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SUMMARY

Forced expression of reprogramming factors can
convert somatic cells into induced pluripotent stem
cells (iPSCs). Here we studied genome topology dy-
namics during reprogramming of different somatic
cell types with highly distinct genome conforma-
tions. We find large-scale topologically associated
domain (TAD) repositioning and alterations of tissue-
restricted genomic neighborhoods and chromatin
loops, effectively erasing the somatic-cell-specific
genome structures while establishing an embryonic
stem-cell-like 3D genome. Yet, early passage iPSCs
carry topological hallmarks that enable recognition
of their cell of origin. These hallmarks are not rem-
nants of somatic chromosome topologies. Instead,
the distinguishing topological features are acquired
during reprogramming, as we also find for cell-of-
origin-dependent gene expression patterns.

INTRODUCTION

Somatic cells can be reprogrammed into induced pluripotent
stem cells (iPSCs) by overexpression of the transcription factors
OCT4, SOX2, KLF4, and MYC (OSKM) (Takahashi and Yama-
naka, 2006). Regardless of tissue origin, IPSCs possess full
developmental potential in vitro, form teratomas in vivo, and
are even capable of generating “all-iPSC mice” after injection
into tetraploid blastocysts (Zhao et al., 2009). Their ability to
contribute to all tissues makes iPSCs attractive for disease
modeling and for regenerative medicine. Recently, it was re-
ported that the differentiation propensity of iPSCs reflects the tis-
sue of origin, such that neural-derived iPSCs more readily differ-
entiate into neurons, and blood-cell-derived iPSCs are biased
toward the hematopoietic lineage (Bar-Nur et al., 2011; Kim
et al., 2010; Nishino et al., 2011; Polo et al., 2010). This tissue
of origin memory has been shown to be associated with differ-
ences in epigenetic features. Residual DNA methylation marks
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were found at promoters in early iPSCs, presumably stably
silencing genes that act in specifying lineages other than the
donor cell type (Kim et al., 2010). Early passage iPSCs obtained
from different cell types were also found to have distinct gene
expression profiles. Some of the distinguishing genes appeared
to show residual cell-of-origin-specific transcription, which was
interpreted to reflect memory of the transcriptional status in
founder cells (Polo et al., 2010). The founder-dependent tran-
scription and DNA methylation profiles were lost upon prolonged
passaging of the iPSCs or after treatment with chromatin-modi-
fying drugs (Kim et al., 2010; Polo et al., 2010).

Different cell types also show distinct 3D chromatin structures
(Dixon et al., 2015; Rao et al., 2014), and genome topology is
increasingly appreciated as an important contributor to genome
functioning. Chromosomes can be subdivided into topologically
associated domains (TADs), structural units within which se-
quences preferentially contact each other (Dixon et al., 2012;
Nora et al., 2012; Sexton et al., 2012). TADs serve to physically
restrain interactions of enhancers with their target gene pro-
moters (Nora et al., 2012). TAD organization is relatively stable
during development, but contacts within TADs can dynamically
change between cell types (Phillips-Cremins et al., 2013). While
some enhancer-promoter contacts seem tissue invariant, others
are specifically established during differentiation, contributing to
tissue-specific transcription programs (de Laat and Duboule,
2013; Rao et al., 2014). To what degree this is also true for higher
levels of structural chromatin organization is not fully understood
yet, but some TADs switch between genomic neighborhoods, or
compartments, in a cell-type-dependent manner (Dixon et al.,
2015; Rao et al., 2014). The genome of embryonic stem cells
(ESCs), for example, uniquely brings together distal chromo-
somal regions that are densely packed with pluripotency factors,
which creates a configuration proposed to contribute to mainte-
nance of pluripotency (de Wit et al., 2013). Furthermore, it has
been shown that the pluripotency genes Nanog and Oct4
make specific long-range interactions in ESC and iPSCs, which
are lost during differentiation (Apostolou et al., 2013; Denholtz
et al., 2013; Wei et al., 2013). However, little is known to what
extent the overall 3D genome of somatic cells and their iPS de-
rivatives differ, how stable such differences are, and how similar
the 3D configurations of iPSC and ESC genomes are.
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Figure 1. Generation of p3 and p20 iPSCs from Somatic Cells Isolated from Reprogrammable Mice
(A) Schematic representation of the generation and analysis of p3 and p20 iPSCs from pre-B cells, neural stem cells (NSCs), macrophages (M®), and mouse
embryonic fibroblasts (MEFs) isolated from reprogrammable, OSKM-inducible, Oct4-GFP reporter mice. P3 iPS lines show ESC characteristics. See also

Figure S1.

(B) P3 iPSCs derived from pre-B cells, NSC, M® and MEF show characteristic ESC-like morphology and express GFP from the Oct4-GFP reporter and NANOG

and SSEA-1 proteins.
(C) Chimeras generated by blastocyst injection of p3 iPSCs.

Here we show that somatic cell reprogramming is accompa-
nied by massive changes in genome topology, which, irrespec-
tive of the cell type of origin, converge on the 3D structure of
the pluripotent genome. Despite this, distinct topological fea-
tures separate early passage iPSCs according to their cell type
of origin, and these differences seem to be acquired during re-
programming in a founder-cell-dependent manner.

RESULTS

To study how reprogramming of somatic cells affects nuclear or-
ganization, we used reprogrammable, OSKM-inducible, mice
(Carey et al., 2010). We generated three independent iPS cell
lines each from four different founder cell types, i.e., pre-B cells,
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bone-marrow-derived macrophages (M®), neural stem cells
(NSCs), and mouse embryonic fibroblasts (MEFs) (Figure 1A).
iPSCs were established after picking of doxy-independent col-
onies at day 20 of reprogramming (15 days of reprogramming
in the presence of doxy + 5 days without doxy) and were
expanded for an additional 3 passages or 20 passages to obtain
early (p3) and late (p20) passage iPS lines, respectively. Both p3
and p20 passage iPSC lines showed characteristic ESC-like
morphology, expressed markers of pluripotency, as shown by
immunofluorescence and fluorescence-activated cell sorting
(FACS), and could be maintained in a transgene-independent
manner (Figures 1B, 2A, and S1A). Furthermore, p3 iPSCs
derived from each cell type gave rise to chimeras upon blasto-
cyst injection (Figure 1C). Importantly, embryoid bodies (EBs)



obtained from the various p3 iPSC lines showed a differentiation
bias toward the cell type of origin (Figure S1B). EBs derived from
pre-B-iPSCs and M®-iPSCs showed higher expression of the
hematopoietic-associated genes Cd45, Cd41, Itgam (Mac-1),
and Hoxb4, while the neuronal-associated genes Nestin and
Pax6 were more highly expressed in EBs derived from NSC-
iPSCs. In contrast, the endoderm associated gene Sox7 showed
no such a bias (Figure S1C). The blood and neural origin bias was
lostin p20iPSCs (Figure S1D). These findings confirm the tissue-
of-origin memory of early passage iPSCs described previously
(Bar-Nur et al., 2011; Kim et al., 2010; Polo et al., 2010).

To systematically compare the transcriptomes of the four
founder cell types and of their iPSC derivatives, we performed
genome-wide expression analysis. Pre-Bs, NSCs, M®s, and
MEFs had highly divergent transcription profiles yet were very
similar between biological duplicates (Figure 2B). We identified
13,880 unique genes that were differentially expressed (at an
FDR of 0.01) by the four cell types. Reprogramming of the
four somatic cells resulted in loss of tissue-specific expression
programs and yielded transcriptomes that highly correlated
between all iPS lines and strongly corresponded to an ESC-
like expression pattern (Figures 2A and 2B). Similarly, active
enhancer profiles, as defined by histone H3 lysine 27 acetylation
(H3K27ac) were also very different between founder cells
(Creyghton et al., 2010; Lane et al., 2014; Yue et al., 2014) (Fig-
ure 2D) but became highly similar after reprogramming in all
iPSCs (Figures 2C and 2E), with cell-of-origin-specific sites hav-
ing very little residual enhancer marks (Figure 2D).

