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ABSTRACT           

    Embryonic stem cells (ESCs) are characterized by their unlimited capacity for self-

renewal and the ability to contribute to every lineage of the developing embryo. The 

promoters of developmentally regulated loci within these cells are marked by coincident 

epigenetic modifications of gene activation and repression, termed bivalent domains. 

Trithorax group (TrxG) and Polycomb Group (PcG) proteins respectively place these 

epigenetic marks on chromatin and extensively colocalize with Oct4 in ESCs.  Although it 

appears that these cells are poised and ready for differentiation, the switch that permits this 

transition is critically held in check. The derepression of bivalent domains upon knockdown 

of Oct4 or PcG underscores their respective roles in maintaining the pluripotent state through 

epigenetic regulation of chromatin structure. The mechanisms that facilitate the recruitment 

and retention of Oct4, TrxG, and PcG proteins at developmentally regulated loci to maintain 

the pluripotent state, however, remain unknown. 

     Oct4 may function as either a transcriptional activator or repressor. Prevailing thought 

holds that both of these activities are required to maintain the pluripotent state through 

activation of genes implicated in pluripotency and cell-cycle control with concomitant 

repression of genes required for differentiation and lineage-specific differentiation. More 

recent evidence however, suggests that the activator function of Oct4 may play a more 

critical role in maintaining the pluripotent state (Hammachi et al., 2012).  The purpose of the 

studies described in this dissertation was to clarify the underlying mechanisms by which 

Oct4 functions in transcriptional activation and repression. By so doing, we wished to 

contextualize its role in pluripotent cells, and to provide insight into how changes in Oct4 

function might account for its ability to facilitate cell fate transitions. 
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    As a result of our studies we find that Oct4 function is dependent upon post-translational 

modifications (PTMs). We find through a combination of experimental approaches, 

including genome-wide microarray analysis, bioinformatics, chromatin 

immunoprecipitation, functional molecular, and biochemical analyses, that in the pluripotent 

state Oct4, Akt, and Hmgb2 participate in a regulatory feedback loop. Akt-mediated 

phosphorylation of Oct4 facilitates interaction with PcG recruiter Hmgb2. Consequently, 

Hmgb2 functions as a context dependent modulator of Akt and Oct4 function, promoting 

transcriptional poise at Oct4 bound loci. Sumoylation of Oct4 is then required to maintain 

Hmgb2 enrichment at repressed loci and to transmit the H3K27me3 mark in daughter 

progeny. The expression of Oct4 phosphorylation mutants however, leads to Akt inactivation 

and initiates the DNA Damage Checkpoint response. Our results suggest that this may 

subsequently facilitate chromatin reorganization and cell fate transitions. In summary, our 

results suggest that controlled modulation of Oct4, Akt, and Hmgb2 function is required to 

maintain pluripotency and for the faithful induction of transcriptional programs required for 

lineage specific differentiation.  
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1. Introduction 

    Russian histologist Alexander Maximow first proposed that cellular diversity within 

mature organisms arose in a hierarchical manner from a primitive progenitor cell, or "stem" 

cell (Maximow, 2009). James Till and Ernest McCulloch formally proved this theory a half-

century later. Their pioneering studies led to the identification of proliferating nodules, 

termed 'spleen colonies', which arose from bone marrow cells injected into irradiated mice 

(Becker et al., 1963; McCulloch and Till, 1960; Till and McCulloch, 1961).  Further work 

demonstrated that the resultant number of colonies was directly proportional to the number 

of cells injected. This led to the hypothesis that such nodules were clonal, arising from stem 

cells within the marrow (Siminovitch, 1963). The new discipline of Stem Cell Biology grew 

from their initial endeavours (Siminovitch, 1963; Till et al., 1964). 

    Stem cells are now functionally defined according to their properties of self-renewal and 

potency. Developmentally, totipotent stem cells are at the apex of the stem cell hierarchy and 

are able to contribute to all cells of the developing blastocyst, both embryonic and 

extraembryonic.  Pluripotent cells are able to contribute to all cells of the embryo proper, but 

do not contribute to placental derivatives. Multipotent cells are able to contribute to multiple 

tissue lineages but are more restricted than either of the former types. Recent approaches 

have attempted to classify stem cells, and hence, "stemness" according to the molecular 

repertoire of expressed genes (Ivanova et al., 2002; Ramalho-Santos et al., 2002), active 

signal transduction pathways (Armstrong et al., 2006; Brandenberger et al., 2004; Chen et 

al., 2008; Okita and Yamanaka, 2006; Vallier et al., 2009), cell cycle dynamics (Burdon et 

al., 2002; Neganova and Lako, 2008; White et al., 2005), genomic organization 

(Chambeyron and Bickmore, 2004; Ching et al., 2005; John et al., 2009; Luciani et al., 2006; 
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Zimber et al., 2004), or epigenetic state (Bernstein et al., 2006; Jenuwein, 2006; Jenuwein 

and Allis, 2001; Ringrose and Paro, 2007; Teitell and Mikkola, 2006).  

    Although much progress has been made in uncovering the basic features of particular stem 

cell types, perhaps current research has captured a partial picture--that of the stem cell's  

'preferred state'. This existence is maintained by stringently regulated mechansisms that 

promote its stability (Efroni et al., 2008; LaCava et al., 2005; Szutorisz et al., 2006; Wyers et 

al., 2005) and is passed on to its cellular progeny in the absence of factors that would 

otherwise perturb it. Likewise, stem cells may represent a lasting steady state of gene 

expression halted in its differentiation pathway (Mikkers and Frisen, 2005). Consequently, it 

is conceivable that stemness is the quintessential state of dynamic equilibrium in which there 

is no excess, nor any lack. These cells possess rigorous control mechanisms which bring the 

cell back to its preferred state should transient fluctuations in gene expression occur. 

Imbalances in this dynamically regulated condition may lead to cell fate transitions or result 

in the diseased state if self-correcting mechanisms are not properly engaged. 

 

1.1 Stem Cells 

    Stem cells are characterized by their unique ability to make identical copies of themselves 

(self-renew) and to become the highly specialized cell types within the adult organism 

(differentiate). Because of these properties they have tremendous potential to repair damaged 

tissue, or for use as a model system in drug development and basic discovery. More precise 

knowledge of the molecular mechanisms that regulate early developmental fate decisions is 

required to further their clinical use. 

 



 

 

4 

1.1.1 Embryonic, Adult, Induced, and Other Pluripotent Stem Cells 

    Stem cells have traditionally been divided into two categories: embryonic and adult. 

Embryonic stem cells (ESCs) are derived from the inner cell mass (ICM) of the developing 

blastocyst and are perpetually self-renewing and pluripotent. The pluripotent, primitive state 

of ESCs is partly maintained by the unique packaging of DNA in an open chromatin 

structure. Euchromatin is reinforced by the occurrence of tandem epigenetic marks (bivalent 

domains) of Polycomb Group (PcG) and Trithorax Group (TrxG) proteins. The PcG 

epigenetic modification (H3K27me3) maintains repression of genes required for 

differentiation and the coincident TrxG mark (H3K4me3) keeps these loci in a poised state. 

Pluripotency is contingent upon these appositional forces. A triad of transcriptional 

regulators, Oct4, Sox2, and Nanog, whose protein products bind to regulatory regions of the 

genome, also bound by PcG and TrxG proteins (Boyer et al., 2005; Boyer et al., 2006; Lee et 

al., 2006b; Loh et al., 2006), are required to maintain this state. 

    Adult stem cells reside in specialized cellular niches within the mature organism and are 

more limited in their differentiation potential. Like ESCs, adult stem cells contain bivalent 

epigenetic marks of gene activation and repression at genetic loci that may be expressed in 

their downstream progeny (Mikkelsen et al., 2007). Bivalent domains, however, do not mark 

genomic regions containing genes of alternate lineages. Instead, the transcriptional 

permissiveness of these domains has been resolved and they are marked by epigenetic 

modifications of gene silencing (H3K27me3, H3K9me3, and DNA methylation) (Simon and 

Kingston, 2009). This results in the dense packaging of these loci in heterochromatic regions 

of the genome, which is generally thought to block access of the transcriptional machinery. 
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    A third category of stem cells, induced pluripotent stem cells (iPS), has recently been 

described (Takahashi and Yamanaka, 2006). During this process terminally differentiated 

somatic cells may be reprogrammed to an 'ES'-like state. Induced pluripotency requires the 

erasure and resetting of existing epigenetic marks to produce a cell that is marked by 

bivalent domains at developmentally regulated loci. This produces a primitive cell with 

endless options for its future fate.  

    While induced pluripotency makes possible the manufacture of  'customized stem cells' 

for therapeutic application, this also raises many questions. First, does reprogramming occur 

in the adult organism? If so, this would challenge our current mechanistic understanding of 

cancer etiology. Cancer can arise from aberrant differentiation of stem cells. Likewise, it also 

can result from the epigenetic reprogramming of a terminally differentiated cell. Although 

the outcome would be the same, effective therapeutic intervention used to treat each case 

might be entirely different. Second, what are the mechanisms by which reprogramming 

occurs? The relative infrequency and slow kinetics which have been described for this 

process (Li and Ding, 2010) underscores our partial knowledge about cell fate transitions. 

Finally, responsible use of these cells and elimination of medical complications in their 

therapeutic application (Amariglio et al., 2009) requires deeper understanding of the basic 

mechanisms by which these cells are generated. This is a critical issue since there are many 

similarities between iPSCs and cancer including involvement of key regulatory pathways 

(Trp53, c-Myc) and the generation of somatic mutations (Gore et al., 2011). 

    It has been demonstrated that protein-level expression of four transcription factors, Oct4, 

Sox2, c-Myc, and Klf4, are required for induced pluripotency in adult mice fibroblast cells 

(Takahashi and Yamanaka, 2006). Subsequent work revealed that different factors were 
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needed in various cell types (Maherali et al., 2007; Okita et al., 2007; Wernig et al., 2007; 

Yu et al., 2007). This suggests that there may be differential requirements for the assembly 

of various activator and repressor complexes to achieve reprogramming from distinct 

chromatin states. It also intimates that full reprogramming might be compromised when 

required factors are unavailable.  

    The necessity or sufficiency of Oct4 (Kim et al., 2009a; Kim et al., 2009b) to induce 

pluripotency or to direct transdifferentiation (Szabo et al., 2010) provides strong evidence 

for the gene's role as a master transcriptional regulator.  Sustained Nanog expression, 

however, is required for full reprogramming (Silva et al., 2009). Its overexpression also 

accelerates the kinetics of iPS generation (Hanna et al., 2009). This underscores the notion 

that factors which induced the stable and continued expression of Oct4, Nanog, and Sox2 

would facilitate the generation of an ES-like state. The naïve chromatin state promoted by 

these "pluripotency" regulators might then be directed to its ultimate fate by the action of 

extrinsic factors. 

    The hypothesis that a hierarchy of chromatin states exists, even amongst pluripotent stem 

cells, is corroborated by the derivation of multiple types of pluripotent stem cells from both 

later staged embryos and adult organs. Their derivation depends on the expression of Oct4, 

Sox2, and Nanog. Such pluripotent stem cells include epiblast stem cells (EpiSCs) (Brons et 

al., 2007; Tesar et al., 2007), embryonal carcinoma stem cells (McBurney, 1993), embryonic 

germ cells (Matsui et al., 1992), as well as the derivation of ES like cells from neonatal and 

adult testes (Guan et al., 2006; Kanatsu-Shinohara et al., 2004). Human ESCs are more 

similar to later stage EpiSCs based upon their growth factor requirements, gene expression 

profiles, morphology, and their ability to contribute to the formation of a chimeric mouse 
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(Rossant, 2008). Nevertheless, mESCs appear to represent the most primitive and restricted 

pluripotent cell type characterized to date. 

 

1.1.2 Developmental Origins of Embryonic Stem Cells 

    Mammalian life begins with the union of haploid sperm and egg to form a totipotent 

zygote. This singular totipotent cell must then undergo successive rounds of proliferation 

and differentiation to replicate the body plan of the adult organism. Groundbreaking studies 

in developmental biology revealed that this is facilitated by the concerted activities of classic 

homeodomain, (Hox, Ubx, and Pax) and caudal (Cdx) homeodomain transcription factors, 

which regulate gene expression along the major body axes (Deschamps et al., 1999; 

MacDonald and Struhl, 1986; Mlodzik and Gehring, 1987; van der Hoeven et al., 1996). The 

cellular fate of particular regions along the axes may undergo homeotic transformation when 

mutations or dysregulated expression of these genes occur (Carrasco and Lopez, 1994). Such 

effects, however, are limited in a spatio-temporal fashion since transforming mutations 

occurred only if the cell had not undergone determination (Slack, 1983). Upon 

determination, future differentiation to the indicated fate would occur no matter the 

extracellular environment. 

    Guided initially by the expression of maternal effect genes (Eppig, 1996; Sorenson and 

Wassarman, 1976), embryonic genome activation does not occur until after the first cell 

division (Flach et al., 1982). Thereafter, a series of rapid, asynchronous cell divisions results 

in the first embryonic lineage specification that gives rise to two distinct populations of cells 

that form the blastocyst. The outer cells of the blastocyst are the trophoblast, called 

trophectoderm (TE). The inner cells form the epiblast, or inner cell mass (ICM). Generation 
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of each cell type is dependent upon the antagonistic effects of homeodomain transcription 

factors Cdx2 and Oct4. Knockout of either gene causes homeotic transformation and early 

embryonic lethality (Nichols et al., 1998; Niwa et al., 2000; Niwa et al., 2005). TE, which 

expresses Cdx2, forms the cells that comprise extraembryonic tissues required for placental 

and embryonic development (Ralston and Rossant, 2005; Rossant, 2007). The epiblast 

retains Oct4 expression and pluripotency, giving rise to all cells of the embryo proper. ESCs 

are derived from the epiblast (Figure 1). 
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Figure 1. Developmental Origins of Embryonic Stem Cells. Embryonic development begins with 

the union of sperm and egg to form a totipotent zygote. At this stage, parental pronuclei (shown in 

black) remain physically separated until the first mitotic division (Donahue, 1972; Howlett and Bolton, 

1985; Mayer et al., 2000). These early mitotic divisions occur within the oviduct, prior to implantation.  

Subsequently, these cells proliferate and undergo specification and commitment to trophoblast and 

epiblast lineages. This process depends upon the respective expression of Cdx2 and Oct4. Notably, 

although initial formation of these cells is based upon antagonism, cooperation between epiblast 

(inner cell mass) and trophoblast (trophectoderm) is required to maintain the integrity of each 

(Nichols et al., 1998; Strumpf et al., 2005). Embryonic stem cells are derived from the cells of the 

pluripotent inner cell mass at murine embryonic day 3.5 (E3.5). The epiblast then undergoes 

gastrulation to form the cell types comprising all three germ layers: mesoderm, ectoderm, and 

endoderm. 
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1.1.3 ES Genetic Regulatory Networks 

    Early embryonic development is attributed to the combined interactions of High Mobility 

Group (HMG) domain proteins and homeodomain transcription factors. HMG domain 

proteins comprise a large family of transcriptional regulators that include the classical HMG 

proteins such as Hmga, Hmgb, Hmgn, and Tcf/Lef, as well the Sox HMG domain proteins.  

The homeodomain family consists of the classic homeodomain proteins as well as the POU 

(Pit, Oct, Unc) homeodomain domain proteins.  While both families are able to bind to DNA 

in a sequence-specific fashion, the ability of homeodomain transcription factors to recognize 

their cognate sequence is enhanced by interactions with partner HMG proteins.  This 

cooperativity, coupled to the availability of specific family members in specific cellular 

contexts, dictates a combinatorial code in which competition for DNA binding sites, 

recruitment of various cofactors, and subsequent activation or repression of gene expression 

mediates cell fate decisions in early embryogenesis (Dailey, 2001). Extensive research 

reveals that maintenance of the self-renewing, pluripotent state is a direct reflection of the 

association between HMG domain protein Sox2 and homeodomain transcription factors 

Oct4 and Nanog. 

    Transcription factor Sox2 (SRY HMG Box2) exists as a maternally expressed transcript 

whose expression is required for successful navigation of the first three embryonic lineages. 

Together with dimerization partner Oct4 (Remenyi et al., 2003), it maintains self-renewal of 

pluripotent cells (Avilion et al., 2003).  Sox2 knockout mice are embryonic lethal, at a 

developmentally later stage than Oct4 knockouts (Nichols et al., 1998). This later lethality 

suggests that Sox2 function in early embryonic development is dependent upon Oct4. Oct4, 

however, may possess Sox2 independent functions that maintain viability even in the 
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absence of Sox2 expression. Recent studies have shown that Sox2 is not required for 

activation of Oct/Sox enhancer elements. It is required, however, for the sustained repression 

of Oct4 trophoblast targets (Masui et al., 2007) since its knockdown in established ES lines 

results in their differentiation to the trophoblast lineage (Li et al., 2007; Masui et al., 2007). 

    Sox2, by contrast, can play a supportive role in the generation of neural stem cells (NSCs). 

Sox2 is highly expressed in neural progenitors and in the central nervous system (Ferri et al., 

2004; Graham et al., 2003). Although it appears that Sox2 expression is not essential for 

self-renewal or multipotency of NSCs (Miyagi et al., 2008), its function in this respect may 

not be apparent due to functional redundancy with other Sox factors (Miyagi et al., 2009; 

Zhao, 2004). Decreased proliferation and differentiation occurs upon conditional ablation of 

Sox2 in retinal neural progenitors, where it is the sole Sox factor expressed (Taranova et al., 

2006). A modest reduction in Sox2 protein, however, results only in abnormal 

differentiation. This suggests that dosage effects of Sox2 are critical to both maintain self-

renewal and to modulate differentiation. 

    Homeodomain transcription factor Nanog was first identified by two laboratories 

exploring factors required for maintaining mESC pluripotency (Chambers et al., 2003; 

Mitsui et al., 2003). Both groups highlighted the function of Nanog overexpression to 

promote Lif independent self-renewal, which is normally required to promote the stem cell 

state by activation of Jak-Stat signaling (Matsuda et al., 1999; Niwa et al., 1998; Takeda et 

al., 1997). They discovered that Nanog mRNA is expressed in the inner cells of the 

compacted morula and in the inner cell mass. After implantation, however, its expression is 

downregulated. Nanog is also expressed in primordial germ cells (Chambers et al., 2003). 

Nanog knockout mice die at E5.5. These mice display ectopic expression of extraembryonic 
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endoderm lineage markers such as Gata4 and Gata6 (Mitsui et al., 2003). Nanog expression 

is not sufficient to maintain the pluripotent state in the absence of Oct4. 

    Pivotal high-throughput analyses have determined Oct4 transcriptional targets in mESC 

and hESC. These efforts have revealed an unanticipated collaboration among Oct4, Sox2, 

and Nanog and have identified each as master regulators in a transcriptional hierarchy that 

regulates stem cell identity (Boyer et al., 2005; Loh et al., 2006; Vasiljeva et al., 2008). 

Oct4, Sox2, and Nanog colocalize in many regions of the genome in this network. 

Additional studies suggest that this central triad is integrated into an interconnected 

transcriptional network that controls the expression of downstream target genes through 

distinct molecular pathways (Ivanova et al., 2006; Matoba et al., 2006; Walker et al., 2007). 

This network regulates the activation of genes required for pluripotency and the concomitant 

repression of genes that are required for lineage commitment. This work reveals that 

composite binding is able to elicit either transcriptional activation or repression. However, 

the molecular mechanisms by which these differential effects occur are not yet clearly 

understood.  

    The function of developmentally regulated non-coding RNAs (ncRNAs), including 

microRNA (miRNA) (Bar et al., 2008; Marson et al., 2008) and large intergenic non-coding 

RNA (lincRNA) (Guttman et al., 2009) have recently been incorporated into the growing 

model of pluripotent stem cell function. ncRNAs form a transcriptional regulatory feedback 

loop with Oct4, Sox2, and Nanog (Sheik Mohamed et al., 2010; Tay et al., 2008a; Tay et al., 

2008b; Xu et al., 2009).  Recent evidence likewise suggests that Oct4 and ncRNAs may play 

a critical role in the recruitment of PcG complexes to maintain gene repression in the 

pluripotent state. This includes the colocalization of ncRNA with Oct4 and PcG, the 
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downregulation of ncRNA upon repression of Oct4, the association of ncRNAs with PcG 

proteins, and loss of PcG mediated repression upon knockdown of ncRNAs (Khalil et al., 

2009). 
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1.2 Transcriptional Regulation 

    The emergence of lineage specific transcriptional programs is guided by the expression of 

master developmental control genes. These, in turn, are regulated by cascading signal 

transduction pathways, which impact their ability to form protein-protein (PPI) and protein-

DNA (PDI) interactions. Although the interaction of these transcriptional complexes on 

chromatin is transient in steady state, this dynamism succumbs to the precise spatio-temporal 

assembly of complex supra-macromolecular assemblies upon differentiation. Then, localized 

changes in chromatin structure may facilitate changes in gene expression. Beyond this, 

however, three major questions remain. First, what is the signal that dictates this change in 

steady state gene expression and facilitates cell fate transitions? Second, how does the cell 

sense and transduce this signal? Third, what are the implications to chromatin structure and 

locus-specifc regulation of gene expression?  A thorough understanding of the molecular 

machinery that informs these decisions is necessary to address these questions. 
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1.2.1 The Transcriptional Machinery 

    The emergence of transcriptional programs required for lineage specific differentiation is 

dependent upon the production of protein encoding genes and non-coding RNAs by RNA 

Polymerase II (RnapII).  RnapII mediated transcription can be divided into three distinct 

phases: initiation, elongation, and termination.  Each phase is associated with a coordinate 

repertoire of regulators that are required for faithful induction of gene expression in response 

to extracellular cues.  

    RnapII initiation at core promoter DNA elements occurs in collaboration with the basal 

transcriptional machinery, which includes the general transcription factors (GTFs) TFIIA, B, 

D, E, F, and H. Together they comprise the preinitiation complex (PIC). The composition of 

TFIID is a prime example of the complexity of GTF complexes. This complex consists of 

the TATA binding protein (Tbp), Tbp associated factors (TAFs), as well as protein subunits 

containing chromatin remodeling and histone modifying activities (Davidson, 2003; 

Timmers and Tora, 2005). DNA binding transcription factors (TFs) regulate the differential 

assembly of these multi-subunit protein complexes on DNA. TFs likewise regulate their 

association with RnapII in a cell-specific fashion (Saunders et al., 2006). Finally, RnapII 

mediated transcription is further regulated by the Mediator Complex. This multi-protein 

assembly integrates input from co-activators and co-repressors to effect the recruitment and 

function of the PIC (Malik and Roeder, 2005).  

    Local destabilization of the DNA duplex prompts formation of an open DNA complex 

following RnapII recruitment (Tchernaenko et al., 2008). Several rounds of abortive 

transcript synthesis may occur from this open complex. However, several factors including 

retention of GTFs in the PIC at the promoter (Pokholok et al., 2002), the presence of 
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negative elongation factors DSIF and NELF (Wada et al., 1998; Yamaguchi et al., 1999), 

and contact with the nucleosome (Isben and Luse, 1992), stall RnapII at the promoter.  

    The transition from initiation to a productive elongation complex is regulated primarily by 

phosphorylation of its constituent members (Kobor and Greenblatt, 2002). The sequential 

phosphorylation of RnapII C-terminal domain (CTD) at serine 5 and serine 2 facilitates its 

release from the promoter and subsequent elongation into the coding region. Cdk7 contained 

in the TFIIH complex phosphorylates CTD at Serine 5. This prompts RnapII release from 

GTFs and the Mediator complex (Sogaard and Svejstrup, 2007; Yudovsky et al., 2000) and 

aids promoter clearance.  Still, the transcriptional complex remains stalled at the 5' coding 

region of the gene in the absence of CTD Serine 2 phosphorylation. The Cdk9 subunit of P-

Tefb catalyzes the phosphorylation of CTD Serine 2, DSIF, and NELF and allows elongation 

through the entire coding region and full transcriptional activation (Price, 2008). Multiple 

levels of phosphorylation may thus be required for the formation of a productive elongation 

complex. As well, regulation of P-Tefb recruitment to the RnapII holoenzyme is dependent 

upon PI3K/Akt signaling to release the Cdk9 subunit of P-Tefb from its repression complex 

(Contreras et al., 2007; Peterlin and Price, 2006).  

    The continued processivity of RnapII through chromatin is dependent upon complexes 

that coordinately regulate nucleosomal positioning. RnapII stalling, or transcriptional 

termination, may occur if chromatin structure is not dynamic. Chromatin is remodelled into 

transcriptionally permissive or repressive conformations by complexes that covalently 

modify histones, act in an ATP-dependent manner to reposition nucleosomes along DNA, 

facilitate histone exchange, or coordinate the disassembly and reassembly of the 

nucleosome. Several protein complexes perform this function. They include SWI/SNF, 
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ISWI, INO80, and M1-2/CHD FACT, and other nucleosome assembly proteins and histone 

chaperones (Armstrong, 2007; Belotserkovskaya and Reinberg, 2004; Cairns, 2005; Park 

and Luger, 2006), as well as members of the Trithorax (TrxG) and Polycomb (PcG) group of 

epigenetic regulators (Ringrose and Paro, 2004).  

    Recent studies in Saccharomyces suggest that two transcriptional termination pathways 

exist. CTD phosphorylation status and the type of transcript produced determines which 

pathway is selected. The first--the Torpedo model--depends upon CTD Ser2 phosphorylation 

to trigger transcriptional termination. This modification prompts 3' processing of the nascent 

transcript by polyadenylation and facilitates association of the nascent transcript with Rat1 

(Xrn2). The nascent transcript is then degraded by this 5'-3' exoribonuclease which promotes 

release from RnapII and termination (West et al., 2004). An alternate to the Torpedo model 

implicates co-transcriptional cleavage and 3’ to 5’ processing by Rat1 and the exosome 

(Tollervey, 2004; West et al., 2004). 

    In the second pathway, termination of small nucleolar RNAs (SnoRNAs) and cryptic 

unstable transcripts (CUTs) is coupled to exosome mediated processing. Nrd1 is recruited to 

CTD, which is phosphorylated at Ser5, although it may also associate with CTD doubly 

phosphorylated at Ser2 and Ser5 (Vasiljeva et al., 2008).  When Ser2 is dephosphorylated, 

however, Nrd1 mediates transcriptional termination and recruitment of the exosome 

(Gudipati et al., 2008).  The exosome then acts to efficiently degrade produced transcripts 

unless they are otherwise protected. RNA binding proteins block exosome mediated 

degradation of SnoRNAs (Yang et al., 2005). By contrast, the absence of polyadenylation in 

CUTs prevents their exosome-mediated degradation (LaCava et al., 2005; Wyers et al., 

2005). Recent evidence suggests that transcripts produced from CUTs also have functional 
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relevance in transcriptional regulation; CUT produced ncRNAs are able to modulate activity 

from their own promoter (Camblong et al., 2007). 

    The transition from initiation to productive elongation and the termination of RnapII 

mediated transcription is controlled by the phosphorylation-dependent modulation of RnapII 

function. CTD phosphorylation at Serine 2 in particular emerges as a key regulatory node in 

both processes. The role of Akt signaling in maintaining this mark suggests that decreased 

Akt activation may effect changes in RnapII mediated transcription. Likewise, if dynamic 

chromatin structure is not maintained, RnapII function is compromised. Akt signaling likely 

plays a role in this process. 

 

1.2.2 Epigenetic Regulation of Gene Expression 

    The association of DNA with core histone proteins (two each of H2A, H2B, H3, and H4) 

forms the basic nucleosomal structure of chromatin in eukaryotes.  A further layer of 

complexity to this ‘beads on a string’ model is provided by the higher order packaging of 

nucleosomal arrays into regions of euchromatin (open chromatin structure) and 

heterochromatin (compacted chromatin structure). This higher level of DNA organization 

has traditionally been perceived as a barrier to the basic cellular processes of DNA 

replication, transcription, and repair. The histone code hypothesis (Jenuwein and Allis, 2001) 

proposes that specific epigenetic modifications function to spatially organize regions of the 

genome. This allows rapid and efficient access to these regions during cell fate transitions. 

The regulation of this code is dependent upon the concerted action of Polycomb (PcG) and 

Trithorax (TrxG) group proteins.  
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    PcG and TrxG group proteins are developmental-dynamic multi-protein complexes which 

play opposing roles in the regulation of gene expression. Their antagonistic effects upon Hox 

genes, for example, results in the modulation of segmentation genes that are required for 

early patterning events in Drosophila (Hueber and Lohmann, 2008). The effects of TrxG and 

PcG are mediated by their ability to facilitate post-translational modifications to histones, 

which impacts higher order chromatin structure. While TrxG recruitment may result in gene 

activation via tri-methylation of Histone 3 at lysine 4 (H3K4me3), PcG recruitment results in 

gene repression or silencing via deposition of H3K27me3 and H3K9me3. It is now believed 

that TrxG mediated gene expression is the default unless it is antagonized by PcG (Simon 

and Kingston, 2009). 

    PcG complexes can be divided into two separate classes: Polycomb Repressor Complex 2 

(PRC2) and Polycomb Repressor Complex 1 (PRC1). Analysis of PcG protein complexes 

reveals that the core components and function of each are highly conserved across species 

(Ketel et al., 2005; Levine et al., 2002; Pasini et al., 2004). Multiple PRC2 and PRC1 

complexes exist. The composition of each complex is modulated throughout development to 

perform specific functions (Kuzmichev et al., 2004; Kuzmichev et al., 2005; Otte and 

Kwaks, 2003; Plath et al., 2004). PRC2 members Ezh2, Suz12, and Eed function to initiate 

gene repression by placement of the H3K27me3 modification (Kuzmichev et al., 2004; 

Pasini et al., 2004; Vire et al., 2006). PRC1 functions to maintain the repressed state by 

using the H3K27me3 mark as a docking site which is read by Polycomb (Czermin et al., 

2002). This results in the recruitment of H3K9me3 and DNA methyltransferase containing 

complexes to further promote a heritable chromatin structure termed cellular memory. An 



 

 

20 

overview of mammalian PcG PRC1 and PRC2 members and their respective functions can 

be found in Table 1. 
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Table 1. Polycomb Group Proteins 

Protein Drosophila 
Orthologue 

Complex Consensus 
Motif 

Known 
Modifications 
Catalyzed 

Function 

Eed1-4 ESC; Extra sex 
combs 

PRC2   Required for Ezh2 HMTase activity 
Alternate splice forms are 
differentially regulated upon 
differentiation. 
Interacts with Hdac, Hdac2, Histone 
H1, YY1 possible interaction with 
Itga4, Itgae, and Itgb7. 

Ezh1 E(z) Enhancer 
of Zeste 

PRC2   Expressed in adult and non-dividing 
cells. 

Ezh2 E(z) Enhancer 
of Zeste 

PRC2  H1K26me; 
H3K27me3; 
H3K9 

Expressed in early embryonic 
development and in proliferating 
cells. 
Implicated in transcriptional 
repression of lineage regulatory genes 
in mESC (repressive mark of bivalent 
domain) 
Expression peaks at G1/S 
Interacts with Atrx, Sirt1, Hdac1, 
Hdac2, Dnmt1, 3a, and 3b 

Suz12 Su(z)12 
Supressor of 
Zeste 12 

PRC2  H3K27me3 Implicated in transcriptional 
repression of lineage regulatory genes 
in mESC 
Expression peaks at G1/S 
Interacts with Ezh2, Wdr77, and 
Histone H1 

Ehmt2  G9a PRC1  H3K27me3; 
H3K9me3; 
H3K9me1 

Member of E2F6 complex expressed 
in G0 which includes Mga, Max, 
Tfdp1, Cbx3, Ehmt2, Euhmtase1, 
Ring1a, Ring1b, Pcgf6, L3mbtl2, and 
Yaf2. 

Bmi1; 
Pcgf4 

Psc; Posterior 
sex combs 
 
 

PRC1   Member of PRC1l E3 ubiquitin ligase 
complex composed of Phc2, Bmi1, 
Ring1a, and Ring1b; required for E3 
ubiquitin ligase activity of Ring2. 
Interacts with Pcgf2, Cbx2, Cbx4, 
Cbx8, Phc1-3, and Scmh1 and E4f1. 
Also member of Cul3 ubiquitin ligase 
complex required during mitotic 
division. 

Cbx1 Hp1beta 
 

PRC1   Chromodomain protein interacting 
with H3K9me; chromoshadow 
domain facilitates interaction with 
chromatin-associated non-histone 
proteins. 
Interacts with Suv39h1, Setdb1, 
Suv420h1-2. Not associated with 
mitotic chromocomes. 

Cbx2 Pc; Polycomb PRC1   Involved in chromatin compaction 

Cbx4 Pc2 PRC1   SUMO E3 Ligase; Interacts with 
H3K9me3, Suv39h1, and Hipk2. 
Phosphorylated by Hipk2 upon DNA 
damage which promotes 
SUMOylation at K492 and enhances 
SUMO E3 ligase activity. 
Overexpression of Cbx4 leads to 
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block at G2. 
Cbx6  PRC1   Involved in chromatin compaction 
Cbx7  PRC1   Interacts with Ring1a but not Bmi1, 

Eed, or Ezh2. 
Involved in repression of CDKN2A 
and regulation of cellular lifespan. 

Cbx8  PRC1   Member of PRC1 class II complex 
composed of Pcgf2, Bmi1, Cbx2, 
Cbx4, Phc1-3, Schm1, Ring1a and 
Ring1b.  Interacts with Mllt3. 

L3mbtl2 CG16975    Member of the E2F6.complex 
observed at G0 composed of E2f6, 
Mga, Mac, Tfdp1, Cbx3, Ehmt2, 
Euhmtase1, Ring1a, Ring1b, Pcgf6, 
and Yaf2 

Pcgf2; 
Rnf110 

Psc PRC1 GACTNGACT  Transcriptional repressor. Inhibits 
self-renewal of hematopoietic stem 
cells. Knockout studies indicate that 
Pcgf2 plays a role in negative 
regulation of chemokines, cytokines, 
and chemokine receptors in immune 
function. 

Pcgf6; 
Rnf134 

 PRC1   Transcriptional repressor that may 
modulate levels of H3K4me3 by 
activation of Jarid1d histone 
demethylase. 
Phosphorylated during mitosis at S30 
by Cdk7 the consequences of which 
are currently unknown. 

Phc1 Ph; 
Polyhomeotic 

PRC1   Member of PRC1 class II complex 
composed of Pcgf2, Bmi1, Cbx2, 
Cbx4, Phc1-3, Schm1, Ring1a and 
Ring1b. Also member of PRC1l E3 
ubiquitin ligase complex composed of 
Phc2, Bmi1, Ring1a, and Ring1b 

Phc2 Ph-p PRC1   Member of PRC1l E3 ubiquitin ligase 
complex composed of Phc2, Bmi1, 
Ring1a, and Ring1b 

Phc3  PRC1   Phosphorylated upon DNA damage 
by Atr or Atm. 

Ring1; 
Ring1a 

Ring PRC1  H2AK119Ub Member of RING finger family 
containing a RING (zinc finger DNA 
binding) domain.  
Associates with Bmi1, Eed1, Cbx4 in 
large nuclear domains. Ubiquitin E3 
Ligase which may modulate Ring1b 
activity 

Rnf2; 
Ring1b 

 PRC1  H2AK119Ub Member of PRC1l E3 ubiquitin ligase 
complex composed of Phc2, Bmi1, 
Ring1a, and Ring1b.  Contains ligase 
activity. Implicated in specification of 
anterior-posterior axis and cellular 
proliferation.  Interacts with Hip2. 

Scmh1 Scm; Sex combs 
on midleg 

PRC1 
PRC1 

  Interacts with Phc1 via sterile alpha 
motifs (SAM) contained in both 
proteins. 

Setdb1 CG30426 PRC1  H3K9me2 
H3K9me3 

Interacts with Mbd1 and Akt. 
Recruited to chromatin via interaction 
with Caf-1 and targeted to histone H3 
by Trim28 Facilitates trimethylation 
of H3K9me2 at S phase to silence 
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euchromatic gene during replication-
coupled chromatin assembly. 
Member of the Suvar3-9 family. 
Plays a role in the silencing of 
euchromatic genes. Interacts with 
MBD1 but only when MBD1 is not 
SUMOylated. Also interacts with 
Cbx1, Cbx5, Dnmt3a, Hdac1, Hdac2, 
Sin3a, Sin3b, and SUMO2. 
 

Suv420h1  PRC1  H4K20 Targeted to histone H4 via interaction 
with Rb1 family members and 
functions in transcriptional repression 
and the establishment of constitutive 
heterochromatin. Interacts with Cbx1, 
3, and 5, Rb1, Rbl1, and Rbl2. 

Suv39h1  PRC1  H3K9me3 Plays a role in the establishment of 
constitutive heterochromatin at 
pericentric and telomeric regions. 
Targeted to histone H3 via interaction 
with Rb1 and may regulate switch for 
cell cycle exit and terminal 
differentiation in myogenic 
differentiation. Accumulates at 
centromeres during mitotic 
prometaphase but dissociates while in 
transition to meta- to anaphase. 

Suv39h2 
 
 

 PRC1  H3K9me3 
 

Associates with centromeric 
heterochromatin. Interacts with 
Smad5. Also interacts with Rb1 and 
is implicated in  cell cycle regulation, 
transcriptional repression, and 
regulation of telomere length. 

YY1 Pho;Pleiohomeo
tic 

PRC1 CGCCATNTT  Transcriptional factor that is member 
of GLI-Kruppel class of zinc finger 
proteins. May act as activator or 
repressor of transcription. 

YY2  PRC1 CGCCATNTT  Trascriptional activator or repressor 
that may antagonize function of YY1. 
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    Cellular memory modules (CMMs) are regions of the genome that contain both PcG and 

TrxG response elements (PREs and TREs). The co-localization of PcG and TrxG proteins 

within Drosophila CMMs (Ringrose and Paro, 2004) indicates that these complexes may 

function in a concerted fashion to regulate gene expression in a cell-specific, developmental-

specific context. The role of these proteins in mammalian cells is currently being clarified 

and the accumulated evidence suggests that they function in an analogous manner to their 

Drosophila homologues. However, due to the presence of multiple orthologues, the 

functional characterization of PcG and TrxG proteins in mammalian cells is far more 

complex. Finally, the relatively recent identification of histone-lysine demethylases, which 

remove the epigentic modifications placed by PcG and TrxG proteins (Pedersen and Helin, 

2010), suggests the existence of yet additional layers of transcriptional regulation for genes 

contained within CMMs. 

    An open structure (euchromatin) is observed in ESCs (Rasmussen, 2003). Differentiated 

cells, by contrast, contain opposing regions of euchromatin and heterochromatin, with 

silenced genes residing in heterochromatic regions of the genome (Rasmussen, 2003). The 

protruding tails of Histone H3, within the promoters of active genes in pluripotent cells, are 

post-translationally modified by acetylation (H3K9ac) and tri-methylation (H3K4me3). 

These marks delineate euchromatic regions. However, developmentally repressed loci are 

characterized by the presence of bivalent domains within the promoters of lineage restricted 

loci in pluripotent cells. These loci contain simultaneous marks of TrxG mediated H3K4me3 

activation and PcG mediated H3K27me3 repression (Azuara et al., 2006; Bernstein et al., 

2006). The expression of these loci is held in check even as they are poised for transcription. 
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  RnapII remains stalled at the promoter of bivalent domains. Genes within these domains 

are also bound by Oct4 and PcG (Boyer et al., 2006; Guenther et al., 2007; Lee et al., 2006b; 

Squazzo et al., 2006). Their derepression, however, occurs upon knockdown of Oct4 or PcG 

(Erhardt et al., 2003; Ivanova et al., 2006; Matoba et al., 2006). Taken together, these data 

suggest that the ability to block transcription in a locus-specific manner is critically regulated 

post-RnapII initiation at the level of the nucleosome. However, the mechanisms by which 

Oct4 and PcG retain this blockage at developmentally regulated loci and the signals that 

trigger its resolution during cell fate transitions remain unknown.  

    The mechanism of PcG recruitment to target loci remains an area of active study in the 

field of chromatin biology. Putative PREs, which span several hundred bases have been 

identified in Drosophila through extensive analysis of the cis regulatory elements bound by 

PcG (Decoville et al., 2001; Dejardin, 2005; Muller and Kassis, 2006; Ringrose and Paro, 

2007). A bioinformatics approach correctly identified PREs of the BX-C by using known 

consensus binding sites for Gaf, Zeste, and Pho. This led to the prediction of 167 putative 

PREs genome-wide (Ringrose et al., 2003). The approach, however, did not predict 94% of 

the PcG bound loci identified by ChIP (Ringrose and Paro, 2007). This disparity may have 

been caused by analytical stringency, potential looping of PcG complexes from the PRE to a 

site in trans, detection of transient interactions with weak PREs, or usage of alternate 

sequence specific binding proteins other than Gaf, Zeste, or Pho. A consensus binding site 

(G(A) motif; GAAAA) for DSP1 (Human Hmgb2 homologue) was identified (Dejardin, 

2005) in a search for other sequence specific binders. DSP1 may function in PcG recruitment 

and in TrxG activation (Decoville et al., 2001; Rappailles et al., 2005; Salvaing et al., 2006). 

Refinement of PRE prediction algorithms, to include the G(A) motif, improved prediction 
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power (Fiedler and Rehmsmeier, 2006). This suggests that the G(A) motif may be 

instrumental in defining mammalian PREs. The association of DSP1 with both PcG and 

TrxG, moreover, may provide insight into the switching mechanism where PREs are 

converted to TREs (Bracken et al., 2006). 

    The identification and functional characterization of mammalian PREs and the mechanism 

of PcG recruitment are subjects of ongoing research. Their study has been hampered by the 

existence of multiple PcG orthologues as well as the broad distribution of PRC1 and PRC2 

members on chromatin (Boyer et al., 2006; Ku et al., 2008; Lee et al., 2006b). Only two 

publications have identified and characterized bona fide PREs (Sing et al., 2009; Woo et al., 

2010). Nevertheless, several sequence specific DNA binding candidates such as YY1, Oct4, 

Sox2, Nanog, and ncRNAs may function as PcG recruiters. Highly conserved non-coding 

elements (HCNEs), which contain ncRNAs, may also function as mammalian PREs. 

    Approximately 200 HCNE rich regions, displaying extensive cross-species conservation 

have been identified (Woolfe et al., 2006). HCNEs are enriched for: all Hox clusters; genes 

that encode for developmental regulators (Bernstein et al., 2006); miRNA; and lincRNA 

(Kikuta et al., 2007). Otherwise, these regions are gene-poor. A cursory analysis of DNA 

sequence within several HCNEs indicates that consensus binding motifs for Oct4 and Sox2 

cluster with the G(A) motif recognized by Hmgb2 (Figure 2 and Ancora Database 

http://ancora.genereg.net/cgi-bin/gbrowse/mm9/) (Engstrom et al., 2008). The functional 

relevance of these sites remains to be established. 

HCNEs, however, may not function as PREs for several reasons (Ringrose and Paro, 

2007). First, analysis of Suz12 binding shows that only 8% of bound regions overlap with 

HCNEs. Second, genomic loci most strongly bound by PcG are not highly conserved. 
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Finally, there is no clear sequence consensus between the HCNEs examined and regions 

containing the highest levels of H3K27me3 enrichment.  

A more thorough analysis using 3C, 4C, 5C or ChIP-loop (Gavrilov et al., 2009) may 

help to clarify these disparate findings. Experiments using these approaches may reveal that 

DNA elements are recruited in trans to facilitate chromatin looping and PcG repression 

(Sigrist and Pirrotta, 1997). This approach has been successful in establishing the role that 

long range chromatin looping between the promoter, intronic, and terminator regions plays 

in maintaining repression at the Brca1 locus (Tan-Wong et al., 2008), which notably is an 

Oct4 target. Finally, these long-range interactions may not necessarily be facilitated by the 

formation of PcG complexes at PREs. A recent study performed in Drosophila suggests that 

chromatin looping and higher order (repressive) chromatin structure may be dependent upon 

the recruitment of chromatin insulator binding proteins (Li et al., 2011). 
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Figure 2. Identification of Clustered Oct, Sox, and G(A) Motifs within the Cdx2 Locus. Mining of 

the Ancora Database (http://ancora.genereg.net/cgi-bin/gbrowse/mm9/) reveals the presence of 

multiple clustered consensus sites for Oct, Sox, and Hmgb2 (DSP1; G(A) motif) within HCNEs at the 

Cdx2 locus. The HCNE at 148,111,299 - 148,111-417 is 3' to the coding region, the HCNE at 

148,115,927-148,116,017 occurs in intron 1, and the HCNE at 148,119,055-148,119,109 occurs 

within the promotor, just 75 bases upstream from another clustered Oct/Sox/Hmgb2 element. A 

cursory analysis also reveals the existence of clustered sites within HCNEs at Pax7, Hoxb1, Rest, 

Brca1, and Hand1 loci. Functional analyses such as luciferase based reporter systems employing 

these cis-regulatory elements and analysis of expression following perturbations to Hmgb2 

recruitment will be required to establish the functional significance of the G(A) motif in mammalian 

PcG recruitment and transcriptional regulation. 
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1.2.3 Transcriptional Regulation and The DNA Damage Response 
    The mechanisms that regulate the transcriptional machinery are linked to the DNA 

damage response. First, RnapII stalling and transcriptional arrest are observed at sites of 

DNA damage (Tornaletti, 2005). Then, following arrest, an ordered progression of modified 

histones and histone variants emerge at these sites (Heo et al., 2008). This progression is 

dependent upon histone chaperone activity and chromatin remodeling complexes required 

for elongation of RnapII through chromatin (de Koning et al., 2007). Moreover, the spatio-

temporal assembly of protein factories that are required for DNA repair and cell-cycle 

progression are recruited to these modified loci before RnapII mediated transcription 

resumes (Harrison and Haber, 2006; Lisby and Rothstein, 2004). This response is initiated 

by cell cycle PTM-dependent changes in PcG and TrxG gene function, which impact histone 

modifications. 

