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Two mechanisms that play important roles in cell fate decisions are
control of a “core transcriptional network” and repression of alter-
native transcriptional programs by antagonizing transcription fac-
tors. Whether these two mechanisms operate together is not
known. Here we report that GATA-1, SCL, and KIf1 form an erythroid
core transcriptional network by co-occupying >300 genes. Impor-
tantly, we find that PU.1, a negative regulator of terminal erythroid
differentiation, is a highly integrated component of this network.
GATA-1, SCL, and KIf1 act to promote, whereas PU.1 represses ex-
pression of many of the core network genes. PU.1 also represses the
genes encoding GATA-1, SCL, KIf1, and important GATA-1 cofactors.
Conversely, in addition to repressing PU.1 expression, GATA-1 also
binds to and represses >100 PU.1 myelo-lymphoid gene targets in
erythroid progenitors. Mathematical modeling further supports that
this dual mechanism of repressing both the opposing upstream acti-
vator and its downstream targets provides a synergistic, robust
mechanism for lineage specification. Taken together, these results
amalgamate two key developmental principles, namely, regulation
of a core transcriptional network and repression of an alternative
transcriptional program, thereby enhancing our understanding of
the mechanisms that establish cellular identity.

ChIP sequencing | erythropoiesis | cross antagonism

Ithough cells have hundreds of transcriptional regulators, the

function of only a few key factors has been proposed to be
critical for establishing and/or maintaining cellular identity (1).
Studies in just a few cell types, particularly embryonic stem (ES)
cells, support this concept (2, 3). In ES cells, the “core pluri-
potency factors” Oct4, Nanog, and Sox2 co-occupy ~300 genes
that are enriched for developmental regulators and genes in-
volved in self-renewal (2). The gene network formed by these
three core ES cell factors exhibits several types of regulatory
circuitry including a multi-input motif and feed-forward loops (2,
3). However, whether such a “core transcriptional network” exists
in hematopoietic cells is not known.

GATA-1, SCL, and KIfl are three essential erythroid pro-
moting transcription factors that play critical roles in establishing
erythroid identity through the up-regulation of erythroid-specific
genes (4, 5). GATA-1 regulates expression of some erythroid-
specific genes, such as globin genes, in association with SCL (6-8)
and KIf1 (9-11). Recent studies of transcription factor occupancy
in erythroid progenitors by chromatin immunoprecipitation and
high-throughput sequencing (ChIP-Seq) revealed that GATA-1
bound regions are enriched for SCL binding elements (12, 13),
SCL bound regions are enriched for potential GATA-1 binding
sites (14), and KIfl occupied regions are enriched for putative
GATA-1 and SCL binding motifs (15). Although there is evidence
that these three factors cooperatively regulate certain erythroid-
specific genes, whether they form a network with features similar
to the ES cell core transcriptional network is not known.

Whereas GATA-1, SCL, and KIfl are essential for erythroid
development, the myelo-lymphoid promoting transcription factor,
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PU.1, is a negative regulator of terminal erythroid differentiation
(16-19). Surprisingly, PU.1 was found to occupy more genes in
erythroid progenitors than the three erythroid-promoting factors
(20). However, the extent of overlap between the genes bound by
PU.1 and the three erythroid factors is not known.

In this study, we provide genomic evidence for the existence of
a core erythroid network of >300 genes that are co-occupied and
regulated by GATA-1, SCL, and KIf1. This network has charac-
teristic features of core transcriptional networks, including
a multi-input motif and feed-forward loops. Furthermore, we also
find that PU.1 binds to and represses most of the genes in this
network, indicating that PU.1 is a highly integrated negative
regulator of the core erythroid network. Conversely, we also find
that GATA-1 binds to and represses >100 PU.1 myelo-lymphoid
gene targets in erythroid progenitors. Finally, mathematical
modeling reveals that the dual mechanism used by both GATA-1
and PU.1 to repress an alternative lineage-specific transcriptional
program provides a robust mechanism for lineage specification.

Results

GATA-1 Preferentially Binds Distal to Genes. To begin to investigate
the possible existence of a “core erythroid network,” we carried
out ChIP-Seq experiments on endogenous GATA-1 in normal,
murine ES cell-derived erythroid progenitors (ES-EP) (21) in
both proliferating and differentiating conditions. The following
results indicate that our ChIP-Seq data are of high quality.
Several well-established GATA-1 binding sites are found in the
dataset, including binding sites in the p-globin locus control re-
gion (LCR) (Fig. S1C). GATA-1 bound regions in both pro-
liferating and differentiating conditions are highly enriched with
a characteristic GATA-1 binding motif (Fig. S1D), similar to that
observed in recent studies (12, 13). Using quantitative chromatin
immunoprecipitation (qChIP) for GATA-1, we validated 100%
(18/18) of the sites bound in both proliferating and differenti-
ating conditions (Fig. S2).

