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SUMMARY

The embryonic stem (ES) cell transcriptional and
chromatin-modifying networks are critical for self-
renewal maintenance. However, it remains unclear
whether these networks functionally interact and, if
so, what factors mediate such interactions. Here,
we show that WD repeat domain 5 (Wdr5), a core
member of the mammalian Trithorax (trxG) complex,
positively correlates with the undifferentiated state
and is a regulator of ES cell self-renewal. We demon-
strate that Wdr5, an ‘‘effector’’ of H3K4 methylation,
interacts with the pluripotency transcription factor
Oct4. Genome-wide protein localization and tran-
scriptome analyses demonstrate overlapping gene
regulatory functions between Oct4 and Wdr5. The
Oct4-Sox2-Nanog circuitry and trxG cooperate in
activating transcription of key self-renewal regula-
tors, and furthermore, Wdr5 expression is required
for the efficient formation of induced pluripotent
stem (iPS) cells. We propose an integrated model
of transcriptional and epigenetic control, mediated
by select trxG members, for the maintenance of ES
cell self-renewal and somatic cell reprogramming.

INTRODUCTION

The maintenance of ES cell self-renewal requires a network of

transcription factors, including Oct4, Sox2, Nanog, Esrrb, Tbx3,

and Tcf3 (Chen et al., 2008; Ivanova et al., 2006; Kim et al.,

2008; Tam et al., 2008). These factors participate in auto- and

cross-regulatory interactions to increase their own expression

and that of other self-renewal-associated geneswhile repressing
genes that promote differentiation. Perturbation of these factors

collapses the self-renewal circuitry and triggers specific ormixed

lineage differentiation (Ivanova et al., 2006). In contrast to the

numerous transcription factors, only a handful of chromatin regu-

lators that are important for self-renewal havebeencharacterized

(Loh et al., 2007; Pasini et al., 2007; Schaniel et al., 2009).

ES cells harbor an open, transcriptionally permissive chromatin

that allows for efficient epigenomic remodeling during lineage

commitment (Efroni et al., 2008). However, factors regulating this

‘‘hyperdynamic’’ epigenetic configuration remain poorly under-

stood. ES cells also contain ‘‘bivalent domains’’ where nucleo-

somes are marked by trimethylation at histone3-lysine27

(H3K27me3) and histone3-lysine4 (H3K4me3) (Bernstein et al.,

2006). The Polycomb group (PcG) complex mediates

H3K27me3, correlated with gene repression (Boyer et al., 2006).

In contrast, the Trithorax group (trxG) complex mediates

H3K4me3, generally correlated with gene activation (Ringrose

and Paro, 2004). Although PcG has been extensively investigated

in the maintenance of ES cell self-renewal, pluripotency, and

somatic cell reprogramming, there exists little complementary

information for trxG-associated members. This imbalance of

knowledge represents a significant shortcoming in the under-

standing of the roles played by trimethylated H3K4 and H3K27 in

regulating the ES cell identity. Moreover, it remains to be shown

whether thewell-established transcriptional network can function-

ally interact with epigenetic regulators to maintain pluripotency

and, more importantly, which factors mediate such interactions.

An unresolved question in chromatin biology is the manner by

which generic histone modification complexes, like PcG and

trxG, become targeted to specific genomic loci to direct specific

gene regulatory functions (Schuettengruber et al., 2007). This is

especially intriguing in the context of ES cells. For example,

Chd1, a chromodomain-helicase-DNA-binding protein that is

not specific to ES cells, was recently described to be essential

for pluripotency and reprogramming (Gaspar-Maia et al.,
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Figure 1. Downregulation of Wdr5 Expression upon ES Cell Differentiation

(A) Heatmap of trxG-associated member expressions during RA induction from Ivanova et al. (2006).

(B and C) Real-time PCR (left) and immunoblot (right) analyses during RA induction and EB formation.

(D) Real-time PCR analysis after 3 days shRNA knockdown of Nanog and Oct4.
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2009). The factor(s) or mechanism(s) conferring such functional

specificity to epigenetic regulators remains unknown. Moreover,

it is unclear how ectopic expression of four transcription

factors—Oct4, Sox2, Klf4, and c-Myc (OSKM)—can reprogram

somatic cells to iPS cells with epigenomes that are largely indis-

tinguishable from ES cells (Carvajal-Vergara et al., 2010; Tsai

et al., 2010). This is especially pertinent to the re-establishment

of the bivalent signature. Interestingly, although the OSKM-iPS

methodology has been replaced by various combinations of

factors or small molecules, Oct4 remains the sole factor that,

until recently, could not be substituted/omitted (Heng et al.,

2010). Accordingly, we reasoned that the resetting of the

somatic epigenome must be achieved through the activity of

Oct4-interacting proteins and/or Oct4 target genes.

Protein complexes of the Set/MLL histone methyltransferase

(HMT) family are mammalian homologs of trxG that function as

conserved, multisubunit ensembles to catalyze the methylation

of H3K4. The human MLL gene, which contains a SET domain,

was first identified based on translocations that are commonly

associated with the pathogenesis of multiple forms of hemato-

logical malignancies (Shilatifard, 2006). Notably, Set/MLL

proteins alone are catalytically inactive but require core

subunits—Wdr5, Ash2l and Rbbp5—that are related to compo-

nents of the yeast Set1 complex (Dou et al., 2006). The Rbbp5

and Ash2l heterodimer directly participates in HMT activity of

the MLL1 complex (Cao et al., 2010). Ash2l is required for mouse

embryogenesis (Taylor et al., 2010) and proper X-inactivation

(Pullirsch et al., 2010), whereas diminished recruitment of

Rbbp5 is found in patients with Wiskott-Aldrich syndrome (Stol-

ler et al., 2010). Other trxG-associated cofactors such as Menin,

Hcf1, and Cxxc1 have been implicated in processes like pancre-

atic b cell growth (Karnik et al., 2007), tumorigenesis (Lairmore

and Chen, 2009), apoptosis (Tyagi and Herr, 2009), and euchro-

matin formation (Thomson et al., 2010). In particular, Wdr5 is

a key component of trxG acting as a ‘‘presenter’’ of the H3K4

residue and is indispensible for Set/MLL complex assembly

and effective HMT activity (Dou et al., 2006). It was shown that

Wdr5 interacts with H3K4me2 and mediates transition to the tri-

methylated state (Wysocka et al., 2005). However, it was also

shown that Wdr5 is unable to distinguish between different

H3K4 methylation states (Couture et al., 2006). Although Wdr5

function is required for vertebrate development (Wysocka

et al., 2005) and osteoblast differentiation (Zhu et al., 2008), its

role in ES or iPS cells remains to be determined.

RESULTS

Wdr5 Expression Positively Correlates with
the Undifferentiated ES Cell State
We sought to functionally characterize specific chromatin

regulators in the maintenance of ES cell self-renewal, with

a particular focus on trxG-associated members. For this, we
(E) Real-time PCR analysis in Nanog-inducible (Ivanova et al., 2006), Oct4-repre

relative to day 0 or GFP shRNA.

(F) ChIP-qPCR analysis of Oct4 and Nanog occupancy at Wdr5 locus. Numbere

negative control. Values are expressed as fold enrichment relative to input DNA

Data are represented as mean ± SD; n = 3. See also Figure S1.
mined our previous microarray data (Ivanova et al., 2006) and

published iPS cell data sets for expressions of trxG complex

members. Wdr5 emerged as an obvious candidate, as its

expression was downregulated upon differentiation (Figure 1A)

and upregulated during iPS cell formation (Figure S1A), unlike

other members whose expression levels were incoherent among

the data sets. Interestingly, the upregulation of Wdr5 in iPS cells

was independent of the somatic cell types chosen for reprog-

ramming. We also observed higher Wdr5 and H3K4me3 levels

in ES cells than in somatic cells and tissues (Figures S1B and

S1C), suggesting specific Wdr5 functions in ES and iPS cell

maintenance.

We next validated our microarray data and observed amarked

Wdr5 reduction, similar to Oct4 and Nanog, with concomitant

decreases in global H3K4me3 (Figure 1B). Wdr5 diminution in

embryoid body (EB) assays indicated that this was not specific

to retinoid acid (RA) induction but was generally representative

of differentiation (Figure 1C). Additionally, when we depleted

Oct4 or Nanog using short hairpin RNA (shRNA), we also

observed a reduction in Wdr5 (Figure 1D). This effect was not

unique to the shRNAs, as Wdr5 decreases were also observed

using the Nanog-inducible and Oct4-repressible ES cell lines

(Figure 1E). Furthermore, chromatin immunoprecipitation

(ChIP) confirmed Oct4 and Nanog occupancy in intron 1 of

Wdr5 (Figure 1F). These data indicate that Wdr5 expression

correlates positively with the undifferentiated state and that the

Wdr5 gene is a downstream target of Oct4 and Nanog.

Wdr5 Is a Regulator of ES Cell Self-Renewal
We next designed shRNAs targeting Wdr5 to determine whether

it is required for self-renewal. Wdr5 shRNA-2 and -4 effectively

depletedWdr5mRNA and protein levels, but not those encoding

other WD repeat proteins (Figure 2A and Figure S1D). Wdr5

knockdown induced changes in cell morphology and decreased

alkaline phosphatase (AP) activity, indicative of differentiation

(Figure 2B). In ES cell competition assays, Wdr5 depletion

resulted in loss of self-renewal similar to depletion of LIF receptor

(LIFR) or Nanog (Figure 2C). Furthermore, depletion of Wdr5

diminished secondary ES colony formation (Figure 2D) and

reduced self-renewal gene expression while increasing ecto-

dermal and trophectodermal gene expressions (Figure S1E).

Importantly, Wdr5 depletion induced the collapse of the

extended ES cell transcriptional network (Figure 2E).

To rule out shRNA off-target effects, we built complementation

‘‘rescue’’ ES cell lines (Wdr5R) where endogenous Wdr5 was

constitutively repressedbyWdr5-shRNAand rescuedby aDoxy-

cycline-inducible (Dox) shRNA-immune Wdr5 (Figure 2F).

