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ABSTRACT
Mammalian genomes are folded into spatial domains, which regulate gene expression by
modulating enhancer-promoter contacts. Here, we review recent studies on the structure and
function of Topologically Associating Domains (TADs) and chromatin loops. We discuss how loop
extrusion models can explain TAD formation and evidence that TADs are formed by the ring-
shaped protein complex, cohesin, and that TAD boundaries are established by the DNA-binding
protein, CTCF. We discuss our recent genomic, biochemical and single-molecule imaging studies on
CTCF and cohesin, which suggest that TADs and chromatin loops are dynamic structures. We
highlight complementary polymer simulation studies and Hi-C studies employing acute depletion
of CTCF and cohesin, which also support such a dynamic model. We discuss the limitations of each
approach and conclude that in aggregate the available evidence argues against stable loops and
supports a model where TADs are dynamic structures that continually form and break throughout
the cell cycle.
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Introduction

Mammalian genomes are folded at multiple scales and
each scale highlights an important interplay between
structure and function1,2 (Fig. 1). At the smallest scale,
DNA is compacted into 11-nm nucleosomes, where
147 bases of DNA wrap around an octamer of histone
proteins. Nucleosomes function structurally to com-
pact DNA into chromatin, but also impact gene regu-
lation by controlling accessibility to DNA binding
proteins and function as modules for epigenetic inher-
itance. At the intermediate scale of tens of kilobases to
a few megabases, chromatin is organized into spatial
domains (Fig. 1). First, chromatin is organized into
Topological Associating Domains (TADs) that are
characterized by preferential contacts between loci
inside the same TAD and insulation from loci in adja-
cent TADs.3,4 Thus, TADs likely regulate enhancer-
promoter contacts and gene expression. Second, at a
similar scale of tens of kilobases to a few megabases,
regions of similar epigenomic states tend to contact
each other to form so-called A and B compartments5

composed of largely “active” and “inactive” chroma-
tin, respectively. Interestingly, rather than one

structural feature serving as the building block of the
other, TADs and A/B compartments appear to be
formed by distinct mechanisms. Whereas TADs are
strictly local, epigenomic compartments form both
intra- and interchromosomal contacts with other
compartments of the same state, giving rise to a
“plaid” pattern. Finally, at the largest scale, chromo-
somes are organized into chromosome territories,6

whereby particular chromosomes adopt stereotyped
positions in the nucleus (Fig. 1).

This Extra View article focuses on the intermediate
scale of chromatin organization in mammalian cells.
First, we review recent studies that have enriched our
understanding of the nature and function of TADs
and epigenomic compartments. We then discuss
recent studies establishing the causal roles of CCCTC-
binding factor (CTCF) and cohesin in the formation
and maintenance of TADs. In particular, we focus on
the question of whether TADs and chromatin loops
are stable or dynamic structures. We integrate our
recent imaging studies on CTCF and cohesin7 suggest-
ing that TADs are dynamic, with complementary evi-
dence from polymer simulation studies8,9 and recent
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Hi-C studies employing acute depletion of CTCF and
cohesin subunits and regulators.10–15 We conclude
with a critical discussion of the advantages and limita-
tions of each approach and highlight key future
directions.

TADs and epigenomic compartments: Interplay
between structure and function

Inmammalian nuclei, active chromatin tends to associate
with active chromatin and vice versa giving rise to a
“plaid” pattern in maps obtained by genome-wide chro-
mosome conformation capture studies (Hi-C).5 These
epigenomic compartments range in size from 6 kb to
more than 5 Mb.16 The mechanisms through which epi-
genomic compartments are formed are not well under-
stood, though compartments composed of mainly active
chromatin tend to be enriched near nuclear speckles
away from the nuclear envelope.17 In contrast, compart-
ments composed of repressed chromatin tend to be
located near the nuclear envelope through lamina associ-
ation and are also referred to as Lamina-Associated
Domains (LADs)17 (Fig. 1). To which extent function
(e.g. gene expression state) drives compartmentalization
and to which extent compartmentalization affects

function is not currently clear and neither is the full role
of nuclear bodies in compartmentalization.

Unlike epigenomic compartments, TADs are not
defined by chromatin state but by an elevated fre-
quency of contacts within them and reduced con-
tacts to loci inside adjacent TADs. TADs were
identified through Hi-C3,4 and their existence have
since been confirmed by alternative methods such
as intrinsic 3C (i3C),18 which avoids the cross-link-
ing step and Genome Architecture Mapping
(GAM),19 which avoids the ligation step. TADs are
somewhat conserved between different cell types
and different species.4,20 Moreover, TADs often
have a nested, hierarchical configuration, where
smaller TADs can make up larger TADs, and range
in size from »40 kb to »3 MB with a median size
of »185 kb16, though these numbers depend some-
what on the resolution of the Hi-C data used to
identify them (Fig. 2A). A large body of evidence
suggests that TADs correspond to functional regu-
latory domains by primarily restricting contact
between enhancers and promoters to occur within
the same TAD3,21–25 and physical contact between
enhancer-promoter pairs appears to be sufficient
for gene activation.26 Accordingly, deletion of a

Figure 1. Chromosome structure and function is organized at multiple scales. At the smallest scale, DNA is folded into a double helix,
which gets compacted into »11 nm nucleosomes, whereby 147 bp of DNA wrap around a histone octamer. Functionally, nucleosomes
regulate access of DNA-binding proteins and serve as modules for epigenetic modifications, which regulate gene expression. At the
intermediate scale of tens of kilobases to a few megabases, chromatin is organized into Topologically Associating Domains (TADs) with
a median size of a few hundred kilobases. Functionally, TADs are characterized by preferential contact of loci within them, and critically
control enhancer-promoter interactions, and relative insulation from adjacent TADs. At a similar scale of TADs, chromatin is also orga-
nized into epigenomic A/B “compartments”, whereby active chromatin (A) tends to contact with other segments of active chromatin
and localize in proximity of certain nuclear bodies such as nuclear speckles, while inactive chromatin (B) tends to contact with inactive
chromatin and to be associated with the nuclear lamina. At the largest scale, particular chromosomes tend to associate with other chro-
mosomes and form stereotyped chromosome territories inside the cell nucleus. The image used to illustrate chromosome territories
was generously provided by Stevens et al.76
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boundary between two TADs causes ectopic con-
tacts between previously insulated loci3 and can
cause aberrant gene expression through improper
enhancer-promoter contact.27,28 Even though two
loci only contact each other »2-fold more fre-
quently if they are within the same TAD instead of
in different TADs,29 loss of a TAD boundary
between limb enhancers and the wnt6 gene is suffi-
cient to upregulate wnt6 expression and cause
developmental defects in both mice and humans.28

Thus, enhancers appear to have limited intrinsic
specificity for their target promoters. Instead, by
regulating contact probability, TADs appear to be
one of the determinants of functional and specific
enhancer-promoter interactions.29 Due to their cru-
cial role in regulating gene expression1 and other

biological processes such as replication timing,30

understanding the mechanisms through which
TADs are formed and maintained has been the
subject of intense interest.