Although expression profiles in both p3 and p20 iPSCs were
highly correlated, unsupervised hierarchical clustering of the
transcription profiles revealed that p3 passage iPSCs derived
from the same cell of origin clustered together (Figure 2F).
Indeed, 1717 unique genes were differentially expressed (FDR
of 0.05) between p3 iPSCs derived from different founders.
This indicated that the cell type of origin left a mark on transcrip-
tion in fully reprogrammed p3 passage iPSCs. In contrast, p20
iPSCs showed clearly reduced gene expression clustering (Fig-
ure S2A) and only two genes with reproducibly founder-depen-
dent differential expression (FDR of 0.05). This is consistent
with previous reports demonstrating that iPSCs transiently retain
cell-type-of-origin differences in gene expression (Kim et al.,
2010; Polo et al., 2010). To further understand transcriptional dif-
ferences and similarities between p3 passage iPSCs derived
from different cell types, we performed k-means clustering and
identified seven clusters of genes in p3 iPSCs (Figure 2G). To
determine whether their differential expression echoed previ-
ously established transcription patterns in the cells of origin,
we calculated the correlation in expression on a gene-by-gene
basis between founders and iPSCs. For p3 iPSCs the expression
of genes in most clusters showed little correlation with that of the
founders, with the exception of cluster 2 (Figures 2G and S2B)
(p < 0.001, Wilcoxon rank sum test). In agreement, Gene
Ontology analysis using Webgestalt (Zhang et al., 2005) only
showed a clear enrichment of functional categories for cluster
2, namely for genes involved in the immune system and collagen
(Figure S2C). Consistent with this annotation, genes in this clus-
ter are highly expressed in M®-p3 iPSCs and in MEF-p3 iPSCs
but not in NSC-derived iPSCs. Vice versa, when we clustered
genes according to tissue-specific expression patterns in the

founders, we also found no indications for systematic memory
of cell-type-specific expression programs in the corresponding
p3 and p20 iPSCs (Figure S2D). Furthermore, when we selected
tissue-specific genes based on their >4-fold higher expression in
one of the founding somatic cell lines compared the other three,
we found that none of the genes maintained this difference in
transcriptional output in the corresponding iPSCs. Only when
we lowered the threshold for differential expression among
iPSCs to 1.4-fold, a small number of genes (22) were reproduc-
ibly scored across all lineages (16 for M®, 5 for pre-B, 1 for MEF,
and 0 for NSC) as having a founder-specific expression profile.
Collectively, this showed that overall cell-type-specific expres-
sion programs were efficiently erased and replaced by ESC-
like transcription programs during reprogramming. In addition,
reproducible cell-type-of-origin-specific gene expression pat-
terns exist in p3 iPSCs, although only for one gene cluster this
is related to a founder-specific gene expression program. The re-
maining founder-dependent gene expression patterns in p3
iPSCs appear reproducibly acquired during reprogramming,
possibly as a consequence of cell-type-specific reprogramming
events.

Reprogramming Is Accompanied by Massive
Chromosome Topology Changes

To investigate how nuclear organization changes during reprog-
ramming, we used a frequently cutting restriction enzyme (Dpnll)
to generate genome-wide Hi-C contact maps for each of the four
founder cell types and their respective p3 and p20 iPSC deriva-
tives. We prepared Hi-C data from two to three independent
clones (with the exception of the NSC founder, from which only
one Hi-C library was created), which we combined for each
cell type, resulting in Hi-C maps based on 39-72M valid reads
(Table S1).

We first compared the overall chromosome organization of the
different cell types by partitioning the genome into regions of
300kb and plotting all interactions between these regions as a
heatmap and a correlation heatmap (Figure 3A; Table S2). As ex-
pected, most interactions occurred in cis and at close distance,
although many long-range contacts beyond the level of TADs
can be observed. Closer inspection of the heatmaps revealed
clear differences in genome folding between the different so-
matic cell types. Reprogramming erased many of these tissue-
specific configurations and created a 3D genome that was highly
similar between all iPS lines. Previous Hi-C studies have shown
that chromosomal regions can be segregated into two main nu-
clear compartments (Lieberman-Aiden et al., 2009). Regions
within the same compartment preferentially interacted with
each other and were highly enriched for, respectively, active
(compartment A) or inactive chromatin (compartment B) (Lieber-
man-Aiden et al., 2009). We found that the distribution of
genomic regions between these compartments differed strongly
between the somatic lines (Figures 3A-3C), with 28% of the
genome located in a different compartment in at least one of
the founders. This percentage is not very different from the
36% of the genome that was found to change compartments
during in vitro differentiation (Dixon et al., 2015). Genes tissue
specifically residing in the A compartment showed increased
expression levels in the corresponding cell type, while those tis-
sue specifically located in the B compartment showed reduced
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transcriptional output as compared with that in the other tissues
(Figure S3). An example of such a gene (Ly6d) with tissue-spe-
cific activity and corresponding nuclear location in pre-B cells
is shown in Figure 3D.

For every cell type of origin, reprogramming efficiently erased
the tissue-specific division of genomic regions over the A and B
compartments and induced a compartment structure that is
very similar to what is found in ESCs (Figures 3A-3C). Already
in p3 passage iPSCs, 99.9% of the genome resided in identical
compartments, which increased to 99.95% in p20 iPSCs. For
example, Sox2 was found to be expressed and located in the
active compartment in NSCs, but inactive and located in the B
compartment in the other somatic cell types. Reprogramming
induced the expression of endogenous Sox2 and relocated the
gene to the active compartment in iPSCs derived from pre-B,
M®, and MEF (Figure 3E). Genes that switched compartments
during reprogramming changed their expression levels more
often than genes that did not switch compartments (Figure 3F),
with genes relocating from B to A showing an overall increase
in expression, and vice versa, genes switching from A to B
showing an overall reduction in expression in iPSCs. A similar,
albeit more subtle, correlation between expression changes
and compartment switching was observed before during
in vitro differentiation (Dixon et al., 2015).

These data demonstrate that somatic founder cells generally
structure their chromosomes very differently, but reprogram-
ming induces these differences to disappear and genomes to
adopt an ESC-like higher order structure (Figure 3C). Thus, inde-
pendently of the somatic founder cell type, reprogramming into
iPSCs leads to a convergence of the 3D genomes to an ESC-
like topology.

Reprogramming Establishes Topological Hallmarks of
the Pluripotent Genome

The pluripotent genome was previously found to have some
unique topological features (de Wit et al., 2013; Denholtz et al.,
2013). One such hallmark is the preferential long-range contacts
between regions with high-density binding sites of the pluripo-
tency factors NANOG, OCT4, and SOX2 (de Wit et al., 2013).
To understand whether reprogramming reshapes the genome
to establish this ESC-specific configuration, we performed
paired-end spatial chromatin analysis (PE-SCAn), an algorithm
combining ChIP-seq data with Hi-C data (de Wit et al., 2013).
PE-SCAn applied to founder cells showed, as expected, no
spatial clustering of NANOG-, OCT4-, and SOX2-rich regions.
P3 passage iPSCs, however, did show strong preferential clus-

tering of these regions (Figures 4A and 4B). This indicates that
during reprogramming chromosomes are refolded such that
clusters of binding sites of pluripotency factors contact each
other in nuclear space. We found that 3D configurations specific
for somatic cells were simultaneously lost during reprogram-
ming. For example, regions dense in binding sites of PU.1,
an essential factor for the development of immune cells,
showed preferential contacts in pre-B cells but not in the other
somatic cell types or in p3 iPSCs, including the pre-B-cell-
derived lines (Figure 4A). Another interesting example is SOX2,
which is expressed both in NSCs and iPSCs but binds to a
completely different repertoire of sites in the two cell types (Lo-
dato et al., 2013). PE-SCAnN analysis revealed that the NSC-spe-
cific SOX2-associated regions exclusively clustered in NSCs,
whereas the ES-specific SOX2-bound regions only did so in
iPSCs (Figure 4B). Altogether, the results demonstrate that re-
programming reshapes the genome to erase somatic cell-type-
specific topological features and establishes a conformation
unique to the pluripotent cell genome.