Several recent reports describe genome-wide occupancy of
GATA-1 in several murine and human erythroid cell lines (12,
13, 22, 23). Similar to these other reports, we find that GATA-1
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most often binds distal to gene promoters; 80-90% of GATA-1
occupied sites are in intragenic or intergenic regions, and <20%
of bound regions are within 2 kb of transcription start sites (TSS)
(Fig. S1B). However, in contrast to the results in one of the
studies with murine erythroleukemia (MEL) cells (22), we find
that the number of sites occupied by GATA-1 increases during
differentiation of erythroid progenitors, from 6,600 sites in
proliferating progenitors to 10,600 sites in differentiating cells. In
addition, we find that the magnitude of many GATA-1 ChIP-Seq
peaks increases during differentiation at sites occupied in both
proliferating and differentiating cells (Fig. S1 A and C). These
results provide unique genome-wide occupancy maps of GATA-
1 in normal erythroid progenitors, in both proliferating and
differentiating conditions.

Associating GATA-1 Occupancy with Gene Regulation. We next
sought to understand the relationship between GATA-1 bound
sites and genes. Because there is no well-established method for
assigning transcription factor bound sites to genes (24, 25), we
tested four different criteria and found that assigning genes to
GATA-1 peaks that lie within the region spanning —20 kb of TSS
to +10 kb of transcription end site (TES) leads to a greater
median gene expression change than assigning peaks to the
closest gene (P value = 3.5 x 1072) (Fig. S3). The two other
criteria, using smaller distances between the peak and TSS, did
not improve upon this result (Fig. S3). Using the —20 kb of TSS
to +10 kb of TES assignment, we associated GATA-1 binding
with 5,293 genes (combined total in proliferating and differen-
tiating conditions), including many well-characterized GATA-1
target genes such as GATA-1, GATA-2, and FOG1 (SI Materials
and Methods).

GATA-1, SCL, and KIf1 Form a Core Erythroid Network. To explore
the existence of a core erythroid network, we generated gene
assignments for SCL and KIf1 using recently published genome-
wide binding data for these two factors in fetal-liver erythroid

progenitors (FL-EP) (14, 15), using the same criterion (—20 kb
TSS to +10 kb TES). We found that each factor binds to a large
number of genes independent of the other two factors. GATA-1
binds 3,560 (490 + 1,810 + 1,260) genes independently, and SCL
and KIfl bind independently to 421 and 230 genes, respectively
(Fig. 14). Importantly, however, the analysis revealed that 313
(263 + 8 + 42) genes were co-occupied by the three factors (P
value <2.2 x 107'°) (Fig. 1B), which is strikingly similar to the
number of genes that are co-occupied by the three core ES cell
factors (353) (2). Furthermore, there is a strong bias for the three
erythroid factors to bind in close proximity (within 200 bp) to one
another near these 313 genes (Fig. 1B). This bias is significantly
different from the pairwise peak distances computed for the
genes bound by only two of the three factors (Fisher’s exact test,
P value <2.2 x 107'%). This finding suggests that the three ery-
throid factors form a dense overlapping regulon and, more
specifically, a multi-input motif, similar to the core networks
described in ES, pancreatic, and liver cells (2, 3). We also find
that the genes co-occupied by GATA-1, SCL, and KIfl exhibit
the largest changes in gene expression during the differentiation
of both ES-EP and MEL cells (Fig. 1 C and D). The expression
change (a median of 1.2-fold) is significantly greater than the
changes observed in genes either not occupied by any of the
three factors (P value <3 x 107°°) or occupied by other combi-
nations of these factors (P values <3 x 107" in comparisons to
genes bound independently by each factor and between 0.08 and
2 x 107% in comparisons to genes occupied by two of the three
factors). Furthermore, we find that genes co-occupied by the
three factors are preferentially enriched for loci that have been
reported to associate and form transcription factories with either
the o- or the B-globin loci in erythroid cells (26) (Fig. 1E). In
combination, these results suggest that genes bound by the three
transcription factors may be enriched for genes involved in
erythroid differentiation.