TADs are formed by cohesin and TAD boundaries
are defined by CTCF

After TADs were discovered through Hi-C studies, it
quickly became clear that TAD boundaries are near
universally enriched in CTCF and cohesin ChIP-Seq
peaks,3,4,16 suggesting an important functional role of
CTCF and cohesin in TAD formation and mainte-
nance (Fig. 2A). Classically described as an “insula-
tor”, CTCF is an 11-zinc finger DNA binding protein
(Fig. 2B)31,32 with a central zinc-finger domain flanked

Figure 2. TADs, chromatin loops and the role of CTCF and cohesin. (A) A simulated and simplified Hi-C map. The color scale corresponds
to contact frequency (darker red, more frequent contacts). TADs appear as triangles, within which there are more frequent chromatin
contacts and are often marked by “cornerpeaks”, suggesting that they are held together by a chromatin loop. Below, simulated CTCF
and cohesin ChIP-Seq tracks illustrating that TAD and loop boundaries are almost always bound by CTCF and cohesin. At the bottom,
DNA with the location and orientation of CTCF binding sites listed (red arrows denote CTCF binding site orientation). Note that Hi-C and
ChIP-Seq data in this sketch is simulated and simplified. This sketch was inspired Fig 2a in Merkenschlager and Nora.1 (B) Sketch of
CCCTC-binding factor, CTCF, an 11-zinc finger DNA binding protein with its consensus DNA binding sequence shown. (C) Sketch of the
cohesin complex composed of the proteins Smc1, Smc3 and Rad21, which closes the ring, and the SA1/2 subunit which is involved in
protein interactions. Cohesin topologically entraps chromatin within its lumen. Please note that whether cohesin functions as a single
ring or a pair of rings remains a subject of debate. (D) The presence of CTCF and cohesin bound “corner peaks” in Hi-C maps are gener-
ally assumed to correspond to a chromatin loop held together by CTCF and cohesin as sketched. We refer to this protein complex hold-
ing together a loop as a Loop Maintenance Complex (LMC). (E) “Loop rosette” model, where TADs are held together by loops and TADs
without cornerpeaks form passively from adjacent loop domains. This sketch was inspired by Fig 6F in Rao et al..16 (F) TADs may emerge
at the population level when averaged over many heterogeneous single-cell genome topologies. Cohesin is sketched as rings and CTCF
as in (B). This picture assumes that TADs are formed by cohesin-mediated extrusion, which stops at occupied CTCF binding sites. This
sketch was inspired by Fig 7A in Fudenberg et al.8 Panels (B-D) have been adapted and reproduced from Hansen et al.7
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by large C- and N-terminal domains that appear to be
unstructured and whose function is poorly under-
stood.33 Cohesin is a ring-shaped multi-protein com-
plex composed of Smc1, Smc3, Rad21 and SA1/2.
Cohesin is thought to topologically entrap DNA
(Fig. 2C),34 a structural feature that enables cohesin to
mediate multiple functions including sister chromatid
cohesion and homologous recombination.35 Many
TADs display prominent “corner peaks” in Hi-C
maps, indicating a strong contact between the CTCF-
and cohesin-bound TAD boundaries. This readily sug-
gested a model wherein CTCF binds its cognate sites
and recruits cohesin, which then folds the in-between
chromatin into a loop structure. TADs with a strong
corner peak are also referred to as “loop domains”16

and we recently referred to the protein complex
hypothesized to hold the loop together as a Loop
Maintenance Complex (LMC; Fig. 2D).7 Notably,
TADs without strong corner peaks tend to be flanked
by loop domains suggesting that they may emerge pas-
sively from constraints exerted by neighboring loops16

or by transitions in compartment state (e.g. active to
inactive).16 Nevertheless, this picture of adjacent, well-
ordered TADs is very likely too simplistic (“loop
rosette” or “looped florets”; Fig. 2E). Both DNA
FISH3,9,36–39 and single-cell Hi-C40,41 studies show that
genome organization is highly variable between cells
and that even strong Hi-C loop anchors only contact
in a small subset of cells, arguing that a simultaneous
“loop rosette” occurs very rarely in a single cell.

How are TADs formed? Since almost all TADs are
demarcated by CTCF ChIP-Seq peaks,16 but only
around one-third of CTCF ChIP-Seq peaks flank
TADs,1,7 it was unclear what role CTCF played. A key
piece of the puzzle came from the “convergent rule”:
loop-anchored TADs almost always form between
CTCF binding sites in a convergent orientation.16,20

Since cohesin can remain topologically engaged and
slide on both naked DNA42–44 and chromatin,45,46 this
favors a linear tracking mechanism,47 known as the
“loop extrusion model”.8,9,48 In this model, cohesin
spontaneously engages chromatin and begins extrud-
ing a DNA loop. Loop extrusion then continues until
cohesin spontaneously falls off or until it encounters
an occupied CTCF binding site in the convergent ori-
entation. Since the orientation of the CTCF binding
site determines the orientation of the CTCF protein,
this may explain how an extruding cohesin complex
distinguishes between convergent and divergent

CTCF binding sites. Consistently, cohesin subunit
ChIP-Seq peaks tend to be inside the loop relative to
CTCF ChIP-Seq peaks.8,9 Although the loop extrusion
model remains a hypothesis, it has proved remarkably
resilient to testing. First, polymer simulations of the
extrusion model can quantitatively explain high-reso-
lution Hi-C data.8,9 Second, it can nicely explain why
deletion of CTCF binding sites can cause merging of
TADs and how inversion of CTCF binding sites can
either create new boundaries or cause merging
depending on context as has been observed experi-
mentally.9,49–51 Third, although it requires cohesin
extrusion to be quite fast, closely related SMC-con-
densin complexes were recently found to extrude at
»50 kb/min in B. subtilis52 and »16-19 kb/min in
Caulobacter.53 Finally, »18% of TAD boundaries
appear to be partially resistant to CTCF loss,10 sug-
gesting that additional boundary factors, such as active
promoters4 since engaged RNA Pol II can block cohe-
sin extrusion46 as well as alternative architectural fac-
tors, may also play a role. However, as long as these
can block cohesin extrusion, this remains consistent
with the extrusion hypothesis.

As clearly articulated by Fudenberg and Imakaev
et al.,8 the picture that emerges from the loop extru-
sion model is quite different from the “loop rosette”
model (Fig. 2E). Instead, TADs emerge at the popula-
tion-level when averaging over many loop extrusion
complexes positioned differently in single cells
(Fig. 2F).8,9 The CTCF/cohesin anchored loop domain
matching the Hi-C corner-peak actually only exists in
a small subset of cells, which is also consistent with
the high levels of cell-to-cell variability in contact
probability observed in DNA FISH studies.3,9,36–39