Reprogramming Alters Domain Organization

Our data so far established that the relative positioning of chro-
mosomal regions is strongly reorganized during reprogramming,
raising the question whether this is also true for more local topo-
logical features such as TADs. To assess how domain organiza-
tion is affected by reprogramming, we annotated TADs in the
Hi-C map from p3 passage iPSCs (Table S3, with a size range
of 20.4 kb to 7.6 Mb, median size 526 kb) and compared chro-
matin interactions in these domains between all cell types.

Recently various reports introduced a domain score, a mea-
sure for the degree of connectivity within a TAD (Chandra
et al., 2015; Dixon et al., 2015). For each TAD we calculated
this domain score as the fraction of intradomain contacts over
its total number of cis contacts (Figure 4C). As seen before
(Dixon et al., 2015), genes in domains with a high domain score
showed higher expression than genes in domains with a lower
score (Figure S4A). A high domain score therefore does not
reflect compaction, but rather compartmentalization of the
domain. In agreement, lamina-associated domains (LADs),
which have been linked with compacted chromatin (Peric-
Hupkes et al., 2010), overlapped mostly with TADs that had a
low domain score (Figure S4B).

Comparing the domain score between the different Hi-C maps
revealed a strong correlation between biological replicates,
but not between different somatic cell types (Figure 4D). Tis-
sue-specific genes often resided in TADs with an above average,

Figure 2. Cell of Origin Influences Gene Expression in p3 iPSCs

(A) Heatmap showing the expression of pluripotency genes in founder cells and p3 iPSCs.
(B) Correlation matrix (Spearman’s p) of expression data of founder cells, p3 iPSCs, p20 iPSCs, and E14 ESC (n = 2 for all).
(C) Correlation matrix (Spearman’s p) of H3K27ac ChlP-seq of pro-B, M®, MEFs, NSCs, and p3 iPSCs.

(D) Heatmap representing H3K27ac enrichment in pro-B, M®, MEFs, NSCs, and p3 iPSC. The coverage within 3-kb upstream and downstream of the summit of
each H3K27ac peak was calculated and shown for the indicated cell types.

(E) Heatmap representing H3K27ac enrichment in pro-B, M®, MEFs, NSCs, and p3 iPSCs (similar to D). Genomic regions are the combined ChIP-seq peaks
identified in p3 iPSCs.

(F) Unsupervised hierarchical clustering of the transcription profiles of p3 iPSCs.

(G) k-means clustering of 1,717 differentially expressed genes between the p3 iPSCs. Relative expression change of each differentially expressed gene (as
compared with their median expression level across all experiments) is indicated for the founder cells, p3 iPSC and p20 iPSC (n = 2, for every cell type). Clusters
and expression difference range (color gradient) are shown.

See also Figure S2.
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cell-type-specific, domain score (Figure S4C). Reprogramming
of the four cell types resulted in highly correlated domain scores
across all iPSCs and similar to the scores measured in ESCs
(Figure 4D). Thus, also at the intra-TAD level reprogramming
was accompanied by large-scale topological changes, resulting
in domains that overall are fairly uniformly organized between all
iPSC lines.

Chromatin Looping Changes at Tissue-Specific Genes
Although our datasets are relatively sparse compared with
published multibillion read datasets (Rao et al., 2014), we
could clearly see chromatin loops at multiple sites in the
genome (exemplified for two genes in Figure 5A). To identify
chromatin loops in a systematic manner, we developed an al-
gorithm that deals with relatively sparse data (see Supple-
mental Experimental Procedures). We combined all the p3
iPSC line data into a dataset that contained over 220 million
unique contacts. Based on these data, we identified 5,168
chromatin loops, 97% of which were found within a TAD (Table
S4). The median loop size was 249 kb; 5% spanned less than
99 kb, and 5% spanned more than 590 kb. Intersecting these
loops with CTCF binding sites observed by ChIP-seq in the
iPSCs (see below) revealed that 67% of the chromatin loops
were formed between pairs of CTCF sites. Consistent with
previous reports (Rao et al., 2014), the participating CTCF sites
were found overwhelmingly oriented in a convergent manner
(Figure S5A). Analysis of the Hi-C datasets of the founder tis-
sues revealed 2,741, 2,666, 846, 536 loops for pre-B cells,
NSCs, MEFs, and M®, respectively (Table S4), which is in
line with the number of informative read pairs sequenced per
library.

To study the structural dynamics during reprogramming at the
level of chromatin loops, we developed a Hi-C meta-loop anal-
ysis (Figure S5B). In this analysis, we aligned one of our Hi-C da-
tasets on the loop calling data from another Hi-C dataset, scaled
the data between the beginning and end of each loop, and
projected all contact maps on top of each other. The resulting
plots visualize whether loops scored in one tissue are overall
conserved in other tissues. When we performed a meta-loop
analysis of the p3 iPS loops in E14 ESC Hi-C data, we found a
strong enrichment of contacts at the site of the loops (Figure 5B),
showing that most loops called in iPSCs were conserved in
ESCs. When we intersected the same iPS loops with Hi-C data
from the founder tissues, we also found enrichment of contacts
at the site of the loops (shown for pre-B cells in Figure 5B). Thus,
the majority of chromatin loops scored in iPSCs is tissue
invariable.

We then defined founder-specific loops as those being pre-
sent in a given cell type but absent in all other somatic cell types.
We could identify tissue-specific loops in pre-B, NSC, and iPSCs
(346, 27, and 246, respectively). Genes associated with pre-B
cell-specific loops were expressed significantly higher in pre-B
cells than in the other cells (p < 0.0001, for all comparisons, Wil-
coxon rank sum test; Figures 5C and S5C), supporting the idea
that lineage-restricted chromatin loops contribute to tissue-spe-
cific transcriptional activity (Rao et al., 2014). We next asked
whether such somatic cell-type-specific loops are retained in
the corresponding iPSCs. Figure 5D shows that in general this
was not the case. When we took the pre-B cell-specific chro-
matin loops, the meta-loop plot of pre-B cell derived iPSCs no
longer showed preferential contacts between the loop anchors:
in fact, the plot looked identical to that of another iPS line or of
NSCs (Figure 5D). In all tissues, however, the intervening se-
quences appeared to form contact domains even in the absence
of an encompassing chromatin loop. The expression bias seen in
somatic cells (Figure 5C) disappeared with the loss of tissue-
specific loops during reprogramming. Thus, the genes involved
in pre-B-cell-specific chromatin loops, which are more highly
expressed in pre-B cells than in other somatic cells, showed
no residual increased expression in pre-B-derived iPSCs as
compared with other iPSCs (Figure S5D). In addition, when in-
specting individual gene loci, we could clearly see the disappear-
ance of tissue-specific chromatin loops. For example, lkaros,
Ctgf, Anks1b, and F7 loci all contained strong chromatin loops
in pre-B, MEF, NSC, and M®, respectively, of which most disap-
peared during reprogramming (Figure 5E). While the Hi-C metal-
oop analysis showed that the majority of founder-specific chro-
matin loops dissolve during reprogramming, it still remained
possible that rare but possibly important tissue-specific loops
are transmitted to their iPSC derivatives. To investigate this in
more detail, we visually inspected the 346 pre-B-specific loops
in the Hi-C datasets of pre-B cells and its reprogrammed deriv-
atives. Also, upon visual inspection, the great majority (326) of
these loops was found to dissolve upon reprogramming (for
example, see Figure 5E). Twenty pre-B cell loops also showed
an (often weak) looping signal in the pre-B derived p3 iPSCs,
but 17 of these also had a looping signal in one or more of the un-
related iPSCs (for examples, see Figure S5E). The three pre-B-
cell-specific loops that were transmitted to and exclusively
detectable in pre-B-derived iPSCs located near Mcl1, Ccdc69,
and Amph genes not known to be important for B cell identity.
We therefore find no evidence for looping memory and conclude
that tissue-specific chromatin loops near cell identity genes
effectively dissolve during reprogramming.

Figure 3. Reprogramming Is Accompanied by Massive Chromosome Topology Changes

(A) Normalized Hi-C contact frequency heatmap (top) and correlation heatmap (bottom) at 300-kb resolution for chr13.

(B) The first eigenvector of the Hi-C correlation matrix is plotted along the linear sequence of chr13 and used as the A (orange) and B (blue) compartment
segmentation. Grey bars indicate regions located in differential compartments in one of the cell lines.