Removal of Dox resulted in loss of self-renewal gene expression

in two independent clones, whereas, in the presence of Dox,

expression remained at normal levels (Figure 2F, right). This

was also evident from AP staining (Figure S2A). Global gene

expression profiling and gene set enrichment analyses (GSEA)
ssible lines (Schaniel et al., 2009). All data are normalized to actin and shown

d gray bars indicate primer locations. Glutathione S transferase (GST) ChIP as

and a control region (Loh et al., 2007).
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Figure 2. Wdr5 Depletion Results in Loss of Self-Renewal and Collapse of Extended Transcriptional Network

(A) Real-time PCR (left) and immunoblot (right) analyses after 4 days Wdr5 knockdown.

(B) AP staining after 4 days shRNA knockdown.

(C) ES cell competition assay (Ivanova et al., 2006) in E14 and CCE cells. Luciferase (LUC), Nanog, and LIFR shRNAs serve as negative and positive controls,

respectively.

(D) Secondary ES colony replating assay (Tay et al., 2008). Circles depict colonies from the 600 cell-replated wells.

(E) Gene expression of composite transcriptional network (Chen et al., 2008; Kim et al., 2008) after 4 days Wdr5 depletion as measured by real-time PCR.

Log2 fold change relative to GFP shRNA.
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demonstrated that Wdr5 depletion repressed self-renewal and

enhanced primarily ectoderm differentiation (Figure 2G and

Figure S2B). Gene ontology (GO) analysis of the differentially

expressed genes revealed enrichment in categories like devel-

opmental processes, mesoderm and skeletal development,

and others (Figure S2C). Arguing against induced apoptosis or

a general loss of proliferative potential, Wdr5 depletion in ES

cells resulted in no change in apoptotic gene expressions,

whereas cell-cycle analysis showed only a marginal impediment

(Figures S2D and S2E). Indeed, sporadic clusters of viable cells

expressing lineage-specific markers, nestin and smooth muscle

actin, were detectable after extended periods of Wdr5 knock-

down (Figure S2F). In addition, Wdr5 depletion in fibroblasts

and myoblasts induced no significant changes in cell cycle, sug-

gesting that Wdr5 has specific roles in maintenance of ES cell

self-renewal (Figure S2G–S2I).

We next asked whether Wdr5 overexpression was sufficient

to block differentiation in EB assays using the Wdr5R (Fig-

ure S2J). Wdr5 overexpression (+Dox) delayed trophectoderm

and mesoderm differentiation (Figures S2K and S2L) and

enhanced endoderm differentiation (Figure S2N) but failed to

prevent loss of self-renewal genes (Figure S2O). Conversely,

Wdr5 repression enhanced commitment to trophectoderm and

endoderm yet accelerated the loss of self-renewal markers

(Figures S2K, S2N, and S2O). The enhanced differentiation

following knockdown of Wdr5 also argues against a general

loss of cell viability. Finally, transient overexpression of Wdr5

under self-renewing conditions resulted in no change in ES cell

identity (data not shown). Collectively, these results show that

Wdr5 plays specific roles in maintaining an intact ES cell

transcriptional network and, consequently, a self-renewal

phenotype but is insufficient to block differentiation.

Wdr5 Maintains Global and Localized
H3K4 Trimethylation
We further pursued the mechanism by which Wdr5 regulates

self-renewal. Wdr5 is known to be required for H3K4me3

modification and HOX gene activation (Wysocka et al., 2005).

As expected, Wdr5 knockdown reduced the amount of Wdr5

in chromatin and global H3K4me3 levels (Figure 3A). Moreover,

we observed that the reduction in H3K4me3 precedes downre-

gulation of Oct4, Nanog, or SSEA1 markers (Figure 2F, left). At

2 days after Wdr5 depletion, whereas no change in Oct4 or

Nanog levels was detectable, H3K4me3 levels were evidently

reduced by more than 50%. This diminution continued and

becamemoremarked at day 4.We reason that H3K4me3 reduc-

tion is even more significant at day 4, after the initiation of Oct4

downregulation, because Wdr5 is a downstream target gene of

Oct4. Thus, depletion of Oct4 could further attenuate the tran-

scription of Wdr5 and, consequently, expression levels of global

H3K4me3. Additionally, a significant SSEA1 decrease was only
(F) Scheme of tetracycline-inducible Wdr5 rescue construct (top). Immunoblot a

reduction preceding the loss of Oct4 and Nanog. Real-time PCR analysis (right) af

#4 and #12). All data are normalized to actin and shown relative to Vector, GFP s

(G) GSEA of a gene set representing self-renewal markers upon Wdr5 knockd

discovery rate.

See also Figure S1 and Figure S2.
detected after day 3 (Figure S3A).These data indicate that loss

of H3K4me3 is a direct result of Wdr5 depletion and not an indi-

rect result of the loss of pluripotency factors such as Oct4 or

Nanog.

We further detected decreases in H3K4me3 at the Pou5f1 and

Nanog loci upon Wdr5 depletion (Figure 3B). H3K4me3 reduc-

tion also occurred at pluripotency-associated gene promoters

where we had shown decreased expression levels (Figure 3C),

as well as at ‘‘bivalent’’ promoters and at other promoters

(Figure S3B). In line with the role of H3K4me3 in RNA polymerase

II (RNAP-II) recruitment (Wang et al., 2009), Wdr5 loss reduced

RNAP-II occupancy atNanog, Sox2, Fbx15, andMyc genes (Fig-

ure 3D). Moreover, using a Nanog-reporter line (Schaniel et al.,

2009), Wdr5 depletion reduced Nanog promoter activity (Fig-

ure S3C). Knockdowns of two other trxG-associated members

Ash2l and Menin (Shilatifard, 2006) also induced ES cell differen-

tiation (Figure S3D). This strongly suggested that the mainte-

nance of self-renewal requires elevated H3K4me3 expression.

Collectively, these data indicate thatWdr5 is critical for themain-

tenance of global and localized H3K4me3 and for transcriptional

activation in ES cells.

Wdr5 Interacts with Oct4 in ES Cells
The indispensible role of Wdr5 in self-renewal suggested

probable physical interactions with components of the core

transcriptional network. Coimmunoprecipitation (co-IP) using

an Oct4 antibody demonstrated an interaction with Wdr5 (Fig-

ure 4A). To confirm the Wdr5-Oct4 interaction, we derived ES

cell lines in which Wdr5 was tagged with Flag or Myc epitopes

and selected for clones that had minimumWdr5 overexpression

(Figure S4A). Additionally, we measured self-renewal and differ-

entiation markers to pick clones that were statistically indistin-

guishable from the control line (Figures S4B andS4C). A resultant

Wdr5_FL2 line had typical growth rates andmorphology andwas

capable of in vitro and in vivo differentiation (Figures S4D–S4F),

demonstrating bona fide pluripotency. Using this line, we

successfully co-IPed Wdr5 with Oct4 (Figure 4A), as well as

Nanog and Sox2 (data not shown). Co-IP of other trxG-associ-

ated members, Rbbp5 and Menin, suggested that these factors

exist in functionally active protein complexes. We next per-

formed a gel filtration experiment to ask whether Oct4 is part of

the larger trxG complex (Figure 4B). We observed that, whereas

Oct4 is enriched primarily at molecular weight (MW) fractions

between 150 and 50 kDa and Wdr5, Ash2l, and Rbbp5 are en-

riched primarily at > 600 kDa MW fractions, there were several

fractions in which substantial amounts of Oct4 coeluted with

the core trxG-associated proteins (Figure 4B, orange box).

Interestingly, we also observed Wdr5 to be the major protein

coeluting at peak Oct4 fractions in the absence of Ash2l or

Rbbp5 (Figure 4B, blue). This suggests that the Wdr5-Oct4

partnership might extend beyond HMT activity alone.
nalysis after Dox withdrawal in Wdr5R #4 (left). Orange box shows H3K4me3

ter 5 daysWdr5 knockdown (�dox) or with rescue (+dox) in two clones (Wdr5R

hRNA, or Luc rescue clone (LucR). Data are represented as mean ± SD; n = 3.

own. NES, normalized enrichment score; p = nominal p value; FDR = false
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Figure 3. Wdr5 Maintains Global and Localized H3K4 Trimethylation

(A) Immunoblot after 4 days Wdr5 knockdown. WCE, whole-cell extract.

(B and C) ChIP-qPCR analysis of H3K4me3 mark at various loci after Wdr5 knockdown. Numbered gray bars indicate primer locations.

(D) ChIP-qPCR analysis of RNAP-II localization at various loci after Wdr5 knockdown. Values are expressed as fold enrichment relative to input DNA and a control

region.

All data are represented as mean ± SD; n = 3; *p < 0.005. See also Figure S3.
We continued to validate the Wdr5-Oct4 interaction using

epitope-tagged proteins expressed in 293T cells (Figure 4C).

Oct4-IP successfully pulled down Wdr5, whereas the reciprocal

IP was less efficient, presumably because Wdr5 gets competed
188 Cell 145, 183–197, April 15, 2011 ª2011 Elsevier Inc.
away by endogenous interacting partners.We also performed an

in vitro binding assay using recombinant Wdr5 and Oct4 (Fig-

ure 4D). Encouragingly, we observed co-IP of recombinant

Wdr5 using an antibody specific for Oct4. However, this



pull-down was significantly weaker than in co-IPs in ES or 293T

cells, suggesting that whereasWdr5 and Oct4 are direct interac-

tion partners, the interactionmight be further stabilized in amulti-

meric complex.

It was shown previously that strong Myc-DNA binding is posi-

tively correlated with ‘‘euchromatic clusters’’ that bear high

H3K4me3 levels (Guccione et al., 2006). Therefore, we hypothe-

sized that Oct4 binding to DNA may also be dependent on

certain epigenetic features and be mediated through Wdr5. To

investigate this, we performed a sequential peptide-IP experi-

ment (Figure 4E, box). As expected, biotinylated-peptide pull-

down assays demonstrated strong Wdr5 specificity toward the

H3K4me3 peptide in stringent salt conditions (Figure S4G).