    Monoubiqitination of histone H2A at lysine 119 (H2AK119ubn) by PRC1 (Kapetanaki et 

al., 2006) is the earliest epigenetic change observed at sites of DNA damage (Bergink et al., 

2006; Celeste et al., 2003). Silencing may be a direct effect of H2AK119ubn or may occur 

via trans-histone cross-talk with H3K4me3 (Briggs et al., 2002; Fingerman et al., 2008; 

Yang and Seto, 2008). Although H2AK119ubn antagonizes Mll3 directed H3K4me3 and 

inhibits RnapII initiation, it does not impact H3K27me3 or H3K9me3 enrichment (Cao et 

al., 2005; Nakagawa et al., 2008; Wang et al., 2004).  The removal of the H3K27me3 mark, 

moreover, is associated with upregulation of DNA repair genes and loss of PcG silencing 

(Agger et al., 2007) and requires the action of Kdm6a (Utx) or Kmd6b (Jmjd3) (Pedersen 

and Helin, 2010). Notably, both Kdm6a and Kmd6b have been implicated in the DNA 

damage response (Cho et al., 2007; Martinelli et al., 2011). 
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    Trans-histone crosstalk suggests that the presence of specific histone modifications may 

either regulate or reflect a temporal progression of events that are required for cellular based 

DNA transactions. The G2 DNA Damage checkpoint prior to mitotic division emerges as a 

critical regulator of PcG function and gene expression in this paradigm. For example, 

regulation of H2Ak119ubn is cell cycle dependent: it is observed during G1 and S and is 

required for Hox gene silencing (Cao et al., 2005; Wang et al., 2004). Unless H2Ak119 is 

deubiquitinated, however, the cell cycle remains blocked at G2 (Joo et al., 2007). 

Furthermore, extensive analysis by mass spectrometry in HeLa cells reveals that other 

histone post-translational modifications are regulated during G2/M. Global decreases in 

H3K27me1-3, H3K36me1-3, increased H4K20me1-2, and exclusive phosphorylation of 

H4S1, H3S10, H3S28, H3.2T3, and H3.3S31 occur during this phase of the cell cycle 

(Bonenfant et al., 2007).   

    The ability of many PcG, TrxG, and SWI/SNF chromatin remodeling complex members 

to mediate histone modifications is phosphorylation dependent (Niessen et al., 2009). 

Similarly, Akt-mediated phosphorylation generally results in the displacement of these 

complexes from the chromatin template (Cha et al., 2005; Foster et al., 2006; Huang and 

Chen, 2005). Akt signaling apparently promotes the pluripotent state by maintaining a 

dynamic flux of these complexes. As ES cells undergo differentiation, however, these 

complexes exhibit decreased mobility (Ren et al., 2008).  

    An overview of Akt targets implicated in the DNA damage response and transcriptional 

regulation is provided in Table 2. These combined studies suggest that Akt signaling plays a 

major role in maintaining self-renewal via inhibition of apoptosis, maintaining dynamic 

chromatin structure, cell cycle checkpoint abrogation, attenuation of PRC2 and SWI/SNF 
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function, and inactivation of Gsk3ß. Evaluation of the substrates negatively modulated by 

Akt indicates that loss of Akt signaling promotes G2/M arrest, apoptosis, and chromatin 

remodeling. This intimates that decreased Akt signaling during G2/M may be the trigger that 

facilitates the DNA damage response and, thereby, cell fate transitions. PcG is not, however, 

maintained on chromatin during G2/M. How the H3K27me3 mark is passed on to cellular 

progeny after mitotic cell division has yet to be clarified. 
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Table 2. Akt Phosphorylation Modulates Key Proteins Implicated in Transcriptional Regulation 
and Cell Cycle Progression. 

 
Protein Function Kinase-

Residue 
Implication Reference 

Chk1 
 

Cell Cycle Checkpoint 
Regulator 

Akt-Ser280 
 
Atr-Ser345 

Inhibits Checkpoint Function 
 
Cell cycle arrest at G2/M 

(King et al., 2004) 
 
 

Trp53 DNA binding 
transcription factor; 
classical tumor 
suppressor gene 

 
 
 
 
Atr Ser15 
 
 
 
Gsk3β-Ser315 

Cytoplasmic localization and 
proteasomal degradation due to 
Mdm2 mediated ubiquitination 
 
Rapid nuclear localization to 
Rad51, Mre11, and Blm DNA 
repair foci 
 
Repression of Nanog Expression 

(Boehme et al., 2008) 
 
 
 
(Restle et al., 2005) 
(Lakin et al., 1999) 
 
 
(Lin et al., 2005b; 
Watcharasit et al., 
2002) 

Mdm2 E3 Ubiquitin Ligase Akt-Ser166 
Akt-Ser188 
 
 
Atr-Ser395 

Nuclear localization to facilitate 
ubiquitination of targets such as 
Trp53 
 
Loss of nuclear function 

(Feng et al., 2004; 
Ogawara et al., 2002; 
Zhou et al., 2001) 
 
(Maya et al., 2001) 

Brca1 Transcriptional 
regulator implicated in 
DNA repair and tumor 
suppression.  
Associates with RnapII 
and histone 
deacetlyases.  
E3 Ubiquitin ligase  

Akt-Thr509 
 
Atr-Ser1423 
Atr-Ser1524 

Cytoplasmic localization 
 
Nuclear localization and activation 
of Casp3 which facilitates Nanog 
cleavage and differentiation 

(Altiok et al., 1999) 
 
(Fujita et al., 2008; 
Martin and Ouchi, 
2005) 

Ikbkb Kinase that acts as an 
inhibitor of IkB 

Akt-S180 
 
 
 
 
 

Activates Iκbkb to promote 
degradation of IκB and promotes 
transcriptional activity of NFκB to 
stimulate transcription of ‘anti’ 
apoptotic genes such as Bcl2 and 
IAP family members 

(Barre and Perkins, 
2007) 

Gsk3β  Kinase that regulates β-
Catenin-TCF/Lef 
signaling 

Akt-Ser9 
 
 
 

Causes inactivation of Gsk3β 
which is required for active Wnt, 
HH, Notch, and Bmp signaling 
 

(Kaytor and Orr, 
2002) 

Bad Apoptotic Pathway Akt-Ser99 Results in cytoplasmic 
sequestration and inactivation of 
Bad by 14-3-3 proteins. Inability 
to activate genes implicated in 
apoptosis. 
 

(Sastry et al., 2006) 

 Casp9 Apoptotic Pathway Akt-Ser196 Inhibition of apoptosome 
formation 

(Cardone et al., 1998) 

Hexim1 Member of 
7SK/Hexim1/2 P-Tefb 
Repression Complex  

Akt-Thr270 
Akt-Ser278 

Phosphoylation of Hexim 1 
releases P-Tefb (Cdk9 subunit) to 
facilitate transcriptional activation 

(Contreras et al., 
2007) 
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Ezh2 
 

Polycomb Repressor 
Complex 2 member 
Facilitates modification 
of H3K27me3  
 

Akt-Ser21 
 

Decreases DNA binding and 
inhibits methytransferase activity 
 

(Cha et al., 2005) 
 

Baf155 
Smarcc1 

SWI/SNF Chromatin 
Remodeling Complex; 
member of TFIID GTF 
and MLL H3K4 
methyltransferase 
complex; Embryonic 
lethal 

Akt-Thr302 
Akt-Ser319 
Akt-Ser328 

Specific function of Smarcc1 
phosphorylation is currently 
unknown however, 
phosphorylation of SWI/SNF is 
generally accepted to impair 
binding to chromatin and hence 
inactivate chromatin remodeling. 
This has been observed to occur 
specifically at G2/M. 

(Foster et al., 2006) 
 
(Simone, 2006) 

CBP/p300 Histone 
Acetyltransferase that 
facilitates acetylation of 
multiple lysine residues 
on Histone H3 and H4 

Akt-Ser1834 Stimulates acetyltransferase 
activity; Enhances transcription of 
target genes 

(Huang and Chen, 
2005) 
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    Pioneering studies suggest that the H3K27me3 mark remains on chromatin once 

established (Hansen et al., 2008). This model, however, discounts the role of Utx and Jmjd3 

in H3K27me3 demethylation following DNA damage (Miller et al., 2010). The Hansen 

model also precludes the possibility of further changes in chromatin state, including the 

generation of iPS cells. It also questions the continued requirement for PRC2 in the 

differentiated state. Therefore, since PRC2 and PRC1 are displaced from mitotic 

chromosomes (Aoto et al., 2008; Miyagishima et al., 2003), this suggests that a PcG-

independent mechanism, which maintains the H3K27me3 mark throughout G2/M exists. 

This mechanism would function during G2/M to pass on cellular memory to the daughter 

cell following mitotic cell division. 

    PcG recruiter Hmgb2 is a prime candidate to maintain the H3K27me3 mark throughout 

G2/M. Hmgb2 is a ubiquitously expressed protein with the highest levels of expression 

occurring in early development (Štros et al., 2007). Hmgb2 participates in transcriptional 

regulation through direct binding and modulation of chromatin structure like other HMG 

family members (Yoshida, 1987). These changes impact accessibility of transcription factors 

and the transcriptional machinery to the chromatin template (Tremethick and Molloy, 1986, 

1988). However, unlike PRC2 and PRC1, Hmgb2 associates with mitotic chromosomes 

(Pallier et al., 2003). 

    Hmgb2 is a member of the SET Complex consisting of Set, Hmgb2, Hmgb1, Nme1, pp32, 

and Ape1 (Chakravarti and Hong, 2003; Fan et al., 2002). Post-translational modification of 

Hmgb2 impacts its function in transcriptional reguation and the DNA Damage Response. 

The presence of the acidic C-terminal tail promotes transcriptional repression. Proteolytic 

cleavage, however, results in acetylation, nuclear translocation, and its increased function as 
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a transcriptional activator (Pasheva et al., 2004; Ugrinova et al., 2009). Proteolytic cleavage 

also promotes Hmgb2 function in the DNA damage response. This, in turn, results in caspase 

independent and dependent DNA damage (Krynetskaia et al., 2009) (Kalinowska-Herok and 

Widlak, 2008). 

    The emergent data intimates that concerted mechanisms, which function at the 

transcriptional, post-transcriptional, translational, and post-translational levels, maintain 

pluripotency. This state is modulated by multiple feedback and feed-forward loops that 

maintain balanced levels of pluripotency regulators Oct4, Sox2, and Nanog. These regulatory 

networks establish a very dynamic state that maintains active repression of lineage restricted 

loci through guarded epigenetic vigilence. It is responsive to slight changes and preserves 

dynamic equilibrium by PTM-dependent mechanisms. Deeper knowledge of the interplay 

between extracellular signaling cascades and the mechanisms which regulate cell fate 

transitions will illuminate our understanding of the pluripotent state. Figure 3 provides an 

overview of known key regulators of the pluripotent state. 
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Figure 3. Transcriptional Control of Development. Cellular phenotype is dictated by the 

combinatorial expression of regulatory genes that drive lineage specific differentiation.  These 

transcription factors coordinately promote differentiation to the prescribed fate through activation of 

genes required for phenotypic function with concomitant inhibition of alternate differentiation 

pathways.  Although once thought that each cellular state would be dictated by regulators expressed 

uniquely in each lineage it now appears that the spatio-temporal activation of specific signal 

transduction cascades may impact the combinatorial interactions amongst the TFs, noncoding RNAs 

and essential cofactors expressed in each state. This, combined with the availability of DNA binding 

sites in each distinct cellular state, is required for the expression of lineage specific transcriptional 

programs. The role of pluripotency regulators Oct4, Sox2 and Nanog to maintain repression of 

developmentally regulated genes such as Cdx2, Gata4, Sox17, Pax6, and MyoD is critical to 

successful navigation of embryonic milestones. Further research is required to fully integrate PcG 

recruiter Hmgb2 and Akt into the growing network of factors which maintain the pluripotent state. 
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1.3 Oct4 

    The role of Oct4 as master regulator of the pluripotent state has been confirmed by twenty 

years of accumulated research. Despite the extensive publications dedicated to Oct4, the 

molecular mechanisms by which it is able to function as both a transcriptional activator and 

repressor are not understood. A review of recent literature regarding Oct4 expression, 

regulation, and protein interactions may clarify its important role in stem cell function. 

 

1.3.1 Oct4 Expression 

    Oct4 has been described as the ‘gatekeeper in early mammalian development’ (Pesce, 

2001).  Present in the early embryo up to the four-cell stage as a maternally expressed 

transcript, Oct4 expression is initially seen in all cells of the developing morula until the first 

embryonic lineage specification (Palmieri et al., 1994). Oct4 is required for the formation of 

a pluripotent inner cell mass. Homozygous Oct4 mutant mice die at E3.5. because the 

pluripotent inner cell mass undergoes a homeotic transformation to trophectoderm (Nichols 

et al., 1998).  

    Normal physiological expression of Oct4 maintains the pluripotent state. Deviations in its 

expression, however, lead to differentiation (Niwa et al., 2000). Then, transient upregulation 

of Oct4 is required for the formation of primitive endoderm/mesoderm (Pesce and Scholer, 

2001). Later stage expression of Oct4 is observed throughout the epiblast and the primitive 

streak until the end of gastrulation at approximately E8.5.  Finally, Oct4 expression is 

restricted to the primordial germ cells (Boiani and Scholer, 2005).  This expression pattern 

of Oct4 suggests the existence of a totipotency cycle which is maintained by Oct4 expression 

(Pesce, 2001). Its absence leads to differentiation. 
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    The requirement for Oct4 beyond early embryonic development has been described in 

non-mammalian species where it maintains ectodermal (Burgess, 2003; Catena, 2004) and 

endodermal (Lunde et al., 2004; Reim et al., 2004) progenitor cells. Reim et al. have shown 

that Spiel-ohne-grenzen/Pou2 (Spg), the Oct4 orthologue in Danio rerio is required for 

formation of ectodermal, mesodermal, and endodermal derivatives (Lunde et al., 2004; Reim 

and Brand, 2002, 2006; Reim et al., 2004). Furthermore, morpholino knockdown of Spg 

reveals dual functions for this protein as it first maintains the pluripotent state, and then 

activates lineage restricted loci in later stage development (Burgess, 2003). 

    Since Oct4 expression has been observed in adult somatic stem cells (Kucia et al., 2006; 

Tai et al., 2005) its role in later stage development is now under investigation. Oct4 

expression is observed in cancer (Chambers and Smith, 2004; Monk, 2001) and its 

overexpression may lead to the transformed state (Gidekel et al., 2003) by blocking 

progenitor cell differentiation (Hochedlinger et al., 2005). However, others believe that these 

results may be attributed to aberrant detection of Oct4 processed pseudogenes or the use of 

non-specific antibodies (Liedtke et al., 2007). A second study revealed that lack of Oct4 

expression did not compromise regenerative capacity nor restoration of cellular homeostasis 

in multiple models of tissue damage/regeneration (Lengner et al., 2007). Yet, the idea 

persists that Oct4 expression continues past early embryonic development since an ES 

transcriptional program promotes the transformed state (Ben-Porath et al., 2008; Ohm et al., 

2007; Santagata et al., 2007). 
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1.3.2 Domain Structure and Regulation of Oct4 

    Oct4 is a member of the homeodomain superfamily that consists of classical 

homeodomain proteins such as Ubx, Hox proteins, and POU homeodomain transcription 

factors.  Characterized by a homeobox domain (POUH) conserved within all members of this 

superfamily, Oct4 also contains a POU specific domain (POUs) that is connected to POUH 

by a flexible linker region. Oct4 binds a specific DNA motif, called the octamer motif, 

containing an invariant ATGC recognized by POUs and the permissive AAAT by POUH. 

POUH is not able to bind DNA with high affinity, but half-site binding is assisted through 

cooperativity with POUs (Verrijzer et al., 1990) and partner HMG proteins (Dailey, 2001). 

The linker promotes flexible DNA binding in order and orientation of POUs and POUH on 

the chromatin template. While the POUs domain is structurally similar to several prokaryotic 

repressor proteins, POUH is similar to the classic homeodomain proteins (Herr and Cleary, 

1995). 

    The Oct4 genomic locus (chromosome 17 in mus musculus) spans approximately 5 kb and 

contains 5 exons which code for a protein of 352 amino acids. Early studies revealed the 

existence of a proximal promoter (PP), distal enhancer (DE), and proximal enhancer (PE) 

(Yeom et al., 1996) which regulate cell-type specific expression of Oct4. Lrh-1 (Nr5a2) 

binding at the PE and DE maintains Oct4 expression within the epiblast (Gu et al., 2005). 

Subsequently, Gcnf (Nr6a1) mediates Oct4 repression in somatic cells by binding to the PP 

(Fuhrmann et al., 2001).The presence of retinoic acid response elements (RAREs) contained 

within the PE and DE suggests that differential usage of these elements may occur in a cell 

type specific context. Sf1 binding to the RAREs promotes Oct4 expression in embryonal 

cancer cells (EC) (Barnea and Bergman, 2000). By contrast, retinoic acid mediated 
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differentiation of mESC and EC reveals a shift in occupancy from Sf1 (Nr5a1) to Gcnf, 

which promotes Oct4 downregulation (Fuhrmann et al., 2001). Consistently, upon GCNF 

knockout, Oct4 repression and proper formation of the anterior-posterior axis is not observed 

(Chung et al., 2001). This homeotic transformation is attributed to abrogated Mbd3 and 

Mbd2 recruitment and de novo promoter methylation (Gu et al., 2006). Consensus about 

Oct4 downregulation in somatic cells has yet to be attained. In Gu et al., Oct4 

downregulation was observed despite the loss of promoter methylation. In a second study, 

however, knockout of de novo DNA methylases Dnmt3a and 3b abrogated Oct4 

downregulation that occurred upon differentiation (Jackson et al., 2004). More recent 

evidence implicates Ehmt2 (G9A) in Oct4 inactivation during somatic cell differentiation 

(Feldman et al., 2006).  

    Oct4 protein is divided between its DNA binding and transcriptional regulatory domains. 

The former, which is also its protein interaction domain, is contained within its central POUS 

and POUH domains. The latter are located within its N- and C-terminal regions (Dailey, 

2001). Domain swapping experiments have revealed non-equivalent roles for the trans-

activating functions of Oct4 N- and C-terminus (Niwa et al., 2002). Moreover, the ability of 

the C-terminus to illicit a transcriptional response is dependent upon the composite POU 

domain, which may be regulated in a phosphorylation dependent manner (Brehm et al., 

1997). Although alternate splicing has not been described in mouse, human Oct4 protein is 

alternately spliced with two variant forms Oct3a and Oct3b. The latter is a truncated version, 

that lacks the N-terminus (Takeda et al., 1992). Despite the described functional distinctions 

for these two variants (Atlasi et al., 2008; Cauffman et al., 2006), their expression has 
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recently been attributed to the aberrant detection of processed pseudogenes (Liedtke et al., 

2007). 

    Oct4 function is dose dependent (Niwa et al., 2000). Its protein level expression it affected 

by ubiquitination and sumoylation (Wei et al., 2007; Xu et al., 2004; Zhang et al., 2007). 

Ubiquitination of Oct4 by E3 Ubiquitin Ligase Wwp2 results in decreased stability and 

targeting for degradation via the 26S Proteasome (Xu et al., 2004). The ubiquitination site 

has not been identified. C-terminal fusion of Oct4 with Ubiquitin or overexpression of 

Wwp2, however, resulted in decreased transcriptional response from an artificial reporter. 

    In contrast to the decreased stability of Oct4 observed upon ubiquitination, Oct4 

sumoylation at K118 results in increased stability and DNA binding (Wei et al., 2007; Zhang 

et al., 2007). Sumoylation generally acts to negatively modulate transcription factor function 

(Gill, 2005; Holmstrom et al., 2003). Oct4 sumoylation, however, may function to activate 

or repress specific target genes. Co-expression of the SUMOI (K118R) mutant form of Oct4 

resulted in decreased transactivation from artificial reporters containing the PORE and 

MORE octamer binding motifs in HEK 293 cells (Wei et al., 2007). Increased activity was 

found in a similar assay using an endogenous enhancer element (Tsuruzoe et al., 2006).  

    Taken together, these results suggest that ubiquitination and sumoylation of Oct4 may 

play important regulatory functions in maintaining self-renewal and pluripotency. Figure 3 

summarizes a PTM dependent model of Oct4 function in modulating its cellular localization 

and stability, protein-protein interactions, protein-DNA interactions, and the ability to 

activate specific repertoires of downstream target genes. More thorough knowledge about 

the PTM-dependent regulation of Oct4 function will clarify the factors that maintain the 

pluripotent state and how they are modulated to permit lineage specific differentiation.
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Figure 4. The Complexity of Transcriptional Regulation. The emerging view is that transcriptional 

control is modulated by the presence of post-translationally modified (PTM) forms of transcription 

factors (TFs). Similar to the histone code in which specific histone modifications may either facilitate 

or inhibit subsequent modifications their may also exist a corresponding PTM code that impacts TF 

stability, localization, protein-protein interactions and protein-DNA interactions and ultimately 

modulates its ability to regulate a specific repertoire downstream targets (Anensen et al., 2006; 

Chuikov et al., 2004; Kang et al., 2006; Knights et al., 2006; Papouli et al., 2005). From a systems 

perspective this swift, unambiguous, yet reversible mode of transcriptional regulation would provide 

the cell with a means to rapidly respond to cues that would facilitate progression to an altered state of 

gene expression. A comprehensive understanding of the role of Oct4 PTMs in light of other post-

transcriptional and post-translational processing events will provide insight into the modulation of 

gene expression and cellular phenotype. Solid lines and broken arrows indicate that each PTM may 

be impacted by prior PTMs that serve a priming function to either promote or inhibit subsequent post-

translational modifications. 
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1.3.3 The Oct4 Regulome 

    Although abundant genome-wide localization data indicates that Oct4, PcG, and TrxG 

proteins colocalize on chromatin, Oct4 interaction with either protein family has yet to be 

established. Characterization of the Oct4 regulome (the regulatory components--including 

genes, mRNAs, ncRNA, proteins, and metabolites--with which Oct4 interacts in specific 

cellular states) in steady-state gene expression and during cell fate transitions would point to 

the mechanism of their locus specific recruitment and the epigenetic mechanisms by which 

Oct4 differentially regulates transcription. Oct4 and Nanog are known to interact and 

associate with multiple transcriptional co-repressor complexes (Liang et al., 2008b; Wang et 

al., 2006). These findings confirm the role of Oct4 in maintaining active gene repression at 

developmentally regulated loci. They are not sufficient, however, to explain the differential 

modulation of Oct4 bound loci. 

    The interaction between Oct4 and Pml may clarify the dichotomous function of Oct4 in 

transcriptional regulation. It can also serve to connect Oct4 function to the DNA damage 

response. Pml nuclear bodies function in a wide variety of cellular processes including 

transcriptional regulation, DNA repair, apoptosis, and cell-cycle regulation (Ruggero et al., 

2000; Salomoni and Pandolfi, 2002). Pml nuclear bodies are sumoylation and SIM 

dependent (Muller et al., 1998; Nacerddine et al., 2005; Shen et al., 2006). The spatio-

temporal organization of these nuclear structures serve as depots to compartmentalize 

nuclear proteins implicated in chromatin remodeling at the G2/M DNA Damage checkpoint 

(Luciani et al., 2006). Akt and its inactivating phosphatase Pp2a are also contained within 

Pml Nbs. Pml-/- cells, however, display diffuse nuclear accumulation of activated Akt and 

increased tumorigenesis (Trottman et al., 2006). The initiating events that lead to the DNA 
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damage response and chromatin remodeling within Pml Nbs and the potential involvement 

of Oct4 are currently under study.  
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1.4 Hypothesis and Specific Aims 

Oct4 participates in both activation and repression of its target genes to maintain 

pluripotency. We hypothesize that Oct4 transcriptional function is dependent upon post-

translational modification by Akt-mediated phosphorylation and sumoylation. Furthermore, 

we propose that sequential placement of PTMs upon Oct4 is required for temporal activation 

of distinct classes of transcriptional targets with which it subsequently interacts to maintain 

the dynamic pluripotent state. First, Oct4 sumoylation maintains active repression at several 

bivalent domains and promotes cell cycle progression. Second, dynamic Akt-mediated Oct4 

phosphorylation promotes interaction with Hmgb2 to pass on epigenetic memory to cellular 

progeny. The inability to sequentially modify Oct4, however, results in decreased Akt 

signaling and initiation of the DNA damage response, which may lead to cell fate transitions. 

 

Objective 1 

Based on the assumption that coregulation often implies participation in similar biological 

processes, an extensive and varied population of stem cells and their differentiated 

derivatives were transcriptionally profiled. Analysis of the data was performed to find genes 

whose transcript level expression was correlated to Oct4 was performed to gain insight into 

factors required for Oct4 function. 

 

Objective 2 

Oct4 participates in both the transcriptional activation and repression of its target genes to 

maintain the pluripotent state. Recent high-throughput proteomics approaches have 

identified non-equivalent roles for the N- and C-terminal transcriptional regulatory domains 
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(TRD) of Oct4. The N-terminal domain interacts with transcriptional co-repressors, whereas 

the C-terminal TRD interacts with co-activators, chromatin remodellers, and genes 

implicated in the response to DNA damage. Identification of consensus sites for Akt and 

SUMO suggest that Oct4 function may be modulated by post-translational modifications. 

These may subsequently impact protein interactions and binding to specific cassettes of 

transcriptional targets. Functional genomics and biochemical analyses to support the 

hypothesis that Oct4 post-translational modifications modulate protein-DNA and protein-

protein interactions were therefore performed. 
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Purpose 

    Although several previous studies comparing transcriptional profiles of various stem cell 

populations have sought to harmonize our understanding of stem cell function, these studies 

revealed very few genes which were commonly expressed, and called into question the 

notion that a molecular signature common to all stem cell types existed.   

    In this study, which was conducted as part of the Stem Cell Genomics Project, we 

transcriptionally profiled an extensive and varied array of stem cells and their differentiated 

derivatives. Analysis of the resulting data was then performed to find genes whose transcript 

level expression was correlated to Oct4 in an attempt to define the transcriptional modules in 

which Oct4 participated and potentially regulated.  As a result of the analysis a model was 

proposed whereby Oct4 functions to regulate genes implicated in chromatin structure, 

nuclear architecture, DNA repair, apoptosis, and cell cycle control to modulate cell fate 

decisions.  This analysis has served as a roadmap for subsequent studies which have 

attempted to delineate the impact of Oct4 post-translational modifications vis-à-vis protein 

complex formation, cellular localization, chromatin state, and gene expression in self-

renewal and lineage commitment. 
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Abstract 

Stem cells are characterized by two defining features; the ability to self-renew and to 

differentiate into highly specialized cell types.  The POU homeodomain transcription factor 

Oct4 (Pou5f1) is an essential mediator of the embryonic stem cell state and has been 

implicated in lineage specific differentiation, adult stem cell identity, and cancer.  Recent 

description of the regulatory networks which maintain ‘ES’ have highlighted a dual role for 

Oct4 in the transcriptional activation of genes required to maintain self-renewal and 

pluripotency while concomitantly repressing genes which facilitate lineage specific 

differentiation.  However, the molecular mechanism by which Oct4 mediates differential 

activation or repression at these loci to either maintain stem cell identity or facilitate the 

emergence of alternate transcriptional programs required for the realization of lineage 

remains to be elucidated. 

 

To further investigate Oct4 function we employed gene expression profiling together with a 

robust statistical analysis to identify genes highly correlated to Oct4. Gene Ontology analysis 

to categorize overrepresented genes has led to the identification of themes which may prove 

essential to stem cell identity including chromatin structure, nuclear architecture, cell cycle 

control, DNA repair, and apoptosis.  Our experiments have identified previously 

unappreciated roles for Oct4 for firstly, regulating chromatin structure in a state consistent 

with self-renewal and pluripotency, and secondly, facilitating the expression of genes that 

keeps the cell poised to respond to cues that lead to differentiation. Together, these data 

define the mechanism by which Oct4 orchestrates cellular regulatory pathways to enforce the 

stem cell state and provides important insight into stem cell function and cancer. 
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Introduction 

    Embryonic Stem Cells (ESCs) are derived from the inner cell mass of the pre-

implantation embryo and are characterized by their unlimited capacity for self-renewal and 

their ability to contribute to all cell lineages. The successful derivation and culture of human 

ESCs (hESCs) (Trounson and Pera, 2001) has opened the possibility of their use for 

generating cells for transplant, for tissue engineering or for drug development and testing.  

Importantly, full exploitation of the potential of hESCs will require the complete 

understanding of the function of the genetic factors that specify stem cell identity and 

regulate their commitment towards specific differentiated cell lineages. However, the 

transcriptional networks and molecular mechanisms that regulate the formation, self-

renewal, and differentiation of hESC and mouse ESC (mESC) remain at best poorly 

understood. 

    Oct4 (Pou5f1), a POU-homeodomain transcription factor, plays a central role in self-

renewal, pluripotency, and lineage commitment. Initially expressed as a maternal transcript, 

Oct4 is required for the formation of a pluripotent inner cell mass (Nichols et al., 1998).  

Moreover, strict control of Oct4 expression is necessary to maintain ESC identity. 

Alterations in Oct4 expression promote differentiation and leads to the specification of 

ectodermal (Shimozaki et al., 2003), endodermal (Reim et al., 2004), or mesodermal (Niwa 

et al., 2000) primitive progenitors. Furthermore, Oct4 has been shown to promote tumor 

growth in a dose dependent manner (Gidekel et al., 2003) and epithelial dysplasia by 

interfering with progenitor cell differentiation (Hochedlinger et al., 2005), is expressed in 

various human tumors (Jin, 1999; Monk, 2001) and adult stem cells (Tai et al., 2005) thus 

extending the role of Oct4 from embryo to adult.   
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 Recent identification of Oct4 transcriptional targets in ESCs has revealed an 

unanticipated collaboration between Oct4, Sox2, and Nanog and provides a starting 

framework of the core transcriptional circuitry which maintains ‘ES’ through coordination of 

a series of feedback and feedforward loops (Boyer et al., 2005; Loh et al., 2006).  

Furthermore, several signaling pathways including LIF/JAK/STAT, BMP, WNT, PI3K, 

MAPK/ERK, TGFβ and Notch (Batlle E, 2002; Boiani and Scholer, 2005; Burdon et al., 

2002; Chickarmane et al., 2006) have been shown to modulate stem cell function.  Several 

key questions however still remain unresolved as a result of these studies.  Firstly, what are 

the regulatory mechanisms that maintain self-renewal and pluripotency?  Conversely, what 

are the molecular inputs that drive differentiation?  Finally, and most importantly, can we 

deduce the essential themes that characterize stem cell function and thereby utilize this 

knowledge to gain insight into normal developmental processes to predict the consequences 

of aberrations to these processes that ultimately lead to human disease? 

 To address these questions and further elucidate the factors that mediate stem cell 

function, we undertook an analysis to identify genes whose expression is correlated to Oct4.  

With the understanding that coexpression of genes may imply coregulation and participation 

in similar biological processes (Zhang et al., 2004), we sought to identify genes which were 

correlated to Oct4 transcript expression in a wide variety of stem/progenitor populations 

which were analyzed by Affymetrix GeneChip technology as part of the Stem Cell 

Genomics Project (Perez-Iratxeta et al., 2005).  We hypothesized that by using Oct4 as a 

marker gene for self-renewal, pluripotency, and early lineage commitment, this analysis 

would lead to the identification of 1) Genes that are central to stem cell identity; 2) Oct4 

target genes; and 3) Genes that modulate Oct4 function.   Although several previous studies 
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have sought to harmonize our understanding of ‘stemness’ (Ivanova et al., 2002; Ramalho-

Santos et al., 2002) it has been suggested that rather than the capacity for self-renewal and 

differentiation, the unique defining feature of a stem cell is that it represents a lasting steady-

state of gene expression suspended in its differentiation pathway, yet maintaining the ability 

to respond to niche induced signals to carry out the indicated program of cellular 

specialization (Mikkers and Frisen, 2005).   Insight into the juncture between cell extrinsic 

and intrinsic factors described above will provide an enhanced understanding of the 

molecular mechanisms which confer stem cells with this ability. 

     Lineage commitment can be described as a process whereby the unlimited ability for self-

renewal and potency are gradually restricted as a cell progresses from one steady state of 

gene expression to the next.  Recently attributed to stochastic events which increase the 

likelihood of a specific developmental outcome (Arias and Hayward, 2006), this view is in 

direct opposition to determinism, which precludes the processing of molecular cues 

emanating from the cellular niche.  In juxtaposition to both the stochastic and deterministic 

models of development is the view that cellular commitment is facilitated by a hierarchy of 

transcriptional regulatory networks  (Lee et al., 2002) which exert precise biological control 

by combinatorial interactions at the protein-protein, and protein-DNA level.  The function of 

these networks is highly responsive to molecular inputs, allowing the rapid processing and 

relay of information required for either maintenance of a specific cellular state, or 

progression to an altered steady state.  Importantly, our data suggests that Oct4 maintains 

stem cell identity by targeting key regulatory genes which play critical roles in determining 

cell fate. 
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Results and Discussion 

Oct4 Correlation Analysis 

    A set of 45 murine samples collected as part of the Stem Cell Genomics Project and 

deposited in StemBase (http://www.StemBase.ca/) (Perez-Iratxeta et al., 2005) were 

selected to form the basis of this analysis (Supplemental Table S1 ). A wide variety of 

samples comprising adult and embryonic stem cells and their differentiated derivatives were 

collected in biological triplicate and hybridized to the Affymetrix MOE430 GeneChip Set 

for a total of 270 GeneChips.  Following normalization, scaling, and filtering of the data the 

standard Pearson correlation coefficient (rho) between every probeset which passed the 

filter, to the Oct4 probeset was computed.  A probeset was considered correlated to Oct4 if 

|rho| ≥ 0.75.  This computation was repeated 10,000 times with  random subsets consisting of 

65% to 70% of the data.  Probesets that were correlated to the Oct4 associated probe in at 

least 40% of the trials were retained for further analysis (Supplemental Table S2).   

     The stringency of our correlation analysis is set by two parameters; |rho| ≥ 0.75 and the 

percentage of trials in which this value for rho is met or exceeded.  In setting these 

parameters our aim was to prioritize genes for analysis which may have either represented 

Oct4 targets or genes which were implicated in self-renewal, pluripotency, or early lineage 

commitment.  The values were pragmatic in nature; chosen as such to produce a reasonable 

number of genes which could be analyzed in a coherent fashion, possibly being able to 

provide a snapshot as it were of ‘stemness’. The use of more or less stringent parameters 

would result in the identification of fewer or more genes.  Of note, cursory examination of 

the cutoffs used reveals that should we have increased the percentage of trials for which |rho| 
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≥ 0.75 from 40% to 50% we would not have identified at least two previously identified 

Oct4 targets; Sox2 (49%) and Cdyl (40%) (Boyer et al., 2005; Loh et al., 2006). 

    As a result of this analysis 1299 probesets (1155 unique transcripts) were found to be 

correlated to Oct4. Seventy-five probesets (69 transcripts) were negatively correlated, while 

1224 probesets (1086 transcripts) were positively correlated. The validity of this method for 

the identification of genes related to stem cell identity is assured by the presence of genes 

which have previously defined roles in ESCs such as Utf1, Fgf4, Nanog, and Sox2 which 

were correlated to Oct4 in 100%, 99%, 97% and 49% of the trials respectively. Comparison 

of the transcript expression levels of Oct4 and correlated Nanog, Sox2, Tdrd7, Mef2a, and 

uncorrelated Myog across all samples utilized in this analysis demonstrates the range of Oct4 

expression in these samples and also lends meaning at a biological level to the statistical 

analysis performed (Figure 1).   

 

GO Categorization of Oct4 Correlated Genes 

    To gain insight into the functions of Oct4 correlated genes, GOstat analysis (Beissbarth 

and Speed, 2004) was performed.  As a result of this analysis a number of gene ontology 

(GO) categories were found to be correlated to Oct4 expression. Many over-represented 

terms were related to transcription and DNA replication (nucleic acid binding, DNA 

helicase, nucleolus), RNA processing (rRNA processing, splicesome complex, and RNA 

splicing), and cellular localization (nucleolus and Cajal body).  Many under-represented 

terms were related to inter-cellular communication (cell communication, receptor activity, 

signal transduction). A complete output from GOstat is provided  (Supplemental Table S3) 

with a graphical display summarizing the most significant results (Figure 2). 
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Figure 1. Oct4 Correlation Analysis. ESC, EC, myogenic, neuronal, retinal, and hematopoietic 

stem cells and their differentiated derivatives underwent Affymetrix gene expression profiling as part 

of the Stem Cell Genomics Project. A set of 45 samples were profiled in biological triplicate and 

hybridized to the MOE430 GeneChip set. Mean intensity values for each biological triplicate are 

plotted in log scale on the Y-axis, with an approximate cutoff of 1000 demarcating detection status of 

each gene represented.  Transcript expression levels of genes positively (Nanog, Sox2), negatively 

(Tdrd7 and Mef2a), and not (Myog) correlated to Oct4 are displayed.  Detection calls of ‘Present’ for 

Oct4 are depicted by solid black squares.  ‘Absent’ calls are represented by open black squares.  
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Because this method of analysis is highly dependent upon the GO categories associated with 

a specific gene, the use of alternate GO databases can result in divergent findings.  

Moreover, such analyses are limited by the availability of databases which possess accurate 

annotations that keep pace with current research. 

    To overcome these limitations, further refinement of GO classifications for the Oct4 

correlated genes was performed by manual curation of a wide variety of databases such as 

NetAffx, GeneCards, Ensembl, Stanford Source, Bioinformatics Harvester, and PubMed 

(Supplemental Table S2). This analysis revealed that the categories transcriptional 

regulation, intracellular signaling, mRNA splicing, cell cycle, DNA repair, and chromatin 

were highly represented within the positively Oct4 correlated genes.  Categories highly 

represented within the negatively correlated genes included transcriptional regulation, 

protein modification, transport, intracellular signaling, and apoptosis.  A summary of these 

findings is provided in Figure 2 with representative genes in highly enriched categories 

provided in Table 1.  Of note, these findings are highly consistent with a previously 

published GO analysis performed following Oct4 knockdown in hESC (Babaie et al., 2007). 

 

Target Gene Validation 

    To validate our premise that this analysis would lead to the identification of Oct4 direct 

transcriptional targets, we performed a screen scanning the genomic region from 2 kb 

upstream of the transcriptional start site to 2 kb downstream from the 3-prime end of the 

transcribed region of the correlated genes for the presence of neighboring Oct4 and 

dimerization partner Sox2 binding sites (Supplemental Material and Methods).  As a result of 

this analysis 392 genes were found to possess at least one putative composite binding site 
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Figure 2.  GOstat functional classification of Oct4 correlated genes. GOstat analysis reveals 

highly enriched Gene Ontology (GO) categories for Oct4 positively (A) and negatively (B) correlated 

genes. Number of genes in each category depicted along with P-value assigned in GoState. Only 

non-redundant GO categories with the most abundant number of genes contained are depicted. 
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Table 1. Categories of Genes Identified as Oct4 Correlated. 

Chromatin 
Structure 

Nuclear 
Architecture 

DNA Repair Apoptosis Cell Cycle 
Control 

Arid1a Pml Blm Aatf Anapc10 
Arid5b Pum1 Brca1 Api5 Bub1 
Ash1l Coil Chk1 Aven Ccna2 
Ash2l Ncl Ddb1 Bag4 Ccnb1 
Cdyl Mep50 Fancd2 Ciapin1 Ccnb2 
Rest Nup54 Lig1 Commd10 Ccne1 

Jarid1b Nup160 Lig3 Gtse1 Ccnf 
Jarid2 Gemin4 Mre11a Opa1 Chfr 
Nasp Gemin5 Msh2 Siva Cdk5rap3 
Phc1 Sfrs2 Parp1 Spinl Cul2 

Rnf134 Snrpn Rad17 Bin1 D14Abb1e 
Setdb1 Snrpa Rad51 Blp1 Gstp1 
Suz12 Snrpa1 Trp53 Serpinb9 Igf2bp1 
Bmi1 Snurf Xrcc5 Sh3glb1 Jarid1b 
Phc3 Sf3b14 Tdrd7 Casp6 Nipp1 

 
Highly represented Gene Ontology categories as identified by manual curation of databases such as 

NetAFFX, GeneCards, Ensembl, Stanford Source, and Bioinformatics Harvester and PubMed.  

Representative genes in each category are provided.  Positively correlated genes are displayed in 

normal font.  Negatively correlated genes are displayed in bold italics. 
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(Supplemental Table S4) with several genes such as Oct1/Pou2f1, Smyd3, and Ranbp17 

containing multiple (17, 16, and 14 respectively) putative sites, which may reflect a 

requirement for strict regulatory control of these genes throughout development.  Although 

one might predict that genes containing multiple binding sites would show a higher degree 

of correlation to Oct4, a very cursory analysis of the data reveals that this is in fact not the 

case.  Genes containing 1 Oct4/Sox2 binding site (and % correlation) are: Lig3 (+62), Kctd3 

(+91), Bin1 (-41), Bmi1 (-55), Nasp (99 and 79-two probesets).  Genes containing from 5 to 

10 sites include: Insig2 (-61), Ipo11 (+92), Myst4 (+94), Nr6a1 (52 and 53) and Strbp (52).  

Genes with greater than 10 sites are: Pou2f1 (+50), Ranbp17 (+99), and Smyd3 (+45). 

    Validation of 28 of these loci by chromatin immunoprecipitation (ChIP) followed by 

quantitative real-time PCR (QRT-PCR) confirmed the identification of 26 Oct4 direct 

transcriptional targets (Figure 3; Supplemental Table S6).  Notably, since the completion of 

our studies, these findings have been confirmed by several groups (Babaie et al., 2007; 

Boyer et al., 2005; Ivanova et al., 2002; Loh et al., 2006; Matoba et al., 2006). 

    Further examination of these directly regulated target genes in the context of the 

correlated gene-list reveals important insights into how Oct4 regulates pivotal pathways 

involved in controlling pluripotency, self-renewal and early lineage commitment. 

 

Oct4 Correlated Genes are Implicated in Chromatin Regulation 

    Recent experiments indicate that chromatin organization is dynamic and is subject to 

regulatory mechanisms that enforce the transcriptional potential of the genome during 

cellular commitment and differentiation. Chromatin is remodeled into transcriptionally 

permissive or repressive conformations by complexes that covalently modify histones, act in 
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Figure 3. Validation of Oct4 targets.  Chromatin immunoprecipitation (ChIP) assays were perfored 

with Oct4 and IgG antibody and no  antibody as a negative control followed by Quantitative Real-time 

PCR analysis (ChIP/QRT-PCR) for putative positively regulated Oct4 target (A), negatively regulated 

Oct4 target, and non-validated (C) genes. *8L16Rik represents 1110008L16Rik. Results are from two 

independent ChIP assays, with duplicate QRT-PCR assessment for each.  Error bars denote 

standard error of the mean (SEM). 
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an ATP-dependent manner to reposition nucleosomes along DNA, or facilitate histone 

exchange. Several complexes have been identified including SWI/SNF, ISWI, INO80, and 

M1-2/CHD, and Trithorax group (TrxG), and Polycomb group (PcG) proteins which mediate 

chromatin remodeling by facilitating epigenetic modification of histone tails to activate or 

repress gene expression, respectively (Cairns, 2005).   

    Thirty-five genes implicated in chromatin remodeling were correlated to Oct4.  Putative 

positive target genes include SWI/SNF members Smarcc1, AT rich interactive domain (Swi1 

like) containing proteins (ARID domains) Arid1a, Arid5b, Jarid1b and Jarid2, which was 

confirmed as a direct Oct4 target. Notably, these ARID domain containing proteins, a subset 

of the Jumonji C family, have recently been associated with histone demethylase activity 

(Klose et al., 2006).    Several other genes containing MYST, SET, and CHROMO, and 

BROMO domains, which facilitate or recognize specific histone modifications, were also 

identified.   

    Rest has been implicated in the repression of neuronal specific genes via its ability to 

recruit cofactors such as histone deacetylases (HDACs), Corest, Sin3, and Mecp2 (Huang et 

al., 1999).  The identification of Rest as a direct Oct4 target, in light of its role in 

maintaining chromatin plasticity throughout neurogenesis, (Ballas et al., 2005) provides a 

mechanistic understanding of Oct4’s role in promoting neural differentiation (Shimozaki et 

al., 2003).  Ironically, Rest has recently been described as both a tumor suppressor 

(Westbrook et al., 2005) and an oncogene (Lawinger et al., 2000).   The identification of 

Corest and Mecp2 as respectively positively and negatively correlated to Oct4 may provide 

insight into the dynamic nature of Rest co-repressor complexes throughout development that 

could explain these seeming incongruities.  Furthermore, this hypothesis is supported by the 
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recent description of the changing Rest-regulon in the progression from embryonic stem 

cells to neural stem cells (NSC) to differentiated neurons (Sun et al., 2005) 

    Importantly, several members of the TrxG and PcG of transcription factors such as Ash1l, 

Suz12, Ash2l, Phc1, and Rnf134, Bmi1, and Phc3 were correlated to Oct4, with the five 

latter genes validated as Oct4 targets. Diverse functions for PcG and TrxG genes in cancer, 

cell cycle control, and stem cell function have recently been described (Lee et al., 2006b; 

Lessard and Sauvageau, 2003; Valk-Lingbeek et al., 2004). The direct transcriptional 

regulation of several members of these complexes places Oct4 central to the coordination of 

these activities. The localization of Suz12, a member of Polycomb Repressor Complex 2 

(PRC2) at many Oct4 repressed loci in ESC (Lee et al., 2006b; Squazzo et al., 2006) 

provides indication that Oct4-Polycomb interaction may play a significant role in the active 

repression of lineage.   Furthermore, knock-down or overexpression of Oct4 has been shown 

to result in perturbed expression of several members of PcG and TrxG that we have 

identified as Oct4 targets and has led to loss of the pluripotent state (Ivanova et al., 2006; 

Matoba et al., 2006).  A comparison of the results of this study to the previous studies can be 

found in Table 2. Taken together, these data provide strong support for Oct4’s role in 

maintaining chromatin structure in mESC via regulation of and interaction with a unique 

constellation of PcG and TrxG complexes. 