C) Scatterplot of the eigenvector for all 300-kb regions in the genome comparing the founders (blue), the p3 iPSC (red), and the p3 iPSC compared with E14 ESC

black).

E) Expression and A/B compartment location of the Sox2 gene. Box indicates chromosomal position of Sox2.

F) Distribution of gene expression change for genes that switched from the B to A compartment (orange), from the A to the B (blue) or that did not switch
compartments (gray). Genes that relocated from the B compartment to the A compartment during reprogramming showed an increase in expression compared
with genes that did not switch compartments, while genes that switched from the A to the B compartment showed reduced expression in iPSCs.

(
(
(D) Expression and A/B compartment location of the pre-B-specific Ly6d gene. Box indicates chromosomal position of Ly6d. See also Figure S3.
(
(
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Figure 4. Reprogramming Establishes Topological Hallmarks of the Pluripotent Genome

(A) PE-SCAn analysis plots in which long-range intrachromosomal Hi-C contacts (>5 Mb) in pre-B and corresponding p3 iPSC are aligned to ChIP-seq binding site
clusters (more than five sites in 50 kb) of PU.1 in B cells (top) and OCT4 in ESCs (bottom).

(B) Same as (A), but using Hi-C data from NSC and corresponding p3 iPSC and SOX2 binding site clusters in NPCs (top) and ESCs (bottom).

(C) Schematic explaining the domain score.

(D) Correlation matrix (Spearman’s p) of the domain score for pre-B (n = 2), M® (n = 2), MEFs (n = 3), NSCs (n = 1) and p3 and p20 iPSCs derived from pre-B (n = 3),

M® (n = 3), MEFs (n = 3), and NSCs (n = 3).
See also Figure S4.

Next, we analyzed the iPSC-specific loops in more detail. In-
tersections with other Hi-C data showed that these loops were
also present in ESCs but absent in all founder Hi-C datasets (Fig-
ure 5F). This confirmed that they were formed de novo during re-
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programming and were specific for pluripotent cells. When we
checked the individual loci involved, we noticed that they often
contained pluripotency genes, including Sox2, Prdm14, Nanog,
Fgf4, and Sox1 (Figure 5G). Thus, while many chromatin loops,
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particularly those between domain boundaries, were conserved
between ESCs, iPSCs and somatic cells types, there were also
tissue-specific chromatin loops that contributed to cell-specific
expression programs. During reprogramming, most somatic
cell-specific loops were lost while new specific regulatory con-
tacts, often involving pluripotency genes, were established.

We considered the possibility that not all important pluripotent
loops are properly established during reprogramming. Our Hi-C
datasets were of insufficient resolution to conclusively analyze
this, but to get an impression, we focused on 207 loci previously
established to contain super-enhancers in ESCs (Whyte et al.,
2013), reasoning that the topologies of these loci are likely impor-
tant for pluripotency. We could appreciate chromatin loops at 84
of these loci in ESCs, 37 of which were not appreciable in our
pre-B Hi-C dataset. All but two of these loops were also detect-
able in the iPSC Hi-C data (for examples, see Figures S5F and
S5@G). The exceptions included the genes Tsc22d1 and, interest-
ingly, Sall4, a known key pluripotency gene, where ES-specific
loops were less appreciable in iPSCs. Sall4 expression was
nevertheless induced in all iPSCs (Figure 2A), making it difficult
to judge the functional significance of these differential DNA
contacts. We conclude that reprogramming is accompanied by
efficient loop formation at nearly all analyzed key pluripotent reg-
ulatory sequences, demonstrating that it robustly reshapes the
chromatin not only at the TAD but also at the sub-TAD level to
adopt a pluripotent conformation.

Acquisition of a Cell-of-Origin-Dependent 3D Genome
during Reprogramming
To further search for a possible topological memory during re-
programming, we asked whether structural domains exist which
keep a tissue-restricted positioning in either the A or B compart-
ment during reprogramming. As shown before, nearly all do-
mains adopted the same nuclear environment in p3 passage
iPSCs irrespective of their cell of origin (Figure 3). Only three
domains in pre-B cells and none in the other founder lines
were found to maintain a cell-of-origin-specific location during
reprogramming. The fact that only in pre-B cells a few domains
memorized their founder-specific location during reprogram-
ming suggests that topological memory during reprogramming,
if it exists, is not detectable at this level of genome organization.
We then looked at the domain score; as explained before, this
gives a measure for intra-TAD connectivity. Unsupervised hierar-
chical clustering based on the domain score revealed that, with
three exceptions, all p3iPSC lines clustered based on their cell of
origin (Figure 6A). Intriguingly, the three exceptions (one M¢, one
MEF, and one NSC-derived iPSC line) were the only three lines
showing aneuploidy, carrying an extra copy of a chromosome
(Figure SB6A). Such genomic instability during reprogramming

has been reported before (Weissbein et al., 2014). To identify
the domains with a cell-of-origin-specific topology, we carried
out k-means clustering on domain scores from p3 iPSCs lines
with a normal karyotype. Figure 6B shows clusters of domains
grouped according to conserved differences in domain score
across the four types of p3 iPSCs. Unexpectedly, the same
domain clusters in the founders showed uncorrelated scores
within and between tissues, indicating that the cell-of-origin-
dependent domain structures are not reflective of residual
founder-specific structures and therefore not a consequence
of 3D memory. To further understand, this we again performed
k-means clustering but now based on the domain scores
measured in the founder lines (Figure 6C). Seven distinct clusters
of domains with unique founder-dependent structures could be
delineated, but their tissue-restricted architectural features were
not appreciable in either p3 or p20 iPSCs and were therefore
efficiently erased during reprogramming. Indeed, there was no
significant overlap between the founder and p3 iPSC defining
domains (p = 0.3, hypergeometric test). Collectively, this shows
that the 3D genome of iPSCs carries features that allow linking
the cells to their cell of origin. These topological features, how-
ever, are not remnants of founder-specific 3D structures and
therefore do not reflect “memory.” Rather, we propose that
these distinguishing topological domain features are acquired
during reprogramming in a reproducible and cell-of-origin-
dependent manner.

Exploring the Cell-of-Origin-Dependent Topological
Features

To explore the origin of founder-dependent domain structures,
we first investigated whether they are associated with distinct
expression patterns in p3 iPSCs. For this, we intersected the
clusters of structural domains with the clusters of genes that
showed cell-of-origin-dependent expression patterns in p3
iPSCs. No correlation was observed (data not shown), not
even when considering all expressed genes in these domains
and asking whether the domains showed any distinguishable
transcriptional output in p3 iPSCs (Figure 6D). Thus, there seems
no (causal) relationship between domains having a cell-of-origin-
specific topology in p3 iPSCs and the expression of genes con-
tained within these domains.

One could speculate that the erasure of founder-specific tran-
scription programs is accompanied by tissue-restricted deposi-
tion of epigenetic marks at the corresponding genes, which, if
maintained during reprogramming, causes cell-of-origin-spe-
cific structural features in p3 iPSCs. To investigate this, we per-
formed an identical analysis as above, but now intersecting the
Hi-C data from p3 iPSCs with founder-specific transcriptome
data. Two iPSC clusters with cell-of-origin-specific domain

(B) Meta-loop analysis of all loops identified in p3 iPSCs. Hi-C data from all p3 iPSCs combined (upper triangle) are compared with Hi-C data from E14 ESC and
pre-B cells (lower triangle). Loops are scaled to have the same size. In addition to the loop itself also 50% of the genome upstream of the loop and 50% of the

genome downstream of the loop are shown. See also Figure S5.

(C) Absolute gene expression for genes located in pre-B-cell-specific loops.
(D) Meta-loop analysis of pre-B-specific loops.

(E) Hi-C interaction heatmap at the lkaros, Ctgf, Anks1b, and F7 loci.

(F) Meta-loop analysis of iPSC-specific loops.

(G) Hi-C interaction heatmap for pre-B cells (upper triangle) and pre-B p3iPSC (lower triangle) at the Sox2, Prdm14, Nanog, Fgf4, and Sox1 loci. Arrowheads at the
Sox2 and Nanog loci correspond to previously identified loops in ESC and iPSC using 3C and 5C (Apostolou et al., 2013; Kagey et al., 2010; Phillips-Cremins et al.,

2013).
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Figure 6. Cell-of-Origin-Specific 3D Genome Features in p3 iPSCs

(A) Unsupervised hierarchical clustering of the domain scores of p3 iPSCs.