To test this possibility, we performed pathway analysis (In-
genuity Systems) to assess the biological functions of the genes
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Fig. 1.

GATA-1, SCL, and KIf1 co-occupy many genes and bind in close proximity to each other. (A) Using occupancy maps derived from ChIP-Seq analysis of

GATA-1 in proliferating and differentiating ES-EP along with SCL (14) and KIf1 (15) occupancy maps in FL-EP, we determined what genes were occupied by
each factor. Occupancy was defined as a factor binding within —20 kb of TSS through +10 kb of TES of a given gene. A four-set Venn diagram is displayed,
comparing the number of genes occupied by each factor. (B) The distance between bound sites of each factor was calculated for genes that are occupied by
SCL, KIf1, and GATA-1 (in proliferating and/or differentiating cells). (C and D) Boxplots show the relative gene expression changes that occur during the
differentiation of ES-EP (C) (20) or MEL cells (D) (20) for genes occupied by the indicated combination of factors. (E) The fraction of genes with the indicated
occupancy of the three erythroid factors that were found to be expressed and form transcription factories with either o- or p-globin loci in erythroid cells as

identified in a recent study (26).
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bound by GATA-1, SCL, and KIfl. The analysis showed that
these genes are indeed enriched for genes involved in de-
velopment gP value = 3.24 x 10~7) and hematopoiesis (P value =
1.52 x 107) (Fig. 24). Moreover, comparison of the gene list
with the Gene Ontology (GO) term Erythrocyte Differentiation
(GO term 0030218) showed that the genes occupied by the three
factors are enriched for erythroid-specific genes (binomial P
value = 1.0 x 107°). Consistent with these findings, we also find
that these triply occupied genes are overrepresented (binomial P
value <2.2 x 107'°) in the group of genes that were previously
found to be highly expressed in the erythroid lineage (27). Three
such genes are band 4.1 (Epb4.1), glycophorin C (Gypc), and
aminolevulinic acid synthase 2 (Alas2) (Fig. 2 B-D). These
results indicate that the genes bound by GATA-1, SCL, and KIf1
constitute an erythroid core network.

As in the genes encoding the core ES cell factors, expression
of the GATA-1 and SCL genes is subject to autoregulation (28,
29). Although the GATA-1 and SCL proteins exhibit very similar
binding patterns near the GATA-1, SCL, and KIfl genes, only
GATA-1 up-regulates expression of all three of these erythroid
promoting factors, indicating that GATA-1 is upstream of SCL
and KIfl (Fig. S4). This relationship is consistent with GATA-1
forming a coherent type I feed-forward loop with both SCL and
KIf1 (Fig. S4F), similar to that reported in the other core tran-
scriptional networks (2, 3). These findings may also help to ex-
plain the observation that overexpression of GATA-1 is
sufficient to reprogram nonerythroid cells (30-32), whereas, as
far as we are aware, this property has not been attributed to SCL
or KIf1.

PU.1 Is a Highly Integrated, Negative Regulator of the Core Erythroid
Network. In addition to interacting with SCL and KIfl, GATA-1
directly interacts with the myelo-lymphoid promoting factor
PU.1 (16, 33, 34). The interplay between PU.1 and GATA-1 has
served as an important model for understanding the mechanisms
underlying lineage specification (35). Although PU.1 is essential
for myeloid and B-cell development (36, 37), it is also expressed
in erythroid progenitors, where it plays an important role in
regulating the terminal differentiation decision (18, 38). PU.1
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blocks erythroid differentiation by inhibiting GATA-1 tran-
scriptional activity (39, 40), as well as by directly regulating many
genes in immature erythroid cells (20). Unexpectedly, ChIP-Seq
studies of PU.1 in erythroid progenitors revealed that PU.1
occupies many more sites in these cells than any of the three
erythroid-promoting factors (20). However, whether PU.1 affects
erythroid differentiation by regulating the core erythroid net-
work formed by the three erythroid factors is not known.

To test this possibility, we used our recently published ChIP-
Seq data for PU.1 in ES-EP (20) to interrogate PU.1 occupancy
near the 313 genes bound by the three erythroid factors. Strik-
ingly, we find that 75% (235/313) of these genes are occupied by
PU.1 (Fig. 34). Using recently published data for GATA-1- (13,
23), SCL- (14), KIfl- (41), and PU.1-dependent (20) gene ex-
pression changes in erythroid progenitors, we investigated the
response of the 235 genes to the four factors. Remarkably, we
find that GATA-1, SCL, and KIf1 act to positively regulate ex-
pression of 68%, 67%, and 52% of these genes, respectively,
whereas PU.1 represses expression of 72% of the genes (Fig.
3B). For example, Alas2 and Epb4.1 are two erythroid-specific
genes that are activated by the three erythroid factors and re-
pressed by PU.1 (Fig. 3 C and D). These results reveal a unique
feature of a core transcriptional network, namely that it can be
subject to negative regulation by a transcription factor that
promotes other closely related lineages.