    The negative correlation between Bmi1 and Oct4 was surprising in light of its role in 

maintaining hematopoietic and neuronal stem cells (HSCs, NSCs).  Although necessary for 

self-renewal of HSCs and NSCs, expression of Bmi1, which leads to chromatin condensation 

and stable gene silencing (Francis et al., 2004) may be inconsistent with self-renewal in 

pluripotent cells.  Pluripotency involves the ability to repress genes whose expression would  
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Table 2. Cross-Study Comparison of Oct4 Target Genes. 

 Gene Symbol 
 
 

Campbell et al. 
 
 

Loh et al.  
 
 

Boyer et al.  
 
 

Ivanova et al.  
 
 

Matoba et al.  
 
 

  ChIP-PCR in mESC ChIP-PET in  
mESC 

ChIP-ChIP in 
hESC 

Perturbed 
expression 

following Oct4 
shRNA 

Perturbed 
Expression 
following 

manipulation of 
Oct4 expression (up 

or down) 

Phc1   -   
Fgf4  - -   
Utf1  - -   

Nanog O/S    -  
Jarid2  -  -  
Hsf2bp  - -   
Parp1  - - -  

D14Abb1e  - - -  
Aqr  - - - - 
Ccnf  - - -  
Sall4  - - -  

Igf2bp1  - - -  
Tdh  - -   
Rest      

Trp53  - - -  
Nanog  - - -  
Shmt1  - - -  
Ash2l  - - -  

Rnf134  - - - - 
Phb  - - -  

Brca1  - - -  
Tcf4  -  -  
Rara  - -   
Phc3  - - -  

Hoxb1    -  
Bmi1  - - -  

Sh3glb1  - -  - 
Tdrd7  - - - - 
Mef2a  - - - - 
Casp6  - -   
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Comparison of validated Oct4 targets to previous studies employing ChIP-Pet, ChIP-ChIP and 

expression analysis following Oct4 knockdown or overexpression.  Discordant findings in the ChIP 

based approaches may be explained by the use of promoter based chips or stringency of analysis.  

Although shRNA knockdown of Oct4 reveals few genes that are predicted to be bona fide Oct4 

targets that are identified in common, comparison to the dataset in Matoba et el. (Matoba et al., 

2006) reveals that expression of most of the targets identified in this study are in fact perturbed upon 

up or downregulation of Oct4.  Discordant findings between this study and Matoba et al. may be 

impacted by the temporal nature of Oct4 regulation of these target genes as has been described 

previously for the Rest regulon (Sun et al., 2005). 
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result in a loss of potential while retaining the ability to reawaken these transcriptional 

programs upon differentiation. Therefore, while transcriptional repression is necessary in 

both pluripotent cells and their differentiated progeny, the means to accomplish it may, of 

necessity, be entirely different. 

    PcGs exist as developmentally regulated multi-subunit complexes (Kuzmichev et al., 

2004).  Therefore it is predicted that alterations in the balance of PcG members would have 

profound implications for maintenance of the stem cell state.  If, as anticipated above, 

inappropriate upregulation of Bmi1 (and/or Phc3) leads to the repression of genes that are 

required for pluripotency, this may ultimately be manifested in a cell’s inability to 

differentiate and may provide a partial explanation for the oncogenic roles of these proteins.  

Conversely, it is postulated that downregulation of other PcG members such as Phc1 would 

result in the de-repression of genes required for differentiation which would compromise 

self-renewal (Kim et al., 2004a).     

 

Cell Cycle Control in Stem Cells Requires Inactivation of pRb for Self-Renewal, 
Activation for Differentiation 
 
    Carefully regulated execution of cell cycle progression is accomplished in stem cells by a 

unique constellation of genes which impact self-renewal and lineage commitment.                                                                                                                                                                                      

Activation of intracellular signaling pathways such as PI3K, Ras/Raf, and Jak/Stat by 

molecular cues emanating from the stem cell niche mediate phosphorylation events which 

control the activity of cyclin/CDK complexes and culminate in the modulation of genes 

(such as pRb and Trp53) that are implicated in cell cycle checkpoint, cell cycle exit, and 

differentiation (Benevolenskaya et al., 2005).  
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    Assessment of GO terms revealed that 38 cell-cycle related genes were positively 

correlated to Oct4 including Cdc25a, Gspt1, Ppp1r8, Ccnb2, Ccne1, Ccna2, Ccnb1, and 

Ccnf.  Validated Oct4 target Ccnf is implicated in cell cycle control at the G1/S and G2/M 

checkpoints and has recently been associated with the maintenance of pRb in a 

hyperphosphorylated, inactive state (Sissons et al., 2004).  The role of Ccnf in this process 

may in part be due to the E3 ubiquitin ligase domain of Ccnf to mediate the degradation of 

phosphatases such as Pp1 involved in the sequential activation of pRb through G1/S and 

G2/M (Tamrakar et al., 2000).  Conversely, the significantly Oct4 correlated (92%) Pp1 

negative regulatory subunit Nipp1 (Ppp1r8) may facilitate the functional inactivation of pRb.  

This hypothesis is consistent with the requirement of Nipp1 in early embryonic development 

(Van Eynde et al., 2004) and points toward a potential role for Nipp1 in tumorigenesis 

(Broceno et al., 2002).  In addition to its role in cell cycle control is also involved in mRNA 

splicing, and transcriptional repression through interactions with the PcG complexes making 

it an important putative Oct4 target, capable of integrating the diverse functions of cell cycle 

control, alternate splicing, chromatin structure, and transcriptional regulation (Van Eynde et 

al., 2004).   

    Based upon this analysis it is predicted that alterations in the expression of Oct4 correlated 

genes such as Ccnf or Nipp1 that impact the functional status of pRb (or pRb family member 

p107) would have profound consequences.  Inactivation of pRb is required for self-renewal; 

activation of pRb is obligatory for cell cycle exit and differentiation.  An imbalance in either 

of these processes, possibly emanating from dysregulated signaling from the stem cell niche 

or mutations in the key regulators would lead to unrestrained cellular proliferation. 
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Genes Involved in Apoptosis and DNA Repair are Correlated to Oct4 and are Implicated 
in Stem Cell Differentiation 
 
    Prevailing thought holds that the initial stages of apoptosis involve the caspase mediated 

induction of DNA strand breaks and either the recruitment of DNA repair genes that act in 

concert to halt cell cycle progression and restore genomic stability or, if the damage is not 

able to be repaired, in further cleavage of DNA, nuclear blebbing, and other processes which 

have been elegantly and thoroughly described elsewhere that culminate in programmed cell 

death. Both apoptosis and DNA repair are regulated by several multi-component complexes 

with the roles of Trp53, Brca1, and pRb being central to their coordination (Bartek and 

Lukas, 2001). 

    Analysis of the Oct4 gene list revealed an important emerging theme; mechanisms to 

actively repress apoptotic pathways are involved in maintaining the stem cell state. Twenty-

five apoptotic genes were positively correlated to Oct4, the majority of which, including 

Aatf, Api5, Aven, Bag4, Commd10, Nipa, and Opa1, function to inhibit apoptosis. In 

addition, Bin1, Blp1, Serpinb9, Sh3glb1, and Casp6, all apoptosis inducing genes, were 

found to be negatively correlated to Oct4, with Sh3glb1 and Casp6 confirmed as targets. 

    Thirty genes implicated in DNA damage and repair, were positively correlated to Oct4. 

Members of the Brca1 associated surveillance complex (BASC) including Brca1, Msh2, 

Mre11a, Rad51, Blm, Chek1, as well as Parp1, Trp53, Fancd2, Tdrd7, and Xrcc5, were 

included. The validation of Trp53, Tdrd7, Brca1, and Parp1 as direct Oct4 targets 

strengthens the importance of this group of genes in stem cell function. 

    The high frequency at which apoptotic genes were negatively correlated to Oct4 and anti-

apoptotic genes were positively correlated to Oct4 implies that ‘anti-apoptosis’ is an 

important theme for maintaining the stem cell state. Conversely, this may also suggest that 
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genes which modulate the initial response to aberrant chromatin structure, apoptosis, and 

DNA repair, may play important roles in lineage commitment. This notion is consistent with 

the role of tudor domain containing proteins (such as Tdrd7) in DNA damage response 

(Stucki and Jackson, 2004), Casp3 in skeletal muscle differentiation (Fernando et al., 2002), 

and the roles of Parp1 (Hemberger et al., 2003), Trp53 (Lin et al., 2005b), and Brca1(Furuta 

et al., 2005) to modulate differentiation. Interestingly, a relationship between DNA damage 

repair, chromatin remodeling (Morrison et al., 2004), and histone deacetylation (Fernandez-

Capetillo and Nussenzweig, 2004), all previously implicated in cellular differentiation, has 

recently been described.   Moreover, knowledge of the normal developmental functions of 

these genes in cellular differentiation provides mechanistic insight into how these genes, 

when mutated, lead to cancer. 

 

Nuclear Architecture in Stem Cells Reinforces Their Defining Characteristics 

    The nucleus is the site of many processes that profoundly impact cellular phenotype 

including transcription, mRNA splicing, and DNA replication and repair. Research has 

revealed that in fact control of these activities is coordinated in a dynamic, spatio-temporal 

manner. The presence of specific nuclear structures (nuclear bodies; NBs), whose function is 

to concentrate key regulatory molecules, mainly to loci of actively transcribed genes, 

facilitates this coordination (Zimber et al., 2004).  

    As a result of this analysis several key molecules whose presence is indicative of NBs 

were observed. Pml and Coil (Cajal Bodies and PML Bodies), Gemin4 and Gemin5 (Gems), 

Nup35, 43, 54, 98, 133, 160, 188 (Nuclear Pore Complex), Ncl and Nolc1 (Nucleolus) and 

46 genes implicated in RNA metabolism (Splicing Speckles, Spliceosome, Exosome, and 
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Cajal Bodies) were positively correlated to Oct4. Several genes implicated in nuclear 

transport such as Ipo11, Kpna1, Tnpo2 and 3, Xpot, Gle1l, Xpo5 and 6 and direct Oct4 

targets Igf2bp1 and Phb were also positively correlated.  

    The incidence of nuclear bodies is incremental with cellular proliferative capacity and 

their localization is predominately to transcriptionally active regions of chromatin, although 

the mechanisms that direct their localization are largely unknown. Based upon the high 

degree of correlation of Oct4 to constituents of NBs, it is conceivable that Oct4 target 

binding may function to modulate the accessibility of local chromatin to these structures and 

thereby enforce the transcriptional potential of specific genetic loci in early development.  

The identification of Hoxb1 as a negatively regulated Oct4 target is consistent with this 

hypothesis in light of the recent finding that in ESCs Hoxb1, although not expressed, is 

poised at the surface of its chromosome territory. In the initial stages of differentiation 

Hoxb1 is transcriptionally activated which results in chromatin decondensation and 

reorientation of this locus to the nuclear centre (Chambeyron and Bickmore, 2004).  

Together, these findings lead us to predict that Oct4 binding functions not only in the 

transcriptional repression of genes that would otherwise facilitate lineage commitment, but 

also presents a means whereby these loci are organized spatially within the nucleus so as to 

be poised for activation given the appropriate cue.   

    In addition to the normal physiological roles for NBs described above, they also play key 

roles in the response to DNA damage, DNA repair, apoptosis, and senescence.  Loss of 

regulation in the recruitment and coordination of key genes contained in these structures 

(Trp53, Pml, Brca1, Blm, etc.) would be predicted to have profound implications in the 

ability of a cell to respond to signals that would lead to differentiation.  Such dysregulation is 
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associated with the accumulation of NBs at sites of DNA damage (DNA damage induced 

foci) and is implicated in several types of cancer such as acute promyelocytic leukemia 

(Pml-Rara translocation) and Bloom’s Syndrome (Zimber et al., 2004). 

 

Conclusions  

    Through the use of gene expression data compiled from a vast collection of adult and 

embryonic stem cells and their differentiated derivatives we have performed a robust 

statistical analytic method to identify genes that are correlated to Oct4.  Although several 

previous studies have mapped transcriptional targets of Oct4, we believe that this study 

provides further insight into the transcriptional regulatory networks, factors, and cofactors 

that modulate stem cell function.  Importantly, our experiments have revealed hitherto 

unappreciated roles for Oct4 for firstly, regulating chromatin structure in a state consistent 

with self-renewal and pluripotency, and secondly, facilitating the expression of genes that 

keeps the cell poised to respond to cues that lead to differentiation. Furthermore, our 

analyses has led to the elucidation of themes that are essential for maintaining ‘ES’ including 

permissive chromatin structure, nuclear architecture, cell cycle control, apoptosis, and DNA 

repair.  Finally, we have identified 26 direct Oct4 transcriptional targets which may represent 

candidate regulatory nodes by which cell fate decisions could be directed to facilitate the use 

of hESCs in therapeutic and regenerative medicine (Figure 4A and Table S2). 
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The Oct4 Transcriptional Regulatory Network 

    The expression of Oct4 in various forms of human cancer (Jin, 1999; Monk, 2001) and a 

recently described role for Oct4 in adult stem cells (Tai et al., 2005) and the expansion of 

epithelial progenitor cells (Hochedlinger et al., 2005) supports the theory that cancer is a 

disease of stem cells. This theory postulates that cancers arise in stem cells or early 

committed progenitors (Sell and Pierce, 1994) due to their inability to differentiate in a 

regulated fashion. Oct4 directly regulates the transcription of genes such as Trp53, Brca1, 

Parp1, and Bmi1 which play a central role in a cell’s proclivity to undergo transformation, 

apoptosis, senescence, and now differentiation.  

    The process of development and the commitment to differentiate is guided by the ordered 

expression and repression of genes required to enforce specific transcriptional programs. 

Knowledge of the emerging Oct4 transcriptional regulatory network provides a means 

whereby we can begin to understand the molecular mechanisms that guide these processes 

and gain insight into aberrations that lead to disease.  While the stem cell state is guarded by 

highly dynamic, complex, and interrelated mechanisms which impact the repertoire, 

location, and functional state of expressed genes, lineage commitment can be described as a 

process whereby the unlimited ability for self-renewal and potency are gradually restricted as 

a cell progresses from one steady state of gene expression to the next.  These diametrically 

opposed states are mediated by a contrasted balance of forces that impact chromatin 

structure, nuclear architecture, cell cycle, DNA repair, and apoptosis (Figure 4B and C).  

Further examination of the interactions among the genes identified as a result of this study 

will provide a more thorough understanding of the pressures that guide cell fate.  Critically, 

only by understanding the normal developmental function of a gene can we begin to 
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understand the role that it may play in disease.  Importantly, our experiments have defined 

how Oct4, as the master regulator of embryonic stem cell function, plays a central role in 

regulating key genes in pivotal pathways involved in controlling pluripotency, self-renewal 

and differentiation.    
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Figure 4. The Oct4 transcriptional regulatory network. Validated Oct4 targets (A) are indicated by 

solid red or green lines.  Red and green indicate negative and positive regulation, respectively for all 

cases.  Dashed lines emanating from Oct4 indicate putatively regulated genes.  Solid black lines 

represent potential regulatory nodes that could facilitate the directed differentiation of ESCs.  The 

pressures that preserve stem cell function and modulate early lineage commitment are diametrically 

opposed.  While Oct4 acts to maintain self-renewal and pluripotency in the undifferentiated ‘ES’ state 

by its modulation of genes that act to maintain permissive chromatin structure, DNA repair, anti-

apoptosis, and inactive pRb (B), in differentiation the balance of these forces is altered to favour 

repressive chromatin structure, DNA checkpoint control, apoptosis, and active pRB which facilitate 

cellular commitment (C). 
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Materials and methods 

Stem Cell Culture and Isolation 

The samples included in this study were obtained from various members of the Stem Cell 

Network in support of The Stem Cell Genomics Project.  Full descriptions of the origin and 

experimental conditions used to derive each sample can be obtained from StemBase; 

(http://www.scgp.ca:8080/StemBase).   

 

Target Labeling and Hybridization 

Total RNA (10 ug or 10-50 ng) was labeled as per manufacturer’s suggested methods 

(Affymetrix, Santa Clara, California, USA).  Briefly, following first strand and second strand 

cDNA synthesis, samples underwent a single round (10 ug starting material) or two rounds 

(10-50 ng starting material) of linear amplification using a T7 based in vitro transcription 

(IVT) kit (MegascriptT7, Ambion).  During the final round of IVT, biotinylated nucleotides 

were incorporated into the nascent strand (Enzo Biotech, Farmington, Connecticut, USA) to 

produce the labeled target cRNA.  Ten micrograms of cRNA were fragmented to reduce 

complexity and hybridized overnight to the MOE 430 GeneChip Set, according to standard 

protocol.  The GeneChips were then washed and stained with Streptavidin R-Phycoerythrin 

(SAPE).  Signal amplification was accomplished by subsequent staining with biotinylated 

anti-streptavidin, followed by an additional incubation with SAPE.  Scanning and absolute 

analysis was performed in MAS 5.0 to generate the experiment (.exp), raw image (.dat), 

intensity (.cel) and absolute analysis (.chp) files.  All samples were scaled to a target 

intensity of 1500 during analysis.   
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 Correlation Analysis 

Normalized expression values for each probeset were obtained from MAS 5.0 

(http://www.affymetrix.com/products/software/specific/mas.affx) and the mean expression 

value for each set of biological triplicates was calculated. The data were scaled by 

normalizing to the trimmed mean for all probesets in the chips (98%). Probesets that had a 

consensus detection call of present (P) in more than 7% and less than 93% of the samples 

were included in the analysis.  The standard Pearson correlation coefficient (rho) between 

every probeset which passed the filter, to the Oct4 probeset (1417945_at) was computed. A 

probeset is considered correlated to Oct4 if the absolute value of rho is greater than or equal 

to 0.75. This computation was repeated 10,000 times with  random subsets consisting of 

65% to 70% of the data.  Probesets that were correlated in at least 40% of the trials were 

retained for further analysis. 

 

GOStat Analysis 

GOstat (http://gostat.wehi.edu.au/) was used to examine selected sets of probesets for over- 

and under-representation of GO terms, using MGI 

(http://www.informatics.jax.org/mgihome/) as GO to gene association database, and using 

false discovery rate correction. This method is sensitive to the GO annotations attached to 

the genes related to the probes, thus the result might change if another database (e.g. GOA) 

is used. 

 

Binding Site Analysis 
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The genomic region from 2 kb upstream of the transcriptional start site to 2 kb downstream 

from the 3-prime end of the transcribed region of the correlated genes was scanned for the 

presence of neighboring Oct4 (ATGCAAAT) and Sox2 (AACAAAG) binding sites.  Global 

analysis of the Oct4 correlated gene-list was performed in a conservative fashion based upon 

POU/HMG/DNA ternary complex assembly as determined by crystal structure assessment 

of Fgf4 and Utf1 (Remenyi et al., 2003). First, the two components of the Oct4 binding site, 

namely the POU specific domain (POUS) and the POU homeodomain (POUH) were forced 

to be consecutive in the sequence while independently in any direction, and in any of the two 

strands. A perfect match was required for POUS (ATGC), and one mismatch was allowed at 

any of the four positions of POUH (AAAT). Second, we defined the Sox2 binding site as 

either AACAAAG, which corresponds to the predominant pattern, or the observed variations 

AACAAAT, or AACAATG, in any direction or strand.  The maximum distance between 

Oct4 and Sox2 binding was constrained to 3 nucleotides.    

Manual assessment of binding sites for a subset of the Oct4 correlated genes as well as 

developmentally important regulators Hoxb1 and Tcf4 was performed in a less restrictive 

fashion. POUS was held invariant while the POUH (AAAT) was allowed to vary by one 

mismatch in any of the four nucleotide positions.  Target sequence identification for the two 

POU domains relative to each other and to the Sox2 site were not restricted in order, 

orientation, or strand. Finally, as has been observed for Oct4/Sox2 cooperative binding on 

Opn (Botquin et al., 1998), the distances between the Oct4 and Sox2 binding sites was 

relaxed and allowed to span up to 100 nucleotides. 

 

Chromatin Immunoprecipitation  
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Chromatin Immunoprecipitation (ChIP) assays were performed using the Chromatin 

Immunoprecipitation Assay Kit (Upstate Biotechnology, Lake Placid, NJ, USA).  Briefly, 5 

x 106 J1 ESCs were cross-linked with 1% formaldehyde for 15 minutes at room temperature.  

Cells were washed three times in ice-cold PBS with protease inhibitors and lysed in buffer 

provided to which protease inhibitors were also added.  The lysates were sonicated to an 

average size of 1500 bp and 250 ug of input chromatin was used for each assay.  

Immunoprecipitation was performed overnight at 4°C with Oct4 antibody (Santa Cruz 

Biotechnology, Inc., Santa Cruz, California) and IgG as a negative control.   

 

Quantitative Real-time PCR 

Quantitative PCR was performed using primers that flanked the regions containing putative 

Oct4 and Sox2 binding sites with the MX4000 (Stratagene, La Jolla, California, USA) using 

iQ SYBR Green Supermix (BioRad, Hercules, California.).  The following cycling 

parameters were employed:  96° 10 minutes, followed by 40 cycles of 96°C for 30 seconds, 

57°C for 1 minute, and 72°C for 45 seconds.  Primer sequences for each amplicon are 

described in Supplemental Table S2. Each result represents two independent ChIP assays 

with duplicate QRT-PCR analyses performed on each target gene for each assay.  100% 

amplification efficiency is assumed based on ΔΔCt values of ~3.3 between each point of a 

10-fold serial dilution curve performed for a subset of the amplicons.  A 2-fold enrichment 

therefore represents the minimum threshold for confirmation as an Oct4 target.  Error bars 

denotes the Standard Error of the Mean.  Subsequent to QRT-PCR analysis, each amplicon 

underwent DNA sequence analysis on and ABI 3730 to confirm identity.  
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 Supplemental Material 
 
Table S1 provides samples used for Oct4 correlation analysis.   

 

Table S2 designates primer Sequences for Oct4 target validation by ChIP/QRT-PCR.   

 

Table S3 provides annotation of Oct4 targets. 

 

Table S4 provides a summary of Oct4 Correlated Genes with Probeset ID, gene symbol, 

gene name, direction and percentage of correlation, chromosomal location, summary GO 

category used for Figure 2 and GO biological process were listed when known. Table S4 can 

be found at: 

http://www.plosone.org/article/info%3Adoi%2F10.1371%2Fjournal.pone.0000553#s4  

 

Table S5 provides results of GoStat Analysis which includes GO identifier, GO category, 

included genes, and p-values. Table S5 can be found at: 

http://www.plosone.org/article/info%3Adoi%2F10.1371%2Fjournal.pone.0000553#s4  

 

Table S6 contains Oct4/Sox2 putative binding site analysis with Gene symbol, RefSeq or 

Ensembl ID, putative binding sequence, and location in transcript enumerated. Table S6 can 

be found at: 

http://www.plosone.org/article/info%3Adoi%2F10.1371%2Fjournal.pone.0000553#s4  
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Table S1.  Samples used for Oct4 Bootstrapping Analysis 

Sample ID                         Sample Name Sample ID                               Sample Name 
128 J1 ES 271 Neurospheres 
242 J1 ES 198 Neurospheres 
249 J1 14D EB 272 Neurospheres P107-/- 
206 R1 ES 255   Mammospheres 
217 R1 14D EB 256 Mammospheres, 6D Differentiation 
153 V6.5 ES 269 Myospheres 
175 V6.5 14D EB 274 Myospheres Sca1+ 
169 D4 ES 270 Myospheres 7D Differentiation 

167 D4 ES Attached 199 Adipose Spheres 
168 D4 ES Detached 200 Dermis Spheres 
166 C2 ES 147 BM Sca1+CD45+ 
164 C2 ES Attached 233 BM Sca1-CD45- 
165 C2 ES Detached 234 BM Sca1-CD45- 

219 R1 Oct4 GFP Serum 6999 235 BM Sca1-CD45- 
220 R1 Oct4 GFP Serum 6473 294 BM Lin-Sca1+cKit+ 
132 P19 EC 2D Aggregated 295 BM Lin-Sca1-cKit+ 
129 P19 EC 1D Monolayer 296 BM Lin-Sca1-cKit- 
130 P19 EC 1D Aggregated 291 BM Lin-Sca1+cKit- 
131 P19 EC 2D Monloayer 293 BM Lin- 
196 D3 30D Osteoblast Differentiation 292 BM Total Population 
240 Retinal Spheres Primary 236 BM Mast Cell Precursors 
232 Retinal Spheres First Passage 237 BM Mature Mast Cells 

  137 C2C12 Myoblasts 
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Table S2.  Primer Sequences for Oct4 Target Validation by ChIP/QRT-PCR 

Target Forward Primer Reverse Primer 
Aqr 5’-TTCAGAGGACTCCACCACAGGA-3’ 5’-CGTTGGGATGGCTACCTTTCTC-3’ 
Ash2l 5’-TGGGGAGGACTGTGGAAGGACT-3’ 5’-TGGAACACAGCCACTGTGCTCT-3’ 
Bmi1 5’-ACCTAAATTTGTACAGTCCC-3’ 5’-CATTGGTAACTTTTGCTTC-3’ 
Brca1 5’-ATGCACTGAACTCCAAGCAGGT-3’ 5’-CAGCCTAGGCTGTGAAGCAAGA-3’ 
Casp6 5’-GATCCAGCCGAGCAGTACAAGA-3’ 5’-CCTGTGAAAGGGCTTAGCAGTG-3’ 
Ccnf 5’-GGGGAACCCTCACACTGTCTCT-3’ 5’-CTTCCAGAGGCTACCAAAAGCA-3’ 
D14Abb1e 5’-AAGCTGATGGTGGCCTCCTAA-3’ 5’-CCTACGTAAGCTAATGCT-3’ 
Hoxb1 5’-CCCTCCCTCTGGTCCCTTCTTT-3’ 5’-GGGCACATGTGATCTCTC-3’ 

Hsf2bp 5’-ACTGGGCGTCAGGACAGAATG-3’ 5’-TCCCATGTGCCCATAGTTTCC-3’ 
Igf2bp1 5’-GGCCCCTAGATCTTGAATGAGG-3’ 5’-CAGCACGTGGAAAACACCAAAA-3’ 
Jarid2 5’-TGTTTGGTTTCATTTCCC-3’ 5’-CTATAATGTGCCCCACAA-3’ 
Mef2a 5’-TGAAGACCCAGAACCCATACCC-3’ 5’-GAGGCTCTTCCCCACTTTCTTC-3’ 
Nanog 5’-TGTTTTAGTGTGGGTATGGGCC-3’ 5’-TGTGGTCCCTCCTCTTTC-3’ 

Parp1 5’-CTGAAGCTGTCATCTTGGTGCC-3’ 5’-GGCATTCTGCCTAGCACTCAGT-3’ 
Phb 5’-ATGCACTATCCATTGCGCCA-3’ 5’-GGGATTAAAGCGTCCGCCA-3’ 
Phc1 5’-ACCTCAGCCATAATTAGTTG-3’ 5’-AAACCCTTTCACCTCTCC-3’ 
Phc3 5’-CGTATCCATTTATGTATGTGCT-3’ 5’-TTACAAAAAGCCAATGGTGTA-3’ 
Rara 5’-GTCAACAGAGGACACAGTGGCC-3’ 5’-TGCAATCCCTCTGCCTCAGC-3’ 
Rest 5’-TGGTTGGAAATTCTGCTCTG-3’ 5’-TCCTGGAAGTCACTGGGATT-3’ 
Rnf134 5’-TATGAGTGCTGTTTCCATA-3’ 5’-CTTGTGGTTTCTCCTTTG-3’ 
Sall4 5’-TAAGGGATCCTGTCTGGCACAC-3’ 5’-TTGCAAGCTCTGGGAAATGACT-3’ 
Sh3glb1 5’-TCTAATCAGACTCATTTATGGG-3’ 5’-CCGCAGCAATCTAAATCT-3’ 
Shmt1 5’-ATCAGAGCCACCTGGAAACAGA-3’ 5’-GCTGCTGGATGCTTAAAGAAGC-3’ 
Tcf4 5’-ATGACAATCCAGAGAGCAGAAG-3’ 5’-GCTCGATGACTCTATCCGTGTAA-3’ 

Tdh 5’-GCAGTTATTCTTCCTCCAGCGG-3’ 5’-GCTTGAGGGGAAGAGTGCATTT-3’ 
Tdrd7 5’-AGAGGGAGTGCTTCCGTTTTCA-3’ 5’-GCCATTAAAGGCTGCTCACAAC-3’ 
Trp53 5’-GCAACTTCTAGAAACCCTGGGG-3’ 5’-TTGGGAAATGGAGGCCTGG-3’ 
Myog 5’-CCGTCCGTCCAAGACAACCC-3’ 5’-CCCCCCTCTAAGCTGTTGC-3’ 
Ccne1 5’-TCGCCTGCAGGAGAGGATGA-3’ 5’-CGTGGACCCCTGCTCTTTCATC-3’ 

1110008L16Rik 5’-CATGCAGGGAAATGGAGCC-3’ 5’-TCACTTCCCTGCAGCTGTCC-3’ 
Utf1 5’-CTCAGTTTGAATACTCTGGGCC-3’ 5’-GAGGACCTTGGAATTTCAGCT-3’ 
Fgf4 (Kuroda et 
al., 2005) 

5’-AGACTTCTGAGCAACCTCCCGAA-3’ 5’-CAACTGTCTTCTCCCCAACACTCT-3’ 

Nanog (Kuroda 
et al., 2005) 

5’-GTCTTTAGATCAGAGGATGCCCC-3 5’-CTACCCACCCCCTATTCTCCCA-3’ 
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Table S3.  Annotation of Oct4 Targets 

Target Correlation 
to Oct4 

Function Potential or Known Role in Stem Cells, 
Development and/or Disease 

Aqr +90% RNA dependent 
RNA 
polymerase 

Expressed in mesoderm, neural crest, and 
neuroepithelium.  Gene trap insertion 
mutants (not null mutants however) are 
normal in viability and fertility (Sam et al., 
1998).  Role for Aqr in RNAi in 
mammalian oocytes discounted (Stein et 
al., 2003). 

Ash2l +99% Transcriptional 
Activation 

Trithorax group protein downregulated in 
megakaryocyte but not in erythroid 
differentiation.  Highly expressed in 
leukemic cell lines (Wang et al., 2001). 

Bmi1 -55% Transcriptional 
Repression 

Component of Polycomb Repressive 
Complex 1 (PRC1)/Maintenance complex 
implicated in self-renewal of neural 
(Molofsky et al., 2003) and hematopoietic 
(Lessard and Sauvageau, 2003) stem cells. 

Brca1 +69% DNA Damage 
Response 

Part of the BASC Complex responsible for 
cell cycle checkpoint in response to DNA 
strand breaks.  Mutations in Brca1 are 
responsible for at least 80% of inherited 
breast and ovarian cancers (BOC) (Wang 
et al., 2000). 

Casp6 -69% Induction of 
Apoptosis 

Effector Caspase, cleaves Parp1 in vitro.  
Loss of expression in gastric cancer (Yoo 
et al., 2004). 

Ccnf +100% Regulation of 
Cell Cycle 

Homozygous mutants are embryonic 
lethal, MEF mutants display cell cycle 
defects with impaired cell cycle reentry 
from quiescence (Tetzlaff et al., 2004). 

D14Abb1e +100% Unknown Retinblastoma-associated protein 140 
(Rap140) Tumor Antigen expressed in 
Cutaneuos T-cell Lymphoma, Leukemia, 
and Melanoma (Eichmuller et al., 2001).  

Hsf2bp +100% Transcriptional 
Regulation 

Modulates transcriptional activity of Heat 
Shock Factor 2 in testis (Yoshima et al., 
1998). 

Hoxb1 --- Transcriptional 
Regulation 

Developmentally important homeobox 
transcription factor.  Implicated in neuronal 
development (Arenkiel et al., 2004). 

Igf2bp1 +99% Nucleic Acid 
Binding 

High expression in embryonic 
development and in CD34+ cord blood 
samples.  Re-expression in 5’-azacytidine 
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treated adult CD34+ BM samples.  
Expressed in breast cancer (Ioannidis et al., 
2005).  

Jarid2 +100% Chromatin 
Remodelling 

Transcriptional repressor required for 
neural tube formation and normal heart 
development (Takeuchi et al., 1999).  

Mef2a -49% Transcriptional 
Regulation 

Activates transcription of muscle specific 
genes.  Mutations in Mef2a associated with 
Coronary artery disease (Bhagavatula et 
al., 2004).  

Parp1 +100% DNA Repair Mediates Nad+ dependent transcriptional 
repression of chromatin (Kim et al., 
2004b).  

Phb +98% DNA 
Metabolism 

Induces transcriptional activation of Trp53.  
Mutations in Phb associated with sporadic 
breast cancer (Fusaro et al., 2003; 
Manjeshwar et al., 2003).  

Phc1 +100% Transcriptional 
Repression 

Component of Polycomb Repressive 
Complex 1 (PRC1)/Maintenance complex.  
Implicated in self-renewal of 
hematopoietic stem cells (Ohta et al., 2002) 
and cardiac morphogenesis (Shirai et al., 
2002). 

Phc3 -40% Transcriptional 
Repression 

Component of Polycomb Repressive 
Complex 1 (PRC1)/Maintenance complex. 

Rara +49% Transcriptional 
Regulation 

Responsive to morphogen Retinoic Acid.  
Controls cell function by direct regulation 
of gene expression.  Implicated in Acute 
Promyelocytic Leukemia due to 
translocation with PML (de The et al., 
1991).  

Rest +76% Transcriptional 
Repression 

Maintains neural stem cells in 
undifferentiated state (Ballas et al., 2005). 
Modulates chromatin plasticity of neuronal 
precurcors (Ballas et al., 2005).  Putative 
tumor suppressor in mammary epithelia 
(Westbrook et al., 2005). 

Rnf134 +100% Transcriptional 
Repression 

Polycomb group protein, interacts with 
Rnf2 (Akasaka et al., 2002).  

Sall4 +99% Transcriptional 
Regulation 

Spalt transcription factor implicated in 
Okihiro Syndrome, which is 
phenotypically characterized by forearm 
malformations.  Recently identified role in 
Xenopus limb development and 
regeneration (Borozdin et al., 2004; Neff et 
al., 2005).  
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Sh3glb1 -78% Induction of 
Apoptosis 

Bax interacting factor (Bif1) is a 
proapoptotic factor necessary for the 
regulation of outer mitochondrial 
membrane morphology (Karbowski et al., 
2004).  

Shmt1 +99% Glycine 
hydroxymethyl 
transferase 
activity 

Polymorphisms in Shmt1 implicated in 
Acute Lymphocytic Leukemia (Skibola et 
al., 2002).  

Tcf4 --- Transcriptional 
Regulation 

bHLH transcription factor involved in 
repression of brain specific Fgf1 (Liu et al., 
1998). 

Tdh +100% l-threonine 
dehydrogenase 
activity 

Aberrantly methylated in breast cancer 
(Miyamoto et al., 2005).  

Tdrd7 -95% Nucleic Acid 
Binding 

Tudor domain containing protein which 
interacts with Pictaire 2 to facilitate 
terminal differentiation of neurons.  Tudor 
domains play a role in diverse cellular 
functions such as response to DNA strand 
breaks (Hirose et al., 2000; Stucki and 
Jackson, 2004).  

Trp53 +90% DNA Damage 
Response; 
Transcriptional 
Regulation 

Cell cycle regulation with divergent roles 
in growth arrest or apoptosis dependent 
upon cellular context.  Mutated or 
inactivated in approximately 60% of 
human tumors.  Recent role described for 
Trp53 in the differentiation of ESCs via 
transcriptional repression of Nanog (Lin et 
al., 2005b).  
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CHAPTER 3______________________________________ 
 
 
 
 
 
 
 
 

 

An Akt-Oct4-Hmgb2 Feedback Loop Regulates 

Pluripotency 
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Purpose 
 
    Oct4 is a key regulator of the transcriptional network that establishes and maintains the 

pluripotent state. Upon differentiation, however, alterations in external stimuli impact the 

architecture of this network and results in the spatio-temporal expression of genes required 

for tri-germlayer formation. Since Oct4 function is required in pluripotency and 

differentiation, our goal was to characterize changes to the Oct4 regulatory network that 

occurred during early differentation. We hypothesized that this might lead to an enhanced 

mechanistic understanding of how cell fate transitions occur. 

    As a result of these studies we found that Akt promoted Oct4 phosphorylation and 

stability. This maintained interaction with Akt, Hmbg2 and other members of the SET 

complex such as Nme1 and Set. Upon differentiation, when Akt was inactive, loss of Oct4 

phosphorylation resulted in their decreased interaction. A functional genomics approach was 

then employed to determine the relevance of Oct4 interaction with Hmgb2 in light of its 

described role as a Polycomb Group recruiter in Drosophila. Hmgb2 colocalized with Oct4 

at repressed loci but its knockdown resulted in decreased Akt signaling and decreased 

expression of Oct4 transcriptional targets. Loss of Oct4, Hmgb2, and H3K27me3 enrichment 

and increased transcriptional activity at bivalent domains were observed only upon loss of 

Oct4 sumoylation, which also resulted in establishment of G1 checkpoint function. 

Expression at these loci however, required Nme1 function. Taken together, our results 

suggest that Oct4 and the SET complex participate in a PTM-dependent feed forward loop 

that promotes Akt signaling and transcriptional poise at developmentally regulated loci. 
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Abstract 

    In pluripotent stem cells, bivalent domains mark the promoters of developmentally 

regulated loci. Histones in these chromatin regions contain coincident epigenetic 

modifications of gene activation and repression. How these marks are transmitted to 

maintain the pluripotent state in daughter progeny remains poorly understood. Our study 

demonstrates that Oct4 post-translational modifications form a positive feedback loop, which 

promote Akt activation and interaction with Hmgb2. This preserves the H3K27me3 

modification in daughter progeny and defers DNA damage processing. However, if Oct4 is 

not phosphorylated, a negative feedback loop is formed that inactivates Akt and initiates the 

DNA damage response. Oct4 sumoylation is subsequently required to promote G1/S 

progression and transmission of the repressive H3K27me3 mark following DNA replication. 

Therefore, post-translational modifications regulate the ability of Oct4 to direct the spatio-

temporal formation of activating and repressing complexes to orchestrate chromatin 

plasticity and pluripotency. 
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Introduction 

    Embryonic stem cells (ESCs) are marked by the presence of bivalent domains at the 

promoters of developmentally regulated loci (Bernstein et al., 2006). These domains contain 

coincident epigenetic modifications of Trithorax Group (TrxG) gene activation (H3K4me3) 

and Polycomb Group (PcG) repression (H3K27me3). Although RNA Polymerase II (RnapII) 

initiates at the promoters of these repressed loci, formation of a productive transcriptional 

elongation complex does not follow (Guenther et al., 2007). Their de-repression upon 

downregulation of Oct4 (Ivanova et al., 2006; Matoba et al., 2006) or PcG  (Boyer et al., 

2006; Erhardt et al., 2003; Walker et al., 2010) suggests that bivalent domains contain the 

regulatory machinery required to inform subsequent stages of cellular differentiation. Their 

expression, however, is held in check by Oct4-PcG regulation of chromatin structure. 

    ESCs may self-renew, engage in a transitory arrest in cell cycle progression, differentiate, 

or die, in the course of every cell division. Intrinsic and extrinsic signals direct these choices 

by fine-tuning stochastic processes in operation during steady state. Active signal 

transduction cascades then impact the cell's ability to engage transcriptional programs that 

lead to phenotypic change (Arias and Hayward, 2006). G1 and G2 DNA damage 

checkpoints are critical nodes during this process. Since Akt signaling regulates these 

checkpoints, it plays a fundamental role in maintaining ESC pluripotency and modulating 

cell fate decisions (Chang et al., 2003; Kimura and Nakano, 2009; Watanabe et al., 2006). 

Nevertheless, preservation of the H3K27me3 mark on chromatin throughout G2/M is 

sufficient to transmit PcG repression in the daughter cell (Hansen et al., 2008). The stable 

inheritance of this mark and its relationship to Akt signaling, however, remains poorly 
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understood since PcG proteins do not associate with mitotic chromosomes (Aoto et al., 

2008).  

    In this study, we investigated the role of Oct4 phosphorylation and sumoylation in 

maintaining the pluripotent state. We found that Akt-mediated phosphorylation of Oct4 

created a positive feedback loop, which facilitated interaction with Hmgb2 and abrogated 

checkpoint function. When Oct4 is not phosphorylated, however, a negative feedback loop 

resulted in Akt inactivation and initiation of the DNA damage response.  Despite the 

observed upregulation of Trp53 and Cdkn1a, Oct4 sumoylation resulted in decreased G1 

checkpoint function. This maintained H3K27me3 repression at most developmentally 

regulated loci. Oct4 sumoylation, therefore, presented a physical barrier to RnapII passage 

and maintained plasticity at remodeled sites. Such plasticity was required to mark sites that 

may be activated until the next chromatin state becomes fixed. Consequently, Oct4 

sumoylation functions to propagate the H3K27me3 mark in cellular progeny. 
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Results 

Oct4 protein expression is dependent upon PI3K/Akt signaling      

    Oct4 is a key regulator of the pluripotency transcriptional network, which upholds 

pluripotency by two decisive mechanisms. First, it maintains repression of developmentally 

regulated loci and differentiation inducing genes. Second, Oct4 and its concerted regulatory 

network impact the expression of genes that are required for cell cycle progression and 

cellular survival. Upon differentiation, however, alterations in external stimuli result in the 

coordinate regulation of gene expression programs that promotes tri-germ layer formation 

and further development of the embryo. Since Oct4 is required in both pluripotency and 

differentiation (Thomson et al., 2011), our goal was to characterize early changes in the Oct4 

transcriptional regulatory network which might provide mechanistic understanding of its 

divergent roles in these processes.  

    To gain insight into the factors responsible for Oct4 function, we first assessed its 

expression in pluripotent murine ESCs (mESCs; ES) and during the initial stages of 

differentiation. The strategy selected was LIF withdrawal, decreased serum stimulation, and 

growth as aggregates called embryoid bodies (EBs). For our studies, this model system was 

preferred since it recapitulates many aspects of in vivo differentiation within the developing 

blastocyst (Doetschman et al., 1985; Shen and Leder, 1992). In mESCs, Oct4 protein may 

exist as a doublet (Fig. 1A). During early differentiation (at six to twelve hours), however, a 

transient increase in Oct4 protein was observed. Afterward, Oct4 protein expression 

gradually decreased. In contrast to the changes observed in Oct4 protein, relatively stable 

expression of its transcript was observed throughout the time-course (Fig. 1B). This 
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discrepancy suggested that Oct4 stability might be affected at the post-transcriptional and/or 

post-translational level.  

    Pluripotent cells depend upon activation of several signal transduction cascades to 

maintain their undifferentiated state (Burdon et al., 2002; Vallier et al., 2009). In particular, 

activation of PI3K/Akt signaling appears to be a key regulatory node in maintaining the 

signaling networks required for pluripotency since it fosters cell cycle progression and 

cellular survival in these primitive cells. Activation of Akt occurs by phosphorylation at two 

sites, Threonine 308 (Thr308) and Serine 473 (Ser473). We therefore examined Akt 

signaling in the differentiation time-course previously described, by detection of these 

modified residues. A moderate level of Akt phosphorylation was observed in mESCs, (Fig. 

1C). Following differentiation however, decreased phosphorylation at both Thr308 and 

Ser473 was observed. A transient increase in pAkt Thr308 was observed at eighteen hours. 

By twenty-four hours, however, Akt signaling was virtually inactive and remained so even 

after forty-eight hours. 

    Akt activation status paralleled the amount of Oct4 protein observed in our time-course. 

We therefore hypothesized that it might act to sustain Oct4 expression. To assess the impact 

of PI3K/Akt signaling upon Oct4 protein, we used LY294002 (LY), a potent inhibitor of this 

pathway. Treatment of mESCs with LY resulted in decreased Oct4 protein, especially the 

lower band of the doublet (Fig. 1D). Inhibition of the 26S Proteasome with MG132, 

however, resulted in increased detection of the upper band of the Oct4 doublet. Combined 

treatment with LY and MG132 resulted in increased detection of both upper and lower bands 

of the doublet. Taken together, this data suggested that Akt signaling is required for Oct4 

protein stability. Since LY may also target other signaling pathways at similar concentrations 
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(Searl and Silinsky, 2005), we directly assessed the impact of Akt upon Oct4 protein by 

treatment with Akti1/2, a potent and specific Akt inhibitor (DeFeo-Jones et al., 2005). The 

mESCs were treated with increasing amounts of Akti1/2. This resulted in a dose-dependent 

reduction of Akt phosphorylation at Thr308 and Ser473 (Fig. 1E). A slight decrease in 

phosphorylation of two Akt targets, GSK3α and GSK3β were also observed, although 

expression of their total protein amounts remained relatively stable. Markedly decreased 

detection of Oct4 was also observed at the highest levels of Akti1/2 treatment. Taken 

together, our data suggests that Oct4 protein expression is dependent upon Akt signaling. 

