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transcriptional programmes by engaging in DNA looping interactions with target promoters.
Deciphering the interplay between the promoter connectivity and activity of cis-regulatory
elements during lineage commitment is crucial for understanding developmental transcriptional
control. Here, we use Promoter Capture Hi-C to generate a high-resolution atlas of chromosomal
interactions involving ~22,000 gene promoters in human pluripotent and lineage-committed cells,
identifying putative target genes for known and predicted enhancer elements. We reveal extensive
dynamics of cis-regulatory contacts upon lineage commitment, including the acquisition and loss of
promoter interactions. This spatial rewiring occurs preferentially with predicted changes in the
activity of cis-regulatory elements and is associated with changes in target gene expression. Our
results provide a global and integrated view of promoter interactome dynamics during lineage
commitment of human pluripotent cells.

Competing interests: The
authors declare that no
competing interests exist.

DOI: 10.7554/eLife.21926.001

Funding: See page 21

Introduction

Received: 28 September 2016
Accepted: 22 March 2017
Published: 23 March 2017

Cell fate decisions are associated with profound changes in chromatin organisation, which underlie
the activation of lineage-specific and the silencing of lineage-inappropriate genes (Buecker and
Wysocka, 2012; Bulger and Groudine, 2010; Calo and Wysocka, 2013; Hallikas et al., 2006;
Ong and Corces, 2012). Cis-regulatory elements such as transcriptional enhancers play a key role in
this process by integrating regulatory inputs from intrinsic and extracellular cues, and by mediating
the recruitment of core activator and repressor complexes (Pennacchio et al., 2013;
Shlyueva et al., 2014; Spitz and Furlong, 2012). The definition of chromatin signatures has enabled
the genome-wide identification of enhancer elements across multiple human cell types
(ENCODE Project Consortium, 2012; Heintzman et al., 2007, 2009; Pennacchio et al., 2006;
Rada-Iglesias et al., 2011; Kundaje et al., 2015). Chromatin states can also provide a robust readout of cis-regulatory activity associated with poised and active enhancers and have been used to
show that widespread changes in enhancer position and activity occur upon cell fate decisions such
as the lineage commitment of pluripotent cells (Creyghton et al., 2010; Rada-Iglesias et al., 2011;
Zentner et al., 2011).
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eLife digest Virtually every cell in the body contains the same set of DNA, which encodes
thousands of genes. The activities of these genes vary between different types of cells and at
different points in time. As a result, our DNA contains a complex array of molecular switches that
instruct genes to switch on and off at the right time and in the right cells. These molecular switches,
termed regulatory elements, are often a long way away from the genes that they control, and this
can make it difficult to find out which switch controls which genes.
DNA is made up of several different building blocks known as bases and the order of these bases
encodes specific information about the gene. Every human cell contains approximately two meters
of DNA, which is highly folded in the cell nucleus. This three-dimensional folding allows regions that
are far apart on the DNA thread to physically contact each other. To reach the genes they control,
regulatory elements form loops on the DNA that are near-impossible to predict from looking at the
sequence of bases alone. Mapping the locations of these loops can reveal the hidden circuitry within
our DNA and help us to understand how unwanted changes (mutations) within regulatory elements
may cause disease.
Freire-Pritchett, Schoenfelder et al. set out to reveal how loops between genes and their
regulatory elements change as the stem cells specialise into immature brain cells. The experiments
show that the pattern of DNA loops is extensively altered after the stem cells specialise into brain
cells, that is, some loops are lost and new ones form. Furthermore, the regulatory elements
themselves were often toggled between “on” and “off” states. These two processes tend to occur
together, so that new loops are formed at the same time as the switch is activated.
Freire-Pritchett, Schoenfelder et al. also show that individual genes are often connected to many
different regulatory elements. The next step is to understand how these multiple connections work
together to coordinate gene activity, and whether this information could be used to control how
stem cells specialise. This knowledge may lead to the development of stem cell-based therapies for
stroke, Parkinson’s disease and other conditions.
DOI: 10.7554/eLife.21926.002

Cis-regulatory elements are often considerable distances away from their target gene promoters
and may not control their nearest genes (Carvajal et al., 2001; Jeong et al., 2006; Marinić et al.,
2013; Pennacchio et al., 2006; Ruf et al., 2011; Sagai et al., 2005; Spitz et al., 2003). It is generally accepted that this long-range action is facilitated by DNA-looping interactions
(Pennacchio et al., 2013; Shlyueva et al., 2014). However, specific determinants of chromosomal
interactions are still not fully understood, which presents challenges for the high-confidence prediction of regulatory interactions from sequence and epigenetic information (Mora et al., 2016;
Roy et al., 2015; Shlyueva et al., 2014; Whalen et al., 2016). As a result, the target genes of most
cis-regulatory elements remain unknown. Furthermore, while it is generally accepted that many
genes are controlled by multiple regulatory elements (Barolo, 2012; Miguel-Escalada et al., 2015)
our understanding of multi-modular gene regulation remains limited, particularly in the context of
mammalian development and stem cell differentiation.
Over the last decade, chromosome conformation capture (3C) and derived methods have
enabled the biochemical mapping of looping interactions to offer new insights into their architecture
across different cell types (Dekker et al., 2013; de Laat and Duboule, 2013; Schmitt et al., 2016).
In particular, Hi-C has allowed genome-wide characterisation of higher order chromatin dynamics
during differentiation at the level of contact domains, including A/B compartments and topologically
associated domains (TADs) (Fraser et al., 2015; Dixon et al., 2015). The complexity of Hi-C samples
creates challenges for a comprehensive identification of individual enhancer-promoter loops using
this technology. However, analyses focusing on candidate-interacting regions or those bound by
specific proteins (such as cohesin and RNA polymerase II) have made it possible to detect subsets of
promoter-enhancer interactions at high resolution (Heidari et al., 2014; Li et al., 2015;
Sanyal et al., 2012) and delineate their dynamics during cell differentiation and reprogramming.
These studies provided evidence of interactions associated with transcriptional changes upon lineage commitment (Denholtz et al., 2013; Kieffer-Kwon et al., 2013; Phillips-Cremins et al., 2013;
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Zhang et al., 2013), as well as revealed interactions formed in anticipation of changes in gene activity (Apostolou et al., 2013; Ghavi-Helm et al., 2014; Wei et al., 2013). However, despite these
advances, the global and unbiased high-resolution mapping of promoter cis-regulatory interactions
that form and remodel during development and stem cell differentiation is still lacking. This hampers
an integrated understanding of the cis-regulatory logic underlying transcriptional decisions during
lineage commitment.
Recently, we developed Promoter Capture Hi-C that uses sequence capture to enrich Hi-C libraries for interactions involving the promoters of most annotated genes, providing a global view on
promoter interactions that is independent of the activity of interacting regions and identity of proteins recruited to them (Mifsud et al., 2015; Schoenfelder et al., 2015a). Here, we use PCHi-C in
human embryonic stem cells (ESCs) and ESC-derived neuroectodermal cells (NECs) (Bajpai et al.,
2009) to create a high-resolution resource of promoter contacts and their dynamics during early lineage commitment in the context of extensive chromatin changes that occur at the interacting cis-regulatory regions as the cells differentiate (Rada-Iglesias et al., 2011). Our large-scale dataset links
thousands of known and predicted enhancer elements with their putative target genes in human pluripotent and early lineage-committed cells, including those known to drive tissue-restricted reporter
gene expression in transgene assays. We integrate the promoter interacting regions of each gene to
define cis-regulatory units (CRUs) that provide a view of multi-modular gene regulation. We show
that CRUs undergo extensive reorganisation during lineage commitment that involves both the
‘rewiring’ (acquisition or loss) of promoter interactions, as well as chromatin state changes at preexisting interactions. Importantly, we demonstrate that this reorganisation is associated with
changes in target gene expression, thereby providing insights into the transcriptional control of early
human development.

Results
A high-resolution atlas of promoter interactions in human pluripotent
and early lineage-committed cells
We used PCHi-C to profile the interactomes of 21,841 promoters in human ESCs and NECs
(Figure 1A). We generated NECs using an established protocol (Rada-Iglesias et al., 2011) (Figure 1—figure supplement 1A) and confirmed efficient differentiation by flow cytometry analysis
and RNA-sequencing (Figure 1—figure supplement 1B,C). PCHi-C data normalisation and signal
detection using the CHiCAGO pipeline (Cairns et al., 2016) identified 75,795 significant cis-interactions between promoters and other genomic regions in ESCs and 75,624 in NECs. In addition,
approximately 300 significant trans-interactions were detected in each cell type. As examples of this
rich dataset, high-confidence interactions are shown for the SOX2 and PAX6 promoters (Figure 1B
and Figure 1—figure supplement 2A). These examples illustrate the multiple promoter-contacts
observed, alongside the conventional Hi-C profiles additionally generated in this study that reveal
higher-order genome topology over the same region. Overall, PCHi-C samples showed an 11 to 15fold enrichment for promoter-containing interactions over conventional Hi-C. This data resource provides a global, high-resolution atlas of chromosomal interactions in human pluripotent and lineagecommitted cells. Processed datasets have been made available through Open Science Framework
(http://osf.io/sdbg4), and raw sequencing reads have been deposited to Gene Expression Omnibus
(accession GSE86821).

