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Summary 

 
DNA methylation is an essential epigenetic mechanism controlling 

stem cell fate and stem cell differentiation. Dnmt3a and Dnmt3b are 

de novo DNA methyltransferases, meaning they establish the 

genome-wide levels of DNA methylation. How they maintain tissue 

homeostasis, and how their function is disrupted in cancer, is still 

unknown. Here we have demonstrated that Dnmt3a and Dnmt3b are 

required for epidermal stem cell function, associating with the most 

active enhancers in a histone H3K36me3-dependent manner. 

Dnmt3a promotes enhancer DNA hydroxymethylation, whereas 

Dnmt3b maintains high levels of DNA methylation surrounding the 

enhancers. Using conditional knockout mouse models, we 

elucidated that Dnmt3a and Dnmt3b are dispensable for the 

formation of a functional epidermis. Nevertheless, the loss of 

Dnmt3a, but not Dnmt3b, produced a strong predisposition to skin 

cancer initiation. During skin tumorigenesis, Dnmt3a associates 

with its target enhancers to promote their DNA 

hydroxymethylation. The regulation of this mechanism might be 

essential for maintaining the homeostasis of human adult tissues 

and for repressing tumor formation. 
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Resumen 

 

La metilación del ADN es un mecanismo epigenético esencial para 

controlar el linage y la diferenciación de las células madre. Las dos 

de novo metiltransferasas del ADN, Dnmt3a y Dnmt3b establecen 

los niveles de metilación del ADN en todo el genoma. Hemos 

demostrado que Dnmt3a y Dnmt3b son necesarias para la función 

de las células madre de la epidermis y que esta función depende de 

su asociación con los enhancers transcripcionales más activos en 

una forma dependiente de la modificación de la histona H3K36me3. 

Dnmt3a promueve la hidroximetilación en el centro de los 

enhancers, mientras que Dnmt3b mantiene altos niveles de 

metilación alrededor de los enhancers. Modelos de knockout en la 

epidermis de ratón nos han indicado que Dnmt3a y Dnmt3b no son 

indispensables para la formación de una epidermis funcional. Sin 

embargo, la pérdida de Dnmt3a, y no de la Dnmt3b, predispone 

enormemente a la iniciación del cáncer de piel. Durante la 

formación de los tumores de la piel, Dnmt3a se asocia y promueve 

la hidroximetilación de los enhancers de sus genes diana para 

promover su expresión. El correcto mantenimiento de este 

mecanismo epigenético puede ser esencial para la funcionalidad de 

el tejidos humanos y para bloquear la formaciones de tumorales. 
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Preface  

DNA methylation is an essential epigenetic mechanism that 

regulates gene expression. While DNA methylation dynamics 

during embryonic formation is fairly well understood, its role in 

adult tissues is still under investigation. Prior to starting my PhD 

work, we found that the two de novo DNA methyltransferases 

Dnmt3a and Dnmt3b were differentially expressed during 

epidermal stem cell differentiation. Interestingly, their expression 

patterns were completely opposite. We thus decided to further 

investigate the role of DNA methylation, and specifically of 

Dnmt3a and Dnmt3b, during the process of human epidermal stem 

cell differentiation. To characterize the epigenomic importance of 

Dnmt3a and Dnmt3b, we performed several next generation 

sequencing (NGS) experiments in primary human epidermal stem 

cells, which mimic faithfully the in vivo patterns of human 

epidermal cells. To gain insights into the epidermal roles of Dnmt3a 

and Dnmt3b in an in vivo setting, we generated a conditional 

epidermal knockout for either protein. We obtained interesting 

results that complemented and expanded the genomic data obtained 

from the human stem cell project, with Dnmt3a and Dnmt3b found 

to locate to several chromatin regions that are essential for both the 

self-renewal and the proper differentiation of adult stem cells 
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1. INTRODUCTION 

1.1 Epigenetic mechanisms 
 

The role of epigenetic mechanisms in establishing different cell 

fates during embryogenesis is fairly well understood. However, if 

and how epigenetic mechanisms are necessary to stably maintain 

the identity of adult stem cells and their progeny during tissue 

homeostasis and repair is still under intense investigation. In recent 

years, a considerable number of studies have shown that factors 

involved in chromatin regulation during embryogenesis have 

diverse roles in adult tissues. 