Moreover, since inhibition of the 26S Proteasome by MG132 resulted in increased Oct4 

protein, our data may suggest that Akt signaling either directly or indirectly impacts Oct4 

protein stability. However, since Akt signaling is also implicated in translational control 

(Ruggero and Sonenberg, 2005) it is possible that Akt inhibition may impact translation of 

Oct4 protein. The increased detection of Oct4 protein observed in the LY + MG132 

treatment condition, however, favours the former hypothesis. 
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Figure 1. Oct4 protein expression is dependent upon PI3K/Akt signaling.      
(A) Western analysis of Oct4 protein in mESCs (ES) and in early differentiation as embryoid bodies 

(EBs). The lane designated 'F' is protein lysate from 10T1/2 fibroblasts here and throughout. Tuba is 

shown as a loading control here and throughout. (B) Quantiles normalized Oct4 transcript expression 

from J1 mESC differentiation time-course analyzed by Affymetrix GeneChip. Normalized values 

represent the mean of three biological replicates ± SEM. (C) Western analysis of Akt and 

phosphorylated forms of Akt detected in ES-EB differentiation time-course. (D) Western analysis of 

Oct4 protein in ES, control (DMSO), 10 uM LY (LY294002), 10 uM MG132, and combined 10 uM LY 

and MG132 treated for one hour with the indicated inhibitors. (E) Western analysis of the indicated 

proteins in mESCs (ES) and following treatment with specific Akt inhibitor Akti1/2 at the indicated 

concentrations for 4 hours. (The lane designated DR4 is protein lysate from mitotically inactivated 

DR4 fibroblasts, used as a feeder layer in mESC culture.) Oct4 protein levels are greatly decreased 

following Akt inhibition. Only slightly decreased phosphorylated Gsk3 is observed. 
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Akt phosphorylates Oct4 

    Analysis of Oct4 protein domain structure reveals that it contains a consensus Akt 

phosphorylation site. The motif spans the flexible linker region and extends into the POUH 

(Fig. 2A). The extensive cross-species conservation implies a regulatory function for this 

domain. Since our results suggested that Akt signaling stabilized Oct4 protein we next 

determined whether Oct4 is a direct Akt phosphorylation target, by immunoprecipitation-

kinase (IP-kinase) assays. First, 10T1/2 fibroblasts were exposed to Ro-31-8220, an Akt 

agonist (Therese et al., 2006). This resulted in heightened Akt activation (Fig. 2B). Next, the 

activated Akt was immunoprecipitated from the lysates using a pAkt Ser473 antibody. On-

bead kinase assays were first performed using Gsk3β, a well-known Akt target (Fig. 2C). 

The phosphorylated form of Gsk3β was detected with a pGsk3β Ser21/9 antibody following 

exposure of the recombinant protein to the immunopreciptate. Phosphorylation of Gsk3β, 

however, was not observed in the sample that was not exposed to Akt. Having confirmed the 

functional activity of our lysates, we next performed a replicate on-bead IP-Kinase assay 

using recombinantly produced C-terminal 6x His-TEV-3x FLAG epitope-tagged (CTAP) 

wild-type and T228A mutant forms of Oct4. The wild-type construct retained the consensus 

Akt motif. The T228A construct, however was phospho-deficient since the acceptor Thr 

residue was mutated (Fig. 2D). Following the in vitro kinase assay, the samples were 

detected with an anti-FLAG antibody to assess Oct4 expression. Specific antibodies to 

phosphorylated Oct4 T228 are not available. Therefore, we utilized the pAkt Substrate 

antibody to indicate the phosphorylated form of Oct4. This antibody detects proteins 

containing Akt consensus motifs, but only when they are phosphorylated. The pAkt substrate 

antibody detected wild-type Oct4 after exposure to activated Akt. It did not however, 
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visualize the T228A mutant form or the wild-type version not exposed to the activated Akt. 

Our results strongly suggested that Oct4 is a direct Akt phosphorylation target and that T228 

is the site of phosphorylation. 
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Figure 2. Oct4 is a direct phosphorylation target of Akt. 

(A) Schematic of Oct4 protein domain structure. POUS and POUH denote the POU-specific and POU-

homeo domains respectively. Together these domains, and the flexible linker region (denoted by 

straight line between POUS and POUH), comprise the protein dimerization and DNA binding domains 

of Oct4. A consensus Akt motif spans part of the linker region and the first 5 amino acids of the 

POUH. T228 is the consensus Akt phosphorylation site in mouse. This site exhibits extensive cross-

species conservation. (B) Western analysis of lysates from 10T1/2 fibroblasts treated with Akt 
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activator Ro-31-8220 detected with anti-total Akt and pAkt Ser473 to indicate Akt activation status. 

(C) Control IP-kinase assay using a pAkt Ser473 antibody to immunoprecipitate activated Akt. The 

immunoprecipitate was exposed to recombinant Gsk3ß protein, a well-known Akt target. 

Subsequently, an on-bead in-vitro kinase assay was performed. Western analysis using an anti-

phospho Gsk3α/ß antibody was used to detect the phosphorylated form of Gsk3 following exposure 

to activated Akt. (D) IP-kinase assay performed as above except using recombinant Oct4 wild-type 

and T228A mutant recombinantly produced by in vitro transcription/translation of the Oct4 CTAP 

epitope tagged construct shown. The CTAP vector contains a 6x His -TEV - 3x FLAG epitope tag. An 

anti-FLAG epitope tag antibody detects the recombinantly produced Oct4. The anti-pAkt Substrate 

antibody (pAkt Sub.) detects wild-type, but not the Oct4 T228A mutant following the on-bead IP-

kinase assay.  
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Oct4 interacts with PcG recruiter Hmgb2 in an Akt-dependent manner 

    Our results suggested that Oct4 protein expression was dependent upon Akt signaling. The 

increased Oct4 expression observed at six hours, however, was at variance with the decrease 

in Akt activation status observed (Fig. 1C). To resolve these discrepant findings and further 

substantiate the link between Akt signaling and Oct4 protein expression we first examined 

Oct4 phosphorylation status at three time-points. Immunoprecipitation of endogenous Oct4 

protein followed by detection with the pAkt substrate antibody revealed that low-levels of 

Akt-phosphorylated Oct4 were present in mESCs (Fig. 3A, upper panel). At six hours of 

differentiation, however Akt-mediated phosphorylation of Oct4 slightly increased. By 

twenty-four hours of differentiation, phosphorylated Oct4 was not detected. The pattern of 

Oct4 phosphorylation was also reflected in the amount of total Oct4 protein observed (Fig. 3 

A, middle panel and Fig. 1A). By twenty-four hours of differentiation a vast reduction in 

global phosphorylated Akt substrates was detected by the pAkt Substrate antibody.  

    The observed increase in phosphorylated Oct4 could indicate that Akt-mediated 

phosphorylation of Oct4 increased during early differentiation. This might suggest a 

transient increase in Akt phosphorylation prior to the six-hour time-point. To clarify, we 

assessed expression of Akt and its phosphorylated forms over an abbreviated three-hour 

time-course. Consistent with our hypothesis, increased levels of activated Akt were observed 

from thirty minutes to three hours of differentiation (Fig. 3B). These data suggests that the 

increase in Oct4 protein expression is due to heightened Akt signaling resulting in increased 

phosphorylation of Oct4. However, this does not rule out the existence of other contributing 

factors, including decreased dephosphorylation of either Oct4 or Akt. 



 

 

103 

    In a search for genes implicated in Oct4 function, we observed that Hmgb2 mRNA levels 

were more highly correlated to Oct4 than was its interaction partner Sox2 (83% vs. 49%) 

(Campbell et al., 2007). Since Hmgb2 expression is dependent upon PI3K/Akt signaling (Le 

et al., 2005), this suggested that Hmgb2 might be more fully integrated into the pluripotency 

transcriptional regulatory network than previously appreciated. Expression of Oct4, Sox2, 

and Hmgb2 transcript in the differentiation time-course was relatively stable as compared to 

two other Oct4 correlated genes, Tdgf1 and Smn1 (Fig. 3C). Expression of these genes was 

respectively down and upregulated at six hours of differentiation, consistent with our 

previous analysis (Sene et al., 2007).  

    Hmgb2 is a Polycomb Group (PcG) recruiter in early Drosophila development where it is 

observed in large multi-protein complexes, along with Trithorax Group (TrxG) proteins 

(Ringrose and Paro, 2004). We hypothesized that Hmgb2 might perform an analogous role 

in mammalian development. Since PcG and TrxG proteins generally lack sequence specific 

binding, recruitment of Hmgb2 to its G(A) motif (Dejardin, 2005) might direct these 

complexes to specific genomic loci. Moreover, Hmgb2 interaction with Oct4 could provide a 

developmental context for coordination of TrxG and PcG function in pluripotent cells. An 

interaction between Oct4 and Hmgb2 has previously been described (Butteroni et al., 2000). 

Their relationship in mESCs, however, and its potential role in maintaining the pluripotency 

transcriptional network has not been explored. Therefore, we examined this interaction 

throughout our differentiation time-course to clarify its potential role in pluripotency.     

        IP-Westerns revealed that Oct4 interacted with two major forms of Hmgb2 in mESCs, 

exhibiting migration at 29 and 72 kDa (Fig. 3D). Since Hmgb2 may be extensively post-

translationally modified (Zhang and Wang, 2010), this suggested that Oct4 may interact with 
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differentially modified forms of Hmgb2 in mESC. At six hours of differentiation, however, 

the interaction between Oct4 and Hmgb2 markedly decreased. By twenty-four hours, 

interaction was not observed. Reciprocal IP-Westerns performed in mESCs and at twenty-

four hours of differentiation were performed to confirm these results. Pull-down of 

endogenous Hmgb2 and Akt confirmed that Oct4 interacted with each in mESCs (Fig. 3E). 

In differentiation, however their interaction was not observed. The Oct4 antibody also 

detected proteins IP'd by the pAkt Substrate antibody in mESCs, but not in EBs. Since a 

band with the same migration pattern was obtained when the reciprocal IP-Western was 

performed (Fig. 3A), this suggested that levels of phosphorylated Oct4 decreased during 

differentiation.  

    In contrast to its role in PcG recruitment during early Drosophila development, Hmgb2 

has also been described as an integrator of diverse cellular pathways implicated in 

pluripotent stem cell function including transcriptional regulation, DNA damage response, 

chromatin structure, and cell cycle regulation. Characterization of Hmgb2 has suggested that 

its role within the SET Complex, consisting of Hmgb2, Set, Nme1, Ape1, and pp32, may 

provide insight into its multi-faceted function (Lieberman and Fan, 2003). Since Oct4 was 

correlated to Set in our previous study (Fig. 3C), we next determined whether it might 

participate in this complex. IP-Westerns revealed that Oct4 interacted with Set and Nme1 in 

pluripotent mESCs  (Fig. 3F). Their interaction however, was not observed upon 

differentiation. Taken together, our data suggested that Akt signaling promoted Oct4 

interaction with Hmgb2 and its interactors.   
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Figure 3. Akt signaling promotes Oct4 interaction with Hmgb2 and the SET Complex 

(A) Endogenous Oct4 protein was IP'd from J1 mESC (ES), 6 and 24 hour EB lysates. Western 

analysis with the pAkt Substrate antibody detected 45 kDa and 72 kDa bands, consistent with the 
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molecular weight of Oct4 and sumoylated-Oct4 (Wei et al., 2007). The 45 kDa band shows increased 

detection after 6 hours of differentiation. The 72 kDa band is increased at 24 hours. The 34 kDa band 

detected (*) may be phosphorylated Sox2 (Jeong et al., 2010). This band decreases upon 

differentiation. (B) Expression of total and activated Akt (pAKT Thr308 and pAkt Ser473) in 10T1/2 

fibroblasts and an abbreviated J1 mESC-EB differentiation time-course. (C) Quantiles normalized 

transcript level expression of Oct4 and correlated genes from J1 mESC differentiation time-course 

from Affymetrix GeneChip data. Normalized values represent the mean of three biological replicates 

± SEM. Numbers in parentheses indicates degree of correlation to Oct4 from our previous study. (D) 

Endogenous Oct4 protein was IP'd from J1 mESC (ES), 6 and 24 hour EB lysates and analyzed 

using an anti-Hmgb2 antibody. Robust Oct4 interaction with Hmgb2 is observed in ES but is 

markedly decreased at 6 hours of differentiation. Interaction is not detected at 24 hours of 

differentiation. (E) Endogenous proteins were IP'd from J1 mESC, and 24 hour EB lysates with anti-

Hmgb2, anti-Akt, anti-pAkt Substrate and control rIgG antibodies. These were analyzed by Western 

blot using an anti-Oct4 antibody. Oct4 phosphorylation and interaction with Hmgb2 and Akt is 

detected in mESCs but not in 24 hour EBs. Global decreases in phosphorylated Akt substrates occur 

during differentiation except for the 34 kDa band. Compare to Figures 3A and 3D. (F) Oct4 interacts 

with SET complex members Set and Nme1 in pluripotent mESCs but not in differentiating EBs by IP-

Western. 
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Hmgb2 modulates Akt signaling and Oct4 transcriptional targets 

    Since Hmgb2 is implicated in PcG recruitment, we predicted that Hmgb2 would bind at 

Oct4 repressed loci. Two Oct4 targets were selected for our initial assessment: Phc1 and 

Hoxb1. Hoxb1 is a repressed Oct4 target, bound by PRC2 (Boyer et al., 2006), and marked 

by a bivalent domain in mESCs (Bernstein et al., 2006). The Hoxb1 autoregulatory enhancer 

(ARE) regulates its expression in the fourth rhombomere of the hindbrain (Bell et al., 1999). 

The ARE contains clustered Oct, Sox, and G(A) binding motifs (Fig. 4A). In contrast, Phc1 

is a member of the PcG Repressor Complex 1 (PRC1), an expressed gene in mESC, lacking 

the repressive H3K27me3 histone modification enriched at bivalent domains. Its expression 

is required to maintain pluripotency (Walker et al., 2007). Sequential chromatin 

immunoprecipitation (ChIP) assays confirmed that Oct4 and Hmgb2 co-localized at the 

Hoxb1 ARE in mESCs (Fig. 4B). By contrast, only Oct4 enrichment was seen at the Phc1 

promoter. 

     Since Oct4 and Hmgb2 colocalization at a bivalent Oct4 target was observed, we next 

wanted to assess the functional import of Hmgb2 upon regulation of Oct4 target genes. 

Knockdown of Hmgb2 was performed using two siRNA molecules previously shown to be 

effective in mouse embryonic fibroblasts (Yan et al., 2010). Decreased transcript expression 

of Hmgb2 was observed with both siRNAs in mESCs. The efficiency of siRNA #2 was 

much higher, resulting in greater than 90% knockdown of Hmgb2 mRNA (Fig. 4C). 

Knockdown of Hmgb2 notably, and contrary to our hypothesis, resulted in reduced 

expression of most Oct4 regulated genes including pluripotency regulators Oct4, Sox2, 

Nanog, bivalent domain genes Hoxb1 and Pax7, and PcG members Phc1, as well as DNA 

damage response genes Parp1, Brca1, and Trp53. By contrast, cell cycle regulator Cdkn1a 
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was slightly upregulated. Hmgb2 protein was decreased in the knockdown cells, as was Oct4 

protein (Fig. 4D). Importantly, expression of total Akt, activated Akt, and global 

phosphorylated Akt substrates were also decreased upon Hmgb2 knockdown (Fig. 4E), 

further substantiating the link between Oct4, Akt, and Hmgb2. 
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Figure 4. Hmgb2 modulates Akt signaling and Oct4 transcriptional targets.  

(A) Schematic of the Hoxb1 auto-regulatory enhancer (ARE) depicting clustered Oct, Sox, and G(A) 

motifs. (B) Enrichment and co-localization of Oct4 and Hmgb2 by chromatin immunoprecipitation 

(ChIP) and sequential ChIP-QPCR at endogenous Hoxb1, Phc1, and IgH loci in J1 mESC. The order 
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of ChIP assessment is indicated by the legend: Oct4/Hmgb2 is Oct4 for the first ChIP, Hmgb2 for the 

second. Fold enrichment is normalized to enrichment of negative control (rIgG) ChIP or sequential 

ChIP and input. Values represent the mean of biological duplicates analyzed in duplicate (n=4) ± 

SEM. (C) QRT-PCR analysis of Oct4 transcriptional targets following siRNA mediated knockdown of 

Hmgb2 in J1 mESC. Relative expression is calculated by normalization to Gapdh and expression 

levels obtained in J1 mESCs. Values represent the mean of biological duplicates analyzed in 

replicate (n=4) ± SEM. (D) Western analysis showing protein level expression of the indicated 

proteins following Hmgb2 knockdown. Expression of Oct4, Akt, phosphorylated Akt, and global 

phosphorylated Akt substrates are markedly decreased in the knock-down cells.  
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Oct4 phosphorylation at T228 modulates transcriptional cassettes implicated in cell cycle 

regulation and the response to DNA damage 

    Taken together, our data suggested that Oct4, Akt, and Hmgb2 participate in an 

interconnected gene regulatory network that maintained Akt activation, as well as expression 

of Oct4 transcriptional targets. However, since Hmgb2 knockdown did not result in the 

upregulation of bivalent domains, we hypothesized that Hmgb2 might be implicated in both 

activation and repression of Oct4 transcriptional targets. Previous studies have intimated that 

Hmgb2 may participate in context-dependent activation or repression of its target genes 

(Decoville et al., 2001). Therefore, we next more clearly examined the role of Oct4 post-

translational modifications in providing this framework. 

    The in vivo relevance of Oct4 phosphorylation was first assessed. To this end, pooled 

stable mESC sublines expressing Oct4 wild-type and Akt phospho-mutant epitope-tagged 

constructs were generated. The T228A mutant is an Akt phospho-deficient, while the T228D 

is a phosphomimetic that acts as if it were constitutively phosphorylated. Analysis of the 

stable clones demonstrated transcript expression of the Oct4 construct. Moreover, the 

exogenously supplied transcript did not impact levels of pluripotency regulators Sox2 or 

Nanog (Fig. 5A). Total Oct4 transcript, however, appeared to be slightly downregulated in 

the wild-type expressing subline, consistent with previously published results that Oct4 

represses its own expression (Pan et al., 2006). 

    Western analysis of lysates from the sublines indicated expression of the exogenously 

supplied Oct4 by the FLAG epitope tag antibody (Fig. 5B). Total Oct4 protein was also 

assessed. Increased higher molecular weight forms, consistent with sumoylated forms of 

Oct4, were observed in each Akt phospho-mutant subline. Despite these changes in Oct4 
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protein expression, consistent levels of Ssea1 expression and alkaline phosphatase staining 

(Supplemental Fig. S1) indicated that these cells were pluripotent. Western blotting with 

Ki67 and Pcna also suggested that the stable clones maintained a highly proliferative state.  

    Transcript analysis of Oct4 targets in these sublines revealed a profound perturbation to 

genes implicated in cell cycle regulation and DNA damage repair (Fig 5C).  In this case, cell 

cycle regulator Cdkn1a was downregulated. By contrast, Parp1 and Brca1 were upregulated. 

Ccnf, which is implicated in DNA damage checkpoint (Fung et al., 2002), was also 

upregulated in the T228A and T228D mutants. Oct4 bivalent domain target genes such as 

Hoxb1, Neurod1, Pax7, Myod1, and Cdx2, however, displayed no change in expression. 

    Protein expression analysis was generally in agreement with the transcript data, 

confirming that the stable mutant clones initiated a DNA damage response (Fig. 5D). 

Upregulated expression of Trp53, Hmgb2, Parp1, and Brca1 was evident. Increased 

detection of global Sumo1 and Sumo2/3 conjugates may suggest that the higher molecular 

weight forms of Hmgb2, Trp53, and Parp1 is due to their modification by Sumo (Wrighton, 

2010). Increased Brca1 and γH2ax S129p, which recruit repair proteins to sites of DNA 

damage, were also observed. The T228A mutant expressing sublines in particular, appeared 

to have activated a very strong stress response as was indicated by the very high levels of 

Brca1 (Starita and Parvin, 2003) and Ser15 phosphorylated Trp53 (Shieh et al., 1997). Akt 

T308p staining indicated heightened Akt activation in the Oct4 wild-type clones. The T228D 

mutants retained similar levels of activated Akt as the untransfected or empty vector control 

mESCs. In the T228A mutants, Akt was detected primarily in its inactive form. This 

reinforced our hypothesis that Akt signaling through Oct4 provided protection from DNA 

damage induced cellular stress. 
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Figure 5. Oct4 phosphorylation modulates Hmgb2 and Akt. 

(A) RT-PCR analysis of pooled stable J1 mESC clones expressing the indicated Oct4-CTAP epitope 

tagged constructs. Exogenous expression of wild-type or mutant Oct4 does not appear to impact 
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expression of Sox2 or Nanog. Expression of total Oct4 appears to be slightly downregulated in the 

Oct4 wild-type expressing cells.  (B) Western analysis of replicate samples as in A, above. 

Expression of exogenous and total Oct4 protein is detected in the stable clones. Red arrow denotes 

the exogenously expressed Oct4. Constant level detection by anti-Ki67 and anti-Pcna antibodies 

suggests that the cells remain in cycle. Ssea1 expression is used as a surrogate marker to indicate 

pluripotency. (C) RT-PCR analysis detects altered expression profiles for Oct4 transcriptional targets 

implicated in DNA damage and cell cycle in the wild-type, phospho-deficient (T228A) and 

phosphomimetic (T228D) transfected cells. Expression of bivalent domain containing genes such as 

Hoxb1, Neurod1, Pax7, Myod1, and Cdx2 however, remain unchanged. (D) Western analysis of the 

stable clones with the indicated antibodies that exogenous expression of wild-type Oct4 leads to 

increased activated Akt (pAkt Thr308). Expression of either T228 mutant form however, leads to 

increased expression of DNA damage response genes. Increased detection of Sumo1 and Sumo2/3 

modified conjugates are also detected in the mutant expressing cells. 
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Sumoylated Oct4 maintains cell cycle progression and a bivalent chromatin structure 
    Since Oct4 phosphorylation status did not impact the expression of bivalent domain 

containing transcriptional targets, we next examined the role of Oct4 sumoylation in 

maintaining their repression. Post-translational modification by Sumo1 is generally 

dependent upon the recognition of a Sumo consensus motif --ΨKXE-- contained within 

target substrates (Sampson et al., 2001). Ψ represents a hydrophobic amino acid, whereas X 

represents any amino acid. Sumoylation of Oct4 at K118 has previously been described 

(Tsuruzoe et al., 2006; Wei et al., 2007; Zhang et al., 2007). However, Oct4 contains two 

consensus Sumo motifs (VKLE--K118 and CKSE--K215). Since sumoylation is implicated 

in transcriptional repression (Gill, 2005), a series of mutant constructs was built to test the 

hypothesis that sumoylation of Oct4 maintains PcG repression. The K118R and K215R 

mutants abrogated not only sumoylation, but also every other potential PTM which may 

occur at the incidated lysine residue. The V117A and C214A constructs however, abrogated   

PTM by sumoylation only since the hydrophobic residues required as part of the consensus 

Sumo motif were mutated while the lysine residues remained intact. If sumoylation were 

required for Oct4 function as a transcriptional repressor, then increased transcriptional 

activity from Oct4 regulated loci, with a concomitant decrease in H3K27me3, would be 

expected upon expression of the mutants. 

    Assays using the Oct4 constructs, co-transfected with the Hoxb1 ARE luciferase reporter 

into mESCs (Figure 6A), demonstrated that wild-type Oct4 decreased activity from the 

luciferase reporter (Fig. 6B). The opposite however, was observed when any mutant form 

was substituted. The lysates from these experiments were analyzed by Western 

(Supplemental Fig. S2). Similar results to those obtained in mESC were obtained with a 



 

 

116 

heterologous system. Co-transfection of Hmgb2 and wild-type Oct4 with the Hoxb1 reporter 

in fibroblasts resulted in decreased activity when compared to transfection with Oct4 alone; 

the combination of Hmgb2 with the K118R mutant produced a significant increase 

(Supplemental Fig. S3A-C).  

    Notably, a synergistic transcriptional effect was observed when Oct4 and Hmgb2 were co-

transfected into fibroblasts. The wild-type and K118R mutant did not elicit a differential 

transcriptional response on their own. Co-transfection of wild-type Oct4 with Hmgb2, 

however, resulted in increased repression. Similarly, the ability of the K118R mutant to elicit 

a positive transcriptional response was enhanced in the presence of Hmgb2. Taken together, 

these results may suggest that Oct4 function as either a transcriptional activator or repressor 

depends upon Hmgb2. Hmgb2 may thus be a limiting cofactor for Oct4 in fibroblasts. 

Conversely, it appeared that Oct4 sumoylation provided a context-dependent cue for Hmgb2 

function as either a transcriptional activator or repressor. 

    ChIP assays were next performed to examine the effects of Oct4 sumoylation upon 

regulation of the endogenous Hoxb1 locus in mESC. Decreased Oct4, Hmgb2, and 

H3K27me3 enrichment were observed at the Hoxb1 ARE upon expression of the K118R 

mutant whereas, wild-type Oct4 expression resulted in their increased enrichment (Fig 6C-

D). Consistently, increased Hoxb1 transcript expression was observed in the K118R mutant 

cells (Fig. 6E; the legend is provided in 6F). 

    Several other Oct4 target genes were examined to substantiate the sumoylation-dependent 

role of Oct4 in maintaining transcriptional repression. Comparable results were found for 

Nanog, Sox2, Cdx2, Hand1, Gata4, Pax7, Mef2a, Rest, Ash2l, and Phc3 (Supplementary 

Figs. S4 and S5). Eomes, Gata6, and Myod1, however, were not regulated in an equivalent 
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manner. By contrast, despite the observed increase in activity from the Phc1 luciferase 

reporter, the endogenous Phc1 locus was negatively modulated by expression of the K118R 

mutant (Supplemental Fig. S6A-B).  Since the luciferase reporter only contained regulatory 

elements from the Phc1 promoter, it was conceivable that other regulatory elements, either in 

cis, or in trans, might be responsible for these discordant findings. 

    To clarify, additional primers tiling along the Phc1 transcript were designed 

(Supplemental Fig. S6C). RT-PCR analysis with these primers indicated that low level 

expression of Phc1 transcript was observed in the K118R mutant sublines but only up to 

exon 2. Intron 2 of Phc1 notably contains adjacent POUS and G(A) motifs (Supplemental 

Fig. S6D). ChIP primers were designed to tile down this putative regulatory region of Phc1 

to assess Oct4, Hmgb2, RnapII, and H3K36me3 enrichment. ChIP assays confirmed 

increased Oct4 and Hmgb2 enrichment surrounding the putative +2337 regulatory element in 

the K118R mutant subline (Supplemental Fig. S6E). As well, RnapII appeared to accumulate 

in the mutant cells despite the decreased expression, suggesting that a pause in polymerase 

activity was induced at this locus. We next assessed H3K36me3 enrichment tiling down the 

Phc1 locus. Generally, H3K36me3 marks loci that are actively undergoing transcription 

(Morris et al., 2005). It is also implicated in alternative splicing, transcriptional repression, 

and DNA repair (Wagner and Carpenter, 2012). Tiling ChIP-PCR assays confirmed that 

H3K36me3 extended into the Phc1 locus in the K118R mutant subline (Supplemental Fig. 

S6G). Finally, increased H2AK119Ubn enrichment was observed in the mutant expressing 

cells, suggesting that a DNA damage response had been initiated at this locus, since 

H2AK119Ubn is one of the earliest epigenetic changes observed during DNA damage 

(Bergink et al., 2006; Celeste et al., 2003). 
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    A more extended examination of the Cdx2, Hoxb1, and Phc1 loci was performed in the 

K118R mutant subline. This analysis revealed alterations in PcG, TrxG, and RnapII 

enrichment (Supplementary Fig. S7A-C). Taken together, our results suggested that 

sumoylation of Oct4 is a key mechanism to maintain a stalled RnapII and transcriptional 

repression in mESCs. However, since all bivalent domains were not de-repressed in the 

Sumo mutant expressing cells, this indicated that additional factors mediated repression at 

Oct4 bound loci. 

    DNA damage is implicated in activation of cell cycle checkpoints (Kastan and Bartek, 

2004). Embryonic stem cells, however do not undergo the typical cell cycle regulation 

observed in more differentiated cells, and are devoid of checkpoint function (Burdon et al., 

2002). Nonetheless, upon differentiation cell cycle checkpoints become active (White et al., 

2005). Since an early marker indicative of DNA damage was observed in the K118R mutant 

subline, we examined cell cycle in wild-type and Sumo mutant mESC sublines. 

    Enumeration of DAPI stained nuclei in the mESC sublines revealed a significant decrease 

in mitotic index in the Oct4 wild-type expressing cells (Fig. 6G). By contrast, the K118R 

mutant subline displayed a significant increase. Inspection of DAPI stained K118R mutant 

clones revealed that mitotic delays occurred at prometaphase and at the anaphase to 

telophase transition (Supplementary Fig. S8).  

    To more clearly attribute the cell cycle impediments to sumoylation of Oct4 at K118, an 

additional construct was employed. The V117A mutant exchanged the hydrophic residue at 

the -1 position for alanine, which is very weakly hydrophobic. While the K118R mutant 

would result in loss of any post-translational modification at K118, the V117A mutant would 

impact only sumoylation at K118. Analysis of asynchronous mESC sublines expressing 
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wild-type, K118R, or V117A mutant Oct4 constructs exhibited significant alterations in their 

cell cycle profiles (Figure 6H). Wild-type expressing clones exhibited increased S-phase 

population (82.74% vs. 76.02% p ≤ 5 X 10-4). The K118R mutant expressing cells had an 

elevated G2/M population (18.25% vs. 0.2025% p ≤ 5 X 10-6). The V117A clones exhibited 

a highly statistically significant G1 population (95.77% vs. 20.13% p ≤ 5 X 10-7).  

    Our results suggested that both G1 and G2 cell cycle checkpoints were activated by stable 

expression of the Oct4 mutants. The APC/C regulates mitotic spindle assembly checkpoints 

and is also implicated in G1 cell cycle progression (Sudo et al., 2001). The altered protein 

level expression of APC/C substrates Ccnb1, Cdkn1a, Ccne1, and p55Cdc in the mutant 

expressing cells (Fig. 6I) is therefore consistent with the delayed cell cycle progression 

phenotypes observed in these cells. 
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Figure 6. Oct4 sumoylation is required to maintain Hmgb2 recruitment and a bivalent 
chromatin structure in mESCs. 

(A) Schematic diagram of the Hoxb1 auto-regulatory enhancer (ARE) depicting clustered Oct, Sox, 

and G(A) motifs. This regulatory region was cloned upstream of a luciferase reporter. (B) Luciferase 

assays performed in J1 mESCs transiently expressing the indicated Oct4 wild-type and mutant 
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constructs with the Hoxb1 luciferase reporter. Results are normalized to empty vector and internal 

Renilla Luciferase control. Mean ± SEM are displayed for 9 independent replicates. Statistical 

significance: * p≤0.05; ** p≤0.005; *** p≤0.0005 by two tailed Student's t-test. (C) Enrichment of Oct4, 

Hmgb2, and H3K27me3 (D) at the Hoxb1 ARE in J1 mESCs and pooled, stable sublines expressing 

Oct4 wild-type or the indicated mutant constructs by ChIP. Fold enrichment is normalized to 

enrichment of negative control (rIgG) ChIP and input. Values represents the mean of biological 

duplicates analyzed in replicate (n=4) ± SEM. (E) Relative expression of Hoxb1 in in J1 mESCs and 

pooled, stable clones expressing Oct4 wild-type or the indicated mutant constructs by QRT-PCR. 

Relative expression following knockdown was calculated by normalization to Gapdh and J1 mESC. 

Values represent the mean of biological duplicates analyzed in replicate (n=4) ± SEM. (F) Figure 

legend for panels C-E. 

 (G) Enumeration of mitotic figures in wild-type J1 mESCs and stable pooled clones of NTAP empty 

vector, wild-type, and K118R mutant Oct4. Statistical significance: * p≤0.05; ** p≤0.005; *** p≤0.001, 

n=4. (H) Cell cycle distribution of asynchronous wild-type J1 mESC or pooled stable clones of J1 

mESC overexpressing the indicated constructs analyzed by FACS on a DakoCytomation MoFlo. The 

resultant data were analyzed in Modfit to assess G1, S, and G2/M populations. Values displayed are 

representative of 4 replicate experiments. (I) Western analysis of J1 mESCs and pooled stable J1 

mESC clones expressing the indicated wild-type and mutant NTAP constructs. Altered detection of 

cell cycle regulatory APC/C substrates Ccne1, Ccnb1, p55Cdc, and Cdkn1a is observed in the Oct4 

mutant expressing clones. 
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Nme1 functions in transcriptional activation of Oct4 bound loci 
    To integrate SET complex function into our expanding gene regulatory network, we 

examined the role of Nme1 in modulating expression of Oct4 transcriptional targets. Hmgb2 

colocalized with Oct4 at the Hoxb1 ARE, a repressed locus in mESC (Fig. 4B). Hmgb2 

enrichment, however, was not observed at the Phc1 promoter, which is expressed in mESC. 

By contrast, Nme1 enrichment was observed only at expressed loci. Its enrichment at the 

Hoxb1 and Phc1 loci respectively increased and decreased following ectopic expression of 

the K118R mutant form of Oct4 (Fig. 7A).  

    The pattern of Nme1 enrichment observed at expressed loci suggested that it might 

promote expression of Oct4 target loci. Since Set inhibits Nme1 function when they are in 

association, it was possible that the Oct4-SET Complex interaction restrained Nme1 function 

required for transcriptional activation of Oct4 targets in mESC. To test this hypothesis we 

performed siRNA mediated knockdown of Nme1 in mESCs and in those transfected with the 

Oct4 K118R mutant. Expression of the wild-type and K118R mutant Oct4 constructs 

resulted respectively in a two-fold-decrease and increase in Hoxb1 transcript (Fig. 7B). A 

50% knockdown of Nme1 transcript was observed in the cells that were co-transfected with 

the K118R mutant construct along with the Nme1 siRNA. In contrast to the upregulation of 

Hoxb1 observed when the mutant construct alone was transfected, even partial knockdown 

of Nme1 was sufficient to maintain repression. 
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Figure 7. The Oct4-Akt-Hmgb2 Regulatory Loop. 

(A) ChIP-PCR assays were performed as previously described to evaluate enrichment of Nme1 at 

the Hoxb1 ARE and Phc1 promoter in the pooled stable Oct4 wild-type and K118R mutant sublines. 

(B) Quantitative Real-Time PCR to assess the effects of transient Nme1 knockdown upon Oct4 

K118R mutant expression in J1 mESC. Relative mRNA levels were calculated by normalization to 

Gapdh and endogenous levels in J1s. Each data point is calculated as the mean of two independent 

transfections with each undergoing PCR twice (n=4). Error is ± SEM. (C) Our model. Please refer to 

the discussion for a complete description. 



 

 

124 

 
Discussion 

    Understanding the molecular mechanisms that regulate the pluripotent state has generated 

great interest in the scientific community. It has direct implications to the fields of 

developmental biology, stem cell biology and regenerative medicine, epigenetic 

reprogramming, and cancer research. Our model (Fig. 7C) is the first to link Akt signaling, 

PTM-dependent Oct4 function, transcriptional regulation, and the DNA damage response to 

both pluripotency and differentiation. The results suggest that Oct4 Akt-mediated 

phosphorylation and sumoylation act by complementary mechanisms to facilitate interaction 

with the SET complex. This, in turn, maintains a bivalent chromatin structure at 

developmentally regulated loci, cell cycle progression, and the pluripotent state. Our study 

advances the emerging hypothesis that the above-mentioned formerly isolated disciplines are 

integrally related at a mechanistic level. 

    Specifically, our results suggest that an Oct4-Akt-Hmgb2 regulatory loop maintains the 

primitive, pluripotent state. We first observed that Oct4 interacted with Hmgb2 in the 

undifferentiated state (Fig. 3D). The nature and strength of their association declined during 

differentiation, however, and appeared to parallel Akt activation status (Fig. 1C and 3A and 

D). Expression of wild-type Oct4 in mESCs enhanced expression of Hmgb2 transcript (Fig. 

6C) and resulted in increased Akt activation (Fig. 6D). Hmgb2 knockdown led to decreased 

Oct4 transcript and protein as well as decreased Akt activation (Fig. 6C-D). Conversely, Akt 

signaling was found to impact Oct4 stability (Fig. 1D-E). Taken together, it appears that this 

feed forward loop functions to maintain finely tuned levels of Oct4, Hmgb2 and Akt.  Our 

data, and the data of others, suggests that this loop would maintain expression of other 

pluripotency regulators vital for cycle progression, heightened DNA repair mechanisms, 
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chromatin stability, and inhibition of apoptosis. These characteristics are all hallmarks of the 

pluripotent state. 

    The molecular mechanisms that promote Akt activation in pluripotent cells, and its role in 

facilitating cell fate transitions, are not well understood. PI3K/Akt signaling is critical to the 

survival of cells from the preimplantation blastocyst (O'Neill, 2008; Riley et al., 2005) and to 

their in vitro survival and expansion as pluripotent ESCs (Watanabe et al., 2006). Recent 

studies have linked Akt function to Nanog (Kim et al., 2010) and Sox2 (Jeong et al., 2010) 

regulation of pluripotency. Akt signaling, however, may either promote or inhibit cell fate 

transitions. This pleiotropic effect has been observed in differentiation of pluripotent cells to 

committed progenitors (Bang et al., 2001; Lopez-Carballo et al., 2002), as well as in the 

induction of pluripotency from terminally differentiated cells (Nakamura et al., 2008). Taken 

together, these studies suggest that dosage effects, as well as chromatin context, may be 

critical to Akt function. 

    Oct4 and Hmgb2 emerge as critical determinants of Akt function as a result of our studies. 

Previously, Oct4 sumoylation has been shown to enhance its stability (Wei et al., 2007). Our 

results extend these preliminary findings, since we observe that Oct4 dimerization is 

enhanced upon sumoylation (Supplemental Fig. S9). This suggests that Oct4 dimerization 

promotes its stability. Interaction with Hmgb2 was observed only with wild-type but not 

with either of the T228 Akt phospho-mutant forms (Supplemental Fig. S10). This may also 

suggest that Hmgb2 interacts with an Oct4 dimer. Since over-expression of wild-type Oct4 

in mESCs resulted in maximal Akt activation, this further intimates that Oct4 dimerization is 

required to maintain interaction with Hmgb2 and Akt, thus promoting Akt activation at 

specific genomic loci. However, rather than mediating PcG-repression only, it appears that 
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Hmgb2 functions to maintain a permissive chromatin environment at Oct4 bound loci (Fig. 

4). Following mitotic cell division, repression of these permissive domains, however, may 

require sumoylation to maintain Oct4 dimerization. Since Oct4 differentially interacts with 

transcriptional repressors and genes implicated in DNA damage and chromatin remodeling 

respectively through its N- and C- termini (Liang et al., 2008b; Pardo et al., 2010; van den 

Berg et al., 2010; Wang et al., 2006), this may suggest that dimerization is required to 

restrain the function of Oct4 C-terminal interactors, many of which are notably inhibited by 

Akt-mediated phosphorylation.  

    Akt functionally links cell cycle progression, DNA damage processing, and the 

negotiation of cell fate transitions through Oct4 and the SET Complex. Their coordinate 

modulation is feasible since Oct4 transcriptionally regulates the expression of genes 

implicated in these processes. As well, nucleosomal assembly protein Set, for which the SET 

Complex is named, regulates cell cycle transition at G1/S and G2/M by respective control of 

Cdkn1a (Estanyol et al., 1999) and Cyclin B-Cdk1 (Canela et al., 2003). Importantly, Set is 

also implicated in Akt signaling since it is an inhibitor of the Akt phosphatase, Pp2a (Li et 

al., 1996). Oct4 sumoylation and interaction with Set therefore, provides insight into how 

cell cycle progression is maintained even in the presence of DNA damage, since their 

interaction may prevent Akt dephosphorylation and inactivation (Kandel et al., 2002).  

    Oct4 phosphorylation activates Akt, defers DNA damage processing, and overrides 

cellular checkpoints. This understanding is crucial since full activation of the DNA damage 

response is required for stem cell differentiation (Fernando et al., 2005; Fernando et al., 

2002; Fujita et al., 2008; Sherman et al., 2011). Tight regulation of this response may be 

globally implicated in cell fate decisions, including induced pluripotency, since DNA 
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damage accumulates during the generation of induced pluripotent stem cells. Notably, the 

inactivation of Trp53 and Cdkn1a, which may be mediated by activated Akt, enhances iPSC 

generation (Blanpain et al., 2011; Gore et al., 2011; Hong et al., 2009; Kawamura et al., 

2009; Marion et al., 2009). Taken together, this data implicates the Oct-Akt-Hmgb2 loop in 

maintaining a primitive chromatin state by maintaining a balanced combinatorial 

epiproteomic signature at target loci. Likewise, regulation of Oct4 phosphorylation and 

sumoylation may also play an important role in facilitating cell fate transitions promoting 

either differentiation or cellular reprogramming in a context-dependent manner. 

    In sum, our data suggests that the Akt-Oct4-Hmgb2 regulatory loop functions to 

coordinate stem cell competence and specification. Active Akt signaling facilitates a 

dynamic exchange of PcG and TrxG proteins from the chromatin template (Niessen et al., 

2009). As mESCs undergo differentiation, however, these complexes exhibit decreased 

mobility (Ren et al., 2008). Our results demonstrate that Oct4 interacts with Hmgb2, Akt, 

and other SET Complex members in the pluripotent state. This intimates that Oct4 

recruitment of activated Akt to specific genomic loci may maintain this dynamic flux. In this 

manner, Oct4 and Hmgb2 maintain a permissive chromatin structure that remains competent 

to act upon external stimuli. We hypothesize that Oct4 sumoylation marks these permissive 

sites for repression to specify cellular fate and full activation of gene expression upon 

differentiation.  

    Further research is required to fully understand the upstream mechanisms, which facilitate 

Oct4 interaction with Akt, Hmgb2, and the SET Complex. As well, the identity of Sumo 

proteases implicated in Oct4 de-sumoylation and the phosphatase responsible for Oct4 

dephosphorylation remain to be clarified. Like Oct4, Akt, Hmgb2 and the SET Complex, it 
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is anticipated that these molecules will play key roles in the pluripotency gene regulatory 

network. Knowledge of their function will greatly enhance our understanding of the spatio-

temporal regulation of Oct4 function through choice of interaction partners, cellular 

localization, and chromatin binding. Therefore, identification of these factors will be the next 

step for a comprehensive understanding of the molecular mechanisms underpinning 

pluripotency, cell fate transitions, cellular reprogramming, and cancer. 
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Materials and methods 

 

All experiments described in this study were performed in triplicate unless noted otherwise. 

 

Cell culture 

     Undifferentiated J1 mESCs, embryoid bodies (EBs), and 10T1/2 fibroblasts were cultured 

as previously described (Campbell et al., 2007). 

 

Small chemical modulation of Akt signaling 

    J1 mESCs were cultured for 48 hours, treated with 10 uM LY294002 (Cell Signaling 

Technologies) plus or minus 10 uM MG132 (Sigma) for 1 hour at 37° C, and then harvested 

as indicated. Akti1/2 (Calbiochem) inhibition was performed with the indicated 

concentration plus or minus 10 uM MG132 (Sigma). Ro-31-8220 (Sigma) was used at a final 

concentration of 10 uM for 1 hour. 

 

Cell transfections, Western blots, and IP-Westerns 

    Cells were transfected with the indicated constructs using Lipofectamine 2000 

Transfection Reagent (Invitrogen). Forty-eight hours post-transfection (or at the indicated 

time) cell lysates were prepared in RIPA buffer (Sigma) supplemented with protease 

inhibitors (Roche Complete Mini), phosphatase inhibitors (Sigma Phoshpatase Inhibitor 

Cocktails 1 and 2), and 100 mM N-ethylmaleimide (NEM, Sigma) to inhibit endogenous 

enzymes. Stable clones were selected by culture in the appropriate antibiotic (NTAP 

constructs require puromycin at 1 ug/ml) and prepared as above.  
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    Immunoprecipitation assays were performed as follows. Cleared lysates were precipitated 

overnight at 4°C with the indicated antibody and collected by incubation with Protein A/G 

Agarose (Pierce). The immunoprecipitates were washed five times with supplemented RIPA 

Buffer, denatured, and then run on a 10% SDS-polyacrylamide gel and transferred to a 

polyvinylidene difluoride (PVDF) membrane (Bio-Rad). The membranes were blocked with 

2.5% Blotto (2.5% dry milk, 0.5% TWEEN-20 in TBS) and incubated with the indicated 

primary antibody. Appropriate secondary antibodies conjugated to HRP (BioRad) were used 

for ECL Detection (Amersham).  

 

siRNA knockdown 

   Hmgb2 siRNA #1 and #2 were originally purchased from Dharmacon (Yan et al., 2010). 

Control scrambled siRNA #1 was purchased from Ambion (Applied Biosystems). Each 

siRNA was used at a final concentration of 40 nM and transfected into J1 mESCs in 24-well 

plates using Lipofectamine 2000 (Invitrogen). 

  

GeneChip Analysis 

    Affymetrix gene expression profiling was performed in biological triplicate for J1 mESCs 

and following 6, 12, 18, and 24 hours of differentiation as EBs as previously described 

(Campbell et al., 2007).  The associated files for analysis can be found at 

(http://www.scgp.ca:8080/StemBase) or within the GEO repository: GSM86112, 

GSM86114, GSM86116, GSM86118, GSM86120, GSM86122, GSM86124, GSM86126, 

'GSM86128, GSM86294, GSM86296, GSM86298, GSM86300, GSM86302, GSM86304  
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    Normalized expression was calculated in R.2.13 BioC 2.8 (Bioconductor). The data was 

pre-processed using the expresso () function using RMA background correction, Quantiles 

normalization (Bolstad et al., 2003), perfect match only correction, and median polish. 

Normalized expression represents the mean of three biological replicates ± SEM.  

 

Immunofluorescence 

    J1 mESCs were plated onto an 8-well chamber slide and adhered overnight at 37°C. 

Following the indicated treatment cells were fixed in 3.7% paraformaldehyde and blocked 

for 30 minutes in 5% normal goat serum/ 0.3% Triton X-100 prepared in PBS. Primary 

antibodies were prepared at 0.2 ug/ml in blocking buffer, applied to cells, and incubated 

overnight at 4°C. Where no primary antibody is indicated, the cells were incubated in 

blocking buffer only. Secondary antibodies were prepared at 1:2000 dilution (Goat anti 

Mouse ALEXA 546 and Goat anti Rabbit ALEXA 488; Molecular Probes) in 0.3% Triton 

X-100 prepared in PBS with 0.5 ug/ml DAPI added. Cells were incubated for 1 hour in the 

dark then washed and a chamber slip was applied with aqueous anti-fade mounting media 

(Dako). Imaging was performed on a Zeiss Axioscope. All images are at 20X power and are 

representative of triplicate experiments. 