Identification of putative regulatory elements and their associated
gene promoters
To gain insight into the chromatin properties of the promoter-containing interactions, we integrated
the PCHi-C data with published genome-wide histone modification profiles in ESCs and NECs
(Rada-Iglesias et al., 2011). In both cell types, promoter-interacting regions (PIRs) were significantly
enriched for histone marks that are associated with regulatory functions (Figure 1C), including H3
lysine 4 monomethylation (H3K4me1) and H3 lysine 27 acetylation (H3K27ac), which can identify
enhancers in human cell types, as well as H3 lysine four trimethylation (H3K4me3), which is associated with transcriptional activation, and H3 lysine 27 trimethylation (H3K27me3), which is associated
with Polycomb-mediated transcriptional repression (Di Croce and Helin, 2013; Heintzman et al.,
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Figure 1. A resource of high-resolution promoter interactions in human embryonic stem cells (ESCs) and ESC-derived neuroectodermal cells (NECs). (A)
Overview of the experimental design. Human embryonic stem cells (ESCs) and ESC-derived neuroectodermal progenitors (1) were analysed with
Promoter Capture Hi-C to profile interactions involving 21,841 promoter-containing HindIII fragments (2). Signal detection with the CHiCAGO pipeline
revealed ~75,000 high-confidence promoter interactions in each cell type (3). These data were integrated with histone modification and gene
Figure 1 continued on next page
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Figure 1 continued
expression profiles in the same cells (4) to study chromatin and interaction dynamics during lineage commitment. Characterisation of ESCs and NECs is
shown in Figure 1—figure supplement 1. (B) Genome browser representation of the SOX2 promoter interactome in ESCs (upper) and NECs (lower).
Significant interactions are shown as purple arcs, with one end of the interaction within the SOX2 promoter and the other end at a promoter-interacting
region (PIR). ChIP-seq (H3K27me3, H3K27ac, H3K4me1, H3K4me3; from [Rada-Iglesias et al., 2011]) and mRNA-seq tracks are shown. Chromatin states
for each genomic region were defined by ChromHMM (Ernst and Kellis, 2012) using ChIP-seq data (active chromatin, green; poised chromatin,
orange; Polycomb-associated chromatin, red; intermediate, yellow; background, grey). Conventional Hi-C heatmaps of contact frequencies reveal
chromatin topology over this region. As an additional example, the PAX6 promoter interactome is shown in Figure 1—figure supplement 2. Read
count interaction profiles for SOX2 and PAX6 are shown in Figure 1—figure supplement 4. (C) PIRs are significantly enriched in regions that contain
histone marks associated with putative regulatory functions, compared with promoter distance-matched control regions (permutation test p-value<0.01
for each mark) (ESCs, left; NECs, right). Blue bars show the number of overlaps observed in detected PIRs, and grey bars show the mean number of
overlaps observed in distance-matched random regions over 100 permutations. Error bars show 95% confidence intervals across permutations. (D)
Promoters and their associated PIRs show significant concordance in chromatin states. Heatmaps show the log2 odds ratios for the co-occurrence of
each combination of promoter and PIR chromatin state compared with that expected at random. p-Values are from Pearson’s c2 test on the
corresponding contingency tables. Clustering of chromatin states and additional examples of promoter interactomes are shown in Figure 1—figure
supplement 3.
DOI: 10.7554/eLife.21926.003
The following figure supplements are available for figure 1:
Figure supplement 1. Characterisation of ESCs and NECs.
DOI: 10.7554/eLife.21926.004
Figure supplement 2. PAX6 promoter interactome and CTCF enrichment at PIRs.
DOI: 10.7554/eLife.21926.005
Figure supplement 3. Integrated view of chromatin states and PCHi–C data.
DOI: 10.7554/eLife.21926.006
Figure supplement 4. Read-count interaction profiles for baited promoters presented in Figures 1–3.
DOI: 10.7554/eLife.21926.007

2007, 2009). PIRs were also significantly enriched for sites bound by the architectural protein CTCF
(Figure 1—figure supplement 2B; based on ENCODE data available for ESCs only), consistent with
previous observations in other cell types (Jin et al., 2013; Phillips-Cremins et al., 2013;
Sanyal et al., 2012).
We used ChromHMM (Ernst and Kellis, 2012) to integrate these histone marks and to define
four combinatorial chromatin states in both ESCs and NECs, as follows: active (characterised by
H3K4me3 and/or H3K27ac); Polycomb-associated (H3K27me3); poised (H3K4 methylation and
H3K27me3); and background (no detectable signal for the tested histone modifications) (Figure 1—
figure supplement 3A; see Materials and methods for details). Overall, we detected just under
20,000 PIRs in each cell type that harboured either active (12,250 in ESCs and 7510 in NECs), Polycomb-associated (3505 in ESCs and 5856 in NECs) or poised (2274 in ESCs and 4262 in NECs) chromatin state signatures, connecting a large set of putative regulatory sequences in human pluripotent
and lineage committed cells to their target promoters. In addition, 25,727 PIRs in ESCs and 20,016
PIRs in NECs were in the background state.
The chromatin states of several example promoters, including those for the POU5F1, PRDM14
and CHD7 genes, together with each of their respective PIRs, are shown in Figure 1—figure supplement 3B. When analysing the whole dataset, we found a significant concordance between the chromatin states at promoters and their PIRs (Figure 1D), which is in line with previous studies in other
human cell types (Jin et al., 2013; Mifsud et al., 2015; Sanyal et al., 2012) and provides validation
of our dataset. Notably, poised and Polycomb-associated promoters showed similar interaction preferences for PIRs in either of these two states (Figure 1D). This finding suggests that poised and Polycomb-associated regions are broadly interchangeable in terms of their interaction affinities, which is
consistent with a key role for Polycomb-group proteins in mediating interactions in the poised state
(Schoenfelder et al., 2015b).
Taken together, these data provide a comprehensive resource that links many thousands of
known and predicted regulatory elements with their putative target genes and will enable the investigation of regulatory contacts during human lineage commitment.
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Promoter-interacting regions can function as tissue-restricted
developmental enhancers
The enrichment of PIRs for specific chromatin regulatory features points to the presence of functional enhancer elements at these regions that could potentially provide inputs to the promoters
they contact. To assess the enhancer activity of the identified PIRs, we examined whether they were
known to efficiently drive reporter gene expression in embryonic day 11.5 mouse embryos based on
information from the VISTA Enhancer Browser (Visel et al., 2007). As an initial example, we focused
on the 39 PIRs detected in NECs that interact with the promoter of the neural transcription factor
POU3F2. Strikingly, four out of the five POU3F2 PIRs tested experimentally in VISTA transgenic
assays showed reporter activity exclusively in neural tissues, and one PIR was inactive (Figure 2A).
Furthermore, the mRNA expression pattern of mouse Pou3f2 broadly matched the combined tissuerestricted pattern of the tested human POU3F2 PIRs (Figure 2A). These results highlight how
PCHi-C can contribute to our understanding of the cis-regulatory networks for key developmental
genes.
We next examined all putative enhancer elements and their PCHi-C-identified promoter targets.
Overall, 219 PIRs in ESCs and 267 PIRs in NECs overlapped VISTA-annotated human elements
(Supplementary file 2). Notably, we found that NEC PIRs were strongly enriched for sequences that
could drive reporter-gene activity in neural tissues and in other neuroectodermal derivatives, such as
the neural tube and cranial structures (z-score = 11, Figure 2B and Figure 2—figure supplement
1A). In contrast, ESC PIRs were enriched for sequences active in neural (z-score = 6.7) and non-neural tissues (z-score = 4.5) at similar levels (Figure 2B and Figure 2—figure supplement 1A). Interestingly, the enrichment of PIRs with neural enhancer activity in NECs relative to their enrichment in
ESCs was even more pronounced when we focused on PIRs in an active chromatin state (Figure 2—
figure supplement 1B). Collectively, these results validate the function of several hundreds of PIRs
as cell-type-specific developmental enhancers.
We next sought to link enhancers documented in the VISTA Enhancer Browser to their putative
target genes on the basis of PCHi-C data. We detected the interactions of 267 VISTA-annotated
human enhancers with 277 target gene promoters in NECs (Supplementary file 2). Of these, 122
PIRs (46%) interacted with their nearest gene, which is consistent with their current annotation in the
VISTA Enhancer Browser. The remaining PIRs, however, did not interact with their nearest gene in
NECs, but engaged with more distal promoters (Supplementary file 2). Figure 2C shows PCHi-Cbased reassignment of enhancer targets for several examples of key neural regulators including
SOX2, SOX4, and FZD3 (Figure 2C), and the full results are listed in Supplementary file 2.
Taken together, these findings provide a functional validation of the detected human PIRs, and
identify the putative promoter targets of multiple known enhancers.

