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The Sox2 transcription factor must be robustly transcribed in embryonic stem (ES) cells to maintain pluripotency.
Two gene-proximal enhancers, Sox2 regulatory region 1 (SRR1) and SRR2, display activity in reporter assays, but
deleting SRR1 has no effect on pluripotency. We identified and functionally validated the sequences required for
Sox2 transcription based on a computational model that predicted transcriptional enhancer elements within 130
kb of Sox2. Our reporter assays revealed three novel enhancers—SRR18, SRR107, and SRR111—that, through the
formation of chromatin loops, form a chromatin complex with the Sox2 promoter in ES cells. Using the CRISPR/
Cas9 system and F1 ES cells (Mus musculus

129
3 Mus castaneus), we generated heterozygous deletions of each

enhancer region, revealing that only the distal cluster containing SRR107 and SRR111, located >100 kb
downstream from Sox2, is required for cis-regulation of Sox2 in ES cells. Furthermore, homozygous deletion of this
distal Sox2 control region (SCR) caused significant reduction in Sox2 mRNA and protein levels, loss of ES cell
colony morphology, genome-wide changes in gene expression, and impaired neuroectodermal formation upon
spontaneous differentiation to embryoid bodies. Together, these data identify a distal control region essential for
Sox2 transcription in ES cells.
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SOX2 is part of the core regulatory network of transcrip-
tion factors required for pluripotency maintenance and
cellular reprogramming (Takahashi and Yamanaka 2006).
SOX2 co-occupies many sites in the genome with OCT4
and NANOG, which together act as master regulators of
pluripotency (Chen et al. 2008). Sox2 is expressed in both
the inner cell mass and trophectoderm of the blastocyst
(Avilion et al. 2003). Sox2-null embryos die shortly after
implantation due to a failure to form a pluripotent epi-
blast, and blastocyst outgrowths form only trophecto-
derm-like cells (Avilion et al. 2003). Sox2-null embryonic
stem (ES) cells down-regulate Oct4 and Nanog and dif-
ferentiate to trophectoderm-like cells; however, pluripo-
tency can be rescued in Sox2-null ES cells by forced
expression of Oct4 (Masui et al. 2007). Conversely, Sox2
knockdown in two-cell embryos by RNAi, which depletes
both maternal and embryonic Sox2, revealed a require-
ment for Sox2 in trophectoderm formation and develop-
ment to the blastocyst stage (Keramari et al. 2010). Over-

expression of Sox2 in ES cells induces differentiation
toward the neuroectodermal lineage, and Sox2 expression
is maintained in the developing neuroectoderm (Avilion
et al. 2003; Kopp et al. 2008; Thomson et al. 2011).
Transcriptional regulation of Sox2 is complex, as the

gene is expressed at high levels in ES cells and down-
regulated upon differentiation to endoderm or mesoderm
while being maintained in the neuroectodermal lineage
(Loh and Lim 2011). In fact, deletion of Sox2 in the em-
bryonic brains of mice leads to complete perinatal loss of
hippocampal stem cells (Favaro et al. 2009). Two gene-
proximal enhancers, Sox2 regulatory region 1 (SRR1) and
SRR2, are able to drive transgene expression in ES cells
as well as multipotent neural progenitor cells in the ven-
tricular zone of embryonic brains (Zappone et al. 2000;
Tomioka et al. 2002; Miyagi et al. 2004). However, ES cells
containing a deletion of SRR1 were able to contribute to
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chimeras and establish a fertile SRR1-deleted line, indicat-
ing that SRR1 is not required for pluripotency (Ferri et al.
2004). These mice displayed cerebral malformations, in-
dicating that SRR1 is involved in regulating Sox2 in the
neuroectodermal lineage. While there has been significant
focus on the regulatory role that the SOX2 protein plays in
maintaining the pluripotent phenotype, the regulatory
sequences required for Sox2 transcription in ES cells re-
main largely uncharacterized.
Intergenic regions play an important role in regulat-

ing gene expression (Tuan et al. 1989; Sagai et al. 2005;
Lomvardas et al. 2006); however, characterizing their regu-
latory role is complicated by the observation that they do
not always regulate the closest gene in the linear genome
(Lettice et al. 2003; Sagai et al. 2005; Sanyal et al. 2012).
There are many examples of distal regulatory elements
that regulate genes from several kilobases or megabases on
the same chromosome and even from different chromo-
somes (Tuan et al. 1989; Lettice et al. 2003; Lomvardas
et al. 2006). For example, the murine b-globin genes are
regulated by a cluster of distal regulatory elements—the
locus control region (LCR)—located 50 kb upstream of the
Hbb-b1 gene (Tuan et al. 1989). Another striking example
is that of the Sonic hedgehog (Shh) gene, regulated by a
limb enhancer located 1 Mb away in the intron of another
gene (Lettice et al. 2003). Single nucleotide polymorphisms
(SNPs) in this limb enhancer result in preaxial polydactyly
in humans, while deletions in mice cause a shortening of
the limbs (Lettice et al. 2003; Sagai et al. 2005). In these
two examples as well as many others, distal regulatory
regions function via the formation of chromatin loops,
allowing the distal region to contact the gene-proximal
region (Carter et al. 2002; Tolhuis et al. 2002; Ferrai and
Pombo 2009). Genome-wide investigation of chromatin
conformation in mouse and human cells has revealed
conserved topological domains—megabase-sized regions
of increased chromatin interaction (Dixon et al. 2012).
The ENCODE project has created a compendium of puta-
tive regulatory elements in the human and mouse ge-
nomes; however, the majority of these elements still need
to be functionally characterized (Bernstein et al. 2012;
Stamatoyannopoulos et al. 2012). There is mounting evi-
dence for the role of distal intergenic regions in disease
susceptibility and phenotypic traits, as genome-wide asso-
ciation studies (GWASs) have identified SNPs linked with
various diseases, and phenotypes often lie in the intergenic
regions of the genome. Furthermore, these intergenic re-
gions display open chromatin in the cell type associated
with the disease, indicating that they are accessible to
DNA-binding transcription factors and may act as tran-
scriptional enhancers (Maurano et al. 2012).
The Sox2 gene is located in a gene desert, yet there is a