 

Cell cycle analysis 

    Cells were harvested, fixed by dropwise addition of 100% ice cold EtOH to final 

concentration of 70% and incubated on ice for one hour. They were then centrifuged and 

washed with Dulbecco’s Phosphate Buffered Saline (DPBS). 

Cell pellets were resuspended in 500 ul of DPBS to which 5 ul of 20 mg/ml RNAse A was 
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added following incubation at 37°C for one hour. Ten microliters of 1 mg/ml propidium 

iodide (PI) was added and tubes were kept in dark at 4°C for at least 3 hours to overnight. 

Prior to analysis, cells were washed with DPBS. They were resuspended to final 250ul 

volume in DPBS and analyzed on a MoFlo (DakoCytomation) to obtain DNA content. The 

acquired FACS data were analyzed by ModFit LT software (Verity Software House, Inc.) to 

assess cell cycle distributions. 

 

ChIP and Sequential ChIP 

    ChIP assays were performed according to the method of Millipore (Formerly Upstate) as 

previously described (Campbell et al., 2007) with slight modifications. Briefly, 1 x 107 cells 

were cross-linked with 1% formaldehyde for 15 minutes at room temperature. The cells were 

washed 3X with ice cold Dulbecco's PBS to which protease inhibitors (Complete Mini, 

Roche) and phosphatase inhibitors (Sigma) were added. They were then lysed in the kit-

provided buffer containing the same protease and phosphatase inhibitors and sonicated to 

average fragments sizes of 0.5 kBp. Two-hundred and fifty ng of input chromatin was used 

for each ChIP with 10% amount of input chromatin being reserved as input DNA. A total of 

3 ug of the designated antibody was used for each ChIP. Immune-complexes were captured 

with Protein A or Protein G agarose (Millipore). Following washes and elution with the 

provided buffers, the cross-links were reversed, the DNA purified, and finally resuspended 

in 10 mM Tris pH 8.0. 

    Sequential ChIPs were performed as above, except elution volume for the first ChIP was 

decreased by one-half (250 ul total) prior to dilution with Millipore ChIP dilution buffer to 
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reduce SDS concentration before continuing with the second round of ChIP which was 

performed as per usual. 

    Antibodies used for ChIP in this study: Oct4 (sc-9081; Santa Cruz Biotechnology), 

Hmgb2 (ab61973, 67282; Abcam), Hmgb1 (ab18256; Abcam), Ezh2 (18-7395; Zymed), 

Ehmt2 (ab40548; Abcam), RnapII, 8WG16 (MMS-126R; Covance), RnapII Ser2p (MMS-

129R; Covance), RnapII Ser5p (MMS-134R; Covance), H3K36me3 (ab9050; Abcam), 

H2K27me3 (ab6002; Abcam), Rnf2 (sc-9766; Santa Cruz Biotechnology), H2AK119ubn1 

(05-678; Millipore), Ash2l (A300-489A; Bethyl Laboratories), H3K4me3 (ab8580, Abcam) 

FLAG M2 (F1804; Sigma). 

 

ChIP-QPCR   

    ChIP-QPCR was performed in an MX4000 (Stratagene) using iQ SYBR Green Supermix 

(BioRad). Fold enrichment was calculated by the ΔΔCt method given as: (Ct of Specific 

Antibody - Ct of Input) - (Ct of Species control IgG - Ct of Input) with fold enrichment equal 

to 2-
ΔΔ

Ct. ChIP assays using matched species normal control IgG were used as negative 

controls to calculate fold enrichment. Results represent Mean ± SEM from two independent 

experiments with PCR from each performed in duplicate. Upon initial use of primer sets, 

amplicons were sequence validated to ensure the correct products were obtained. Primer 

sequences can be found in the Supplemental Material. 

 

Luciferase assays 

    Luciferase assays were performed using the Dual-Luciferase Reporter system (Promega) 

per manufacturer’s recommended protocol. Two micrograms of DNA were used for each 
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transfection (per each well of p24 plate) using empty vector to maintain equal amounts as 

necessary. Ten nanograms of pGK Renilla Luciferase vector was also included in each 

transfection and served as an internal normalization control. Relative luciferase activity was 

calculated by normalization to internal pGK Renilla Luciferase and empty vector controls. 

Results represent the Mean ± SEM for nine independent experiments. 

 

RNA isolation and Quantitative RT-PCR. 

    Total RNA was isolated using the RNeasy MiniKit (Qiagen) according to manufacturer’s 

recommended protocol. After DNAse treatment (Promega) first-strand cDNA was 

synthesized from 2 ug total RNA in a 20 ul reaction volume with Oligo-dT primers using 

SuperScript First-Strand Synthesis (Invitrogen). Real-time PCR was performed using SYBR 

Green Mix (SuperArray) in an MX4000 (Stratagene). Results represent Mean ± SEM from 

two independent experiments with PCR from each performed in duplicate. Relative 

quantitation was determined by comparative Ct method normalizing to Gapdh and values 

obtained in undifferentiated J1 mESC. Upon initial use of primer sets, amplicons were 

sequence validated to ensure the correct products were obtained. Primer sequences can be 

found in the Supplemental Material. 

 

in vitro Transcription/Translation 

Recombinant Oct4 wild-type and T228A proteins were produced with the TnT Coupled 

Reticulocyte Lysate Systems (Promega) according to manufacturer's recommended 

procedure. 
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IP-Kinase assays 

Assays were performed using in vitro transcribed/translated Oct4 proteins with the Non-

radioactive Akt Kinase Assay Kit (Cell Signaling Technology) according to manufacturer's 

recommended protocol. 

 

Alkaline Phosphatase staining  

Following stable selection of the Oct4 constructs in J1 mESCs the cells were plated in 24 

well plates. Alkaline phosphatase staining was performed according to the manufacturer's 

(Stemgent) recommended protocol. Quantiation was performed on 4 independent replicates. 

Values represent the Mean ± SEM. 
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Supplemental materials and methods 

ChIP-qPCR primers used in this study 

Locus  Forward Primer   Reverse Primer 
Hoxb1 ARE 5'CCCTCCCTCTGGTCCCTTCTTT3'  5'GGGCACATGTGATCTCTC3' 

Phc1 -4100 5'ACCTCAGCCATAATTAGTTG3'  5'AAACCCTTTCACCTCTCC3' 

Phc1 -137 5’-CTTTGTGGAGTTACTGTGATTTTG-3’ 5’-CATACAGGGACATCTGTGCTATCT-3’ 

Phc1 +2337 5’-TAATGTTTCCCTGATTGTATTTGG-3’ 5’-GTCCAACACAGCATCAAATGA-3’ 

Cdx2   5'GAATATTCAGCTGTGATCTGGT3' 5'ACACAGACACCAATGGCTG3' 

Pax7 (intron 7) 5'TTTAAAATGAGTCTTGCTGGACC3' 5'CTCTTTTACACACCATTTCAATCTTA3' 

Mef2a  5'TGAAGACCCAGAACCCATACCC3' 5'GAGGCTCTTCCCCACTTTCTTC3' 

 

QRT-PCR primers used in this study 

Gene Forward Primer   Reverse Primer 
Oct4, endogenous 

 5'-TTGGGCTAGAGAAGGATGTGGTT-3' 5'-GGAAAAGGGACTGAGTAGAGTGTGG-3' 

Oct4, exogenous. Primers are located in exon 4 (Forward and in the C-terminal FLAG epitope tag (Reverse). 

 5'-CCAATCAGCTTGGGCTAGAG-3'  5'-CCGTCATGGTCTTTGTAGTCG-3' 

Sox2 5'-GAGTGGAAACTTTTGTCCGAGA-3'  5'-GAAGCGTGTACTTATCCTTCTTCAT-3' 

Nanog 5'-ATGAGTGTGGGTCTTCCTGG-3'  5'-GCTTCCTGGCAAGGACCT-3' 

Hoxb1 5'-CCATATCCTCCGCCGCAG-3'   5'-CGGACTGGTCAGAGGCATC-3' 

Neurod1 5'-CAGAAGGCAAGGTGTCCCGAG-3' 5'-CCGCTCTCGCTGTATGATTTGGT-3' 

Cdx2 5'-GCCAGCGGCGAAACCTGT-3'   5'-TGCCTCTCGGAGAGCCCA-3' 

Eomes 5'-CTTCCGCGCCCACGTCTAC-3'   5'-TTGTAGTGGGCGGTGGGG-3' 

Hand1 5'-CCCCTCTTCCGTCCTCTTAC-3'   5'-CTGCGAGTGGTCACACTGAT-3' 

Cdh3 5'-GCCAGGACTCTGAAGTTTGC-3'  5'-CAAGTTCAAGCCCTGAGAGG-3' 

Gata4 5'-TTTGATGACTTCTCAGAAGGCA-3'  5'-CATTACATACAGGCTCACCCTC-3' 

Gata6 5'-GAGCTGGTGCTACCAAGAGG-3'  5'-TGCAAAAGCCCATCTCTTCT-3' 

Pax7 5'-TCCTCTTTCTTCCCGAACTT-3'   5'-GTGCCGATATCAGGAGACTG-3' 

Myod1 5'-CGTCCAGCAACCCGAACC-3'   5'-GCGCACCGCCTCACTGTA-3' 

Rest 5'-GTGCGAACTCACACAGGAGA-3'  5'-AAGAGGTTTAGGCCCGTTGT-3' 

Ash2l 5'-GAAATGTGCCTTAGTGCCTTG-3'  5'-CAAGTCATTTTTCCAGGTCTCTG-3' 

Phc3 5'-GCAGTACCACCACCACCACCAT-3'  5'-CGCGTACATCTGCTGCAGGTAC-3' 

Parp1 5'- TGAGAAACTCGGAGGCAAGT -3' 5'- CACCCTTGCTCTTCTTGGAG-3' 

Hmgb2 5'- TGTCCTCGTACGCCTTCTTC -3'  5'- CCTCCTCATCTTCTGGTTCG-3' 

Brca1 5'- CCCTCAAGAAGCTGGAGATG-3' 5'- GCTGTAATGAGCTGGCATGA-3' 

Trp53 5'- CGGGTGGAAGGAAATTTGTA-3' 5'- CTTCTGTACGGCGGTCTCTC-3' 

Ccnf 5'- ACCTCGTACCCTGTGTCCTG-3'  5'- TCTGTCCTCCTGAAGGCTGT-3' 

Rest 5'- GTGCGAACTCACACAGGAGA-3' 5'-AAGAGGTTTAGGCCCGTTGT-3' 
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Gapdh 5'-GTATTGGGCGCCTGGTCACC-3'  5'GTGGGGTCTCGCTCCTGGAA-3' 

 

Vector Construction 

Expression plasmids 

Total RNA was isolated from J1 mESC using the RNeasy MiniKit (Qiagen) according to 

manufacturer’s recommended protocol. After DNAse treatment (Promega) first-strand 

cDNA was synthesized from 2 ug total RNA in a 20 ul reaction volume with Oligo-dT 

primers using SuperScript First-Strand Synthesis (Invitrogen). Full-length cDNA sequences 

were amplified using tailed primers as indicated below to enable subsequent cloning into 

pCDNA3, pBrit-CTap, pCan-HA1, pCan-MYC1 (cloned as BamHI/EcoRI fragment) or 

pBrit-NTap (cloned as an EcoRI/BamHI fragment) vectors. Hmgb2 was cloned into 

pCDNA3, pCan-Myc1 or pCMV-Tag5a  (cloned as a BamHI/XhoI fragment). The Stop 

codon was removed for C-terminal fusion protein expression as appropriate. The Myc, HA, 

and CTAP/NTAP (6x His-TEV-3x FLAG) epitope tags have molecular weights of 1333.64, 

1477.7, and 6514.76 Da, respectively. Primers for amplification of full-length cDNA (stop 

included): 

  

Gene  Forward Primer        Reverse Primer 
Oct4     5’ATGGCTGGACACCTGGCT3’                   5’TCAGTTTGAATGCATGGGAGAGC3’ 

Hmgb2     5’ATGGGCAAGGGTGACCCCAAC3’                      5’TCATTCTTCATCCTCCTCTTCTTC3’ 

 

Site-directed mutagenesis was performed on  constructs with the primers indicated below to 

mutate the indicated sites. Compound mutants were made sequentially with the indicated 

primers. Truncation mutants were cloned as BamHI/EcorI fragments using tailed primers. 

Mutation  Forward Primer   Reverse Primer 
Oct4 K118R 5’CCCAATGCCGTGAGGTTGGAGA3’  5’CACCTTCTCCAACCTCACGGCA3’ 
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Oct4 K215R 5’TCAGGAGATATGCAGATCGGAG3’   5’AGGGTCTCCGATCTGCATATCT3’ 

Oct4 V117A 5’CCCAATGCCGCGAAGTTGGAGA3’   5’CACCTTCTCCAACTTCGCGGCA3’ 

Oct4 C214A  5’TCAGGAGATAGCCAAATCGGAG3’   5’AGGGTCTCCGATTTGGCTATCT3’ 

Oct4 T228A 5'GAAGAGAAAGCGAACTAGCATTGAGAAC3'  5'GTTCTCAATGCTAGTTCGCTTTCTCTTC3' 

Oct4 T228D  5'GAAAGCGAGATAGCATTGAG3'   5'ATGCTATCTCGCTTTCTCTTC3' 

Oct4 aa1-278 5’ATGGCTGGACACCTGGCT3’  5'TTAGCCCTTCTGGCGCCGGTTACA 

Oct4 aa224-352 5'ATGAAGAGAAAGCGAACTAGCATT  5’GTTTGAATGCATGGGAGAGC3’ 

Hmgb2 K114R  5’GATCAGAATTGAACACCCAGGC3’   5’GTTCAATTCTGATCTTTGGGCG3’ 

 

Luciferase reporter constructs 

Inserts for reporter constructs were amplified from J1 mESC genomic DNA using 

MluI/BglII tailed primers to enable cloning into PTal-Luciferace Vector (Clontech). Primer 

sequences are as indicated below: 

 

Locus   Forward Primer                 Reverse Primer 
Hoxb1ARE  5'AAAAACGCGTAAAGAGAGGCTGAGGGAGAGAA3'          5'AAAAAGATCTGGTCCCCGGTTACAAAGT3' 

Cdx2    5'AAAAACGCGTTGGGGGGCGCAACCTGGA3'                        5'AAAAAGATCTAAAGTTCTGCGGAGCCAG-3 

Ash2l    5'AAAAACGCGTTGGGGAGGACTGTGGAAGGACT3'         5'AAAAAGATCTTGGAACACAGCCACTGTGCTCT3' 

Phc3    5’AAAAACGCGTCGTATCCATTTATGTATGTGCT3'     5’AAAAAGATCTTTACAAAAAGCCAATGGTGTA3' 
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Supplemental figures 
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Supplemental Figure S1. Alkaline Phosphatase staining in Oct4 over-expressing mESC 
sublines. 

(A) Representative alkaline phosphatase staining of mESC colonies. Size of each colony is indicated. 

(B) Quantitation of the alkaline phosphatase stained cells. Numbers represent the Mean ± SEM, n=4. 

Statistical significance: * p≤0.05 by two tailed Student's t-test. 
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Supplemental Figure S2. Western Analysis of luciferase lysates. 

Western analysis of mESCs lysates from luciferase assay described in Figure 6B. 
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Supplemental Figure S3. Transcriptional synergy between Oct4 and Hmgb2 in 10T1/2 

fibroblasts.  

(A) Luciferase assays as described in Figure 6B, except performed in 10T1/2 fibroblasts. Data 

depicted are Mean ± SEM, n=9. Statistical significance: * p≤0.05; ** p≤0.005, by Student's t-test. * 

Compared to Oct4 wild-type only (without Hmgb2) transfection. * Compared to Oct4 K118R only. ** 
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Compared to wild-type Oct4 co-transfected with Hmgb2. (B), Schematic of Oct4 and Hmgb2 

constructs employed in luciferase assays. NTAP denotes N-terminal 6X His-TEV-3X-FLAG epitope 

tagged Oct4 construct (Oct4 NTAP). DNA binding POU-specific domain (POUS) and POU-homeobox 

domain (POUH) are indicated in the red and green boxes, respectively. Hmgb2 construct contains an 

N-terminal MYC epitope tag (N-MYC). The two DNA binding HMG boxes of Hmgb2 are shown in 

blue. (C) Western blots of lysates from luciferase assays. Note doublet band upon co-transfection of 

Hmgb2 and the Oct4 K118R mutant and 60 kDa band detected by the anti-MYC epitope tag antibody 

directed against Hmgb2. 
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Supplemental Figure S4. De-repression of Oct4 targets in Sumo mutant expressing mESCs. 
Luciferase assays were performed in J1 mESCs as previously described. The indicated Oct4 wild-

type or mutant construct was co-transfected along with reporters for Cdx2, Ash2l, or Phc3. 

Schematic below each result indicates promoter/enhancer region within the genomic context of each 

transcript as well as the location of Oct, Sox, and G(A) motifs. Figure legend provides key to graphs.  
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Supplemental Figure S5. Oct4 SUMOylation at K118 mediates transcriptional repression in 
mESC. 

Pooled stable mESC sublines expressing the indicated constructs were harvested for QRT-PCR and 

ChIP-QPCR analysis to ascertain the effect of Oct4 wild-type and mutant over-expression to the 
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indicated transcriptional target in undifferentiated J1 mESCs. All analyses were performed as 

previously described.  
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Supplemental Figure S6. Oct4 K118R mutant and Hmgb2 block RnapII at Phc1 locus. 

 (A) Luciferase assays performed in J1 mESCs as previously described using Phc1 promoter 

luciferase reporter. Lower schematic represents genomic context of region used in reporter and 

indicates location of Oct, Sox, and G(A) motifs. Legend for all panels can be found in Supplementary 
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(B) RT-PCR analysis of Phc1 expression in stably expressing Oct4 wild-type and mutant clones in 

mESC using primers located in Exons 13 and 14. (C) RT-PCR analysis of Phc1 transcript level 

expression in J1 mESC clones stably expressing the indicated Oct4 N-Tap construct using primers 

tiling down Phc1 transcript. (D) Diagram of Phc1 exon structure with location of ChIP-qPCR primers 

indicated. POUS and G(A) motifs identified at +2337, located in intron 2. (E) Increased enrichment of 

Oct4 (Oct4 specific and FLAG epitope tag antibody) and Hmgb2 are observed at the Phc1 +2337 

regulatory element. (F) Tiling ChIP-qPCR at Phc1 locus shows increased RnapII at promoter in the 

K118R mutants. (G) H3K36me3 extends into coding region. (H) Increased enrichment of H2A 

K119Ubn1 suggests initiation of the DNA damage response at this locus. ChIP-PCR shows 

increased Oct4 and Hmgb2 enrichment at the +2337 region of Phc1. Data suggests that loss of Oct4 

sumoylation mediates RnapII block and repression of Phc1 through increased binding of Oct4 and 

Hmgb2 at Oct/G(A) motif at +2337. All analysis performed as previously described. 
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Supplemental Figure S7. Altered enrichment of transcriptional regulators and histone 
modifications in Oct4 K118R mutant sublines. 

Extended analysis of chromatin occupancy at the Cdx2 promoter, Hoxb1 ARE, and Phc1 promoter 

by ChIP in J1 mESCs and pooled, stable clones expressing Oct4 wild-type or the indicated mutant 

constructs by ChIP. The analysis was performed as previously described. 
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Supplemental Figure S8. Oct4 K118R mutant impedes cell cycle progression. 

Representative DAPI staining of pooled stable clones of J1 mESC over-expressing the Oct4 K118R 

used for enumeration of mitotic figures. Blue arrow denotes representative cell blocked at 

prometaphase. Blue arrowhead denotes representative cell blocked at anaphase to telophase 

transition. DAPI staining was performed in 4 independent experiments. 
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Supplemental Figure S9. Oct4 sumoylation is required for dimerization. 

(A) Schematic depiction of N-terminal HA and C-terminal 6x His-TEV-3x FLAG epitope tagged 

constructs used in this experiment (Upper panel). Dimerization of Oct4 requires preservation of the 

K118 Sumo consensus site. 10T1/2 fibroblasts were transiently transfected with the indicated wild-

type or mutant constructs. The FLAG antibody readily detected the immuoprecipitate from the anti-

HA antibody when the wild-type N-HA Oct4 construct was used, but this was greatly reduced when 
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the K118R mutant was co-transfected. Lysates from the transient transfections are shown below. 

Mock IP represents antibody pulldown from RIPA buffer only. 
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Supplemental Figure S10. Hmgb2 interacts with wild-type Oct4. 

Transient expression of the indicated Oct4 wild-type and T228 mutant construct in 10T1/2 fibroblasts. 

Lysates were harvested 28 hours post-transfection. Hmgb2 interaction with Oct4 was observed for 

wild-type but not for either the T228A or T228D mutants. 
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CHAPTER 4______________________________________ 
 
 
 
 
 
 
 
 
 
 
 
Discussion 
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4.1 Overview of Major Findings 
 
    While each cell within the developing embryo contains the same genome, gene 

expression and cellular phenotype are determined by the presence of specific histone 

modifications at distinct genomic loci. TrxG and PcG proteins place these marks upon 

chromatin. The successful navigation of developmental milestones is dependent upon the 

antagonistic effects of both protein families to ensure proper embryonic patterning 

(Bantignies and Cavalli, 2006). PcG and TrxG also function in later developmental stages to 

maintain the health and homeostasis of the mature organism (Barber and Rastegar, 2010). 

    Understanding the mechanisms that maintain PcG expression and facilitate their locus-

specific recruitment enhances insight into the etiology of diseases caused by transcriptional 

dysregulation. PcG maintains homeostasis within the adult organism by controlling the 

balance between stem cell self-renewal and differentiation until the cell's final fate is 

achieved. This function is linked to its modulation of cell cycle dynamics (Orford and 

Scadden, 2008). First, PcG prevents premature expression of genes required for later stages 

of differentiation and the ectopic expression of alternate lineage genes in more committed 

progenitor cells (Ezhkova et al., 2009). Second, it maintains primitive stem cell and 

committed progenitor populations by averting stem cell exhaustion (Antonchuck et al., 1999; 

Kamminga et al., 2006; Lessard and Sauvageau, 2003; Lessard et al., 1999). Finally, PcG 

blocks the expression of genes required for cell cycle reentry upon terminal differentiation 

(Blais et al., 2007; Boyer et al., 2006; Bruggeman et al., 2005; Ezhkova et al., 2009; 

Kamminga et al., 2006; Lee et al., 2006b; Lessard and Sauvageau, 2003; Ohta et al., 2002; 

Zencak et al., 2005). PcG dysregulation has been closely associated with several 
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differentiation-defective disorders of neuronal, hematopoietic, and myogenic origin 

(Gabellini et al., 2002; Gil et al., 2005; Valk-Lingbeek et al., 2004).  

    The research presented in this thesis clarifies the mechanisms by which Oct4 participates 

in PcG repression, thereby maintaining a bivalent chromatin structure at developmentally 

regulated loci in pluripotent cells. The results of studies performed to identify genes that 

were correlated to Oct4 transcript level expression were presented in Chapter 2. GO 

classification of these genes revealed that they represented pivotal regulators in cellular 

processes such as cell cycle, DNA repair, apoptosis, chromatin structure, and nuclear 

architecture. This analysis, moreover, led to the development of a model (Chapter 2 Figure 

4), defining the molecular mechanisms that guide self-renewal and differentiation. Our study 

suggests that heightened DNA repair, abrogation of cell cycle checkpoints, and permissive 

chromatin organization maintain the pluripotent state. By contrast, differentiation requires 

cell cycle checkpoint activation, apoptosis, and repressive chromatin organization. 

    The PTM-dependent role of Oct4 in safeguarding pluripotency was examined in Chapter 

3. Two key insights guided this inquiry. First, High Mobility Group transcription factor 

Hmgb2, which functions as a PcG recruiter in Drosophila, was correlated to Oct4 in our first 

study. Its relationship to Oct4 was much stronger than was that of Sox2. Since Hmgb2 

interacts with Oct4 in EC (Butteroni et al., 2000), and plays a role in transcriptional 

regulation and the DNA damage response (Lieberman and Fan, 2003), we theorized that this 

interaction in mESC might influence gene expression and cell fate decisions. Second, we 

noted that the themes identified in the initial study also represented key regulatory nodes in 

the Akt signaling pathway. Since Oct4 contained an Akt consensus site, we proposed that it 

might function as a transducer of Akt signaling.  
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    Experiments described in Chapter 3 revealed that Oct4 phosphorylation and sumoylation 

are required to maintain the pluripotent state. The inability to modify Oct4 established cell 

cycle checkpoint function. The loss of Oct4 sumoylation resulted in G1 checkpoint 

activation. Consequently, decreased recruitment of Hmgb2 to chromatin and the resolution 

of bivalent domains were observed. A regulatory feedback loop, in which Akt inactivation 

initiates the DNA damage response, is established whenever Oct4 cannot be phosphorylated. 

Examination of cells expressing Akt-mutant versions of Oct4 highlighted the vital role of 

Oct4 phosphorylation in facilitating interaction with Hmgb2. This association was essential 

to maintain transcriptional poise at developmentally regulated loci. These particular studies 

suggest that Oct4, Akt, and Hmgb2 participate in a gene regulatory loop, required for two 

hallmarks of the pluripotent state: active Akt signaling and a permissive chromatin 

environment. It appears that Oct4 sumoylation however, is required to maintain the 

H3K27me3 mark at bivalent domains and to promote cell cycle progression. In this manner, 

chromatin plasticity is retained and thereby permits subsequent stages of differentiation in 

response to external cues.  
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4.2 Implications  

    While it is now generally recognized that Oct4 performs a crucial role in promoting 

pluripotency, the underlying mechanisms that regulate this state, the initial inputs that trigger 

differentiation, and the subsequent changes that drive cell fate transitions remain poorly 

understood. Long-standing research has suggested that Oct4 may function as either a 

transcriptional activator or a repressor. It is generally accepted that both of these activities 

are required to maintain pluripotency by activation of genes required for pluripotency and 

repression of those required for differentiation (Boyer et al., 2005; Boyer et al., 2006; Chen 

et al., 2008; Loh and Lim, 2011; Pasini et al., 2010). Contrasting evidence however, suggests 

that the activating function of Oct4 is more critical to the maintenance and induction of 

pluripotency (Hammachi et al., 2012). 

    Several studies have indicated that post-translational modification (PTM) of Oct4 by 

phosphorylation may regulate its function in pluripotent stem cells (Phanstiel et al., 2011; 

Saxe et al., 2009; Swaney et al., 2009). A more recent study, furthermore, has identified 14 

unique phosphorylation sites (11 novel sites) within Oct4 (Brumbaugh et al., 2012). The 

Brumbaugh study extends our understanding of Oct4 function through functional 

characterization of two critical residues, T234 and S235 (T228 and S229 in mouse) by 

mutation analysis. Electrophoretic mobility shift assays described in the paper suggest that 

constitutive co-phosphorylation of these residues decrease Oct4 binding to chromatin and 

also decrease the reprogramming efficiency of Oct4 as compared to wild-type. Although the 

upstream kinases responsible for phosphorylation of these residues were not identified, Oct4 

phosphorylation by ERK2 was confirmed at several residues.  
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  The research presented by Brumbaugh et. al.,  however leaves several questions regarding 

how Oct4 regulates pluripotency unanswered. First, is there a relationship between 

phosphorylation of Oct4 at T234 and S235 (and the other identified ERK2 phosphorylation 

sites)? Although mutations at both T234 and S235 to mimic constitutive phosphorylation at 

these sites resulted in decreased DNA binding and reprogramming efficiency, mutation of 

each single site did not produce similar results. This may suggest a cumulative effect as 

proposed by the authors. It however, may also suggest that dimerized forms of differentially 

phosphorylated Oct4 protein may assemble on chromatin more readily and/or more stably. 

The study also lacks in vivo data which demonstrates the biological relevance of these sites 

in pluripotent stem cells or how altered signaling cascades during cell fate transitions may 

impact Oct4 phosphorylation and its PTM-dependent function in each of these states. 

    The studies presented in this thesis suggest that context-dependent regulation of Oct4 

function is crucial to our understanding of the pluripotent state. First, a dynamic PTM-

dependent feedback loop between Akt, Oct4, and Hmgb2 maintains transcriptional poise at 

bivalent domains, self-renewal, and pluripotency. Second, the inability to phosphorylate 

Oct4 results in decreased Akt signaling. This initiates the G2/M DNA damage reponse as 

indicated by elevated levels of γH2AX, Brca1, and Cdkn1a. Global increases in Sumo1 and 

Sumo2/3 conjugates and high molecular weight forms of Trp53 and Parp1, consistent with 

their modification and enhanced function during the DNA damage response (Polo and 

Jackson, 2011; Vlachostergios et al., 2009; Wrighton, 2010), are also detected in the Oct4 

Akt-mutant expressing cells. Finally, the faithful emergence of lineage specific 

transcriptional progams requires Oct4 phosphorylation and sumoylation. Although Oct4 

phosphorylation maintains interaction with Hmgb2 during mitotic progression, its 
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sumoylation facilitates G1/S progression and maintains chromatin plasticity through 

recruitment of co-repressor complexes, which may act to restrain the function of Oct4 C-

terminal interactors. Together, these modifications maintain repression of developmentally 

regulated loci while promoting their transcriptional poise until full activation of lineage 

specific gene expression programs occurs during differentiation. Our model (Figure 1) is the 

first to link definitively Akt signaling, PTM-dependent Oct4 function, transcriptional 

regulation, and the DNA damage response to both pluripotency and the initiation of 

differentiation. 
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Figure 1. The Akt-Oct4-Hmgb2 Axis Regulates Cellular Checkpoint Function, Gene 

Expression, and Cell Fate Transitions. Please refer to text for thorough discussion. 
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4.2.1 An Oct4-Akt-Hmgb2 Gene Regulatory Loop Maintains the Primitive 
 Stem Cell State 
 
    Oct4 directs the expression of PcG proteins and transmission of the H3K27me3 mark in a 

PTM-dependent manner. This indicates that dynamic PI3K/Akt signaling through Oct4 plays 

a central role in maintaining the stem/progenitor state (Figure 2). The PI3K/Akt signaling 

pathway is one of the most dysregulated pathways in cancer (Altomare and Testa, 2005; 

Bader et al., 2005). Whereas mutations in this pathway have been implicated in many types 

of cancers (Vivanco and Sawyers, 2002), epigenetic mechanisms also force its constitutive 

activation and are implicated in a wide-range of tumor types, including pediatric Wilms 

tumour (Ravenel and al., 2001), colorectal cancer (Cui et al., 2003), and 

rhabdomyosoarcoma (Merlino and Helman, 1999).   

    Epigenetic-based transcriptional dysregulation often precedes somatic mutations, which 

are acquired at later stages to promote the survival and expansion of the epigenetic 

progenitor. While many think that this founding cell may result from aberrant adult somatic 

stem cell differentiation, the reprogramming of terminally differentiated somatic cells 

(Maherali et al., 2007; Okita et al., 2007; Takahashi and Yamanaka, 2006; Wernig et al., 

2007) suggests that cancer may also arise from a once terminally differentiated cell. Recent 

studies implicating a stem cell like chromatin state in cancer (Kondo et al., 2008; Ohm et al., 

2007) reinforces the hypothesis that epigenetic silencing mechanisms play a major role in 

both processes. 
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Figure 2. PI3K/Akt Signaling Through Oct4 Maintains the Stem/Progenitor State. Please refer to 

text for full discussion. 
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    The role of Akt signaling in maintaining the stem/progenitor state and in facilitating cell 

fate transitions is complex. Low level Akt signaling maintains cellular quiescence with cells 

predominantly in G0/G1. Its increased activation, however, activates adult stem cells and 

promotes S-Phase entry (Chabanon et al., 2008; Gallia et al., 2009; Kimura and Nakano, 

2009; Kobielak et al., 2007; Kuang et al., 2008; Zhang et al., 2006). Akt signaling may 

inhibit differentiation (Bang et al., 2001) by maintaining neural progenitor self-renewal in a 

dose-dependent fashion (Sinor and Lillien, 2004). By contrast, increased Akt activation may 

also promote neuronal differentiation (Lopez-Carballo et al., 2002). This effect is partly due 

to its Trp53-dependent anti-apoptotic protective function of neural progenitors (Eves et al., 

1998; Tedeschi and Di Giovanni, 2009). 

    The effects of Akt signaling in induced pluripotency are similarly pleiotropic. PI3K/Akt 

signaling promotes de-differentiation of primordial germ cells (PGCs) by inactivating Trp53 

(Kimura and Nakano, 2011). Akt upregulation also supports differentiation of mESCs to 

PGCs (Yamano et al., 2010). These cells maintain their plasticity, however, and can return to 

the pluripotent state by culture in mESC conditions. The absolute requirement for Akt 

signaling in induced pluripotency is unclear because it may promote or inhibit nuclear 

reprogramming. This depends upon the chromatin context (Nakamura et al., 2008). 

Therefore, it appears that dosage effects and other as yet to be defined factors are critical to 

Akt function. Furthermore, the level of Akt signaling may define several metastable 

chromatin states that retain the ability to respond to other signal transduction pathways. 

Despite the discrepancies about Akt function in facilitating cell fate transitions, Trp53-

Cdkn1a activation status appears to be a key regulatory node in modulating its function 

(Hanna et al., 2009; Marion et al., 2009) and maintaining chromatin placticity. At the 
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molecular level, moreover, it appears that activation of Akt signaling impacts two central 

pathways which oppose pluripotency: Gsk3 and Mapk (Lee et al., 2006a; Loh and Lim, 

2011; Qi et al., 2004; Ying et al., 2008; Yuan et al., 2011; Zhang and Liu, 2002). 

 

4.2.2 Oct4 PTMs Abrogate Cellular Checkpoints and Defer DNA  Damage 
Processing  
 
    Akt-mediated phosphorylation and sumoylation of Oct4 create a positive feedback loop, 

which facilitates cell cycle progression and abrogates cellular checkpoints (Figure 1). These, 

in turn, maintain chromatin plasticity by deferring DNA damage processing through 

activation of Akt and inactivation of Trp53. Just as Akt signaling and Trp53-Cdkn1a 

inactivation play a role in mESC pluripotency and induced pluripotency, they are also 

critical regulators of preimplantation development (Gross et al., 2005; Jin et al., 2009; Niwa, 

2007; Riley et al., 2005). The deferral of DNA damage processing by active Akt signaling 

may also cause the mutations observed during the generation of iPS cells (Blanpain et al., 

2011; Gore et al., 2011; Hussein et al., 2011). It remains to be seen, however, if these 

mutations become fixed, and lead to permanent deleterious effects, or are resolved upon 

differentiation. 

    G2/M and G1/S checkpoints signify transitional periods during the cell cycle. These 

phases represent critical junctures when DNA damage may be corrected prior to either 

mitotic cell division or DNA replication. Both checkpoints require Trp53 activation to 

establish and maintain the repair response (Giono and Manfredi, 2006; Siliciano et al., 

1997). In mESCs, however, Trp53 is maintained primarily in its inactive, unphosphorylated 

state that abrogates checkpoint function (Aladjem et al., 1998; Burdon et al., 2002). Despite 
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this inactivation, mESCs do possess a functional DNA repair machinery (Chuykin et al., 

2008) and, when compared to somatic cells, exhibit heightened repair (Hong et al., 2007). 

    Our data indicates that Hmgb2 expression and Akt-mediated phosphorylation of Oct4 

maintain active Akt signaling. This, in turn, promotes cell cycle progression and suppresses 

G2 checkpoint function, even in the presence of DNA damage (Kandel et al., 2002; Xu et al., 

2010). Notably, these cells are refractory to apoptosis. The lack of this modification, 

however, results in Akt inactivation and Brca1 upregulation, which impacts cell cycle 

progression at G2/M and the expression of downstream genes required to coordinate the 

DNA damage response (MacLachlan et al., 2000).   

     

4.2.3 Oct4 Sumoylation Transmits H3K27me3 to Maintain Chromatin 
 Plasticity in the Daughter Cell 
 
    In the absence of Akt signaling, Oct4 sumoylation is required to maintain cell cycle 

progression, as well as H3K27me3 at remodeled sites. Therefore, we propose that Oct4 

sumoylation presents a physical barrier to RnapII passage and maintains chromatin 

placticity: perhaps through interaction with co-repressor complexes. This plasticity is 

required to mark sites that may be activated until the next chromatin state becomes fixed. 

Thus, Oct4 sumoylation is the mechanism that propagates the H3K27me3 mark upon mitotic 

cell division.  

    Oct4 sumoylation at G1 results in increased H3K27me3 enrichment at many 

developmentally regulated loci and G1/S progression.  In addition to the DNA damage 

checkpoint, the cell also undergoes one additional checkpoint during G1/S transition: 

restriction point (R-point). R-point delimits cell passage into S phase and whether DNA 

replication will occur. Nutrient supply affects this decision. Insufficient nutrients, which may 
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result from serum deprivation, inhibit protein synthesis and results in the cell entering a 

quiescent state called G0. R-point is regulated by replication timing decision point (TDP) 

(Gilbert, 2010) during which the origins of DNA replication are set. Since the inability to 

sumoylate Oct4 induces G1 checkpoint and gene expression, this suggests that such 

modification may play a role in regulating R-point, G1/G0 transition, or TDP. Oct4 

sumoylation status could also impact changes in transcriptional programs required during 

nucleosomal disassembly or reassembly (Williams and Tyler, 2007) when paternal histone 

are copied to the nascent strand. 

    While histone marks are inherited following DNA replication, the mechanisms underlying 

this process remain unclear. Nucleosomal disassembly occurs ahead of the replication fork, 

and nucleosomal reassembly occurs after its passage. Then, histones are deposited onto 

DNA in a replication-coupled manner (Perry et al., 1993) as the replication fork progresses. 

Evidence suggests that histones H3 and H4 may remain associated with DNA during 

replication fork passage (Gruss et al., 1993). Whether H3/H4 associates as a dimer or a 

tetramer, however, is still in question (Xu and Zhu, 2010) and is an important consideration 

for propagation of the H3K27me3 mark. 

    H3K27me3 can be stably inherited for many cell divisions (Hansen et al., 2008; 

Margueron et al., 2009). Perhaps this parentally marked histone functions as a template to 

transfer epigenetic modifications to newly synthesized histones when they are incorporated 

into the nascent DNA strand (Francis, 2009). The discrepant data may yet be resolved by 

observing H3K27me3 inheritance in self-renewing versus differentiating cells. Our results 

suggest that the H3K27me3 mark is faithfully inherited in both DNA strands only when 

Oct4 is sumoylated. The G1 checkpoint established upon loss of Oct4 sumoylation implies 
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that this pause may be necessary to allow chromatin reorganization to reset replication 

origins in the differentiating cell (Perry et al., 2004). Oct4 sumoylation consequently, may 

act within the replication timing decision point to maintain H3K27me3 within chromatin and 

enforce the existing chromatin state. 

    The spatial organization of chromatin within the nucleus is a reflection of the expression 

state of the genes contained within specific genomic loci. Chromatin organization may also 

facilitate access of the regulatory machinery required during cell fate transitions to specific 

genomic loci. In mESCs, repressed genes are marked by H3K27me3 in their promoter 

regions and are compartmentalized at the nuclear periphery (Galy et al., 2000). Upon 

differentiation, however, this repressive mark is removed and the locus relocates to the 

nuclear centre (Chambeyron and Bickmore, 2004). Localization of genes at the nuclear 

periphery, in close proximity to Pml nuclear bodies (NBs) and to the nuclear pore, however, 

does not invariably lead to repression. Rather, the ability to activate or repress these genes is 

dependent upon promoter sequence and Pml NB composition (Block et al., 2006). 

    Oct4 interacts with Pml (Liang et al., 2008a). Pml Nbs function to facilitate cell fate 

transitions as predetermined processing sites for damaged DNA (Boe et al., 2006). Pml NBs 

are cytoplasmically localized during M and G1 (Jul-Larsen et al., 2009). Pml acts to stabilize 

and concentrate DNA repair genes at nuclear pores in a SUMO1 dependent manner at G2/M, 

upon cellular stress, or upon DNA damage (Nagai et al., 2011; Saitoh et al., 2006; Xu et al., 

2003; Zhao et al., 2009). Importantly, SUMO1-dependent recruitment of DNA repair genes 

has been shown to facilitate chromatin remodeling within Pml-NBs (Luciani et al., 2006). 

Taken together, our data suggests that Oct4 dephosphorylation and Akt inactivation would 

promote chromatin remodeling in Pml NBs. This remodeling event would subsequently be 
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enforced at the next G1/S transition only if Oct4 is not sumoylated and the H3K27me3 mark 

is not inherited. 
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4.3 Limitations of the Dissertation Research  

        As with all research, this dissertation is not without limitations. Critical examination of 

of the scientific methodology employed and results described within this work is required to 

fully understand its impact and contribution to the study of transcriptional regulation in 

pluripotency. Some of these limitations may provide direction for future research, as 

outlined in section 4.4. We will therefore next explore the major limitations of the findings 

described in Chapters 2 and 3 of this thesis. 

    In Chapter 2 transcript level gene co-expression data was examined in a wide array of 

stem cell populations and their differentiated derivatives. A bioinformatics approach was 

then used to identify genes whose expression tracked with Oct4 transcript. The rationale was 

that this approach could lead to increased understanding of Oct4 function, and in particular, 

the transcriptional modules in which Oct4 participated to maintain the pluripotent state. The 

impact of this study was hampered by three major limitations in the methodological 

approach employed for validation of data. First, the ChIP-seq assays described in our study 

interrogated only a small subset of the genes correlated to Oct4 in this study. More 

comprehensive approaches, such as ChIP on Chip or ChIP-Seq, would have provided much 

stronger evidence for Oct4 binding and its putative impact on expression of the bound genes. 

Second, binding of Oct4 at specific loci does not necessarily suggest transcriptional 

regulation. Oct4 knockdown or over-expression studies would be required to substantiate 

this claim which were not performed in this study. Third, this work did not validate the role 

of any of the individual genes, or the enriched GO categories identified with respect to their 

involvement in pluripotency or differentiation. Nonetheless, many studies either cited in the 

original PlosOne publications or within the body of this thesis have subsequently validated 



 

 

173 

much of our data and point to the contribution of this work to pluripotent stem cell biology 

in expanding the repertoire of genes and gene function implicated in maintaining this state. 

    Chapter 3 subsequently attempted to characterize changes in the Oct4 regulome, which 

might lead to an enhanced mechanistic understanding of the factors that maintain 

pluripotency and those which facilitate cell fate transitions. The studies in this chapter 

focused upon Akt signaling and PTM-dependent regulation of Oct4 function. The 

interpretation of our data was limited by several shortcomings both technical and 

methodological in nature. First, the data presented in Chapter 3 did not provide additional 

evidence of Oct4 sumoylation, nor did it seek to describe its relationship to Akt-mediated 

phosphorylation or other Oct4 PTMs. Since both Oct4 sumoylation and Akt-mediated 

phosphorylation have both been described as a stabilizing force to Oct4 protein (Lin et al., 

2012; Wei et al., 2007) and this work, it will be important to determine whether they act 

individually or in a cumulative manner in future studies. Next, the IP-kinase assay data 

presented in Chapter 3, Figure 2 of this work did not definitively prove that Oct4 was a 

direct Akt substrate in ESCs. However when combined with the findings in two subsequent 

plublications (Brumbaugh et al., 2012; Lin et al., 2012) that provided mass spectrometry data 

in hESCs and IP-kinase data employing recombinantly produded Akt, our data corroborates 

these findings and also suggests the importance of the loss of Oct4 phosphorylation at T228 

(in mouse) in facilitating cell fate transitions. Finally, Chapter 3 lacked in vivo data, which 

would be important to substantiate the biological role of Oct4 PTMs during early 

development. In particular, the assessment of Akt signaling, Oct4 phosphorylation and 

interaction with Hmgb2 and the SET complex within pre-implantation blastocysts would 

help to further dissect the role of this feedback regulatory network during early development. 
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As well, the development of Oct4 knock-in PTM mutant models (either global or tissue 

specific expression) would further help to assess their regulatory role in Oct4 function during 

normal development and in disease. These models would be exceptionally useful in 

dissecting out the epigenetic and transcriptional deregulation that is a hallmark of cancer. 

They may also provide insight into the initial events that lead to the transformed state as 

opposed to those which underly cancer progression and the concomitant cellular 

heterogeneity that renders cancer refractory to current treatment regimens. 
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4.4 Future Directions 

    Continued study of the link between signal transduction and epigenetic regulation of gene 

expression will provide insight into how their dysregulation causes disease. This knowledge 

will provide a more rational basis for the treatment and eventual cure of differentiation 

defective diseases such as neurodegenerative disorders, myopathies, and cancer. We have 

highlighted an important role for Akt signaling through Oct4 in maintaining the primitive 

stem cell state in this study. Although our observations have been made based upon global 

modulation of Oct4, insight into locus specific regulation of Oct4 function will be of 

paramount importance for an enhanced understanding of self-renewal, differentiation, 

cellular reprogramming, and the diseased state. 

 

4.4.1 The Role of Oct4 and Hmgb2 in PcG Recruitment 

    Several questions arise from our research into the role of Oct4 interaction with Hmgb2. 

The answers to these questions may further illuminate the process of cell fate transitions. 

First, does Hmgb2 play a role in facilitating chromatin looping during mitotic progression? 