The cis-regulatory unit: an integrated view of promoter interactions
We found interacting promoters to engage a median of four PIRs (Figure 3A), consistent with findings in other human cell types (Jin et al., 2013; Sanyal et al., 2012). To obtain an integrated view of
promoter interactions, we considered PIRs connected to each promoter to jointly form a ‘cis-regulatory unit’ (CRU, Figure 3B). Focusing on protein-coding genes, and considering all promoters associated with at least one PIR, we defined 9008 CRUs in ESCs and 9361 in NECs, and studied their
localisation, chromatin properties and dynamics during cell lineage commitment.
CRUs spanned a median of ~230 kb (with a range of 1 kb-200Mb) in both cell types (Figure 3C).
We assessed their localisation with respect to higher order features of chromosome architecture
including TADs and Insulated Neighborhoods (INs) (Dixon et al., 2012; Ji et al., 2016; Nora et al.,
2012; Sexton et al., 2012). We defined TADs in ESCs and NECs using Hi-C data for these cells generated as part of this study (see Materials and methods). Overall, ~75% of CRUs were fully contained
within a TAD in ESCs and NECs, which was significantly higher than expected by random
(Figure 3D–G and Figure 3—figure supplement 1D,E). In the remaining ~25% of CRUs, either
some or all PIRs localised outside of the promoter-harbouring TAD (Figure 3H and Figure 3—figure
supplement 1D). We found that TAD boundaries crossed by promoter interactions were generally
weaker than non-crossed boundaries (Wilcoxon test p-value=1.8e-14; Figure 3—figure supplement
1H). However, the ranges of strength scores for ‘crossed’ and ‘non-crossed’ TAD boundaries were
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Human elements in POU3F2 locus driving reporter gene expression
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Figure 2. Promoter-interacting regions can function as tissue-restricted developmental enhancers and identify associated target genes. (A) A genome
browser representation of the POU3F2 promoter interactome in NECs. Genome coordinates are shown underneath. Chromatin states are indicated
(active chromatin, green; poised chromatin, orange; Polycomb-associated chromatin, red; intermediate, yellow; background, grey). Significant
interactions are shown as coloured arcs. Five of the identified POU3F2 PIRs have been tested experimentally using a transgenic reporter assay as part
Figure 2 continued on next page
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Figure 2 continued
of the VISTA Enhancer Browser (Visel et al., 2007). Of those five, four regions (indicated by blue arcs) can drive tissue-restricted LacZ expression in
E11.5 mouse embryos. Representative images of X-gal stained mouse embryos are shown for each sequence. These show neural-restricted enhancer
activity within the forebrain, midbrain, hindbrain and neural tube, which are tissues derived from NECs. The mRNA expression pattern of Pou3f2 in an
E10.5 mouse embryo (EMAGE gene expression database; EMAGE:1689; [Richardson et al., 2014]) broadly matches the combined tissue-restricted
pattern of its enhancers. One experimentally tested PIR (indicated by brown arc) is inactive at this developmental stage in mouse embryos. (B) PIRs
identified in NECs are enriched for sequences that can drive reporter gene activity in neural tissues and other neuroectodermal derivatives (see also
Figure 2—figure supplement 1A). The barplot shows the distribution of tissue-specific reporter expression patterns for all experimentally tested PIRs
identified in ESCs (n = 219) and NECs (n = 267). Embryo reporter assays and enhancer activity patterns are from the VISTA Enhancer Browser
(Visel et al., 2007). The number of PIRs active within a particular tissue is shown above each bar. PIRs with an active chromatin state in NECs showed
an even more pronounced enrichment for enhancer activity in neural tissues (Figure 2—figure supplement 1B). (C) Representative images of X-gal
stained mouse embryos from the VISTA Enhancer Browser (Visel et al., 2007) reveal neural-restricted reporter gene activity for six example NEC PIRs.
Shown underneath is the gene promoter assignment for the associated enhancer in VISTA and in our PCHi-C dataset.
DOI: 10.7554/eLife.21926.008
The following figure supplement is available for figure 2:
Figure supplement 1. Active PIRs are enriched for enhancers with neural-specific activity.
DOI: 10.7554/eLife.21926.009

highly overlapping, and even some of the strongest boundaries were penetrable to interactions (Figure 3—figure supplement 1H).
For INs, we used the published genomic coordinates (available for ESCs only) that were defined
on the basis of cohesin ChIA-PET and CTCF-binding data (Ji et al., 2016). Just under 30% of CRUs
were fully contained within IN boundaries, and this proportion increased to ~45% when considering
the largest span of each overlapping set of INs as a single unit (Figure 3I and Figure 3—figure supplement 1I). These numbers significantly exceeded the proportions expected at random (Figure 3I
and Figure 3—figure supplement 1I), but at the same time, also provided abundant examples of
IN-spanning CRUs (Figure 3G,H). Taken together, these results suggest that CRUs are partially constrained by, but not fully contained within, higher order topological structures such as TADs and INs.

ESC differentiation is associated with the dynamic reorganisation of
CRUs
To investigate the potential regulatory features of CRUs, we first characterised their chromatin properties by considering the proportion of PIRs in each chromatin state within a CRU. Applying hierarchical clustering based on this property, we obtained eight distinct clusters of CRUs in both ESCs
(Figure 4A) and NECs (Figure 4—figure supplement 1), corresponding to different combinations of
PIR chromatin states within CRUs. We found that CRUs within three prevalent clusters contained
PIRs in one predominant, non-background, chromatin state (clusters 1–3; Figure 4A and Figure 4—
figure supplement 1A). In contrast to these ‘uniform’ CRUs, 18% of CRUs in ESCs and 24% in NECs
contained combinations of PIRs in active, poised and Polycomb-associated chromatin states (clusters
4–7; Figure 4A and Figure 4—figure supplement 1). Finally, CRUs in cluster 8 contained PIRs exclusively in the background state (Figure 4A and Figure 4–figure supplement 1). Examples of genes in
ESCs assigned to the different CRU clusters are shown in Figure 4B and Figure 4—figure supplement 2. Notably, the chromatin state of each promoter generally matched that of the most prevalent CRU chromatin state (Figure 4A and Figure 4—figure supplement 1). Overall, this
classification provides a framework for exploring CRU properties.
We set out to investigate CRU chromatin state transitions on ESC to NEC differentiation. For this
analysis, and in each cell type, we classified CRUs into either single-state active (containing active,
and possibly also background-state, PIRs), single-state repressed (containing poised and/or Polycomb-associated, and possibly also background-state PIRs), or background (containing only background-state PIRs). CRUs containing a combination of both active and repressed (Polycombassociated/poised) PIRs were classified as dual-state. We found that 65% of the single-state CRUs in
ESCs remained single-state CRUs in NECs, although approximately half of them switched their state
(Figure 5A). In addition, similar proportions of CRUs lost (11%) and acquired (13%) a dual-state configuration on ESC to NEC differentiation. These findings demonstrate that considerable reorganisation of CRUs occurs during lineage commitment.
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Figure 3. Characterisation of cis-regulatory units (CRUs). (A) Boxplot shows the distributions of the number of PIRs per interacting promoter in ESCs (n
= 17955) and NECs (n = 18146). Promoters with no detected PIRs are not shown (4121 in ESCs; 3930 in NECs). The number of interactions per promoter
showed only a minor dependence on transcriptional activity and promoter chromatin state (Figure 3—figure supplement 1A,B). (B) A schematic
illustrating the concept of a CRU as a collection of all PIRs together with their associated promoter. Note that it cannot be ruled out that some PIRs
Figure 3 continued on next page
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Figure 3 continued
may provide alternative rather than concurrent interactions. (C) Boxplot shows the distributions of CRU span in ESCs and NECs. We observed a
moderate dependence between the span and the number of PIRs (Figure 3—figure supplement 1C). (D) CRUs are preferentially contained within an
individual TAD. Line graph shows the percentage of CRUs with different proportions of interactions that reside within an individual TAD (purple) and
the summary statistics (mean and 95% confidence error bars) obtained for 1000 random samples, keeping the same CRU structure (grey). There is a
significant tendency for CRUs to be contained entirely within a TAD ( * denotes permutation test p-value<0.001). In addition, fewer CRUs span entirely
over a TAD boundary (* denotes permutation test p-value<0.001). The 1000 random samples were generated by permutations of CRUs across all
promoter fragments, retaining the same overall CRU structure. Error bars show 95% confidence intervals. Data shown are for ESCs (n = 9008 CRUs);
data for NECs are shown in Figure 3—figure supplement 1D. We found that CRUs crossing TAD and IN boundaries generally contained a higher
number of PIRs (Figure 3—figure supplement 1F,G). E–H) Genome browser representations of CRUs in ESCs. Examples include the SNAI2 CRU (E)
and GLI2 CRU (F), which both fit entirely within a TAD and INs; PRDM1 CRU (G), which fits entirely within a TAD but extends beyond INs, and POU3F1
CRU (H), which extends over a TAD boundary and also beyond an IN. (I) CRUs are preferentially contained within INs, but interactions can extend
beyond IN boundaries. The line graph shows the percentage of CRUs with different proportions of interactions that reside within an individual IN in
ESCs (coordinates obtained from [Ji et al., 2016]). There is a significant tendency for CRUs (purple) to be contained entirely within an IN, compared to
random (grey) (* denotes p-value<0.001 from a permutation test done with 1000 random samples). In addition, fewer CRUs span entirely beyond an IN
(* denotes p-value<0.001 from a permutation test done with 1000 random samples). Error bars show 95% confidence intervals. Promoters outside of a
defined IN were excluded from the analysis.
DOI: 10.7554/eLife.21926.010
The following figure supplement is available for figure 3:
Figure supplement 1. Additional CRU characterisation.
DOI: 10.7554/eLife.21926.011

CRU state transitions associated significantly with changes in the expression of their target genes
(p-value<0.005, Fisher’s exact test; Figure 5B,C). In particular, genes that were transcriptionally
upregulated upon ESC differentiation preferentially gained an active single-state in NECs, either
through switching the chromatin state of a single-state CRU (Figure 5B) or through resolving a dualstate CRU (Figure 5C). Examples of CRUs undergoing each scenario include RGMB and MAP2,
which are transcriptionally upregulated in NECs (Figure 5D,E). Pronounced chromatin changes were
also detected at the CRUs of genes downregulated upon differentiation, including a loss of the
active single-state and/or a transition to the repressed single-state ( Figure 5B,C; example shown in
Figure 5F). Taken together, these results suggest that the modulation of CRU chromatin state is
associated with transcriptional changes upon ESC differentiation. This modulation might potentially
underlie many transcriptional changes in early lineage commitment.

