seq data from HH10 cranial [32] and HH18 vagal [37] neural crest cells and non-neural crest control cells collected by FACS using

FoxD3 enhancer NC1 (cranial) and FoxD3/Ednrb enhancers NC2/E1, respectively. Putative enhancers within the Chd7 TAD are

indicated by grey boxes. (C) Schematic representation of ex ovo chicken embryo electroporation technique used to deliver enhancer

reporter constructs. (D) Fluorescent reporter activity (green) recorded from indicated enhancers at HH12 following ex ovo

electroporation at HH4 with a ubiquitous electroporation control pCI-H2B-RFP (magenta). (E) Transverse sections of embryos at

approximately HH12 showing enhancer activity in green and Sox10 expression in magenta, detected by HCR. Migrating neural crest

cells are indicated with arrows. (F) Schematic representation of in ovo chicken embryo electroporation. (G) Enhancer activity (green)
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based on chromatin accessibility in neural crest cells. In total 14 putative enhancers were

selected (A, B1/B2, C, D, F, H, I, J, O, P, Q, R, S, T) and screened for in vivo enhancer activity,

using a fluorescent enhancer reporter assay [32,38]. In order to determine the full temporal

range of enhancer activity, we performed both ex ovo electroporation at HH4, where the

whole embryo is targeted, but development time post-electroporation is limited (Fig 2C) and

in ovo electroporation at HH8 which allows for analysis further into development but only tar-

gets the neural tube and neural crest (Fig 2F) [39]. These assays revealed 11 active enhancers

(Figs 2D–2G and S2). Enhancers (enh) A, D, F, H, and T were all active in delaminating and

migrating cranial neural crest cells at HH10-12 (Figs 2D, 2E and S2), as determined by the

colocalisation of their activities with the expression of the neural crest marker Sox10 (Figs 2E

and S3). Activities of enhancers F, H, and T were also seen in the neural tube (Figs 2D, 2E, and

S2), whereas enh-D was broadly active across the neuroectoderm, consistent with the accessi-

bility profiles of these elements in non-neural crest cells (Fig 2B). At HH15 enhancers A, D, F,

H, and T were dynamically active in the head mesenchyme (Fig 2G). At this stage, enhancers

A, H, and T were also active in the trigeminal ganglia and migrating cardiac neural crest cells

as they migrated into the pharyngeal arches (Fig 2G). We did not observe any enhancer activity

in the developing heart itself, consistent with the lack of cardiac Chd7 expression at the stages

studied. It is likely that heart specific cis-regulation initiates at later stages activating Chd7 in

this tissue [40]. Enh-C was also active in the pharyngeal arches but was predominantly active

in the neural tube and premigratory neural crest cells extending posteriorly from the hindbrain

at HH10-15 (Figs 2D, 2E and S2). At HH15 enh-C activity was also seen in the dorsal root gan-

glia (DRG) (Fig 2G).

We also tested 2 large ATAC peaks (B1 and B2) located within the second intron of the

Chd7 gene. We found that enh-B1 exhibited mosaic activity in pre-migratory neural crest cells

at HH8 and in neural tissue at HH12 (S2 Fig). Enh-B2 was predominantly active in the otic

placode region at HH12 and later in the hindbrain and the neural tube at the vagal level

(HH25) (S2 Fig). Enh-Q (−127 kb) was also active in the neural tube at vagal and cervical levels

as well as in a small number of cells in the otic placode region at HH10-12. Enh-S activity was

restricted to the otic placode (S2 Fig).

Enh-O activity was confined to the cranial neural tube at HH8-10 but was active across the

cranial region, including in the migrating neural crest cells at HH12. Later, (HH18) enh-O

activity was also detected in the vagal neural tube (S2 Fig), consistent with accessibility in the

vagal neural crest as well as non-neural crest at this stage (Fig 2B). Enh-I, also accessible in

both neural crest and non-neural crest cells and was active in a broad embryonic territory at

HH10-12 (S2 Fig). Enh-J was also broadly active across the head at HH12 but confined to the

face mesenchyme and trunk at HH15 (S2 Fig). Other putative elements tested (enh-P and enh-

R) (Fig 2B) showed no enhancer activity.

Since our original enhancer reporter system is episomal, reporter constructs are subject to

degradation and dilution as development proceeds. Thus, interpreting enhancer activity at

later time points is problematic. To circumvent this, we adapted the AcDs maize integration

system [41] to the chicken model. In this system, the enhancer reporter cassette is flanked by

Ds recombination sites and co-electroporated with a plasmid expressing Ac transposase

recorded from indicated enhancers at HH15 following in ovo electroporation into the neural tube at HH9 with a ubiquitous

electroporation control pCI-H2B-RFP (magenta). pa; pharyngeal arch, tg; trigeminal ganglia, ov; otic vesicle, ma, mandibula arch. (H)

Schematics of AcDs constructs used to integrate the enhancer reporter cassette into the genome to observe sustained enhancer activity in

vivo. (I) Enhancer activity of indicated enhancers at later stages following in ovo electroporation of AcDs enhancer reporter plasmids, nt;

neural tube, mes; mesencephalon, hb; hindbrain. HCR, hybridisation chain reaction; RBC, red blood cell; TAD, topologically associating

domain.

https://doi.org/10.1371/journal.pbio.3002786.g002
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ubiquitously, resulting in the random integration of the cassette into the genome (Fig 2H), and

subsequent stabilisation of enhancer activity in cells expressing cognate transcription factors.

Since integration is random, it is possible that some enhancer activity is not recorded or

appears weaker due to chromatin position effects; however, coupled with our episomal assays

this system provides a reliable read-out for enhancer activity at later time points. We selected

enh-C and enh-T for this approach because these regions were highly accessible in our HH18

data and therefore likely to be active at later stages. We followed enhancer activity until 4 days

post in ovo electroporation. Enh-C activity was detected in the mesencephalon, hindbrain, and

neural tube, while enh-T was active in a discreet region of the hindbrain (Fig 2I).

By conducting a thorough survey of Chd7 epigenomic landscape in the chick embryo, we

revealed a large cohort of enhancers putatively controlling Chd7 expression. Interestingly, we

identified several enhancers specifically active in the neural crest and others displaying broader

activity in other Chd7 positive tissues, thus demonstrating differential tissue-specific

regulation.

Conservation of Chd7 enhancer activity in human

While a large proportion of CHARGE syndrome cases are directly linked to pathogenic vari-

ants of CHD7 gene itself, there remain a significant number of cases without causal annotation.

We postulated that some instances of CHARGE syndrome may be indirectly linked to CHD7,

via perturbation of upstream regulatory mechanisms controlling CHD7 expression. To this

end, we sought to identify regulatory elements controlling the expression of CHD7 in human.

We used 10X Multiome data (simultaneous gene expression and chromatin accessibility sin-

gle-cell profiling) generated for another study from cranial tissue samples at CS16/18/19 (5 to

6.5 weeks), which is analogues to chick HH25-HH28. Following quality control (see Methods),

we resolved 33 clusters from 14,290 nuclei (S4A Fig). CHD7 was broadly expressed across all

clusters (S4B Fig), comparable to other chromatin remodellers and in contrast to tissue-spe-

cific TFs (S4B and S4C Fig). We mapped the homologues of chick Chd7 enhancers to the

human ATAC data using the LiftOver function from UCSC genome browser (Fig 3A). We

identified 5 accessible elements in the human data corresponding to chick Chd7 enhancers, B,

C, D, O, and F (Fig 3A) and tested these human homologous sequences using the chick

enhancer reporter assay (Fig 3B). Human enhancers C and F activity strictly recapitulated that

of their chicken counterparts. Enh-B and enh-D were more restricted to neural tissue com-

pared to the chick equivalents, with enh-D activity detected as particularly strong in the hind-

brain and mesencephalon. Human enh-O was also active in the hindbrain and mesencephalon

(HH15-HH18) as well as across the face mesenchyme, otic placode (at HH15) (Fig 3B).

Enhancers -B and -C were well conserved within vertebrates (PhastCons score [42] 0.91 and

0.73, respectively, S2 File), and these elements were active in the trunk neural tube. Thus, the

conservation of these elements is consistent with the notion that trunk neural crest gene regu-

latory elements are more conserved than those in the cranial neural crest [43]. From these

human ATAC-seq data, we also cloned and tested more than 20 putative regulatory elements

and identified 5 novel tissue-specific human CHD7 enhancers. Enh-A5 and enh-X7 were pre-

dominantly active in the neural tube but also present in the surrounding ectoderm including

neural crest cells at HH12 (Fig 3B). At HH15, enh-X7 was strong in the hindbrain and neural

tube (Fig 3B). Human enh-X2 and enh-S were predominantly active in the otic placode. These

elements showed increased accessibility in cluster-6 particularly enh-X2 which was exclusively

open here. Enh-X2 was well conserved (PhastCons score 0.53), but since our chick data was

generated from neural crest cells and this element appears to be otic specific, it was not

PLOS BIOLOGY Chd7 regulation in neural crest

PLOS Biology | https://doi.org/10.1371/journal.pbio.3002786 October 17, 2024 7 / 24

https://doi.org/10.1371/journal.pbio.3002786


detected in the chick data. Human enh-X6 also presented a restricted accessibility profile in

clusters 10 and 11 and activity was restricted to the optic region (Fig 3B).

We also explored previously published epigenomic data obtained from in vitro derived

human cranial neural crest cells [44]. Specifically, we examined ChIP-seq data for histone

modifications associated with active enhancers (H3K4me1, H3K27ac), promoters

(H3K4me3), and repressed chromatin (H3K27me3), as well as ATAC-seq data (S4D Fig). All

tested enhancers were marked by H3K4me1, (S4D Fig) with the exception of enh-C; however,

this data was generated from cranial neural crest cells and enh-C was primarily active in the

trunk (Fig 3B). Most enhancers showed some accessibility in the in vitro ATAC data, (A5, D

and F being the exceptions). Enh-B and enh-O were marked by H3K27ac, enh-O was also

marked by H3K4me3, which was also present at enh-S (S4D Fig). Enh-S also had H3K27me3

enrichment, since enh-S activity is restricted to the otic placode, it is plausible that this region

is repressed/compacted in other cell types. The same can be said for enh-F (S4D Fig). Collec-

tively, our observations from these data corroborate our in vivo enhancer reporter assay

results.

To explore the potential association between CHD7 enhancers and CHARGE syndrome,

we surveyed data from the NHGRI-EBI Catalogue of human genome-wide association studies

(GWAS) (https://www.ebi.ac.uk/gwas/genes/CHD7) in search of SNPs within CHD7 enhanc-

ers. We found most SNPs were located within the gene body of CHD7 (Fig 3A), two of which

Fig 3. Epigenomic landscape of human CHD7 locus. (A) CHD7 locus in human genome (hg38, chr8:60,665,230–61,241,522), showing

ATAC profiles of 6 clusters from Multiome data generated from human embryonic cranial samples (see Methods). Chick enhancers lifted

over from galGal5 are shown in orange boxes; novel human enhancers are shown in grey boxes. GWAS SNPs from the NHGRI-EBI GWAS

Catalog is also indicated. (B) Human enhancer activity (green) in vivo at HH12 following ex ovo electroporation and HH15 following in ovo

electroporation. Ubiquitous electroporation control pCI-H2B-RFP is shown in magenta. GWAS, genome-wide association studies.

https://doi.org/10.1371/journal.pbio.3002786.g003
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overlapped with enh-B. Others were in close proximity to enh-C and enh-D. This suggested

that CHD7 enhancers lie within genomic regions already shown to be susceptible to alterations

implicated in CHARGE syndrome. It has recently been shown that changes at the level of indi-

vidual SNPs within a single TF motif cause minimal to moderate alterations in binding affinity

but can have a significant influence on enhancer activity [45]. Thus, more extensive analysis of

SNPs in CHARGE patients may yet link enhancer activity to putative pathogenic variants.