(B) k-means clustering of TADs with differential domain scores between the p3 iPSCs. The relative domain score of each differential TAD is indicated.

(C) k-means clustering of TADs with differential domain scores between the founders. The relative domain score of each differential TAD is indicated.

(D) Absolute expression in the founders and in p3 iPSCs, of genes located in the clusters of TADs with differential domain scores at the p3 iPSC stage (see
Figure 6B).

(E) Heatmap representing differential CTCF peaks in MEF p3 iPSCs, showing their presence in all founders, p3 iPSCs, and p20 iPSCs.

See also Figure S6.
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Somatic cell reprogramming is accompanied by massive changes in the so-
matic-cell-specific 3D genome and expression program, which, irrespective of
the cell type of origin, induces convergence to an ESC-like 3D genome and
expression program. Despite this, distinct topological features and differential
gene expression separate p3 iPSCs according to their cell type of origin and
those seem acquired during reprogramming in a cell type of origin dependent
manner. These early iPSC distinct features are lost upon continued passaging.

scores were significantly enriched for genes with a founder-spe-
cific expression signature. Also, for some clusters, the overall
transcriptional output differed specifically in the corresponding
founder cells (Figure 6D).

Finally, we asked whether CTCF, a key chromatin architectural
protein, could be involved in the establishment of specific struc-
tural features during reprogramming. For this, we performed
CTCF ChIP-seq experiments, using a total of eight p3 and eight
p20 iPSC lines, i.e., in duplicate for all founder tissues (Fig-
ure S6B). Already at p3, 50091 CTCF binding sites were shared
between all eight iPSC lines. Reproducible, cell-of-origin-depen-
dent differential CTCF binding sites were also observed, but
these were relatively rare (327 for pre-B, 136 for NSC, 143 for
M®, and 116 for MEF iPSCs) and showed low ChIP-seq scores
(Figure S6C). Most of the differential cell-of-origin CTCF binding
sites in p3 iPSCs were still conserved in the corresponding p20
iPSCs (Figure 6F). However, they were not detectable as CTCF
bound sites in the corresponding founder cells, as judged from
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published ChlIP-seq data. Thus, as also concluded for founder-
associated expression patterns and domain structures, the
founder-associated CTCF binding events observed in p3 iPSCs
seem to have been acquired during reprogramming, rather than
representing memory. Moreover, they were not enriched in any
of the p3 passage structural domain clusters, implying that the
cell-of-origin-specific 3D genome features are not related to
rare and weak differential, cell-of-origin-associated, CTCF-bind-
ing events.

DISCUSSION

Our results demonstrate that somatic cell genomes have highly
distinct 3D structures that after cell reprogramming into iPSCs
converge into an ESC-like topology. We find that reprogramming
induces (1) large-scale switching of TADs between the A and B
compartments, (2) the disassembly of inter-TAD contacts medi-
ated by founder-specific transcription factors and the construc-
tion of new contacts mediated by pluripotency factors, and (3)
the disruption of founder-specific chromatin loops and de novo
establishment of pluripotent chromatin loops. Interestingly,
despite these massive structural reorganizations that reproduc-
ibly induce nearly identical, ESC-like, 3D genomes across all
different iPS cell lines, p3 passage iPSCs derived from different
somatic cell types can still be distinguished based on specific
genome topology features (Figure 7). The cells can also be
distinguished based on their expression signatures (Figure 2F),
as reported before (Polo et al., 2010). In addition to the cell-of-
origin-specific topological features and expression patterns
in iPSCs, we observe founder cell-associated CTCF-binding
events. However, differing from previous studies, our systematic
analyses suggest that in general the cell-of-origin-specific ex-
pression patterns in iPSC lines do not reflect residual expression
patterns inherited from the respective founders. Similarly, the
cell-of-origin-specific topological features that we observe in
iPSCs are not architectural features of the founder genomes
that survived topological reorganization during reprogramming.
The same is true for the cell-of-origin-dependent CTCF binding
events that we observe in iPSCs; we find no evidence that they
were already occupied by CTCF in the somatic founder cells.
Instead, in all instances, these patterns seem to be acquired dur-
ing reprogramming in a reproducible and cell-of-origin-specific
manner. The finding that expression of most cell-type-specific
genes can no longer be detected in iPSCs may reflect the fact
that efficient erasure of somatic-cell-specific transcription pro-
grams is a prerequisite for the establishment of a pluripotent
cell population (Buganim et al., 2013). Similarly, our data suggest
that iPSCs can only tolerate architectural fluctuations and
changes in CTCF binding events that do not challenge, via their
impact on gene expression, the establishment, and maintenance
of the pluripotent state. As such, we propose they represent
innocuous side effects of reprogramming.

The observation that iPSCs derived from different somatic cell
types have distinct transcriptional and genome topology fea-
tures seems best explained by assuming that different somatic
cell types follow distinct reprogramming trajectories. Consistent
with this idea, single-cell expression analyses during reprogram-
ming of MEFs into iPSCs identified the transient expression of a
unique set of surface markers absent in both fibroblasts and iPS



cells, revealing transitions through distinct intermediate stages
(Lujan et al., 2015; O’Malley et al., 2013). Furthermore, MEFs
may follow different paths, depending on the reprogramming
method used (Zunder et al., 2015). While little is known about
the reprogramming paths in cell types other than fibroblasts,
the reactivation sequence of pluripotency genes during reprog-
ramming has been shown to differ between MEFs and pre-B
cells (Buganim et al., 2012; Di Stefano et al., 2014; O’Malley
et al., 2013), supporting the idea that different cell types may
exhibit distinct reprogramming trajectories. Future research is
necessary to uncover the molecular basis of the correlation be-
tween the distinct reprogramming trajectories, tissue-specific
gene expression signatures, and genome topologies in the
different cell-of-origin-derived iPSCs.

It has been reported that low passage iPSCs harbor residual
DNA methylation signatures characteristic of their somatic tissue
of origin, and these have been suggested to explain the cells’
biases in differentiation potential (Kim et al., 2010). Whether
differential methylation is also linked to the distinct topological
features that we have observed in p3 iPSCs remains to be
investigated. However, given the effective replacement of a
founder-specific 3D genome by a pluripotent 3D genome during
reprogramming, plus the fact that the distinctive structural fea-
tures are subtle and not reflective of architectural hallmarks of
the founder genome, we consider it unlikely that the cell-of-
origin-specific differentiation bias seen in early iPSCs is a conse-
quence of specific topological features.

EXPERIMENTAL PROCEDURES

Additional information and details regarding this work may be found in the
Supplemental Experimental Procedures.

Reprogramming

Pre-B cells, MEFs, M®, and NSCs were isolated from a “reprogrammable
mouse” line containing a doxycycline-inducible OSKM cassette, the reverse
tetracycline transactivator (rtTA) (Carey et al., 2010), and an Oct4-GFP reporter
transgene (Boiani et al., 2002), as described (Di Stefano et al., 2014). Re-
programming experiments with pre-B cells were performed as previously
described (Di Stefano et al., 2014); with MEFs, macrophages and NSCs
were conducted by plating 100,000 cells per well on gelatinized plates seeded
with irradiated MEFs, using ESC medium supplemented with 2 ung/ml of doxy-
cycline. For the isolation of iPSC lines, doxycycline was washed out after
15 days of reprogramming, and colonies with ESC-like morphology were
picked at 20 days before further passaging. iPSC lines were expanded for
an additional 9 days (three passages) to obtain P3 iPS cell lines or for 20 pas-
sages to obtain P20 iPS cell lines. Detailed information on cell culture and char-
acterization of the iPSCs is provided in the Supplemental Experimental
Procedures.

ChiIP-Seq

ChlP experiments were performed as described previously (van Oevelen et al.,
2008) using an antibody against H3K27ac (ab4729, Abcam) and CTCF (Milli-
pore, 07-729). Detailed information is provided in the Supplemental Experi-
mental Procedures.