diverse set of occupied transcription factor-binding sites
in ES cells within a 130-kb region surrounding the Sox2
gene (Chen et al. 2012a). More than 100 kb downstream
from the gene is a 30-kb region bound by 10 different
ES cell-expressed transcription factors, including the plu-
ripotency master regulators OCT4, SOX2, and NANOG.
This region also recruits the histone acetyltransferase
EP300 (p300) in ES cells (Chen et al. 2012a). EP300 is a

transcriptional coactivator that is known to be bound at
active tissue-specific enhancers (Visel et al. 2009). In
addition, the insulator-binding protein CCCTC-binding
factor (CTCF), a protein involved in anchoring chroma-
tin–chromatin interactions, is bound within both the
distal region and the promoter-proximal region (Phillips
and Corces 2009; Shen et al. 2012). We previously iden-
tified 10 putative enhancers surrounding Sox2 by inte-
grative modeling using four enhancer features: p300,
NIPBL, and MED12 binding as well as monomethylation
of histone H3 at Lys4 (Chen et al. 2012a). Two of these
predicted enhancers overlapped with SRR1 and SRR2,
the two previously validated enhancers within 4 kb of
the Sox2 TSS (transcription start site). In this study, we
investigated the regulatory role that each of these 10
regions plays in regulating Sox2 transcription in ES cells
and identified three additional ES cell enhancers sur-
rounding Sox2: SRR18, SRR107, and SRR111. The down-
stream distal enhancers SRR107 and SRR111 contact
the more gene-proximal enhancers SRR1, SRR2, and
SRR18 through the formation of a large chromatin loop
in ES cells but not in fibroblasts. Finally, deletion analysis
revealed that only the region containing SRR107 and
SRR111, which we term the Sox2 control region (SCR),
is required for Sox2 transcription in ES cells.

Results

Identification of transcriptional enhancers surrounding
Sox2

We previously predicted 10 enhancers (pEnh) surrounding
Sox2, two of which overlapped SRR1 and SRR2 (Fig. 1A;
Chen et al. 2012a). Here we used a luciferase reporter
system to determine which of the additional eight pre-
dicted enhancers may regulate transcription of Sox2 in ES
cells. The predicted enhancers were amplified and cloned
downstream from the firefly luciferase gene, and their
enhancer activity was assessed in ES cells and MEFs
(mouse embryonic fibroblasts). We compared all regions
displaying enhancer activity with SRR1 and SRR2, which
are able to drive transgene expression in ES cells as well as
multipotent neural progenitor cells in the ventricular
zone of the embryonic brain (Zappone et al. 2000;
Tomioka et al. 2002; Miyagi et al. 2004). We identified
three novel functional enhancers that we termed SRR18,
SRR107, and SRR111 based on their locations (SRR18,
SRR107, and SRR111 are, respectively, 18, 107, and 111
kb downstream from the Sox2 TSS). Each of these regions
was able to enhance transcription of the reporter when
inserted in either the forward or reverse orientation in ES
cells but not in MEFs (Fig. 1B). Interestingly, these distal
enhancers were all more robust than the previously
identified SRR1 and SRR2 enhancers. To determine
whether SRR107 and SRR111 function synergistically
in the distal enhancer cluster, we cloned the entire region
from 105 to 112 kb downstream from Sox2 into the
reporter vector and subsequently performed luciferase as-
says. This region displayed significantly increased activ-
ity that was additive compared with SRR107 or SRR111
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alone, andwe therefore termed this region the SCR (Fig. 1C).
We examined available ES cell ChIP-seq (chromatin im-
munoprecipitation [ChIP] combined with deep sequencing)
data compiled in CODEX, a next-generation sequencing
experiment database, and determined that the SCR en-
hancers are bound by multiple transcription factors, in-
cluding OCT4, SOX2, NANOG, SMAD1, ESRRB, KLF4,

NR5A2, TCFCP2L1, STAT3, and E2F1, while the more
gene-proximal enhancers (SRR1, SRR2, and SRR18) are not
bound by KLF4, NR5A2, STAT3, or E2F1 (Fig. 1D; Supple-
mental Table S1; Sanchez-Castillo et al. 2014). We also
found that the coactivator NCOA3, the cohesin-associated
protein STAG2, and the transcription elongation factor
SUPT5 were bound at the SCR enhancers but not the more
gene-proximal enhancers (Supplemental Table S1). Based
on the reporter assay, we narrowed our investigation to
five regions with independent enhancer activity, two of
which are located in the distal SCR and bound by multiple
ES cell-expressed transcriptional activators.

The SCR contacts the Sox2 gene in ES cells

We next investigated the mechanisms through which the
distal and proximal enhancers surrounding Sox2 may be
involved in regulating Sox2 transcription in ES cells. Distal
enhancers have been shown to regulate gene expression
through physically contacting the proximal promoter of
the regulated gene via the formation of chromatin loops
(Carter et al. 2002; Tolhuis et al. 2002). Recently, inter-
action between the Sox2 promoter and SCR was recorded
by 5C (chromosome conformation capture carbon copy)
and ChIA-PET (chromatin interaction analysis with
paired-end tag sequencing) in mouse ES cells (Kieffer-
Kwon et al. 2013; Phillips-Cremins et al. 2013). To confirm
and refine these interactions, we conducted 3C (chromo-
some conformation capture) analysis in ES cells and MEFs
(Dekker et al. 2002). We found ES cell-specific chromatin
loops between the SCR and the Sox2-proximal region (Fig.
2A; Supplemental Fig. S1). This looping brings the SCR
distal enhancers SRR107 and SRR111 into contact with
the gene-proximal enhancers SRR1, SRR2, and SRR18 in
ES cells but not in MEFs, indicating that the SCR could be
important in regulating Sox2 transcription in ES cells.
CTCF binding has been shown to be associated with
chromatin looping, and through inspection of ENCODE
data (Bernstein et al. 2012; Stamatoyannopoulos et al.
2012), we noted the presence of ES cell-enriched CTCF-
bound regions within the SCR overlapping pEnh109 as
well as further downstream from the SCR (Fig. 2B; Sup-
plemental Fig. S2). This cell type specificity of CTCF
binding is unusual, as the majority of CTCF binding
throughout the genome is not cell type-specific (Chen
et al. 2012b), including additional CTCF-bound regions
upstream of the Sox2 promoter that are present in many
other cell types (Supplemental Fig. S2). In addition to
the numerous transcription factors bound at the proxi-
mal and distal Sox2 enhancers, members of the mediator
and cohesin complexes as well as the cohesin loading
factor NIPBL are enriched in these regions, which may
further support the formation and maintenance of the
chromatin loop (Supplemental Fig. S1; Supplemental
Table S1).