 

Adult stem cells maintain adult tissue homeostasis by replenishing 

dying or damaged cells, or by regenerating injuries. However, since 

tissues significantly differ in their turnover rates, each imposes a 

different demand for cellular input on its resident stem cells. 

Intriguingly, various mechanisms have evolved in different adult 

stem cells that involve the interplay between quiescent and actively 

proliferating stem cell populations, stochastic regulation of 

symmetric or asymmetric stem cell divisions, neutral competition of 

the stem cell progeny, or combinations of the these, all of which 

efficiently ensure tissue homeostasis (Solanas and Benitah, 2013). 

In addition, some tissues, such as the keratinocyte compartment of 

skin, the mammary gland, or the prostate, are highly 

compartmentalized and rely on distinct populations of stem cells 

often located adjacent to each other, which display completely 
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different behavior (Rinaldi and Benitah, 2014). How different stem 

cells are stably established during embryogenesis, and how they 

retain or loose their identity while self-renewing or differentiating, 

respectively, is still largely unknown.  

 

Epigenetic modifications are chemical modifications either of 

double-strand DNA or of the core nucleosome histones, catalyzed 

by different families of enzymes. These modifications alter the 

structure of chromatin either by facilitating or preventing the 

binding of transcription factors and other co-factors. Importantly, 

although the turnover of some of these modifications is far more 

rapid than previously thought, these are often stably transmitted 

after a cellular division and can therefore affect the identity of the 

progeny. In this sense, epigenetic mechanisms allow genetically 

identical cells to stably adopt different phenotypes by controlling 

the transcription availability of different parts of the genome 

packaging or by opening different parts of the chromatin. In fact, 

findings from several laboratories in recent years indicate that the 

combination of transcription factors and chromatin remodeling 

factors might be essential for different aspects of the biology of 

adult stem cells (Rinaldi and Benitah, 2014). Importantly, a number 

of epigenetic factors are mutated in human cancers and deregulated 

during ageing, suggesting that perturbations in their functions may 

be causative of disease (Cebria-Costa et al., 2014). 
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1.1.1 Modifications of double-stranded DNA 
 

DNA methylation is the most abundant and well-studied epigenetic 

modification in mammalians. It was first identified in 1975 

(Holliday and Pugh, 1975; Riggs, 1975) by two independent 

articles. Thousands of studies have followed this pioneer work in an 

attempt to elucidate the implications and mechanisms of DNA 

methylation. Until a decade ago, the role of DNA methylation was 

believed to be straight-forward and could be recapitulated in two 

words: stable and repressive, with DNA methylation believed to be 

a stable genomic modification related to gene repression. However, 

later studies and the advance of technologies brought new light to 

the field, with new results challenging the dogmas of the DNA 

methylation field. 

 

Briefly, DNA methylation occurs on the fifth position of the 

cytosine (5-mC), predominantly at CpG dinucleotides. 5-mC is 

frequent throughout the entire genome and is involved in regulating 

several aspects of gene expression, such as long-term gene 

silencing, transcriptional elongation, and maintenance of genomic 

stability (Smith and Meissner, 2013; S. C. Wu and Y. Zhang, 2010).  

 

Generally, if a gene promoter is methylated, it will not be actively 

transcribed. Conversely, a high level of 5-mC in the gene exons 

correlates with an actively transcribed gene. In fact, 5-mC inhibits 

gene transcription initiation but does not inhibit transcriptional 

elongation. 
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Regions of compacted chromatin, such as heterochromatin sites, 

retrotransposons, microsatellites, and telomeres, normally have very 

high levels of methylation(Hon et al., 2013) However, it is still 

unclear whether changes in DNA methylation are causative of 

regulating gene expression per se, or rather important for the long-

term stabilization of the 3D conformation and/or gene expression 

activity downstream of other regulatory proteins. Recent studies in 

adult stem cells support this last hypothesis (Bock et al., 2012; T.-

H. Kim et al., 2014; Sheaffer et al., 2014). 
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1.1.2 Dnmts, players in the DNA methylation field 
 
DNA methylation is established and maintained by a highly 

conserved family of nuclear enzymes called DNA 

methyltransferases (Dnmt). Of the five members identified to date, 

only three have been shown to be active DNA methyltransferases: 

Dnmt3a, Dnmt3b, and Dnmt1.   