Hi-C

Pre-B cells, MEFs, NSCs, iPSCs, and E14 ESCs were cross-linked and further
processed as Dpnll 3C template, as previously described (Splinter et al., 2012).
Libraries for paired-end sequencing were generated from sonicated, ~500- to
800-bp size-selected, 3C templates using the TruSeq DNA LT Sample Prep
Kit (lllumina). Detailed information on Hi-C template generation and Hi-C
data analysis is provided in the Supplemental Experimental Procedures.

Hi-C eigenvalues, Domain segmentation in iPSC p3, and a list with genomic
coordinates of all the called chromatin loops can be found in the Tables S2,
S3, and S4, respectively.
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Figure S5

CTCEF orientation
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Figure S1. Differentiation bias in early passage iPSCs. Related to Figure 1.

(A) FACS analyses of early passage iPSCs, pre-B and naive ESC for the expression of the pluripotency
transcription factors OCT4 and SOX2, the surface marker SSEA-1 and for the stem cell specific dye CDy]l.
Essentially 100% of the different P3 iPS cell populations stained positive for these markers, similar to the
ESCs.

(B) Schematic representation of the expression analysis of selected lineage specific genes in day 6 embryoid
bodies (EBs) derived from iPSCs.

(C) Expression analysis of EBs derived from early passage iPSCs derived from pre-B (blue), NSC (green), M®
(red) and MEF (purple). Normalized against PGK. Error bars indicate s.d (n=3). Student’s t-test *p<0.05,
**p<0.01, ***p<0.001

(D) Expression analysis of EBs derived from late passage iPSCs derived from pre-B (blue), NSC (green), MO
(red) and MEF (purple). Normalized against PGK. Error bars indicate s.d (n=3). Student’s t-test *p<0.05,
**p<0.01, ***p<0.001

Figure S2. Cell-of-origin influences gene expression in early passage iPSCs in an indirect manner. Related to
Figure 2.

(A) Unsupervised hierarchical clustering of the transcription profiles of late passage iPSCs.

(B) Violin plots showing the Pearson correlation scores comparison of expression profiles in founder cells and
early passage iPSCs for all differentially expressed genes in the early passage iPSCs. Correlation scores are
stratified based on the clusters from the k-means clustering in p3 iPSCs,

(C) Gene Ontology analysis of genes located in k-means clusters indentified in early passage iPSCs. Enrichment
anlysis was done in WebGestalt (Zhang et al., 2005).

(D) k-means clustering of differentially expressed genes between pre-B, NSC, M® and MEF. Expression
change of each differentially expressed gene is indicated for the founder cells, early passage iPSC and late
passage iPSC (n=2).

Figure S3. Pearson correlation coefficients of the eigenvector with differential expression. Related to Figure 3.

A histogram shows the distribution of the correlation coefficient between the differential expression in the
founders and the eigenvector score from the Hi-C in the genomic region that contained them. The analysis
shows an intersection of regions that switch from A to B compartment or vice versa and genes that are
significantly differentially expressed.

Figure S4. Higher domain scores are associated with increased expression and internal nuclear position.
Related to Figure 4.

(A) Average expression of genes in pre-B plotted as the expression percentile of all TADs binned for the
domain score in pre-B.

(B) Domain scores of MEF, NSC and iPS for LAD and iLAD identified in MEF, NSC and ESC (Peric-Hupkes
etal., 2010).

(C) Domain scores of TADs containing tissue specific genes (having four-fold higher expression in both
replicates of a given founder compared to the replicates of all other somatic cells) in pre-B, M®, NSC and
MEF. From left to right tissue specific genes in pre-B, M®, NSC and MEF.

Figure S5. Characterization and validation of iPSC loops. Related to Figure 5.

(A) CTCF motif orientation of all iPSC loops identified between two ESC CTCF binding sites.
(B) Schematic representation of the meta-loop analysis.



(C) Absolute expression of genes (A) located in pre-B specific loops in pre-B, NSC, MEF, M®, iPSC p3
derived from pre-B, NSC, MEF, M® and iPSC p20.

(D) Absolute expression of genes located in iPS specific loops in pre-B, NSC, MEF, M®, iPSC p3 and iPSC
p20.

(E) Hi-C interaction heatmap showing chromatin loops in pre-B cells (upper triangle) and iPSC derived from
pre-B and NSC (lower triangle) at the Frmd4a (top) and Jakmipl (bottom) locus. pre-B specific founder
loops conserved in iPSC are indicated with a red arrowhead. Scale bar indicates 100kb.

(F) Hi-C interaction heatmap showing chromatin loops in p3 iPSC (upper triangle) and ESC (lower triangle) at
the Gli2 (left) and Cil18al (bottom) locus. Pluripotency loops are indicated with a red arrowhead. Super
enhancers identified in ESC are indicated with a yellow arrowhead. Scale bar indicates 100kb.

(G) Hi-C interaction heatmap showing chromatin loops in p3 iPSC (upper triangle) and ESC (lower triangle) at
the Sall4 (left) and Tsc22d1 (bottom) locus. Pluripotency loops are indicated with a red arrowhead. Super
enhancers identified in ESC are indicated with a yellow arrowhead. Scale bar indicates 100kb.

Figure S6. 3D genome of iPSCs memorizes its cell of origin. Related to Figure 6.

(A) %cis reads for chromosome 11 (top) and chromosome 12 (bottom) for each Hi-C library

(B) Number of CTCF peaks shared between early passage iPSCs.

(C) CTCEF ChlIPseq scores for the cell-of-origin dependent differential and shared CTCF binding sites in early
passage iPSCs.



Table S1. Number of Valid Hi-C Reads. Related to Figure 3.

Experiment Valid Hi-C Reads Valid Cis Reads % Valid Cis Reads
MEF 1 14420095 10884256 75.5
MEF 2 13533085 9928328 73.4
MEF 3 11263329 8954602 79.5
Total MEF 39216509 29767186 75.9
MEF iPS p3 1 27702764 21645276 78.1
MEF iPS p3 2 16075757 11056408 68.8
MEF iPS p3 3 14370735 10619560 73.9
Total MEF iPS p3 58149256 43321244 74.5
MEF iPS p20 1 19167057 16217187 84.6
MEF iPS p20 2 9760872 8213675 84.1
MEF iPS p20 3 14731426 12561757 85.3
Total MEF iPS p20 43659355 36992619 84.7
MO 1 23243455 15315162 65.9
MO 2 32445564 21033790 64.8
Total M® 55689019 36348952 65.3
M® iPS p3 1 14524297 11065086 76.2
M® iPS p3 2 17716188 12314282 69.5
M® iPS p3 3 14942672 10996057 73.6
Total M® iPS p3 47183157 34375425 72.9
M® iPS p20 1 14942764 12207532 81.7
M® iPS p20 2 17926833 13980168 78.0
M® iPS p20 3 15112059 12472334 82.5
Total M® iPS p20 47981656 38660034 80.6
NSC 1 52575404 37706443 71.7
NSC iPS p20 1 15709417 13087382 83.3
NSC iPS p20 2 16485267 13955056 84.7
NSC iPS p20 3 18140176 15071380 83.1
Total NSC iPS p3 50334860 42113818 83.7
NSC iPS p3 1 18054935 15309925 84.8
NSC iPS p3 2 15899555 12904538 81.2
NSC iPS p3 3 17064723 12475987 73.1
Total NSC iPS p20 51019213 40690450 79.8
Pre-B 1 32448132 24918448 76.8
Pre-B 2 37414976 28567354 76.4
Total pre-B 69863108 53485802 76.6
Pre-B_iPS p3 1 22309511 17535333 78.6
Pre-B_iPS p3 2 33129155 25614782 77.3
Pre-B_iPS p3 3 25033777 18835842 75.2
Total pre-B_iPS p3 80472443 61985957 77.0
Pre-B_iPS p20 1 37891651 32772065 86.5
Pre-B_iPS p20 2 15601950 12973052 83.2
Pre-B_iPS p20 3 18931024 14959635 79.0
Total pre-B_iPS p20 72424625 60704752 83.8
E14 ESC 1 29065859 22671989 78.0




Table S2. Eigenvector values. Related to Figure 3.
Table S3. Domain segmentation in iPSC p3. Related to Figure 4.
Table S4. List with genomic coordinates of all the called chromatin loops. Related to Figure 5.