Moreover, the emerging roles of CTCF and cohesin
are quite different. Using slightly anthropomorphic
imagery, CTCF is the “passive” partner and predomi-
nantly sits bound to its cognate sites and “waits” for
extruding cohesin complexes, whereas cohesin plays
the “active” role by constantly moving along and
extruding DNA until it “finds” CTCF. This picture
also helps explain recent studies employing acute deg-
radation of CTCF or cohesin, which has been chal-
lenging to achieve experimentally since both proteins
are essential. In accordance with the extrusion model,
TADs and well-defined Hi-C loops largely disappear
when either CTCF10,14 or cohesin11,13–15 is strongly
depleted, but for different reasons. CTCF loss causes
TADs to disappear because cohesin extrusion no
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longer stops at convergent CTCF binding sites. Thus,
chromatin is still compacted and extruded by cohesin,
but without sharp boundaries, TADs disappear in Hi-
C maps.10,14 In contrast, cohesin loss leads to disap-
pearance of TADs because extrusion no longer takes
place.11,13–15 Cohesin loss has no apparent effect on
CTCF binding to chromatin,13 consistent with CTCF
functioning upstream of cohesin. Consistent with their
different roles, CTCF loss has essentially no effect on
genome-averaged contact probability at any distance
scale,10 whereas cohesin loss significantly reduces con-
tact probability at the scale of tens to hundreds of kilo-
bases,11 i.e. the typical scale of loci within the same
TAD. Likewise, CTCF loss has only a small effect on
epigenomic compartments,10 whereas cohesin loss
increases the degree of epigenomic compartmentaliza-
tion»2-fold.11,13 This result also argues against a hier-
archical model where TADs are the building blocks of
compartments and demonstrates that TADs and epi-
genomic compartments are formed by distinct and
mutually antagonistic mechanisms.

In conclusion, recent studies10–15 employing
induced CTCF and cohesin degradation now strongly
support a model where cohesin forms TADs and
CTCF establishes TAD boundaries. However, the
question of how TADs are maintained remains. Spe-
cifically, are TADs and chromatin loops stable or
dynamic structures?

Are TADs and chromatin loops dynamic or stable
structures?

We will now focus our attention on the question of
whether TADs and chromatin loops are stable or
dynamic structures. Although answering this question
is seminal to understanding the function of TADs, the
issue has remained unclear largely because of technical
challenges. Since Hi-C provides a static snapshot
derived from the average of a large cell population,
Hi-C based methods are necessarily limited in their
ability to reveal dynamics and heterogeneity. While
single-cell methods such as single-cell Hi-C and
DNA-FISH can report on cell-to-cell variability, they
still provide a terminal snapshot and thus can only
give limited dynamic information. What has been
clear is that TADs and loops are absent in mitosis, but
present in G1-phase.54,55 Thus, TADs form and dis-
solve at least once every cell cycle in cycling mamma-
lian cells (»15-30 hours). Perhaps because TADs and

loops are so clearly and reproducibly visible in Hi-C
maps, several studies have inferred that TADs must
indeed be very stable structures.32,56–58 However, here
we will put forward the view that TADs and chroma-
tin loops are instead quite dynamic structures that
constantly form and break at a time-scale of several
minutes to tens of minutes in typical mammalian cells.
We will integrate and consolidate the evidence from
three orthogonal approaches and critically review the
strengths and weaknesses of each them.

Single-molecule imaging approaches suggest
that TADs and loops are dynamic

We recently used live-cell imaging to study whether
TADs and chromatin loops are dynamic.7 A unique
advantage of live-cell imaging is that single protein
molecules can be followed over time and their dynam-
ics can thus be directly observed at the single-cell level.
Since multiple studies show that TADs and chromatin
loops disappear without CTCF10,14 and cohesin,11,13–15

we reasoned that the most stable protein of CTCF and
cohesin should set an upper limit on the stability of
TADs and chromatin loops. To study the dynamics of
CTCF and cohesin, we used CRISPR/Cas9-mediated
genome-editing in mouse embryonic stem cells (mES
cells) and human U2OS cells to homozygously tag
both proteins with HaloTag or SNAPf-Tag, which
allows covalent conjugation to bright Janelia Fluor
(JF) dyes suitable for single-molecule imaging.59,60

First, we performed a series of control experiments to
verify that tagging CTCF and cohesin – both essential
proteins – did not affect their function or expression
levels. We additionally performed ChIP-Seq and
found that although CTCF binds »2-fold more sites
than cohesin (68,077 vs. 33,434 called peaks; note that
cohesin extrusion likely “spreads out” its ChIP signal
and thus results in fewer “peaks”), essentially all cohe-
sin ChIP-Seq peaks co-localize with CTCF peaks. We
next performed co-immunoprecipitation (IP) experi-
ments and found that CTCF IP pulled down all the
subunits of the cohesin complex consistent with ear-
lier reports,61 demonstrating that CTCF and cohesin
form a biochemically stable protein complex, which is
not affected by endogenous tagging. In summary,
CTCF and cohesin are required for chromatin loop-
ing,10–15 form a biochemically stable protein-complex
and both bind chromatin at loop anchors. Thus, the
simplest interpretation is that CTCF and cohesin form
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a complex on chromatin which holds together chro-
matin loops and we refer to this population as a Loop
Maintenance Complex (LMC; Fig. 2D).

Since the dynamics of the LMC should reflect the
dynamics of TADs and chromatin loops, we next
studied the chromatin binding dynamics of CTCF
and cohesin. First, we used single-molecule tracking
(SMT) to follow the binding dynamics of single
Halo-CTCF molecules in mES and U2OS cells. Care-
ful optimization of imaging conditions in combina-
tion with the bright JF-dyes60 made it possible to
follow individual binding events from less than a sec-
ond (non-specific binding) up to rare events lasting
»10 minutes. After correcting for photo-bleaching,
drift etc. we found an average CTCF SMT residence
time of »1 min in mES cells for specific binding
events at cognate sites and somewhat longer in
U2OS cells. Next, to cross-validate this observation
using an orthogonal technique, we performed Fluo-
rescence Recovery After Photobleaching (FRAP).
Kinetic modeling of the FRAP data using a “reaction
dominant” model yielded a FRAP residence time of
»3-4 min in mES cells and somewhat longer in
U2OS cells. How should we interpret this discrep-
ancy? Both techniques have their limitations. SMT is
limited by eventual photobleaching, whereas kinetic
FRAP modeling is sensitive to anomalous diffusion,
prone to overfitting and is an approximate technique
as previously shown by Mazza et al.62 Moreover,
since FRAP bleaches a large area (»1–2 mm), local
unbinding and re-binding (“hopping”63) can be mis-
taken for long individual binding events. Thus, we
conservatively interpret the average CTCF residence
time to be in the range of a few minutes – which is
quite stable compared to conventional transcription
factors (»2-15 seconds),62 but very dynamic com-
pared to the cell cycle (15-30 hours).

We next tracked the behavior of cohesin in live cells.
After the onset of DNA replication in S-phase, cohesin
has multiple roles other than TAD formation and
maintenance such as sister chromatid cohesion and
homologous recombination. Thus, since TADs are
clearest in G154 and the main function of cohesin in
G1 is loop extrusion, we reasoned that cohesin dynam-
ics in G1 should predominantly reflect the population
of cohesin involved in chromatin looping. Surprisingly,
FRAP and kinetic modeling revealed a G1 residence
time of »20-25 min, »10-fold more stable than CTCF,
which seemed inconsistent with the LMC model.