PU.1 Directly Represses Expression of GATA-1, SCL, KIf1, and Important
GATA-1 Cofactors. As mentioned, two features of the core ery-
throid network formed by GATA-1, SCL, and KIfl are regula-
tion of SCL and KIf1 by GATA-1 (Fig. S4) and autoregulation of
the GATA-1 and SCL genes (28, 29). Therefore, it was of in-
terest to determine whether PU.1, in addition to repressing many
downstream targets of the three erythroid factors, also negatively
regulates expression of the factors themselves. Indeed, we find
that PU.1 binds in close proximity to the GATA-1, SCL, and KIf]
genes (Fig. S5). PU.1 represses expression of the three genes,
albeit to a greater degree for GATA-1 and KIfl than SCL (Fig.
S5). Moreover, we find that PU.1 binds near the TSS of genes
encoding two critical GATA-1 cofactors, FOG1 (Zfpml), and

20kb
B iEsEP: GaTa-1

50 lES-EP Diff: GATA-1
[ e

FL-EP: KIfl

ES-EP Imput

TSS

Epb4.1
C ES-EP: GATA-1 10kb

5”]ES—EI’ Diff: GATA-1 L

[V EOVRUUP TR VY e

TV WU WA YOOI EIUOR

FL-EP: KIfl
ES-EP Input

Gype TSS
D |Es-EP: GATA-L 5kb

S°| ES-EP Diff: GATA-1
0 . N L -

FL-EP: KIfl

ES-EP Input Alas2
TSS

Fig. 2. Genes bound by GATA-1, SCL, and KIf1 are enriched for erythroid genes. (A) Ingenuity pathway analysis (IPA) was performed on genes co-occupied by
all three erythroid factors. The 10 most significantly enriched molecular and cellular functions/physiological system development and functions within this set
of genes are displayed. (B) Occupancy maps are shown for GATA-1, SCL, and KIf1 in the vicinity of the genes that encode for band 4.1 (Epb4.1), glycophorin C
(Gypc), and aminolevulinic acid synthase 2 (Alas2), which are three erythroid-specific genes.
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progenitors. (A) PU.1 ChIP-Seq analysis in ES-EP (20) was used to determine the genes occupied by PU.1 in erythroid progenitor cells. Using the same criterion for
associating bound regions with genes as in Fig. 1A, a four-way Venn diagram displays the overlap of genes occupied by PU.1, GATA-1 (in proliferating and/or
differentiating ES-EP cells), SCL, and KIf1. (B) GATA-1- (13, 23), KIf1- (41), SCL- (14), and PU.1-dependent (20) gene expression datasets were used to determine
how each factor regulates the expression of genes co-occupied by all four factors in erythroid progenitor cells. GATA-1-dependent gene expression was
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heatmap displayed for GATA-1 represents the final time point of this induction series represented as a Z-score relative to all time points. Heatmaps for KIf1, SCL,
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synthase 2 (Alas2) and (D) band 4.1 (Epb4.1). (E) Heatmaps displayed show GATA-1- (13, 23) and PU.1-dependent (20) gene regulation of 151 myelo-lymphoid
genes bound by both proteins in erythroid progenitors. Myelo-lymphoid genes were identified as genes that are highly expressed in granulocytic, monocytic, T-
cell, or B-cell lineages compared with other hematopoietic cells (27). The heatmap displayed for GATA-1 represents the 21-h time point of this induction series
represented as a Z-score relative to all time points, whereas the PU.1 heatmap represents the absolute fold change in gene expression in fetal-liver-derived early
erythroid progenitor cells from wild-type animals compared with that in mice that have ~70% reduction in PU.1 levels. (F and G) Occupancy maps of GATA-1 and

PU.1 in ES-EP cells are displayed in the vicinity of the myelo-lymphoid genes that encode for (F) Ifngr2 and (G) NfxB1.

Gfi-1b, and represses their expression (Fig. S6). Thus, the neg-
ative effect of PU.1 on the erythroid core network extends to
a group of factors that help drive the network.