This question could easily be addressed through a 3C approach and would clarify the 

mechanism whereby specific genomic loci are made accessible to Pml Nbs to facilitate 

chromatin remodeling. Based on our model (Figure 1) we predict that Hmgb2 is retained at 

loci only where Oct4 remained phosphorylated. As a result, the looped out regions would not 

contact Pml Nbs and would not undergo remodeling. Second, does Hmgb2 directly function 

as a PcG recruiter, or is its role indirect, perhaps through interaction with Oct4 or other 

proteins? Our results indicate that Oct4 and Hmgb2 together modulate the expression of PcG 

and TrxG proteins. Since their interaction and co-recruitment to chromatin is also required to 
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maintain bivalent domains, this suggests that Oct4 and Hmgb2 participate in PcG 

recruitment. More direct evidence, demonstrating Hmgb2 interaction with Phc1 or other PcG 

members, would delineate the role of Hmgb2 as a PcG recruiter. Study of the Hmgb2 

interactome in the presence or absence of Oct4 expression would clarify whether Hmgb2 

functions alone in this respect, or whether interaction with Oct4 is required to direct Hmgb2 

to specific loci. High-throughput genomics and proteomics approaches like ChIP-Seq and 

mass spectrometry that are subsequently validated via ChIP-PCR and immunoprecipitation 

will address these questions. Finally, is the G(A) motif, recognized by Hmgb2, required for 

PRE function? This question could be answered through complementary in vitro and in vivo 

approaches. Luciferase-based assays, using Oct4 target loci, plus and minus the G(A) motif 

would determine if loss of this motif mediates heightened activation of the reporter. In vivo 

approaches studying the impact of G(A) motif deletion will help to elucidate the functional 

relevance of this motif in maintaining PcG repression and averting homeotic transformation 

during early development (in mice). The Hoxb1 locus would be a priority candidate for this 

type of study. 

 

4.4.2 What lies Upstream of Oct4 and Hmgb2 PTMs? 

    It will also be important to determine the factors that lie upstream of Oct4 and Hmgb2 

sumoylation. Likewise, understanding how they, in turn, are regulated may provide clues 

into the spatio-temporal function of Hmgb2 and Oct4. For example, our data suggests that 

Hmgb2 sumoylation plays a role in mitotic chromatin condensation. A potential candidate 

for Hmgb2 symoylation is E3 Ligase Cbx4, whose overexpression leads to a block at G2/M 

(Dahiya et al., 2001). Cbx4 has also been found to regulate the recruitment of Bmi1, other 
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PcG members, and DNA repair proteins to sites of DNA damage (Gieni et al., 2011; Ismail 

et al., 2010; Ismail et al., 2012), suggesting that Cbx4 mediated sumoylation is required for 

repair of DNA damage. We also propose that Senp5 is a contender for catalyzing Hmgb2 

desumoylation since it localizes to the nuclear periphery prior to nuclear envelope 

breakdown (Zunino et al., 2009). Although Hmgb2 sumoylation may direct chromatin 

looping to maintain the repressed state, its desumoylation would be required for nuclear 

envelope breakdown and mitotic progression. Standard molecular approaches such as 

knockdown, overexpression, and in vitro sumoylation assays would help to clarify the 

potential roles of Senp5 and Cbx4 upon Hmgb2 function. 

    Identification of candidate regulators for Oct4 sumoylation may be intractable since it 

interacts with sumoylated proteins, including Ubc9. In addition, certain SIM containing 

sumo substrates may not require an E3 SUMO ligase; association with Ubc9, the sole E2 

SUMO ligase may be sufficient to effect sumoylation (Jakobs et al., 2007). Nevertheless, 

since global increases in Sumo conjugates and initiation of the  DNA Damage Response was 

observed in our Oct4 Akt-mutant sublines, DNA damage regulated Topors (Lin et al., 

2005a) represents a likely candidate for modification of Oct4. We also predict that Sumo 

protease Senp2, which facilitates G1/S progression (Chiu et al., 2008), may function in Oct4 

de-sumoylation. Topors and Senp2 might therefore act as toggle switches to first negotiate 

TDP, by mediating Oct4 sumoylation, and then G1 DNA damage checkpoint, by removal of 

this modification since overexpression of Topors may lead to G1 arrest (Saleem et al., 2004; 

Yang et al., 2010). As well, in Drosophila, dTopors has been identified as a chromatin 

insulator (Capelson and Corces, 2005), suggesting that site-dependent regulation of Topors 

function may mediate long-range chromatin looping to facilitate a repressive chromatin state 
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at sites of DNA damage (Comet et al., 2011). Similar approaches as those taken for Hmgb2 

can also be utilized to clarify the potential role of Topors and Senp2 upon Oct4 sumoylation. 

Likewise, they can also be used to explore whether Oct4 may be marked at K118 by other 

modifications, the temporal progression of these events, their in vivo functional relevance, 

and whether specific modifications may prohibit or facilitate subsequent modifications. 

 

4.4.3 The Role of Oct4 in a Sustained DNA Damage Response  

    The role of Oct4 beyond the initiation of the DNA damage response remains unknown. 

Our results indicate that Trp53, Parp1, Brca1, Cdkn1a, γH2Ax, and other genes implicated in 

the response to DNA damage are upregulated in cells expressing Akt phospho-mutant 

versions of Oct4. It is known that Oct4 also interacts with many of these genes. Future 

studies aimed at dissecting their PTM-dependent recruitment to DNA repair foci, perhaps via 

interaction with Oct4's SIM is warranted. 

    Insight into the PTM-dependent ability of Oct4 to abrogate cellular checkpoints despite 

the increase in Cdkn1a protein level expression may come from continued study of its 

function within the context of the SET complex. Specifically, Oct4 interaction with Set and 

Hmgb2 may provide insight into abrogation of the G2/M, G1/S observed in the Oct4 mutant 

expressing cells. For example, overexpression of Set blocks G2/M transition by inhibiting 

Cyclin b-cdk1 activity (Canela et al., 2003). Set also inhibits Pp2a, which regulates Akt 

phosphorylation and controls mitotic exit (Forester et al., 2007). Therefore, we hypothesize 

that Oct4 phosphorylation would promote interaction with Set and sumoylated Hmgb2. 

Upon Hmgb2 desumoylation or Oct4 dephosphorylation, however, the complex would 

destabilize, Set's inhibition of Pp2a would be released, and the checkpoint would be 
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successfully negotiated. Investigation of the potential role of Pp2a as the phosphatase for 

Oct4 T228p would also be warranted in light of this hypothesis. Set also inhibits Cdkn1a 

modulation of Cyclin E/Cdk2 complexes and promotes G1/S transition (Estanyol et al., 

1999). Cdkn1a inactivation, by Oct4-Set, and abrogation of G1 checkpoint may be related to 

SAC abrogation (Chan et al., 2008). 

    The relationship between Oct4 and Nme1 facilitating cell fate transitions warrants further 

attention. SET Complex member Nme1 is a DNAse which facilitates single strand (ssDNA) 

nicking (Zhao et al., 2007). mESCs routinely exhibit non-induced ssDNA breaks and display 

γH2AX foci during G2/M (Chuykin et al., 2008). However, these ssDNA breaks are usually 

resolved and do not necessarily lead to a sustained DNA damage response or to apoptotic 

cell death. This suggests therefore that ssDNA breaks may function normally during G2/M 

progression in the absence of further genomic insult. Consequently, Oct4 may recruit Nme1 

to target specific genomic loci for ssDNA nicking to facilitate normal mitotic progression. 

    Atr activation and recruitment to stalled replication forks in a γH2AX-dependent manner 

in S-phase cells in the presence of ssDNA breaks is an initial step in activation of a "full 

blown" DNA damage response (Ward et al., 2004). Since Oct4 sumoylation promotes G1 

transition, and Senp2 overexpression blocks cell-cycle progression at G1/S, we predict that 

concerted sumoylation and de-sumoylation of Oct4 is required to avert replication fork 

stalling at bivalent domain containing loci, which have a stalled RnapII. The inability to de-

sumoylate Oct4, however, may result in transcription and replication fork collision. The 

activation of SET complex members Anp32a and Tnfsf13 leads to induction of dsDNA 

breaks via apoptosome formation and Caspase mediated activation of Dffb (Lieberman and 

Fan, 2003). This apoptotic SET sub-complex is inhibited, however, through sustained 
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interaction with Hmgb2 and Set. Consequently, we would hypothesize that Oct4 interaction 

with Hmgb2 and Set would hinder dsDNA breaks and chromatin remodeling at G2/M, 

leading to differentiation. Continued ChIP-Seq, ChIP-PCR, gene expression, and interaction 

studies in cells expressing Oct4 wild-type and mutant constructs will illuminate the complex 

interactions occurring at Oct4 regulated loci during cell cycle progression and cell fate 

transitions. 

 

4.4.4 Oct4/SET Complex Function in Cell Fate Transitions  

    DNA damage must be repaired following checkpoint activation prior to cell-cycle 

resumption. Just as Oct4 initiates the response to DNA damage, we hypothesize that it may 

also function in processing and resolution of the accrued lesions. The sumoylation 

interaction motif (SIM; motif found to facilitate interaction with sumoylated proteins) 

contained within the POUH domain of Oct4 may function to recruit sumoylated proteins to 

Pml Nbs. It is known that the spatio-temporal recruitment of several DNA repair proteins, 

which are transcriptionally regulated by and with which Oct4 interacts (Campbell et al., 

2007; Pardo et al., 2010), are required for successful repair of dsDNA breaks (Hemberger et 

al., 2003; Heo et al., 2008; MacLachlan et al., 2000; Wang et al., 2000). Moreover, high 

molecular weight conjugates of several DNA repair genes and global upregulation of Sumo 

conjugates are observed in Oct4 Akt mutant expressing cells. These findings highlight the 

potential role of Oct4 phosphorylation status and its SIM in facilitating the formation of non-

covalent Ubc9 complexes during the DNA damage response (Prudden et al., 2011). ChIP-

Seq analysis of Oct4 SIM deletion mutants, combined with gene expression profiling, will 

clarify whether this motif is required in recruitment of Sumo modified targets to or from 
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damaged sites. It will also reveal the impact of interactions mediated through Oct4's SIM to 

transcript level expression. Recent studies indicating that several PcG members are 

sumoylated (Riising et al., 2008), further underscores the potential importance of Oct4 SIM 

in facilitating their recruitment to facilitate transcriptional change following the damage 

response. 

    Hmgb2 recruitment to repressed sites decreases as the gene undergoes activation, whereas 

enrichment of Hmgb1 increases (Supplementary Fig. 5). Although the association of Hmgb1 

and Hmgb2 with chromatin is usually transient (Bianchi and Agresti, 2005), Hmgb1 binding 

is greatly enhanced upon histone 4 (H4) deacetylation in apoptotic cells (Scaffidi et al., 

2002).  Hmgb1 possesses a distinct ability to recognize unusual DNA structures such as 

broken or looped DNA where it interacts with Trp53 (Jaouen et al., 2005; Stros et al., 2004) 

and interferes with formation of the PIC (Sutrias-Grau et al., 1999). Hmgb1, however, also is 

able to resolve aberrant DNA structures which leads to release of transcriptional arrest 

(Waga et al., 1990). Consequently, we propose that cell fate transitions are mediated by the 

exchange of Hmgb1 and Hmgb2 binding at Oct4 targets.  

    Future studies employing knockdown and overexpression of Hmgb1 and Hmgb2 will 

allow us to assess the functional relevance of their exchange during cell fate transitions. 

Moreover, ChIP-Seq analysis of their enrichment at Oct4 targets in cells expressing wild-

type and mutant constructs, combined with gene expression profiling, will allow us to assess 

the impact of these genes upon changes in transcriptional programs. Hmgb1/2-/- double 

knockout (DKO) mice succumb embryonically (Bianchi and Agresti, 2005). Single 

knockouts of Hmgb1 or Hmgb2 are however, viable.  Hmgb1-/- mice succumb perinatally 

due to immune dysfunction. By contrast, Hmgb2-/- mice display reduced fertility in males 
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due to increased apoptosis of germ cells in the seminiferous tubules and immotile 

spermatozoa (Ronfani et al., 2001). In light of its recently described role as a cytokine 

(Degryse and de Virgilio, 2003) which is active in stem cell recruitment (Palumbo and 

Bianchi, 2004), and its ability to substitute for Sox2 in preimplantation embryonic 

development (Xie et al., 2010), Hmgb1 may provide a link between niche induced signaling 

and inflammatory responses (De Santa et al., 2007) associated with PcG silencing. 

Moreover, it will be of utmost interest to assess the feasibility of iPS cell generation in 

Hmgb2-/-, Hmgb1-/-, or combined Hmgb1/2-/- somatic cells. 
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4.5 Final Thoughts 

     Oct4 remains at the forefront of a regulatory network that maintains embryonic stem cell 

self-renewal and facilitates cell fate transitions. In response to dynamic Akt signaling, 

transcriptional poise is maintained at developmentally restricted loci in an Oct4 and Hmgb2 

PTM-dependent manner. Our studies suggest that Oct4 modulates the expression of genes 

with which it subsequently interacts to promote cell cycle progression, self-renewal, and 

pluripotency. Activation of the DNA damage response and cell fate transitions may ensue in 

the absence of a functional Akt-Oct4-Hmgb2 regulatory feedback loop. Successful 

resolution of the transition will result in altered gene expression programs and changes in 

cellular phenotype. Inefficient DNA repair, however, may lead to the diseased state. Further 

understanding of the PTM-dependent impact of Akt, Oct4, and Hmgb2 in this process will 

help gauge the effectiveness of chemotherapeutic strategies and provide novel targets for the 

application of newly developed or existing agents (Lee et al., 2009; Yang et al., 2009). 

 



 

 

 

References________________________________________ 



 

 

185 

References 
 

Agger, K., Cloos, P.A., Christensen, J., Pasini, D., Rose, D., Rose, S., Rappsilber, J., Issaeva, 

I., Canaani, E., Salcini, A.E., et al. (2007). UTX and JMJD3 are histone H3K27 

demethylases involved in HOX gene regulation and development. Nature 449, 731-735. 

Akasaka, T., Takahashi, N., Suzuki, M., Koseki, H., Bodmer, R., and Koga, H. (2002). 

MBLR, a new RING finger protein resembling mammalian Polycomb gene products, is 

regulated by cell cycle-dependent phosphorylation. Genes to Cells 7, 835-850. 

Aladjem, M.I., Spike, B.T., Rodewald, L.W., Hope, T.J., Klemm, M., Jaenisch, R., and 

Wahl, G.M. (1998). ES cells do not activate p53-dependent stress responses and undergo 

p53-independent apoptosis in response to DNA damage. Current biology : CB 8, 145-155. 

Altiok, S., Batt, D., Altiok, N., Papautsky, A., Downward, J., Roberts, T.M., and Avraham, 

H. (1999). Heregulin Induces Phosphorylation of BRCA1 through Phosphatidylinositol 3-

Kinase/AKT in Breast Cancer Cells. Journal of Biological Chemistry 274, 32274-32278. 

Altomare, D. A., and Testa, J.R.q. (2005). Perturbations of the AKT signaling pathway in 

human cancer. Oncogene 24, 7455-7464. 

Amariglio, N., Hirschberg, A., Scheithauer, B.W., Cohen, Y., Loewenthal, R., Trakhtenbrot, 

L., Paz, N., Koren-Michowitz, M., Waldman, D., Leider-Trejo, L., et al. (2009). Donor-

derived brain tumor following neural stem cell transplantation in an Ataxia Telangiectasia 

patient. PLoS Medicine 6, e1000029. 

Anensen, N., Haaland, I., D'Santos, C., Van Belle, W., and Gjertsen, B.T. (2006). 

Proteomics of p53 in diagnostics and therapy of acute myeloid leukemia. Current 

Pharmacological Biotechnology 7, 199-207. 

Antonchuck, J., Sauvageau, G., and Humphries, R.K. (1999). Hoxb4-induced expansion of 

adult hematopoietic stem cells ex vivo. Cell 109, 39-45. 



 

 

186 

Aoto, T., Saitoh, N., Sakamoto, Y., Watanabe, S., and Nakao, M. (2008). Polycomb Group 

Protein-associated chromatin is reproduced in post-mitotic G1 phase and is required for S 

phase progression. The Journal of Biological Chemistry 283, 18905-18915. 

Arenkiel, B.R., Tvrdik, P., Gaufo, G.O., and Capecchi, M.R. (2004). Hoxb1 functions in 

both motoneurons and in tissues of the periphery to establish and maintain the proper 

neuronal circuitry. Genes Dev 18, 1539-1552. 

Arias, A.M., and Hayward, P. (2006). Filtering transcriptional noise during development: 

concepts and mechanisms. Nature 7, 34-44. 

Armstrong, J. (2007). Negotiating the nucleosome: factors that allow RNA polymerase II to 

elongate through chromatin. Biochemistry and Cell Biology 85, 426-434. 

Armstrong, L., Hughes, O., Yung, S., Hyslop, L., Stewart, R., Wappler, I., Peters, H., 

Walter, T., Stojkovic, P., Evans, J., et al. (2006). The role of PI3K/AKT, MAPK/ERK and 

NFκβ signalling in the maintenance of human embryonic stem cell pluripotency and viability 

highlighted by transcriptional profiling and functional analysis. Human Molecular Genetics 

15, 1894-1913. 

Atlasi, Y., Mowla, S.J., Ziaee, S.A.M., Gokhale, P.J., and Andrews, P.W. (2008). OCT4 

spliced variants are differentially expressed in human pluripotent and non-pluripotent cells. 

Stem Cells. 

Avilion, A.A., Nicolis, S.K., Pevny, L.H., Perez, L., Vivian, N., and Lovell-Badge, R. 

(2003). Multipotent cell lineages in early mouse development depend on SOX2 function. 

Genes Dev 17, 126-140. 

Azuara, V., Perry, P., Sauer, S., Spivakov, M., Jorgensen, H.F., John, R.M., Gouti, M., 

Casanova, M., Warnes, G., Merkenschlager, M., et al. (2006). Chromatin signatures of 

pluripotent cell lines. Nature Cell Biology. 

Babaie, Y., Herwig, R., Greber, B., Brink, T.C., Wruck, W., Groth, D., Lehrach, H., Burdon, 

T., and Adjaye, J. (2007). Analysis of Oct4-dependent transcriptional networks regulating 

self-renewal and pluripotency in human embryonic stem cells. Stem Cells 25, 500-510. 



 

 

187 

Bader, A.G., Kang, S., Zhao, L., and Vogt, P.K. (2005). Oncogenic PI3K deregulates 

transcription and translation. Nature Reviews Cancer 5, 921-929. 

Ballas, N., Grunseich, C., Lu, D.D., Speh, J.C., and Mandel, G. (2005). REST and Its 

Corepressors Mediate Plasticity of Neuronal Gene Chromatin throughout Neurogenesis. Cell 

121, 645-657. 

Bang, O., Park, E., Yang, S., Lee, S., Franke, T., and Kang, S. (2001). Overexpression of 

Akt inhibits NGF-induced growth arrest and neuronal differentiation of PC12 cells. J Cell 

Sci 114, 81-88. 

Bantignies, F., and Cavalli, G. (2006). Cellular memory and dynamic regulation of 

polycomb group proteins. Current Opinion in Cell Biology 18, 275-283. 

Bar, M., Wyman, S.K., Fritz, B.R., Qi, J., Garg, K.S., Parkin, R.K., Kroh, E.M., Bendoraite, 

A., Mitchell, P.S., Nelson, A.M., et al. (2008). MicroRNA discovery and profiling in human 

embryonic stem cells by deep sequencing of small RNA libraries. Stem Cells 26, 2496-2505. 

Barber, B.A., and Rastegar, M. (2010). Epigenetic control of Hox genes during 

neurogenesis, development, and disease. Annals of Anatomy - Anatomischer Anzeiger 192, 

261-274. 

Barnea, E., and Bergman, Y. (2000). Synergy of SF1 and RAR in activation of Oct-3/4 

promoter. Journal of Biological Chemistry 275, 6608-6619. 

Barre, B., and Perkins, N.D. (2007). A cell cycle regulatory network controlling NF-kB 

subunit activity and function. The EMBO Journal 26, 4841-4855. 

Bartek, J., and Lukas, J. (2001). Pathways governing G1/S transition and their response to 

DNA damage. Federation of Biochemical Societies 490, 117-122. 

Batlle E, H.J., Beghtel H, van den Born MM, Sancho E, Huls G, Meeldijk J, Robertson J, 

van de Wetering M, Pawson T, Clevers H. (2002). B-catenin and TCF mediate stem cell 

positioning in the intestinal epitheleum by controlling the expression of EphB/ephrinB. Cell 

111, 251-263. 



 

 

188 

Becker, A.J., McCulloch, E.A., and Till, J.E. (1963). Cytological demonstration of the clonal 

nature of spleen colonies derived from transplanted mouse marrow cells. Nature 197, 452-

454. 

Beissbarth, T., and Speed, T.P. (2004). GOstat: find statistically overrepresented Gene 

Ontologies within a group of genes. Bioinformatics 20, 1464-1465. 

Bell, E., Wingate, R.J.T., and Lumsden, A. (1999). Homeotic Transformation of 

Rhombomere Identity After Localized Hoxb1 Misexpression. Science 284, 2168-2171. 

Belotserkovskaya, R., and Reinberg, D. (2004). Facts about FACT and transcript elongation 

through chromatin. Current Opinion in Genetics & Development 14, 139-146. 

Ben-Porath, I., Thomson, M.W., Carey, V.J., Ge, R., Bell, G.W., Regev, A., and Weinberg, 

R.A. (2008). An embryonic stem cell-like gen expression signature in poorly differentiated 

aggressive human tumors. Nature Genetics 40, 499-506. 

Benevolenskaya, E.V., Murray, H.L., Branton, P., Young, R.A., and Kaelin, J., William G. 

(2005). Binding of pRB to the PHD Protein RBP2 Promotes Cellular Differentiation. 

Molecular Cell 18, 623-635. 

Bergink, S., Salomons, F.A., Hoogstraten, D., Groothuis, T.A., de Waard, H., Wu, J., Yuan, 

L., Citterio, E., Houstsmuller, A.B., Neefjes, J., et al. (2006). DNA damage triggers 

nucleotide excision repair-dependent monoubiquitylation of histone H2A. Genes and 

Development 20, 1343-1352. 

Bernstein, B.E., Mikkelsen, T.S., Xie, X., Kamal, M., Huebert, D.J., Cuff, J., Fry, B., 

Meissner, A., Wernig, M., Plath, K., et al. (2006). A Bivalent Chromatin Structure Marks 

Key Developmental Genes in Embryonic Stem Cells. Cell 125, 315-326. 

Bhagavatula, M.R.K., Fan, C., Shen, G.-Q., Cassano, J., Plow, E.F., Topol, E.J., and Wang, 

Q. (2004). Transcription factor MEF2A mutations in patients with coronary artery disease. 

Hum Mol Genet 13, 3181-3188. 



 

 

189 

Bianchi, M.E., and Agresti, A. (2005). HMG proteins: dynamic players in gene regulation 

and differentiation. Current Opinion in Genetics & Development 15, 496-506. 

Blais, A., van Oevelen, C.J.C., Margueron, R., Acosta-Alvear, D., and Dynlacht, B.D. 

(2007). Retinoblastoma tumor suppressor protein-dependent methylation of histone H3 

lysine 27 is associated with irreversible cell cycle exit. The Journal of Cell Biology 179, 

1399-1412. 

Blanpain, C., Mohrin, M., Sotiropoulou, P.A., and PasseguÈ, E. (2011). DNA-Damage 

Response in Tissue-Specific and Cancer Stem Cells. Cell Stem Cell 8, 16-29. 

Block, G.J., Eskiw, C.H., Dellaire, G., and Bazett-Jones, D.P. (2006). Transcriptional 

Regulation Is Affected by Subnuclear Targeting of Reporter Plasmids to PML Nuclear 

Bodies. Mol Cell Biol 26, 8814-8825. 

Boe, S.O., Haave, M., Jul-Larsen, A., Grudic, A., Bjerkvig, R., and Lonning, P.E. (2006). 

Promyelocytic leukemia nuclear bodies are predetermined processing sites for damaged 

DNA. J Cell Sci 119, 3284-3295. 

Boehme, K.A., Kiulikov, R., and Blattner, C. (2008). p53 stabilization in response to DNA 

damage requires Akt/PKB and DNA-PK. Proceedings of the National Academy of Sciences 

USA 105, 7785-7790. 

Boiani, M., and Scholer, H. (2005). Regulatory networks in embryo-derived pluripotent stem 

cells. Nature Reviews Molecular and Cellular Biology 6, 872-884. 

Bolstad, B.M., Irizarry, R.A., Astrand, M., and Speed, T.P. (2003). A comparison of 

normalization methods for high density oligonucleotide array data based on variance and 

bias. Bioinformatics 19, 185-193. 

Bonenfant, D., Towbin, H., Coulot, Schindler, P., Mueller, D.R., and van Oostrum, J. 

(2007). Analysis of dynamic changes in post-translational modifications of human histones 

during cell cycle by mass spectrometry. Molecular and Cellular Proteomics 6, 1917-1932. 



 

 

190 

Borozdin, W., Boehm, D., Leipoldt, M., Wilhelm, C., Reardon, W., Clayton-Smith, J., 

Becker, K., Muhlendyck, H., Winter, R., Giray, O., et al. (2004). SALL4 deletions are a 

common cause of Okihiro and acro-renal-ocular syndromes and confirm haploinsufficiency 

as the pathogenic mechanism. J Med Genet 41, e113. 

Botquin, V., Hess, H., Fuhrnamm, G., Anastassiadis, C., Gross, M.K., Vriend, G., and 

Scholer, H. (1998). New POU dimer configuration mediates antagonistic control of an 

osteopontin preimplantation enhancer by Oct-4 and Sox-2. Genes and Development 12, 

2073-2090. 

Boyer, L.A., Lee, T.I., Cole, M.F., Johnstone, S.E., Levine, S.S., Zucker, J.P., Guenther, 

M.G., Kumar, R.M., Murray, H.L., and Jenner, R.G. (2005). Core Transcriptional 

Regulatory Circuitry in Human Embryonic Stem Cells. Cell 122, 1-10. 

Boyer, L.A., Plath, K., Zeitlinger, J., Brambrink, T., Medeiros, L.A., Lee, T.I., Levine, S.S., 

Wernig, M., Tajonar, A., Ray, M.K., et al. (2006). Polycomb complexes repress 

developmental regulators in murine embryonic stem cells. Nature 441, 349-353. 

Bracken, A.P., Dietrich, N., Pasini, D., Hansen, K.H., and Helin, K. (2006). Genome-wide 

mapping of PcG trget genes unravels their roles in cell fate transitions. Genes and 

Development 20, 1123-1136. 

Brandenberger, R., Wei, H., Zhang, S., Lei, S., Murage, J., Fisk, G.J., Li, Y., Xu, C., Fang, 

R., and Guegler, K. (2004). Transcriptome characterization elucidates signaling networks 

that control human ES cell growth and differentiation. Nat Biotechnol 22, 707 - 716. 

Brehm, A., Ohbo, K., and Scholer, H. (1997). The carboxy-terminal transactivation domain 

of Oct-4 acquires cell specificity through the POU domain. Molecular and Cellular Biology 

17, 154-162. 

Briggs, S.D., Xiao, T., Sun, Z.-W., Caldwell, J.A., Shabanowitz, J., Hunt, D.F., Allis, C.D., 

and Strahl, B.D. (2002). Trans-histone regulatory pathway in chromatin. Nature 418, 498. 

Broceno, C., Wilkie, S., and Mittnacht, S. (2002). RB activation defect in tumor cell lines. 

Proceedings of the National Academy of Sciences 99, 14200-14205. 



 

 

191 

Brons, I.G., Smithers, L.E., Trotter, M.W., Rugg-Gunn, P., Sun, B., Chuva de Sousa Lopes, 

S.M., Howlett, S.K., Clarkson, A., Ahrlund-Richter, L., Pedersen, R.A., et al. (2007). 

Derivation of pluripotent epiblast stem cells from mammalian embryos. Nature 448, 191-

195. 

Bruggeman, S.W.M., Valk-Lingbeek, M.E., van der Stoop, P.P.M., Jacobs, J.J.L., Kieboom, 

K., Tanger, E., Hulsman, D., Leung, C., Arsenijevic, Y., Marino, S., et al. (2005). Ink4a and 

Arf differentially affect cell proliferation and neural stem cell self-renewal in Bmi1-deficient 

mice. Genes and Development 19, 1438-1443. 

Brumbaugh, J., Hou, Z., Russell, J.D., Howden, S.E., Yu, P., Ledvina, A.R., Coon, J.J., and 

Thomson, J.A. (2012). Phosphorylation regulates human OCT4. Proceedings of the National 

Academy of Sciences. 

Burdon, T., Smith, A., and Savatier, P. (2002). Signalling, cell cycle, and pluripotency in 

embryonic stem cells. Trends in Cell Biology 12, 432-438. 

Burgess, S., Reim, Gerlinde, Chen, Wenbiao, Hopkins, Nancy, Brand, Michael (2003). The 

zebrafish spiel-ohne-grenzen (spg) gene encodes the POU domain protein Pou2 related to 

mammalian Oct4 and is essential for formation of the midbrain and hindbrain, and for pre-

gastrula morphgenesis. Development 129, 905-916. 

Butteroni, C., De Felici, M., Scholer, H.R., and Pesce, M. (2000). Phage display screening 

reveals an association between germline-specific transcription factor Oct-4 and multiple 

cellular proteins. Journal of Molecular Biology 304, 529-540. 

Cairns, B.R. (2005). Chromatin remodeling complexes: strength in diversity, precision 

through specialization. Current Opinion in Genetics & Development 15, 185-190. 

Camblong, J., Iglesias, M., Fickentscher, C., Dieppois, G., and Stutz, F. (2007). Antisense 

RNA stabilization induces transcriptional gene silencing via histone deacetlyation in 

S.cerevisiae. Cell 131, 706-717. 

Campbell, P.A., Perez-Iratxeta, C., Andrade-Navarro, M.A., and Rudnicki, M.A. (2007). 

Oct4 targets regulatory nodes to modulate stem cell function. PLoS ONE 2, e553. 



 

 

192 

Canela, N., Rodriguez-Vilarrupla, A., Estanyol, J.M., Diaz, C., Pujol, M.J., Agell, N., and 

Bachs, O. (2003). The SET protein regulates G2/M transition by modulating cyclin B- 

cyclin-dependent kinase 1 activity. The Journal of Biological Chemistry 278, 1158-1164. 

Cao, R., Tsukada, Y., and Zhang, Y. (2005). Role of Bmi-1 and Ring1A in H2A 

unbiquitylation and Hox gene silencing. Molecular Cell 20, 845-854. 

Capelson, M., and Corces, V.G. (2005). The Ubiquitin Ligase dTopors Directs the Nuclear 

Organization of a Chromatin Insulator. Molecular Cell 20, 105-116. 

Cardone, M.H., Roy, N., Stennicke, H.R., Salvesen, G.S., Franke, T.F., Stanbridge, E., 

Frisch, S., and Reed, J.C. (1998). Regulation of cell death protease Caspase-9 by 

Phosphorylation. Science 282, 1318-1321. 

Carrasco, A.E., and Lopez, S.L. (1994). The puzzle of Hox genes. International Journal of 

Developmental Biology 38, 557-564. 

Catena, R., Tiveron, Cecilia, Ronchi, Antonella, Porta, Silvia, Ferri, Anna, Tatangelo, Laura, 

Cavallaro, Maurizio, Favaro, Rebecca, Ottolenghi, Sergio, Reinbold, Rolland, Scholer, Hans, 

Nicolis, Silvia K. (2004). Conserved POU Binding DNA Sites in the Sox2 Upstream 

Enhancer Regulate Gene Expresion in Embryonic and Neural Stem Cells. The Journal of 

Biological Chemistry 279, 41846-41857. 

Cauffman, G., Liebaers, I., Van Steirteghem, A., and Van De Velde, H. (2006). POU5F1 

isoforms show different expression patterns in human embryonic stem cells and 

preimplantation embryos. Stem Cells 24, 2685-2691. 

Celeste, A., Fernandez-Capetillo, O., Kruhlak, M.J., Pilch, D.R., Staudt, D.W., Lee, A., 

Bonner, R.F., Bonner, W.M., and Nussenzweig, A. (2003). Histone, H2AX phosphorylation 

is dispensable for the initial recognition of DNA breaks. Nature Cell Biology 5, 675-679. 

Cha, T.-L., Zhou, B.P., Xia, W., Wu, Y., Yang, C.-C., Chen, C.-T., Ping, B., Otte, A.P., and 

Hung, M.-C. (2005). Akt-mediated phosphorylation of EZH2 suppresses methylation of 

lysine 27 in histone 3. Science 310, 306-310. 



 

 

193 

Chakravarti, D., and Hong, R. (2003). SET-ting the stage for like and death. Cell 112, 589-

593. 

Chambers, I., Colby, D., Robertson, M., Nichols, J., Lee, S., Tweedie, S., and Smith, A. 

(2003). Functional Expression Cloning of Nanog, a Pluripotency Sustaining Factor in 

Embryonic Stem Cells. Cell 113, 643-655. 

Chambers, I., and Smith, A. (2004). Self-renewal of teratocarcinoma and embryonic stem 

cells. Oncogene 23, 7150-7160. 

Chambeyron, S., and Bickmore, W.A. (2004). Chromatin decondensation and nuclear 

reorganization of the HoxB locus upon induction of transcription. Genes Dev 18, 1119-1130. 

Chan, Y.W., On, K.F., Chan, W.M., Wong, W., Siu, H.O., Hau, P.M., and Poon, R.Y.C. 

(2008). The Kinetics of p53 Activation Versus Cyclin E Accumulation Underlies the 

Relationship between the Spindle-assembly Checkpoint and the Postmitotic Checkpoint. 

Journal of Biological Chemistry 283, 15716-15723. 

Chang, F., Lee, J.T., Navolanic, P.M., Steelman, L.S., Shelton, J.G., Blalock, W.L., 

Franklin, R.A., and McCubrey, J.A. (2003). Involvement of PI3K/Akt pathway in cell cycle 

progression, apoptosis, and neoplastic transformation: a target for cancer chemotherapy. 

Leukemia 17, 590-603. 

Chen, X., Xu, H., Yuan, P., Fang, F., Huss, M., Vega, V.B., Wong, E., Orlov, Y.L., Zhang, 

W., Jiang, J., et al. (2008). Integration of external signaling pathways with the core 

transcriptional network in embryonic stem cells. Cell 133, 1106-1117. 

Chickarmane, V., Troein, C., Nuber, U.A., Sauro, H.M., and Peterson, C. (2006). 

Transcriptional Dynamics of the Embryonic Stem Cell Switch. PLOS Computational 

Biology 2, 1080-1092. 

Ching, R.W., Dellaire, G., Eskiw, C.H., and Bazett-Jones, D.P. (2005). PML bodies: a 

meeting place for genomic loci? J Cell Sci 118, 847-854. 



 

 

194 

Chiu, S.-Y., Asai, N., Costantini, F., and Hsu, W. (2008). SUMO-Specific Protease 2 Is 

Essential for Modulating p53-Mdm2 in Development of Trophoblast Stem Cell Niches and 

Lineages. PLoS Biol 6, e310. 

Cho, Y.-W., Hong, T., Hong, S., Guo, H., Yu, H., Kim, D., Guszczynski, T., Dressler, G.R., 

Copeland, T.D., Kalkum, M., et al. (2007). PTIP Associates with MLL3- and MLL4-

containing Histone H3 Lysine 4 Methyltransferase Complex. Journal of Biological 

Chemistry 282, 20395-20406. 

Chuikov, S., Kurash, J.K., Wilson, J.R., Xiao, B., Justin, N., Ivanov, G.S., McKinney, K., 

Tempst, P., Prives, C., Gamblin, S.J., et al. (2004). Regulation of p53 activity through lysine 

methylation. Nature 432, 353-360. 

Chung, A.C., Katz, D., Pereira, F.A., Jackson, K.J., DeMayo, F.J., Cooney, A.J., and 

O'Malley, B.W. (2001). Loss of orphan receptor germ cell nuclear factor function results in 

ectopic development of the tail bud and a novel posterior truncation. Molecular and Cellular 

Biology 21, 663-677. 

Chuykin, I.A., Lianguzova, M.S., Pospelova, T.V., and Pospelov, V.A. (2008). Activation of 

DNA damage reponse signaling in mouse embryonic stem cells. Cell Cycle 7, 2922-2928. 

Comet, I., Schuettengruber, B., Sexton, T., and Cavalli, G. (2011). A chromatin insulator 

driving three-dimensional Polycomb response element (PRE) contacts and Polycomb 

association with the chromatin fiber. Proceedings of the National Academy of Sciences 108, 

2294-2299. 

Contreras, X., Barboric, M., Lensasi, T., and Peterlin, B.M. (2007). HMBA releases P-Tefb 

from HEXIM1 and 7SK snRNA via PI3K/Akt and Activates HIV transcription. PLoS 

Pathology 3, 1459-1469. 

Cui, H., Cruz-Correa, M., Giardiello, F.M., Hiutcheon, D.F., Kafonek, D.R., Brandenburg, 

S., Wu, Y., He, X.C., Powe, N.R., and Feinberg, A.P. (2003). Loss of IGF2 imprinting: a 

potential marker of colorectal cancer risk. Science 299, 1753-1755. 



 

 

195 

Czermin, B., Melfi, R., McCabe, D., Seitz, V., Imhof, A., and Pirrotta, V. (2002). Drosophila 

enhancer of Zeste(ESC) complexes have a histone H3 methyltransferase activity that marks 

chromosomal Polycomb sites. Cell 111, 185-196. 

Dahiya, A., Wong, S., Gonzalo, S., Gavin, M., and Dean, D.C. (2001). Linking the Rb and 

polycomb pathways. Molecular Cell 8. 

Dailey, L., Basillico, Claudio (2001). Coevolution of HMG domains and homeodomains and 

the generation of transcriptional regulation by Sox/POU complexes. Journal of Cellular 

Physiology 186, 315-328. 

Davidson, I. (2003). The genetics of TBP and TBP-related Factors. Trends in Biochemical 

Sciences 28, 391-398. 

de Koning, L., Corpet, A., Haber, J.E., and Almouzni, G. (2007). Histone chaperones: an 

escort network regulating histone traffic. Nature Structural & Molecular Biology 14, 997-

1007. 

De Santa, F., Totaro, M.G., Prosperini, E., Notarbartolo, S., Testa, G., and Natoli, G. (2007). 

The Histone H3 Lysine-27 Demethylase Jmjd3 Links Inflammation to Inhibition of 

Polycomb-Mediated Gene Silencing. Cell 130, 1083-1094. 

de The, H., Lavau, C., Marchio, A., Chomienne, C., Degos, L., and Dejean, A. (1991). The 

PML-RAR[alpha] fusion mRNA generated by the t(15;17) translocation in acute 

promyelocytic leukemia encodes a functionally altered RAR. Cell 66, 675-684. 

Decoville, M., Giacomello, E., Leng, M., and Locker, D. (2001). DSP1, and HMG-like 

protein, is involved in the regulation of homeotic genes. The Genetics Society of America 

157, 237-244. 

DeFeo-Jones, D., Barnett, S.F., Fu, S., Hancock, P.J., Haskell, K.M., Leander, K.R., 

McAvoy, E., Robinson, R.G., Duggan, M.E., Lindsley, C.W., et al. (2005). Tumor cell 

sensitization to apoptotic stimuli by selective inhibition of specific Akt/PKB family 

members. Molecular Cancer Therapeutics 4, 271-279. 



 

 

196 

Degryse, B., and de Virgilio, M. (2003). The nuclear protein Hmgb1, a new kind of 

chemokine? FEBS Lett 553, 11-17. 

Dejardin, J., Rappailles, Aurollon, Cuvier, Olivier, Grimaud, Charlotte, Decoville, Martine, 

Looker, Daniel, Cavalli, Giacome (2005). Recruitment of Drosophila Polycomb group 

proteins to chromatin by DSP1. Nature 434, 833-838. 

Deschamps, J., van den Akker, E., Forlani, S., de Graaff, W., Oosterveen, T., Roelen, B., and 

Roelfsema, J. (1999). Initiation, establishment and maintenance of Hox gene expression 

patterns in the mouse. International Journal of Developmental Biology 43. 

Doetschman, T.C., Eistetter, H., Katz, M., Schmidt, W., and Kemler, R. (1985). The in vitro 

development of blastocyst-derived embryonic stem cell lines: formation of visceral yolk sac, 

blood islands and myocardium. Journal of Embryology and Experimental Morphology 87, 

27-45. 

Donahue, R.P. (1972). Fertilization of the mouse oocyte: sequence and timing of nuclear 

progression to the two-cell stage. Journal of Experimental Zoology 180, 305-318. 

Efroni, S., Duttagupta, R., Cheng, J., Dehghani, H., Hoeppner, D.J., Dash, C., Bazett-Jones, 

D.P., Le Grice, S., McKay, R.D.G., Buetow, K.H., et al. (2008). Global transcription in 

pluripotent embryonic stem cells. Cell Stem Cell 2, 437-447. 

Eichmuller, S., Usener, D., Dummer, R., Stein, A., Thiel, D., and Schadendorf, D. (2001). 

Serological detection of cutaneous T-cell lumphoma-associated antigens. Proceedings of the 

National Academy of Sciences 98, 629-634. 

Engstrom, P.G., Fredman, D., and Lenhard, B. (2008). Ancora: a web resource for exploring 

highly conserved noncoding elements and their association with developmental regulatory 

genes. Genome Biology 9, R34. 

Eppig, J.J. (1996). Coordination of nuclear and cytoplasmic oocyte maturation in eutherian 

mammals. Reproduction, Fertility, and Development 8, 485-489. 



 

 

197 

Erhardt, S., Su, I.H., Schneider, R., Barton, S., Bannister, A.J., Perez-Burgos, L., Jenuwein, 

T., Kouzarides, T., Tarakhovsky, A., and Surani, M.A. (2003). Consequences of the 

depletion of zygotic and embryonic enhancer of zeste 2 during preimplantation mouse 

development. Development 130, 4235-4248. 

Estanyol, J.M., Jaumot, M., Casanovas, O., Rodriguez-Vilarrupla, A., Agell, N., and Bachs, 

O. (1999). The Protein SET Regulates the Inhibitory Effect of p21Cip1 on Cyclin E-Cyclin-

dependent Kinase 2 Activity. Journal of Biological Chemistry 274, 33161-33165. 

Eves, E.M., Xiong, W., Bellacosa, A., Kennedy, S.G., Tsichlis, P.N., Rosner, M.R., and 

Hay, N. (1998). Akt, a Target of Phosphatidylinositol 3-Kinase, Inhibits Apoptosis in a 

Differentiating Neuronal Cell Line. Mol Cell Biol 18, 2143-2152. 

Ezhkova, E., Pasolli, H.A., Parker, J.S., Stokes, N., Su, I.-h., Hannon, G.J., Tarakhovsky, A., 

and Fuchs, E. (2009). Ezh2 Orchestrates Gene Expression for the Stepwise Differentiation of 

Tissue-Specific Stem Cells. Cell 136, 1122-1135. 

Fan, Z., Beresford, P.J., Zhang, D., and Lieberman, J. (2002). Hmg2 interacts with the 

nucleosome assembly protein Set and is a target of the cytotoxic t-lymphocyte protease 

Granzyme A. Molecular and Cellular Biology 22, 2810-2820. 

Feldman, N., Gerson, A., Fang, J., Zhang, Y., Shinkai, Y., Cedar, H., and Bergman, Y. 

(2006). G9a-mediated irreversible epignetic inactivation of Oct-3/4 during early 

embryogenesis. Nature Cell Biology 8, 188-194. 

Feng, J., Tamaskovic, R., Yang, Z., Brazil, D.P., Merlo, A., Hess, D., and Hemmings, B.A. 

(2004). Stabilization of Mdm2 via decreased ubiquitination is mediated by protein kinase 

B/Akt-dependent phosphorylation. Journal of Biological Chemistry 279, 35510-35517. 

Fernandez-Capetillo, O., and Nussenzweig, A. (2004). Linking histone deacetylation with 

the repair of DNA breaks. PNAS 101, 1427-1428. 

Fernando, P., Brunette, S., and Megeney, L.A. (2005). Neural stem cell differentiation is 

dependent upon endogenous caspase-3 activity. FASEB 19, 1671-1673. 



 

 

198 

Fernando, P., Kelly, J.F., Balazsi, K., Slack, R.S., and Megeney, L.A. (2002). Caspase 3 

activity is required for skeletal muscle differentiation. PNAS 99, 11025-11030. 

Ferri, A.L.M., Cavallaro, M., Braida, D., Di Cristofano, A., Canta, A., Vezzani, A., 

Ottolenghi, S., Pandolfi, P.P., Sala, M., DeBiasi, S., et al. (2004). Sox2 deficiency causes 

neurodegeneration and impaired neurogenesis in the adult mouse brain. Development 131, 

3805-3819. 

Fiedler, T., and Rehmsmeier, M. (2006). jPREdictor: a versatile tool for the prediction of 

cis-regulatory elements. Nucleic Acids Research 34, W546-550. 

Fingerman, I.M., Du, H.-N., and Briggs, S.D. (2008). Controlling histone methylation via 

trans-histone pathways. Epigenetics 3, 237-242. 

Flach, G., Johnson, M.H., Braude, P.R., Taylor, R.A., and Bolton, V.N. (1982). The 

transition from maternal to embryonic control in the 2-cell mouse embryo. European 

Molecular Biology Organization Journal 1, 681-686. 

Forester, C.M., Maddox, J., Louis, J.V., Goris, J., and Virshup, D.M. (2007). Control of 

mitotic exit by PP2A regulation of Cdc25C and Cdk1. Proceedings of the National Academy 

of Sciences 104, 19867-19872. 

Foster, K.S.J., McCrary, W.J., Ross, J.S., and Wright, C.F. (2006). Members of the 

hSWI/SNF chromatin remodeling complex associate with and are phosphorylated by protein 

kinase B/Akt. Oncogene 25, 4605-4612. 

Francis, N.J. (2009). Mechanisms of epigenetic inheritance: Copying of Polycomb repressed 

chromatin: copying of polycomb repressed chromatin. Cell Cycle 8, 3513-3518. 

Francis, N.J., Kingston, R.E., and Woodcock, C.L. (2004). Chromatin compaction by a 

polycomb group protein complex. Science 306, 1574-1577. 

Fuhrmann, G., Chung, A.C., Jackson, K.J., Hummelke, G., Baniahmad, A., Sutter, J., 

Sylvester, I., Scholer, H.R., and Cooner, A.J. (2001). Mouse germline restriction of Oct4 

expression by germ cell nuclear factor. Developmental Cell 1, 377-387. 