By comparing human and chick CHD7 loci, we demonstrate conserved cis-regulation of

this gene across amniotes. Our findings illustrate the utility of in vitro derived data, while

highlighting important differences observed within the in vivo embryonic context. Further-

more, our findings provide an alternative mechanism by which CHD7 expression can be

altered in CHARGE individuals, where pathogenic variations are not detected in the gene

itself, but in its regulatory elements.

Chd7 enhancers are differentially regulated by neural crest transcription

factors

Enhancer activity is determined by the combinatorial binding of transcription factors (TFs) to

their cognate motifs within the enhancer sequence. Indeed, such interactions are the founda-

tion for cell type-specific regulation of gene expression. In order to explore putative TF bind-

ing within the chick Chd7 enhancers, we firstly scanned human TFs binding motifs, allowing

us to identify motif instances within each enhancer sequence (S5 Fig). Next, we calculated the

enrichment of binding sites within each enhancer using the log odds ratio score (Fig 4A). The

2 approaches yielded broadly similar results. Across all chick Chd7 enhancers, we found an

enrichment of neural crest associated TF’s, such as Tfap2, SoxE (Sox8/9/10) and SoxB1 (Sox2/

3) factors as well as a significant presence of Zic family members (Fig 4A). Many enhancers

also contained motifs for Arnt/Arnt2 and ATF2 factors, which we previously described in our

survey of core upstream TF’s driving neural crest specification [32]. Given the broad spatial

and temporal range of Chd7 enhancers, it is likely that different TF combinations drive

enhancer activity at different time points and in different embryonic locations. In particular,

we noted that the neural crest-specific enhancers enh-A and enh-T were differentially enriched

for SoxE and Tfap2 factors, respectively (Figs 4A and S5), suggesting differential mechanisms

for Chd7 regulation within the same cell population (cranial neural crest). Enh-H shared a

similar signature with enh-A, whereby both enhancers lack Tfap2 sites but are enriched for

Sox9/10 and Sox2/3 sites. Enh-A, enh-F and enh-C were enriched for the motifs of transcrip-

tional repressor Snai2 that likely prevents enh-A activity in the hindbrain region, where Snai2

is highly expressed. Such repressive activity is likely circumvented in enh-C and enh-F ele-

ments by Pax6/7, whose motifs are notably absent from enh-A (Fig 4A). Furthermore, Pax6/7

expression overlaps with both enh-F and enh-C activities, found in the neural tube from the

hindbrain region and more posteriorly at HH12 (Fig 2D). At HH15 enh-F is also active in the

developing eye consistent with Pax6 co-expression in this region (Fig 2D). Conversely, enh-C

activity persists in the trunk neural tube (Fig 2D) consistent with Pax7 co-expression in this

territory. Thus, the Pax binding motif likely accounts for differential spatiotemporal regulation

of these enhancers by cognate factors. Enh-F and enh-S were enriched for both SoxE/B and

Tfap2 motifs; however, enh-S displayed no enhancer activity in the chick embryo, potentially

due to RXR mediated chromatin compaction, since these motifs were present in enh-S, but

not in enh-F. While Zic factors are broadly expressed in the neural, placodal, and neural crest

territories, their binding motifs were largely absent from neural crest enhancers (enh-A, T, C).

Only enh-F, which was active in early cranial neural crest cells as well as some ectoderm cells

in the hindbrain region, contained binding sites for all Zic factors (Zic1, 2, 3), suggesting this
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family regulates non-neural crest enhancer activity, consistent with expression patterns. Motif

analysis also implicates Ets1 in Chd7 regulation, where Ets1 sites were detected in enh-H and

enh-F (Fig 4A).

Given previously established relationships between Chd7 and Sox10 [46,47], we set out to

explore whether Sox10 could also be acting upstream of Chd7. Furthermore, since binding

sites for specific factors within TF families can be difficult to discern, we sought to validate our

TF binding predictions using direct binding assays. First, we profiled Sox10 binding genome-

wide using Biotin-Streptavidin based Chromatin Immuno-Precipitation (Biotin-ChIP) [48].

For this purpose, we generated constructs to enable Avi-tagging of transcription factors at the

N- or C-terminal. Furthermore, we incorporated an enhancer reporter cassette into the con-

struct to allow for the Avi-tagged-TF to be expressed in a tissue-specific manner under the

control of its cognate enhancer, thus mimicking not only spatiotemporal patterns, but also

expression levels of the endogenous gene (S5B Fig) (Addgene #110204, #110205, see Methods).

Fig 4. Upstream transcription factors controlling Chd7 enhancer activity. (A) Heatmap showing predicted TF binding motifs within

chick Chd7 enhancers. (B) Tracks from UCSC genome browser showing biotin-ChIP data for Sox10 (purple), Tfap2B (teal), Pax7 (yellow),

and H3K27ac. (C–E) Chicken embryos showing indicated enhancer activity (GFP) and Cas9 (RFP) following bilateral electroporation of

Cas9 and guide RNAs targeting selected TFs on the left (experimental) and scrambled guide RNA with Cas9 on the right (control). (F)

Chicken embryo bilaterally electroporated with a construct containing enh-A where all the Sox sites have been mutated on the left and wild-

type enh-A construct on the right, both driving GFP expression. pCI-H2B-RFP was co-electroporated on both sides as a control. (G) Loss of

enhancer activity (GFP intensity) following TF knockout experiments in (C–E) was quantified left versus right, relative to control RFP

intensity, two-tailed paired T test, enh-A; p = 0.023**, n = 7 embryos, enh-C; p = 0.114, ns n = 3, enh-T; p = 0.047*, n = 4. TF, transcription

factor.

https://doi.org/10.1371/journal.pbio.3002786.g004
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In the case of Avi-tagged Sox10, we used the Sox10 enh-99 (S5C Fig) [32] to drive C-terminally

tagged Sox10. Following co-electroporation with ubiquitously expressed biotin ligase, BirA,

(Addgene #127781) [37] into the epiblast of stage HH4 chicken embryos the Avi-tagged-TF

gets biotinylated in vivo, facilitating highly stringent isolation of the factor with its interacting

DNA moieties using streptavidin beads [48]. Hence, this allowed us to isolate specific TF of

interest at different stages and examine TF-bound regions genome-wide. Most active Chd7
enhancers showed some binding by Sox10, compared to the ChIP input sample (Fig 4B), indi-

cating Sox10 is a key player in Chd7 regulation. Neural crest-specific enhancers, enh-A and

enh-T showed particularly high Sox10 occupancy, consistent with our motif analysis (Figs 4A

and S5). Enh-H and enh-F were also significantly enriched in Sox10-bound regions, suggesting

Sox10 likely contributes to their neural crest-specific activity. Other enhancers whose activity

was not restricted to the neural crest including enh-B, enh-C, enh-D, and enh-O were also

bound by Sox10 suggesting Sox10 drives their activity in neural crest cells, whereas other fac-

tors control their activity in non-neural crest territories.

Tfap2B is a known neural crest specification factor. Given the observed enrichment of

Tfap2B motifs across Chd7 enhancers (Fig 4A), we examined direct Tfap2B binding at those

elements using Tfap2B biotin-ChIP-seq data generated from cranial and vagal neural crest

cells of HH18 embryos [37] (Fig 4B). These data confirmed that Tfap2B indeed binds to enh-

T, enh-F, enh-B as well as enh-Q and enh-I as predicted by our motif analysis (Figs 4A and

S5A). Interestingly, we did not detect any Tfap2B binding at enh-A, again suggesting differen-

tial control of some neural crest-specific Chd7 enhancers by Sox10 and Tfap2B, most likely is

specific neural crest subpopulations and possible future derivatives (Fig 4A). Next, using the

Cut&Run (Cleavage Under Targets and Release Using Nuclease) assay [49,50], we also profiled

Pax7 binding in dorsal neural tube tissue extracted at HH8-9 (Fig 4B). Here, we confirmed

binding of Pax7 at enh-C, and as predicted, we did not detect any Pax7 binding at enh-F (Fig

4B), supporting the hypothesis that Pax6 occupies this binding site in enh-F.

Functional perturbation of upstream transcription factors disrupts

enhancer activity

To further resolve key TF combinations required for Chd7 enhancer activity, we used the

chick CRISPR/Cas9 system [51] to knock down multiple TFs simultaneously. By co-electro-

porating enhancer reporter constructs with guide RNAs (gRNAs) and Cas9 plasmids, in a

bilateral fashion [39] (S5B Fig), we could directly assess the effects of TF loss on enhancer

activity (Fig 4C–4E).

As the predominant TF bound by all Chd7 enhancers and a neural crest master regulator,

we primarily considered knocking-out combinations of TFs that included Sox10. We also

focused our functional assessments on the neural crest-specific enhancers, enh-A, enh-T, and

enh-C. As described above, enh-T was bound by Sox10 and Tfap2B (Fig 4B), and in addition

this enhancer was enriched for Sox2/3 binding motifs (Fig 4A). Similarity of binding motifs of

closely related paralogues (for example, SoxB factors—Sox2/3, or SoxE factors—Sox8/9/10)

can make it difficult to discern the specific factor occupying a particular site. However, given

that enh-T is also active in the otic placode region, where Sox3 is more highly expressed than

Sox2, we hypothesised that SoxB binding site within the enh-T was occupied by Sox3. Using

previously described gRNAs [32,37], we targeted Sox10 in combination with Sox3 and Tfap2B
on the left side of the embryo and applied a control gRNA to the right side, with both sides

also receiving Cas9-RFP and enh-T driving Citrine constructs. This perturbation resulted in a

reduction of Citrine expression on the left side of the embryo, compared to the control right

side, in the migrating neural crest cells, neural tube, and the otic region (Fig 4C and 4G).
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Enh-C was the only Chd7 enhancer with predominant activity in the trunk neural tube (Fig

2D). TF motif analysis revealed enh-C was enriched for Pax7 motifs (Fig 4A) and also con-

tained motifs for Sox9 binding (S5A Fig). Both Pax7 and Sox9 are expressed in the trunk neu-

ral tube. Combined knock-out of Pax7 and Sox9 caused a reduction in enh-C activity

specifically in the trunk neural tube at HH10 (Fig 4D and 4G).

We next sought to determine crucial TF combinations driving enh-A activity. Sox9 and

Sox10 sites were both enriched in this enhancer (Fig 4A). Considering that SoxE factors are

highly expressed in the neural crest, share similar binding motifs, and frequently collaborate

we reasoned these could be core upstream factors for enh-A activity. We also identified Ets1 as

a putative upstream factor (Fig 4A). Indeed, we found that simultaneous knock-out of Sox9,

Sox10, and Ets1 caused a profound reduction in enh-A activity in the migrating neural crest at

10ss (Fig 4E). SoxB sites were also enriched in enh-A; however, combined knock-out of these

factors had no effect on enh-A driven Citrine expression, suggesting these factors act as canon-

ical transcriptional repressors to inhibit enhancer activity in non-neural crest cells, consistent

with their expression in neural tissue. In parallel, we generated a mutant construct of enh-A

whereby all the Sox sites were mutated this resulted in reduced enhancer function (Fig 4F and

4G) reinforcing the notion that enh-A is primarily driven by Sox factors.