The SCR is required for Sox2 transcription in ES cells

To determine whether the SCR is required for Sox2
transcription in ES cells, we used the CRISPR/Cas9

Figure 1. Distal enhancers downstream from Sox2 are active in
ES cells. (A) The 130-kb transcription factor-bound region sur-
rounding Sox2. ChIP-seq peaks for p300 in ES-Bruce4 cells from
ENCODE/LICR are shown in blue. Predicted enhancer (pEnh)
amplicons are shown in red. (B) Luciferase activity driven by
predicted enhancers surrounding Sox2. Forward and reverse
enhancer orientations were assayed in both ES cells and MEFs,
the empty pGL4.23 vector (E), and the desert region (D); numbers
correspond to enhancer notations in A. The ratios of firefly/
Renilla luciferase activity were normalized to E. Values are an
average of at least three biological replicate experiments, with
each experiment performed in triplicate. Error bars represent
SEM. A significantly higher activity over the empty vector is
indicated by double asterisks (P < 0.01) or triple asterisks (P <

0.001). Significant differences between ES cells and MEFs for each
enhancer are indicated by a single triangle (P < 0.05), double
triangles (P < 0.01), or triple triangles (P < 0.001). (C) Forward
enhancer orientations were assayed in ES cells for the SCR (105–
112), SRR107, SRR111, and the desert region. The ratios of firefly/
Renilla luciferase activity were normalized to the empty pGL4.23
vector. Values are represented as a percentage of the SCR value
and are an average of at least three independent experiments,
with each experiment performed in triplicate. Error bars represent
SEM. The SCR drives significantly higher activity than SRR111
and SRR107 (P < 0.001) as well as the desert region. (D) Validated
enhancers within the SCR are displayed in red on the University
of California at Santa Cruz Genome Browser (mm10). Transcrip-
tion factor-bound regions from ChIP-seq compiled in the CODEX
database are shown below.
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system (Ding et al. 2013; Mali et al. 2013) to delete the
7.3-kb region containing the SRR107 and SRR111 en-
hancers. We first carried out this deletion in mouse F1
(Mus musculus129 3 Mus castaneus) ES cells, allowing
allele-specific deletion screening and gene expression
analysis (Mlynarczyk-Evans et al. 2006). We used two
guide RNAs (gRNA104 and gRNA112) to generate the large
deletion (Fig. 3). The presence of a SNP in the PAM
sequence for gRNA112 on the M. castaneus (Cast) allele
(C/G to T/A) caused preferential deletion of the SCR on
the 129 allele (DSCR129) (Supplemental Fig. 3B/C). As
expression from one Sox2 allele is sufficient to maintain
pluripotency in ES cells (Avilion et al. 2003), we expected
to obtain ES cell colonies even in the absence of Sox2
expression from the 129 allele. We monitored expression
of Sox2 by allele-specific reverse transcription quantita-
tive real-time PCR (RT-qPCR) due to the presence of
SNPs within the Sox2 transcript (Fig. 3D; Supplemental
Fig. S3A). In the DSCR129 clones, we observed a signifi-
cant, eightfold reduction in the amount of 129 Sox2
mRNA (average of eight DSCR129 clones; P = 2.16 3

10�5), revealing that the SCR contributes to Sox2 tran-
scription in ES cells (Fig. 3D). Unexpectedly, two of the
clones screened contained a deletion within the SCR on
theCast allele (DSCRCast). TheseDSCRCast clones showed a

dramatic reduction in the amount of Cast Sox2 mRNA
(Fig. 3D). As expected, the levels of Oct4 mRNA were
maintained in both the DSCR129 and DSCRCast clones
(Supplemental Fig. S3), and these cells maintained ES cell
colony morphology over several passages in culture. In-
terestingly, we noted a significant twofold increase
(average of eight DSCR129 clones; P = 0.00036) in Cast
Sox2 mRNA in DSCR129 clones and a similar increase in
129 Sox2 mRNA in DSCRCast clones, indicating that
there is a feedback mechanism compensating for the
loss of Sox2 expression from one allele that would mask
the effects of a single deletion in ES cells derived from
only one mouse strain.

The SCR is required for ES cell differentiation potential

From the initial F1 ES cell targeting, we obtained one ES
clone with a deletion of the SCR on both the 129 and Cast
alleles (DSCR129/Cast). In this clone, Sox2 expression from
both alleles was dramatically reduced by more than
sixfold (Fig. 4A). Furthermore, although these cells were
maintained in ES medium containing LIF and 2i, we
observed a loss of ES colony features over time in culture
and progression toward a trophectoderm-like phenotype
(Fig. 4B). We profiled expression of the trophectoderm cell
marker Cdx2 and found it to be up-regulated in the
DSCR129/Cast clone (Fig. 4C; Supplemental Fig. S3). How-
ever, over time in culture (passages 2–9), expression of
Cdx2 was reduced in DSCR129/Cast, indicating that these
cells do not maintain stable trophoblast gene expression;
this may be due in part to their maintenance in ES
medium rather than trophoblast stem (TS) medium. In
support of this possibility, we observed an increase in
Cdx2 expression when the DSCR129/Cast clone was main-
tained in either ES medium without 2i inhibitors or TS
medium (Supplemental Fig. S3). Immunofluorescence
and immunoblot analysis confirmed a dramatic decrease
in SOX2 protein levels inDSCR129/Cast, which is consistent
with the requirement of the SCR for Sox2 transcription
(Fig. 4D).
To confirm the importance of the SCR in maintaining