Rewiring and recolouring of promoter-interacting regions contribute
jointly to gene expression dynamics upon lineage commitment
To investigate the underlying processes that drive changes in CRU organisation during cell lineage
commitment, we studied the dynamics of promoter interactions and chromatin states at the individual PIRs. We refer to changes in PIR connectivity as ‘rewiring’, and to chromatin state changes at
PIRs as ‘recolouring’, and note that they do not need to be mutually exclusive (Figure 6A). To distinguish between interactions that are rewired and retained on ESC differentiation at high confidence,
we applied additional filters to the PCHi-C data, resulting in 1153 rewired (present in only one cell
type) and 1258 retained (present in both ESCs and NECs) interactions (see Materials and methods
for details).
Importantly, we found that the co-occurrence of rewiring and recolouring interactions on ESC differentiation was significantly more common than expected at random (Figure 6B, p-value<0.001,
Fisher’s exact test). Specifically, new interactions that were gained by NECs preferentially acquired
the active state, or transitioned from the background to repressed state (Figure 6B, bottom row).
Interactions that were lost on ESC differentiation were enriched for PIRs that transitioned from the
active to poised/Polycomb-associated states, as well as for those switching to the background state
(Figure 6B, middle row). Notably, the vast majority of rewiring events (99.7%) were not associated
with larger-scale A/B compartment dynamics (not shown). Together, these observations indicate that
lineage commitment associates with concerted changes in the connectivity and chromatin state of
regulatory regions.
Interactions at NR2F1 (Figure 6C) and ZSCAN2 (Figure 6—figure supplement 1A) exemplify the
preferential co-occurrence of rewiring and recolouring events, with interactions present in the cell
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Figure 4. Clustering of CRUs according to chromatin state of each PIR in ESCs. (A) CRUs from ESCs were clustered hierarchically according to the
distribution and fractions of their PIRs that correspond to each chromatin state. Boxplots show the distribution of PIR fractions for each chromatin state
(Act, active; Pois, poised; PcG, Polycomb-associated; Bg, background). Heatmaps show the log2 odds ratios of observing each promoter state
associated with a CRU in each cluster (p<0.001, c2 test on the contingency table). Data for NECs are shown in Figure 4—figure supplement 1. (B)
Genome browser representations of CRUs in ESCs. U2AF1 CRU from cluster 1 and TBX3 CRU from cluster 2, each exemplify cases where nonbackground PIRs within a CRU are associated with a uniform chromatin state. SUV39H2 CRU from cluster 6 and CDKN2B CRU from cluster 7, each
exemplify cases where PIRs within a CRU are associated with multiple chromatin states. Interaction arcs are coloured according to PIR chromatin state
(active, green; poised, orange; Polycomb-associated, red; background, grey). See Figure 4—figure supplement 2 for additional examples, and
Figure 4—figure supplement 3 for read count interaction profiles.
DOI: 10.7554/eLife.21926.012
The following figure supplements are available for figure 4:
Figure supplement 1. Clustering of CRUs according to chromatin state of each PIR in NECs.
DOI: 10.7554/eLife.21926.013
Figure 4 continued on next page
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Figure 4 continued
Figure supplement 2. Additional examples of CRUs in ESCs.
DOI: 10.7554/eLife.21926.014
Figure supplement 3. Read-count interaction profiles for baited promoters presented in Figures 4 and 5.
DOI: 10.7554/eLife.21926.015

type in which the respective PIR is in the active state. However, we also found examples of PIR rewiring that showed unchanged chromatin states in both cell types, such as those at the JAG1 and
HAPL3 genes (Figure 6D and Figure 6—figure supplement 1B). Finally, we observed that 25% of
PIRs that were retained in both cell types undergo chromatin state recolouring (Figure 6E, red segment). These regions included, for example, PIRs associated with the IRX3 and RAB3B promoters
(Figure 6F and Figure 6—figure supplement 1C).
We asked how rewiring and recolouring events at PIRs contribute to gene expression dynamics
on ESC to NEC differentiation. We found that the loss or gain of interactions with active-state PIRs
associated significantly with changes in gene expression (Figure 6G), suggesting their functional
contribution to transcriptional control. Notably, gene expression changes were detected at retained
and recoloured PIRs (Figure 6G, left panel), and also when active-state PIRs were lost or gained
through rewiring (Figure 6G, right panel).
Taken together, these findings demonstrate that chromatin state changes and rewiring of interactions at PIRs contribute jointly to transcriptional regulation. Furthermore, our results show that promoter interaction dynamics preferentially co-occur with chromatin state dynamics upon cell lineage
commitment.

Discussion
A comprehensive atlas of promoter interactions
Our study presents an atlas of promoter interactions in human pluripotent and early lineage-committed cells, and offers new insights into the association between genome organisation and gene regulation. The high resolution of PCHi-C has enabled us to detect individual promoter-associated loops
at a single restriction enzyme fragment resolution. We find that promoter-interacting regions in both
cell types harbour multitudes of previously known and putative enhancer elements, which we link
with their physically associated target genes. While the identified connections are predictive of regulatory relationships, it is important to note that the current data are correlative and will require functional validation using targeted genetic approaches and reporter assays. In addition to active
enhancers, we find extensive promoter connectivity to regions associated with Polycomb-mediated
repression and poising, reinforcing the role of Polycomb-group proteins in controlling chromosomal
topology at transcriptionally inactive genes (Entrevan et al., 2016; Li et al., 2015;
Schoenfelder et al., 2015b; Vieux-Rochas et al., 2015). Consistent with previous observations
(Sanyal et al., 2012), we also detect large numbers of interactions between promoters of both
active and inactive genes, and regions devoid of chromatin features. It is possible that such interactions are structural, rather than play gene regulatory roles. However, a regulatory function for some
‘unmarked’ PIRs also cannot be ruled out as recent mutagenesis experiments have identified functional elements that lack ’classic’ chromatin annotations (Pradeepa et al., 2016; Rajagopal et al.,
2016).

Reconfiguration of cis-regulatory units upon lineage commitment
The high-resolution promoter-interaction information has enabled the identification of cis-regulatory
units (CRUs) as sets of interactions connected to the same promoter. Taking the view of CRUs, we
consider jointly the dynamics of chromatin states and interactions as ESCs differentiate, and assess
the potential contribution of these processes to changes in gene expression during development.
We observe that CRUs reconfigure extensively upon cell differentiation. These include the CRUs of
ESC- and NEC-specific genes, for which CRU reconfiguration associates with transcriptional changes
upon differentiation, as well as the CRUs of genes that are not expressed in either cell type,
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Figure 5. CRU state transitions occur during ESC differentiation and are associated with changes in gene transcription. (A) Pie chart summarising CRU
state transitions that occur upon ESC to NEC differentiation. The number of CRUs within each transition category are shown. Transitions that involve
dual-state to single-state, and single-state to dual-state, are further subdivided into whether the single-state is classified as active or repressed
(Polycomb-associated or poised). (B–C) Heatmaps show the log2 odds ratios for CRU state transitions and associated changes in gene expression. (B)
Figure 5 continued on next page
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Figure 5 continued
Single-state transitions showing a non-random segregation withgene expression changes (p-value=0.0031, Fisher’s exact test); (C) dual-state transitions
showing a non-random segregation with gene expression changes (p-value=0.0014, Fisher’s exact test). Number of CRUs within each transition
category are shown. Genes differentially expressed between ESCs and NECs were identified using DESeq2 (FDR < 0.05 and a log2 fold change of
>1.5). Repressed state includes Polycomb-associated and poised states. (D–F) Genome browser representations of CRU state transitions that occur
upon the differentiation of ESCs (top image) to NECs (lower image). (D) RGMB provides an example of a CRU transitioning from a single repressed to a
single active state and an associated increase in RGMB transcription. (E) MAP2 provides an example of a dual-state to a single active state CRU
transition and an associated increase in MAP2 transcription. (F) KCNE3 provides an example of a single active state to a dual-state CRU transition and
an associated decrease in KCNE3 transcription. Arcs are coloured according to PIR chromatin state (active, green; poised, orange; Polycombassociated, red; background, grey).
DOI: 10.7554/eLife.21926.016