Using functional perturbation experiments corroborating our motif analysis and ChIP

data, we demonstrated that activities of Chd7 neural crest enhancers are indeed functionally

dependent on neural crest transcription factors.

Discussion

Transcriptional regulation of gene expression is mediated by cis-regulatory elements

(enhancer and promoters) that integrate the action of upstream transcription factors upon the

downstream target gene(s). Developmental genes are regulated by distally located enhancers

containing cell type-specific transcription factor motifs facilitating spatial and temporal con-

trol of gene expression. Conversely, regulation of broadly expressed factors tends to be medi-

ated by TSS proximal enhancers containing a different profile of ubiquitous motifs enabling

stable core promoter interactions. Reports of tissue-specific regulation of omnipresent factors

by distal acting enhancers are rare.

Despite its broad expression, heterozygous loss of CHD7 in humans leads to CHARGE syn-

drome, a tissue-specific neurocristopathy affecting structures patterned by, or derived from,

neural crest cells. Tissue-specific function of chromatin remodellers has previously been attrib-

uted to downstream interactions with tissue-specific transcription factors. For example, in

Schwann cells, the transcription factor SOX10 recruits chromatin-remodeling complexes to

cis-regulatory regions of OCT6 and KROX20 genes [52], whereas in Oligodendrocytes, OLIG2

is reported to direct SMARCA4/BRG1 to cis-regulatory regions of genes which control their

differentiation [53]. Similarly, tissue-specific transcription factors were reported to directly

recruit and target PRC1 to chromatin in megakaryocytic cells [54]. Furthermore, previous

CHD7 studies resolved downstream targets and partners for CHD7 activity, for example,

CHD7 is reported to bind to enhancers of the neural crest transcription factor FOXD3 in

mouse neural crest stem cells along with OCT3/4, SOX2, and NANOG [30]. And in human

neural crest cells CHD7 binds with PBAF at a distal regulatory element upstream of SOX9
[26]. Here, we probed the intriguing possibility that neural crest enrichment of a chromatin

remodeller such as Chd7 may be controlled by tissue-specific cis-regulatory elements and asso-

ciated upstream transcription factors. In doing so, we also established the position of Chd7 in

the neural crest gene regulatory network.
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Consistent with previous work in the chick [55], we showed that Chd7 expression initiates

at HH8 along the cranial neural tube including pre-migratory neural crest cells. Chd7 was up-

regulated in neural crest cells throughout their emergence from the dorsal neural tube and

during their subsequent migration. Chd7 transcripts were also detected in placode derivatives

including the eye and otic vesicles, in addition to the pharyngeal arches, dorsal root ganglia,

and trigeminal ganglia. This pattern of Chd7 expression is conserved in mice [27], zebrafish

[56], and Xenopus [26].

Using regulatory data from isolated chick cranial and vagal neural crest cells, we identified

a group of 11 novel Chd7 enhancers whose in vivo collective activity fully recapitulated Chd7
expression. While some enhancers display cranial neural crest specific activity, others were

more broadly active in the head and/or trunk and vagal neural crest. Importantly, we found

conserved chromatin accessibility profiles in our multiome data generated from early human

embryonic cranial tissue. We also detected high levels of conservation in the underlying

enhancer sequence which was reflected in conserved enhancer activity in vivo. Demonstrating

the conservation of Chd7 regulation during embryo development across amniotes and also

supports the exquisite utility of the chick model for exploring human conditions. While many

clinical CHARGE syndrome cases contain pathogenic variants in the CHD7 ORF, it is highly

plausible that many of the remaining unattributed cases would be caused by disruptions in cis-
regulatory elements controlling CHD7. Thus, the enhancers identified here represent potential

alternative screening sites for CHARGE syndrome individuals without pathogenic variants

within the CHD7 gene body.

Enhanceropathies are a group of clinical conditions caused by pathogenic variants or mis-

regulation of enhancers. This can occur via direct mutation of the enhancer sequences, e.g.,

the point mutation in a sonic hedgehog enhancer that causes polydactyly [57], or mutation of

upstream genes that produce proteins which regulate enhancers, e.g., Kabuki syndrome [58].

Interestingly, Kabuki syndrome is attributed to pathogenic variants of members of the poly-

comb repressive complex-2 (PRC2) [59] and has overlapping features with CHARGE syn-

drome [60].

It is therefore important to understand which motifs within an enhancer are required for

transcription factor binding to induce enhancer activity. As such, we used transcription factor

motif predictions to identify the core factors responsible for Chd7 enhancer activity. In doing

so, we reveal potentially sensitive sites for disease causing mutations. We validated motif pre-

dictions using ChIP assays and found the neural crest master regulator Sox10 binding at neural

crest specific enhancers enh-A and enh-T. Functional relationships between Sox10 and Chd7
have been previously described. Sox10 is dysregulated in Chd7 morphant zebrafish [46] and

co-IP experiments have shown Sox10 and Chd7 physically interact to regulate downstream

targets [47]. Here, we extend this relationship by demonstrating that Sox10 also acts as an

upstream driver for Chd7 expression within the neural crest, mediated by at least 2 distal cis-
regulatory elements, termed enh-A and enh-T. We also identified Tfap2B binding at enh-T.

Tfap2B and Chd7 are known to interact in neural progenitor cells [61], but similarly to Sox10,

Tfap2B is reported to be reduced upon loss of Chd7 in that context. Our work demonstrates

that Tfap2B is also driving Chd7 enhancer activity in neural crest cells, potentially indicating

the existence of positive feedback loops between Sox10/Tfap2B and Chd7. We also validated

Pax7 binding enh-C, which is active throughout the trunk. This is the first report of Pax7 regu-

lating Chd7 and provides evidence of axial specific regulation of Chd7. Furthermore enh-C has

a conserved and active counterpart in human, and pathogenic variants of PAX7 have recently

been shown to affect craniofacial development [62], a phenotypic feature of CHARGE syn-

drome. Our data therefore offers an additional mechanism by which PAX7 functions to regu-

late normal neural crest biology.
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Curiously, a significant proportion of Chd7 enhancers contained retinoic acid receptor

sites. RXRA has previously been described as a Chd7 interacting protein that is mutated in

congenital heart disorders [40]. We also found a subset of Chd7 enhancers were enriched for

Zic binding sites. Zic1/4 are responsible for cerebellar vermis anomalies in Dandy–Walker

syndrome [63], which is also a phenotype of CHARGE syndrome. Zic1/2 gene-deficient mice

share anterior hemisphere foliation defects with Chd7-deficient mice [64]. This demonstrates

the overlap of phenotypes shared between neurocristopathies and other developmental defects

and illustrates the need for more mechanistic understanding of the complex genetic relation-

ships underlying such conditions, to improve diagnosis and clinical management.

In summary, here we describe upstream tissue-specific regulation of the chromatin remo-

deller, Chd7, during early chick neural crest development. We detail enhancer activity and cog-

nate transcription factor binding, embedding Chd7 within the neural crest gene regulatory

network, downstream of neural crest master regulators including Sox10, Tfap2B, and Pax7.

Thus, providing a critical link between neural crest transcription factors and Chd7 activity,

and ultimately providing putative mechanisms as to how they effectuate normal development

of neural crest derived tissues. Furthermore, we demonstrate features of Chd7 regulation are

conserved in human, offering a potential resource for identifying pathogenic variants driving

CHARGE syndrome as well as a novel mechanism for tissue specific activity of omnipresent

factors.

Methods

Embryo collection

Chick embryos were harvested from fertilised Bovans Brown chicken eggs (Med Eggs) which

were incubated at 37˚C with approximately 60% humidity. Embryos were staged according to

the Hamburger and Hamilton table of normal chick development [35]. All experiments were

performed on chicken embryos younger than 12 days of development and as such were not

regulated by the Animals (Scientific Procedures) Act 1986.

Embryo preparation and electroporation

For ex ovo electroporation, gastrula stage (HH4) embryos were captured using the filter

paper-based “easy-culture” [39,65]. Briefly, via a small hole made in the top hemisphere of the

egg, the thick albumin was removed using blunt forceps, the thin albumin was collected in a 50

ml tube. The eggshell was removed until level with the yolk. Serrated forceps were then used to

remove the residual albumin from the yolk, taking care not to damage the embryo. A piece of

filter paper, approximately 1 cm square with a hole punched centrally was placed on the yolk

with the embryo positioned in the middle. The filter paper was then cut along all 4 edges using

dissecting scissors and the paper, with the embryo attached, was gently lifted off the yolk at a

45-degree angle. The paper was then inverted (embryo now ventral side up) and placed in a

petri dish containing Ringer’s solution (125 mM NaCl, 1.5 mM CaCl2, 5 mM KCl, 0.8 mM

Na2HPO4, 0.15 mM KH2PO4).

Plasmid(s) were combined and diluted to the desired concentration. pTK enhancer report-

ers were used at 2 μg/μl, ubiquitous electroporation control pCI-H2B-RFP (Addgene #92398)

at 1.0 μg/μl, U6-3 gRNAs (Addgene #92359) at 0.5 μg/μl, and pCI-Cas9-RFP (Addgene

#92397) at 1 μg/μl. Sufficient vegetable dye was added to visualise plasmids during electropora-

tion. Plasmid(s) were injected into the cavity between the epiblast and underlying vitelline

membrane to cover the entire epiblast and electroporated: 5 pulses of 5 V, 50 ms on, 100 ms

off. Bilateral electroporation was used for perturbation experiments, whereby control and

experimental regents are delivered to opposite sides of the primitive streak, providing ideal
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internal, stage matched controls for each experiment. Embryos were cultured on the reserved

thin albumin at 37˚C overnight to the desired stage [39]. Embryos were fixed in 4% paraformal-

dehyde (PFA) for 1 h at room temperature and subsequent washes in PBS prior to imaging.

For in ovo electroporation, fertilised eggs were incubated horizontally for approximately 40

h (to HH9). Using an 18 G needle and 5-ml syringe, 2 to 3 ml of albumin was removed from

the egg via a small hole made at the pointed end of the egg, avoiding the yolk. A “window” was

then cut at the top of the egg, approximately 1.5 cm × 0.8 cm in size. Having located the

embryo in the egg, plasmids were injected into the entire length of the neural tube. Electrodes

were placed laterally alongside the embryo and electroporated at 5 pulses of 10 V, 50 ms on,

100 ms off. A few drops of Ringer’s solution, supplemented with penicillin/streptomycin, was

added on top of the embryo. The window was then sealed carefully with Sellotape, ensuring no

gaps remained. Embryos were cultured at 37˚C for 2 to 6 days. Embryos were extracted from

the egg and fixed in 4% PFA for 1 h at room temperature and subsequent washes in PBS prior

to imaging.

Enhancer cloning and testing

Putative enhancer elements were cloned and tested individually as described below and in

[38]. Putative enhancers were amplified from chick genomic DNA using primers containing

specific “tails” (50 TTTTTTCGTCTCgccagg n20, 30 TTTTTTCGTCTCcaacag n20) to facilitate

subsequent cloning into the pTK Citrine reporter vector using a modified GoldenGate [66]

protocol. Gel-purified amplicons were combined with modified pTK Citrine reporter vector

(Addgene #130513) with T4 DNA ligase and BsmBI restriction enzyme and subjected to a

cycling reaction that allows simultaneous BsmBI digestion and T4-mediated ligation of the

amplicon into the reporter vector (37˚C 5 min, 16˚C 10 min, ×15, 55˚C 5 min, 80˚C 5 min).