 

         
Figure 1: Schematic representation of the mammalian DNA 
methyltransferase family 
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All active Dnmts consist of an N-terminal regulatory domain and a 

C-terminal catalytic part, which are highly conserved among the 

three (Figure 1). Active Dnmt catalyzes the transfer of a 

methylgroup from S-adenosyl L-methionine (SAM) to the 5ʹ′-

position of a cytosine.  

 

Dnmt3a and Dnmt3b are de novo DNA methyltransferases, since 

they have more affinity for unmethylated, as compared to 

hemimethylated, cytosines (Okano et al., 1999; Seisenberger et al., 

2012; Watanabe et al., 2002). Additionally, they establish the DNA 

methylation pattern in the mammalian embryos. 

In contrast, Dnmt1 primarily maintains the set pattern of DNA 

methylation during DNA replication, although this also requires the 

help of Dnmt3a and Dnmt3b (Figure 2). An accessory, inactive 

DNA methyltransferase (Dnmt3L) stimulates their activities but, 

interestingly, also competes for chromatin binding with others 

Dnmt3 (Suetake et al., 2004; Wienholz et al., 2010). 

 

Figure 2: Schematic representation the major DNA methylation and 
demethylation pathways (adapted from Rinaldi L and Benitah SA, FEBS 

2014) 
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Intriguingly, 5-mC not only occurs in double-stranded DNA but 

also in RNA, and especially in tRNA. This modification is 

catalyzed by two specific RNA methyltransferases: Dnmt2 and 

NSun2 (Goll et al., 2006; Tuorto et al., 2012).  

 

1.1.3 DNA methylation and demethylation: 5-

methylcytosine versus 5-hydroxymethylcytosine  
 
DNA methylation is a stable but dynamic DNA modification. In 

fact, 5-mC is a reversible modification, since methylated cytosines 

can be either actively or passively demethylated (S. C. Wu and Y. 

Zhang, 2010) Passive demethylation occurs mainly through dilution 

during cell replication, when DNA methyltransferases might be 

inhibited or absent, resulting in locus-specific or global loss of 

DNA methylation (Bostick et al., 2007; Sharif et al., 2007; H. Wu 

and Y. Zhang, 2014). On the other hand, active demethylation relies 

on the ability of 5-mC to be oxidized into 5-hydroxymethylcytosine 

(5-hmC) by TET proteins, as reported in 2009 by the group of 

Anjana Rao (Tahiliani et al., 2009) (Figure 3).  

 

 
Figure 3: The step-wise cytosine modification pathway that includes cytosine 

methylation by Dnmts and oxidation of 5mC by TET proteins 
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The discovery of 5-hmC was perceived with great excitement from 

the epigenetic field, since it was not clear for many years how 

exactly 5-mC was re-transformed to an unmethylated cytosine 

(Figure 3). Therefore, a large number of researchers started 

focusing on the dynamics between DNA methylation and DNA 

hydroxymethylation. 

 

The dynamics of DNA modifications are clearly exemplified during 

the very early stages of formation of the mammalian embryo. Here, 

maternal DNA is highly demethylated by Tet1/2, with a progressive 

and transient increase of hydroxymethylation. Subsequently, the de 

novo Dnmts re-establish the correct pattern of DNA methylation in 

the second week of murine embryonic stage (Meyenn et al., 2016; 

Seisenberger et al., 2012).  

 

Initially, 5-hmC was thought to be only a transient DNA 

modification important for the demethylation of 5-mC, but a recent 

chemical study proved that 5-hmC is actually a stable DNA 

modification in mammalian genomes (Bachman et al., 2014).  