Sox2 expression in ES cells, we repeated the Cas9-
mediated deletion in E14TG2a (E14) ES cells, where we
expected both alleles to be equally targeted. We obtained
two additional homozygous SCR-deleted clones (DSCR�/�)
that showed a trophectoderm-like phenotype and an
increase in Cdx2 expression (Fig. 4; Supplemental Fig.
S4). This increase in Cdx2 expression was less than that
observed in the F1 DSCR129/Cast clone at passage 2 and
more similar to the levels of Cdx2 observed in the F1
DSCR129/Cast clone at later passages. As mentioned ear-
lier, this may be due in part to the ES medium conditions
(which are not designed for stable maintenance of Cdx2
expression) but could also indicate that SCR-deleted cells
are not normal trophectoderm cells. In both E14 clones
lacking the SCR, Sox2 mRNA and protein levels were
dramatically reduced, similar to the DSCR129/Cast clone
obtained from F1 ES cells (Fig. 4). Together, these data
demonstrate that the SCR located 104–112 kb down-
stream from Sox2 is required tomaintain Sox2 expression

Figure 2. The SCR contacts the Sox2 promoter and proximal
enhancers in ES cells. (A) 3C was performed on mouse ES cells
and MEFs. The frequency of interaction between the SCR
(anchor fragment) and the surrounding regions was normalized
to that between adjacent fragments at the a -aortic actin (a-Act)
locus. The black bar represents the anchor fragment, and gray
bars represent the interacting fragments. Values are an average
of at least three biological replicate experiments, with each
experiment performed in triplicate. Error bars represent stan-
dard deviation. A significant difference between ES cells and
MEFs is indicated by a single asterisk (P < 0.05) or double
asterisks (P < 0.01). (B) ChIP-seq peaks for CTCF are from
ENCODE/LICR; ES-Bruce4 cells are shown in blue, and MEFs
are shown in green.
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in ES cells and that the loss of this region alters the ES cell
phenotype.
Interestingly, in clones containing a double deletion of

the SCR, the mRNA levels of the pluripotency factorOct4
was not affected by the dramatic reduction in SOX2
protein (Supplemental Fig. S3). This was unexpected, as
other studies have shown that Sox2 knockdown or de-
letion leads to a decrease in Oct4 expression (Masui et al.
2007; Adachi et al. 2013). In contrast, we found that Oct4
mRNA levels are maintained despite the dramatic re-
duction in SOX2 protein levels. This difference did not
appear to be due to the presence of the 2i inhibitors in our
ESmedium, asmaintenance ofDSCR129/Cast in ESmedium
without these inhibitors did not affect Oct4 transcript
levels (data not shown). We next investigated the levels of
OCT4 protein and found that, similar to mRNA levels,
OCT4 protein levels weremaintained in clones containing
a homozygous deletion of the SCR (Supplemental Fig. S4).
To assess whether SCR deletion affects the differenti-

ation potential of F1 ES cells, wemonitored the expression
of pluripotency, ectoderm, mesoderm, and endoderm
marker genes over 12 d of embryoid body (EB) formation
(Fig. 5). In DSCR129/Cast EBs, we observed that the low
levels of Sox2 persisted for 12 d, whereas in F1 EBs, the
levels of Sox2 gradually decreased until day 9. Interest-
ingly, although expression of Oct4 and Nanog were

maintained in DSCR129/Cast cells cultured in LIF/2i, the
expression of both decreased more rapidly during EB
formation compared with F1 EBs. Sox2 overexpression
in ES cells has been shown to promote differentiation to
neuroectodermal cells (Kopp et al. 2008; Thomson et al.
2011). Consistent with this, we observed low expression
of ectodermal and neuroectodermalmarkers Pax6,Nestin,
Otx2, Foxd3, and Fgf5 in DSCR129/Cast EBs compared with
F1 EBs. This indicates that SCR-deleted cells are impaired
in their ability to form ectoderm (Fig. 5; Supplemental
Fig. S5). Sox2 has been shown to repress differentiation to
mesendoderm, whereas Oct4 promotes the formation of
mesendoderm (Thomson et al. 2011; Wang et al. 2012;
Radzisheuskaya et al. 2013). Consistent with maintained
expression of Oct4 and the greatly reduced levels of Sox2
in the DSCR129/Cast ES cells, we observed that these cells
are biased toward mesendoderm formation upon dif-
ferentiation. Specifically, DSCR129/Cast EBs showed ele-
vated expression of early mesodermal markers Eomes,
Brachyury, Tbx6, and Bmp4 on day 2 compared with the
F1 EBs in which these markers only increase expres-
sion after day 4 (Fig. 5; Supplemental Fig. S5). This led
to a greater induction of late mesodermal markers,
including Snail2, Hand1, Acta2, and Twist2 in the
DSCR129/Cast EBs. Endodermal markers Gata4, Gata6,
Sox17, and Sox7 showed a pattern similar to the early

Figure 3. The SCR is required for Sox2 tran-
scription in ES cells. (A) gRNA-binding regions
104 and 112 kb downstream from Sox2 are
shown in red. Primers used to amplify the de-
leted region are shown in black. The locations
of SNPs between 129 and Cast in primers or
the PAM adjacent to gRNA112 are indicated by
an asterisk. ES-Bruce4 ChIP-seq data for p300
and CTCF from ENCODE/LICR are shown in
blue. (B) PCR amplification of the region targeted
by gRNA104 and gRNA112 in F1 ES (F1),
DSCR129/Cast clone 1 (1), and DSCR129 clone 15
(15). Primers specific to the 129 (59104F1_129/
39112R1) or Cast (59104F1_Cast/39112R1) alleles
were used to amplify each allele. (C) Sequences
were obtained from selected 129 deleted clones;
the clone number is indicated at the left, thick
bars indicate that the sequence is present, and
thin lines indicate missing sequences. Sequences
of gRNAs 104 and 112 kb are highlighted in red,
the locations of PAM sequences are shown by
a red box, and the Cast SNP in the PAM adjacent
to gRNA112 is indicated by an asterisk. (D)
Deletion of the SCR dramatically reduces ex-
pression of the linked Sox2 allele. Allele-specific
primers detected Sox2 129 mRNA or Sox2 Cast
mRNA in RT-qPCR from F1 ES, DSCR129, and
DSCRCast. Expression is shown relative to the
levels in F1 ES cells. Error bars represent stan-
dard deviation.
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mesodermal markers, with an earlier increase in ex-
pression observed in DSCR129/Cast EBs compared with
F1 EBs (Supplemental Fig. S5). Taken together, these
data reveal that SCR-deleted cells have impaired
ectoderm formation and a bias toward mesendoderm
differentiation.