Flag-IP of the Wdr5-Oct4 complex (IP1) followed by peptide-IP

(IP2) demonstrated specificity of Oct4 for the H3K4me3 peptide.

Increased salt concentration retained the affinity of Wdr5 for

H3K4me3 but abolished the interaction with Oct4 (Figure 4E).

These data point to indirect interactions of Oct4 with

H3K4me3-modified histones, mediated by Wdr5, and suggest

that portions of the ES cell genome that are ‘‘visible’’ to Oct4

could be restricted by higher-order chromatin organization.

Wdr5 and Oct4 Share Overlapping Gene Regulatory
Functions
What is the functional importance of the Wdr5-Oct4 interaction?

We postulated that Oct4 would be required to recruit Wdr5 to

self-renewal-associated gene promoters, and this in turn main-

tains robust H3K4me3. Indeed, Oct4 depletion decreased

Wdr5 binding as well as H3K4me3 modification at promoters

(Pou5f1, Nanog, and Sox2) cobound by Wdr5 and Oct4 (Fig-

ure 4F). In contrast, at genes (Adfp and Gnl3) bound by Wdr5,

but not by Oct4, we detected increased Wdr5 binding and

H3K4me3 modification upon Oct4 depletion. This suggests

that the Wdr5-Oct4 partnership performs specific roles at

promoters of self-renewal genes and Wdr5 also performs

discreet transcriptional functions without the participation of

Oct4.

To assess the global extent of gene regulation, we compared

differentially expressed genes upon depletion of Wdr5 or Oct4

(Table S2). 1532 and 646 genes were differentially expressed

after Wdr5 or Oct4 knockdown, respectively, with 329 common

genes (Figure 4G). Interestingly, GSEA showed high enrichment

of Oct4-activated genes in control ES cells that become

repressed upon Wdr5 depletion (Figure 4H and Figure S5A).

Conversely, Oct4-repressed genes became enriched only

upon loss of Wdr5. GSEA comparisons with published ChIP

data sets of bivalent promoters and transcription factor binding

targets provided additional evidence that Oct4 and Wdr5 share

significant overlapping gene regulatory functions (Figure S5B

and S5C).

Genome-wide Mapping of Wdr5, Rbbp5, H3K4me3,
and Oct4 Localizations Using ChIP Sequencing
To determine the direct transcriptional targets of Oct4 andWdr5,

wemapped the DNA-binding sites forWdr5 andOct4, along with

Rbbp5 and H3K4me3, by ChIP sequencing (Figure S6A).

Comparison with published H3K4me3- and Oct4-ChIP-seq

data sets exhibited strong overlap in target genes and local
binding profiles (data not shown), as well as high colocalization

frequencies of binding regions (Figure 5D). Importantly, ChIP-

qPCR validation revealed a low false discovery rate (FDR) for

the identified binding regions (Figure S6B).

In support of our earlier observations (Figures 4G and 4H), the

distributions of Oct4 andWdr5 localization were strikingly similar

(Figures 5A and 5B), wherein 75% of Oct4 target genes were co-

bound byWdr5 (Figure 5C). In line with a recent report (Kim et al.,

2010), clustering of the colocalization frequencies of histone

modifications, transcription factors, and transcriptional regula-

tory proteins recapitulated Polycomb (Figure 5D, blue), ES core

(red), and Myc modules (green). Evidently, Oct4 and the core

module share no significant overlap with regions of the genome

marked by H3K27me3, H3K36me3, or H3K9me3 modifications.

As expected, Wdr5 and Oct4 share a strong correlation in their

binding regions and serve to bridge the Myc and the core

modules (red-green). Lastly, the top Oct4-bound genes have

significantly higher Wdr5 ChIP-seq signals than the bottom

Oct4-bound genes (Figure 5E). The converse was also true,

providing additional evidence that Oct4 and Wdr5 are partners

in transcriptional regulation.

Wdr5, Rbbp5, and H3K4me3 binding regions are largely

located within Refseq promoters (Figure 5A) and overrepre-

sented in gene-rich chromosomal regions (Figure S6C) and

share a strong overlap in their binding targets (Figure 6A). We

identified 9303 Wdr5, Rbbp5, and H3K4me3 coassociated

target genes, termed trxG hereafter. In line with the gene activa-

tion role of trxG (Ringrose and Paro, 2004), the level of mRNA

expression in ES cells was directly proportional to the intensity

of trxG ChIP-seq signals (Figure 6B). Lastly, a large proportion

of trxG target genes contained ‘‘bivalent’’ domains (Table S3

and Figure S6D) and GO enrichment in categories like develop-

mental processes, neurogenesis, embryogenesis, mesoderm,

and ectoderm development (Figure S6E).

Oct4, Sox2, Nanog, and trxG Cooperate
in Transcriptional Activation
We sought to understand the extent to which the known tran-

scriptional network cooperates with trxG in gene regulation by

broadening our analyses to include genes bound by trxG as

well as Oct4 (this study), Sox2, and Nanog (Marson et al.,

2008) (OSN) (Table S1). Oct4, Sox2, and Nanog are known to

possess both transcriptional activation and repression functions,

but the specific mechanisms that distinguish between these two

properties remain elusive (Marson et al., 2008). We hypothesized

that, because trxG is required for transcriptional activation (Ring-

rose and Paro, 2004), it would work with OSN specifically for this

function. We identified four markers of active transcription from

published reports (Marson et al., 2008; Mikkelsen et al., 2007;

Rahl et al., 2010)—H3K79me2, H3K36me3, elongating RNAPII (-

RNAPII-Ser2P), and Paf1 complex (Ctr9) binding—and a marker

of repression, H3K27me3 (Mikkelsen et al., 2007). As described

previously (Rahl et al., 2010), cMyc targets are highly positive for

all four activation marks, whereas Suz12 targets are largely

H3K27me3 positive (Figure 6C, top). Next, we observed trxG

and Oct4 targets to be significantly activated above baseline

levels. Additionally, target genes with OSN co-occupancy were

preferentially more active than targets occupied by Oct4 alone,
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Figure 5. Genome-wide Mapping of Wdr5, Oct4, H3K4me3, and Rbbp5 Localizations Using ChIP-seq

(A) Percentage distribution of ChIP-seq binding regions relative to nearest Refseq genes for Wdr5, Rbbp5, H3K4me3, and Oct4.

(B) Distributions of Rbbp5, Wdr5, and Oct4 sequence tags relative to the transcription start site of 26412 RefSeq genes. Tag counts were normalized to total

number of tags in each sequencing reaction.

(C) Venn diagram showing overlap of Wdr5- (green) and Oct4-bound (orange) genes.

(D) Heatmap of colocalization frequency of Wdr5, Rbbp5, H3K4me3, and Oct4 binding regions with published data sets (Bilodeau et al., 2009; Chen et al., 2008;

Marson et al., 2008;Mikkelsen et al., 2007; Pasini et al., 2010; Rahl et al., 2010). Factorswere hierarchically clustered using average linkagemetric alongboth axes.

(E) Box plots show median (red bar), 25th, and 75th percentile number of ChIP-seq tags. Blue bars show 2.5th and 97.5th percentile.

See also Figure S6 and Table S4.
in line with the hypothesis that these transcription factors act

synergistically for gene activation (Kim et al., 2008).

Five sectors, [I]–[V], of genes were identified based on their

occupancies by trxG and/or OSN (Figure 6D) (Table S3). We

then asked what is the percentage of genes in sectors [I]-[V] con-

taining thesemarks of activation. Remarkably, the percentage of

active genes was highest in sector [I] and was as high as that for

cMyc, a strong transcriptional activator (Figure 6C, bottom). In

contrast, the percentage of active genes was markedly reduced
(F) ChIP-qPCR analysis of Oct4 binding and Wdr5 binding and H3K4me3 levels a

ZHBTc4. Control denotes intergenic region bound neither by Wdr5 nor Oct4. H

represented as mean ± SD; n = 3.

(G) Venn diagram of differentially expressed genes inWdr5- andOct4-depleted ES

(H) GSEA analyses of two gene sets representing Oct4-activated (left) and Oct4

expression; blue, low expression). Note the similarity to Figure S5A.

See also Figure S4, and Figure S5, and Table S2.
in the absence of OSN or trxG co-occupancies, represented by

sectors [II] and [III], respectively. This trend was not observed

using the H3K27me3 repressive mark.

What are the properties of the genes in sectors [I], [II], and [III],

and how do their expressions change upon differentiation?

Using GSEA, we observed that: (1) OSN and trxG cobound

genes (sector [I]) represented key self-renewal regulators (e.g.,

Oct4, Nanog, and Sox2) that are highly expressed in undifferen-

tiated ES cells as indicated by a highly positive normalized
fter 2 days Oct4 depletion. Values are expressed as fold enrichment relative to

eatmap shows Log2 expression of genes upon Oct4 depletion. All data are

cells. p value for overlap as computed usingMonte Carlo simulation is < 1e�08.

-repressed (right) genes. Heatmap represents top enriched genes. (Red, high
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enrichment score (NES) of +1.93 (Figure 6E, column 1); (2) OSN

without trxG cobound genes (sector [II]) represented ‘‘auxiliary’’

pluripotency-associated regulators (e.g., Dppa3, Fbxo15, and

Gdf3). This gene set is not as highly expressed in ES cells, as

indicated by a lowered NES of +1.59, andmight share redundant

functions with sector [I] genes (Figure 6E, column 2); (3) trxG

without OSN cobound genes (sector [III]) represented primarily

developmental regulators (e.g., Dhx16, Hoxa9, and Tnni1) that

are highly expressed only in differentiated cells, as indicated

by a highly negative NES of �1.5 (Figure 6E, column 3). These

findings suggest that the OSN transcriptional circuitry and trxG

are accomplices in transcriptional activation of key self-renewal

genes.