The ligation/digestion reaction was then transformed into DH5a cells. Subsequent colonies

were sequenced to ensure the expected amplicon was present. Endotoxin-free plasmid prepa-

rations (Qiagen endo-free maxi prep kit, Cat. #12362) were prepared for electroporation.

Imaging analysis

Embryos were screened on an Olympus MVX10 stereomicroscope with 2.5× objective using

Axio Vision 4.8 software. Zeiss 780 Upright confocal microscope was used for imaging at high

cellular resolution. Embryos at HH8-12 were mounted on a microscope slide previously lay-

ered with electrical insulation tape (×2 layers), with rectangular gaps cut in with a scalpel, and

covered with a cover slip, retaining sufficient fluid for optimal imaging. Older embryos were

placed in a 35 mm glass bottomed imaging dish and secured with a few drops of low-melting

point agarose.

Hybridisation chain reaction

Fluorescent in situ hybridsation chain reaction was performed using the v3 protocol [34].

Briefly, embryos were fixed in 4% PFA for 1 h at room temperature. Older embryos

(HH12-HH18) were bleached in 3% H2O2/8% KOH until any pigments were cleared. All

embryos were dehydrated in a methanol series and stored at −20˚C at least overnight. Follow-

ing rehydration embryos were treated with Proteinase-K (20 mg/ml) for 2.5 to 25 min depend-

ing on stage (2.5 min for HH9-10, 25 min for HH12-HH15 embryos) at room temperature

and postfixed with 4% PFA for 20 min at room temperature. Embryos were washed in PBST

for 2× 5 min on ice, then 50% PBST/50% 5× SSCT (5× sodium chloride sodium citrate, 0.1%

Tween-20) for 5 min on ice and 5× SSCT alone on ice for 5 min. Embryos were then pre-

hybridised in hybridisation buffer for 5 min on ice, then for 30 min at 37˚C in fresh
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hybridisation buffer. Probes were prepared at 4 pmol/ml (in hybridisation buffer), pre-hybridi-

sation buffer was replaced with probe mixture and embryos were incubated overnight at 37˚C

with gentle nutation. Excess probes were removed with probe wash buffer for 4× 15 min at

37˚C. Embryos were pre-amplified in amplification buffer for 5 min at room temperature.

Hairpins were prepared by snap-cooling 30 pmol (10 μl of 3 mM stock hairpin) individually at

95˚C for 90 s and cooled to room temperature for minimum 30 min, protected from light.

Cooled hairpins were added to 500 μl amplification buffer. Pre-amplification buffer was

removed from embryos and hairpin solution was added overnight at room temperature, pro-

tected from light. Excess hairpins were removed by washing in 5× SSCT 2× 5 min, 2× 30 min,

and 1× 5 min at room temperature. Embryos were mounted on slides and imaged using Zeiss

LSM 880 Upright confocal microscope. Images were processed using Zeiss Zen software, Z-

stacks scans were collected at 6 μm intervals across approximately 70 to 200 μm, maximum

intensity projections of embryo z-stacks are presented. Tile scanning was used and stitched

using bidirectional stitching mode, with overlap of 10%.

Biotin-ChIP-seq

To facilitate Biotin-ChIP, Avi-tagged transcription factor plasmids (Addgene #127775 Sox10,

#127776 Tfap2B) were co-electroporated at 1.0 μg/μl with a pCI NLS-BirA-2A-mCherry plas-

mid (Addgene #127781) at 0.5 μg/μl into HH4 embryos (ex ovo) for collection at HH8 (Sox10)

or HH8/9 (in ovo) for collection at HH18 (Tfap2B). The Biotin-ChIP-seq procedure is

described below and here [48]. Approximately 15 embryos per experiment were harvested and

their cranial (Sox10) or vagal (Tfap2B) regions (somites 1–7) dissected, providing approxi-

mately 100,000 cells of interest. Dissected embryonic tissues were dissociated in nuclei extrac-

tion buffer (NEB) (0.5% NP40, 0.25% Triton-X, 10 mM Tris-HCl (pH 7.5), 3 mM CaCl2, 0.25

M sucrose, 1 mM dithiothreitol, 0.2 mM phenylmethylsulfonyl fluoride, 1× proteinase inhibi-

tor (PI)) in a glass dounce homogeniser. Cells were crosslinked in 1% formaldehyde at room

temperature for 15 min and quenched with 125 mM of 1 M glycine for 5 min at room temper-

ature. The crosslinker was washed out 3 times with 1× PBS/PI (1× PBS, 1× PI, 1 mM dithio-

threitol, and 0.2 mM phenylmethylsulfonyl fluoride) and centrifuged at 2,000g for 4 min at

4˚C. Pellets were snap-frozen and stored at −80˚C until sufficient samples were collected. Pel-

lets were thawed and resuspended in 1 ml NEB, centrifuged at 2,000g for 4 min at 4˚C, and

washed once with PBS/PI before nuclei lysis in SDS lysis buffer (0.7% SDS, 10 mM EDTA, 50

mM Tris-HCl (pH 7.5), 1× PI). Crosslinked chromatin was sonicated at 12A, 10× (10 seconds

on, 30 seconds off) followed by 8A, 4× (30 seconds on, 30 seconds off) and run on a 1.5% aga-

rose gel to ensure appropriate sheared DNA fragments. Sheared chromatin samples were pre-

cleared in pre-blocked streptavidin beads (Dynabeads M-280 streptavidin beads, Invitrogen)

overnight at 4˚C on a rotator, and 1/20 of the chromatin was collected as an input fraction and

stored at −80˚C. Beads were washed with SDS wash buffer (2% SDS, 10 mM Tris-HCl (pH

7.5), 1 mM EDTA) at room temperature, followed by 4 radioimmunoprecipitation assay buffer

(RIPA) washes (50 mM Hepes-KOH (pH 8.0), 500 mM LiCl, 1 mM EDTA, 1% NP40, 0.7%

Na-deoxycholate, 1× PI) and one NaCl TE wash (1× TE (10 mM Tris, 1 mM EDTA), 50 mM

NaCl) at 4˚C. Samples were eluted from beads with SDS ChIP elution buffer (50 mM Tris-HCl

(pH 7.5), 10 mM EDTA, 1% SDS) and crosslinking was reversed by overnight incubation at

65˚C in the thermomixer at 1,000 rpm. Chromatin samples were then separated from strepta-

vidin beads. Cellular RNA was digested with RNaseA (0.2 μg/ml) at 37˚C for 1 h and cellular

proteins were removed with proteinase K (0.4 mg/ml) at 55˚C for 2 h. Samples and input

DNA were then extracted using standard phenol:chloroform and ethanol precipitation proto-

col. Libraries were prepared using a MicroPlex Library Preparation v2 kit (Diagnode) with the
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number of cycles determined by the amount of starting material (Sox10 ChIP, 10 cycles,

Tfap2B ChIP, 14 cycles) final libraries were quantified and sequenced using a NextSeq 500/550

High Output Kit v2 (75 cycles) on the NextSeq 500 sequencing platform.

Genome editing

Guide RNAs were manually designed to target genes by searching for appropriate PAM

(NGG) sites within the exon preceding the exon containing the DNA-binding domain of the

protein. In this study, we used guide RNAs previously validated in our lab [32,37,51]. Guide

RNAs were electroporated at 0.5 μg/μl with pCAG-Cas9-2A-Citrine at 1.0 μg/μl (Addgene

#92358) [51].

Cut and run

Cut and run was performed according to published protocols [49,50]. Cell preparation:

Embryos (×10 per stage) were collected at the desired stage and placed in 1 ml NEB (0.5%

NP40, 0.25% Triton-X, 10 mM Tris-HCl (pH 7.5), 3 mM CaCl2, 0.25 M sucrose, 1 mM DTT,

0.2 mM PMSF, 1× protease inhibitor tablet), following 10 strokes in a glass dounce homogeni-

ser with pestle A on ice, the solution was centrifuged 600g for 3 min at room temperature in a

low-binding 1.7 ml Eppendorf tube. Nuclei extraction buffer was removed and cells were

washed twice with DIG-wash buffer (20 mM HEPES (pH 7.5), 150 mM NaCl, 0.5 mM Spermi-

dine, 0.05% digitonin, 1× protease inhibitor tablet). Binding cells to beads and antibody incu-

bation: Pelleted cells were then resuspended in 1 ml DIG-wash buffer and Concanavalin-A

beads were added while shaking in an Eppendorf ThermoMixer at moderate speed. After 10

min rotating, the bead-cell solution was divided into aliquots, one for each antibody to be

used. The beads were collected on a magnetic stand, DIG-wash buffer was removed and 150 μl

of antibody buffer (2 mM EDTA in DIG-wash buffer) was added to each aliquot while shaking.

Primary antibody was added at 1:110 dilution (αChicken Pax7 (DSHB), H3K27ac Abcam

Ab4729) and samples were incubated overnight at 4˚C with end-over-end rotation. Binding

Protein-A/G-MNase fusion protein: Following a brief spin, beads were collected on a mag-

netic stand and washed twice with 1 ml DIG-wash buffer. While shaking, 150 μl of the Pro-

tein-A/G-MNase solution was added to the beads and incubated for 1 h at 4˚C with rotating.

Beads were collected on the magnetic stand and washed twice with DIG-wash buffer and

resuspended in 100 μl DIG-wash buffer while shaking. Tubes were transferred to a cold block

on ice, chilled to 4˚C, 2 μl of 200 mM CaCl2 was added with shaking and promptly placed back

in the cold block on ice for 30 min. While shaking 100 μl of STOP-buffer (340 mM NaCl, 20

mM EDTA, 4 mM EGTA, 0.05% Digitonin, 100 μg/ml RNase A, 50 μg/ml Glycogen) was

added and incubated at 37˚C for 30 min. Collection of fragmented antibody bound DNA:

Beads were collected on a magnetic stand and the supernatant, now containing digested chro-

matin, was transferred to a new 1.7 ml low-binding Eppendorf tube. Chromatin proteins were

degraded by adding 2 μl of 10% SDS, 2.5 μl of Proteinase-K (20 mg/ml), and incubated at 50˚C

for 1 h. DNA fragments were cleaned up using standard phenol:chloroform extraction and

ethanol precipitation and resuspended in 20 μl water. Following quality control measures on

Agilent Tapestation (high sensitivity) and Qubit, sequencing ready libraries were made using

the NEBNext Ultra II kit and sequenced on the Illumina Next-seq 500/550 platform using

High Output Kit v2 (75 cycles).

Data analysis

10× Single-cell RNA-Seq data analysis. Single-cell RNA-seq data was demultiplexed

using 10X Genomics Cell Ranger v7.1.0 mkfastq [67] followed by alignment to the bGalGal1.
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mat.broiler.GRCg7b genome assembly with Ensembl 110 gene models and subsequent quanti-

fication using cellranger count function. A total of 5,669 cells were recovered, with 85,006

mean reads and 6,231 median genes per cell. Downstream analysis on the count matrix was

completed using Seurat v5.0.0 [68] in R v4.3.1. The count matrix was filtered to remove bar-

codes containing fewer than 750 genes, greater than 10,000 genes, or greater than 2 percent

mitochondrial gene counts. After filtering, the Seurat object was normalized using Seurat’s v2

SCTransform function, regressing out percent mitochondrial, and running through Seurat’s

Principal Component Analysis for dimensionality reduction. Using the top 30 PCs, Seurat’s

RunUMAP and FindNeighbors were run on the data before clustering the cells with resolution

0.4. Differentially expressed marker genes were calculated for these clusters via Seurat’s Fin-

dAllMarkers function and then used for the manual annotation of cluster identities. Raw and

processed data is available from GEO GSE270155.