SRR1, SRR2, and SRR18 are not required for Sox2
transcription in ES cells

To determine whether any of the more proximal en-
hancers are required for Sox2 transcription in ES cells,
we next deleted SRR1, SRR2, or SRR18 and monitored
the effect on Sox2 transcription. For each deletion, we
used two gRNAs to generate the large deletions (Fig. 6A).
Earlier studies revealed that SRR1 is dispensable for Sox2
transcription in ES cells, although there is evidence that
SRR1 is required in neural cells (Ferri et al. 2004). We
found that deletion of SRR1 did not affect transcription of

the linked Sox2 allele in ES cells (Fig. 6B). This is in
agreement with the minimal amount of enhancer activ-
ity displayed in ES cells in the luciferase reporter assay
(Fig. 1B). We also found that heterozygous and homozy-
gous deletion of SRR2 or SRR18 did not impact tran-
scription of the linked Sox2 allele (Fig. 6B; Supplemental
Fig. S6). This was more surprising, as both of these
regions displayed more robust enhancer activity than
SRR1 in the reporter assay. To rule out the possibility
that the gene-proximal enhancers have redundant func-
tions, we deleted the entire region from 59 of SRR2 to 39
of SRR18 using gRNA2(59) and gRNA18(39) in a
DSRR1Cast clone and generating a heterozygous en-
hancer triple-knockout clone (DSRR1/2/18Cast). In this
clone, we still observed no significant effect on Sox2
transcription (Fig. 6B). Taken together, this deletion
analysis reveals only a requirement for the enhancers
of the SCR in maintaining robust Sox2 transcription in
ES cells.

Figure 4. The SCR is required for maintenance of the ES cell phenotype. (A) Homozygous deletion of the SCR disrupts Sox2 expression
from both alleles. Allele-specific primers detect Sox2 129 mRNA or Sox2 Cast mRNA in RT-qPCR from F1 ES, DSCR129/Cast (clone 1
passages 2, 5, and 9), and DSCR�/� in E14 ES cells (clones 25 and 42). Error bars represent standard deviation. (B) The left panel displays
bright-field images of F1 ES and DSCRCast (clone 11), which formed ES-like colonies over several passages in culture, compared with
DSCR129/Cast (clone 1) cells, which showed features consistent with differentiation to a trophectoderm-like phenotype and F1 TS cells.
Arrowheads indicate similar features in DSCR129/Cast and TS cells. The right panel displays SOX2 and CDX2 immunofluorescence in F1
ES, DSCRCast (clone 11), DSCR129/Cast (clone 1), and F1 TS cells. Bar, 10 mm. (C) Expression of differentiation marker Cdx2 is shown
relative to the levels in F1 ES cells. Error bars represent standard deviation. (D) SOX2 protein levels in F1 ES cells, TS cells, DSCR129

(clone 15), DSCRCast (clone 11), DSCR129/Cast (clone 1) at passages 5 and 9 (P5 and P9), and DSCR�/� in E14 ES cells (clones 25 and 42).
GAPDH levels reveal relatively equal protein loading in all samples.
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RNA sequencing (RNA-seq) analysis reveals
that the SCR is specific for Sox2 regulation

As enhancers can influence genes located at megabase
distances away in the genome, we conducted RNA-seq to
determine whether any additional genes are affected by
deletion of the SCR. Initially, we investigated gene
expression changes by RNA-seq in DSCR129/Cast. As
expected, this clone displayed a dramatic reduction in
total Sox2 transcript, consistent with the RT-qPCR re-
sults described above (Fig. 7A). We next investigated
allele-specific effects in three heterozygous SCR-deleted
clones (DSCR129 clones 15 and 37 and DSCRCast clone 11);
Sox2 expression was affected only on the allele linked to
the SCR deletion in these clones (Fig. 7A). As SOX2 protein
levels are dramatically reduced in the DSCR129/Cast clone
and as cells display a differentiated trophectoderm-like
phenotype, we expected to observe genome-wide changes
in gene expression in these cells. While Sox2 is the most
dramatically down-regulated gene in the DSCR129/Cast

clone, additional genes changed expression, consistent
with the transition to the trophoblast lineage. For exam-
ple, the TS cell-expressed genes Cdx2, Gata2, H19, Peg10,
Krt18, Krt8, and Igf2 all displayed increased expression in
DSCR129/Cast (Fig. 7B; Supplemental Table S2). Whereas
there was a significant correlation between genes with
increased (P < 1.032 3 10�39) or decreased (P < 2.704 3

10�211) expression in DSCR129/Cast and TS cells compared
with those in ES cells, the transcriptome of DSCR129/Cast

cells was more similar to that of ES cells than of TS
cells, consistent with our earlier observation that the

DSCR129/Cast clone does not stably maintain trophecto-
derm marker gene expression (Fig. 7B). Furthermore, we
noted that of the major regulatory transcription factors
expressed in ES cells (Oct4, Sox2, Sall4,Nanog,Klf4, Esrrb,
and Tbx3), only Sox2 was significantly decreased in
DSCR129/Cast. We did note in the RNA-seq data thatNanog
transcriptswere reduced 3.8-fold inDSCR129/Cast compared
with F1 cells, and although this was not significant in the
RNA-seq data, it may be biologically relevant. To investi-
gate this possibility further, we examinedNANOGprotein
levels in SCR-deleted clones and found that the levels of
NANOG protein appeared reduced in clones containing
a homozygous deletion of the SCR (Supplemental Fig. S4).
If the SCR is regulating additional genes on chromo-

some 3, we would expect to see an enrichment of genes
with decreased expression in DSCR129/Cast on chromo-
some 3 (Supplemental Table S2). We did not observe an
enrichment of genes on chromosome 3; however, we did
note a striking enrichment of genes on theX chromosome in
the set of genes with decreased expression in DSCR129/Cast.
The F1 ES cells are female cells that may undergo X
inactivation upon differentiation induced by SCR dele-
tion. In support of this, we noted increased expression of
the X-inactive-specific transcript (Xist) on both alleles in
DSCR129/Cast at passage 5 (Supplemental Fig. S7). This
increase in Xist expression was transient and not main-
tained to passage 9, whereas the decrease in gene expres-
sion on the X chromosomewasmost prominent at passage
9 and skewed toward inactivation of the 129 X chro-
mosome. This observation was expected, as F1 ES cells
display a bias toward inactivation of the 129 X chromo-