Wdr5 Is Required for Efficient Somatic
Cell Reprogramming
It remains unclear how OSKM with no immediate histone modi-

fication activities reconfigure the epigenome during somatic cell

reprogramming. Notably, we observed upregulation of Wdr5

during iPS cell generation (Figures 7A and 7B), which led us to

hypothesize that Oct4 partners with Wdr5 to reset the epige-

nome during iPS cell formation. Therefore, we asked whether

Wdr5 is indeed required for reprogramming of mouse embryonic

fibroblast (MEF) from Oct4 GFP reporter mice (Figure S7A).

Specific downregulation of Wdr5 in MEFs (Figure S7B) reduced

the number of iPS colonies, as scored by colony morphology

(Figure S7C), Oct4 GFP expression (Figure 7C), and number of

AP-positive colonies (Figure 7D). This observation was not due

to an adverse effect of Wdr5 depletion on the proliferative

capacity of MEFs (Figure 7E and Figure S7D). Our cell-cycle

analyses in 3T3 fibroblasts further support this observation

(Figure 2I). Oct4-GFP-positive colonies emerging in the Wdr5

knockdown cultures either had not been infected by the shRNA

lentivirus or had silenced it, as determined byWdr5 RT-PCR (Fig-

ure S7E). We next asked whether Wdr5 is required for the early/

initiation phase or the later/expansion phase of reprogramming

by depleting Wdr5 before (day 5), simultaneously with (day 0),

and after (day +4, +8) OSKM introduction. The most marked

attenuation in iPS colony formation was observed when Wdr5

was depleted during the initial stages of reprogramming (Fig-

ure 7F). Moreover, this reduction in iPS efficiency was measur-

able very early (day 8) in reprogramming using AP and SSEA1

as ‘‘surrogate’’ markers of pluripotency before endogenous

Oct4 is activated (Figure 7G). This reduction was observed as

late as day 20, arguing against a mere delay in reprogramming.

Taken together, these data suggest that OSKM requires robust

Wdr5 activity for effective somatic cell reprogramming.
Figure 6. Oct4, Sox2, Nanog, and trxG Are Partners in Transcriptional

(A) Venn diagram showing overlap of Wdr5, Rbbp5, and H3K4me3 ChIP target g

(B) 18096 Refseq genes were divided equally into three expression groups and w

25th, and 75th percentile number of ChIP-seq tags. Whiskers show 2.5th and 97

(C) Proportion (%) of each gene set (colored bars), extracted from published (Che

markers of active and repressive transcription. Wdr5, Rbbp5, and H3K4me3 cobo

(D) Chart showing number of trxG- and OSN-bound genes subclassified into five

OSN_all; and [V], trxG_all.

(E) Table containing GSEA (top row) of mRNA expressions upon EB differentiati

ChIP-seq binding profiles (bottom row) for genes in sectors [I]–[V]. See also Figu
DISCUSSION

The significance of our study is three fold. First, our work repre-

sents the detailed characterization of a core trxG member in the

maintenance of ES cell self-renewal. PcG-associated members

have been well characterized in this context. Knockout ES cells

for PcG have been established, genome-wide binding targets

have been investigated in both mouse and human ES cells

(Surface et al., 2010), and recently, multiple groups have per-

formed PcG pull-down experiments to identify Jumonji domain

proteins as critical mediators of pluripotency (Landeira and

Fisher, 2010). In contrast, there exist few complementary studies

for trxG-associated members. Although not a cell-/tissue-

specific factor like Oct4, we observed that elevated Wdr5

expression appears to be a unique and defining property of

pluripotent ES and iPS cells. Despite the identification of bivalent

domains, it is unclear whether the H3K4me3 modification is

required for transcriptional activation of self-renewal genes.

Here, we reduced H3K4me3 levels through the perturbation of

a core trxG protein and observed significant attenuation in self-

renewal gene expressions that eventually leads to the induction

of differentiation. Reduction, but not complete ablation, of

H3K4me3 in our shRNA experiments allowed us to observe

this self-renewal defect. We predict that a complete removal of

Wdr5 and, consequently, the H3K4me3 mark would result in

a possibly lethal phenotype that bypasses self-renewal mainte-

nance. We have provided significant data to suggest that the

consequence of losing Wdr5 is, in part, mediated through the

loss of H3K4me3. However, it remains possible that Wdr5 inter-

acts with other factors, apart from Oct4, and performs functions

that are distinct from H3K4me3 modification that also could

result in loss of pluripotency.

Additionally, our data supplements published work on Chd1

and Tip60-p400 complex. Chd1 was shown to be essential for

open chromatin, pluripotency, and reprogramming (Gaspar-

Maia et al., 2009). These results support our findings, as Chd1

is a ‘‘reader’’ of the H3K4me3 mark and our complementary

results show Wdr5 to be a ‘‘presenter’’ of H3K4. We indeed

observed increased expression of H3K4me3 and acetylated

H3K9/14 in ES cells compared to somatic cells, which presum-

ably maintains the ES cell epigenome in its open and transcrip-

tionally permissive state. Fazzio et al. reported that reduced

H3K4me3 diminished Tip60-p400 recruitment to chromatin

and induced loss of ES cell identity (Fazzio et al., 2008). These

studies, including our work, collectively indicate that the

H3K4me3 mark is an indispensible histone mark that regulates

the balance between self-renewal and lineage commitment.
Activation

enes.

ere plotted against each ChIP-seq tag signal. Box plots show median (red bar),

.5th percentile.

n et al., 2008; Marson et al., 2008) and current ChIP-seq data sets, containing

und (trxG). All Refseq (gray bar, black-dotted line) genes represent baseline %.

sectors. [I], OSN and trxG; [II], OSN without trxG; [III], trxG without OSN; [IV],

on (Perez-Iratxeta et al., 2005), representative gene names (middle-row), and

re S6 and Table S1 and Table S3.
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Figure 7. Increased Wdr5 Expression Is Required for Reprogramming of Oct4-GFP MEFs by Defined Factors

(A) Immunoblot of two independent iPS clones and their parental MEFs.

(B) Real-time PCR of trxG-associated members during iPS induction. Data are normalized to actin and are shown relative to MEF. Data are represented as

mean ± SD; n = 3.
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Second, we put forward an integrated transcriptional network-

epigenetic regulatory model for themaintenance of self-renewal.

We and others have shown that H3K4me3 marks a large propor-

tion of the ES cell genome, including promoters that are unre-

lated to self-renewal. How then can the self-renewal function

of Wdr5/H3K4me3 be conferred? We propose that the locus

specificity of Wdr5 is, in part, conferred through its direct and

functional interaction with Oct4. We focused on the Oct4-Wdr5

interaction because Oct4 is a master regulator of pluripotency

and is the only factor that until recently remained irreplaceable

in reprogramming (Heng et al., 2010). However, at least in

some experiments, we did observe co-IP of Sox2 and Nanog,

suggesting that Wdr5 may interact with a more extensive

complex of transcription factors. A recent study reported an

Oct4-interactome of 166 proteins, which included transcription

factors and chromatin-modifying complexes, many of which

were not previously known to associate with the ES cell network

(Dejosez et al., 2010; van den Berg et al., 2010). The Wdr5-Oct4

interaction was also observed there. Our mechanistic work on

Wdr5 therefore elucidates the functional importance of this inter-

action and possibly sheds light on the relevance of Oct4’s

surprisingly broad range of interaction partners. We also deter-

mined that trxG and the OSN-triad colocalize at key self-renewal

regulatory genes and synergistically maintain their robust

expression levels. Gene promoters that are only OSN bound

or only trxG bound are less likely to be transcriptionally active

in ES cells. Our genome-wide localization analyses of Wdr5

and Rbbp5 represent the first unbiased, high-resolution

mapping of core trxG member occupancy in any cell/tissue

type and thus provide a valuable resource for future investigation

of trxG-mediated gene regulation and potential TRE-motif

discovery (Table S4).

Lastly, we established that Wdr5 is required for the initial

reconfiguration phase of somatic cell reprogramming. We

propose that the Wdr5-Oct4 partnership accomplishes this as

follows (Figure 7H). First, Oct4 enhances basal Wdr5 expression

in MEFs (blue arrow) through direct binding and transcriptional

activation of its promoter. Next, the DNA specificity conferred

by Oct4 directs Wdr5 to genomic loci encoding self-renewal

genes, such as Pou5f1 and Nanog, to re-establish a H3K4me3

high chromatin signature (green arrow). This elevated expression

of H3K4me3 subsequently facilitates strong Oct4 occupancy to

direct robust transcriptional activation (red arrow), presumably in

conjunction with the larger trxG complex. Finally, the positive

feedback loop set up by Oct4 targeting Wdr5 (purple arrows)

allows for the establishment of iPS cells or the maintenance of

ES cell self-renewal. EB and RA differentiation or trxG member

depletion compromises the maintenance of self-renewal and

triggers differentiation.
(C) High and low GFP-positive colonies were counted 14 days post-OSKM in W

(D) AP staining of entire wells (circles) and representative colonies (squares) from

(E) MTT proliferation assay of MEF transduced with Luc or Wdr5 shRNA.

(F) Wdr5 depletion during iPS reprogramming. GFP+++ colonies counted at day 1

(G) AP, SSEA1, and GFP intensity assessed at early (day 8) or late stages (day 20)

of entire wells (circles) and representative SSEA1 colonies (squares) is depicted.

(H) Proposed model.

See also Figure S7.
In summary, the work presented here elucidates a previously

unrecognized interconnectivity between the core transcriptional

network and selectmembers of the trxG complex, reveals impor-

tant insights into the role of Wdr5/H3K4me3 in the maintenance

of ES cell self-renewal, and suggests how Oct4 downstream

target epigenetic factors reconfigure the H3K4me3 signature

during the process of somatic cell reprogramming.

EXPERIMENTAL PROCEDURES

Cell Culture and Differentiation Assays

Mouse ES cell lines—E14T, CCE, J1, ZHBTc4, NanogR, and Wdr5R—were

cultured and differentiated as previously described (Ivanova et al., 2006).

Dermal papilla, dermal fibroblasts, and MEFs were derived as described

previously (Tsai et al., 2010).