GATA-1 Binds to and Represses Many PU.1 Myeloid-Lymphoid Gene
Targets in Erythroid Progenitors. We previously found that PU.1
occupies several myelo-lymphoid—specific genes in erythroid
progenitors (20). Given the mutual antagonism between PU.1
and GATA-1 (16, 33, 34), one might predict that GATA-1
represses these gene targets in erythroid cells. Indeed, we find
151 myelo-lymphoid genes that are occupied by GATA-1 and
PU.1 and that are positively regulated by PU.1 and repressed by
GATA-1 (Fig. 3E). For example, we find that GATA-1 binds in
close proximity to and represses the myelo-lymphoid genes
NF«xB1 and the IFN-y receptor 2 (Ifngr2), which are essential for
immune cell function (Fig. 3 F and G). Interestingly, a recent
report demonstrated that during erythroid differentiation GATA-
1 represses expression of PU.1 itself (42). Taken together with all
of the aforementioned effects of PU.1 on the erythroid core
network, these results suggest that an important aspect of lineage
specification is negative cross-regulation directed at both the
downstream gene targets of the factors and the genes encoding
the factors themselves.

Mathematical Modeling of the GATA-1 and PU.1 Transcriptional
Interaction. To better understand the consequences of this dual
mechanism of repressing both the opposing upstream activator
and its downstream targets, we developed a mathematical model
(SI Materials and Methods) to describe the dynamics and steady-
state expression profiles of GATA-1 and PU.1 target genes. Fig.
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44 shows the equilibrium expression-level ratio [GATA-1 tar-
gets/PU.1 targets (G1/Pr); Fig. 4 B and C], following a transient
stimulus favoring GATA-1, over the plane representing the 2D
continuum of possible antagonistic effects: (i) between the fac-
tors themselves and (i) on the downstream targets of the op-
posing factor (Figs. S7-S11 and Tables S1-S2). Whereas mutual
inhibition between GATA-1 and PU.1 alone increases the G/Pt
ratio (right corner of Fig. 44), the model behavior illustrates that
mutual inhibition and repression of opposing downstream targets
act synergistically (center top corner of Fig. 44) to maximize the
G1/Pr ratio. These results suggest that the dual mechanism
identified here provides, in comparison with either cross-in-
hibition or target inhibition alone, more robust suppression of an
alternative gene expression program during lineage specification.

Discussion

Work in a limited number of cell types suggests that one impor-
tant aspect of cellular identity is determined by the concerted
actions of a few key transcriptional regulators controlling a subset
of genes referred to as a core transcriptional network (1). In this
study, we find that GATA-1, SCL, and KIf1, three essential ery-
throid transcription factors, form such a network in erythroid cells
(Fig. 1). Several characteristics of this network are highly remi-
niscent of the ES cell core network (2), including the existence of
a multi-input motif formed by the three factors (Fig. 1B), as well
as coherent type I feed-forward loops (Fig. S4). Because both
inputs are required for optimal expression of the output signal,
coherent type I feed-forward loops may be important for combi-
natorial transcriptional regulation (43). Indeed, absence of SCL
leads to a reduction in GATA-1 binding at some erythroid-specific
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Fig. 4. Mathematical model demonstrating the synergistic effect of repressing both the upstream activator and its downstream targets during lineage
specification. (A) We determined the equilibrium expression-level ratio of GATA-1 targets/PU.1 targets (G1/Pr, on the z axis using logarithmic scale) following
a transient stimulation of GATA-1 for different combinations of the parameter values that independently modulate the mutual inhibition between GATA-1
and PU.1 (right corner, x axis) and inhibition of the other’s downstream targets (left corner, y axis) from the base network topology represented in the bottom
center corner (all other parameter values are constant and tabulated in S/ Materials and Methods). The top center corner represents simultaneous high-level
mutual inhibition and repression of the downstream targets. (B and C) GATA-1 target (Gy) and PU.1 target (Py) gene expression levels, respectively, used to
compute the G/Pr ratio. The highest G/P; ratio observed in the top center corner of A is due to sustained elevated G concentration with decreased Pr

concentration relative to all other corners.

genes that results in suboptimal expression of these genes (14).
Interestingly, in all cases studied thus far, the critical factors co-
occupy ~300 genes (2, 3) (Fig. 14). The fact that these factors often
bind in close proximity to one another (2) (Fig. 1B) suggests that the
cis-binding elements may have coevolved together. In addition to
binding in close proximity, another feature shared by the core ES
factors and the three erythroid factors is the ability to physically
interact. Nanog and Oct4 interact with one another (44), whereas
GATA-1 interacts with both SCL (6) and KIf1 (10). This observa-
tion raises an interesting question. Did the ability of these tran-
scription factors to interact favor the evolution of cis-elements in
close proximity or did the evolution of cis-binding sites facilitate the
ability of these factors to interact? Phylogenetic analysis of the
binding elements, along with studies of how the protein interaction
interfaces evolved, could provide novel insights into the evolution
of these core transcriptional networks.