To explore this apparent discrepancy, we studied
the diffusion dynamics of CTCF and cohesin. We
developed an SMT technique to minimize experimen-
tal biases and a kinetic modeling framework7 (building
on work by Mazza et al.;62 now available as a user-
friendly web-interface called Spot-On64) and tracked
single CTCF and cohesin molecules at 225 Hz. We
found that CTCF and cohesin also exhibit very dis-
tinct diffusion dynamics: in mES cells, »50% of all
CTCF molecules are bound to cognate sites. After
unbinding, it takes a single CTCF molecule on average
»1 min to find its next cognate site and the search
mechanism involves large amounts of non-specific
chromatin interactions (such as sliding or hopping;
»35%) in addition to 3D diffusion (»65%). In con-
trast, »40% of cohesin molecules are topologically
engaged in G1; after unbinding, cohesin takes much
longer (»33 min) before topologically engaging chro-
matin and its search mechanism is dominated by 3D
diffusion (»77%). Finally, CTCF diffuses significantly
faster than cohesin, which is inconsistent with them
forming stable complexes in solution.

Thus, our imaging studies seemed incompatible
with CTCF and cohesin forming a stable protein com-
plex. To reconcile this, we performed super-resolution
PALM and STORM imaging, localizing all single
CTCF and cohesin molecules in a focal plane with a
precision of »20 nm. We found that both CTCF and
cohesin form small clusters – a property awaiting fur-
ther investigation – and that these protein clusters
tend to co-localize. Importantly, we found that a large
fraction of CTCF and cohesin molecules indeed also
co-localize at the single-molecule level inside cells.

In summary, on the one hand our co-IP, ChIP-Seq
and STORM studies strongly suggested that CTCF
and cohesin form an LMC protein complex, whereas
on the other hand our imaging studies showed that
CTCF and cohesin cannot form stable complexes on
chromatin or in solution. We reconcile these observa-
tions with a “dynamic LMC” model (Fig. 3). CTCF
positions cohesin at loop anchors and cohesin holds
together a chromatin loop as expected, but while cohe-
sin holds together a chromatin loop, different CTCF
molecules will unbind and rebind, giving rise to a
dynamic LMC protein complex with a molecular stoi-
chiometry that changes over time. Whether cohesin
begins extruding again once CTCF has unbound or
whether interaction with CTCF dissociates or inacti-
vates the cohesin motor will be an important future
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question to be addressed. Since cohesin eventually
does unbind (»20-25 min residence time on average,
which includes time to extrude a loop) at which point
there is then nothing to hold the loop together, we
propose that cohesin-mediated chromatin loops are
dynamic structures that continuously form and fall
apart throughout the cell cycle (Fig. 3).7 Thus, our
results argue that TADs and chromatin loops, which
are likely formed by cohesin-mediated loop extrusion,
are dynamic structures with a mean lifetime of a few
to tens of minutes in mES cells and most likely in
most other actively dividing cell types (note that after
cohesin dissociation, previously held-together chro-
matin will likely only move apart slowly even though
the loop is broken; accordingly loops are likely more
dynamic than TADs).

Evidence that TADs and loops are dynamic from
polymer simulation and acute CTCF/cohesin
degradation studies

Polymer simulation studies provide a useful platform
to test whether a mechanistic model can quantitatively
account for experimentally observed Hi-C maps.
Importantly, early polymer models suggested that a
single stable loop induces frequent contacts near the
base or anchor of the loop, but infrequent contacts
between loci inside the loop, to an extent which is

quantitatively inconsistent with Hi-C data.65,66 Thus,
several polymer models did not predict stable loops.38

Moreover, the loop extrusion model introduced by
Fudenberg and Imakaev et al.8 explicitly favored
dynamic loops and convincingly argued against static
loops. The best agreement with experimental Hi-C
data16 was obtained when cohesin extrudes for »120-
240 kb before falling off and a mean separation of
»120 kb between extrusion complexes (note that these
are average numbers).8 Crucially, in this model TADs
emerge at the population level when averaged over the
many distinct extrusion complexes at different posi-
tions in single cells (Fig. 2F). Moreover, this highly
dynamic view is consistent with the relatively modest
»2-fold insulation observed between loci in adjacent
TADs.

Additional evidence for this view comes from
recent Hi-C studies in DWAPL cells.12,14,15 Wapl
removes cohesin from chromatin. Therefore, cohesin’s
residence time is prolonged in DWAPL cells,12,14

which – assuming no change in cohesin’s extrusion
speed – would increase cohesin extrusion processivity.
If TADs were very stable structures, they should be
largely unaffected in DWAPL cells, whereas if cohesin
dynamics control TAD dynamics, TADs should be
very sensitive to an increase in cohesin’s residence
time. Consistent with TADs being dynamic structures,
the average TAD size increased substantially in
DWAPL cells12,14,15 and the median loop size
increased from 370 kb to 575 kb.12 We also note that
these results are consistent with our imaging results
showing that CTCF binding is stochastic and less sta-
ble than cohesin.7 If CTCF bound loop anchors more
stably than cohesin or formed a very stable LMC with
cohesin, increasing cohesin’s residence time would
not be expected to have a major effect on TAD size,
since cohesin would be unable to extrude past the sta-
ble CTCF boundaries. Thus, the DWAPL Hi-C stud-
ies12,14,15 support our conclusion that CTCF binds
more dynamically than cohesin.7

Further evidence for dynamic TADs come from
recent studies employing auxin-AID mediated acute
degradation of the cohesin subunit, Rad21.13,14 Upon
auxin treatment, near-complete loss of Rad21 was
achieved in 1 hour in Rao et al.13 or »20 min in Wutz
et al..14 Rao et al. saw near-complete loss of loop
domains after 40 min. Similarly, Wutz et al. found
that 96% of loops, but only 53% of TADs were lost
15 min after auxin addition, whereas TADs were fully

Figure 3. Dynamic LMC model. Cohesin functions to hold
together two strands of chromatin and CTCF positions cohesin at
its convergent cognate binding sites as previously proposed.
Note that whether cohesin entraps DNA as a single ring or a pair
of rings remains a subject of debate. In the dynamic LMC model,
while cohesin holds together a chromatin loop, different CTCF
molecules are frequently binding and unbinding, giving rise to a
dynamic protein complex with a molecular stoichiometry that
changes over time. Even though cohesin’s average residence
time (»20–25 min) is much longer than CTCF’s (»1–4 min),
cohesin does eventually dissociate. Since there is now nothing to
hold together the chromatin loop, cohesin dissociation causes
the loop to fall apart. Thus, we propose that TADs and the chro-
matin loops that hold them together are dynamic structures, and
that CTCF and cohesin form a dynamic protein complex. This
figure has been adapted and reproduced from Hansen et al.7
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lost at later time points. These results show that loops
and TADs rapidly disappear at a timescale of a few to
tens of minutes after acute cohesin loss, which is con-
sistent with the notion that cohesin binding dynamics
control TAD dynamics. Moreover, in an informative
experiment, Rao et al. degraded cohesin and then
removed auxin to follow loop domain re-establish-
ment by Hi-C as a function of cohesin replenishment.
Loop domains were largely re-established 1 hour after
auxin removal.13 Taken together, these studies13,14

suggest that the mechanisms by which TADs and
loops are formed and broken down are both quite fast,
which argues against stable TADs and favors dynamic
TADs.

Critical evaluation of evidence for TADs
and loops being dynamic

We have proposed above that our imaging studies,7

recent polymer simulation studies8 and recent Hi-C
studies employing acute cohesin degradation13,14 all
point to TADs being dynamic. Here we will critically
evaluate some limitations of each approach.