Multiome data sets

Chd7 epigenomic locus was visualised using human embryonic multiome data sets generated

for a different study by D. Fountain, University of Oxford. Samples were obtained from donors

in accordance with ethically approved study REC 96/085 (University of Cambridge and Cam-

bridge University Hospitals NHS Foundation Trust). Samples were transferred under a Mate-

rial Transfer Agreement and stored and processed in accordance with ethically approved

study REC 22/PR/0630 (University of Oxford) on HTA-licensed premises (license number

12433). Nuclei from 4 cranial samples across 3 Carnegie Stages (CS16, CS18, CS18, CS19)

were analysed using the Chromium 10X Next GEM Single Cell Multiome ATAC + Gene

Expression kit. Libraries were sequenced in accordance with 10X recommendations and pro-

cessed with Cellranger v7.1.0. One library was rejected due to poor median genes per nuclei.

Three libraries were included totalling 14,290 nuclei with a final median genes of 2,770 per

nuclei and median depth of 129,399 reads per nuclei for gene expression libraries. Pooled

libraries were demultiplexed into individual samples using genetic demultiplexing. To facili-

tate this, bulk RNA-seq libraries were generated and sequenced to a targeted depth of 50 mil-

lion reads. Variant calling and genotyping were performed in accordance with the GATK

RNAseq short variant discovery (SNPs + Indels) pipeline. Multiome samples were demulti-

plexed using Souporcell within Demuxafy v2.0.1. Ambient RNA was detected and removed

using Cellbender v0.3.0. Doublets were detected based on genotype using Souporcell and sepa-

rately using scDblFinder both using Demuxafy v2.0.1. Libraries were merged resulting in

11,719 nuclei and clustered with the standard Seurat v4.9.9.9058 pipeline (resolution 1.0).

Clusters were annotated manually using the FindAllMarkers function (logfc threshold 0.25,

min pct 0.25). This data can be accessed here GSE262042.

ChIP-seq and Cut and Run analyses

Avi-tagged Sox10 biotin ChIP sequencing and Cut and Run samples were demultiplexed and

the resulting files were merged. Previously published biotin-ChIP-seq data for avian TFAP2b

from HH18 embryos [37] were downloaded from the GEO database (GSE125711). We evalu-

ated read quality using FastQC v0.11.4 [69]. Adaptor sequences were trimmed using TrimGa-

lore v0.4.1 and then mapped to the chicken genome galGal5 assembly using bowtie2 v2.3.5

[70]. Sequence alignment/map files were compressed to the binary version (BAM) for down-

stream analysis. Only aligned pairs were retained based on binary alignment map (BAM) flags,

and mitochondrial reads were removed from the BAM file using Samtools (v1.3) [71]. PCR

duplicates were then removed using PicardTools (v1.83) and only uniquely mapped reads

were retained. A custom Perl script was used to generate smoothened genome browser tracks
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in BigWig format for data visualisation on the UCSC Genome Browser. The Pax7 Cut&Run

and Sox10 biotin-ChIP data can be accessed here GSE261486.

Similarly, we downloaded raw fastq files of human ChIP-seq for histone posttranslational

modifications previously published [44] from the GEO database (GSE70751). These files were

processed as described above, with the exception that reads were mapped to the human

genome assembly, hg38. Peaks were called for each ChIP-seq sample using MACS2 (v.2.0.10)

[72]. Differential accessibility analysis was carried out in R (v.3.2.1) using the DiffBind package

(v1.10.2). Differential accessibility across samples was calculated using a negative binomial dis-

tribution model implemented in DEseq2 (v1.4.5). The threshold FDR< 0.1 and Fold enrich-

ment>1 was used to define differentially bound peaks over the input control.

Motif enrichment within selected enhancers

To identify motifs enriched within Chd7 enhancers, we used a list of 49 position weight

matrixes (PWMs) from the HOCOMOCO v.11 database [73] previously filtered on their rele-

vance to neural crest transcriptional regulation based on their enrichment in differentially

accessible chromatin and expression of their cognate TFs in avian neural crest single-cell tran-

scriptomes (described in detail in [32]). Homer (v.4.7) annotatePeaks.pl was used to screen

such motifs within avian and human Chd7 enhancers. We used the highest log-odds score

within a peak as evidence of motif enrichment within selected Chd7 enhancers.

Supporting information

S1 File. Genomic coordinates of all tested enhancers.

(XLSX)

S2 File. Phastcons scores of enhancer conservation.

(XLSX)

S1 Fig. Gene expression in single-cell Multiome RNA-seq data. (A) Violin plots of other

chromatin remodellers and transcription factors (B) expressed across scRNA-seq clusters.

(TIF)

S2 Fig. In vivo activity of Chd7 enhancers. Chick Chd7 enhancers, as indicated by top

boxes shown at alternative stages. Additional enhancers; B1, B2, I, J, O, Q are also shown.

(TIF)

S3 Fig. Co-localisation of enhancer activity with neural crest marker genes. (A, B) enh-A

shown with HCR for Sox10 at HH12 and HH15, respectively. Ai, Bi, and Bii show transverse

sections through A and B as indicated by the white dashed lines. (C, D) enh-T with Sox10
expression at HH12 and HH18, respectively. Ci and Di show sections as indicated by white

dashed line. (E, F, G) enh-C, enh-D, and enh-H, respectively, all at HH12 with Pax7 or Sox10
expression as indicated. (Ei, Fi, Gi) transverse sections of E, F, and G as indicated by white

dashed lines.

(TIF)

S4 Fig. Epigenomic profiles of human CHD7 locus. (A) Top left; UMAP plots depicting 33

clusters resolved from 3 samples totalling 14,290 nuclei top right; sample origin of cells, bot-

tom left; feature plot of Chd7 expression across all clusters. (B) Feature plots of CHD7, other

chromatin remodellers and transcription factors expressed across the scRNA-seq data from

human Multiome data. (C) UCSC genome browser view of the CHD7 locus showing ATAC-

seq and histone ChIP-seq data from human in vitro derived cranial neural crest cells [44].

(TIF)
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S5 Fig. Transcription factor motif enrichment in CHD7 enhancers. (A) Heatmap of pre-

dicted transcription factor motifs identified in Chd7 enhancers using HOMER. (B) Schematics

depicting biotin-ChIP assay (top panel) and bilateral electroporation (bottom panel). (C) In

vivo activity of Sox10-enh99 used to drive Avi-tagged Sox10 for biotin-ChIP.

(TIF)

Acknowledgments

We thank Joseph McLean for technical assistance and all members of the Sauka-Spengler lab

for helpful discussions and feedback. High-resolution imaging was conducted within the

Wolfson Imaging Centre at the MRC WIMM and the microscopy suite at the Stowers Insti-

tute. Mike Piacentino provided macros for image quantification in perturbation experiments.

Author Contributions

Conceptualization: Ruth M. Williams, Tatjana Sauka-Spengler.

Data curation: Andrew J. Price.

Formal analysis: Ruth M. Williams, Ivan Candido-Ferreira, Andrew J. Price, Sean A. McKin-

ney, Yavor K. Bozhilovh.

Funding acquisition: Tatjana Sauka-Spengler.

Investigation: Ruth M. Williams, Guneş Taylor, Irving T. C. Ling, Daniel M. Fountain, Sarah

Mayes, Perihan Seda Ateş-Kalkan, Julianna O. Haug, Tatjana Sauka-Spengler.

Methodology: Ruth M. Williams, Guneş Taylor, Irving T. C. Ling, Ivan Candido-Ferreira,

Daniel M. Fountain, Sarah Mayes, Richard C. V. Tyser.

Project administration: Ruth M. Williams, Tatjana Sauka-Spengler.

Resources: Tatjana Sauka-Spengler.

Supervision: Shankar Srinivas, Jim R. Hughes, Tatjana Sauka-Spengler.

Validation: Ruth M. Williams, Guneş Taylor, Irving T. C. Ling, Ivan Candido-Ferreira, Peri-

han Seda Ateş-Kalkan, Julianna O. Haug.

Visualization: Ruth M. Williams.

Writing – original draft: Ruth M. Williams, Guneş Taylor.

Writing – review & editing: Ruth M. Williams, Tatjana Sauka-Spengler.

References
1. Gorlin RJ, Cohen MM, Hennekam RCM. Syndromes of the head and neck. 4th ed. Oxford England;

New York: Oxford University Press; 2001. xiv, p. 1283.

2. Pagon RA, Graham JM, Jr., Zonana J, Yong SL. Coloboma, congenital heart disease, and choanal atre-

sia with multiple anomalies: CHARGE association. J Pediatr. 1981; 99(2):223–7. Epub 1981/08/01.

https://doi.org/10.1016/s0022-3476(81)80454-4 PMID: 6166737.

3. Zentner GE, Layman WS, Martin DM, Scacheri PC. Molecular and phenotypic aspects of CHD7 muta-

tion in CHARGE syndrome. Am J Med Genet A. 2010; 152A(3):674–86. Epub 2010/02/27. https://doi.

org/10.1002/ajmg.a.33323 PMID: 20186815; PubMed Central PMCID: PMC2918278.

4. Martucciello G, Bicocchi MP, Dodero P, Lerone M, Silengo Cirillo M, Puliti A, et al. Total colonic agan-

glionosis associated with interstitial deletion of the long arm of chromosome 10. Pediatr Surg Int. 1992;

7(4):308–10. https://doi.org/10.1007/BF00183991

PLOS BIOLOGY Chd7 regulation in neural crest

PLOS Biology | https://doi.org/10.1371/journal.pbio.3002786 October 17, 2024 20 / 24

http://journals.plos.org/plosbiology/article/asset?unique&id=info:doi/10.1371/journal.pbio.3002786.s007
https://doi.org/10.1016/s0022-3476%2881%2980454-4
http://www.ncbi.nlm.nih.gov/pubmed/6166737
https://doi.org/10.1002/ajmg.a.33323
https://doi.org/10.1002/ajmg.a.33323
http://www.ncbi.nlm.nih.gov/pubmed/20186815
https://doi.org/10.1007/BF00183991
https://doi.org/10.1371/journal.pbio.3002786


5. Heuckeroth RO. Hirschsprung disease—integrating basic science and clinical medicine to improve out-

comes. Nat Rev Gastroenterol Hepatol. 2018; 15(3):152–67. Epub 2018/01/05. https://doi.org/10.1038/

nrgastro.2017.149 PMID: 29300049.

6. Waardenburg PJ. A new syndrome combining developmental anomalies of the eyelids, eyebrows and

nose root with pigmentary defects of the iris and head hair and with congenital deafness. Am J Hum

Genet. 1951; 3(3):195–253. Epub 1951/09/01. PMID: 14902764; PubMed Central PMCID:

PMC1716407.

7. Franceschetti A, Klein D. The mandibulofacial dysostosis; a new hereditary syndrome. Acta Ophthal-

mol. 1949; 27(2):143–224. Epub 1949/01/01. PMID: 18142195.