consistent with the model of progressive chromatin changes at lineage-inappropriate genes during
lineage commitment (Spivakov and Fisher, 2007).
Previous studies on candidate loci have proposed that cell-state changes are associated with two
predominant models of enhancer–promoter interaction dynamic that have been termed instructive
and permissive (de Laat and Duboule, 2013). Instructive interactions are established de novo upon
cell state change and are concomitant with target gene activity. In contrast, permissive interactions
are already in place before the gene activation occurs and may therefore contribute to enhancer
priming. Examples of instructive and permissive interactions have been described in pluripotent cell
reprogramming and differentiation (Apostolou et al., 2013; Denholtz et al., 2013; PhillipsCremins et al., 2013; Wei et al., 2013; Zhang et al., 2013), but little was known on a global scale
about which model of enhancer-promoter interactions is predominant during lineage commitment.
Here, we show that developmental changes at CRUs involve both the rewiring of ‘instructive’ interactions and the recolouring of the chromatin state of ‘permissive’ interacting regions. Notably, we find
that these two processes tend to occur hand in hand, with the strongest association occurring
between cell-type-specific promoter interactions and the active state of the respective PIRs. Importantly, CRU chromatin dynamics (at both rewired and preformed interactions) associates with consistent changes in gene expression, suggesting that both mechanisms are functionally important in
mediating lineage-specific transcriptional programmes. The exact determinants of ‘permissive’ versus ‘instructive’ interactions remain to be elucidated and may depend on the identity of cis-acting
factors recruited to the regulatory regions, as well as on local chromatin environments.

Implications for developmental gene regulation by multiple enhancers
The CRU view provides an opportunity to consider multi-modular gene regulation in early human
development that has hitherto been studied on a limited number of genes, predominantly in model
organisms (Barolo, 2012; Cannavò et al., 2016; Hong et al., 2008). The ‘single-state’ architecture
that we detect at the majority of CRUs is in line with observations of ‘shadow enhancers’ with overlapping activities in Drosophila (Hong et al., 2008). It has been suggested that this cis-regulatory
organisation ensures the robustness of gene regulation and can buffer the effects of deleterious
sequence variation, as well as providing opportunities for evolutionary innovation (Barolo, 2012;
Cannavò et al., 2016; Hong et al., 2008; Perry et al., 2010).
‘Dual-state’ CRUs, although representing a relative minority of the CRUs we analysed, offer additional insights into signal integration at promoters. Specifically, the fact that the chromatin state of
the promoter largely associates with the predominant chromatin state of the connected PIRs suggests that promoters may integrate signals from remote elements based on ‘majority vote logic’.
Mechanistically, this logic may be a consequence of largely independent enhancer action (potentially
at both single-state and dual-state CRUs) that is consistent with the ‘hit-and-run’ model of transcriptional regulation (Schaffner, 1988; Varala et al., 2015), and provides a flexible way to fine-tune the
expression of multi-enhancer genes (Guerrero et al., 2010; Lagha et al., 2012). However, this
model also does not preclude the possibility that promoter chromatin states at ‘dual-state’ CRUs
undergo a continuous turnover depending on the state of the PIR they contact. In this case, the
observed ‘majority-vote’ promoter chromatin states would correspond to the predominant state
detected at the population level.
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Figure 6. Interaction Dynamics: ‘recolouring’ versus ‘rewiring’. (A) A schematic of interaction dynamics during cell differentiation. In a ‘recolouring’
interaction (left)the PIR undergoes a change in chromatin colour (reflecting a change in chromatin state) between the two cell types. In a ‘rewiring’
interaction (right), an interaction is gained or lost upon cell differentiation. In a ’rewiring + recolouring’ interaction, the loss or gain of an interaction is
concomitant with changes in chromatin colour at the respective PIR. (B) Heatmap of log2 odds ratios showing the association between different PIR
Figure 6 continued on next page
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Figure 6 continued
chromatin state transitions (recolouring) and PIR interaction dynamics (rewiring) on ESC to NEC differentiation (p-value<0.001, Fisher’s exact test). (C–D)
Genome browser representations of interaction dynamics upon ESC to NEC differentiation. Note that only one interaction is shown for each example.
Arcs are coloured according to PIR chromatin state (active, green; Polycomb-associated, red). (C) Rewiring and recolouring: upon differentiation, NR2F1
gains an interaction with a PIR that is active in NECs, but repressed in ESCs. (D) Rewiring: the JAG1 promoter gains an interaction with an active PIR in
NECs. Additional examples are shown in Figure 6—figure supplement 1A,B. (E) Pie chart summarising the different scenarios in which an interaction
is retained upon ESC to NEC differentiation. (F) Recolouring: the IRX3 promoter retains an interaction, but the PIR changes from repressed (in ESCs) to
active (in NECs). (G) Boxplots revealing the transcriptional changes as a function of active PIR dynamics during recolouring (left) and rewiring (right)
events. In either scenario, there was a significant association between the acquisition and loss of an active state and changes in gene expression (pvalues<0.001 for both recolouring and rewiring according to one-sided Wilcoxon rank sum tests).
DOI: 10.7554/eLife.21926.017
The following figure supplement is available for figure 6:
Figure supplement 1. Interaction dynamics involving recolouring and rewiring.
DOI: 10.7554/eLife.21926.018

Theoretically, the generally independent enhancer action also enables activation signals from individual elements to quantitatively ‘add up’ (at least to some extent) to promote stronger transcriptional outputs (Arnold et al., 2013; Bothma et al., 2015; Lam et al., 2015; Spivakov, 2014). Our
observation that the resolution of dual-state CRUs toward a uniformly active state generally results
in increased expression (and vice versa) supports this model. However, analyses in Drosophila have
identified exceptions to additive enhancer activity (Bothma et al., 2015) and have provided examples of enhancers that activate more than one promoter in a coordinated fashion (Fukaya et al.,
2016), which is not immediately expected from the ‘hit-and-run’ looping model. Finally, there is also
a possibility that multiple enhancers are jointly engaged in ‘chromatin hubs’ with promoters, rather
than acting individually (Hanscombe et al., 1991; Jiang et al., 2016; Patrinos et al., 2004;
Tolhuis et al., 2002; Wijgerde et al., 1995). These mechanistic questions go beyond the capabilities
of Hi-C-based analyses of cell populations, and as such it is possible that multiple promoter interactions detected within a CRU take place either concurrently or simultaneously. The emerging studies
at the single-molecule level (such as [Bartman et al., 2016; Fukaya et al., 2016]) will likely shed further light on the molecular mechanisms that underpin the principles of CRU organisation.
Promoter – enhancer interactions are vitally important for gene regulation and their disruption
may lead to pronounced developmental abnormalities (Epstein, 2009). The high-resolution resource
of the promoter-interaction landscape in pluripotent and early lineage-committed cells presented
here, therefore, provides a stepping stone to understanding the logic of gene regulation and its
aberrations during human embryogenesis.

Materials and methods
Cell culture
ESCs (H9/WA09; obtained from WiCell (Madison, WI); RRID:CVCL_9773) were cultured at 37˚C in
5% CO2 in air in Pluripro media and matrix (Cell Guidance Systems (Cambridge, UK)). Authentication
of ESCs was achieved by confirming the expression of pluripotency genes and protein markers, and
by SNP analysis of sequencing data. ESCs were routinely verified as mycoplasma-free using a PCRbased assay (Sigma (St. Louis, MO)). The H9/WA09 line is not on the list of commonly misidentified
cell lines (International Cell Line Authentication Committee). ESCs were differentiated into NECs
using a previously described protocol (Rada-Iglesias et al., 2011) and samples were harvested on
day 7.

Flow cytometry
Following dissociation with accutase, ESCs and NECs were stained on ice for 45 min with CD326AF647 (BioLegend (London, UK), Cat# 324212, RRID:AB_756086; 5 mL per million cells) and CD56PE (BD Biosciences (San Jose, CA), Cat# 345812, RRID:AB_2629216; 20 mL per million cells) antibodies in 100 ml PBS containing 2% FBS. After washing, DAPI was included at a final concentration of 5
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ml/mL for live/dead cell discrimination, and flow cytometry analysis was performed using a BD
LSRFortessa with subsequent data analysis using FlowJo V10.1.