Table S5. List of primers used for RT-gPCR. Related to Figure 1.

Gene Forward Reverse

Macl TCGTATGTGAGGTCTAAGACA CAGCAGTGATGAGAGCCAAG
Sox1 GCAGCGTTTCCGTGACTTT GGCAGAACCACAGGAAAGA
CD45 TTGTCACAGGGCAAACACCT TTGGGGGTGTGGATTCAGTG
CD41 AAGGACAAACATGGAAGCGTG CTCTTGACTTGCGTTTAGGGC
Hoxb4 CCTGGATGCGCAAAGTTCA CGTCAGGTAGCGATTGTAGTGA
Nestin CTCTTGGCTTTCCTGACCCC AGGCTGTCACAGGAGTCTCA
Pax6 TTCCCGAATTCTGCAGACCC GTCGCCACTCTTGGCTTACT
Sox7 TCAGGGGACAAGAGTTCGGA CCTTCCATGACTTTCCCAGCA
Pgk ATGTCGCTTTCCAACAAGCTG GCTCCATTGTCCAAGCAGAAT




Supplemental Experimental Procedures
Mice

We used a ‘reprogrammable mouse’ line containing a doxycycline-inducible OSKM cassette, the reverse tetracycline
transactivator (rtTA), (Carey et al., 2010) and an Oct4-GFP reporter transgene (Boiani et al., 2002) as described (Di
Stefano et al., 2014). Mice were housed in standard cages under 12 hour light-dark cycles and fed ad libitum with a
standard chow diet. All experiments were approved by the Ethics Committee of the Barcelona Biomedical Research
Park (PRBB) and performed according to Spanish and European legislation.

Cell cultures

ESCs and iPSCs were cultured on Mitomycin-C treated MEFs in KO-DMEM (Invitrogen) supplemented with 1%
nonessential amino acids (Invitrogen), 0.1 mM B-mercaptoethanol (Invitrogen), 1,000 U/ml LIF (Millipore) and 15%
fetal bovine serum (FBS, Invitrogen) (ESC medium). Naive ESCs were cultured in serum-free N2B27 medium on
gelatin-coated dishes. N2B27 medium (500ml) was generated by inclusion of the following: 240ml DMEM/F12
(Invitrogen), 240ml Neurobasal (Invitrogen), Sml N2 supplement (Invitrogen), 10ml B27 supplement (Invitrogen),
1,000 U/ml LIF (Millipore), 1% nonessential amino acids (Invitrogen), 0.1mM B-mercaptoethanol (Invitrogen), and
the small molecules PD0325901 (Stemgent, 1uM) and CHIR (Stemgent, 3uM). CD19* pre-B cells and Macl*
macrophages were isolated from bone marrow with monoclonal antibodies to CD19 and Mac-1 (BD Pharmingen)
respectively, using MACS sorting (Miltenyi Biotech). Pre-B cells were grown in RPMI medium with 10% FBS and
10ng/ml IL-7 (Peprotech); macrophages in DMEM with 10% FBS and 10ng/ml each of CSF1 and IL-3 (Peprotech).
MEFs were established from day 13.5 mouse embryos and cultured in DMEM containing 10% FBS. NSC were isolated
and cultured as previously described (Di Stefano et al., 2009). All media were supplemented with L-glutamine and
penicillin/streptomycin (GIBCO).

Reprogramming

Reprogramming experiments with pre-B cells were performed as previously described (Di Stefano et al., 2014); with
MEFs, macrophages and NSCs were conducted by plating 100.000 cells/well on gelatinized plates seeded with
irradiated MEFs, using ESC medium supplemented with 2 pg/ml of doxycycline. For the isolation of iPSC lines,
doxycycline was washed out after 15 days of reprogramming and colonies with ESC-like morphology were picked at
20 days before further passaging. iPSC lines were expanded for an additional 9 days (3 passages) to obtain P3 iPS cell
lines or for 20 passages to obtain P20 iPS cell lines.

Immunofluorescence assays

The cells were fixed with 4% paraformaldehyde, blocked with 5% of goat serum solution in PBS and incubated with
primary antibodies overnight at 4°C. On the next day, the cells were exposed to secondary antibodies (all Alexa Fluor
from Invitrogen) at RT for one hour. The primary antibodies used were Nanog (Calbiochem, SC1000) and SSEA-1
(Santa Cruz, SC-21702). Nuclear staining was performed with DAPI (Invitrogen).

Flow cytometry

For FACS analysis of the pluripotency markers Oct4, Sox2, and SSEA-1, P3 iPSCs and naive ESCs were fixed and
stained using the Multicolor Flow Cytometry kit (R&D Systems, Minneapolis, MN), according to the manufacturer
instructions. Live staining of the P3 iPSCs and naive ESCs with the Stem Cell CDy1 Dye (Active Motif) was performed
by incubating the cells with the CDy1 Dye for 1 hour at 37C, followed by washout of the dye and FACS analysis. For
Oct4GFP expression, iPSCs were resuspended in PBS and analyzed by FACS. Cells were analyzed with an LSR
Fortessa FACS machine (BD Biosciences) using Diva v6.1.2 (BD Biosciences) and FlowJo software v10 (TreeStar).

Chimeric mice

For the chimera formation assay, 10 to 15 iPS cells (Agouti color coat) were injected into 3.5dpc blastocysts of
C57BL/6J mice (black coat color) and transferred into pseudo-pregnant CD1 females. Chimerism of the transplanted
offspring was assessed by the presence of agouti coat color derived from the iPS cells.

Differentiation of iPSCs



Embryoid bodies were derived by plating iPSCs at a concentration of 1.3x10° cells/ml in bacterial grade dishes in ES
medium without LIF. After 6 days in culture they were harvested for total RNA extraction.

Expression analysis

To remove the feeder cells, iPS cells were cultured on gelatinized plates for 2 passages before RNA extraction. RNA
was isolated with the miRNeasy mini kit (Qiagen), eluted with RNase-free water and quantified by Nanodrop. cDNA
was produced with the High Capacity RNA-to-cDNA kit (Applied Biosystem). RNA samples with a RIN greater than
9 were analyzed by expression arrays. 500ng of total RNA per sample were labeled using Agilent's QuickAmp labeling
kit and hybridized to Agilent 8X60K expression arrays. RT-qPCR reactions were set up in triplicate with the SYBR
Green QPCR Master Mix (Applied Biosystem), using primers listed in Supplementary Table 2. Reactions were run on
an AB7900HT PCR machine with 40 cycles of 30s at 95 °C, 30s at 58 °C and 30s at 72 °C. Raw array data was
processed using limma (Ritchie et al., 2015). We perform “normexp” background correction with an offset of 16. We
normalize between arrays using quantile normalization. To identify differently expressed genes we create a contrast
matrix in which all pairwise comparisons are made. For each probe an empirical Bayes moderated t-statistic test is
performed. An FDR correction is applied to the nominal p-values. All statistical analyses were performed in R. (R
Core Team (2013). R: A language and environment for statistical computing. R Foundation for Statistical Computing,
Vienna, Austria.
http://www.R-project.org/.)

ChlPseq analysis

ChIP experiments were performed as described previously (van Oevelen et al.,, 2008) using an antibody against
H3K27ac (ab4729, Abcam) and CTCF (Millipore, 07-729). DNA libraries were prepared using [llumina's reagents and
instructions. All libraries were sequenced on the Hiseq2000 sequencer. Mapping of the raw fastq files was performed
with bwa aln to the mm9 genome. Peak calling was performed with macs v. 1.4.2. (Zhang et al., 2008). Coverage
scores for the creation of heatmaps were calculated with the compEpiTools package in R. To determine tissue-specific
peaks in the founder tissues we calculated the coverage 600bp surrounding (300bp +/-) the summit of the peaks for a
given tissue. We required that the coverage score was above 1 for the tissue of interest and below 1 for the three other
tissues.

Differential peak calling

For the differential CTCF peaks between iPS lines we made use of THOR (Allhoff et al., 2014), which allows
differential peak calling using replicate experiments using standard settings. After differential peak calling we
performed a stringent selection of regions that were differentially bound. We selected regions that had a p-value below
10e-30 and had a fold change of at least 3.