Gene Expression Microarray, GO, and GSEA

Microarrays were conducted on Illumina Beadchip arrays. All data were

normalized using LumiR. Differentially expressed genes were identified using

Limma: Log2FC > 0.6 or < �0.6; adjusted p value < 0.05; and detection prob-

ability > 0.99. Microarray data deposited at GEO (GSE19588). Cluster 3.0 and

Java Treeview were used for data visualization. GO was performed at http://

www.pantherdb.org/. GSEA was performed at http://www.broadinstitute.

org/gsea/.

Real-Time Quantitative PCR and Immunoblotting

Total RNAwas Trizol extracted, column purified, and reverse transcribed using

the High Capacity kit (Applied Biosystems). For ChIP-qPCR analysis, 1 ng

ChIP-DNA was used for each PCR. All qPCR analyses were performed using

Fast SYBR Green (Applied Biosystems). To obtain whole-cell protein extracts,

cells were lysed in RIPA buffer. Primer sequences and antibodies are available

in Supplemental Information and Table S6.

Short Hairpin RNA Design

Target sequences: Wdr5 shRNA2, GCCGTTCATTTCAACCGTGAT; Wdr5

shRNA4, GCAAGTTCATCTGCTGATA; Oct4 shRNA, GAAGGATGTGGTTCGA

GTA; Nanog shRNA, GAACTATTCTTGCTTACAA; Menin shRNA, GTAGATTT

CCGCACTTTAT; and Ash2l shRNA, CGAGTCTTGTTAGCCCTACAT.

Co-IP and ChIP Assay

ES cells were lysed in Buffer G, incubated overnight with 5 ug antibody, and

captured with Protein G beads. Protein complexes were eluted by boiling in

loading buffer. 10 ul was used for each immunoblot with 2% input. Epitope-

tagged co-IP in 293T cells was performed with Flag and Myc antibodies in

Buffer G. ChIP was performed as described previously (Schaniel et al., 2009).

Biotinylated Peptide IP

Biotinylated peptides were synthesized and conjugated to streptavidin beads.

ES cell extracts were prepared in Buffer G and incubated with peptide-conju-

gated beads. Beads were washed and eluted in loading buffer.

Gel Filtration and In Vitro Binding Assay

Gel filtration was performed in DuoFlow BioLogic System according to manu-

facturer’s manual (Biorad). In vitro binding assay was conducted in Buffer

G with purified Pou5f1 and Wdr5 (Origene).
dr5 and Luc knockdown cells. Data are represented as mean ± SD.

Wdr5 and Luc knockdown iPS colonies at day 14.

4. OSKM only did not receive Wdr5 shRNA.

of iPS induction with (green bar) or without (black bar) Wdr5 shRNA. AP staining
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Generation of iPS Cells

As described previously (Tsai et al., 2010), Oct4-GFP MEFs were transduced

with pMX-Oct4, Sox2, Klf4, and cMyc retroviruses and were cultured in ES

media on irradiated MEFs. GFP-positive colonies were counted after

14 days posttransduction.

ChIP Sequencing and Data Analysis

ChIPed DNA was blunt ended, linker ligated, amplified, and applied to the

flow-cell using the Solexa Cluster Station (Illumina). Samples were subjected

to 36 cycles of sequencing using the Genome Analyzer II (Illumina) (see Table

S5). Images acquired were processed through the image extraction pipeline

and aligned to mouse NCBI build mm9 using ELAND. ChIP-seq data was

deposited at GEO (GSE22934).

ACCESSION NUMBERS

All microarray data are deposited at GEO database with project number

GSE19588. All ChIP-seq data are deposited at GEO database with project

number GSE22934.

SUPPLEMENTAL INFORMATION

Supplemental Information includes Extended Experimental Procedures, seven

figures, and six tables and can be found with this article online at doi:10.1016/j.

cell.2011.03.003.
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Supplemental Information

EXTENDED EXPERIMENTAL PROCEDURES

Embryonic Stem Cell Culture and Differentiation Assays
Cell Culture

Mouse ES cell lines- E14T, CCE, J1, ZHBTc4 and NanogR2 were cultured feeder-free on 0.1% gelatin-coated plates in ES cell

medium (Dulbecco’s modified Eagle’s medium [DMEM; Hi-Glucose], 15% fetal bovine serum, non-essential amino acids, L-gluta-

mine, b-mercaptoethanol, penicillin/streptomycin, sodium pyruvate and leukemia inhibitory factor [LIF; Millipore]). Ainv15 rtTA ES

cell line was cultured on irradiatedMEFs. HEK293T and Phoenix cells weremaintained in DMEMsupplementedwith 10% fetal bovine

serum and penicillin/streptomycin. All cell cultures were maintained at 37�C with 5% CO2.

Differentiation Assays

For RA induction, ES cells were cultured in LIF-deficient ES cell medium with all-trans retinoic acid (1–2 uM) for indicated number of

days. To form embryoid bodies (EB), ES cells were trypsinized to single-cell suspensions and cultured in uncoated Petri dishes in

LIF-deficient ES cell medium for indicated number of days. ZHBTc4 cells (Niwa et al., 2000) were differentiated by doxycycline addi-

tion (1 ug/ml). > 90% of cells differentiated into trophoblast-like giant cells in 48 hr as judged by morphology, AP staining and gene

expression analysis. NanogR2 cells(Ivanova et al., 2006) were differentiated by doxycycline withdrawal (1 ug/ml). > 90% of cells were

differentiated in 48hrs as judged by morphology, AP staining and gene expression analysis. Dermal papilla, dermal fibroblasts and

MEFs were derived and cultured as described in Tsai et al. (2010).

Lentivirus Transduction and Lipofectamine Transfection
Lentivirus Transduction

Three similar lentivirus-based shRNA expression plasmids were employed for the current study - pLKO.1 (Addgene), pLKO.pig

(pLKO.1 PuroR-IRES-GFP) and pLKO.tre (pLKO.1 Tetracycline-Response-Element). All lentiviruses were generated as follows:

Superfect-mediated cotransfection of lentiviral backbone with pCMV-dR8.2 dvpr (packaging) and pCMV-VSVG (envelope) into

HEK293T cells. After 48 hr, virus supernatants were column-concentrated and ES cells infected along with polybrene (8 ug/ml;

Sigma). When appropriate, puromycin-containing media (1.5 ug/ml) was replaced 24 hr post-infection for an additional 96 hr.

Typically, > 98% of cells were successfully transduced using this methodology as judged by a GFP cDNA transduction.

Lipofectamine Transfection

3 ug of gene-specific shRNAs, scrambled-shRNA, GFP-shRNA, or pSuper.puro (Oligoengine) empty vector were transfected using

Lipofectamine 2000 (Invitrogen) as per manufacturer’s instructions into 12-well plates and puromycin selection (1.5 ug/ml) initiated

24 hrs posttransfection for a period of 4 days or longer. A mock transfection resulted in no surviving cells 2 days after puromycin

administration. For ChIP experiments, shRNA transfection was scaled up proportionally into 15cm dishes.

Gene Expression Microarray, GO, and GSEA Analyses
Differential gene expressions upon downregulation ofWdr5was analyzed by comparingWdr5R4 –dox (triplicate), Wdr5R4 +dox (trip-

licate), LucR +dox (duplicate) RNA samples. Gene expression changes upon downregulation of Oct4 was analyzed by comparing

Oct4 shRNA (duplicate) and GFP shRNA (duplicate) (Table S2). The Oct4 RNAi experiment was conducted on the Illumina

MouseWG-6 while the Wdr5 RNAi experiment was conducted on the Illumina MouseRef-8. Commonly represented genes were first

filtered to generate Figure 4G. All bead arrays were performed by Asuragen Inc., Texas. All data were Variance-Stabilization trans-

formed and Robust-Spline normalized using Lumi (http://www.bioconductor.org/packages/2.0/bioc/html/lumi.html). Differentially

expressed genes were identified, using Limma package, based on the following three criteria: Log2 fold change > 0.6 for upregu-

lated, < �0.6 for downregulated; adjusted p-value (FDR) < 0.05; and detection probability > 0.99. To compute the nominal P-value

for the overlapping gene lists, we performedMonteCarlo simulation as described previously (Loh et al., 2007). Heatmapswere gener-

ated by Hierarchical Clustering in Cluster 3.0 and visualized using Treeview. All microarray data are deposited at GEO database with

project number-GSE19588.

GO and GSEA Analysis

Gene Ontology analysis was performed at http://www.pantherdb.org/ using all NCBI M.musculus genes as reference list. Biological

functions with Bonferroni correction were applied. Gene Set Enrichment Analysis was performed using the GSEA software (http://

www.broadinstitute.org/gsea/) with permutation = geneset, metric = Diff_of_classes, metric = weighted, #permutation = 2500.

GSEA for Figure 6E was performed using expression data from a previous study (Perez-Iratxeta et al., 2005).

Real-Time Quantitative PCR
For gene expression analysis, total RNA was Trizol-extracted (Invitrogen), column-purified with RNeasy kits (QIAGEN), and reverse

transcribed using the High Capacity reverse transcription kit (Applied Biosystems). For ChIP-qPCR analysis, purified ChIP-DNA was

quantified using the ND100 (Nanodrop) and 1ng DNAwas used for each PCR reaction. All quantitative PCR analyses were performed

using the Fast SYBR Green Master Mix (Applied Biosystems) following manufacturers’ protocol on the LightCycler480 Real-Time

PCR System (Roche). Each PCR reaction generated a specific amplicon, as demonstrated by melting-temperature profiles of final

products (Dissociation Curve analysis). No PCR products were observed in the absence of template. In gene expression analysis, all

data were normalized to actin/gapdh and represented relative to a control sample (set at 1). In ChIP-qPCR analysis, data were
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normalized to input-DNA and represented relative to a negative control region (Loh et al., 2007). ExPVRt software was used for anal-

ysis, Excel-graphing and p-value calculations (http://www.expertqpcr.com).