8. Hannan KM, Sanij E, Rothblum LI, Hannan RD, Pearson RB. Dysregulation of RNA polymerase I tran-

scription during disease. Biochim Biophys Acta. 2013; 1829(3–4):342–60. Epub 2012/11/17. https://doi.

org/10.1016/j.bbagrm.2012.10.014 PMID: 23153826; PubMed Central PMCID: PMC3594452.

9. Bondurand N, Sham MH. The role of SOX10 during enteric nervous system development. Dev Biol.

2013; 382(1):330–43. Epub 2013/05/07. https://doi.org/10.1016/j.ydbio.2013.04.024 PMID: 23644063.

10. Kuhlbrodt K, Schmidt C, Sock E, Pingault V, Bondurand N, Goossens M, et al. Functional analysis of

Sox10 mutations found in human Waardenburg-Hirschsprung patients. J Biol Chem. 1998; 273

(36):23033–8. Epub 1998/08/29. https://doi.org/10.1074/jbc.273.36.23033 PMID: 9722528.

11. Paratore C, Eichenberger C, Suter U, Sommer L. Sox10 haploinsufficiency affects maintenance of pro-

genitor cells in a mouse model of Hirschsprung disease. Hum Mol Genet. 2002; 11(24):3075–85. Epub

2002/11/06. https://doi.org/10.1093/hmg/11.24.3075 PMID: 12417529.

12. Pingault V, Bondurand N, Kuhlbrodt K, Goerich DE, Prehu MO, Puliti A, et al. SOX10 mutations in

patients with Waardenburg-Hirschsprung disease. Nat Genet. 1998; 18(2):171–3. Epub 1998/02/14.

https://doi.org/10.1038/ng0298-171 PMID: 9462749.

13. Thongpradit S, Jinawath N, Javed A, Jensen LT, Chunsuwan I, Rojnueangnit K, et al. Novel SOX10

Mutations in Waardenburg Syndrome: Functional Characterization and Genotype-Phenotype Analysis.

Front Genet. 2020; 11:589784. Epub 2020/12/29. https://doi.org/10.3389/fgene.2020.589784 PMID:

33362852; PubMed Central PMCID: PMC7756068.

14. Baldwin CT, Lipsky NR, Hoth CF, Cohen T, Mamuya W, Milunsky A. Mutations in PAX3 associated with

Waardenburg syndrome type I. Hum Mutat. 1994; 3(3):205–11. Epub 1994/01/01. https://doi.org/10.

1002/humu.1380030306 PMID: 8019556.

15. Lang D, Chen F, Milewski R, Li J, Lu MM, Epstein JA. Pax3 is required for enteric ganglia formation and

functions with Sox10 to modulate expression of c-ret. J Clin Invest. 2000; 106(8):963–71. Epub 2000/

10/18. https://doi.org/10.1172/JCI10828 PMID: 11032856; PubMed Central PMCID: PMC314346.

16. Tassabehji M, Read AP, Newton VE, Patton M, Gruss P, Harris R, et al. Mutations in the PAX3 gene

causing Waardenburg syndrome type 1 and type 2. Nat Genet. 1993; 3(1):26–30. Epub 1993/01/01.

https://doi.org/10.1038/ng0193-26 PMID: 8490648.

17. Vissers LE, van Ravenswaaij CM, Admiraal R, Hurst JA, de Vries BB, Janssen IM, et al. Mutations in a

new member of the chromodomain gene family cause CHARGE syndrome. Nat Genet. 2004; 36

(9):955–7. Epub 2004/08/10. https://doi.org/10.1038/ng1407 PMID: 15300250.

18. Basson MA, van Ravenswaaij-Arts C. Functional Insights into Chromatin Remodelling from Studies on

CHARGE Syndrome. Trends Genet. 2015; 31(10):600–11. Epub 2015/09/29. https://doi.org/10.1016/j.

tig.2015.05.009 PMID: 26411921; PubMed Central PMCID: PMC4604214.

19. Janssen N, Bergman JE, Swertz MA, Tranebjaerg L, Lodahl M, Schoots J, et al. Mutation update on the

CHD7 gene involved in CHARGE syndrome. Hum Mutat. 2012; 33(8):1149–60. Epub 2012/03/31.

https://doi.org/10.1002/humu.22086 PMID: 22461308.

20. Bergman JE, Janssen N, Hoefsloot LH, Jongmans MC, Hofstra RM, van Ravenswaaij-Arts CM. CHD7

mutations and CHARGE syndrome: the clinical implications of an expanding phenotype. J Med Genet.

2011; 48(5):334–42. Epub 2011/03/08. https://doi.org/10.1136/jmg.2010.087106 PMID: 21378379.

21. Bilan F, Legendre M, Charraud V, Maniere B, Couet D, Gilbert-Dussardier B, et al. Complete screening

of 50 patients with CHARGE syndrome for anomalies in the CHD7 gene using a denaturing high-perfor-

mance liquid chromatography-based protocol: new guidelines and a proposal for routine diagnosis. J

Mol Diagn. 2012; 14(1):46–55. Epub 2011/10/29. https://doi.org/10.1016/j.jmoldx.2011.08.003 PMID:

22033296.

22. Vuorela P, Ala-Mello S, Saloranta C, Penttinen M, Poyhonen M, Huoponen K, et al. Molecular analysis

of the CHD7 gene in CHARGE syndrome: identification of 22 novel mutations and evidence for a low

contribution of large CHD7 deletions. Genet Med. 2007; 9(10):690–4. Epub 2007/12/13. https://doi.org/

10.1097/gim.0b013e318156e68e PMID: 18073582.

23. Clapier CR, Cairns BR. The biology of chromatin remodeling complexes. Annu Rev Biochem. 2009;

78:273–304. Epub 2009/04/10. https://doi.org/10.1146/annurev.biochem.77.062706.153223 PMID:

19355820.

PLOS BIOLOGY Chd7 regulation in neural crest

PLOS Biology | https://doi.org/10.1371/journal.pbio.3002786 October 17, 2024 21 / 24

https://doi.org/10.1038/nrgastro.2017.149
https://doi.org/10.1038/nrgastro.2017.149
http://www.ncbi.nlm.nih.gov/pubmed/29300049
http://www.ncbi.nlm.nih.gov/pubmed/14902764
http://www.ncbi.nlm.nih.gov/pubmed/18142195
https://doi.org/10.1016/j.bbagrm.2012.10.014
https://doi.org/10.1016/j.bbagrm.2012.10.014
http://www.ncbi.nlm.nih.gov/pubmed/23153826
https://doi.org/10.1016/j.ydbio.2013.04.024
http://www.ncbi.nlm.nih.gov/pubmed/23644063
https://doi.org/10.1074/jbc.273.36.23033
http://www.ncbi.nlm.nih.gov/pubmed/9722528
https://doi.org/10.1093/hmg/11.24.3075
http://www.ncbi.nlm.nih.gov/pubmed/12417529
https://doi.org/10.1038/ng0298-171
http://www.ncbi.nlm.nih.gov/pubmed/9462749
https://doi.org/10.3389/fgene.2020.589784
http://www.ncbi.nlm.nih.gov/pubmed/33362852
https://doi.org/10.1002/humu.1380030306
https://doi.org/10.1002/humu.1380030306
http://www.ncbi.nlm.nih.gov/pubmed/8019556
https://doi.org/10.1172/JCI10828
http://www.ncbi.nlm.nih.gov/pubmed/11032856
https://doi.org/10.1038/ng0193-26
http://www.ncbi.nlm.nih.gov/pubmed/8490648
https://doi.org/10.1038/ng1407
http://www.ncbi.nlm.nih.gov/pubmed/15300250
https://doi.org/10.1016/j.tig.2015.05.009
https://doi.org/10.1016/j.tig.2015.05.009
http://www.ncbi.nlm.nih.gov/pubmed/26411921
https://doi.org/10.1002/humu.22086
http://www.ncbi.nlm.nih.gov/pubmed/22461308
https://doi.org/10.1136/jmg.2010.087106
http://www.ncbi.nlm.nih.gov/pubmed/21378379
https://doi.org/10.1016/j.jmoldx.2011.08.003
http://www.ncbi.nlm.nih.gov/pubmed/22033296
https://doi.org/10.1097/gim.0b013e318156e68e
https://doi.org/10.1097/gim.0b013e318156e68e
http://www.ncbi.nlm.nih.gov/pubmed/18073582
https://doi.org/10.1146/annurev.biochem.77.062706.153223
http://www.ncbi.nlm.nih.gov/pubmed/19355820
https://doi.org/10.1371/journal.pbio.3002786


24. Chen T, Dent SY. Chromatin modifiers and remodellers: regulators of cellular differentiation. Nat Rev

Genet. 2014; 15(2):93–106. Epub 2013/12/25. https://doi.org/10.1038/nrg3607 PMID: 24366184;

PubMed Central PMCID: PMC3999985.

25. Schnetz MP, Handoko L, Akhtar-Zaidi B, Bartels CF, Pereira CF, Fisher AG, et al. CHD7 targets active

gene enhancer elements to modulate ES cell-specific gene expression. PLoS Genet. 2010; 6(7):

e1001023. Epub 2010/07/27. https://doi.org/10.1371/journal.pgen.1001023 PMID: 20657823; PubMed

Central PMCID: PMC2904778.

26. Bajpai R, Chen DA, Rada-Iglesias A, Zhang J, Xiong Y, Helms J, et al. CHD7 cooperates with PBAF to

control multipotent neural crest formation. Nature. 2010; 463(7283):958–62. Epub 2010/02/05. https://

doi.org/10.1038/nature08733 PMID: 20130577; PubMed Central PMCID: PMC2890258.

27. Bosman EA, Penn AC, Ambrose JC, Kettleborough R, Stemple DL, Steel KP. Multiple mutations in

mouse Chd7 provide models for CHARGE syndrome. Hum Mol Genet. 2005; 14(22):3463–76. Epub

2005/10/07. https://doi.org/10.1093/hmg/ddi375 PMID: 16207732.

28. Sperry ED, Hurd EA, Durham MA, Reamer EN, Stein AB, Martin DM. The chromatin remodeling protein

CHD7, mutated in CHARGE syndrome, is necessary for proper craniofacial and tracheal development.

Dev Dyn. 2014; 243(9):1055–66. Epub 2014/07/01. https://doi.org/10.1002/dvdy.24156 PMID:

24975120; PubMed Central PMCID: PMC4160830.

29. Hurd EA, Capers PL, Blauwkamp MN, Adams ME, Raphael Y, Poucher HK, et al. Loss of Chd7 function

in gene-trapped reporter mice is embryonic lethal and associated with severe defects in multiple devel-

oping tissues. Mamm Genome. 2007; 18(2):94–104. Epub 2007/03/06. https://doi.org/10.1007/s00335-

006-0107-6 PMID: 17334657.

30. Fujita K, Ogawa R, Ito K. CHD7, Oct3/4, Sox2, and Nanog control FoxD3 expression during mouse neu-

ral crest-derived stem cell formation. FEBS J. 2016; 283(20):3791–806. Epub 2016/10/21. https://doi.

org/10.1111/febs.13843 PMID: 27579714.

31. Fujita K, Ogawa R, Kawawaki S, Ito K. Roles of chromatin remodelers in maintenance mechanisms of

multipotency of mouse trunk neural crest cells in the formation of neural crest-derived stem cells. Mech

Dev. 2014; 133:126–45. Epub 2014/05/20. https://doi.org/10.1016/j.mod.2014.05.001 PMID:

24836203.