 

In contrast to the repressive mark of 5-mC, 5-hmC is actually a 

permissive DNA modification. The finding that 5-hmC is in fact 

enriched at active regions, such as distal regulatory regions (also 

called enhancers) (Ficz et al., 2011; Sun et al., 2015; Yu et al., 

2012) and bivalent promoters (Pastor et al., 2011), was highly 

surprising and stimulated further interest and research in the 

epigenetics field 
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1.1.4 Distal regulatory regions: enhancers 
 

Recently, much attention has focused on studying whether and how 

distal regulatory regions (enhancers) regulate gene expression 

through modifications of the high-order three-dimensional 

conformation of chromatin. Enhancers are defined by a combination 

of distinct histone marks, including acetylation of lysine 27 of 

histone 3 (H3K27ac), and for having a high ratio of 

monomethylation at lysine 4 of histone H3 (H3K4me1) versus 

trimethylation of the same residue (H3K4me3) (Heintzman et al., 

2007).   

 

Enhancers are bound by a great number of transcriptional regulators 

such as transcription factors, epigenetic activators and repressors, 

RNA polymerases, microRNAs, and long non-coding RNAs. These 

interactors are essential to form the loop between the enhancer and 

the gene to be transcribed (T.-K. Kim and Shiekhattar, 2015). 

Overall, chromatin accessibility is primarily orchestrated by a high 

number of tissue-specific transcription factors (TFs) (Ballare et al., 

2013; Beato and Eisfeld, 1997; Di Croce et al., 1999; van Oevelen 

et al., 2015). TFs are pioneer factors that bind to their target 

sequences within the regular nucleosome conformation and initiate 

events leading to chromatin remodeling and activation (Beato and 

Eisfeld, 1997). Upon external stimulus, TFs bind inactive chromatin 

and recruit epigenetic factors to remodel nucleosome positioning in 

order to recruit other factors and to establish the 3D loop that 
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enhances transcription of the targeted gene (Figure 4) (Ballare et al., 

2013; Ceballos-Chavez et al., 2015; Filion and Beato, 2015). 

 

 
Figure 4: Enhancers boost genes expression through a 3D loop formed 

and maintained by a great number of chromatin remodeling factors, 

TFs, and member of the RNA polymerase machinery (taken from Kim 

and Shiekhattar, Cell 2015). 
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However, enhancers are very cell-type specific, and they change 

localization dramatically between cell types and even during 

differentiation of stem cells. Recently, important findings from the 

Richard Young laboratory have reported that two kinds of distal 

regulatory regions exist in the mammalian genome: the so-called 

typical enhancers and the super-enhancers (Figure 5). Typical 

enhancers have been classically defined as a single distant element 

that drives the expression of its target gene through one single 3D 

loop, and there are an estimated 10–30,000 active typical enhancers 

in the human genome. In contrast, there are far fewer super-

enhancers, with typically only 300–800 per cell lineage. These 

super-enhancers are located in an agglomerate of chromatin 

organized in several 3D loops, serving as a gigantic genomic 

platform for a great number of transcriptional regulators: 

transcription factors, epigenetic activators and repressors, RNA 

polymerases, microRNAs, long non-coding RNAs, and mediator 

and integrator complexes (Kim and Shiekhattar, Cell 2015). This 

entire intricate structure serves to maintain the robust and continual 

transcription of the target gene, which is transcribed at very high 
levels. Indeed, genes regulated by super-enhancers are key genes 

for cell identity and for their cell-type–specific functions (Hnisz et 

al., 2013; Whyte et al., 2013). 
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Figure 5: Super-enhancers are clusters of multiple enhancers that 

target and drive the expression of essential genes for specific cell-type 

identities, usually by targeting cell identity genes (taken from Whyte et 

al. Cell, 2013) 

 

Typical enhancers are abundant in the mammalian genome and 

normally show low levels of DNA methylation (Hon et al., 2013; 

Rada-Iglesias et al., 2011). Intriguingly, a recent report has shown 

that a certain subset of enhancers are actually DNA methylated, 

suggesting a active role for 5-mC at enhancers (Charlet et al., 2016). 