 

 

199 

Fujita, J., Crane, A.M., Souza, M.K., Dejosez, M., Kyba, M., Flavell, R.A., Thomson, J.A., 

and Zwaka, T.P. (2008). Caspase activity mediates the differentiation of embryonic stem 

cells. Cell Stem Cell 2, 595-601. 

Fung, T.K., Siu, W.Y., Yam, C.H., Lau, A., and Poon, R.Y.C. (2002). Cyclin F Is Degraded 

during G2-M by Mechanisms Fundamentally Different from Other Cyclins. Journal of 

Biological Chemistry 277, 35140-35149. 

Furuta, S., Jiang, X., Gu, B., Cheng, E., Chen, P.-L., and Lee, W.-H. (2005). Depletion of 

BRCA1 impairs differentiation but enhances proliferation of mammary epithelial cells. 

PNAS 102, 9176-9181. 

Fusaro, G., Dasgupta, P., Rastogi, S., Joshi, B., and Chellappan, S. (2003). Prohibitin 

Induces the Transcriptional Activity of p53 and Is Exported from the Nucleus upon 

Apoptotic Signaling. J Biol Chem 278, 47853-47861. 

Gabellini, D., Green, M., and Tupler, R. (2002). Inappropriate gene activation in FSHD.  A 

repressor complex binds a chromosomal repeat deleted in dystrophic muscle. Cell 110, 339-

348. 

Galy, V., Olivo-Marin, J.-C., Scherthan, H., Doye, V., Rascalou, N., and Nehrbass, U. 

(2000). Nuclear pore complexes in the organization of silent telomeric chromatin. Nature 

403, 108-112. 

Gavrilov, A., Eivazova, E., Pirozhkova, I., Lipinski, M., Razin, S., and Vassetzky, Y. (2009). 

Chromosome conformation capture (from 3C to 5C) and its ChIP-based modification. In 

Chromatin Immunoprecipitation Assays Methods and Protocols, P. Collas, ed. (Humana 

Press), pp. 171-188. 

Gidekel, S., Pizov, G., Bergman, Y., and Pikarsky, E. (2003). Oct-3/4 is a dose-dependent 

fate determinant. Cancer Cell 4, 361-371. 

Gieni, R.S., Ismail, I.H., Campbell, S., and Hendzel, M.J. (2011). Polycomb group proteins 

in the DNA damage response: A link between radiation resistance and 'stemness'. Cell Cycle 

10, 883-894. 



 

 

200 

Gil, J., Bernard, D., and Peters, G. (2005). Role of polycomb proteins in stem cell self-

renewal and cancer. DNA and Cell Biology 24, 117-125. 

Gilbert, D.M. (2010). Cell fate transitions and the replication timing decision point. The 

Journal of Cell Biology 191, 899-903. 

Gill, G. (2005). Something about SUMO inhibits transcription. Current Opinion in Genetics 

& Development 15, 536-541. 

Giono, L.E., and Manfredi, J.J. (2006). The p53 tumor suppressor participates in multiple 

cell cycle checkpoints. Journal of Cellular Physiology 209, 13-20. 

Gore, A., Li, Z., Fung, H.-L., Young, J.E., Agarwal, S., Antosiewicz-Bourget, J., Canto, I., 

Giorgetti, A., Israel, M.A., Kiskinis, E., et al. (2011). Somatic coding mutations in human 

induced pluripotent stem cells. Nature 471, 63-67. 

Graham, V., Khudyakov, J., Ellis, P., and Pevny, L. (2003). SOX2 Functions to Maintain 

Neural Progenitor Identity. Neuron 39, 749-765. 

Gross, V.S., Hess, M., and Cooper, G.M. (2005). Mouse embryonic stem cells and 

preimplantation embryos require signaling through the phosphatidylinositol 3-kinase 

pathway to suppress apoptosis. Molecular Reproduction and Development 70, 324-332. 

Gruss, C., Wu, J., Koller, T., and Sogo, J.M. (1993). Disruption of the nucleosomes at the 

replication fork. European Molecular Biology Organization 12, 4533-4545. 

Gu, P., Goodwin, B., Chung, A.C.-K., Xu, X., Wheeler, D.A., Price, R.R., Galardi, C., Peng, 

L., Latour, A.M., Koller, B.H., et al. (2005). Orphan nuclear receptor LRH-1 is required to 

maintain Oct4 expression at the epiblast stage of embryonic development. Molecular and 

Cellular Biology 25, 3492-3505. 

Gu, P., Menuet, D., Chung, A.C.K., and Cooney, A.J. (2006). Differential recruitment of 

Methylated CpG Binding Domains by the orphan receptor GCNF initiates the repression and 

silencing of Oct4 expression. Molecular and Cellular Biology 26, 9471-9483. 



 

 

201 

Guan, K., Nayernia, K., Maier, L.S., Wagner, S., Dressel, R., Lee, J.H., Nolte, J., Wolf, F., 

Li, M., Engel, W., et al. (2006). Pluripotency of spermatogonial stem cells from adult mouse 

testis. Nature 440, 1199-1203. 

Gudipati, R.K., Villa, Tommaso, Boulay, J., and Libri, D. (2008). Phosphorylation of the 

RNA polymerase II C-terminal domain dictates transcription termination choice. Nature 

Structural & Molecular Biology 15, 786-794. 

Guenther, M.G., Levine, S.S., Boyer, L.A., Jaenisch, R., and Young, R.A. (2007). A 

chromatin landmark and transcription initiation at most promoters in human cells. Cell 130, 

77-88. 

Guttman, M., Amit, I., Garber, M., French, C., Lin, M.F., Feldser, D., Huarte, M., Zuk, O., 

Carey, B.W., Cassady, J.P., et al. (2009). Chromatin signature reveals over a thousand 

highly conserved large non-coding RNAs in mammals. Nature 458, 223-227. 

Hammachi, F., Morrison, G.M., Sharov, A.A., Livigni, A., Narayan, S., Papapetrou, E.P., 

O'Malley, J., Kaji, K., Ko, M.S.H., Ptashne, M., et al. (2012). Transcriptional Activation by 

Oct4 Is Sufficient for the Maintenance and Induction of Pluripotency.  1, 99-109. 

Hanna, J., Saha, K., Pando, B., van Zon, J., Legner, C.J., Creyghton, M.P., van 

Oudenaarden, A., and Jaenisch, R. (2009). Direct cell reprogramming is a stochastic process 

amenable to acceleration. Nature 462, 595-601. 

Hansen, K.H., Bracken, A.P., Pasini, D., Dietrich, N., Gehani, S.S., Monrad, A., Rappsilber, 

J., Lerdrup, M., and Helin, K. (2008). A model for transmission of the H3K27me3 

epigenetic mark. Nature Cell Biology 10, 1291-1300. 

Harrison, J.C., and Haber, J.E. (2006). Surviving the Breakup: The DNA damage 

checkpoint. The Annual Review of Genetics 40, 20-235. 

Hemberger, M., Nozaki, T., Winterhager, E., Yamamoto, H., Nakagama, H., Kamada, N., 

Suzuki, H., Ohta, T., Ohki, M., Masutani, M., et al. (2003). Parp1-deficiency induces 

differentiation of ES cells into trophoblast derivatives. Developmental Biology 257, 371-

381. 



 

 

202 

Heo, K., Kim, H., Choi, S.H., Choi, J., Kim, K., Gu, J., Lieber, M.R., Yang, A.S., and An, 

W. (2008). FACT-Mediated Exchange of Histone Variant H2AX Regulated by 

Phosphorylation of H2AX and ADP-Ribosylation of Spt16. Molecular Cell 30, 86-97. 

Herr, W., and Cleary, M.A. (1995). The POU domain: versatility in transcriptional 

regulation by a flexible two-in-one DNA -binding domain. Genes and Development 9, 1679-

1693. 

Hirose, T., Kawabuchi, M., Tamaru, T., Okumura, N., Nagai, K., and Okada, M. (2000). 

Identification of tudor repeat associator with PCTAIRE 2 (Trap): A novel protein that 

interacts with the N-terminal domain of PCTAIRE 2 in rat brain. Eur J Biochem 267, 2113-

2121. 

Hochedlinger, K., Yamada, Y., Beard, C., and Jaenisch, R. (2005). Ectopic expression of 

Oct4 blocks progenitor-cell differentiation and causes dysplasia in epithelial tissue. Cell 121, 

465-477. 

Holmstrom, S., Van Antwerp, M.E., and Iniguez-Lluhi, J.A. (2003). Direct and 

distinguishable inhibitory roles for SUMO isoforms in the control of transcriptional synergy. 

PNAS 100, 15758-15763. 

Hong, H., Takahashi, K., Ichisaka, T., Aoi, T., Kanagawa, O., Nakagawa, M., Okita, K., and 

Yamanaka, S. (2009). Suppression of induced pluripotent stem cell generation by the p53-

p21 pathway. Nature 460, 1132-1135. 

Hong, Y., Cervantes, R.B., Tichy, E., Tischfield, J.A., and Stambrook, P.J. (2007). 

Protecting genomic integrity in somatic cells and embryonic stem cells. Mutation 

Research/Fundamental and Molecular Mechanisms of Mutagenesis 614, 48-55. 

Howlett, S.K., and Bolton, V.N. (1985). Sequence and regulation of morphological and 

molecular events during the first cell cycle of mouse embryogenesis. Journal of Embryology 

and Experimental Morphology 87, 175-206. 



 

 

203 

Huang, M.W., and Chen, C.C. (2005). Akt phosphorylation of p300 at Ser-1834 is essential 

for its histone acetyltransferase and transcriptional activity. Molecular and Cellular Biology 

25, 6592-6602. 

Huang, Y., Meyers, S.J., and Dingledine, R. (1999). Transcriptional repression by REST: 

recruitment of Sin3a and histone deacetylase to neuronal genes. Nature Neuroscience 2, 867-

872. 

Hueber, S.D., and Lohmann, I. (2008). Shaping segments: Hox gene function in the genomic 

age. Bioessays 30, 965-979. 

Hussein, S.M., Batada, N.N., Vuoristo, S., Ching, R.W., Autio, R., Narva, E., Ng, S., 

Sourour, M., Hamalainen, R., Olsson, C., et al. (2011). Copy number variation and selection 

during reprogramming to pluripotency. Nature 471, 58-62. 

Ioannidis, P., Mahaira, L.G., Perez, S.A., Gritzapis, A.D., Sotiropoulou, P.A., Kavalakis, 

G.J., Antsaklis, A.I., Baxevanis, C.N., and Papamichail, M. (2005). CRD-BP/IMP1 

Expression Characterizes Cord Blood CD34+ Stem Cells and Affects c-myc and IGF-II 

Expression in MCF-7 Cancer Cells. J Biol Chem 280, 20086-20093. 

Isben, M.G., and Luse, D.S. (1992). Factor-stimultated RNA polymerase II transcribes at 

physiological elongation rates on naked DNA but very poorly on chromatin templates. 

Journal of Biological Chemistry 267, 13647-13655. 

Ismail, I.H., Andrin, C., McDonald, D., and Hendzel, M.J. (2010). BMI1-mediated histone 

ubiquitylation promotes DNA double-strand break repair. The Journal of Cell Biology 191, 

45-60. 

Ismail, I.H., Gagne, J.-P., Caron, M.-C., McDonald, D., Xu, Z., Masson, J.-Y., Poirier, G.G., 

and Hendzel, M.J. (2012). CBX4-mediated SUMO modification regulates BMI1 recruitment 

at sites of DNA damage. Nucleic Acids Research. 

Ivanova, N., Dimos, J., Schaniel, C., Hackney, J., Moore, K., and Lemischka, I. (2002). A 

stem cell molecular signature. Science 298, 601-604. 



 

 

204 

Ivanova, N., Dobrin, R., Lu, R., Kotenko, I., Levorse, J., DeCoste, C., Schafer, X., Lun, Y., 

and Lemischka, I. (2006). Dissecting self-renewal in stem cells with RNA interference. 

Nature 442, 533-538. 

Jackson, M., Krassowska, A., Gilbert, N., Chevassut, T., Forrester, L., Ansell, J., and 

Ramasahoye, B. (2004). Severe global DNA hypomethylation blocks differentiation and 

induces histone hyperacetylation in embryonic stem cells. Molecular and Cellular Biology 

24, 8862-8871. 

Jakobs, A., Himstedt, F., Funk, M., Korn, B., Gaestel, M., and Niedenthal, R. (2007). Ubc9 

fusion-directed SUMOylation identifies constitutive and inducible SUMOylation. Nucleic 

Acids Research 35, e109. 

Jaouen, S., de Koning, L., Gaillard, C., Muselikova-Polanska, E., Stros, M., and Strauss, F. 

(2005). Determinants of Specific Binding of HMGB1 Protein to Hemicatenated DNA Loops. 

Journal of Molecular Biology 353, 822-837. 

Jenuwein, T. (2006). The epigenetic magic of histone lysine methylation. FEBS Journal 273, 

3121-3135. 

Jenuwein, T., and Allis, C.D. (2001). Translating the Histone Code. Science 293, 1074-1080. 

Jeong, C.-H., Cho, Y.-Y., Kim, M.-O., Kim, S.-H., Cho, E.-J., Lee, S.-Y., Jeon, Y.-J., Yeong 

Lee, K., Yao, K., Keum, Y.-S., et al. (2010). Phosphorylation of Sox2 Cooperates in 

Reprogramming to Pluripotent Stem Cells. Stem Cells 28, 2141-2150. 

Jin, T., Branch, Donald R., Zhang, Xiaoyun, Qi, Shangle, Youngson, Bruce, Goss, Paul E. 

(1999). Examination of POU Homeobox Gene Expression in Human Breast Cancer Cells. 

International Journal of Cancer 81, 104-112. 

Jin, X.L., Chandrakanthan, V., Morgan, H.D., and O'Neill, C. (2009). Preimplantation 

Embryo Development in the Mouse Requires the Latency of TRP53 Expression, Which Is 

Induced by a Ligand-Activated PI3 Kinase/AKT/MDM2-Mediated Signaling Pathway 

(Reprinted with Correction). Biology of Reproduction 81, 233-242. 



 

 

205 

John, T.B., Lisa, L.H., Kelly, P.S., and Jeanne, B.L. (2009). Changing nuclear landscape and 

unique PML structures during early epigenetic transitions of human embryonic stem cells. 

Journal of Cellular Biochemistry 107, 609-621. 

Joo, H.Y., Zhai, L., Yang, C., Nie, S., Erdjument-Bromage, H., Tempst, P., Chang, C., and 

Wang, H. (2007). Regulation of cell cycle progression and gene expression by H2A 

deubiquitination. Nature 449, 1068-1072. 

Jul-Larsen, A., Grudic, A., Bjerkvig, R., and Ove Boe, S. (2009). Cell-cycle regulation and 

dynamics of cytoplasmic compartments containing the promyelocytic leukemia protein and 

nucleoporins. J Cell Sci 122, 1201-1210. 

Kalinowska-Herok, M., and Widlak, P. (2008). High mobility group proteins stimulate DNA 

cleavage by apoptotic endonuclease DFF40/CAD due to HMG-box interactions with DNA. 

Acta Biochemica Polonica 55, 21-26. 

Kamminga, L.M., Bystrykh, L.V., de Boer, A., Houwer, S., Douma, J., Weersing, E., 

Dontje, B., and de Haan, G. (2006). The polycomb group gene Ezh2 prevents hematopoietic 

stem cell exhaustion. Blood 107, 2170-2179. 

Kanatsu-Shinohara, M., Inoue, K., Lee, J., Yoshimoto, M., Ogonuki, N., Miki, H., Baba, S., 

Kato, T., Kazuki, Y., Toyokuni, S., et al. (2004). Generation of pluripotent stem cells from 

neonatal mouse testis. Cell 119, 1001-1012. 

Kandel, E.S., Skeen, J., Majewski, N., Di Cristofano, A., Pandolfi, P.P., Feliciano, C.S., 

Gartel, A., and Hay, N. (2002). Activation of Akt/Protein Kinase B Overcomes a G2/M Cell 

Cycle Checkpoint Induced by DNA Damage. Mol Cell Biol 22, 7831-7841. 

Kang, J., Gocke, C.B., and Yu, H. (2006). Phosphorylation-facilitated sumoylation of 

MEF2C negatively regulates its transcriptional activity. Biomed Central Biochemisry 7, 1-

14. 

Kapetanaki, M.G., Guerrero-Santoro, J., Bisi, D.C., Hsieh, C.L., Rapic-Otrin, V., and 

Levine, A.S. (2006). The DBB1-CUL4ADDB2 ubiquitin ligase is deficient in xeroderma 



 

 

206 

pigmentosum group E and targets histone H2A at UV-damaged sites. Proceedings of the 

National Academy of Sciences of the United States of America 103, 2588-2593. 

Karbowski, M., Jeong, S.-Y., and Youle, R.J. (2004). Endophilin B1 is required for the 

maintenance of mitochondrial morphology. J Cell Biol 166, 1027-1039. 

Kastan, M.B., and Bartek, J. (2004). Cell-cycle checkpoints and cancer. Nature 432, 316-

323. 

Kawamura, T., Suzuki, J., Wang, Y.V., Menendez, S., Morera, L.B., Raya, A., Wahl, G.M., 

and Belmonte, J.C.I. (2009). Linking the p53 tumour suppressor pathway to somatic cell 

reprogramming. Nature 460, 1140-1144. 

Kaytor, M.D., and Orr, H.T. (2002). The GSK3 beta signaling cascade and 

neurodegenerative disease. Current Opinions in Neurobiology 12, 275-278. 

Ketel, C.S., Andersen, E.F., Vargas, M.L., Suh, J., Strome, S., and Simon, J.A. (2005). 

Subunit contributions to histone methyltransferase activities of fly and worm polycomb 

group complexes. Molecular and Cellular Biology 25, 6857-6868. 

Khalil, A., Guttman, M., Huarte, M., Garber, M., Raj, A., Morales, D.R., Thomas, K., 

Presser, A., Bernstein, B.E., van Oudenaarden, A., et al. (2009). Many human large 

intergeninc noncoding RNAs associate with chromatin modifying complexes and affect gene 

expression. Proceedings of the National Academy of Sciences 106, 11667-11672. 

Kikuta, H., Laplante, M., Navratilova, P., Komisarczuk, A.Z., Engstrom, P.G., Fredman, D., 

Akalin, A., Caccamo, M., Sealy, I., Howe, K., et al. (2007). Genetic regulatory blocks 

encompass multiple neighboring genes and maintain conserved synteny in vertebrates. 

Genome Research 17, 545-555. 

Kim, J., Kim, B., Kim, J., Park, C.-S., and Chung, I. (2010). The phosphoinositide-3-

kinase/Akt pathway mediates the transient increase in Nanog expression during 

differentiation of F9 cells. Archives of Pharmacal Research 33, 1117-1125. 



 

 

207 

Kim, J.B., Greber, B., Arauzo-Bravo, M.J., Meyer, J., Park, K.I., Zaehres, H., and Scholer, 

H.R. (2009a). Direct reprogramming of human neural stem cells by OCT4. Nature 461, 649-

643. 

Kim, J.B., Sebastiano, V., Wu, G., Arauzo-Bravo, M.J., Sasse, P., Gentile, L., Ko, K., Ruau, 

D., Ehrich, M., van den Boom, D., et al. (2009b). Oct4-induced pluripotency in adult neural 

stem cells. Cell 136, 411-419. 

Kim, J.Y., Sawada, A., Tokimasa, S., Endo, H., Ozono, K., Hara, J., and Takihara, Y. 

(2004a). Defective long-term repopulating ability in hematopoietic stem cells lacking the 

Polycomb-group gene rae28. European Journal of Haematology 73, 75-84. 

Kim, M.Y., Mauro, S., Gevry, N., Lis, J.T., and Kraus, W.L. (2004b). NAD+-Dependent 

Modulation of Chromatin Structure and Transcription by Nucleosome Binding Properties of 

PARP-1. Cell 119, 803-814. 

Kimura, T., and Nakano, T. (2009). Regulation of Stem Cell Systems by PI3K/Akt 

Signaling. In Regulatory Networks in Stem Cells, V.K. Rajasekhar, and M.C. Vemuri, eds. 

(Humana Press), pp. 309-318. 

Kimura, T., and Nakano, T. (2011). Induction of pluripotency in primordial germ cells. 

Histology and Histopathology 26, 643-650. 

King, F.W., Skeen, J., Hay, N., and Shtivelman, E. (2004). Inhibition of Chk1 by activated 

Pkb/Akt. Cell Cycle 3, 634-637. 

Klose, R.J., Kallin, E.M., and Zhang, Y. (2006). JmjC-domain-containing proteins and 

histone demethylation. Nat Rev Genet 7, 715-727. 

Knights, C.D., Catania, J., Giovanni, S.D., Muratoglu, S., Perez, R., Swartzbeck, A., Quong, 

A.A., Zhang, X., Beerman, T., Pestell, R.G., et al. (2006). Distinct p53 acetylation cassettes 

differentially influence gene-expression patterns and cell fate. J Cell Biol 173, 533-544. 

Kobor, M.S., and Greenblatt, J. (2002). Regulation of transcription elongation by 

phosphorylation. Biochimica et Biophysica Acta 1577, 261-275. 



 

 

208 

Kondo, Y., Shen, L., Cheng, A.S., Ahmed, S., Boumber, Y., Charo, C., Yamochi, T., Urano, 

T., Furukawa, K., Kwabi-Addo, B., et al. (2008). Gene silencing in cancer by histone H3 

lysine 27 trimethylation independent of promoter DNA methylation. Nat Genet 40, 741-750. 

Krynetskaia, N.F., Phadke, M.S., Jadhav, S.H., and Krynetskiy, E.Y. (2009). Chromatin-

associated proteins HMGB1/2 and PDIA3 trigger cellular response to chemotherapy-induced 

DNA damage. Molecular Cancer Therapeutics 8, 864-872. 

Ku, M., Koche, R.P., Rheinbay, E., Mendenhall, E.M., Endoh, M., Mikkelsen, T.S., Presser, 

A., Nusbaum, C., Xie, X., Chi, A.S., et al. (2008). Genomewide analysis of PRC1 and PRC2 

occupancy identifies two classes of bivalent domains. Plos Genetics 4, e1000242. 

Kucia, A., Reca, R., Campbell, F.R., Zuba-Surma, F., Majka, M., Ratajczak, J., and 

Ratajczak, M.Z. (2006). A population of very small embryonic-like (VSEL) CXCR4+ 

SSEA-1+ Oct4+ stem cells identified in the adult bone marrow. Leukemia 20, 857-869. 

Kuroda, T., Tada, M., Kubota, H., Kimura, H., Hatano, S.-y., Suemori, H., Nakatsuji, N., 

and Tada, T. (2005). Octamer and Sox Elements Are Required for Transcriptional cis 

Regulation of Nanog Gene Expression. Mol Cell Biol 25, 2475-2485. 

Kuzmichev, A., Jenuwein, T., Tempst, P., and Reinberg, D. (2004). Different Ezh2-

Containing Complexes Target Methylation of Histone H1 or Nucleosomal Histone H3. 

Molecular Cell 14, 183-193. 

Kuzmichev, A., Margueron, R., Vaquero, A., Preissner, T.S., Scher, M., Kirmizis, A., 

Ouyang, X., Brockdorff, N., Abate-Shen, C., Farnham, P., et al. (2005). Composition and 

histone substrates of polycomb repressive group complexes change during cellular 

differentiation. Proceedings of the National Academy of Sciences USA 102, 1859-1864. 

LaCava, J., Houseley, J., Saveanu, Cosmin, Petfalski, E., Thompson, E., Jacquier, A., and 

Tollervey, D. (2005). RNA degradation by the exosome is promoted by a nuclear 

polyadenylation complex. Cell 121, 713-724. 

Lakin, N.D., Hann, B., and Jackson, S.P. (1999). The ataxia-telangiectasia related protein 

ATR mediates DNA dependent phosphorylation of p53. Oncogene 18, 3989-3995. 



 

 

209 

Lawinger, P., Venugopal, R., Guo, Z.S., Immaneni, A., Sengupta, D., Lu, W., Rastelli, L., 

Marin Dias Carneiro, A., Levin, V., Fuller, G.N., et al. (2000). The neuronal repressor 

REST/NRSF is an essential regulator in medulloblastoma cells. Nature Medicine 6, 826-831. 

Le, X.-F., Lammayot, A., Gold, D., Lu, Y., Mao, W., Chang, T., Patel, A., Mills, G.B., and 

Bast, R.C. (2005). Genes Affecting the Cell Cycle, Growth, Maintenance, and Drug 

Sensitivity Are Preferentially Regulated by Anti-HER2 Antibody through 

Phosphatidylinositol 3-Kinase-AKT Signaling. Journal of Biological Chemistry 280, 2092-

2104. 

Lee, E.-R., Kim, J.-Y., Kang, Y.-J., Ahn, J.-Y., Kim, J.-H., Kim, B.-W., Choi, H.-Y., Jeong, 

M.-Y., and Cho, S.-G. (2006a). Interplay between PI3K/Akt and MAPK signaling pathways 

in DNA-damaging drug-induced apoptosis. Biochimica et Biophysica Acta (BBA) - 

Molecular Cell Research 1763, 958-968. 

Lee, J.S., Choi, H.J., and Baek, S.H. (2009). Sumoylation and Its Contribution to Cancer. In 

SUMO Regulation of Cellular Processes, V.G. Wilson, ed. (Springer Netherlands), pp. 253-

272. 

Lee, T.I., Jenner, R.G., Boyer, L.A., Guenther, M.G., Levine, S.S., Kumar, R.M., Chevalier, 

B., Johnstone, S.E., Cole, M.F., and Isono, K.-i. (2006b). Control of Developmental 

Regulators by Polycomb in Human Embryonic Stem Cells. Cell 125, 301-313. 

Lee, T.I., Rinaldi, N.J., Robert, F., Odom, D.T., Bar-Joseph, Z., and Gerber, G.K. (2002). 

Transcriptional regulatory networks in Saccaromyces cerevisiae. Science 298, 799-894. 

Lengner, C.J., Carmargo, F.D., Hochedlinger, K., Welsstead, G.G., Zaidi, S., Gokhale, S., 

Scholer, H.R., Tomilin, A., and Jaenisch, R. (2007). Oct4 expression is not required for 

mouse somatic stem cell self-renewal. Cell Stem Cell 1, 403-415. 

Lessard, J., and Sauvageau, G. (2003). Bmi-1 determines the proliferative capacity of normal 

and leukaemic stem cells. Nature 423, 255-260. 



 

 

210 

Lessard, J., Schumacher, A., Thorsteinsdottir, U., van Lohuizen, M., Magnuson, T., and 

Sauvageau, G. (1999). Functional antagonism of the Polycomb-Group genes eed and Bmi1 

in hemopoietic cell proliferation. Genes Dev 13, 2691-2703. 

Levine, S.S., Weiss, A., Erdjument-Bromage, H., Shao, Z., Tempst, P., and Kingston, R.E. 

(2002). The core of the Polycomb Repressive Complex is compositionally and functionally 

conserved in flies and humans. Molecular and Cellular Biology 22, 6070-6078. 

Li, H.-B., Muller, M., Bahechar, I.A., Kyrchanova, O., Ohno, K., Georgiev, P., and Pirrotta, 

V. (2011). Insulators, Not Polycomb Response Elements, Are Required for Long-Range 

Interactions between Polycomb Targets in Drosophila melanogaster. Molecular and Cellular 

Biology 31, 616-625. 

Li, J., Pan, G., Cui, K., Liu, Y., Xu, S., and Pei, D. (2007). A dominant-negative form of 

mouse Sox2 induces trophectoderm differentiation and progressive polyploidy in mouse 

embryonic stem cells. The Journal of Biological Chemistry 282, 19481-19492. 

Li, M., Makkinje, A., and Damuni, Z. (1996). The Myeloid Leukemia-associated Protein 

SET Is a Potent Inhibitor of Protein Phosphatase 2A. Journal of Biological Chemistry 271, 

11059-11062. 

Li, W., and Ding, S. (2010). Small molecules that modulate embryonic stem cell fate and 

somatic cell reprogramming. Trends in Pharmacological Science 31, 36-45. 

Liang, J., Wan, M., Zhang, Y., Gu, P., Xin, H., Jung, S.Y., Qin, J., Wong, J., Cooney, A.J., 

Liu, D., et al. (2008a). Nanog and Oct4 associate with unique transcriptional repression 

complexes in embryonic stem cells. Nat Cell Biol 10, 731-739. 

Liang, J., Wan, M., Zhang, Y., Gu, P., Xin, H., Jung, S.Y., Qin, J., Wong, J., Cooney, A.J., 

Liu, D., et al. (2008b). Nanog and Oct4 associate with unique transcriptional repression 

complexes in embryonic stem cells. Nature Cell Biology 10, 731-739. 

Lieberman, J., and Fan, Z. (2003). Nuclear war: the granzyme A-bomb. Current Opinion in 

Immunology 15, 553-559. 



 

 

211 

Liedtke, S., Enczmann, J., Waclawczyk, S., Wernet, P., and Kogler, G. (2007). Oct4 and its 

pseudogenes confuse stem cell research. Cell Stem Cell 1, 364-366. 

Lin, L., Ozaki, T., Takada, Y., Kageyama, H., Nakamura, Y., Hata, A., Zhang, J.-H., 

Simonds, W.F., Nakagawara, A., and Koseki, H. (2005a). topors, a p53 and topoisomerase I-

binding RING finger protein, is a coactivator of p53 in growth suppression induced by DNA 

damage. Oncogene 24, 3385-3396. 

Lin, T., Chao, C., Saito, S.i., Mazur, S.J., Murphy, M.E., Appella, E., and Xu, Y. (2005b). 

p53 induces differentiation of mouse embryonic stem cells by suppressing Nanog 

expression. Nature Cell Biology 7, 165-171. 

Lin, Y., Yang, Y., Li, W., Chen, Q., Li, J., Pan, X., Zhou, L., Liu, C., Chen, C., He, J., et al. 

(2012). Reciprocal Regulation of Akt and Oct4 Promotes the Self-Renewal and Survival of 

Embryonal Carcinoma Cells. Molecular Cell. 

Lisby, M., and Rothstein, R. (2004). DNA damage checkpoint and repair centres. Current 

Opinion in Cell Biology 16, 328-334. 

Liu, Y., Ray, S.K., Yang, X.-Q., Luntz-Leybman, V., and Chiu, I.-M. (1998). A Splice 

Variant of E2-2 Basic Helix-Loop-Helix Protein Represses the Brain-specific Fibroblast 

Growth Factor 1 Promoter through the Binding to an Imperfect E-box. J Biol Chem 273, 

19269-19276. 

Loh, K.M., and Lim, B. (2011). A Precarious Balance: Pluripotency Factors as Lineage 

Specifiers. Cell Stem Cell 8, 363-369. 

Loh, Y.-H., Wu, Q., Chew, J.-L., Vega, V.B., Zhang, W., Chen, X., Bourque, G., George, J., 

Leong, B., Liu, J., et al. (2006). The Oct4 and Nanog transcription network regulates 

pluripotency in mouse embryonic stem cells. Nature Genetics 38, 431-440. 

Lopez-Carballo, G., Moreno, L., Masiá, S., Perez, P., and Barettino, D. (2002). Activation of 

the Phosphatidylinositol 3-Kinase/Akt Signaling Pathway by Retinoic Acid Is Required for 

Neural Differentiation of SH-SY5Y Human Neuroblastoma Cells. Journal of Biological 

Chemistry 277, 25297-25304. 



 

 

212 

Luciani, J.J., Depetris, D., Usson, Y., Metzler-Guillemain, C., Mignon-Ravix, C., Mitchell, 

M.J., Megarbace, A., Sarda, P., Sirma, H., Moncla, A., et al. (2006). PML nuclear  bodies 

are highly organzed DNA-protein structures with a function in heterochromatin remodelling 

at the G2 phase. Journal of Cell Science 119, 2518-2531. 

Lunde, K., Belting, H.-G., and Driever, W. (2004). Zebrafish pou5f1/pou2, Homolog of 

Mammalian Oct4, Functions in the Endoderm Specification Cascade. Current Biology 14, 

48-55. 

MacDonald, P.M., and Struhl, G. (1986). A molecular gradient in early Drosophila embryos 

and its role in specifying the body pattern. Nature 324, 537-545. 

MacLachlan, T.K., Somasundaram, K., Sgagias, M., Shifman, Y., Muschel, R.J., Cowan, 

K.H., and El-Deiry, W.S. (2000). BRCA1 Effects on the Cell Cycle and the DNA Damage 

Response Are Linked to Altered Gene Expression. Journal of Biological Chemistry 275, 

2777-2785. 

Maherali, N., Sridharan, R., Xie, W., Utikal, J., Eminli, S., Arnold, K., Stadtfeld, M., 

Yachechko, R., Tchieu, J., Jaenisch, R., et al. (2007). Directly reprogrammed fibroblasts 

show global epigenetic remodeling and widespread tissue contribution. Cell Stem Cell 1, 55-

70. 

Malik, S., and Roeder, R.G. (2005). Dynamic regulation of pol II transcription by the 

mammalian Mediator complex. Trends in Biochemical Sciences 30, 256-263. 

Manjeshwar, S., Branam, D.E., Lerner, M.R., Brackett, D.J., and Jupe, E.R. (2003). Tumor 

Suppression by the Prohibitin Gene 3'Untranslated Region RNA in Human Breast Cancer. 

Cancer Res 63, 5251-5256. 

Margueron, R., Justin, N., Ohno, K., Sharpe, M.L., Son, J., Drury Iii, W.J., Voigt, P., Martin, 

S.R., Taylor, W.R., De Marco, V., et al. (2009). Role of the polycomb protein EED in the 

propagation of repressive histone marks. Nature 461, 762-767. 



 

 

213 

Marion, R.M., Strati, K., Li, H., Murga, M., Blanco, R., Ortega, S., Fernandez-Capetillo, O., 

Serrano, M., and Blasco, M.A. (2009). A p53-mediated DNA damage response limits 

reprogramming to ensure iPS cell genomic integrity. Nature 460, 1149-1153. 

Marson, A., Levine, S.S., Cole, M.F., Frampton, G.M., Brambrink, T., Johnstone, S., 

Guenther, M.F., Johnston, W.K., Wernig, M., Newman, J., et al. (2008). Connecting 

microRNA genes to the core transcriptional regulatory circuitry of embryonic stem cells. 

Cell 134, 521-533. 

Martin, S.A., and Ouchi, T. (2005). BRCA1 Phosphorylation Regulates Caspase-3 

Activation in UV-Induced Apoptosis. Cancer Res 65, 10657-10662. 

Martinelli, P., Bonetti, P., Sironi, C., Pruneri, G., Fumagalli, C., Raviele, P.R., Volorio, S., 

Pileri, S., Chiarle, R., McDuff, F.K.E., et al. (2011). The lymphoma-associated NPM-ALK 

oncogene elicits a p16INK4a/pRb-dependent tumor-suppressive pathway. Blood 117, 6617-

6626. 

Masui, S., Nakatake, Y., Toyooka, Y., Shimaosato, D., Yagi, R., Takashi, K., Okochi, H., 

Okuda, A., Matoba, R., Sharov, A.A., et al. (2007). Pluripotency governed by Sox2 via 

regulation of Oct3/4 expression in mouse embryonic stem cells. Nature Cell Biology 9, 625-

635. 

Matoba, R., Niwa, H., Masui, S., Ohtsuka, S., Carter, M.G., Sharov, A., and Ko, M., S. H. 

(2006). Dissecting Oct3/4-regulated gene networks in embryonic stem cells by expression 

profiling. PLOS One 1, e26. 

Matsuda, T., Nakamura, T., Nakao, K., Arai, T., Katsuki, M., Heike, T., and Yokota, T. 

(1999). Stat3 activation is sufficient to maintain an undifferentiated state of mouse 

embryonic stem cells. European Molecular Biology Organization 18, 4261-4269. 

Matsui, Y., Zsebo, K., and Hogan, B.L. (1992). Derivation of pluripotential embryonic stem 

cells from murine primordial germ cells in culture. Cell 70, 841-847. 

Maximow, A.A. (2009). The Lymphocyte as a stem cell common to different blood elements 

in embryonic development and during the post-fetal life of mammals (1909). Originally in 



 

 

214 

German: Folia Haematologica 8.1909, 125-134. English translation: Cell Ther Transplant. 

2009,1:e.000032.01. doi:10.3205/ctt-2009-en-000032.01. Cellular Therapy and 

Transplantation 1, e.000032.000001. 

Maya, R., Balass, M., Kim, S.-T., Shkedy, D., Leal, J.-F.M., Shifman, O., Moas, M., 

Buschmann, T., Ronai, Z.e., Shiloh, Y., et al. (2001). ATM-dependent phosphorylation of 

Mdm2 on serine 395: role in p53 activation by DNA damage. Genes and Development 15, 

1067-1077. 

Mayer, W., Smith, A., Fundele, R., and Haaf, T. (2000). Spatial separation of parental 

genomes in preimplantation mouse embryos. Journal of Cellular Biology 148, 629-634. 

McBurney, M.W. (1993). P19 embryonal carcinoma cells. The International Journal of 

Developmental Biology 37, 135-140. 

McCulloch, E.A., and Till, J.E. (1960). The radiation sensitivity of normal bone marrow 

cells, determined by quantitative bone marrow transplantation into irradiated mice. Radiation 

Research 13, 115-125. 

Merlino, G., and Helman, L.J. (1999). Rhabdomyosarcoma-working out the pathways. 

Oncogene 18, 5340-5348. 

Mikkelsen, T.S., Manching, K., Jaffe, D.B., Issac, B., Lieberman, E., Giannoukos, G., 

Alvarez, P., Brockman, W., Kim, T.-K., Koche, R.P., et al. (2007). Genome-wide maps of 

chromatin state in pluripotent and lineage-committed cells. Nature 448, 553-560. 

Mikkers, H., and Frisen, J. (2005). Deconstructing stemnes. European Molecular Biology 

Organization Journal 24, 2715-2719. 

Miller, S.A., Mohn, S.E., and Weinmann, A.S. (2010). Jmjd3 and UTX Play a Demethylase-

Independent Role in Chromatin Remodeling to Regulate T-Box Family Member-Dependent 

Gene Expression. Molecular Cell 40, 594-605. 



 

 

215 

Mitsui, K., Tokuzawa, Y., Itoh, H., Segawa, K., Murakami, M., Takahashi, K., Maruyama, 

M., Maeda, M., and Yamanaka, S. (2003). The Homeoprotein Nanog Is Required for 

Maintenance of Pluripotency in Mouse Epiblast and ES Cells. Cell 113, 631-642. 

Miyagi, S., Kato, H., and Okuda, A. (2009). Role of Soxb1 transcription factors in 

development. Cellular and Molecular Life Sciences 66, 3675-3684. 

Miyagi, S., Masui, S., Niwa, H., Saito, T., Okano, H., Nishimoto, M., Muramatsu, M., 

Iwama, A., and Okuda, A. (2008). Consequence of the loss of Sox2 in the developing brain 

of the mouse. FEBS Letters 582, 281-2815. 

Miyagishima, H., Isono, K., Fujimura, Y., Iyo, M., Takihara, Y., Masumoto, H., Vidal, M., 

and Koseki, H. (2003). Dissociation of mammalian Polycomb-group proteins, Ring1b and 

Rae28/Ph1, from the chromatin correlates with configuration changes of the chromatin in 

mitotic and meiotic prophase. Histochemical Cell Biology 120, 111-119. 

Miyamoto, K., Fukutomi, T., Akashi-Tanaka, S., Hasegawa, T., Asahara, T., Sugimura, T., 

and Ushijjima, T. (2005). Identification of 20 genes aberrantly methylated in human breast 

cancers. International Journal of Cancer 116, 407-414. 

Mlodzik, M., and Gehring, W.J. (1987). Expression of the caudal gene in the germ line of 

Drosophila: Formation of an RNA and protein gradient during early embryogenesis. Cell 48, 

465-478. 

Molofsky, A.V., Pardal, R., Iwashita, T., Park, I.-K., and Clarke, M.F. (2003). Bmi-1 

dependence distinguishes neural stem cell self-renewal from progenitor proliferation. Nature 

425, 962-967. 

Monk, M., Holding, Cathy (2001). Human Embryonic Genes Re-expressed in Cancer Cells. 

Oncogene 20, 8085-8091. 

Morris, S.A., Shibata, Y., Noma, K., Tsukamoto, Y., Warren, E., Temple, B., Grewal, S.I., 

and Strahl, B.D. (2005). Histone H3K36 methylation is associated with transcriptional 

elongation in Schizosaccharomyces pombe. Eukaryotic Cell 4, 1446-1454. 



 

 

216 

Morrison, A.J., Highland, J., Krogan, N.J., Arbel-Eden, A., Greenblatt, J.F., Haber, J.E., and 

Shen, X. (2004). INO80 and [gamma]-H2AX Interaction Links ATP-Dependent Chromatin 

Remodeling to DNA Damage Repair. Cell 119, 767-775. 

Muller, J., and Kassis, J. (2006). Polycomb response elements and targeting of Polycomb 

group proteins in Drosophila. Current Opinion in Genetics & Development 16, 476-484. 

Muller, S., Matunis, M.J., and Dejean, A. (1998). Conjugation with the unbiquitin-related 

modifier SUMO-1 regulates the partitioning of PML within the nucleus. European 

Molecular Biology Organization 17, 61-70. 

Nacerddine, K., Lehembre, F., Bhaumik, M., Artus, J., Cohen-Tannoudji, M., Babinet, C., 

Pandolfi, P.P., and Dejean, A. (2005). The SUMO Pathway Is Essential for Nuclear Integrity 

and Chromosome Segregation in Mice. Developmental Cell 9, 769-779. 

Nagai, S., Davoodi, N., and Gasser, S.M. (2011). Nuclear organization in genome stability: 

SUMO connections. Cell Res 21, 474-485. 

Nakagawa, T., Kajitani, T., Togo, S., Masuko, N., Ohdan, H., Hishikawa, Y., Koji, T., 

Matsuyama, T., Ikura, T., Muramatsu, M., et al. (2008). Deubiquitylation of histone H2A 

activates transcriptional initiation via tans-histone cross-talk with h3K4 di- and 

trimethylation. Genes and Development 22, 37-49. 

Nakamura, T., Inoue, K., Ogawa, S., Umehara, H., Ogonki, N., Miki, H., Kimura, T., Ogura, 

A., and Nakano, T. (2008). Effects of Akt signaling on nuclear reprogramming. Genes to 

Cells 13, 1269-1277. 

Neff, A.W., King, M.W., Harty, M.W., Nguyen, T., Calley, J., Smith, R.C., and Mescher, 

A.L. (2005). Expression of Xenopus XISALL4 during limb development and regeneration. 

Develpmental Dynamics 233, 356-367. 

Neganova, I., and Lako, M. (2008). G1 to S phase cell cycle transition in somatic and 

embryonic stem cells. Journal of Anatomy 213, 30-44. 



 

 

217 

Nichols, J., Zevnik, B., Anastassiadis, K., Niwa, H., Klewe-Nebenius, D., Chambers, I., 

Scholer, H., and Smith, A. (1998). Formation of pluripotent stem cells in the mammalian 

embryo depends on the POU transcription factor Oct4. Cell 95, 379-391. 

Niessen, H.E.C., Demmers, J.A., and Voncken, J.W. (2009). Talking to chromatin: post-

tranlational modulation of polycomb group function. Epigenetics and Chromatin 2, 10. 

Niwa, H. (2007). How is pluripotency determined and maintained? Development 134, 635-

646. 

Niwa, H., Burdon, T., Chambers, I., and Smith, A. (1998). Self-renewal of pluripotent 

embryonic stem cells is mediated via activation of stat3. Genes and Development 12, 2048-

2060. 

Niwa, H., Masui, S., Chambers, I., Smith, A.G., and Miyazaki, J.-i. (2002). Phenotypic 

complementation establishes requirements for specific POU domain and generic 

transactivation function of Oct-3/4 in embryonic stem cells. Molecular and Cellular Biology 

22, 1526-1536. 

Niwa, H., Miyazake, J., and Smith, A. (2000). Quantitative expression of Oct3/4 defines 

differentiation, dedifferentiation, or self-renewal of ES Cells. Nature Genetics 24, 372-376. 

Niwa, H., Toyooka, Y., Shimosato, D., Strumpf, D., Takahashi, K., Yagi, R., and Rossant, J. 

(2005). Interaction between Oct3/4 and Cdx2 determines trophectoderm differentiation. Cell 

123, 917-929. 

O'Neill, C. (2008). Phosphatidylinositol 3-kinase signaling in mammalian preimplantation 

embryo development. Reproduction 136, 147-156. 

Ogawara, Y., Kishishita, S., Obata, T., Isazawa, Y., Suzuki, T., Tanaka, K., Masuyama, N., 

and Gotoh, Y. (2002). Akt enhances Mdm2-mediated ubiquitination and degradation of p53. 

Journal of Biological Chemistry 277, 21843-21850. 

Ohm, J.E., McGarvey, K.M., Yu, X., Cheng, L., Schuebel, K.E., Cope, L., Mohammad, 

H.P., Chen, W., Daniel, V.C., Yu, W., et al. (2007). A stem cell-like chromatin pattern may 



 

 

218 

predispose tumor suppressor genes to DNA hypermethylation and heritable silencing. Nature 

Genetics 39, 237-242. 

Ohta, H., Sawada, A., Kim, J.Y., Tokimasa, S., Nishiguchi, S., Humphries, R.K., Hara, J., 

and Takihara, Y. (2002). Polycomb Group Gene rae28 Is Required for Sustaining Activity of 

Hematopoietic Stem Cells. J Exp Med 195, 759-770. 

Okita, K., Ichisaka, T., and Yamanaka, S. (2007). Generation of germline-competent 

induced pluripotent stem cells. Nature 448, 313-317. 

Okita, K., and Yamanaka, S. (2006). Intracellular signaling pathways regulating plutipotency 

of embryonic stem cells. Current Stem Cell Research Therapy 1, 103-111. 