Hi-C template generation & mapping

pre-B cells, MEF, NSC, iPSC and E14 ESC were cross-linked and further processed as Dpnll 3C template as previously
described (Splinter et al., 2012). Hi-C libraries from macrophages were incubated at 65°C during the lysis and
subsequent SDS step to inactivate nucleases present in lysates from these cells. Ligation of crosslinked DNA fragments
was performed without incorporating biotin, as described previously (Sexton et al., 2012). Libraries for paired-end
sequencing were generated from sonicated, ~500-800bp size selected, 3C templates using the TruSeq DNA LT Sample
Prep Kit (Illumina). Sequencing of the Hi-C libraries was performed on an Illumina HiSeq 2000. ESC Hi-C data used
for the visual inspection of super enhancer loci were obtained from (Geeven et al., 2015).

Paired-end FASTQ files are mapped independently to the mouse genome (mm9) using bwa mem. Reads mapping to
repetitive regions in the genome are filtered from the dataset. The resulting files are further filtered and deduplicated
using HiCUP (http://www.bioinformatics.babraham.ac.uk/projects/hicup/). Reads that are within 1kb of each other are
filtered from the dataset as they likely represent uncut genomic fragments. Reads mapped to the X chromosome were
excluded in all analyses.



Eigenvector analysis

To segment the genome into A and B compartments we use the method described by Lieberman-Aiden et al.
(Lieberman-Aiden et al., 2009). We divided the chromosomes into bins of 300kb and created contact frequency
matrices for every chromosome. Next we performed vanilla coverage normalization (Rao et al., 2014) on the contact
matrix. To this end we calculate a vector V. representing the total intrachromosomal coverage for every 300kb window.
A normalization matrix Muom is calculated by taking the outer product of V.. A normalized contact matrix is calculated
by dividing the raw contact matrix by the square root of Muom. The normalized contact matrix is transformed to an
observed/expected matrix, which is used to calculate a spearman rank correlation matrix. The first eigenvector of the
correlation matrix is used as the A/B segmentation.

Domain segmentation

To segment the genome into topologically associating domains (TADs) we used the R package HiCseg (Levy-Leduc
et al., 2014). The software package requires a contact matrix as input. To this end we the combined the data for all the
early iPS cell lines into an early dataset. The tag positions were transferred into fragment space. We binned the
fragments into windows of 50 fragments, corresponding to a median genomic size of 20kb and calculated a fragment
window matrix and performed vanilla coverage normalization (see above). The resulting matrix was used as input for
the HiCseg algorithm.

Domain score

Given the TADs identified in the domain segmentation, we calculate an intradomain contact score (simplified to
domain score). The domains score is the ratio of the number of contacts that occur between regions within the same
TAD (intraTAD contacts) over the total number of intrachromosomal contacts for a TAD (intraTAD + interTAD). To
identify TADs that have a differential domain score we used the bioconductor package limma (Ritchie et al., 2015).
We perform quantile normalization (using the normalizeQuantiles function in the limma package) on the domain scores.
To identify TADs with a differential domain score between the iPS lines we create a contrast matrix in which all
pairwise comparisons are made. For each TAD an empirical Bayes moderated t-statistic test is performed. Nominal p-
values are corrected using the FDR method. TADs with an FDR value < 0.05 were selected for subsequent analysis.

Loop calling

For the loop calling we initially follow a similar procedure as for the domain segmentation, i.e. mapping Hi-C tags to
fragments and creating a coverage normalized contact frequency matrix in fragment space. For the contact matrix we
use overlapping windows with a size of 50 fragments and a step size of 5 fragments. The resulting matrix is used as
the input for the looping calling procedure.

A chromatin loop in a 4C or Hi-C experiment is appreciated as an increase in signal over the background. For these
data the background is not distributed randomly, rather it follows a monotonically decreasing pattern, which is a
function of the distance to the site of interest. To identify chromatin loops we explicitly model this background
distribution by performing monotonic regression on the columns of the contact matrix. For this we use the R package
isotone (Mair, 2009). We use the gpava function with the solver weighted.fractile to calculate the background
distribution. Values that reach above a certain threshold value over the background and with a minimal amount of
reads are selected as loops. Loops represent a combination of two windows in the genome, effectively forming a
rectangle. Due to the nature of the input matrix and the fact that loops can span multiple windows, we often find
overlapping rectangles for a single loop. We collapse overlapping rectangles and the select the rectangle with the
highest coverage as the chromatin loop.

Loops were called in every founder tissue separately and in a combined dataset containing all early iPS datasets. To
call tissue specific loops in a given founder tissue we first identified the loops in the selected founder dataset. Next we
calculated the coverage for all the founders over the loops called in the selected founder. Coverage scores were
normalized to total amount of valid ditags per experiment. Tissue specific loops were loops that have at least a 2-fold
higher coverage in the selected tissue compared to the other tissue. The procedure for the iPS specific loops is similar,
except that the coverage of the iPS loops has to be 2-fold higher compared to all founder tissues.



Contact frequency plots

To visualize the interaction between loci we create 2D heatmaps that show the contact frequency along a color scale.
For the heatmap we generate a windowed interaction matrix with the pairwise coverage between genomic windows of
20kb within a given region. We use a sliding window approach with a step size of 2kb. The contact matrix is normalized
using vanilla coverage (VC) normalization (see above). The VC normalization matrix is divided by the median, so that
the scale of the resulting normalized contact matrix is preserved. Because different Hi-C experiments had different
numbers of reads we needed to scale them in order to directly compare them in our visualizations of chromatin loops.
Our scaling method is similar to the calculation of the RPKM score in RNAseq experiments (Mortazavi et al., 2008).
We scale our dataset to 1 million intrachromosomal contacts per 100 Mb of sequence.

Meta-loop analysis

In order to study the distribution of Hi-C tags around a set of loops we performed created a meta-loop. In essence, this
is a 2D variation of a meta-gene analysis, commonly performed for ChIPseq data. In the meta-loop analysis we align
Hi-C tags on a set of loops. Because these are of varying size we scale the loops to have the same size. In addition to
the loop itself we also analyse 50% of the genome upstream of the loop and 50% of the genome downstream of the
loop. The genomic regions that interact in the loop are used as anchor points for the alignment. A frequency matrix is
subsequently created in which the tag frequency in the loop regions and the flanking regions is stored. The frequency
matrix is represented as a heatmap.

Alignment of Hi-C data to ChlP peaks (PE-SCAnN)

Intrachromosomal Hi-C captures located more than SMB of each other were aligned to ChIP data as previously
described (de Wit et al., 2013). Briefly, one of the paired Hi-C reads was aligned to the ChIP data. Only reads that
mapped within 500 kb up- or downstream of the ChIP peaks were selected for further analysis. Of this reduced set the
corresponding read was also aligned to the ChIP peaks within 500 kb, resulting in a set of two distances (dx, dy) to all
the Hi-C di-tags that are found within 500 kb of these peaks, for every intrachromosomal pair of ChIP peak. From the
distribution of dx and dy a frequency matrix was calculated with a bin size of 50 kb. To calculate whether the binding
sites of a given factor show preferential spatial contacts anenrichment score was calculated over a randomized data set.
The randomized data set is calculated by aligning the Hi-C data to a circularly permuted ChIPseq data set, that is, the
ChIP peaks are linearly shifted 10 Mb along the chromosome.

Data sources

H3K27ac data BMDM, H3K27ac data MEF from ENCODE (Yue et al., 2014), gene annotation from GENCODE
(Harrow et al., 2012), H3K27ac data pre-B cells from (Lane et al., 2014), H3K27ac data NSC from (Creyghton et al.,
2010), Sox2 data NPC and ESC from (Lodato et al., 2013), Pu.1 B cells from (Heinz et al., 2010), Oct4 data ESC from
(Marson et al., 2008). LAD data from (Peric-Hupkes et al., 2010). CTCF data NPC (Phillips-Cremins et al., 2013),
CTCEF data MEF (Tedeschi et al., 2013), CTCF data macrophages (Daniel et al., 2014), CTCF data pre-B cells (Ribeiro
de Almeida et al., 2011).
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