As mentioned, imaging benefits from directly
observing CTCF and cohesin dynamics in live
cells.7 However, imaging approaches also suffer
from limitations. First, although the binding
dynamics of single-molecules can be probed, it is
not clear which locus they are bound to. For this
reason, although we can report average residence
times for CTCF (»1–4 min) and cohesin (»20-
25 min in G1) in mESCs, these numbers are geno-
mic averages. Almost certainly, some binding sites
will exhibit longer and shorter binding times.
Moreover, the binding times to cognate sites are
highly stochastic and exponentially distributed such
that few events exhibit the mean value. Second, by
imaging it is very difficult to exclude that very
small (<5%) subpopulations exist that exhibit
much shorter or longer binding times. Third,
although CTCF and cohesin both appear absolutely
required for the formation of most TADs10-15

(»18% of TAD boundaries were not sensitive to
CTCF loss10 and could have different dynamics),
using their binding dynamics to set a limit for the
stability of TADs and loops is somewhat indirect.
For example, if loops are held together by clusters
of CTCF and cohesin, the dissociation of a single
protein might not cause the loop to dissolve.

Likewise, polymer modeling suffers from a limita-
tion that pertains to almost all modeling approaches: a
large number of mutually inconsistent models tend to
be able to fit the data. For example, recent polymer
studies8,9 of presumably cohesin-motor driven loop
extrusion were able to quantitatively account for Hi-C
data, but so was a mechanistically distinct model by
Benedetti et al., where supercoiling drives the forma-
tion of TADs.66 Furthermore, other polymer models
could fit Hi-C data with different degrees of dynam-
ics.9,67 Notably, a key advantage of dynamic loop
extrusion models is that they can explain recent per-
turbation experiments where CTCF binding sites have
been added or deleted9,49-51 and also explain the loss
of either CTCF or cohesin.10-15 Nevertheless, it must
be noted that the ability of a particular model to fit
data does not prove that the model’s mechanistic
assumptions are also true.68

Finally, recent studies13,14 showing that TADs and
loops are lost within tens of minutes after acute cohe-
sin degradation and quickly reformed after cohesin
replenishment, also have limitations. Although, they
clearly show that TADs and loops can be formed and
broken down quickly under these conditions, this
does not necessarily mean that similar rates of turn-
over operate under normal conditions. Moreover, the
time-resolution is relatively poor. For example, replen-
ishment of cohesin involves translation of enough
Rad21 protein, incorporation into cohesin complexes,
loading onto chromatin, initiation and continuation
of extrusion, and re-formation of TADs. Thus,
although informative, it is difficult to reliably estimate
hard numbers from such approaches.

Conclusion and outlook

We have attempted to synthesize recent evidence from
single-molecule imaging, polymer simulation and Hi-
C approaches to suggest that most TADs and chroma-
tin loops are very likely highly dynamic structures
with a mean lifetime of a few minutes to tens of
minutes in most actively dividing mammalian cells
(genome organization dynamics could be different in
some cell types, e.g. in post-mitotic olfactory sensory
neurons, which exhibit a highly unusual and special-
ized nuclear organization69,70). Although each
approach has its own advantages and limitations, we
argue that in aggregate all the available evidence
points to CTCF/cohesin-dependent TADs and
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chromatin loops being dynamic and not stable struc-
tures (note that since epigenomic compartments are
formed by a distinct mechanism, whether compart-
ments are stable or dynamic remains unknown).
Taken together, these data are consistent with the
view that TADs emerge at the population level when
averaging over many dynamic and distinctly posi-
tioned loop extrusion complexes in many different
cells (Fig. 2F).8,9 We note that dynamically extruding
cohesin complexes are also likely to be functionally
important by facilitating dynamic and repeated
enhancer-promoter scanning in cis.

Nevertheless, a large number of questions remain
unanswered. First, all the approaches mentioned
above are somewhat indirect and final demonstration
that TADs and chromatin loops are dynamic will
require direct observation of specific loci in real-time
in live-cells, for example by fluorescence labeling of
the anchors of a loop. Defining the dynamics of indi-
vidual TADs, understanding how they are controlled
and differ from TAD to TAD and change during dif-
ferentiation and gene activation will be an informative
area for future studies. Second, it remains somewhat
unclear how CTCF and cohesin interact. In particular,
how can a »40-50 nm cohesin complex extrude
extremely rapidly (»10-50 kb/min) across chromatin,
whilst at the same time being exquisitely sensitive to
the orientation of a »3-5 nm CTCF protein? And
how is cohesin extrusion powered and what happens
once it encounters CTCF? Is the interaction direct61

or indirect?71,72 Perhaps using artificial roadblocks
will enable defining which boundaries cohesin can
and cannot pass in vivo. Third, whether cohesin forms
a single ring, a dimer or oligomers remains a matter of
debate.35 Conceptually, it seems more intuitive that a
loop extrusion complex would be formed by a pair of
cohesin rings, since this is more consistent with an
ability to independently stop when each side reaches
an occupied CTCF binding site, which is unlikely to
occur simultaneously. But this is speculation and
determining the structure and composition of putative
extrusion complexes should be an urgent goal. Fourth,
although high-resolution Hi-C16 and EM73 studies
have defined the 3D organization of the genome in
great detail, we still do not understand the 3D nuclear
organization of the proteins, namely CTCF and cohe-
sin, that control 3D genome organization. For exam-
ple, we showed that both CTCF and cohesin form
small protein clusters7 and a recent study found that

CTCF can form large foci upon senescence, which
causes genome reorganization.74 Thus, detailed studies
on the nuclear organization of CTCF and cohesin
should be informative. Fifth, absolute quantification
of CTCF boundary permeability (i.e. fractional occu-
pancy) and cohesin complex density on DNA will be
essential to parameterize future polymer models.
Finally, although TADs are somewhat conserved
between different cell types,1 several do change. Thus,
understanding the mechanistic basis for how TADs
are regulated during differentiation, which likely
involve additional proteins75 beyond CTCF and cohe-
sin, will be crucial. This may one day enable therapeu-
tic and controlled perturbations of 3D genome
organization to be used in the treatment of disease.

Acknowledgements
We thank Hugo Brandao, Suhas Rao, Elphege Nora and Geoff
Fudenberg for critically reading the manuscript and providing
insightful comments. We thank Tim Stevens and Ernest Laue
for generously providing the image of chromosome territories
used in Figure 1. ASH is a postdoctoral fellow of the Siebel
Stem Cell Institute.

Disclosure statement
No potential conflict of interest was reported by the authors

Funding Details
This work was supported by the National Institutes of Health
under grants UO1-EB021236 and U54-DK107980 (XD); the
Siebel Stem Cell institute (ASH); the California Institute of
Regenerative Medicine under grant LA1-08013 (XD); and by
the Howard Hughes Medical Institute under grant 003061
(RT).