Hi-C and promoter capture Hi-C (CHi-C)
Hi-C and Promoter CHi-C libraries were generated essentially as described (Mifsud et al., 2015;
Schoenfelder et al., 2015a), with minor modifications. 3 to 4  107 cells (ESCs or NECs) were fixed
in 2% formaldehyde (Agar Scientific (Stansted, UK)) for 10 min, after which the reaction was
quenched with ice-cold glycine (0.125 M final concentration). Cells were collected by centrifugation
(400 x g for 10 min at 4˚C), and washed once with PBS (50 ml). After another centrifugation step
(400 x g for 10 min at 4˚C), the supernatant was completely removed and the cell pellets were immediately frozen in liquid nitrogen and stored at 80˚C. After thawing, the cell pellets were incubated
in 50 ml ice-cold lysis buffer (10 mM Tris-HCl pH 8, 10 mM NaCl, 0.2% Igepal CA-630, protease
inhibitor cocktail (Roche (Basel, Switzerland)) for 30 min on ice. After centrifugation to pellet the cell
nuclei (650 x g for 5 min at 4˚C), nuclei were washed once with 1.25 x NEBuffer 2. The nuclei were
then resuspended in 1.25 x NEBuffer 2, SDS was added (0.3% final concentration) and the nuclei
were incubated at 37˚C for 1 hr with agitation (950 rpm). Triton X-100 was added to a final concentration of 1.7% and the nuclei were incubated at 37˚C for 1 hr with agitation (950 rpm). Restriction
digest was performed overnight at 37˚C with agitation (950 rpm) with HindIII (NEB; 1500 units per 7
million cells). Using biotin-14-dATP (Life Technologies (Carlsbad, CA)), dCTP, dGTP and dTTP (all at
a final concentration of 30 mM), the HindIII restriction sites were then filled in with Klenow
(NEB (Ipswich, MA)) for 75 min at 37˚C. After addition of SDS (1.42% final concentration) and incubation at 65˚C with agitation (950 rpm) for 20 min, ligation was performed for 4 hr at 16˚C (50 units T4
DNA ligase (Life Technologies) per 7 million cells starting material) in a total volume of 8.2 ml ligation buffer (50 mM Tris-HCl, 10 mM MgCl2, 1 mM ATP, 10 mM DTT, 100 mg/ml BSA, 0.9% Triton
X-100) per 7 million cells starting material. After ligation, reverse crosslinking (65˚C overnight in the
presence of Proteinase K (Roche)) was followed by RNase A (Roche) treatment and two sequential
phenol/chloroform extractions. After DNA precipitation (sodium acetate 3 M pH 5.2 (1/10 volume)
and ethanol (2.5 x volumes)) overnight at 20˚C, the DNA was spun down (centrifugation 3200 x g
for 30 min at 4˚C). The pellets were resuspended in 400 ml TLE (10 mM Tris-HCl pH 8.0; 0.1 mM
EDTA), and transferred to 1.5 ml eppendorf tubes. After another phenol/chloroform extraction and
DNA precipitation overnight at 20˚C, the pellets were washed three times with 70% ethanol, and
the DNA concentration was determined using Quant-iT Pico Green (Life Technologies). The efficiency of biotin incorporation was assayed by amplifying a 3C ligation product (primers available
upon request), followed by digest with HindIII or NheI.
To remove biotin from non-ligated fragment ends, 40 mg of Hi-C library DNA were incubated
with T4 DNA polymerase (NEB) for 4 hr at 20˚C, followed by phenol/chloroform purification and
DNA precipitation overnight at 20˚C. After a wash with 70% ethanol, sonication was carried out to
generate DNA fragments with a size peak around 400 bp (Covaris E220 settings: duty factor: 10%;
peak incident power: 140W; cycles per burst: 200; time: 55 s). After end repair (T4 DNA polymerase,
T4 DNA polynucleotide kinase, Klenow (all NEB) in the presence of dNTPs in ligation buffer (NEB))
for 30 min at room temperature, the DNA was purified (Qiagen (Hilden, Germany) PCR purification
kit). dATP was added with Klenow exo- (NEB) for 30 min at 37˚C, after which the enzyme was heatinactivated (20 min at 65˚C). A double size selection using AMPure XP beads (Beckman
Coulter, Brea, CA) was performed: first, the ratio of AMPure XP beads solution volume to DNA sample volume was adjusted to 0.6:1. After incubation for 15 min at room temperature, the sample was
transferred to a magnetic separator (DynaMag-2 magnet; Life Technologies), and the supernatant
was transferred to a new eppendorf tube, while the beads were discarded. The ratio of AMPure XP
beads solution volume to DNA sample volume was then adjusted to 0.9:1 final. After incubation for
15 min at room temperature, the sample was transferred to a magnet (DynaMag-2 magnet; Life
Technologies). Following two washes with 70% ethanol, the DNA was eluted in 100 ml of TLE (10
mM Tris-HCl pH 8.0; 0.1 mM EDTA). Biotinylated ligation products were isolated using MyOne
Streptavidin C1 Dynabeads (Life Technologies) on a DynaMag-2 magnet (Life Technologies) in binding buffer (5 mM Tris pH8, 0.5 mM EDTA, 1 M NaCl) for 30 min at room temperature. After two
washes in binding buffer and one wash in ligation buffer (NEB), PE adapters (Illumina, San Diego,
CA) were ligated onto Hi-C ligation products bound to streptavidin beads for 2 hr at room
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temperature (T4 DNA ligase NEB, in ligation buffer, slowly rotating). After washing twice with wash
buffer (5 mM Tris, 0.5 mM EDTA, 1 M NaCl, 0.05% Tween-20) and then once with binding buffer,
the DNA-bound beads were resuspended in a final volume of 90 ml NEBuffer 2. Bead-bound Hi-C
DNA was amplified with seven PCR amplification cycles using PE PCR 1.0 and PE PCR 2.0 primers
(Illumina). After PCR amplification, the Hi-C libraries were purified with AMPure XP beads (Beckman
Coulter). The concentration of the Hi-C libraries was determined by Bioanalyzer profiles (Agilent
Technologies, Santa Clara, CA) and qPCR (Kapa Biosystems (Wilmington, MA)), and the Hi-C libraries were paired-end sequenced (HiSeq 1000, Illumina) at the Babraham Institute Sequencing Facility.
For Promoter Capture Hi-C, 500 ng of Hi-C library DNA was resuspended in 3.6 ml H2O, and custom hybridization blockers (Agilent Technologies) were added to the Hi-C DNA. Hybridization buffers and the custom-made RNA capture bait system (Agilent Technologies; designed as previously
described (Mifsud et al., 2015): 37,608 biotinylated RNAs targeting the ends of 22,076 promotercontaining HindIII restriction fragments) were prepared according to the manufacturer’s instructions
(SureSelect Target Enrichment, Agilent Technologies). The Hi-C library DNA was denatured for 5
min at 95˚C, and then incubated with hybridization buffer and the RNA capture bait system at 65˚C.
After 24 hr incubation at 65˚C, biotin/streptavidin pulldown (MyOne Streptavidin T1 Dynabeads; Life
Technologies) and washes were performed according to the SureSelect Target enrichment protocol
(Agilent Technologies). After the final wash, the beads were resuspended in 30 ml NEBuffer 2. After
a post-capture PCR (four amplification cycles using Illumina PE PCR 1.0 and PE PCR 2.0 primers), the
Promoter CHi-C libraries were purified with AMPure XP beads (Beckman Coulter). The concentration
of the Promoter CHi-C libraries was determined by Bioanalyzer profiles (Agilent Technologies) and
qPCR (Kapa Biosystems), and the Promoter CHi-C libraries were paired-end sequenced (HiSeq 1000,
Illumina) at the Babraham Institute Sequencing Facility.

Hi-C analysis and the definition of TADs, TAD boundaries and
compartments
Raw sequencing reads were processed using the HiCUP pipeline (Wingett et al., 2015), which
mapped sequencing read pairs against the human genome (GRCh37), filtered out experimental artifacts such as circularized reads and re-ligations, and removed all duplicate read pairs. The aligned
Hi-C data were analysed using HOMER v4.7 (http://homer.salk.edu/homer/) (Heinz et al., 2010).
Coverage- and distance-related correction factors of the binned data were computed at 25 kb and
250 kb resolutions, based on the iterative correction algorithm (Imakaev et al., 2012). TADs were
identified based on directionality indices (Dixon et al., 2012) of Hi-C interactions 1 Mb upstream
and downstream from a 25 kb sliding window every 5 kb steps, which were then smoothed using a
running average over a ± 25 kb window. TADs were called between pairs of consecutive local maxima (TAD start) and minima (TAD end) of the smoothed directionality indices with a standard score
difference (TAD DZ score) above 2.0, and the TAD ends were extended outward to the genomic
bins with no directionality bias. These TAD definitions were used to compute the fraction of significant PCHi-C interactions falling inside TADs, alongside TADs reported by Dixon et al., 2015. To
assess the strength of the TAD boundaries crossed by promoter interactions, we defined a TAD
boundary strength score (TADB DZ score) as the difference between the smoothed directionality
index values at the local maximum (end of the preceding TAD) and the local minimum (start of the
following TAD). Defined this way, TADB DZ scores (unlike the TAD DZ scores) do not depend on the
stringency of the opposite boundary of the respective TAD.
A/B compartments were called by computing the principal components of the distance- and coverage-corrected interaction profile correlation matrix at 250 kb resolution (Lieberman-Aiden et al.,
2009). Positive values of the principal component were aligned with H3K4me3 ChIP-seq signals for
H9 human ESCs (Rada-Iglesias et al., 2011). For chromosomes 4 and X, we used the second principal component instead of the first, as the first component described the preferential contact pattern
within chromosome arms rather than compartments. The principal component values ranged from
42 to 42. To quantify the compartment changes of significant interactions, each side of the interaction was classified as A or B compartment if the principal component of its 250 kb bin was above 10
or below 10, respectively. Interactions falling within the 250 bins that had the principal component
scores between 10 and 10 were considered as falling outside either compartment.
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PCHi-C interaction calling
Interactions were called at the level of individual HindIII fragments using version 0.1.4 of the CHiCAGO pipeline (Cairns et al., 2016) based on two biological replicates for each cell type that were
normalised and combined as part of the pipeline. CHiCAGO incorporates a convolution background
model, which emcompasses the ‘Brownian’ (real, but expected interactions) and ‘technical’ (assay
and sequencing artefacts) components, and a weighted multiple testing correction procedure
trained on interaction distance. CHiCAGO interaction scores correspond to –log-transformed,
weighted p-values for each fragment read pair. A score threshold of 12 was used (equivalent to a
threshold of 5 in Chicago v1.0.0+ due to a soft-thresholding procedure introduced in this version).
This threshold was chosen empirically based on balancing the enrichment for chromatin marks at
PIRs with the overall number of detected interactions. Additionally, interactions with scores between
11 and 12 were included in the analysis if they scored above 12 in the other cell type.