Western Blot Analysis
To obtain whole cell extracts, cells were scraped/trypsinized, PBSwashed and incubated for 20min in cold RIPA buffer without SDS.

Protein concentrations were determined using Bradford Dye (Bio-Rad). Total protein (�10ug) was separated by SDS–PAGE gels

and transferred to PVDF membranes (Millipore). Membranes were probed with specific primary antibodies, antibody–protein

complex detected by HRP-conjugated secondary antibodies and ECL exposed (Amersham). Primary antibodies used for western

blots were: Wdr5 (ab22512, Abcam), Oct4 (sc9081, Santa Cruz), Nanog (AB5731, Chemicon), Actin (Santa Cruz), H3K4me3

(ab8580,Abcam/ 17-614,Millipore), H3K4me2, H3K4me1 (ab32356, ab8859, Abcam), H3K9me3 (07-442, Millipore), H3K27me3

(07-449,Millipore), H3K9/14ac (06-599, Upstate), Histone H3/H4 (ab1791, Abcam), Sox2 (sc17320, Santa Cruz), Flag (F1804, Sigma),

Streptavidin (RPN1231V, GE Healthcare), MEK2 (BD Biosciences), GFP(2555,Cell Signaling), Menin, Rbbp5 (kind gift from C. David

Allis). Amido-black staining used to detect core histones.

Short Hairpin RNA Design and Plasmid Construction
For shRNA design, 19-21nt gene-specific target regions were designed based on a previously described algorithm using an in-house

Perl script (Chew et al., 2005). All shRNA targeting sequences were BLASTed to ensure specificity. 4-6 shRNA designs, targeting

various regions of the mRNA, were selected for cloning. Synthesized oligomers were annealed and ligated into pSuper.puro

(Oligoengine), pLKO.1 (Addgene), pLKO.pig and pLKO.tre. pLKO.pig was derived from pLKO.1 by inserting the IRES-GFP sequence

downstream of puromycin. shRNA-pSuper.puro was used for transient RNAi, shRNA-pLKO.1 was used in the iPS experiments,

shRNA-pLKO.pig was used in the competition assay, shRNA-pLKO.tre was used for generation of theWdr5 rescue ES clone. shRNA

targeting sequences: Wdr5 shRNA2 – GCCGTTCATTTCAACCGTGAT, Wdr5 shRNA4 – GCAAGTTCATCTGCTGATA, Oct4 shRNA –

GAAGGATGTGGTTCGAGTA, Nanog shRNA – GAACTATTCTTGCTTACAA, Menin shRNA – GTAGATTTCCGCACTTTAT, Ash2l

shRNA – CGAGTCTTGTTAGCCCTACAT. Flag- and Myc-tagged Wdr5 or Oct4 was cloned into pPyCAG-IRES-puromycin (Pritsker

et al., 2006).

Competition Assay
Competition assay, in CCE and E14T ES cells, was performed like previously described (Ivanova et al., 2006). Briefly, 80% shRNA-

expressing ES cells (GFP+ from pLKO.pig) was mixed with 20% control shRNA-expressing ES cells (GFP-; Luc- pLKO.1) and

cultured under standard ES cells conditions. After six passages (12 days), FACS analysis was used to determine the percentage

of GFP+ cells. The percentage of GFP+ cells should remain �80% if shRNA does not negatively affect self-renewal/proliferation.

MTT, Cell Proliferation, Secondary Colony Formation, AP Staining Assay
MTT Colorimetric Assay

5x104Oct4-GFPMEFswere infectedwith shRNA-lentiviruses for 4 days and re-plated in triplicates at 7500cells/well in a 96well plate.

At each time point, MTT [3-(4,5-dimethyl thiazol-2-yl)-2,5-diphenyl tetrazolium bromide] dye was added into culture media and incu-

bated for 2hrs at 37*C. Then, cell culture media aspirated and DMSO added to dissolve insoluble purple formazan product into solu-

tion for measurement at 570nm. Yellow MTT is reduced to purple formazan only in metabolically-active MEFs.

Cell Proliferation Assay

shRNA transfected CCE-ES cells were cultured under puromycin selection for 3 days prior to reseeding at the density of 10,000 cells

per well with the release of selection. Proliferation of the knockdown ES cells was determined by FACS counting after subsequent

2-6 days (Lim et al., 2008).

Secondary Colony Formation Assay

Wdr5-, Oct4- or control shRNA were introduced into CCE-ES cells by Lipofectamine transfection. Three days later, cells were trypsi-

nized and resuspended in various cell densities (300, 600 and 900) and re-plated onto iMEFs in 6well culture plates to form secondary

ES cell-colonies. After 9 days, emerging colonies were stained using Crystal-Violet (Sigma) stain and counted blind. Colony

morphology and number indicated the percentage of colony-forming undifferentiated ES cells present in a population of cells (Tay

et al., 2008).

AP Staining

The Alkaline Phosphatase Detection Kit (Chemicon/Stemgent) was used to determine alkaline phosphatase activity, performed

according to the manufacturer’s instructions.

Propidium Iodide Staining

Equal number of cells were washed in PBS and fixed with 80% ethanol overnight. Cells were stained with 50ug/ml PI with RNase A

(100ug/ml) treatment for 30mins at 37*C. FACS were performed with doublet exclusion and analyzed in Flowjo employing Watson

(pragmatic) cell cycle model.
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Coimmunoprecipitation and Chromatin Immunoprecipitation Assay
CoIP Assay

3x107 ES cells were scraped/trypsinized, PBS washed, resuspended in Buffer-G (50mM Tris pH7.5, 0.5% NP40, 150mM NaCl,

protease inhibitor cocktail) and incubated for 2hrs on ice. Cell lysate was cleared by centrifugation and nutated overnight with

�5ug antibody. Protein A or G beads were added for 3hrs before washing 5 times in Buffer G. Protein complexes were eluted

from beads by boiling in 120ul SDS-containing protein loading buffer. 10ul was used for each immunoblot analysis with 5% input.

IgG was used to demonstrate thorough washing. Epitope-tagged co-IP in 293T cells was performed as previously described, but

in Buffer G (Lee et al., 2007). Both IP and WB were performed with Flag and Myc antibodies.

ChIP Assay

Like performed previously (Schaniel et al., 2009), cells were grown to an approximate final count of 5x107 – 1x108 cells for each loca-

tion analysis reaction. Cells were chemically cross-linked with 1% formaldehyde solution for 10 min at room temperature with gentle

agitation and quenched with 0.125M glycine. Cells were rinsed twice with 1xPBS, flash frozen and stored at –80�C. Cells were re-

suspended, lysed, and sonicated to solubilize and shear crosslinked DNA. To ensure consistent sonication between samples, we

used Fisher Scientific Model 500 Sonic Dismembrator with a 3’’ Cup Horn to simultaneously process up to 4 samples. Sonication

was done at 50% amplitude for 8 cycles x 3min (10 s-ON, 15 s-OFF) with 1min pulse between each cycle. The resulting chromatin

extract was incubated overnight at 4�C with 100 ul Dynal Protein G magnetic beads preincubated with 10 ug of the appropriate anti-

body for at least 3 hr. Beads were washed 5 times with RIPA buffer, once with TE containing 50mMNaCl and complexes were eluted

from beads in elution buffer by heating at 65�C and shaking in a Thermomixer. Reverse crosslinking was performed overnight at

65�C. Input DNA (reserved from sonication) was concurrently treated for crosslink reversal. DNA were treated with RNaseA,

proteinase K and purified using the QIAGEN PCR purification kit. Primary antibodies used for IP were: Oct4 (sc8628; Santa

Cruz), Nanog (REC-RCAB0002P-F,Cosmo Bio/ A300-398A,Bethyl), H3K4me3 (ab8580,Abcam/ 17-614,Millipore), GST (sc459;

Santa Cruz), RNAP-II (MMS-129R, Covance), Flag (F1804, Sigma), Wdr5 (A302-429A,Bethyl), Rbbp5 (kind gift from C. David Allis).

Relative occupancies or Fold enrichments were calculated by determining the immunoprecipitation efficiency (ratios of the amount

of immunoprecipitated DNA to that of the input sample) normalized to the level observed at a control region, which was defined

as 1.0. The coordinates for the control region, which is downstream from the Nanog gene, is chr6:123352993–123353158

(mm5 genome build).

Mononucleosomal IP, Biotin-Peptide IP, Gel Filtration, and In Vitro Binding Assay
Mononucleosomal IP

Biochemical fractionation of ES cell extracts into cytosolic fraction (S1), soluble nuclear fraction (S3) and insoluble nuclear fraction

(S4); andmicroccocal nuclease (MNase) digestion were performed as described previously (Wysocka et al., 2005). Briefly, chromatin

fraction (S4) was treated with MNase for 30mins at 37�C to produce mononucleosomal DNA, and extracts were used for immuno-

precipitation by incubating with antibodies at 4�C, for 10hrs. Protein G beads were added for 3 hr before washing 6 times in Buffer G.

Protein complexes were eluted from beads by boiling in 120ul SDS-containing protein loading buffer. 10 ul was used for each modi-

fied-histone immunoblot analysis with 5% input. IgG was used to demonstrate thorough washing. An aliquot of extract was taken for

DNA purification to confirm that mono-nucleosomes were attained from the MNase digestion. DNA bands were �150bp in size with

no other bands observed.

Biotin-Peptide IP

Biotinylated peptides were synthesized and conjugated to streptavidin beads adequate for 6 individual IP experiments. ES cell

extracts, from 3x107 cells, was prepared in Buffer G (+300mM salt) and incubated with peptide-conjugated beads for 5 hr at 4�C.
Beads were then washed 5x in Buffer G and eluted by boiling in 120ul SDS-containing protein loading buffer. 10 ul was used for

each modified-histone immunoblot analysis with 5% input. Streptavidin beads without any peptide conjugation served as a wash

control. An immunoblot for streptavidin (Sigma) demonstrated equal amount of starting peptide was used for each IP. Sequential

peptide IP experiment (Figure 4E) was performed by first pulling down Wdr5-Oct4 complex using a Flag antibody but eluted with

20x Flag-peptide competition. Then this elute was further incubated with peptide conjugated beads at 200/275 mM salt and eluted

with protein loading buffer.