ORCID
Anders S. Hansen http://orcid.org/0000-0001-7540-7858
Claudia Cattoglio http://orcid.org/0000-0001-6100-0491
Xavier Darzacq http://orcid.org/0000-0003-2537-8395
Robert Tjian http://orcid.org/0000-0003-0539-8217

References

1. Merkenschlager M, Nora EP. CTCF and cohesin in
genome folding and transcriptional gene regulation. Annu
Rev Genomics Hum Genet. [Internet] 2017;17:1–27.
Available from: http://www.ncbi.nlm.nih.gov/pubmed/
27089971

2. Ruiz-Velasco M, Zaugg JB. Structure meets function:
how chromatin organisation conveys functionality.
Curr Opin Syst Biol. [Internet] 2017;1:129–36. Avail-
able from: http://www.sciencedirect.com/science/article/

28 A. S. HANSEN ET AL.

http://orcid.org/0000-0001-7540-7858
http://orcid.org/0000-0001-6100-0491
http://orcid.org/0000-0003-2537-8395
http://orcid.org/0000-0003-0539-8217
http://www.ncbi.nlm.nih.gov/pubmed/27089971
http://www.ncbi.nlm.nih.gov/pubmed/27089971
http://www.sciencedirect.com/science/article/pii/S2452310017300173


pii/S2452310017300173 https://doi.org/10.1016/j.
coisb.2017.01.003.

3. Nora EP, Lajoie BR, Schulz EG, Giorgetti L, Okamoto I,
Servant N, Piolot T, van Berkum NL, Meisig J, Sedat J,
et al. Spatial partitioning of the regulatory landscape of the
X-inactivation centre. Nature. 2012;485:381–5.
PMID:22495304 https://doi.org/10.1038/nature11049.

4. Dixon JR, Selvaraj S, Yue F, Kim A, Li Y, Shen Y, Hu M,
Liu JS, Ren B. Topological domains in mammalian
genomes identified by analysis of chromatin interactions.
Nature. [Internet] 2012;485:376–80. Available from:
https://doi.org/10.1038/nature11082%5Cnhttp://www.
nature.com/doifinder/10.1038/nature11082 https://doi.
org/10.1038/nature11082.

5. Lieberman-aiden E, Berkum NL Van, Williams L, Imakaev
M, Ragoczy T, Telling A, Amit I, Lajoie BR, Sabo PJ,
Dorschner MO, et al. Comprehensive mapping of long-
range interactions reveals folding principles of the human
genome. Science. (80-) 2009;326:289–93.https://doi.org/
10.1126/science.1181369.

6. Cremer T, Cremer M. Chromosome territories. Cold Spring
Harb Perspect Biol. [Internet] 2010;2:1–22. Available from:
http://cshperspectives.cshlp.org/content/2/3/a003889.abstract

7. Hansen AS, Pustova I, Cattoglio C, Tjian R, Darzacq X.
CTCF and cohesin regulate chromatin loop stability with
distinct dynamics. elife. [Internet] 2017;6:e25776. Avail-
able from: https://elifesciences.org/articles/25776

8. Fudenberg G, Imakaev M, Lu C, Goloborodko A, Abden-
nur N, Mirny LA. Formation of chromosomal domains by
loop extrusion. Cell Rep. 2016;15:2038–49.
PMID:27210764https://doi.org/10.1016/j.
celrep.2016.04.085. PMID:27210764

9. Sanborn AL, Rao SSP, Huang S-C, Durand NC, Huntley
MH, Jewett AI, Bochkov ID, Chinnappan D, Cutkosky A,
Li J, et al. Chromatin extrusion explains key features of
loop and domain formation in wild-type and engineered
genomes. Proc Natl Acad Sci. [Internet]
2015;112:201518552. Available from: http://www.pubmed
central.nih.gov/articlerender.fcgi?artid = 4664323&tool =
pmcentrez&rendertype = abstract

10. Nora EP, Goloborodko A, Valton A-L, Gibcus JH, Uebersohn
A, Abdennur N, Dekker J, Mirny L, Bruneau B. Targeted deg-
radation of CTCF decouples local insulation of chromosome
domains from higher-order genomic compartmentalization.
Cell. [Internet] 2017;169:930–44. Available from: http://bio
rxiv.org/content/early/2017/01/07/095802.abstract https://
doi.org/10.1016/j.cell.2017.05.004.

11. Schwarzer W, Abdennur N, Goloborodko A, Pekowska A,
Fudenberg G, Loe-Mie Y, Fonseca NA, Huber W, Haering
C, Mirny L, et al. Two independent modes of chromosome
organization are revealed by cohesin removal. Nature.
[Internet] 2017;551:51–56. doi:10.1038/nature24281.
Available from: http://www.nature.com/nature/journal/
vaap/ncurrent/full/nature24281.html https://doi.org/
10.1038/nature24281.

12. Haarhuis JHI, van der Weide RH, Blomen VA, Y�a~nez-Cuna
JO, Amendola M, van Ruiten MS, Krijger PHL, Teunissen H,

Medema RH, van Steensel B, et al. The cohesin release factor
WAPL restricts chromatin loop extension. Cell.
2017;169:693–707.e14. PMID:28475897https://doi.org/
10.1016/j.cell.2017.04.013.

13. Rao S, Huang S-C, Glenn St. Hilaire B, Engreitz JM, Perez
EM, Kieffer-Kwon K-R, Sanborn AL, Johnstone SE, Boch-
kov ID, Huang X, et al. Cohesin loss eliminates all loop
domains, leading to links among superenhancers and
downregulation of nearby genes. bioRxiv. [Internet] 2017;
Available from: http://biorxiv.org/content/early/2017/05/
18/139782.abstract

14. Wutz G, Varnai C, Nagasaka K, Cisneros DA, Stocsits R,
Tang W, Schoenfelder S, Jessberger G, Muhar M, Hossain
JM, et al. CTCF, WAPL and PDS5 proteins control the
formation of TADs and loops by cohesin. bioRxiv. [Inter-
net] 2017; Available from: http://biorxiv.org/content/
early/2017/08/18/177444.abstract

15. Gassler J, Brandao HB, Imakaev M, Flyamer IM, Ladstat-
ter S, Bickmore WA, Peters J-M, Mirny LA, Tachibana-
Konwalski K. A mechanism of Cohesin-Dependent loop
extrusion organizes zygotic genome architecture. bioRxiv.
[Internet] 2017; Available from: http://biorxiv.org/con
tent/early/2017/08/17/177766.abstract

16. Rao SSP, Huntley MH, Durand NC, Stamenova EK,
Bochkov ID, Robinson JT, Sanborn AL, Machol I,
Omer AD, Lander ES, et al. A 3D map of the human
genome at kilobase resolution reveals principles of
chromatin looping. Cell. 2014;159:1665–80.
PMID:25497547https://doi.org/10.1016/j.
cell.2014.11.021. PMID:25497547

17. van Steensel B, Belmont AS. Lamina-associated domains:
links with chromosome architecture, heterochromatin,
and gene repression. Cell. [Internet] 2017;169:780–91.
Available from: https://doi.org/10.1016/j.cell.2017.04.022
https://doi.org/10.1016/j.cell.2017.04.022.

18. Brant L, Georgomanolis T, Nikolic M, Brackley CA, Kolo-
vos P, van Ijcken W, Grosveld FG, Marenduzzo D, Papan-
tonis A. Exploiting native forces to capture chromosome
conformation in mammalian cell nuclei. Mol Syst Biol.
[Internet] 2016;12:891. Available from: http://msb.embo
press.org/lookup/doi/10.15252/msb.20167311 https://doi.
org/10.15252/msb.20167311.