In any case, the role of DNA modifications at enhancers and their 

contributions to enhancer looping and activity is still mostly 

unknown (Heintzman et al., 2007; Plank and Dean, 2014).   

 

In this thesis, I addressed the relationship between DNA 

modifications and enhancer activity. Specifically, we show that the 

DNA modifications modulated by Dnmt3a and Dnmt3b are 

important for regulating enhancer activity in adult stem cell
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1.2 Epigenetic factors regulating epidermal stem 

cell function 

1.2.1 The epidermis 
 
The keratinocyte compartment of the skin is formed by the 

epidermis and appendages, including hair follicles, sebaceous 

glands, and sweat glands (Solanas and Benitah, 2013). The 

epidermises, and the structures physically linking it to hair follicles, 

are under constant demand for cellular replenishment, imposing a 

strong pressure over its resident stem cells. Conversely, hair 

follicles undergo bouts of hair growth followed by long periods of 

dormancy. Each compartment is maintained by its own subset of 

stem cells that accordingly show very different behaviors (Solanas 

and Benitah, 2013). Although several populations of stem cells have 

been identified in each of these compartments, it was still not 

known, at the beginning of this work, how epigenetic mechanisms 

influence their establishment during development, or their 

maintenance in adulthood. Recent reports have provided much 

information about how chromatin-remodeling factors regulate the 

behavior of some of these stem cell subsets during homeostasis of 

their particular compartment in adulthood (Avgustinova and 

Benitah, 2016; Rinaldi and Benitah, 2014). 
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1.2.2 The choice of epidermal stem cells: self-renew or 

differentiate 
Epidermal stem cells must cope with a constant demand of cellular 

supply due to the loss of cornified cells in the uppermost layer of 

the epidermis. Interestingly, the choice faced by actively dividing 

epidermal stem cells—to self-renew and/or to differentiate—is 

under stochastic regulation. Thus, it cannot be predicted whether a 

basal cell in the epidermis will divide symmetrically into two stem 

cells or two differentiated cells, or asymmetrically to produce a 

daughter stem cell and a differentiated one (Figure 6) (Clayton et 

al., 2007; Jones and Watt, 1993; Mascre et al., 2012). 

 

 
Figure 6: Quiescent and actively proliferating stem cell populations, regulated 
stochastically in a symmetric or asymmetric manner, ensure tissue 
homeostasis of the epidermis and of whole skin (taken from Solanas and 
Benitah. NMCB, 2013) 

 

Whether these stochastic choices require the influence of chromatin 

remodeling factors to allow transcriptional noise and plasticity is 

not known(Avgustinova and Benitah, 2016; Luis et al., 2011; 

Rinaldi and Benitah, 2014). Furthermore, similar to hematopoietic 

stem cells, murine and human epidermises also contain a relatively 
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quiescent population of stem cells thought to contribute primarily to 

damage repair .  In any case, epidermis is a high-turnover tissue, 

replenished constantly by epidermal stem cells (Blanpain and 

Simons, 2013; Solanas and Benitah, 2013). In contrast, other adult 

tissues do not rely on the constant turnover of stem cells. For 

example, muscle stem cells (also called satellite cells) are usually in 

a quiescent state, becoming activated first upon muscle damage 

(Sousa-Victor et al., 2015). Adult muscle stem cells are governed 

by other mechanism, such as autophagy that protect the satellite 

cells to enter into a geriatric irreversible senescence state (Garcia-

Prat et al., 2016; Sousa-Victor et al., 2014). However, once the 

stochastic fate—quiescence, proliferation, or differentiation—of the 

epidermal stem cell has been determined, the concerted activity of 

different epigenetic complexes is required. 