Size Exclusion Chromatography

Size exclusion chromatography was performed in a DuoFlow BioLogic System according to manufacturer’s manual (Biorad).

Briefly, nuclear extracts (10�20 mg) were applied to a S400 (HiPrep 16/60 Sephycryl) gel filtration column (Amersham Biosciences),

fractions were collected, concentrated, and subjected to SDS-PAGE followed by Western blotting and detection with indicated

antibodies. The S400 gel filtration column was calibrated using the protein standards purchased from GE Healthcare (cat#28-

4038-41 LMW and cat#28-4038-42 HMW), and the relative sizes of the indicated complexes were marked above the corresponding

fractions.

In Vitro Binding Assay

Recombinant Pou5f1 (TP311998) andWdr5 (TP316218) were purchased fromOrigene. 0.1 ug of each protein wasmixed in a 1:1 ratio

and incubated in Buffer G3 (50 mM Tris, 200mM NaCl, 0.5% Triton-X) at room temperature for 4hrs. IP was performed with Oct4-

specific antibody conjugated on Protein-G beads. Beads were washed 5x in Buffer G3 plus 2x in Buffer G4 (50 mM Tris, 300mM

NaCl, 0.5% Triton-X). Proteins were eluted in 8ul loading dye and 15 ul taken for each western blot.
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Derivation of Wdr5-Rescue and Wdr5-Flag Tagged ES Clones
The rescue vector (Figure 2F) pLKO.tre was generated from the pLKO.pig vector. Briefly, Wdr5 shRNA is constitutively expressed

under the human U6 promoter; while the rescue Wdr5 cDNA, which is a shRNA-immune version, is expressed through a tetracy-

cline-induced promoter (tetracycline-response element (TRE) with IRES-GFP immediately downstream. To construct the shRNA-

immune Wdr5-cDNA, we point-mutated 3nt on the shRNA targeting region which generated no change in amino acid sequence

of Wdr5-ORF (amino acid 177-179: GTT(Val)CAT(His)TTC(Phe) was altered to GTC(Val)CAC(His)TTT(Phe). This (pLKO.tre) lenti-

virus-based gene expression cassette was transduced into rtTA-expressing ES cells (Ainv15) and maintained in ES medium with

doxycycline. GFP-positive cells were single-cell sorted and seeded into 96-well plates. Several clones were picked and expanded

based on homogeneity in GFP expression. Withdrawal of dox after 20hrs robustly resulted in loss of GFP signal.

Generation of iPS Cells
Retroviral Production

As performed previously (Tsai et al., 2010), 183 106 (150mm dish) Phoenix cells were plated one day before transfection. Cells were

CaCl2-transfected with pMX-based retroviral vector encoding cDNAs of Oct4, Sox2, Klf4 and c-Myc. 24hrs post-transfection,

Phoenix cells were moved to 32*C. 48hrs post-transfection, virus supernatants were collected at three time points, filtered

(0.22 um;Millipore), then concentrated by 3hr centrifugation at 50,000 g and PBS resuspended at�200x concentration of the original

volume. Virus aliquots were stored at �80C for multiple uses.

iPS Cell Formation

1x105 Oct4-GFPMEFswere seeded in 6-well plates. Next day, shRNA lentiviruses were transducedwith polybrene (4mg/ml; Sigma).

4 days later, infectedMEFswere re-plated at a density of 5x104 cells in 6-well plates. Next day, equal amounts of the four retroviruses

and polybrene (4mg/ml; Sigma) were added to the cells. Infection was enhanced by spinning at 1100 g for 30min. Two rounds of iPS-

induction were performed within 24 hr and one day after the second round of infection, ES culture medium was added. The following

day, transduced-MEFswere re-seededon irradiated-MEFsandcontinued inESmedium for�12days. Theefficiencyof iPScell forma-

tion was calculated based on the number of Oct4-GFP-positive iPS colonies and the initial cell number (5x104 cells) of plated MEFs.

Immunocytochemistry
Wdr5R cells –dox were stained for Nestin (kind gift from P. Frenette) and smoothmuscle actin (N1584, Dako) and counterstained with

DAPI. Putative iPS cells were stained with SSEA1 (MAB2155, R&D)

Teratoma Formation
All animal procedures were performed in accordance with the Mount Sinai Medical Center’s Institutional Animal Care and Use

Committee guidelines. Approximately 1-2x106 cells were injected subcutaneously into the right hindleg of immuno-compromised

NOD-SCIDmice (The Jackson Laboratory). Teratomaswere excised 4-6weeks post-injection, fixed overnight in formalin, embedded

in paraffin, sectioned and stained with hematoxylin and eosin by the Morphology and Assessment Core of the Department of Gene

and Cell Medicine. Histological evaluation was performed using a Nikon TE2000-U microscope and ACT-1 software.

ChIP Sequencing
Library Prep

15 ng of ChIP DNA was end repaired with T4 DNA polymerase and polynucleotide kinase. An A-base was added to the end-repaired

DNA fragments. Solexa adaptors were ligated to the ChIP DNA fragments and 175-250bp(representing shear fragments between 75

and 150nt in length and�100bp of primer sequence) size fractions were excised from 2% agarose gel stained with GelStar. Adaptor-

modified fragments were enriched by 18 cycles of PCR amplification. The DNA library prep was validated in Bioanalyzer for quantity

and size.

Polony Generation on Flow Cells

DNA library (2-4 pM) was applied to the 8-sample flow-cell using the Cluster Station device from Illumina. The concentration of

library applied was calibrated such that polonies generated in the bridge amplification step originate from single strands of DNA.

Subsequent rounds of amplification reagents were flowed across the cell in the bridge amplification step to generate polonies.

Sequencing

After cluster generation, Flow-cells were subjected to linearization and annealing of sequencing primer on the Cluster Station. Primed

flow-cells were loaded into the Illumina Genome Analyzer 1G. Sequencing-by-Synthesis reaction of the first base provided for a key

quality control checkpoint. A small section of each lane was imaged and the average intensity value for all four bases was compared

to minimum thresholds. Sequencing of 36cycles was continued only for flow-cells with signal intensities meeting the minimum

thresholds. Images acquired were processed through the bundled image extraction software which identified polony positions, per-

formed base-calling and generated QC statistics.

ChIP-Seq Data Analysis
Sequence reads were aligned using the ELAND software and referenced to mouse genome NCBI Build 37 (UCSC,mm9). Only

uniquely mapped coordinates were used for further analysis. A summary of the number of reads is shown in Table S5. Uniquely
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aligned 36 bp sequences were extended to 110 bp in the 30 direction and allocated into 20 bp bins. We used a previously published

algorithm (Zhang et al., 2008), MACS, for peak-finding. Binding regions were identified based on (1) 110bp bandwidth, (2) > 10–fold

change between total tag counts of each ChIP library versus the negative/input ChIP library and (3) p-value threshold of 10�5.

Comparison with an empirical background model (negative/input ChIP) served to filter out genomic regions that are biased to having

a greater than expected background density of ChIP-seq reads. We further characterized all binding intervals based on their loca-

tions relative to transcript start and end sites of all Refseq genes (Table S1). All mouse coordinate information was downloaded from

the UCSC Mouse 2007 (mm9) assembly. The gene envelop was defined from TSS-10k (10kb upstream of the transcription starting

site) to TES+10k (10kb downstream of the transcription end site). A gene is linked to an interval if the middle point falls within the gene

envelope. Note that one gene can be linked with more than one interval and vice versa. We segregated the binding sites into

promoter, intragenic, and distal based on their locations with respect to the promoters (�2 kb to +1 kb from TSS) of genes. Promoter

to transcription ending site (TES) and +10 kb from TES and�10 kb from promoter are grouped as intragenic and distal, respectively.

To determine the gene occupancy profiles, we averaged the number of extended reads for all refseq genes for the same position

relative to the TSS and then divided by the number of reads in a particular library (Figure 5B).

Calculating Colocalization Frequency

To calculate binding correlations we looked at standard ChIP-seq binding coordinates across literature. First we ensured that all

ChIP-seq reads were mapped to the mm9 build of the mouse genome. For some older papers we converted locations from mm8

tomm9 using the UCSC LiftOver tool (http://genome.ucsc.edu/cgi-bin/hgLiftOver) to convert mm8 coordinates tomm9 coordinates.

We then divided the entire mouse genome into 500 base pair large ‘‘bins.’’ For each ChIP-seq read we marked whether a bin was full

or empty by matching the coordinates between peaks and our bins. We added a 200bp long window to each peak to incorporate up

or downstream effects near a binding site. Therefore, if a peak started at chr1 base 900 and went to base 1500, we added 200bp

windows to each side, making it range from base 700 to 1700. Then we would mark bins 500-1000, 1000-1500 and 1500-2000 as

‘‘full.’’ The process created a binary representation of full or empty bins across the mouse genome for each ChIP-Seq read. From

this map of bin states for each ChIP-seq read we matched how many bins were shared across the genome. We used the phi coef-

ficient of correlation equation to calculate the correlation value between binary values: rxy =Mxy �MxMy=sxsy Where Mxy is the

number of full bin matches between both data sets multiplied by the number of empty matched bins between data sets, Mx is the

number of full bins in the first data set that are empty in the second data set and My is the number of full bins in the second data

set that are empty in the first data set. The denominator can be simplified to be the square root of the product of the sums of

each count: the number of full bins between the data sets, the number of empty bins between the data sets and the number of

full plus empty times the number of empty plus full between each set respectively. The Perl script used to calculate these variables

and to bin the ChIP-seq readings is available at: http://jon.pdxmonk.com/mtsinai/correlationMatrix-COUNT.pl ChIP-seq data are

deposited at GEO database with project number-GSE22934.
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Figure S1. Elevated Wdr5 Expression in Pluripotent ES and iPS Cells, Related to Figure 1 and Figure 2

(A) Heatmaps showing trxG-associated member expressions extracted from 4 separate iPS related studies showed consistent Wdr5 upregulation upon iPS

formation from MEFs, NSC and B cells.