19. Beagrie RA, Scialdone A, Schueler M, Kraemer DCA, Cho-
talia M, Xie SQ, Barbieri M, de Santiago I, Lavitas L-M,
Branco MR, et al. Complex multi-enhancer contacts cap-
tured by genome architecture mapping. Nat. [Internet]
2017;543:519–24. Available from: http://www.nature.com/
doifinder/10.1038/nature21411 https://doi.org/10.1038/
nature21411.

20. Vietri Rudan M, Barrington C, Henderson S, Ernst C, Odom
DT, Tanay A, Hadjur S. Comparative Hi-C reveals that CTCF
underlies evolution of chromosomal domain architecture.
Cell Rep. 2015;10:1297–309. PMID:25732821https://doi.org/
10.1016/j.celrep.2015.02.004.

21. Hughes JR, Roberts N, McGowan S, Hay D, Giannou-
latou E, Lynch M, De Gobbi M, Taylor S, Gibbons R,
Higgs DR. Analysis of hundreds of cis-regulatory

NUCLEUS 29

http://www.sciencedirect.com/science/article/pii/S2452310017300173
https://doi.org/10.1016&sol;j.coisb.2017.01.003
https://doi.org/10.1016&sol;j.coisb.2017.01.003
https://doi.org/10.1038&sol;nature11049
https://doi.org/10.1038/nature11082%5Cnhttp://www.nature.com/doifinder/10.1038/nature11082
https://doi.org/10.1038/nature11082%5Cnhttp://www.nature.com/doifinder/10.1038/nature11082
https://doi.org/10.1038/nature11082%5Cnhttp://www.nature.com/doifinder/10.1038/nature11082
https://doi.org/10.1038&sol;nature11082
https://doi.org/10.1126&sol;science.1181369
http://cshperspectives.cshlp.org/content/2/3/a003889.abstract
https://elifesciences.org/articles/25776
https://doi.org/10.1016&sol;j.celrep.2016.04.085
https://doi.org/27210764
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=4664323&tool=pmcentrez&rendertype=abstract
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=4664323&tool=pmcentrez&rendertype=abstract
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=4664323&tool=pmcentrez&rendertype=abstract
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=4664323&tool=pmcentrez&rendertype=abstract
http://biorxiv.org/content/early/2017/01/07/095802.abstract
http://biorxiv.org/content/early/2017/01/07/095802.abstract
https://doi.org/10.1016&sol;j.cell.2017.05.004
https://doi.org/10.1038&sol;nature24281
http://www.nature.com/nature/journal/vaap/ncurrent/full/nature24281.html
http://www.nature.com/nature/journal/vaap/ncurrent/full/nature24281.html
https://doi.org/10.1038&sol;nature24281
https://doi.org/28475897
https://doi.org/10.1016&sol;j.cell.2017.04.013
http://biorxiv.org/content/early/2017/05/18/139782.abstract
http://biorxiv.org/content/early/2017/05/18/139782.abstract
http://biorxiv.org/content/early/2017/08/18/177444.abstract
http://biorxiv.org/content/early/2017/08/18/177444.abstract
http://biorxiv.org/content/early/2017/08/17/177766.abstract
http://biorxiv.org/content/early/2017/08/17/177766.abstract
https://doi.org/10.1016&sol;j.cell.2014.11.021
https://doi.org/25497547
https://doi.org/10.1016&sol;j.cell.2017.04.022
https://doi.org/10.1016&sol;j.cell.2017.04.022
http://msb.embopress.org/lookup/doi/10.15252/msb.20167311
http://msb.embopress.org/lookup/doi/10.15252/msb.20167311
https://doi.org/10.15252&sol;msb.20167311
http://www.nature.com/doifinder/10.1038/nature21411
http://www.nature.com/doifinder/10.1038/nature21411
https://doi.org/10.1038&sol;nature21411
https://doi.org/10.1038&sol;nature21411
https://doi.org/25732821
https://doi.org/10.1016&sol;j.celrep.2015.02.004


landscapes at high resolution in a single, high-through-
put experiment. Nat Genet. [Internet] 2014;46:205–12.
Available from: https://doi.org/10.1038/ng.2871 https://
doi.org/10.1038/ng.2871.

22. Mifsud B, Tavares-Cadete F, Young AN, Sugar R, Schoen-
felder S, Ferreira L,Wingett SW, Andrews S, GreyW, Ewels
PA, et al. Mapping long-range promoter contacts in human
cells with high-resolution capture Hi-C. Nat Genet. [Inter-
net] 2015;47:598–606. Available from: https://doi.org/
10.1038/ng.3286 https://doi.org/10.1038/ng.3286.

23. Schoenfelder S, Furlan-Magaril M, Mifsud B, Tavares-Cadete
F, Sugar R, Javierre B-M, Nagano T, Katsman Y, Sakthidevi
M, Wingett SW, et al. The pluripotent regulatory circuitry
connecting promoters to their long-range interacting ele-
ments. Genome Res. [Internet] 2015;25:582–97. Available
from: http://genome.cshlp.org/content/25/4/582.abstract
https://doi.org/10.1101/gr.185272.114.

24. Symmons O, Uslu VV, Tsujimura T, Ruf S, Nassari S,
Schwarzer W, Ettwiller L, Spitz F. Functional and topolog-
ical characteristics of mammalian regulatory domains.
Genome Res. [Internet] 2014;24:390–400. Available from:
http://genome.cshlp.org/content/24/3/390.abstract https://
doi.org/10.1101/gr.163519.113.

25. Tang Z, LuoOJ, Li X, ZhengM, Zhu JJ, Szalaj P, Trzaskoma P,
Magalska A, Wlodarczyk J, Ruszczycki B, et al. CTCF-medi-
ated human 3D genome architecture reveals chromatin topol-
ogy for transcription. Cell. 2015;163:1611–27. PMID:2668
6651https://doi.org/10.1016/j.cell.2015.11.024.

26. DengW, Lee J,WangH,Miller J, Reik A, Gregory PD, DeanA,
Blobel GA. Controlling long-range genomic interactions at a
native locus by targeted tethering of a looping factor. Cell.
[Internet] 2012;149:1233–44. Available from: http://www.scien
cedirect.com/science/article/pii/S0092867412005880 https://
doi.org/10.1016/j.cell.2012.03.051.

27. FlavahanWA, Drier Y, Liau BB, Gillespie SM, Venteicher AS,
Stemmer-RachamimovAO, Suv�aML, Bernstein BE. Insulator
dysfunction and oncogene activation in IDHmutant gliomas.
Nature. [Internet] 2015;529:110–4. Available from: http://
www.nature.com/doifinder/10.1038/nature16490 https://doi.
org/10.1038/nature16490.

28. Lupianez DG, Kraft K, Heinrich V, Krawitz P, Brancati F,
Klopocki E, Horn D, Kayserili H, Opitz JM, Laxova R,
et al. Disruptions of topological chromatin domains cause
pathogenic rewiring of gene-enhancer interactions. Cell.
2015;161:1012–25. PMID:25959774https://doi.org/
10.1016/j.cell.2015.04.004.