Figure 5. EB formation reveals impaired differentia-
tion to neuroectoderm and increased mesendoderm
formation in SCR129/Cast cells. EB formation was in-
duced by the hanging drop method, and changes in gene
expression were monitored over 12 d by RT-qPCR. The
Y-axis shows transcript levels relative to Gapdh. Snail2
and Hand1 are displayed on a log10 scale. The X-axis
shows days of EB formation. Error bars represent
standard deviation.

Distal enhancers required for Sox2 transcription

GENES & DEVELOPMENT 2705

 Cold Spring Harbor Laboratory Press on August 25, 2022 - Published by genesdev.cshlp.orgDownloaded from 

http://genesdev.cshlp.org/
http://www.cshlpress.com


some over the Cast X chromosome upon differentiation
(Ogawa and Lee 2003; Mlynarczyk-Evans et al. 2006).
We next investigated allele-specific effects in the three

heterozygous SCR-deleted clones. As expected, these
clones did not display the same changes in gene expres-
sion observed in the DSCR129/Cast clone, consistent with
maintenance of the pluripotent phenotype in these cells
(Fig. 7B). We hypothesized that if the SCR is responsible
for regulating any additional genes on chromosome 3, we
would observe a decrease in expression on the linked allele
for those genes in all three heterozygous SCR-deleted
clones. We found that the only gene in the genome
that showed a significant (P < 0.05 with Benjamini and
Hochberg multiple testing correction) decrease in expres-
sion on the linked allele in all three heterozygous clones
was in fact Sox2. Furthermore, Sox2 is the only gene on
chromosome 3 that decreases expression greater than two-
fold in all three heterozygous clones and the DSCR129/Cast

clone, indicating that the SCR is specifically required in ES
cells to regulate Sox2 transcription.

Discussion

Through the use of enhancer reporter assays, chromatin
looping analysis, and Cas9-mediated deletion, we identi-
fied two independent enhancers (SRR107 and SRR111)
clustered in a distal control region (the SCR) that regulate
transcription of Sox2 in ES cells. Furthermore, the approach
that we describe here revealed a functional requirement for
the SCR in ES cell differentiation potential. Our targeted
method of monoallelic Cas9-mediated enhancer deletion
combined with allele-specific transcriptome analysis re-

veals a refined view of transcriptional regulation while
avoiding the confounding effects that occur when critical
transcriptional regulators are subjected to knockdown.
Using this approach, we show that distal enhancer regions
located >100 kb downstream from Sox2 are specifically
required for Sox2 transcription, while the more gene-
proximal regions with validated enhancer activity are
dispensable for Sox2 transcription in naive ES cells.
The distal SCR functions through the formation of a

large chromatin loop, allowing enhancer–promoter contact
to occur in ES cells. In ES cells, knockdown of cohesin or
mediator components has been shown to affect chromatin
looping interactions at other loci and alter gene expression
in ES cells, leading to differentiation (Kagey et al. 2010). In
fact, an 8.7-kb region surrounding the Sox2 gene as well as
a 27-kb region including the downstream SCR have been
classified as superenhancers based on the density of
mediator binding (Whyte et al. 2013). This raises the
possibility that mediator and cohesin also support chro-
matin looping at the Sox2 locus. In support of this
possibility, knockdown of SMC1A, MED12, or NIPBL led
to a reduction in Sox2 transcript levels (Kagey et al. 2010).
Based on these data, we propose a model in which Sox2
transcription in ES cells is regulated by the distal en-
hancers of the SCR through contact with the Sox2 pro-
moter-proximal region. This contact is supported by the
plethora of proteins bound at the distal SCR (transcription
factors and the mediator and the cohesin complexes) and
by CTCF bound at both the Sox2 promoter-proximal
region and SCR.
Our data reveal that the distal SCR is required to main-

tain Sox2 expression and has more robust enhancer activ-

Figure 6. Gene-proximal enhancers are not re-
quired for Sox2 transcription in ES cells. (A)
SRR1, SRR2, and SRR18 were each deleted in
F1 ES cells using two gRNAs. DSRR1/2/18Cast

was generated using gRNA2(59) with gRNA18(39)
in a DSRR1Cast clone. (B) Allele-specific RT-qPCR
revealed that SRR1, SRR2, and SRR18 are all
dispensable for Sox2 expression in ES cells. The
Sox2 mRNA levels shown are relative to the
levels in F1 ES cells. Error bars represent stan-
dard deviation between at least three technical
replicates for each deleted clone.
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ity than the Sox2-proximal enhancers, which are dispens-
able, despite the observation that both regions appeared to
be in contact through the formation of chromatin loops
that extend across the two superenhancer domains.
Although all three proximal enhancers were dispensable
for Sox2 expression in ES cells, we suggest the possibility
that SRR2 and SRR18, like SRR1, are important for Sox2
expression in other tissues. In addition to the role that Sox2
plays in ES cells, Sox2 is also required for osteoblast self-
renewal and differentiation of mature neurons (Cavallaro
et al. 2008; Favaro et al. 2009). Our deletion analysis in ES
cells together with reporter assay data suggest that the
robust additive activity of SRR107 and SRR111 in the distal
SCRcould override anymoremodest contributions to Sox2
transcription made by the proximal enhancers in ES cells.
In neural progenitor cells, however, the SCR is not bound
by chromatin proteins associated with enhancer activity
(Phillips-Cremins et al. 2013), so the gene-proximal
enhancers may be required for Sox2 transcription in this
context, where the SCR is not active.
In the SCR itself, there are four predicted enhancers

regions, each of which is bound by multiple transcription
factors and p300. Only two of these regions (SRR107 and
SRR111) have classical and independent enhancer activ-
ity in reporter assays. The two validated enhancers are
each bound by OCT4, SOX2, NANOG, SMAD1, ESRRB,