32. Williams RM, Candido-Ferreira I, Repapi E, Gavriouchkina D, Senanayake U, Ling ITC, et al. Recon-

struction of the Global Neural Crest Gene Regulatory Network In Vivo. Dev Cell. 2019; 51(2):255–76

e7. Epub 2019/10/23. https://doi.org/10.1016/j.devcel.2019.10.003 PMID: 31639368; PubMed Central

PMCID: PMC6838682.

33. Lettieri A, Oleari R, Paganoni AJJ, Gervasini C, Massa V, Fantin A, et al. Semaphorin Regulation by the

Chromatin Remodeler CHD7: An Emerging Genetic Interaction Shaping Neural Cells and Neural Crest

in Development and Cancer. Front Cell Dev Biol. 2021; 9:638674. Epub 2021/04/20. https://doi.org/10.

3389/fcell.2021.638674 PMID: 33869187; PubMed Central PMCID: PMC8047133.

34. Choi HMT, Schwarzkopf M, Fornace ME, Acharya A, Artavanis G, Stegmaier J, et al. Third-generation

in situ hybridization chain reaction: multiplexed, quantitative, sensitive, versatile, robust. Development.

2018; 145(12). Epub 2018/06/28. https://doi.org/10.1242/dev.165753 PMID: 29945988; PubMed Cen-

tral PMCID: PMC6031405.

35. Hamburger V, Hamilton HL. A series of normal stages in the development of the chick embryo. J Mor-

phol. 1951; 88(1):49–92. Epub 1951/01/01. PMID: 24539719.

36. Davies JO, Telenius JM, McGowan SJ, Roberts NA, Taylor S, Higgs DR, et al. Multiplexed analysis of

chromosome conformation at vastly improved sensitivity. Nat Methods. 2016; 13(1):74–80. Epub 2015/

11/26. https://doi.org/10.1038/nmeth.3664 PMID: 26595209; PubMed Central PMCID: PMC4724891.

37. Ling ITC, Sauka-Spengler T. Early chromatin shaping predetermines multipotent vagal neural crest into

neural, neuronal and mesenchymal lineages. Nat Cell Biol. 2019; 21(12):1504–17. Epub 2019/12/04.

https://doi.org/10.1038/s41556-019-0428-9 PMID: 31792380.

38. Williams RM, Sauka-Spengler T. Rapid and efficient enhancer cloning and in vivo screening using the

developing chick embryo. STAR Protoc. 2021; 2(2):100507. Epub 2021/05/25. https://doi.org/10.1016/

j.xpro.2021.100507 PMID: 34027475; PubMed Central PMCID: PMC8121703.

39. Williams RM, Sauka-Spengler T. Ex ovo electroporation of early chicken embryos. STAR Protoc. 2021;

2(2):100424. Epub 2021/04/27. https://doi.org/10.1016/j.xpro.2021.100424 PMID: 33899011; PubMed

Central PMCID: PMC8053799.

40. Yan S, Thienthanasit R, Chen D, Engelen E, Bruhl J, Crossman DK, et al. CHD7 regulates cardiovascu-

lar development through ATP-dependent and -independent activities. Proc Natl Acad Sci U S A. 2020;

117(46):28847–58. Epub 2020/11/01. https://doi.org/10.1073/pnas.2005222117 PMID: 33127760;

PubMed Central PMCID: PMC7682373.

PLOS BIOLOGY Chd7 regulation in neural crest

PLOS Biology | https://doi.org/10.1371/journal.pbio.3002786 October 17, 2024 22 / 24

https://doi.org/10.1038/nrg3607
http://www.ncbi.nlm.nih.gov/pubmed/24366184
https://doi.org/10.1371/journal.pgen.1001023
http://www.ncbi.nlm.nih.gov/pubmed/20657823
https://doi.org/10.1038/nature08733
https://doi.org/10.1038/nature08733
http://www.ncbi.nlm.nih.gov/pubmed/20130577
https://doi.org/10.1093/hmg/ddi375
http://www.ncbi.nlm.nih.gov/pubmed/16207732
https://doi.org/10.1002/dvdy.24156
http://www.ncbi.nlm.nih.gov/pubmed/24975120
https://doi.org/10.1007/s00335-006-0107-6
https://doi.org/10.1007/s00335-006-0107-6
http://www.ncbi.nlm.nih.gov/pubmed/17334657
https://doi.org/10.1111/febs.13843
https://doi.org/10.1111/febs.13843
http://www.ncbi.nlm.nih.gov/pubmed/27579714
https://doi.org/10.1016/j.mod.2014.05.001
http://www.ncbi.nlm.nih.gov/pubmed/24836203
https://doi.org/10.1016/j.devcel.2019.10.003
http://www.ncbi.nlm.nih.gov/pubmed/31639368
https://doi.org/10.3389/fcell.2021.638674
https://doi.org/10.3389/fcell.2021.638674
http://www.ncbi.nlm.nih.gov/pubmed/33869187
https://doi.org/10.1242/dev.165753
http://www.ncbi.nlm.nih.gov/pubmed/29945988
http://www.ncbi.nlm.nih.gov/pubmed/24539719
https://doi.org/10.1038/nmeth.3664
http://www.ncbi.nlm.nih.gov/pubmed/26595209
https://doi.org/10.1038/s41556-019-0428-9
http://www.ncbi.nlm.nih.gov/pubmed/31792380
https://doi.org/10.1016/j.xpro.2021.100507
https://doi.org/10.1016/j.xpro.2021.100507
http://www.ncbi.nlm.nih.gov/pubmed/34027475
https://doi.org/10.1016/j.xpro.2021.100424
http://www.ncbi.nlm.nih.gov/pubmed/33899011
https://doi.org/10.1073/pnas.2005222117
http://www.ncbi.nlm.nih.gov/pubmed/33127760
https://doi.org/10.1371/journal.pbio.3002786


41. Chong-Morrison V, Mayes S, Simoes FC, Senanayake U, Carroll DS, Riley PR, et al. Ac/Ds transposi-

tion for CRISPR/dCas9-SID4x epigenome modulation in zebrafish. Biol Open. 2023; 12(6). Epub 2023/

06/27. https://doi.org/10.1242/bio.059995 PMID: 37367831; PubMed Central PMCID: PMC10320716.

42. Siepel A, Bejerano G, Pedersen JS, Hinrichs AS, Hou M, Rosenbloom K, et al. Evolutionarily conserved

elements in vertebrate, insect, worm, and yeast genomes. Genome Res. 2005; 15(8):1034–50. Epub

2005/07/19. https://doi.org/10.1101/gr.3715005 PMID: 16024819; PubMed Central PMCID:

PMC1182216.

43. Martik ML, Gandhi S, Uy BR, Gillis JA, Green SA, Simoes-Costa M, et al. Evolution of the new head by

gradual acquisition of neural crest regulatory circuits. Nature. 2019; 574(7780):675–8. Epub 2019/10/

28. https://doi.org/10.1038/s41586-019-1691-4 PMID: 31645763; PubMed Central PMCID:

PMC6858584.

44. Prescott SL, Srinivasan R, Marchetto MC, Grishina I, Narvaiza I, Selleri L, et al. Enhancer divergence

and cis-regulatory evolution in the human and chimp neural crest. Cell. 2015; 163(1):68–83. Epub

2015/09/15. https://doi.org/10.1016/j.cell.2015.08.036 PMID: 26365491; PubMed Central PMCID:

PMC4848043.

45. Lim F, Solvason JJ, Ryan GE, Le SH, Jindal GA, Steffen P, et al. Affinity-optimizing enhancer variants

disrupt development. Nature. 2024; 626(7997):151–9. Epub 20240117. https://doi.org/10.1038/

s41586-023-06922-8 PMID: 38233525; PubMed Central PMCID: PMC10830414.

46. Asad Z, Pandey A, Babu A, Sun Y, Shevade K, Kapoor S, et al. Rescue of neural crest-derived pheno-

types in a zebrafish CHARGE model by Sox10 downregulation. Hum Mol Genet. 2016; 25(16):3539–

54. Epub 2016/07/16. https://doi.org/10.1093/hmg/ddw198 PMID: 27418670; PubMed Central PMCID:

PMC5179949.

47. He D, Marie C, Zhao C, Kim B, Wang J, Deng Y, et al. Chd7 cooperates with Sox10 and regulates the

onset of CNS myelination and remyelination. Nat Neurosci. 2016; 19(5):678–89. Epub 2016/03/02.

https://doi.org/10.1038/nn.4258 PMID: 26928066; PubMed Central PMCID: PMC4846514.

48. Lukoseviciute M, Ling ITC, Senanayake U, Candido-Ferreira I, Taylor G, Williams RM, et al. Tissue-

Specific In Vivo Biotin Chromatin Immunoprecipitation with Sequencing in Zebrafish and Chicken.

STAR Protoc. 2020; 1(2):100066. Epub 2020/10/29. https://doi.org/10.1016/j.xpro.2020.100066 PMID:

33111104; PubMed Central PMCID: PMC7580215.

49. Meers MP, Bryson TD, Henikoff JG, Henikoff S. Improved CUT&RUN chromatin profiling tools. Elife.

2019; 8. Epub 2019/06/25. https://doi.org/10.7554/eLife.46314 PMID: 31232687; PubMed Central

PMCID: PMC6598765.

50. Skene PJ, Henikoff S. An efficient targeted nuclease strategy for high-resolution mapping of DNA bind-

ing sites. Elife. 2017;6. Epub 2017/01/13. https://doi.org/10.7554/eLife.21856 PMID: 28079019;

PubMed Central PMCID: PMC5310842.

51. Williams RM, Senanayake U, Artibani M, Taylor G, Wells D, Ahmed AA, et al. Genome and epigenome

engineering CRISPR toolkit for in vivo modulation of cis-regulatory interactions and gene expression in

the chicken embryo. Development. 2018;145(4). Epub 2018/02/02. https://doi.org/10.1242/dev.160333

PMID: 29386245; PubMed Central PMCID: PMC5869010.

52. Weider M, Kuspert M, Bischof M, Vogl MR, Hornig J, Loy K, et al. Chromatin-remodeling factor Brg1 is

required for Schwann cell differentiation and myelination. Dev Cell. 2012; 23(1):193–201. Epub 2012/

07/21. https://doi.org/10.1016/j.devcel.2012.05.017 PMID: 22814607.

53. Yu Y, Chen Y, Kim B, Wang H, Zhao C, He X, et al. Olig2 targets chromatin remodelers to enhancers to

initiate oligodendrocyte differentiation. Cell. 2013; 152(1–2):248–61. Epub 2013/01/22. https://doi.org/

10.1016/j.cell.2012.12.006 PMID: 23332759; PubMed Central PMCID: PMC3553550.

54. Yu M, Mazor T, Huang H, Huang HT, Kathrein KL, Woo AJ, et al. Direct recruitment of polycomb repres-

sive complex 1 to chromatin by core binding transcription factors. Mol Cell. 2012; 45(3):330–43. Epub

2012/02/14. https://doi.org/10.1016/j.molcel.2011.11.032 PMID: 22325351; PubMed Central PMCID:

PMC3278717.

55. Aramaki M, Kimura T, Udaka T, Kosaki R, Mitsuhashi T, Okada Y, et al. Embryonic expression profile of

chicken CHD7, the ortholog of the causative gene for CHARGE syndrome. Birth Defects Res A Clin Mol

Teratol. 2007; 79(1):50–7. Epub 2006/12/07. https://doi.org/10.1002/bdra.20330 PMID: 17149726.