Orford, K.W., and Scadden, D.T. (2008). Deconstructing stem cell self-renewal: genetic 

insights into cell-cycle regulation. Nat Rev Genet 9, 115-128. 

Otte, A.P., and Kwaks, T.H.J. (2003). Gene repression by Polycomb group protein 

complexes: a distnct complex for every occasion? Current Opinion in Genetics & 

Development 13, 448-454. 

Pallier, C., Scaffidi, P., Chipineau-Proust, S., Agresti, A., Nordmann, P., Bianchi, M.E., and 

Marechal, V. (2003). Association of chromatin proteins High Mobility Group Box (HMGB) 

1 and HMGB2 with mitotic chromosomes. Molecular Biology of the Cell 14, 3414-3426. 

Palmieri, S.L., Peter, W., Hess, H., and Scholer, H. (1994). Oct-4 transcription factor is 

differentially expressed in the mouse embryo during establishment of the first two 

extraembryonic cell lineages involved in implantation. Developmental Biology 166, 259-

267. 

Palumbo, R., and Bianchi, M.E. (2004). High mobility group box 1 protein, a cue for stem 

cell recruitment. Biochemical Pharmacology: Proceedings from the 6th and 7th international 

conferences, Signal Transduction 2004 and Chromatin 2004 68, 1165-1170. 



 

 

219 

Pan, G., Li, J., Zhou, Y., Zheng, H., and Pei, D. (2006). A negative feedback loop of 

transcription factors that controls stem cell pluripotency and self-renewal. FASEB 20, 

E1094-E1102. 

Papouli, E., Chen, S., Davies, A.A., Huttner, D., Krejci, L., Sung, P., and Ulrich, H.D. 

(2005). Crosstalk between SUMO and Ubiquitin on PCNA is mediated by recruitment of the 

helicase Srs2p. Molecular Cell 19, 123-133. 

Pardo, M., Lang, B., Yu, L., Prosser, H., Bradley, A., Babu, M.M., and Choudhary, J. 

(2010). An Expanded Oct4 Interaction Network: Implications for Stem Cell Biology, 

Development, and Disease. Cell Stem Cell 6, 382-395. 

Park, Y.-J., and Luger, K. (2006). Structure and function of nucleosome assembly proteins. 

Biochemistry and Cell Biology 84, 549-558. 

Pasheva, E., Sarov, M., Bidjekov, K., Ugrinova, I., Sarg, B., Lindner, H., and Pashev, I.G. 

(2004). In vitro acetylation of HMGB-1 and -2 proteins by CBP: the role of the acidic tail. 

Biochemisty 43, 2935-2940. 

Pasini, D., Bracken, A.P., Jensen, M.R., Denchi, E.L., and Helin, K. (2004). Suz12 is 

essential for mouse development and for Ezh2 histone methyltransferase activity. The 

EMBO Journal 23, 4061-4071. 

Pasini, D., Cloos, P.A.C., Walfridsson, J., Olsson, L., Bukowski, J.-P., Johansen, J.V., Bak, 

M., Tommerup, N., Rappsilber, J., and Helin, K. (2010). JARID2 regulates binding of the 

Polycomb repressive complex 2 to target genes in ES cells. Nature 464, 306-310. 

Pedersen, M.T., and Helin, K. (2010). Histone demethylases in development and disease. 

Trends in Cell Biology 20, 662-671. 

Perez-Iratxeta, C., Palidwor, G., Porter, C.J., Sanche, N.A., Huska, M.R., Suomela, B.P., 

Muro, E.M., Krzyzanowski, P.M., Hughes, E., Campbell, P.A., et al. (2005). Study of stem 

cell function using microarray experiments. FEBS Lett 579, 1795-1801. 



 

 

220 

Perry, C.A., Allis, C.D., and Annunziato, A.T. (1993). Parental nucleosomes segregated to 

newly replicated chromatin are underacetylated relative to those assembled de novo. 

Biochemistry 32, 13615-13623. 

Perry, P., Sauer, S., Billon, N., Richardson, W.D., Spivakov, M., Warnes, G., Livesey, F.J., 

Merkenschlager, M., Fisher, A.G., and Azuara, V. (2004). A Dynamic Switch in the 

Replication Timing of Key Regulator Genes in Embryonic Stem Cells upon Neural 

Induction. Cell Cycle 3, 1645-1650. 

Pesce, M., and Scholer, H. (2001). Oct4: Gatekeeper in the Beginnings of Mammalian 

Develpment. Stem Cells, 271-278. 

Pesce, M., Scholer, Hans (2001). Oct4: Gatekeeper in the Beginnings of Mammalian 

Development. Stem Cells 19, 271-278. 

Peterlin, B.M., and Price, D.H. (2006). Controlling the elongation phase of transcription with 

P-Tefb. Molecular Cell 23, 297-305. 

Phanstiel, D.H., Brumbaugh, J., Wenger, C.D., Tian, S., Probasco, M.D., Bailey, D.J., 

Swaney, D.L., Tervo, M.A., Bolin, J.M., Ruotti, V., et al. (2011). Proteomic and 

phosphoproteomic comparison of human ES and iPS cells. Nat Meth 8, 821-827. 

Plath, K., Talbot, D., Hamer, K.M., Otte, A.P., Yang, T.P., Jaenisch, R., and Panning, B. 

(2004). Developmentally regulated alterations in Polycomb repressive complex 1 proteins on 

the inactive X chromosome. Journal of Cell Biology 167, 1025-1035. 

Pokholok, D.K., Hannett, N.M., and Young, R.A. (2002). Exhchange of RNA polymerase II 

initiation and elongation factors during gene expression in vivo. Molecular Cell 9, 799-809. 

Polo, S.E., and Jackson, S.P. (2011). Dynamics of DNA damage response proteins at DNA 

breaks: a focus on protein modifications. Genes & Development 25, 409-433. 

Price, D.H. (2008). Poised polymerases: on your mark...get set...go! Molecular Cell 30, 7-10. 



 

 

221 

Prudden, J., Perry, J.J.P., Nie, M., Vashisht, A.A., Arvai, A.S., Hitomi, C., Guenther, G., 

Wohlschlegel, J.A., Tainer, J.A., and Boddy, M.N. (2011). DNA Repair and Global 

Sumoylation are Regulated by Distinct Ubc9 Non-covalent Complexes. Mol Cell Biol, 

MCB.05188-05111. 

Qi, X., Li, T.-G., Hao, J., Hu, J., Wang, J., Simmons, H., Miura, S., Mishina, Y., and Zhao, 

G.-Q. (2004). BMP4 supports self-renewal of embryonic stem cells by inhibiting mitogen-

activated protein kinase pathways. Proceedings of the National Academy of Sciences of the 

United States of America 101, 6027-6032. 

Ralston, A., and Rossant, J. (2005). Genetic regulation of stem cell origins in the mouse 

embryo. Clinical Genetics 68, 106-112. 

Ramalho-Santos, M., Yoon, S., Matsuzake, Y., Mulligan, R.C., and Melton, D.A. (2002). 

"Stemness": transcriptional profiling of embryonic and adult stem cells. Science 298, 597-

600. 

Rappailles, A., Decoville, M., and Locker, D. (2005). DSP1, a Drosophila HMG protein, is 

involved in spatiotemporal expression of the homeotic gene Sex combs reduced. Biology of 

the Cell 97, 779-785. 

Rasmussen, T.P. (2003). Embryonic stem cell differentiation: A chromatin perspective. 

Reproductive Biology and Endocrinology 1, 100-107. 

Ravenel, J., D. , and al., e. (2001). Loss of imprinting of insulin-like growth factor-II (IGF2) 

gene in distinguishing specific biologic subtypes of Wilms tumor. Journal of the National 

Cancer Institute 93, 1698-1703. 

Reim, G., and Brand, M. (2002). spiel-ohne-grenzen/pou2 mediates regional competence to 

respond to Fgf8 during zebrafish early neural development. Development 129, 917-933. 

Reim, G., and Brand, M. (2006). Maternal control of vertebrate dorsoventral axis formation 

and epiboly by the POU domain protein Spg/Pou2/Oct4. Development 133, 2757-2770. 



 

 

222 

Reim, G., Mizoguchi, T., Stainier, D.Y., Kikuchi, Y., and Brand, M. (2004). The POU 

Domain Protein Spg (Pou2/Oct4) Is Essential for Endoderm Formation in Cooperation with 

the HMG Domain Protein Casanova. Developmental Cell 6, 91-101. 

Remenyi, A., Lins, K., Nissen, L.J., Reinbold, R., Scholer, H., and Wilmanns, M. (2003). 

Crystal Structure of a POU/HMG/DNA ternary complex suggests differential assembly of 

Oct4 and Sox2 on two enhancers. Genes and Development 17, 2048-2059. 

Ren, X., Vincenz, C., and Kerppola, T.K. (2008). Changes in the Distributions and 

Dynamics of Polycomb Repressive Complexes during Embryonic Stem Cell Differentiation. 

Mol Cell Biol 28, 2884-2895. 

Restle, A., Janz, C., and Wiesmuller, L. (2005). Differences in the association of p53 

phosphorylated on serine 15 and key enzymes of homologous recombination.  24, 4380-

4387. 

Riising, E.M., Boffio, R., Chiocca, S., Helin, K., and Pasini, D. (2008). The Polycomb 

Repressive Complex 2 is a potential target of SUMO modifications. PlOS One 3, e2704. 

Riley, J.K., Carayannopoulos, M.O., H. Wyman, A., Chi, M., Ratajczak, C.K., and Moley, 

K.H. (2005). The PI3K/Akt pathway is present and functional in the preimplantation mouse 

embryo. Developmental Biology 284, 377-386. 

Ringrose, L., and Paro, R. (2004). Epigenetic regulation of cellular memory by the polycomb 

and trithorax group proteins. Annual Review of Genetics 38, 413-443. 

Ringrose, L., and Paro, R. (2007). Polycomb/Trithorax response elements and epigenetic 

memory of cell identity. Development 134, 223-232. 

Ringrose, L., Rehmsmeier, M., Dura, J.-M., and Paro, R. (2003). Genome-Wide Prediction 

of Polycomb/Trithorax Response Elements in Drosophila melanogaster. Developmental Cell 

5, 759-771. 



 

 

223 

Ronfani, L., Ferraguti, M., Croci, L., Ovitt, C., Scholer, H., Consalez, G., and Bianchi, M. 

(2001). Reduced fertility and spermatogenesis defects in mice lacking chromosomal protein 

Hmgb2. Development 128, 1265-1273. 

Rossant, J. (2007). Stem cells and lineage development in the mammalian blastocyst. 

Reproduction, Fertility, and Development 19, 111-118. 

Rossant, J. (2008). Stem cells and early lineage development. Cell 132, 527-531. 

Ruggero, D., and Sonenberg, N. (2005). The Akt of translational control. Oncogene 24, 

7426-7434. 

Ruggero, D., Wang, Z.-G., and Pandolfi, P.P. (2000). The puzzling multiple lives of PML 

and its role in the genesis of cancer. BioEssays 22, 827-835. 

Saitoh, N., Uchimura, Y., Tachibana, T., Sugahara, S., Saitoh, H., and Nakao, M. (2006). In 

situ SUMOylation analysis reveals a modulatory role of RanBP2 in the nuclear rim and PML 

bodies. Experimental Cell Research 312, 1418-1430. 

Saleem, A., Dutta, J., Malegaonkar, D., Rasheed, F., Rasheed, Z., Rajendra, R., Marshall, H., 

Luo, M., Li, H., and Rubin, E.H. (2004). The topoisomerase I- and p53-binding protein 

topors is differentially expressed in normal and malignant human tissues and may function 

as a tumor suppressor. Oncogene 23, 5293-5300. 

Salomoni, P., and Pandolfi, P.P. (2002). The role of PML in tumor suppression. Cell 108, 

16-170. 

Salvaing, J., Decoville, M., Mouchel-Vielh, E., Bussiere, M., Daulny, A., Boldyreva, L., 

Zhimulev, I., Locker, D., and Peronnet, F. (2006). Corto and DSP1 interact and bind to a 

maintenance element of the Scr Hox gene: understanding the role of Enhancers of trithorax 

and Plycomb. BMC Biology 4, 1-11. 

Sam, M., Wurst, W., Kluppel, M., Jin, O., Heng, H., and Bernstein, A. (1998). Aquarius, a 

novel gene isolated by gene trapping with an RNA dependent RNA polymerase motif. 

Develpmental Dynamics 212, 304-317. 



 

 

224 

Sampson, D.A., Wang, M., and Matunis, M.J. (2001). The Small Ubiquitin-like Modifier-1 

(SUMO-1) consensus sequence mediates Ubc9 binding and is essential for SUMO-1 

modification. The Journal of Biological Chemistry 276, 21664-21669. 

Santagata, S., Ligon, K.L., and Hornick, J.L. (2007). Embryonic stem cell transcription 

factor signatures in the diagnosis of primary and metastatic germ cell tumors. American 

Journal of Surgical Pathology 31, 836-845. 

Sastry, K.S., Smith, A.J., Karpova, Y., Datta, S.R., and Kulik, G. (2006). Diverse 

antiapoptotic signaling pathways activated by vasoactive interstinal polypeptide, epidermal 

growth factor, and phosphatidylinositol 3-kinase in prostate cancer cells converge on BAD. 

Journal of Biological Chemistry 281, 20891-20901. 

Saunders, A., Core, L.J., and Lis, J.T. (2006). Breaking barriers to transcription elongation. 

Nature Reviews Molecular Cell Biology 7, 557-567. 

Saxe, J.P., Tomilin, A., Scholer, H.R., Plath, K., and Huang, J. (2009). Post-translational 

regulation of Oct4 transcriptional activity. PLOSOne 4, 44467. 

Scaffidi, P., Misteli, T., and Bianchi, M.E. (2002). Release of chromatin protein Hmgb1 by 

necrotic cells triggers inflammation. Nature 418, 191-195. 

Searl, T., and Silinsky, E. (2005). LY 294002 inhibits adenosine receptor activation by a 

mechanism independent of effects on PI-3 kinase or casein kinase II. Purinergic Signalling 1, 

389-394. 

Sell, S., and Pierce, G. (1994). Maturation arrest of stem cell differentiation is a common 

pathway for the cellular origin of teratocarcinomas and epithelial cancers. Laboratory 

Investigations 70, 6-22. 

Sene, K., Porter, C., Palidwor, G., Perez-Iratxeta, C., Muro, E., Campbell, P., Rudnicki, M., 

and Andrade-Navarro, M. (2007). Gene function in early mouse embryonic stem cell 

differentiation. BMC Genomics 8, 85. 



 

 

225 

Sheik Mohamed, J., Gaughwin, P.M., Lim, B., Robson, P., and Lipovich, L. (2010). 

Conserved long noncoding RNAs transcriptionally regulated by Oct4 and Nanog modulate 

pluripotency in mouse embryonic stem cells. RNA 16, 324-337. 

Shen, M.M., and Leder, P. (1992). Leukemia inhibitory factor is expressed by the 

preimplantation uterus and selectively blocks primitive ectoderm formation in vitro. 

Proceedings of the National Academy of Sciences 89, 8240-8244. 

Shen, T.H., Lin, H.-K., Scaglioni, P.P., Yung, T.M., and Pandolfi, P.P. (2006). The 

mechanisms of PML-nuclear body formation. Molecular Cell 24, 331-339. 

Sherman, M.H., Bassing, C.H., and Teitell, M.A. (2011). Regulation of cell differentiation 

by the DNA damage response. Trends in Cell Biology 21, 312-319. 

Shieh, S.-Y., Ikeda, M., Taya, Y., and Prives, C. (1997). DNA Damage-Induced 

Phosphorylation of p53 Alleviates Inhibition by MDM2. Cell 91, 325-334. 

Shimozaki, K., Nakashima, K., Niwa, H., and Taga, T. (2003). Involvement of Oct3/4 in the 

enhancement of neuronal differentiation of ES cells in neurogenesis-inducing cultures. 

Development 130, 2505-2512. 

Shirai, M., Osugi, T., Koga, H., Kaji, Y., Takimoto, E., Komuro, I., Hara, J., Miwa, T., 

Yamauchi-Takihara, K., and Takihara, Y. (2002). The Polycomb-group gene Rae28 sustains 

Nkx2.5/Csx expression and is essential for cardiac morphogenesis. J Clin Invest 110, 177-

184. 

Sigrist, C.J.A., and Pirrotta, V. (1997). Chromatin insulator elements block the silencing of a 

target gene by the Drosophila Polycomb Response Element (PRE) but allow trans 

interactions between PREs on different chromosomes. The Genetics Society of America 147, 

209-221. 

Siliciano, J.D., Canman, C.E., Taya, Y., Sakaguchi, K., Appella, E., and Kastan, M.B. 

(1997). DNA damage induces phosphorylation of the amino terminus of Trp53. Genes & 

Development 11, 3471-3481. 



 

 

226 

Silva, J., Nichols, J., Theunissen, T.W., Guo, G., van Oosten, A.L., Barrandon, O., Wray, J., 

Yamanaka, S., Chambers, I., and Smith, A. (2009). Nanog is the gateway to the pluripotent 

ground state. Cell 138, 722-737. 

Siminovitch, L. (1963). The distribution of colony-forming cells among spleed colonies. 

Journal of Cellular and Comparative Physiology 62, 327-336. 

Simon, J.A., and Kingston, R.E. (2009). Mechanisms of Polycomb gene silencing: knowns 

and unknowns. Nature Reviews Molecular Cell Biology 10, 697-708. 

Simone, C. (2006). SWI/SNF: The crossroads where extracellular signaling pathways meet 

chromatin. Journal of Cellular Physiology 207, 309-314. 

Sing, A., Pannell, D., Karaiskakis, A., Sturgeon, K., Djabali, M., Ellis, J., Lipshitz, H.D., and 

Cordes, S.P. (2009). A Vertebrate Polycomb Response Element Governs Segmentation of 

the Posterior Hindbrain. Cell 138, 885-897. 

Sinor, A.D., and Lillien, L. (2004). Akt-1 Expression Level Regulates CNS Precursors. The 

Journal of Neuroscience 24, 8531-8541. 

Sissons, J., Alsam, S., Jayasekera, S., Kim, K.S., Stins, M., and Khan, N.A. (2004). 

Acanthamoeba induces cell-cycle arrest in host cells. J Med Microbiol 53, 711-717. 

Skibola, C.F., Smith, M.T., Hubbard, A., Shane, B., Roberts, A.C., Law, G.R., Rollinson, S., 

Roman, E., Cartwright, R.A., and Morgan, G.J. (2002). Polymorphisms in the thymidylate 

synthase and serine hydroxymethyltransferase genes and risk of adult acute lymphocytic 

leukemia. Blood 99, 3786-3791. 

Slack, J.M.W. (1983). From egg to embryo: determinative events in early development. 

(Cambridge, Cambridge University Press). 

Sogaard, T.M.M., and Svejstrup, J.Q. (2007). Hyperphosphorylation of the C-terminal repeat 

domain of RNA Polymerase II facilitates dossociation of its complex with Mediator. The 

Journal of Biological Chemistry 282, 14113-14120. 



 

 

227 

Sorenson, R.A., and Wassarman, P.M. (1976). Relationship between growth and meiotic 

maturation of the mouse oocyte. Developmental Biology 50, 531-536. 

Squazzo, S.L., O'Geen, H., Komashko, V.M., Krig, S.R., Jin, V.X., Jang, S.-w., Margueron, 

R., Reinberg, D., Green, R., and Farnham, P.J. (2006). Suz12 binds to silenced regions of the 

genome in a cell-type-specific manner. Genome Research 16, 890-900. 

Starita, L.M., and Parvin, J.D. (2003). The multiple nuclear functions of BRCA1: 

transcription, ubiquitination and DNA repair. Current Opinion in Cell Biology 15, 345-350. 

Stein, P., Svoboda, P., Anger, M., and Schultz, R.M. (2003). RNAi: Mammalian oocytes do 

in without RNA-dependent RNA polymerase. RNA 9, 187-192. 

Štros, M., Launholt, D., and Grasser, K. (2007). The HMG-box: a versatile protein domain 

occurring in a wide variety of DNA-binding proteins. Cellular and Molecular Life Sciences 

64, 2590-2606. 

Stros, M., Muselikova-Polanska, E., Pospisilova, S., and Strauss, F. (2004). High-Affinity 

Binding of Tumor-Suppressor Protein p53 and HMGB1 to Hemicatenated DNA Loops. 

Biochemistry 43, 7215-7225. 

Strumpf, D., Mao, C.-A., Yamanaka, Y., Ralston, A., Chawengsaksophak, K., Beck, F., and 

Rossant, J. (2005). Cdx2 is required for correct cell fate specification ad differentiation of 

trophectoderm in the mouse blastocyst. Development 132, 2093-2102. 

Stucki, M., and Jackson, S.P. (2004). Tudor domains track down DNA breaks. Nature Cell 

Biology 6, 1150-1152. 

Sudo, T., Ota, Y., Kotani, S., Nakao, M., Takami, Y., Takeda, S., and Saya, H. (2001). 

Activation of Cdh1-dependent APC is required for G1 cell cycle arrest and DNA damage-

induced G2 checkpoint in vertebrate cells. European Molecular Biology Organization 

Journal 20, 6499-6508. 



 

 

228 

Sun, Y.-M., Greenway, D.J., Johnson, R., Street, M., Belyaev, N.D., Deuchars, J., Bee, T., 

Wilde, S., and Buckley, N.J. (2005). Distinct Profiles of REST Interactions with Its Target 

Genes at Different Stages of Neuronal Development. Mol Biol Cell 16, 5630-5638. 

Sutrias-Grau, M., Bianchi, M.E., and Bernues, J. (1999). High Mobility Group Protein 

1 Interacts Specifically with the Core Domain of Human TATA Box-binding Protein and 

Interferes with Transcription Factor IIB within the Pre-initiation Complex. J Biol Chem 274, 

1628-1634. 

Swaney, D.L., Wenger, C.D., Thomson, J.A., and Coon, J.J. (2009). Human embryonic stem 

cell phosphoproteome revealed by electron transfer dissociation tandem mass spectrometry. 

Proceedings of the National Academy of Sciences 106, 995-1000. 

Szabo, E., Rampalli, S., Risueno, R.M., Schnerch, A., Mitchell, R., Fiebig-Comyn, A., 

Levadoux-Martin, M., and Bhatia, M. (2010). Direct conversion of human fibroblasts to 

multilineage blood progenitors. Nature advance online publication. 

Szutorisz, H., Georgiou, A., Tora, L., and Dillon, N. (2006). The proteasome restricts 

permissive transcription at tissue-specific gene loci in embryonic stem cells. Cell 127, 1375-

1388. 

Tai, M.-H., Chang, C.-C., Olson, L.K., and Trosko, J.E. (2005). Oct4 expression in adult 

human stem cells: evidence in support of the stem cell theory of carcinogenesis. 

Carcinogenesis 26, 495-502. 

Takahashi, K., and Yamanaka, S. (2006). Induction of Pluripotent Stem Cells from Mouse 

Embryonic and Adult Fibroblast Cultures by Defined Factors. Cell 126, 663-676. 

Takeda, J., Seino, S., and Bell, G.I. (1992). Human Oct3 gene family: cDNA sequences, 

alternative splicing, gene organization, chromosomal location, and expression at low levels 

in adult tissues. Nucleic Acids Research 20, 4613-4620. 

Takeda, K., Noguchi, K., Shi, W., Tanaka, T., Matsumoto, M., Yoshida, M., Kishimoto, T., 

and Akira, S. (1997). Targeted disruption of the mouse Stat3 gene leads to early embryonic 

lethality. Proceedings of the National Academy of Sciences, USA 94, 3801-3804. 



 

 

229 

Takeuchi, T., Kojima, M., Nakajima, K., and Kondo, S. (1999). Jumonji gene is essential for 

the neurulation and cardiac development of mouse embryos with a C3H/He Background. 

Mechanisms of Development 86, 29-38. 

Tamrakar, S., Rubin, E., and Ludlow, J.W. (2000). Role of pRB Dephosphorylation In Cell 

Cycle Regulation. Frontiers in Bioscience 5, d121-137. 

Tan-Wong, S.M., French, J.D., Proudfoot, N.J., and Brown, M.A. (2008). Dynamic 

interactions between the promoter and terminator regions of the mammalian BRCA1 gene. 

Proceedings of the National Academy of Sciences 105, 5160-5165. 

Taranova, O.V., Magness, S.T., Fagan, B.M., Wu, Y., Surzenko, N., Hutton, S.R., and 

Pevny, L.H. (2006). Sox2 is a dose-dependent regulator of retinal neural progenitor 

competence. Genes and Development 20, 1187-1202. 

Tay, Y., Zhang, J., Thomson, A.M., Lim, B., and Rigoutsos, I. (2008a). MicroRNAs to 

Nanog, Oct4, and Sox2 coding region modulate embryonic stem cell differentitation. Nature 

455, 1124-1128. 

Tay, Y.M.S., Tam, W.-L., Ang, Y.-S., Gaughwin, P.M., Yang, H., Wang, W., Liu, R., 

George, J., Ng, H.-H., Perera, R.J., et al. (2008b). MicroRNA-134 modulates the 

differentiation of mouse embryonic stem cells, where it causes post-transcriptional 

attenuation of Nanog and Lrh1. Stem Cells 26, 17-29. 

Tchernaenko, V., Halvorson, H.R., Kashlev, M., and Lutter, L.C. (2008). DNA Bubble 

Formation in Transcription Initiation. Biochemistry 47, 1871-1884. 

Tedeschi, A., and Di Giovanni, S. (2009). The non-apoptotic role of p53 in neuronal 

biology: enlightening the dark side of the moon. EMBO Rep 10, 576-583. 

Teitell, M.A., and Mikkola, H.K.A. (2006). Transcriptional activators, repressors, and 

epigenetic modifiers controlling hematopoietic stem cell development. Pediatric Research 

59, 33R-39R. 



 

 

230 

Tesar, P.J., Chenoweth, J.G., Brook, F.A., Davies, T.J., Evans, E.P., Mack, D.L., Gardner, 

R.L., and McKay, R.D. (2007). New cell lines from mouse epiblast share defining features 

with human embryonic stem cells. Nature 448, 19-199. 

Tetzlaff, M.T., Bai, C., Finegold, M., Wilson, J., Harper, J.W., Mahon, K.A., and Elledge, 

S.J. (2004). Cyclin F Disruption Compromises Placental Development and Affects Normal 

Cell Cycle Execution. Mol Cell Biol 24, 2487-2498. 

Therese, H.H., Margareta, S., and Boris, Z. (2006). Inhibitors of the PI3-kinase/Akt pathway 

induce mitotic catastrophe in non-small cell lung cancer cells. International Journal of 

Cancer 119, 1028-1038. 

Thomson, M., Liu, S.J., Zou, L.-N., Smith, Z., Meissner, A., and Ramanathan, S. (2011). 

Pluripotency Factors in Embryonic Stem Cells Regulate Differentiation into Germ Layers. 

Cell 145, 875-889. 

Till, J.E., and McCulloch, E.A. (1961). A direct measurement of the radiation sensitivity of 

normal mouse bone marrow cells. Radiation Research 14, 213-222. 

Till, J.E., McCulloch, E.A., and Siminovitch, L. (1964). A stochastic model of stem cell 

proliferation, based on the growth of spleen colony-forming cells. Proceedings of the 

National Academy of Sciences 51, 29-36. 

Timmers, H.T., and Tora, L. (2005). SAGA unveiled. Trends in Biochemical Sciences 30, 7-

10. 

Tollervey, D. (2004). Molecular biology: Termination by torpedo. Nature 432, 456-457. 

Tornaletti, S. (2005). Transcription arrest at DNA damage sites. Mutation 

Research/Fundamental and Molecular Mechanisms of Mutagenesis 577, 131-145. 

Tremethick, D.J., and Molloy, P.L. (1986). High mobility group proteins 1 and 2 stimulate 

transcription in vitro by RNA polymerases II and III. Journal of Biological Chemistry 261, 

6986-6992. 



 

 

231 

Tremethick, D.J., and Molloy, P.L. (1988). Effects of high mobility group proteins 1 and 2 

on initiation and elongation of specific transcription by RNA polymerase II in vitro. Nucleic 

Acids Research 16, 11107-11123. 

Trottman, L.C., Alimonti, A., Scglioni, P.P., Koutcher, J.A., Cordon-Cardo, C., and 

Pandolfi, P.P. (2006). Identification of a tumor suppressor network opposing nuclear Akt 

function. Nature 441, 523-527. 

Trounson, A., and Pera, M. (2001). Human embryonic stem cells. Fertility and Sterility 76, 

660-661. 

Tsuruzoe, S., Ishihara, K., Uchimura, Y., Watanabe, S., Sekita, Y., Aoto, T., Saito, H., 

Yuasa, Y., Niwa, H., HKawasuji, M., et al. (2006). Inhibition of DNA binding of Sox2 by 

the SUMO conjugation. Biochemical and Biophysical Research Communications 351, 920-

926. 

Ugrinova, I., Pashev, I.G., and Pasheva, E.A. (2009). Nucleosome Binding Properties and 

Co-Remodeling Activities of Native and in Vivo Acetylated HMGB-1 and HMGB-2 

Proteins. Biochemistry 48, 6502-6507. 

Valk-Lingbeek, M.E., Bruggeman, S.W.M., and van Lohuizen, M. (2004). Stem Cells and 

Cancer: the Polycomb Connection. Cell 118, 409-418. 

Vallier, L., Touboul, T., Chng, Z., Brimpari, M., Hannan, N., Millan, E., Smithers, L.E., 

Trotter, M., Rugg-Gunn, P., Weber, A., et al. (2009). Early Cell Fate Decisions of Human 

Embryonic Stem Cells and Mouse Epiblast Stem Cells Are Controlled by the Same 

Signalling Pathways. PlOS One 4, e6082. 

van den Berg, D.L., Snoek, T., Mullin, N.P., Yates, A., Bezstarosti, K., Demmers, J., 

Chambers, I., and Poot, R.A. (2010). An Oct4-centered protein interaction network in 

embryonic stem cells. Cell Stem Cell 6, 369-381. 

van der Hoeven, F., SZakany, J., and Duboule, D. (1996). Gene transpositions in the HoxD 

complex reveal a hierarchy of regulatory controls. Cell 85, 1025-1035. 



 

 

232 

Van Eynde, A., Nuytten, M., Dewerchin, M., Schoonjans, L., Keppens, S., Beullens, M., 

Moons, L., Carmeliet, P., Stalmans, W., and Bollen, M. (2004). The Nuclear Scaffold 

Protein NIPP1 Is Essential for Early Embryonic Development and Cell Proliferation. Mol 

Cell Biol 24, 5863-5874. 

Vasiljeva, L., Kim, M., Terzi, N., Soares, L.M., and Buratowski, S. (2008). Transcription 

termination and RNA degradation contribute to silencing of RNA Polymerase II 

transcription within heterochromatin. Cell 29, 313-323. 

Verrijzer, C.P., Kal, A.J., and van der Cliet, P.C. (1990). The oct-1 homeo domain contacts 

only part of the octamer sequence and full oct-1 DNA binding requires the POU-specific 

domain. Genes and Development 4, 1964-1974. 

Vire, E., Brenner, C., Deplus, R., Blanchon, L., Fraga, M.F., Didelot, C., Lluis, M., Van 

Eynde, A., Bernard, D., Vanderwinden, J.-M., et al. (2006). The Polycomb group protein 

Ezh2 directly controls DNa methylation. Nature 439, 871-874. 

Vivanco, I., and Sawyers, C.L. (2002). The Phosphatidylinositol 3-kinase-Akt pathway in 

human cancer. Nature Review Cancer 2, 489-501. 

Vlachostergios, P.J., Patrikidou, A., Daliani, D.D., and Papandreou, C.N. (2009). The 

ubiquitin-proteasome system in cancer, a major player in DNA repair. Part 2: transcriptional 

regulation. Journal of Cellular and Molecular Medicine 13, 3019-3031. 

Wada, T., Takagi, T., Yamaguch, Y., Ferdous, A., Imai, T., Hirose, S., Sugimoto, S., Yano, 

K., Hartzog, G.A., Winston, F., et al. (1998). DSIF, a novel transcription elongation factor 

that regulates RNA polymerase II processivity, is composed of human Spt4 and Spt5 

homologs. Genes and Development 12, 343-356. 

Waga, S., Mizuno, S., and Yoshida, M. (1990). Chromosomal protein HMG1 removes the 

transcriptional block caused by the cruciform in supercoiled DNA. J Biol Chem 265, 19424-

19428. 

Wagner, E.J., and Carpenter, P.B. (2012). Understanding the language of Lys36 methylation 

at histone H3. Nat Rev Mol Cell Biol 13, 115-126. 



 

 

233 

Walker, E., Chang, W.Y., Hunkapiller, J., Cagney, G., Garcha, K., Torchia, J., Krogan, N.J., 

Reiter, J.F., and Stanford, W.L. (2010). Polycomb-like 2 Associates with PRC2 and 

Regulates Transcriptional Networks during Mouse Embryonic Stem Cell Self-Renewal and 

Differentiation. Cell Stem Cell 6, 153-166. 

Walker, E., Ohishi, M., Davey, R.E., Zhang, W., Cassar, P.A., Tanaka, T.S., Der, S.D., 

Morris, Q., Hughes, T.R., Zandstra, P.W., et al. (2007). Prediction and testing of novel 

transcriptional networks regulating embryonic stem cell self-renewal and commitment. Cell 

Stem Cell 1, 71-86. 

Wang, H., Wang, L., Erdjument-Bromage, H., Vidal, M., Tempst, P., Jones, R.S., and 

Zhang, Y. (2004). Role of H2A ubiquitination in polycomb silencing. Nature 431, 873-878. 

Wang, J., Rao, S., Chu, J., Shen, X., Levasseur, D.N., Theunissen, T.W., and Orkin, S.H. 

(2006). A protein interaction network for pluripotency of embryonic stem cells. Nature 444, 

364-368. 

Wang, J., Zhou, Y., Yin, B., Du, G., Huang, X., Li, G., Shen, Y., Yuan, J., and Qiang, B. 

(2001). Ash2l: alternative splicing and downregulation during induced megakaryocytic 

differentiation of multipotential leukemia cell lines. Journal of Molecular Medicine 79, 399-

405. 

Wang, Y., Cortez, D., Yazdi, P., Neff, N., Elledge, S.J., and Qin, J. (2000). BASC, a super 

complex of BRCA1-associated proteins involved in the recognition and repair of aberrant 

DNA structures. Genes Dev 14, 927-939. 

Ward, I.M., Minn, K., and Chen, J. (2004). UV-induced Ataxia-telangiectasia-mutated and 

Rad3-related (ATR) Activation Requires Replication Stress. J Biol Chem 279, 9677-9680. 

Watanabe, S., Umehara, H., Murayama, K., Okabe, M., Kimura, R., and Nakano, T. (2006). 

Activation of Akt signaling is sufficient to maintain pluripotency in mouse and primate 

embryonic stem cells. Oncogene 25, 2697-2707. 

Watcharasit, P., Bijur, G.N., Zmijewski, J.W., Song, L., Zmijewska, A., Chen, X., Johnson, 

G.V., and Jope, R.S. (2002). Direct activating interaction between glycogen synthase kinase-



 

 

234 

3beta and p53 after DNA damage. Proceedings of the National Academy of Sciences USA 

99, 7951-7955. 

Wei, F., Scholer, H.R., and Atchison, M.L. (2007). Sumoylation of Oct4 enhances its 

stability, DNA Binding and Transactivation. Journal of Biological Chemistry 282, 21551-

21560. 

Wernig, M., Meissner, A., Foreman, R., Brambrink, T., Ku, M., Hochediinger, K., Bernstein, 

B.E., and Jaenisch, R. (2007). In vitro reprogramming of fibroblasts into a pluripotent ES-

cell-like state. Nature 448, 318-324. 

West, S., Gromak, N., and Proudfoot, N.J. (2004). Human 5' to 3' exonuclease Xrn2 

promotes transcription termination at co-transcriptional cleavage sites. Nature 432, 522-525. 

Westbrook, T.F., Martin, E.S., Schlabach, M.R., Leng, Y., Liang, A.C., Feng, B., Zhao, J.J., 

Roberts, T.M., Mandel, G., and Hannon, G.J. (2005). A Genetic Screen for Candidate Tumor 

Suppressors Identifies REST. Cell 121, 837-848. 

White, J., Stead, E., Faast, R., Conn, S., Cartwright, P., and Dalton, S. (2005). 

Developmental Activation of the Rb-E2F Pathway and Establishment of Cell Cycle-

regulated Cyclin-dependent Kinase Activity during Embryonic Stem Cell Differentiation. 

Mol Biol Cell 16, 2018-2027. 

Williams, S.K., and Tyler, J.K. (2007). Transcriptional regulation by chromatin disassembly 

and reassembly. Current Opinion in Genetics & Development 17, 88-93. 

Woo, C.J., Kharchenko, P.V., Daheron, L., Park, P.J., and Kingston, R.E. (2010). A Region 

of the Human HOXD Cluster that Confers Polycomb-Group Responsiveness. Cell 140, 99-

110. 

Woolfe, A., Goodson, M., Goode, D.K., Snell, P., McEwen, G.K., Vavouri, T., Smith, S.F., 

North, P., Callaway, H., Kelly, K., et al. (2006). Highly conserved non-coding sequences are 

associated with vertebrate development. PLOS Biology 3, e7. 



 

 

235 

Wrighton, K.H. (2010). DNA damage response: DNA takes a break with SUMO. Nat Rev 

Mol Cell Biol 11, 85-85. 

Wyers, F., Rougemaille, M., Badis, G., Rouselle, J.-C., Dufour, M.-E., Boulay, J., Regnault, 

B., Devaux, F., Namane, A., Seraphin, B., et al. (2005). Cryptic Pol II transcripts are 

degraded by a nuclear quality control pathway involving a new poly(A) polymerase. Cell 

121, 725-737. 

Xie, D., Chen, C.-C., Ptaszek, L.M., Xiao, S., Cao, X., Fang, F., Ng, H.H., Lewin, H.A., 

Cowan, C., and Zhong, S. (2010). Rewirable gene regulatory networks in the 

preimplantation embryonic development of three mammalian species. Genome Research 20, 

804-815. 

Xu, H.M., Liao, B., Zhang, Q.J., Wang, B.B., Li, H., Zhong, X.M., Sheng, H.Z., Zhao, Y.X., 

Zhao, Y.M., and Jin, Y. (2004). Wwp2 an E3 Ubiquitin Ligase that Targets Transcription 

Factor Oct-4 for Ubiquitination. The Journal of Biological Chemistry 279, 23495-23503. 

Xu, M., and Zhu, B. (2010). Nucleosome assembly and epigenetic inheritance. Protein 

&amp; Cell 1, 820-829. 

Xu, N., Hegarat, N., Black, E.J., Scott, M.T., Hochegger, H., and Gillespie, D.A. (2010). 

Akt/PKB suppresses DNA damage processing and checkpoint activation in late G2. The 

Journal of Cell Biology 190, 297-305. 

Xu, N., Papagiannokopoulos, T., Pan, G., Thomson, J.A., and Kosik, K.S. (2009). 

MicroRNA-145 regulated Oct4, Sox2, and Klf4 and represses pluripotency in human 

embryonic stem cells. Cell 137, 647-658. 

Xu, Z.-X., Timanova-Atanasova, A., Zhao, R.-X., and Chang, K.-S. (2003). PML 

Colocalizes with and Stabilizes the DNA Damage Response Protein TopBP1. Mol Cell Biol 

23, 4247-4256. 

Yamaguchi, Y., Takagi, T., T., W., Yano, K., Furuya, A., Sugimoto, S., Hasegawa, J., and 

Handa, H. (1999). NELF, a multisubunit complex containing RD, cooperates with DSIF to 

repress RNA polymerase II elongation. Cell 97, 41-51. 



 

 

236 

Yamano, N., Kimura, T., Watanabe-Kushima, S., Shinohara, T., and Nakano, T. (2010). 

Metastable primordial germ cell-like state induced from mouse embryonic stem cells by Akt 

activation. Biochemical and Biophysical Research Communications 392, 311-316. 

Yan, N., Regalado-Magdos, A.D., Stiggelbout, B., Lee-Kirsch, M.A., and Lieberman, J. 

(2010). The cytosolic exonuclease TREX1 inhibits the innate immune response to human 

immunodeficiency virus type 1. Nat Immunol 11, 1005-1013. 

Yang, P.K., Hoareau, C., Froment, C., Monsarrat, B., Henry, Y., and Chanfreau, G. (2005). 

Cotranscriptional Recruitment of the Pseudouridylsynthetase Cbf5p and of the RNA Binding 

Protein Naf1p during H/ACA snoRNP Assembly. Mol Cell Biol 25, 3295-3304. 

Yang, X., Li, H., Deng, A., and Liu, X. (2010). Plk1 phosphorylation of Topors is involved 

in its degradation. Molecular Biology Reports 37, 3023-3028. 

Yang, X.-J., and Seto, E. (2008). Lysine acetylation: Codified crosstalk with other 

posttranslational modifications. Molecular Cell 31, 449-461. 

Yang, Y., Kitagaki, J., Wang, H., Hou, D.-X., and Perantoni, A.O. (2009). Targeting the 

ubiquitin-proteasome system for cancer therapy. Cancer Science 100, 24-28. 

Yeom, Y.I., Fuhrmann, G., Ovitt, C.E., Brehm, A., Ohbo, K., Gross, M., Huebner, K., and 

Schoeler, H.R. (1996). Germline regulatory element of Oct-4 specific for the totipotent cycle 

of embryonal cells. Development 122, 881-894. 

Ying, Q.-L., Wray, J., Nichols, J., Batlle-Morera, L., Doble, B., Woodgett, J., Cohen, P., and 

Smith, A. (2008). The ground state of embryonic stem cell self-renewal. Nature 453, 519-

523. 

Yoo, N.J., Lee, J.W., Kim, Y.J., Soung, Y.H., Kim, S.Y., Nam, S.W., Park, W.S., Lee, J.Y., 

and Lee, S.H. (2004). Loss of caspase-2, -6 and -7 expression in gastric cancers. Acta 

Pathologica, Microbiologica et Immunologica Scandinavica 112, 330-335. 

Yoshida, M. (1987). High glutamic and aspartic region in nonhistone protein HMG(1+2) 

unwinds DNA double helical structure. Journal of Biochemistry 101, 175-180. 



 

 

237 

Yoshima, T., Yura, T., and Yanagi, H. (1998). Novel testis-specific protein that interacts 

with heat shock factor 2. Gene 214, 139-146. 

Yu, J., Vodyanik, M.A., Smuga-Otto, Antosiewicz-Bourget, J., Frane, J.L., Tian, S., Nie, J., 

Jonsdottir, G.A., Ruotti, V., Stewart, R., et al. (2007). Induced pluripotent stem cell lines 

derived from human somatic cells. Science 318, 1917-1920. 

Yuan, X., Li, W., and Ding, S. (2011). Small Molecules in Cellular Reprogramming and 

Differentiation. In Epigenetics and Disease, S.M. Gasser, and E. Li, eds. (Springer Basel), 

pp. 253-266. 

Yudovsky, N., Ranish, J.A., and Hahn, S. (2000). A transcription reinitiation intermediate 

that is stabilized by activator. Nature 408, 225-229. 

Zencak, D., Lingbeek, M., Kostic, C., Tekaya, M., Tanger, E., Hornfeld, D., Jaquet, M., 

Munier, F.L., Schorderet, D.F., van Lohuizen, M., et al. (2005). Bmi1 Loss Produces an 

Increase in Astroglial Cells and a Decrease in Neural Stem Cell Population and Proliferation. 

J Neurosci 25, 5774-5783. 

Zhang, Q., and Wang, Y. (2010). HMG modifications and nuclear function. Biochimica et 

Biophysica Acta (BBA) - Gene Regulatory Mechanisms 1799, 28-36. 

Zhang, W., and Liu, H.T. (2002). MAPK signal pathways in the regulation of cell 

proliferation in mammalian cells. Cell Res 12, 9-18. 

Zhang, W., Morris, Q.D., Chang, R., Shai, O., Bakowski, M.A., Mitsakakis, N., Mohammad, 

N., Robinson, M.D., Zirngibl, R., Somogyi, E., et al. (2004). The functional landscape of 

mouse gene expression. Journal of Biology 3, 21. 

Zhang, Z., Liao, B., Xu, M., and Jin, Y. (2007). Post-translational Modification of POU 

Domain Transcription Factor Oct-4 by SUMO-1. FASEB 21, 1-10. 

Zhao, R., Bodnar, M.S., and Spector, D.L. (2009). Nuclear neighborhoods and gene 

expression. Current Opinion in Genetics & Development 19, 172-179. 



 

 

238 

Zhao, S., Nichols, Jennifer, Smith, Austin G., Li, Meng (2004). SoxB transcription factors 

specify neuroectodermal lineage choice in ES cells. Molecular and Cellular Neuroscience 

27, 332-342. 

Zhao, T., Zhang, H., Guo, Y., Zhang, Q., Hua, G., Lu, H., Huo, Q., Liu, H., and Fan, Z. 

(2007). Granzyme K cleaves the nucleosome assembly protein SET to induce single-

stranded DNA nicks of target cells. Cell Death and Differentiation 14, 489-499. 

Zhou, B.P., Liao, Y., Xia, W., Zhou, Y., Spohn, B., and Hung, M.C. (2001). HER-2/neu 

induces p53 ubiquitination via Akt-mediated MDM2 phosphorylation. Nature Cell Biology 

3, 973-982. 

Zimber, A., Nguyen, Q.-D., and Gespach, C. (2004). Nuclear bodies and compartments: 

functional roles and cellular signalling in health and disease. Cellular Signalling 16, 1085-

1104. 

Zunino, R., Braschi, E., Xu, L., and McBride, H.M. (2009). Translocation of SenP5 from the 

Nucleoli to the Mitochondria Modulates DRP1-dependent Fission during Mitosis. Journal of 

Biological Chemistry 284, 17783-17795. 

 

 