 

 1.2.3 Role of DNA modifications in epidermal stem 

cells 
 

The expression of the maintenance DNA methyltransferase Dnmt1 

is high in the basal layer of the epidermis and decreases as the 

epidermis stratifies. DNA methylation follows the same pattern of 

Dnmt1 expression, and analysis of DNA methylation content (by 

MeDIP-ChIP) revealed that 5-mC decreases its amplitude in 

differentiated keratinocytes as compared to epidermal basal cells 

(Sen et al., 2010). Interestingly, Dnmt1-deficient human epidermal 

stem cells cannot fully maintain their pattern of DNA methylation 

and undergo premature and irreversible differentiation (Sen et al., 
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2010), although it is unclear to what extent this effect is entirely 

dependent on the observed changes in DNA methylation. 

Intriguingly, conditional deletion of Dnmt1 in mouse epidermis 

does not affect the development of the epidermis or its appendages, 

and only shows signs of uneven epidermal thickness and a reduction 

of the length of the hair shafts upon ageing (Li et al., 2012). In 

accordance with this, genome-wide single-basepair resolution 

analysis revealed very similar patterns of DNA methylation 

between quiescent and actively proliferating hair follicle stem cells 

isolated from young mice (Bock et al., 2012). Nevertheless, this 

study reports more than 2,000 differential methylated regions, 

although these regions were not correlated with changes in gene 

expression. Considering that deletion of Dnmt1 results in hair 

follicle defects only upon ageing, it will be of interested to study 

whether changes in DNA methylation become prominent as hair 

follicle stem cells age, similar to what has been observed in 

hematopoietic stem cells.  

 

Notably, no previous studies have focused on elucidating the role of 

Dnmt3a or Dnmt3b, neither in human nor in mouse epidermis. 
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In this thesis, I provide evidence for the role of Dnmt3a and 

Dnmt3b regulating the homeostasis of human epidermal stem cell 

functions.  Dnmt3a is essential for maintaining the high levels of 5-

hmC at active enhancers in human epidermal stem cells—a genomic 

regulation that we also identified in skin tumorigenesis using 

conditional knockout models. In contrast, Dnmt3b is important for 

maintaining the high levels of DNA methylation at active enhancers 

in human epidermal stem cells. 

 

Importantly, we were also able to show that, in skin tumorigenesis, 

Dnmt3a (but not Dnmt3b) has a critical role in the suppression of 

tumor initiation, while both Dnmt3a and Dnmt3b prevent tumor 

progression. 
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Objectives 

1) To study the role of Dnmt3a and Dnmt3b during

human epidermal stem cell homeostasis.

2) To investigate the function of Dnmt3a and Dnmt3b

in murine epidermis during homeostatic conditions

and skin tumorigenesis.
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Summary 

 

Misregulation of DNA methylation is critical for oncogenic 

transformation, and one of the two de novo DNA 

methyltransferases, Dnmt3a, is mutated in human acute myeloid 

leukemia, and is a tumor suppressor in several types of murine 

models of cancer. However, the molecular mechanisms underlying 

the tumor-suppressive role of Dnmt3a remain poorly understood. 

Using conditional knockout mouse models, here we show that 

Dnmt3a—but not Dnmt3b—strongly protects epidermal stem cells 

from carcinogen-induced malignant transformation. However, 

progression from benign lesions to aggressive carcinomas was 

unaffected in Dnmt3a-depleted epidermis. Only upon combined 

deletion of Dnmt3a and Dnmt3b, squamous cell carcinomas 

acquired a more aggressive fate and even became metastatic. 

Mechanistically, Dnmt3a drives the expression of epidermal 

differentiation genes by interacting with their enhancers, and 

inhibits the expression of lipid metabolism and cell proliferation 

genes by directly methylating their promoters. Altogether, we 

demonstrate that Dnmt3a, but not Dnmt3b, is critical for 

suppressing tumor initiation, while both enzymes play roles (albeit 

redundant) in preventing tumor progression. 
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Introduction 

 

DNA methylation is an epigenetic mechanism that regulates several 

aspects of gene expression, such as long-term gene silencing, 

transcriptional elongation, and maintenance of genomic stability 

(Allis and Jenuwein, 2016; Avgustinova and Benitah, 2016; Rinaldi 

and Benitah, 2014). It is found throughout the vertebrate genome 

and is deposited by DNA methyltransferases on the fifth position of 

cytosine (5-mC), predominantly at CpG dinucleotides. The role of 

DNA methylation in establishing different cell fates during 

embryogenesis is fairly well understood. However, if and how DNA 

methylation is necessary to stably maintain the identity of adult 

stem cells, and how this process is disrupted during oncogenic 

transformation, is under intense investigation (Shen and Laird, 

2013).  