RNA-sequencing libraries and analysis
Total RNA was extracted from ESCs and NECs using an RNeasy Mini Kit (Qiagen). Indexed mRNAseq libraries were constructed from 500 ng total RNA using the Tru-Seq RNA Library Prep Kit v2 (Illumina). Library fragment size and concentration was determined using an Agilent Bioanalyzer 2100
and KAPA Library Quantification Kit (KAPA Biosystems). Samples were sequenced on an Illumina
HiSeq as single-end libraries at the Babraham Institute Sequencing Facility. Reads were trimmed
using trim galore (http://www.bioinformatics.babraham.ac.uk/projects/trim_galore/) with default
parameters to remove the standard Illumina adapter sequence. Reads were mapped to the GRCh37
assembly using tophat (Trapnell et al., 2009). BAM files were imported to Seqmonk (http://www.
bioinformatics.babraham.ac.uk/projects/seqmonk/). Raw read counts per transcript were calculated
using the RNA-seq quantitation pipeline on the Ensembl v70 gene set using non-directional counts.
Differential analysis of gene expression was performed using the default settings in DESeq2
(Love et al., 2014) without independent filtering of the results. Differentially expressed genes were
called at padj < 0.05 and log2 fold change above 1.5 or below 1.5.

ChIP data analysis and definition of chromatin states
The histone modification ChIP-seq data (H3K4me1, H3K4me3, H3K27ac and H3K27me3) for ESCs
and NECs were from Rada-Iglesias et al., 2011, available in Gene Expression Omnibus under accession number GSE24447. Data were converted to GRCh37 using liftOver (Kent et al., 2002). CTCF
ChIP-seq data were from ENCODE (ENCODE Project Consortium, 2012).
Chromatin segmentations were performed on the basis of multiple histone modification ChIP
datasets using a Hidden Markov Model-based method implemented in ChromHMM (version 1.10)
(Ernst and Kellis, 2012) with default settings. The segmentation was carried out jointly through providing ‘concatenated’ data for both cell types as input. The resulting 16 states were curated into
four broad chromatin states based on analysing their enrichment for different histone marks (Figure 1—figure supplement 3A) as follows. States 1–6 characterised by the presence of H3K4me3
and/or H3K27ac, and the absence of H3K27me3, were labelled ‘active’; states 7–9 showing a combination of H3K4 methylation and H3K27me3 were labelled ‘poised’; state 10 showing H3K27me3 and
no H3K4 methylation was labelled ‘Polycomb-associated’; states 14–16 showing no detectable signal
for the four tested histone modifications were labelled ‘background’. In addition, two more curated
states were defined, but not considered further: states 11–12 were characterised by a ‘mixed’ pattern of both H3K27ac and H3K27me3, which likely arose from a technical issue such as heterogeneity
within the samples; state 13 characterised by H3K4me1 alone was classified as ‘intermediate
enhancers’, but the fraction of PIRs bearing this signature (~1%) was too small to analyse them as an
individual category. HindIII fragments in the human genome (including baits and PIRs) were then
classified according to the chromatin states detected within them. When more than one chromatin
state was present, classification was resolved in the following manner: (i) any functional state (e.g.
active, poised, Polycomb-associated) was prioritised above background; (ii) active, poised and Polycomb-associated states were prioritised above intermediate; (iii) poised state was prioritised above
the Polycomb-associated state; (iv) active state together with any inactive state (i.e. poised or Polycomb-associated) was labelled as mixed. Based on these heuristics, we assigned a single chromatin
state (including the background state) to 81% of PIRs in both cell types.
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Tissue-specific enhancer activity
Transgenic reporter assays for enhancer activity are described within the VISTA Enhancer Browser
(Visel et al., 2007). The enhancer sequences from VISTA were overlapped with PIRs, and their putative target genes were defined according to the PCHi-C detected promoter-PIR interactions.

Integration with TADs and INs
HindIII fragments were mapped to TADs defined as described above and INs obtained from
Ji et al., 2016. Baited fragments overlapping TAD boundaries, and those mapping outside INs,
were excluded from respective analyses. For each CRU, the percentage of interactions that map
within the same TAD or IN was calculated and these values were collected into 12 bins, The first and
last bins contained the values of 0% and 100%, respectively, and the remaining bins contained all
other values split into 10% intervals. These results were compared to 1000 random permutations of
CRUs across all promoter fragments performed in a manner retaining the overall CRU structure.

Definition of CRU clusters
Each CRU was categorised according to the fraction of PIRs in the active, poised and Polycombassociated state. These fractions were used for hierarchical clustering based on Euclidian distances
(method=’Euclidian’ in dist function in R) with the average agglomeration method (method=’average’ in hclust function in R). PIRs assigned intermediate or mixed chromatin states did not contribute
to the clustering procedure, in the latter case because the states of the regulatory elements interacting with target promoters within these PIRs are not identifiable. CRUs containing only mixed or intermediate PIRs were not included in the analysis.

Definition of retained and rewired interactions
False-negative rates associated with stringent signal thresholds drive down the observed overlap
between conditions and may overestimate the proportion of cell-type-specific interactions. Therefore, we applied additional criteria to identify high-confidence subsets of rewired and retained interactions based on replicate-level CHiCAGO interaction calls. First, we required that rewired
interactions have scores above 12 in both biological replicates of the same cell type, and below 12
in both replicates of the other cell type. We then binned the interactions satisfying these criteria into
five groups of equal size according to their interaction scores in the merged samples. Interactions
belonging to the top bin in one cell type and the bottom bin in the other cell type were considered
as rewired. Interactions with scores above 12 in the two replicates of both cell types were considered as retained. Applying these criteria and filtering out interactions with PIRs in the mixed and
intermediate states, we obtained high-confidence sets of 1258 retained and 1153 rewired interactions that were used in the analysis.