Interestingly, we also find that PU.1, a negative regulator of
terminal erythroid differentiation, is a highly integrated com-
ponent of the erythroid core network (Fig. 34). Furthermore, we
show that, in addition to negatively regulating the expression of
many erythroid core network genes, PU.1 also represses ex-
pression of GATA-1, SCL, and KIf1 themselves (Fig. S5), as well
as some key GATA-1 cofactors (Fig. S6). In this way, PU.1
appears to antagonize both the erythroid-specific transcriptional
and proteomic networks in erythroid progenitors. Importantly,
we also find that GATA-1 represses many of the myelo-lymphoid
downstream gene targets of PU.1 (Fig. 3C), as well as the PU.1
gene itself (42). Mathematical modeling reveals that this dual
mechanism of repressing both the opposing upstream activator
and its downstream targets provides for a robust method of si-
lencing alternative gene expression programs (Fig. 4). This result
suggests that such a mechanism may be used by antagonizing
transcription factors in other lineages.

The work reported in this study unifies two key concepts that
are important for establishing cellular identity, namely the core
transcriptional network and the mutual antagonism between
master transcriptional regulators. Our findings demonstrate that
a “core transcriptional network” can be subject to negative reg-
ulation by a master regulatory transcription factor from a closely
related lineage. In the future, it will be important to determine
whether the types of positive and negative effects on a core
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transcriptional network found here in the erythroid lineage are
also present in other developmental systems.

Materials and Methods

Cell Culture Conditions. ES-EP were cultured as previously described (21).
Briefly, cells were grown in StemPro34 medium (Invitrogen) supplemented
with 2 units/mL Epogen (Amgen), 40 ng/mL hIGF-1 (Sigma), 1 uM dexa-
methasone (Sigma), 100 ng/mL murine SCF (R&D Systems/Invitrogen), and
0.1% p-mercaptoethanol (Gibco) at 37 °C in a humidified 10% CO, atmo-
sphere. The cell concentration was maintained between 2 x 10° and 6 x
10 cells/mL by daily medium changes. ES-EP cells were differentiated for
24 h by culturing in StemPro34 media supplemented with 10 units/mL
Epogen, 10 pg/mL insulin (Sigma), 3 pM mifepristone (Sigma), and 0.1%
B-mercaptoethanol.

qChIP and ChIP-Seq. qChIP was performed as previously described (45). Briefly,
cross-linked chromatin from 2.5 x 10° cells was immunoprecipated with
Protein A agarose beads (Roche), using 2 pg of HA (Y-11; Santa Cruz) or
GATA-1 (46) antisera. Chromatin bound to beads was eluted with 1% SDS
and 0.1 M NaCHO3 and the eluate was incubated at 65 °C overnight. Protein
and RNA were digested with Proteinase K (Invitrogen) and RNase A (Roche)
following the manufacturers’ instructions and DNA was isolated using a
PCR purification column (Qiagen). gPCR was performed using the primers
indicated in Table S3. All qChIP experiments were performed using two
independent chromatin preparations.

ChIP-Seq samples were prepared similarly, using chromatin from 5 x 107
cells and immunoprecipitation with 40 pg of GATA-1 antiserum. ChIP-Seq
was performed in duplicate, using two independent chromatin prepara-
tions. DNA was isolated before immunoprecipitation and used as an input
control sample. DNA was isolated and libraries were prepared for se-
quencing as described previously (47). Libraries were sequenced using an
Illumina Analyzer GAIl and processed with the Illumina ELAND pipeline.
Uniquely mapped reads were aligned to the mouse genome (mm?9). Further
details on processing of ChIP-Seq samples can be found in ref. 20.

Data Analysis and Mathematical Modeling. ChIP-Seq data analysis; assignment
of GATA-1, SCL, KIf1, and PU.1 binding sites to genes; integrated analysis of
gene expression data and e-4C interaction data; statistical analysis; and
mathematical modeling are described in S/ Materials and Methods.
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