(B) Immunoblot analyses of chromatin extracts from ES, dermal papilla (DP), dermal fibroblast (DF) and embryonic fibroblast (MEF). Total Histone3 used as

loading control. The top, 35kDa band is the correct MW for Wdr5 (NP_543124.1). shRNA reduced the 35 kDa band significantly (Figure 2A). The lower, 29 kDa

band appears to be a spliced isoform of Wdr5 uniquely expressed in somatic cells.
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(C) Tissue and adult cell type expression data extracted from BioGPS show highest Wdr5 expression in two ES cell lines. (http://biogps.gnf.org/#goto =

genereport&id = 11091).

(D) Real-time PCR analysis of Wdr5, and other WD-repeat members upon 4 days Wdr5-shRNA2/4 knockdown show strong target-specificity.

(E) Real-time PCR analysis of self-renewal (top) and lineagemarkers (bottom) upon 4 daysWdr5, Nanog, Oct4 knockdown. Ectoderm (ECTO), endoderm (ENDO),

mesoderm (MESO), trophectoderm (TROPHECTO). All data normalized to actin and shown relative to Vector or GFP shRNA. Data represented as mean ± SD,

n = 3.
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Figure S2. Wdr5 Regulates ES Cell Self-Renewal, Related to Figure 2
(A) Alkaline phosphatase staining after 5 daysWdr5 knockdown (-dox) or withWdr5 rescue (+dox). Luciferase rescue clone (LucR) shown as control. Inset shows

AP staining of entire well. Performed in two independent rescue clones (#4,#12).

Cell 145, 183–197, April 15, 2011 ª2011 Elsevier Inc. S9



(B) Microarray heatmap depicting expressions of representative self-renewal and differentiation (ectoderm,mesoderm, trophectoderm, endoderm) markers after

Wdr5 knockdown (-Dox) and rescue (+Dox). The gene expression levels were mean-centered and hierarchically clustered to show their relative changes. red and

green color represents up- and downregulation respectively.

(C) GO analysis of genes that were differentially expressed upon Wdr5 depletion. Black bars represent the number of Wdr5-regulated genes (observed) in the

respective GO category. White bars represent the number of genes expected by chance. Bonferroni p-value < 0.001 corrects for errors due to multiple testing.

(D) Microarray gene expression profiles of a panel of pro- and anti-apoptotic genes or self-renewal regulators upon Wdr5 knockdown.

(E) Propidium iodide (PI) staining of ES cells after 4 day Wdr5 knockdown. Bar charts show summarized data for % of cells in G1, S or G2/M phases.

(F) Nestin (Nes; red) and Smooth Muscle Actin (SMA; green) immunostaining (left) after 9 daysWdr5 depletion (Wdr5R#4-Dox). Nuclear co-stain with DAPI (blue).

Alkaline phosphatase (right) staining after 28 days Wdr5 depletion (Wdr5R#4-Dox). Two representative fields of cells are shown.

(G) Real-time PCR analysis of Wdr5 after 4 days knockdown in 3T3 fibroblasts and C2C12myoblasts show robustWdr5 downregulation. Data normalized to actin

and shown relative to GFP shRNA. error bars = mean ± SD, n = 3.

(H) pictures show robust proliferation and lack of apoptotic activity in 3T3 and C2C12 cells after 4 days Wdr5 knockdown.

(I) Propidium iodide (PI) staining of 3T3 cells (left) and C2C12 cells (right) after 4 dayWdr5 knockdown. Bar charts show summarized data for% of cells in G1, S or

G2/M phases.

(J-O) Real-time PCR analysis of various lineage markers during EB- formation for 12 days with Wdr5 overexpression (orange;+Dox) or knockdown (green;-Dox).

EB differentiation of LucR ES line used as a control. Expressions normalized to actin and shown relative to LucR. Data represented as mean ± SD, n = 3.
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Figure S3. Wdr5 Regulates H3K4 Trimethylation and Transcriptional Activation, Related to Figure 3

(A) FACS analysis of SSEA1 positive cells upon Dox withdrawal over 7 days in Wdr5R#4.

(B) ChIP-qPCR analysis of H3K4me3 localization at bivalent loci (Pax6,Hoxa11, Sox17) and other loci (Bub3,Gnl3,Adfp,Dph5) uponWdr5 knockdown. All values

expressed as Fold Enrichment relative to input DNA and a control region. Data represented as mean ± SD; n = 3, *p < 0.01.
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(C) FACS analysis of Nanog-GFP reporter ES cells after 4 days Wdr5-, Oct4- knockdown. GFP shRNA served as positive control. Results represented as

percentage GFP positive cells relative to Vector control. Data represented as mean ± SD; n = 3, *p < 0.001.

(D) Real-time PCR analysis of self-renewal markers upon 4 days Menin (top) or Ash2L (bottom) knockdown. All data normalized to actin and shown relative to

GFP-shRNA. Data represented as mean ± SD, n = 3; *p < 0.01.
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Figure S4. Characterization of Wdr5_FL2 Shows that It Is a Bona Fide ES Cell Line, Related to Figure 4

(A) Immunoblot of Wdr5 expression in 24 separate Wdr5 ES cell clones.

(B, C) Real-time PCR analysis of self-renewal and differentiation markers in 3 individual Wdr5-tagged ES lines. All data normalized to actin and shown relative to

Vector ES line. Data represented as mean ± SE, n = 3.

(D) Teratoma formation of Vector or Wdr5_FL2 ES cell line show robust in vivo differentiation.

(E) EB formation for 12 days of Vector or Wdr5_FL2 ES cell line show robust in vitro differentiation.

(F) Brightfield picture showing normal ES cell morphology and growth rate in Wdr5-Flag clone #2.

(G) Peptide IP at high salt demonstrate strongWdr5 specificity toward H3K4me3 peptide. H3(1-20) represents the first 20 amino acids on an unmodified histone3

peptide.
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Figure S5. Oct4 and Wdr5 Are Interaction Partners for Gene Regulation, Related to Figure 4 and Figure 5
(A) GSEA analyses of Oct4-activated (left) or repressed (right) gene sets. Oct4-activated genes are highly enriched in control ES cells (GFP-shRNA) but repressed

upon Oct4-knockdown (Oct4-shRNA); Oct4-repressed genes are repressed in control but enriched upon Oct4-knockdown. Heatmap inset represents top

enriched genes. Note similarity to Figure 4H.

(B) GSEA analyses of various ChIP-target gene-sets upon knockdown of Wdr5 (left) or Oct4 (right). Bivalent genes, which are largely developmental regulators,

are highly upregulated upon knockdown of Wdr5 (-Dox Wdr5R) or Oct4 (Oct4-shRNA); while H3K4me3 genes, which are a mix of self-renewal markers and

developmental regulators, are both repressed and activated upon Wdr5, Oct4 knockdown. Note similarity in plots for Wdr5 and Oct4.

(C) Heat map of Normalized Enrichment Score of various ChIP target gene sets upon Wdr5 or Oct4 knockdown. Each column represents a geneset bound by

a factor from published studies. Each row represents the phenotypes assessed in GSEA. Red color represents a positive enrichment in control ES cells (LucR,

GFP-shRNA) for that geneset; while green color represents a positive enrichment upon the knockdown ofWdr5 (bottom row;-DoxWdr5R) or Oct4 (top row;Oct4-

shRNA).
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Figure S6. ChIP-Seq of Wdr5, Rbbp5, H3K4me3, and Oct4 in ES Cells, Related to Figure 5 and Figure 6

(A) Flag was used for ChIP of Wdr5 protein in the bona fide Wdr5_FL2 ES line (top). Immunoblot performed with flag andWdr5 antibody. Note slightly higher MW

band in Wdr5_FL2 cells ChIP. Endogenous protein ChIP of Wdr5 and Rbbp5 in undifferentiated ES cells (bottom). Asterisk denotes IgG. Note: Oct4 (Loh et al.,

2006) and H3K4me3 (Lim et al., 2008) were ChIPed using previously validated antibodies.

(B) Validation of trxG (Rbbp5, Wdr5, H3K4me3) ChIP-seq bound regions by ChIP-qPCR. All values expressed as Fold Enrichment relative to input DNA and

a control region. Data represented as mean ± SD, n = 3.

(C) UCSC Genome browser view of regions of H3K4me3, Wdr5, Rbbp5 and Oct4 across chromosome 1. Suz12 regions (Pasini et al., 2010) shown as contrast.

(D) trxG ChIP-seq binding profiles of representative ‘bivalent’ genes.

(E) GO analysis of Wdr5-, Oct4-, H3K4me3-, Rbbp5- ChIP bound genes in ES cells. Black bars represent the actual number of genes (observed) in the respective

GOcategory for each factor.White bars represent the number of genes expected by chance. Bonferroni p-value < 0.001 corrects for errors due tomultiple testing.
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Figure S7. Wdr5 Is Required for Somatic Reprogramming, Related to Figure 7

(A) Scheme for Wdr5-RNAi and iPS induction experiment in Oct4-GFP MEFs. Orange labels depict time points adopted for Figure 7F.

(B) Real-time PCR analysis of Wdr5 and other WD repeat members after 4 days Wdr5-shRNA lentiviral transduction into MEFs. Data normalized to actin and

shown relative to Luc shRNA.

(C) Representative picture of GFP+++ and GFP+ cells used for the quantitation shown in Figure 7C.

(D) MEFs were transduced with Wdr5-shRNA with a GFP marker and tracked for 21 days showed robust proliferation. Four representative fields of cells are

shown.

(E) Real-time PCR analysis demonstrate a lack in Wdr5 downregulation in the iPS colonies arisen from the Wdr5-knockdown MEFs (Wdr5 shRNA2/4 iPS)

suggesting lentiviral silencing. Expressions normalized to actin and shown relative to Luc shRNA iPS#1. Data represented asmean ± SD, n = 3. iPS induction was

repeated 3 times.
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