KLF4, and NR5A2 and recruit the coactivator NCOA3,
whereas the two regions that failed to show enhancer
activity and SRR1, SRR2, and SRR18 are not bound by all
of these factors together, suggesting that these factors or a
subset of these factors are required for enhancer activity
of the SCRand transcription of Sox2 in ES cells. Themaster
regulatory transcription factors in ES cells (SOX2, OCT4,
NANOG, KLF4, and ESRRB) are thought to be controlled
through a highly interconnected network of regulatory
interactions (Loh and Lim 2011). All of these factors are
bound within the SCR, and, taken together with the
dramatic effect that SCR deletion has on Sox2 transcrip-
tion and the lack of effect observed at other regions, our
data suggest that the SCR is the region through which
these master regulatory transcription factors exert their
regulatory effect.
Transcriptome analysis of the DSCR129/Cast clone raises

the question of what phenotype these cells acquire in the
absence of Sox2 expression. Morphological inspection of
these cells revealed a differentiated trophectoderm-like
phenotype, consistent with earlier studies (Avilion et al.
2003; Masui et al. 2007); however, transcriptome analysis
showed gene expression patterns that are more similar to
the original F1 ES cells than TS cells. The similarity in
the transcriptome to ES cells is likely due to the near-
complete maintenance of the pluripotency transcription

Figure 7. RNA-seq analysis of SCR-deleted clones. (A) RNA-seq reads mapped to Sox2 in DSCR clones. Total reads are displayed in
black, 129 reads are displayed in gray, and Cast reads are displayed in blue. Cast SNP identity is shown at the bottom. (B) Scatter plots
reveal differences in transcript abundance between F1 ES cells, DSCR clones, and F1 TS cells. Transcript levels are log2 transformed. Sox2
is indicated in green, ES cell-expressed transcription factors are indicated in red, and TS cell-expressed genes are indicated in blue.

Distal enhancers required for Sox2 transcription

GENES & DEVELOPMENT 2707

 Cold Spring Harbor Laboratory Press on August 25, 2022 - Published by genesdev.cshlp.orgDownloaded from 

http://genesdev.cshlp.org/
http://www.cshlpress.com


factor network, with the exception of Sox2. In contrast,
the phenotypic appearance of these cells may be due to
the increased expression of a few key transcriptional
regulators expressed in trophoblast cells (namely, Cdx2
and Gata2) and the subsequent increased expression of
additional trophoblast cell-expressed genes. Whereas the
expression of other core pluripotency transcription factors
is maintained in the DSCR129/Cast clone, we did observe
a decrease in the expression of genes that enhance the final
stages of reprogramming: Dppa2, Notum, Gtsf1l, Tuba3a,
Klf2, Klf5, Fam25c, and Nanog (Supplemental Table S2;
Golipour et al. 2012). Increased expression of endogenous
Sox2 is one of the later events during the reprogramming
process (Buganim et al. 2012; Golipour et al. 2012). We
found that when we disrupted Sox2 transcription through
SCR deletion, these genes involved in the final stages of
reprogramming showed decreased expression, indicating
that they are regulated by SOX2. Consistent with direct
regulation by SOX2, we observed SOX2 binding within a
10-kb region upstream ofDppa2,Notum,Klf2, and Fam25c
in ES cells.
The observation that Oct4 transcription is maintained

in the almost complete absence of SOX2 protein is in-
teresting, as knockdown or deletion of Sox2 in ES cells
caused a reduction in Oct4 transcription in other studies
(Masui et al. 2007; Adachi et al. 2013). We did observe
increased expression of Sox3 in the DSCR129/Cast clone,
which may partially compensate for the loss of Sox2
transcription and contribute to maintaining Oct4 tran-
scription. However, we observed a deficiency in the
ability of the DSCR129/Cast clone to induce the expression
of ectodermal genes upon EB formation, indicating that
the increase in Sox3 levels was not able to fully compen-
sate for the loss of Sox2 expression. Whereas our data
reveal a requirement for the SCR in maintaining Sox2
expression in ES cells and demonstrate that loss of Sox2
due to SCR deletion impairs the ability of ES cells to
differentiate to all three germ layers, there are differences
between Sox2-null ES cells generated by Cre-mediated
deletion of Sox2 in ES cells (Masui et al. 2007) and our
SCR-deleted ES cells. Our SCR-deleted ES cells express
Oct4 at levels similar to those of the F1 cells and display
increased expression of Cdx2, whereas Sox2-null ES cells
do not maintain Oct4 expression or up-regulate Cdx2
(Masui et al. 2007). This difference could be due to re-
sidual low levels of SOX2 protein in our cells compared
with the Sox2-null ES cells or differences in the way the
experiment was conducted; Sox2-null ES cells were in-
vestigated for 4 d after Sox2 deletion, whereas our Cas9-
mediated deletion required 10 d before gene expression
analysis could be conducted in colonies expanded from
single cells. This difference in time frame may result in
differences in cellular phenotype in the two experiments.
High-throughput validation of enhancer activity in

mouse tissues has previously been conducted mainly
through the use of enhancer–reporter transgenes (Visel
et al. 2007, 2009). Although such experiments reveal a
regulatory potential for intergenic enhancers, they do not
determine whether they are required for the expression of
specific genes or, indeed, which genes they regulate. Due