56. Patten SA, Jacobs-McDaniels NL, Zaouter C, Drapeau P, Albertson RC, Moldovan F. Role of Chd7 in

zebrafish: a model for CHARGE syndrome. PLoS ONE. 2012; 7(2):e31650. Epub 2012/03/01. https://

doi.org/10.1371/journal.pone.0031650 PMID: 22363697; PubMed Central PMCID: PMC3282775.

57. Potuijt JWP, Baas M, Sukenik-Halevy R, Douben H, Nguyen P, Venter DJ, et al. A point mutation in the

pre-ZRS disrupts sonic hedgehog expression in the limb bud and results in triphalangeal thumb-poly-

syndactyly syndrome. Genet Med. 2018; 20(11):1405–13. Epub 2018/03/16. https://doi.org/10.1038/

gim.2018.18 PMID: 29543231.

PLOS BIOLOGY Chd7 regulation in neural crest

PLOS Biology | https://doi.org/10.1371/journal.pbio.3002786 October 17, 2024 23 / 24

https://doi.org/10.1242/bio.059995
http://www.ncbi.nlm.nih.gov/pubmed/37367831
https://doi.org/10.1101/gr.3715005
http://www.ncbi.nlm.nih.gov/pubmed/16024819
https://doi.org/10.1038/s41586-019-1691-4
http://www.ncbi.nlm.nih.gov/pubmed/31645763
https://doi.org/10.1016/j.cell.2015.08.036
http://www.ncbi.nlm.nih.gov/pubmed/26365491
https://doi.org/10.1038/s41586-023-06922-8
https://doi.org/10.1038/s41586-023-06922-8
http://www.ncbi.nlm.nih.gov/pubmed/38233525
https://doi.org/10.1093/hmg/ddw198
http://www.ncbi.nlm.nih.gov/pubmed/27418670
https://doi.org/10.1038/nn.4258
http://www.ncbi.nlm.nih.gov/pubmed/26928066
https://doi.org/10.1016/j.xpro.2020.100066
http://www.ncbi.nlm.nih.gov/pubmed/33111104
https://doi.org/10.7554/eLife.46314
http://www.ncbi.nlm.nih.gov/pubmed/31232687
https://doi.org/10.7554/eLife.21856
http://www.ncbi.nlm.nih.gov/pubmed/28079019
https://doi.org/10.1242/dev.160333
http://www.ncbi.nlm.nih.gov/pubmed/29386245
https://doi.org/10.1016/j.devcel.2012.05.017
http://www.ncbi.nlm.nih.gov/pubmed/22814607
https://doi.org/10.1016/j.cell.2012.12.006
https://doi.org/10.1016/j.cell.2012.12.006
http://www.ncbi.nlm.nih.gov/pubmed/23332759
https://doi.org/10.1016/j.molcel.2011.11.032
http://www.ncbi.nlm.nih.gov/pubmed/22325351
https://doi.org/10.1002/bdra.20330
http://www.ncbi.nlm.nih.gov/pubmed/17149726
https://doi.org/10.1371/journal.pone.0031650
https://doi.org/10.1371/journal.pone.0031650
http://www.ncbi.nlm.nih.gov/pubmed/22363697
https://doi.org/10.1038/gim.2018.18
https://doi.org/10.1038/gim.2018.18
http://www.ncbi.nlm.nih.gov/pubmed/29543231
https://doi.org/10.1371/journal.pbio.3002786


58. Smith E, Shilatifard A. Enhancer biology and enhanceropathies. Nat Struct Mol Biol. 2014; 21(3):210–9.

Epub 2014/03/07. https://doi.org/10.1038/nsmb.2784 PMID: 24599251.

59. Gabriele M, Lopez Tobon A, D’Agostino G, Testa G. The chromatin basis of neurodevelopmental disor-

ders: Rethinking dysfunction along the molecular and temporal axes. Prog Neuropsychopharmacol Biol

Psychiatry. 2018; 84(Pt B):306–27. Epub 2018/01/09. https://doi.org/10.1016/j.pnpbp.2017.12.013

PMID: 29309830.

60. Schulz Y, Freese L, Manz J, Zoll B, Volter C, Brockmann K, et al. CHARGE and Kabuki syndromes: a

phenotypic and molecular link. Hum Mol Genet. 2014; 23(16):4396–405. Epub 2014/04/08. https://doi.

org/10.1093/hmg/ddu156 PMID: 24705355.

61. Yao H, Hannum DF, Zhai Y, Hill SF, Albanus RD, Lou W, et al. CHD7 promotes neural progenitor differ-

entiation in embryonic stem cells via altered chromatin accessibility and nascent gene expression. Sci

Rep. 2020; 10(1):17445. Epub 2020/10/17. https://doi.org/10.1038/s41598-020-74537-4 PMID:

33060836; PubMed Central PMCID: PMC7562747.

62. Feichtinger RG, Mucha BE, Hengel H, Orfi Z, Makowski C, Dort J, et al. Biallelic variants in the transcrip-

tion factor PAX7 are a new genetic cause of myopathy. Genet Med. 2019; 21(11):2521–31. Epub 2019/

05/17. https://doi.org/10.1038/s41436-019-0532-z PMID: 31092906.

63. Blank MC, Grinberg I, Aryee E, Laliberte C, Chizhikov VV, Henkelman RM, et al. Multiple developmental

programs are altered by loss of Zic1 and Zic4 to cause Dandy-Walker malformation cerebellar patho-

genesis. Development. 2011; 138(6):1207–16. Epub 2011/02/11. https://doi.org/10.1242/dev.054114

PMID: 21307096; PubMed Central PMCID: PMC3042874.

64. Aruga J, Inoue T, Hoshino J, Mikoshiba K. Zic2 controls cerebellar development in cooperation with

Zic1. J Neurosci. 2002; 22(1):218–25. Epub 2002/01/05. https://doi.org/10.1523/JNEUROSCI.22-01-

00218.2002 PMID: 11756505; PubMed Central PMCID: PMC6757594.

65. Chapman SC, Collignon J, Schoenwolf GC, Lumsden A. Improved method for chick whole-embryo cul-

ture using a filter paper carrier. Dev Dyn. 2001; 220(3):284–9. https://doi.org/10.1002/1097-0177

(20010301)220:3<284::AID-DVDY1102>3.0.CO;2-5 PMID: 11241836.

66. Engler C, Gruetzner R, Kandzia R, Marillonnet S. Golden gate shuffling: a one-pot DNA shuffling

method based on type IIs restriction enzymes. PLoS ONE. 2009; 4(5):e5553. Epub 20090514. https://

doi.org/10.1371/journal.pone.0005553 PMID: 19436741; PubMed Central PMCID: PMC2677662.

67. Zheng GX, Terry JM, Belgrader P, Ryvkin P, Bent ZW, Wilson R, et al. Massively parallel digital tran-

scriptional profiling of single cells. Nat Commun. 2017; 8:14049. Epub 20170116. https://doi.org/10.

1038/ncomms14049 PMID: 28091601; PubMed Central PMCID: PMC5241818.

68. Hao Y, Stuart T, Kowalski MH, Choudhary S, Hoffman P, Hartman A, et al. Dictionary learning for inte-

grative, multimodal and scalable single-cell analysis. Nat Biotechnol. 2024; 42(2):293–304. Epub

20230525. https://doi.org/10.1038/s41587-023-01767-y PMID: 37231261; PubMed Central PMCID:

PMC10928517.

69. Andrews S. FastQC: a quality control tool for high throughput sequence data. 2010.

70. Langmead B. Aligning short sequencing reads with Bowtie. Curr Protoc Bioinformatics. 2010;Chapter

11:Unit 11 7. Epub 2010/12/15. https://doi.org/10.1002/0471250953.bi1107s32 PMID: 21154709;

PubMed Central PMCID: PMC3010897.

71. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, et al. The Sequence Alignment/Map format

and SAMtools. Bioinformatics. 2009; 25(16):2078–9. Epub 2009/06/10. https://doi.org/10.1093/

bioinformatics/btp352 PMID: 19505943; PubMed Central PMCID: PMC2723002.

72. Feng J, Liu T, Qin B, Zhang Y, Liu XS. Identifying ChIP-seq enrichment using MACS. Nat Protoc. 2012;

7(9):1728–40. Epub 20120830. https://doi.org/10.1038/nprot.2012.101 PMID: 22936215; PubMed

Central PMCID: PMC3868217.

73. Kulakovskiy IV, Vorontsov IE, Yevshin IS, Sharipov RN, Fedorova AD, Rumynskiy EI, et al. HOCO-

MOCO: towards a complete collection of transcription factor binding models for human and mouse via

large-scale ChIP-Seq analysis. Nucleic Acids Res. 2018; 46(D1):D252–D9. https://doi.org/10.1093/nar/

gkx1106 PMID: 29140464; PubMed Central PMCID: PMC5753240.

PLOS BIOLOGY Chd7 regulation in neural crest

PLOS Biology | https://doi.org/10.1371/journal.pbio.3002786 October 17, 2024 24 / 24

https://doi.org/10.1038/nsmb.2784
http://www.ncbi.nlm.nih.gov/pubmed/24599251
https://doi.org/10.1016/j.pnpbp.2017.12.013
http://www.ncbi.nlm.nih.gov/pubmed/29309830
https://doi.org/10.1093/hmg/ddu156
https://doi.org/10.1093/hmg/ddu156
http://www.ncbi.nlm.nih.gov/pubmed/24705355
https://doi.org/10.1038/s41598-020-74537-4
http://www.ncbi.nlm.nih.gov/pubmed/33060836
https://doi.org/10.1038/s41436-019-0532-z
http://www.ncbi.nlm.nih.gov/pubmed/31092906
https://doi.org/10.1242/dev.054114
http://www.ncbi.nlm.nih.gov/pubmed/21307096
https://doi.org/10.1523/JNEUROSCI.22-01-00218.2002
https://doi.org/10.1523/JNEUROSCI.22-01-00218.2002
http://www.ncbi.nlm.nih.gov/pubmed/11756505
https://doi.org/10.1002/1097-0177%2820010301%29220%3A3%26lt%3B284%3A%3AAID-DVDY1102%26gt%3B3.0.CO%3B2-5
https://doi.org/10.1002/1097-0177%2820010301%29220%3A3%26lt%3B284%3A%3AAID-DVDY1102%26gt%3B3.0.CO%3B2-5
http://www.ncbi.nlm.nih.gov/pubmed/11241836
https://doi.org/10.1371/journal.pone.0005553
https://doi.org/10.1371/journal.pone.0005553
http://www.ncbi.nlm.nih.gov/pubmed/19436741
https://doi.org/10.1038/ncomms14049
https://doi.org/10.1038/ncomms14049
http://www.ncbi.nlm.nih.gov/pubmed/28091601
https://doi.org/10.1038/s41587-023-01767-y
http://www.ncbi.nlm.nih.gov/pubmed/37231261
https://doi.org/10.1002/0471250953.bi1107s32
http://www.ncbi.nlm.nih.gov/pubmed/21154709
https://doi.org/10.1093/bioinformatics/btp352
https://doi.org/10.1093/bioinformatics/btp352
http://www.ncbi.nlm.nih.gov/pubmed/19505943
https://doi.org/10.1038/nprot.2012.101
http://www.ncbi.nlm.nih.gov/pubmed/22936215
https://doi.org/10.1093/nar/gkx1106
https://doi.org/10.1093/nar/gkx1106
http://www.ncbi.nlm.nih.gov/pubmed/29140464
https://doi.org/10.1371/journal.pbio.3002786