Data availability
Sequencing data have been deposited in Gene Expression Omnibus (GEO) with accession number
GSE86821. Processed data including interaction peak calls in the WashU Genome Browser text format and RNA-seq raw read counts were deposited in the same GEO repository. CHiCAGO objects
containing all detected interactions, ChromHMM segmentation data, DESeq2-processed RNA-seq
data and the defitions of TADs have been made available through the Open Science Framework
(http://osf.io/sdbg4).
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Gribnau J, Barillot E, Blüthgen N, Dekker J, Heard E. 2012. Spatial partitioning of the regulatory landscape of
the X-inactivation centre. Nature 485:381–385. doi: 10.1038/nature11049, PMID: 22495304
Ong CT, Corces VG. 2012. Enhancers: emerging roles in cell fate specification. EMBO Reports 13:423–430.
doi: 10.1038/embor.2012.52, PMID: 22491032
Patrinos GP, de Krom M, de Boer E, Langeveld A, Imam AM, Strouboulis J, de Laat W, Grosveld FG. 2004.
Multiple interactions between regulatory regions are required to stabilize an active chromatin hub. Genes and
Development 18:1495–1509. doi: 10.1101/gad.289704, PMID: 15198986
Pennacchio LA, Ahituv N, Moses AM, Prabhakar S, Nobrega MA, Shoukry M, Minovitsky S, Dubchak I, Holt A,
Lewis KD, Plajzer-Frick I, Akiyama J, De Val S, Afzal V, Black BL, Couronne O, Eisen MB, Visel A, Rubin EM.
2006. In vivo enhancer analysis of human conserved non-coding sequences. Nature 444:499–502. doi: 10.1038/
nature05295, PMID: 17086198
Pennacchio LA, Bickmore W, Dean A, Nobrega MA, Bejerano G. 2013. Enhancers: five essential questions.
Nature Reviews Genetics 14:288–295. doi: 10.1038/nrg3458, PMID: 23503198
Perry MW, Boettiger AN, Bothma JP, Levine M. 2010. Shadow enhancers foster robustness of Drosophila
gastrulation. Current Biology 20:1562–1567. doi: 10.1016/j.cub.2010.07.043, PMID: 20797865
Phillips-Cremins JE, Sauria ME, Sanyal A, Gerasimova TI, Lajoie BR, Bell JS, Ong CT, Hookway TA, Guo C, Sun Y,
Bland MJ, Wagstaff W, Dalton S, McDevitt TC, Sen R, Dekker J, Taylor J, Corces VG. 2013. Architectural
protein subclasses shape 3D organization of genomes during lineage commitment. Cell 153:1281–1295.
doi: 10.1016/j.cell.2013.04.053, PMID: 23706625
Pradeepa MM, Grimes GR, Kumar Y, Olley G, Taylor GC, Schneider R, Bickmore WA. 2016. Histone H3 globular
domain acetylation identifies a new class of enhancers. Nature Genetics 48:681–686. doi: 10.1038/ng.3550,
PMID: 27089178
Rada-Iglesias A, Bajpai R, Swigut T, Brugmann SA, Flynn RA, Wysocka J. 2011. A unique chromatin signature
uncovers early developmental enhancers in humans. Nature 470:279–283. doi: 10.1038/nature09692,
PMID: 21160473
Rajagopal N, Srinivasan S, Kooshesh K, Guo Y, Edwards MD, Banerjee B, Syed T, Emons BJ, Gifford DK,
Sherwood RI. 2016. High-throughput mapping of regulatory DNA. Nature Biotechnology 34:167–174. doi: 10.
1038/nbt.3468, PMID: 26807528
Richardson L, Venkataraman S, Stevenson P, Yang Y, Moss J, Graham L, Burton N, Hill B, Rao J, Baldock RA,
Armit C. 2014. EMAGE mouse embryo spatial gene expression database: 2014 update. Nucleic Acids Research
42:D835–D844. doi: 10.1093/nar/gkt1155, PMID: 24265223
Roy S, Siahpirani AF, Chasman D, Knaack S, Ay F, Stewart R, Wilson M, Sridharan R. 2015. A predictive modeling
approach for cell line-specific long-range regulatory interactions. Nucleic Acids Research 43:8694–8712.
doi: 10.1093/nar/gkv865, PMID: 26338778
Ruf S, Symmons O, Uslu VV, Dolle D, Hot C, Ettwiller L, Spitz F. 2011. Large-scale analysis of the regulatory
architecture of the mouse genome with a transposon-associated sensor. Nature Genetics 43:379–386. doi: 10.
1038/ng.790, PMID: 21423180
Sagai T, Hosoya M, Mizushina Y, Tamura M, Shiroishi T. 2005. Elimination of a long-range cis-regulatory module
causes complete loss of limb-specific shh expression and truncation of the mouse limb. Development 132:797–
803. doi: 10.1242/dev.01613, PMID: 15677727
Sanyal A, Lajoie BR, Jain G, Dekker J. 2012. The long-range interaction landscape of gene promoters. Nature
489:109–113. doi: 10.1038/nature11279, PMID: 22955621
Schaffner W. 1988. Gene regulation. A hit-and-run mechanism for transcriptional activation? Nature 336:427–
428. doi: 10.1038/336427a0, PMID: 3194030
Schmitt AD, Hu M, Ren B, Ming H, Bing R. 2016. Genome-wide mapping and analysis of chromosome
architecture. Nature Reviews Molecular Cell Biology 17:743–755. doi: 10.1038/nrm.2016.104, PMID: 27580841
Schoenfelder S, Furlan-Magaril M, Mifsud B, Tavares-Cadete F, Sugar R, Javierre BM, Nagano T, Katsman Y,
Sakthidevi M, Wingett SW, Dimitrova E, Dimond A, Edelman LB, Elderkin S, Tabbada K, Darbo E, Andrews S,
Herman B, Higgs A, LeProust E, et al. 2015a. The pluripotent regulatory circuitry connecting promoters to their
long-range interacting elements. Genome Research 25:582–597. doi: 10.1101/gr.185272.114, PMID: 25752748
Schoenfelder S, Sugar R, Dimond A, Javierre BM, Armstrong H, Mifsud B, Dimitrova E, Matheson L, TavaresCadete F, Furlan-Magaril M, Segonds-Pichon A, Jurkowski W, Wingett SW, Tabbada K, Andrews S, Herman B,
LeProust E, Osborne CS, Koseki H, Fraser P, et al. 2015b. Polycomb repressive complex PRC1 spatially
constrains the mouse embryonic stem cell genome. Nature Genetics 47:1179–1186. doi: 10.1038/ng.3393,
PMID: 26323060
Sexton T, Yaffe E, Kenigsberg E, Bantignies F, Leblanc B, Hoichman M, Parrinello H, Tanay A, Cavalli G. 2012.
Three-dimensional folding and functional organization principles of the Drosophila genome. Cell 148:458–472.
doi: 10.1016/j.cell.2012.01.010, PMID: 22265598
Shlyueva D, Stampfel G, Stark A. 2014. Transcriptional enhancers: from properties to genome-wide predictions.
Nature Reviews Genetics 15:272–286. doi: 10.1038/nrg3682, PMID: 24614317
Spitz F, Furlong EE. 2012. Transcription factors: from enhancer binding to developmental control. Nature
Reviews Genetics 13:613–626. doi: 10.1038/nrg3207, PMID: 22868264
Spitz F, Gonzalez F, Duboule D. 2003. A global control region defines a chromosomal regulatory landscape
containing the HoxD cluster. Cell 113:405–417. doi: 10.1016/S0092-8674(03)00310-6, PMID: 12732147
Spivakov M, Fisher AG. 2007. Epigenetic signatures of stem-cell identity. Nature Reviews Genetics 8:263–271.
doi: 10.1038/nrg2046, PMID: 17363975

Freire-Pritchett et al. eLife 2017;6:e21926. DOI: 10.7554/eLife.21926

25 of 26

Tools and resources

Developmental Biology and Stem Cells Genes and Chromosomes
Spivakov M. 2014. Spurious transcription factor binding: non-functional or genetically redundant? BioEssays 36:
798–806. doi: 10.1002/bies.201400036, PMID: 24888900
Tolhuis B, Palstra RJ, Splinter E, Grosveld F, de Laat W. 2002. Looping and interaction between hypersensitive sites
in the active beta-globin locus. Molecular Cell 10:1453–1465. doi: 10.1016/S1097-2765(02)00781-5,
PMID: 12504019
Trapnell C, Pachter L, Salzberg SL. 2009. TopHat: discovering splice junctions with RNA-Seq. Bioinformatics 25:
1105–1111. doi: 10.1093/bioinformatics/btp120, PMID: 19289445
Varala K, Li Y, Marshall-Colón A, Para A, Coruzzi GM. 2015. "Hit-and-Run" leaves its mark: catalyst transcription
factors and chromatin modification. BioEssays 37:851–856. doi: 10.1002/bies.201400205, PMID: 26108710
Vieux-Rochas M, Fabre PJ, Leleu M, Duboule D, Noordermeer D. 2015. Clustering of mammalian hox genes with
other H3K27me3 targets within an active nuclear domain. PNAS 112:4672–4677. doi: 10.1073/pnas.
1504783112, PMID: 25825760
Visel A, Minovitsky S, Dubchak I, Pennacchio LA. 2007. VISTA enhancer browser–a database of tissue-specific
human enhancers. Nucleic Acids Research 35:D88–D92. doi: 10.1093/nar/gkl822, PMID: 17130149
Wei Z, Gao F, Kim S, Yang H, Lyu J, An W, Wang K, Lu W. 2013. Klf4 organizes long-range chromosomal
interactions with the oct4 locus in reprogramming and pluripotency. Cell Stem Cell 13:36–47. doi: 10.1016/j.
stem.2013.05.010, PMID: 23747203
Whalen S, Truty RM, Pollard KS. 2016. Enhancer-promoter interactions are encoded by complex genomic
signatures on looping chromatin. Nature Genetics 48:488–496. doi: 10.1038/ng.3539, PMID: 27064255
Wijgerde M, Grosveld F, Fraser P. 1995. Transcription complex stability and chromatin dynamics in vivo. Nature
377:209–213. doi: 10.1038/377209a0, PMID: 7675106
Wingett S, Ewels P, Furlan-Magaril M, Nagano T, Schoenfelder S, Fraser P, Andrews S. 2015. HiCUP: pipeline for
mapping and processing Hi-C data. F1000Research 4:1310. doi: 10.12688/f1000research.7334.1, PMID: 26
835000
Zentner GE, Tesar PJ, Scacheri PC. 2011. Epigenetic signatures distinguish multiple classes of enhancers with
distinct cellular functions. Genome Research 21:1273–1283. doi: 10.1101/gr.122382.111, PMID: 21632746
Zhang H, Jiao W, Sun L, Fan J, Chen M, Wang H, Xu X, Shen A, Li T, Niu B, Ge S, Li W, Cui J, Wang G, Sun J,
Fan X, Hu X, Mrsny RJ, Hoffman AR, Hu JF. 2013. Intrachromosomal looping is required for activation of
endogenous pluripotency genes during reprogramming. Cell Stem Cell 13:30–35. doi: 10.1016/j.stem.2013.05.
012, PMID: 23747202

Freire-Pritchett et al. eLife 2017;6:e21926. DOI: 10.7554/eLife.21926

26 of 26