to the low efficiency of homologous recombination-based
approaches in editing the genome of mammalian cells,
few distal enhancers have been deleted from mammalian
genomes to reveal their function, although the number is
increasing with recent nuclease-mediated genome-editing
techniques (Fiering et al. 1995; Sagai et al. 2005; Attanasio
et al. 2013; Kieffer-Kwon et al. 2013). Using high-efficiency
targeted deletion in F1 ES cells, we were able to profile cis-
regulation by the SCR. Allele-specific transcriptome anal-
ysis in SCR-deleted clones revealed that Sox2 is the only
gene significantly affected by deletion of the SCR in cis,
indicating that the SCR specifically regulates Sox2 in ES
cells. Other genes may be less likely to interact with the
SCR simply due to genomic distance; Sox2 is the only
annotated coding sequence within a 1.6-Mb gene-poor
region on chromosome 3, with the next closest gene to
the SCR >500 kb upstream of Sox2, although there are
examples of cis-regulation at this distance. However, the
topological domain surrounding Sox2 covers close to 2
Mb and contains four additional genes upstream of Sox2,
which indicates interaction of these regions in the
nucleus (Dixon et al. 2012). Despite this, we found that
Sox2 is the only gene affected by SCR deletion in cis. It
will be important to investigate what conveys this
specificity in the regulation of Sox2 by the SCR. Possi-
bilities include promoter-proximal sequences (although
not the proximal enhancers themselves), chromatin do-
mains created by CTCF that insulate other genes from
interacting with the SCR, or other factors that influence
chromatin loop formation and are lacking at other genes
within the topological domain. From a thorough exami-
nation of predicted enhancer elements surrounding Sox2,
we characterized the SCR, a distal transcriptional enhancer
region required for Sox2 transcription and differentiation
potential of ES cells. Furthermore, we highlighted the need
for similar enhancer deletion studies to further our under-
standing of transcriptional regulation at other loci.

Materials and methods

Cell culture

E14 (obtained from the American Type Culture Collection) and
F1 (M. musculus129 3 M. castaneus obtained from Barbara
Panning) mouse ES cells were cultured on 0.1% gelatin-coated
plates in ES medium (DMEM containing 15% FBS, 0.1 mM
MEM nonessential amino acids, 1 mM sodium pyruvate, 2 mM
GlutaMAX, 0.1 mM 2-mercaptoethanol, 1000 U/mL LIF, 3 mM
CHIR99021 [GSK3b inhibitor, Biovision], 1 mM PD0325901
[MEK inhibitor, Invivogen]) and maintained in a pluripotent state
in the absence of a feeder layer (Mlynarczyk-Evans et al. 2006; Ying
et al. 2008). MEFs were isolated from embryonic day 12.5 (E12.5)
C57Bl/6 mouse embryos and cultured in DMEM containing 10%
FBS and 2 mM GlutaMAX. F1 TS cells (M. musculusC57BL/6

3

M. castaneus, obtained from Susannah Varmuza) were main-
tained as described in Tanaka (2006) (Miri et al. 2013). EBs were
formed by the hanging drop method; to initiate differentiation,
1000 cells were suspended in 20-mL droplets of ES medium
without LIF and 2i (Ohnuki and Kurosawa 2013). EBs were
transferred to 0.1% gelatin on day 4 to facilitate further growth.
EBs were collected at daily intervals up to day 12, and RNAwas
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isolated for gene expression analysis by RT-qPCR. All animal
experiments were approved by the University Animal Care
Committee (UACC) at the University of Toronto and the Bio-
science Local Animal Care Committee (LACC).

Enhancer validation and deletion

The activity of SRR1, SRR2, and eight predicted enhancer candi-
dates was assayed using a dual-luciferase reporter assay (Promega).
Briefly, PCR-amplified enhancer candidates were inserted down-
stream from the firefly luciferase gene in the pGL4.23 vector and
cotransfected with a Renilla luciferase encoding plasmid
(pGL4.75) into E14 ES cells on 96-well plates. Luciferase activity
(firefly/Renilla) was measured on the Fluoroskan Ascent FL plate
reader and normalized to the empty vector. To identify DNA
looping interactions of putative enhancer candidates with the
Sox2 gene, we adapted the 3C protocol from Dekker et al. (2002)
(minor modifications are detailed in the Supplemental Material).
To assay the role of putative enhancer candidates in Sox2 gene
expression, we deleted these regions in mouse ES cells using the
CRISPR/Cas-9 system. Pairs of plasmids encoding gRNAs (to
direct Cas9 to regions flanking each candidate enhancer) were
assembled using the gRNA empty vector (Addgene, ID no. 41824)
as described by Mali et al. (2013) and cotransfected with
pCas9_GFP (Addgene, ID no. 44719) into F1 ES cells (Ding et al.
2013; Mali et al. 2013). Targeted clones were screened by allele-
specific qPCR to identify deletions, and deletions were confirmed
by sequencing. Total RNA was purified and reverse-transcribed
with random primers for gene expression analysis. Gene expres-
sion (normalized toGapdh orHprt) was quantified by qPCR using
the standard curve method. Additional details are provided in the
Supplemental Material.

Genome-wide sequencing data

RNA was isolated using Trizol (Life Technologies) from F1,
DSCR129/Cast, DSCR129, and DSCRCast ES cells and DNase-treated
prior to multiplexed massively parallel sequencing (paired-end
150 base pairs [bp]) using the Illumina platform. Sequence data
were submitted to the Gene Expression Omnibus (GEO) reposi-
tory (GSE58339). Paired-end reads were mapped to the mouse
genome using TopHat2 running bowtie2 (Langmead et al. 2009;
Trapnell et al. 2009; Langmead and Salzberg 2012; Kim et al.
2013). To prevent allelic bias, mapping was carried out to the
M. musculus129 or M. castaneus genome generated from the
NCBI37/mm9 reference by SNP substitution using variant files
provided by the Sanger Mouse Genomes Project (Keane et al.
2011). Mapped reads were split into 129, Cast, or unknown using
variant data to allow allele-specific quantification of transcripts;
only variant bases sequencedwith phred score >20 (on standard 33
offset) were considered for allele calling. Transcript quantification
and scatter plot generation were done in SeqMonk (http://www.
bioinformatics.babraham.ac.uk/projects/seqmonk). RNA-seq,
RNA polymerase II phospo-S5 (RNAPII-Ser5), Mediator 12
(MED12), SMC1, and NIPBL ChIP-seq data for mouse ES cells
were mapped using bowtie and displayed in the University of
California at Santa Cruz Genome Browser (Langmead et al. 2009;
Guttman et al. 2010; Kagey et al. 2010; Rahl et al. 2010). TS cell
RNA-seq data (GSM967643) were from F1 (C57BL/6J3CAST/EiJ)
TS cells (Calabrese et al. 2012).
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