29. Dekker J, Mirny L. The 3D genome as moderator of chro-
mosomal communication. Cell. 2016;164:1110–21.
PMID:26967279https://doi.org/10.1016/j.cell.2016.02.007.

30. Pope BD, Ryba T, Dileep V, Yue F, Wu W, Denas O, Vera
DL, Wang Y, Hansen RS, Canfield TK, et al. Topologically
associating domains are stable units of replication-timing
regulation. Nature. [Internet] 2014; 515:402–5. Available
from: https://doi.org/10.1038/nature13986 https://doi.org/
10.1038/nature13986.

31. Ohlsson R, Renkawitz R, Lobanenkov V. CTCF is a
uniquely versatile transcription regulator linked to

epigenetics and disease. Trends Genet. 2001;17:520–7.
PMID:11525835https://doi.org/10.1016/S0168-9525(01)
02366-6.

32. Ghirlando R, Felsenfeld G. CTCF: making the right connec-
tions. Genes Dev. 2016;30:881–91. PMID:27083996https://
doi.org/10.1101/gad.277863.116.

33. Martinez SR, Miranda JL. CTCF terminal segments are
unstructured. Protein Sci. [Internet] 2010;19:1110–6.
Available from: http://www.pubmedcentral.nih.gov/article
render.fcgi?artid = 2868253&tool = pmcentrez&render
type = abstract https://doi.org/10.1002/pro.367.

34. Ivanov D, Nasmyth K. A topological interaction between
cohesin rings and a circular minichromosome. Cell.
[Internet] 2005;122:849–60. Available from: https://doi.
org/10.1016/j.cell.2005.07.018 https://doi.org/10.1016/j.
cell.2005.07.018.

35. Skibbens RV. Of rings and rods: regulating cohesin
entrapment of DNA to generate intra- and intermo-
lecular tethers. PLoS Genet. 2016;12:e1006337.
PMID:27788133https://doi.org/10.1371/journal.pgen.10
06337.

36. Fudenberg G, Imakaev M. FISH-ing for captured contacts:
towards reconciling FISH and 3C. Nat Meth. [Internet]
2017;14:673–8. Available from: https://doi.org/10.1038/
nmeth.4329 https://doi.org/10.1038/nmeth.4329.

37. Finn E, Pegoraro G, Brandao HB, Valton A-L, Oomen
ME, Dekker J, Mirny L, Misteli T. Heterogeneity and
intrinsic variation in spatial genome organization. bioRxiv.
[Internet] 2017; Available from: http://biorxiv.org/con
tent/early/2017/08/03/171801.abstract

38. Giorgetti L, Galupa R, Nora EP, Piolot T, Lam F, Dekker J,
Tiana G, Heard E. Predictive polymer modeling reveals cou-
pled fluctuations in chromosome conformation and tran-
scription. Cell. 2014;157:950–63. PMID:24813616https://doi.
org/10.1016/j.cell.2014.03.025.

39. Ba�u D, Sanyal A, Lajoie BR, Capriotti E, Byron M, Law-
rence JB, Dekker J, Marti-Renom MA. The three-dimen-
sional folding of the a-globin gene domain reveals
formation of chromatin globules. Nat Struct Mol Biol.
2011;18:107–14. PMID:21131981https://doi.org/10.1038/
nsmb.1936.

40. Ulianov S V, Tachibana-Konwalski K, Razin S V. Single-
cell Hi-C bridges microscopy and genome-wide sequenc-
ing approaches to study 3D chromatin organization. Bio-
Essays. [Internet] 2017;39(10):1700104-n/a. Available
from: https://doi.org/10.1002/bies.201700104

41. Flyamer IM, Gassler J, Imakaev M, Brand~ao HB, Ulianov
SV, Abdennur N, Razin SV, Mirny LA, Tachibana-Kon-
walski K. Single-nucleus Hi-C reveals unique chromatin
reorganization at oocyte-to-zygote transition. Nature.
[Internet] 2017;544:110–4. Available from: https://doi.org/
10.1038/nature21711 https://doi.org/10.1038/nature21711.

42. Davidson IF, Goetz D, Zaczek MP, Molodtsov MI, Huis in
’t Veld PJ, Weissmann F, Litos G, Cisneros DA, Ocampo-
Hafalla M, Ladurner R, et al. Rapid movement and tran-
scriptional re-localization of human cohesin on DNA.
EMBO J. [Internet] 2016;36(21):3097–3267. Available

30 A. S. HANSEN ET AL.

https://doi.org/10.1038&sol;ng.2871
https://doi.org/10.1038&sol;ng.2871
https://doi.org/10.1038&sol;ng.3286
http://genome.cshlp.org/content/25/4/582.abstract
https://doi.org/10.1101&sol;gr.185272.114
http://genome.cshlp.org/content/24/3/390.abstract
https://doi.org/10.1101&sol;gr.163519.113
https://doi.org/2668<?A3B2 re 3j?>6651
https://doi.org/10.1016&sol;j.cell.2015.11.024
http://www.sciencedirect.com/science/article/pii/S0092867412005880
http://www.sciencedirect.com/science/article/pii/S0092867412005880
https://doi.org/10.1016&sol;j.cell.2012.03.051
http://www.nature.com/doifinder/10.1038/nature16490
http://www.nature.com/doifinder/10.1038/nature16490
https://doi.org/10.1038&sol;nature16490
https://doi.org/25959774
https://doi.org/10.1016&sol;j.cell.2015.04.004
https://doi.org/10.1016&sol;j.cell.2016.02.007
https://doi.org/10.1038&sol;nature13986
https://doi.org/10.1038&sol;nature13986
https://doi.org/10.1016&sol;S0168-9525(01)02366-6
https://doi.org/10.1016&sol;S0168-9525(01)02366-6
https://doi.org/27083996
https://doi.org/10.1101&sol;gad.277863.116
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2868253&tool=pmcentrez&rendertype=abstract
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2868253&tool=pmcentrez&rendertype=abstract
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2868253&tool=pmcentrez&rendertype=abstract
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2868253&tool=pmcentrez&rendertype=abstract
https://doi.org/10.1002&sol;pro.367
https://doi.org/10.1016&sol;j.cell.2005.07.018
https://doi.org/10.1016&sol;j.cell.2005.07.018
https://doi.org/10.1371&sol;journal.pgen.10<?A3B2 re 3j?>06337
https://doi.org/10.1371&sol;journal.pgen.10<?A3B2 re 3j?>06337
https://doi.org/10.1038&sol;nmeth.4329
https://doi.org/10.1038&sol;nmeth.4329
http://biorxiv.org/content/early/2017/08/03/171801.abstract
http://biorxiv.org/content/early/2017/08/03/171801.abstract
https://doi.org/24813616
https://doi.org/10.1016&sol;j.cell.2014.03.025
https://doi.org/10.1038&sol;nsmb.1936
https://doi.org/10.1038&sol;nsmb.1936
https://doi.org/10.1002&sol;bies.201700104
https://doi.org/10.1038&sol;nature21711


from: http://emboj.embopress.org/content/early/2016/10/
31/embj.201695402.abstract https://doi.org/10.15252/
embj.201695402.
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