 

Three DNA methyltransferases are encoded in the vertebrate 

genome. Dnmt1 is predominantly associated with the maintenance 

of DNA methylation following cell division due to its high affinity 

for hemimethylated DNA. Consequently, depletion of Dnmt1 leads 

to a significant reduction of the global levels of 5-mC (Lei et al., 

1996; E. Li et al., 1992). Dnmt3a and Dnmt3b are de novo DNA 

methyltransferases that establish genome-wide DNA methylation 

during mammalian embryogenesis and adult stem cell homeostasis 

(Okano et al., 1999). In mouse embryonic stem cells, the combined 

loss of Dnmt3a and Dnmt3b leads to the progressive loss of DNA 
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methylation, suggesting that these enzymes are additionally 

involved in maintaining 5-mC levels (Chen et al., 2003). 

 

Since Dnmt3a-null mice die perinatally, and ablation of Dnmt1 and 

Dnmt3b results in embryonic lethality around E14.5, conditional 

deletion mouse models have been necessary to study the functions 

of Dnmt3a and Dnmt3b in adulthood(Okano et al., 1999; Ueda et 

al., 2006). Hematopoietic stem cells (HSCs) lacking Dnmt3a cannot 

differentiate correctly upon serial transplantation, and end up 

developing a range of severe myeloid and lymphoid malignancies in 

aged animals (Challen et al., 2012; Mayle et al., 2015). Conversely, 

HSCs-depleted of Dnmt3b show no phenotypical differences with 

respect to wild-type controls, whereas combined ablation of 

Dnmt3a and Dnmt3b in HSCs result in an enhanced block of 

hematopoietic differentiation as compared to Dnmt3a loss alone 

(Challen et al., 2014). Interestingly, the observed phenotype seems 

specific to stem cells, as the fully differentiated cardiac myocytes 

carrying a combined deletion of Dnmt3a and Dnmt3b are 

indistinguishable from wild-type controls (Nuhrenberg et al., 2015). 

Similarly, to HSCs, purified murine neural stem cells (SCs) lacking 

Dnmt3a do not show problems with self-renewal but fail to 

differentiate properly (Wu et al., 2010). In addition, Dnmt3a acts as 

a potent tumor suppressor in lung tumorigenesis, to promote 

adenoma progression, but not initiation, downstream of oncogenic 

K-Ras (Gao et al., 2011). This is in contrast with the pro-

tumorigenic activity of Dnmt3b, which at least in the colon 
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epithelium cooperates with the loss of APC to drive adenoma 

initiation and growth (Lin et al., 2006; Steine et al., 2011) 

 

Recently, progress has been made in identifying the molecular 

mechanisms underlying the biological functions of Dnmt3a and 

Dnmt3b by studying their genome-wide localization. For instance, 

Dnmt3b associates with and methylates the gene bodies of actively 

transcribed genes in murine embryonic SCs and human embryonic 

carcinoma cells (Baubec et al., 2015; Jin et al., 2012; Morselli et al., 

2015). Likewise, it has been proposed that gene body methylation is 

responsible of most of the transcriptional changes underlying the 

ability of Dnmt3a to promote neural SCs differentiation, and in 

protecting the lung epithelium from tumor progression (Gao et al., 

2011; Wu et al., 2010). We have recently reported that Dnmt3a and 

Dnmt3b are indispensible for the self-renewal of human epidermal 

SCs, whereas Dnmt3a is also required for their proper 

differentiation (Rinaldi et al., 2016). 

Mechanistically, Dnmt3a and Dnmt3b bind to and promote the 

activity of enhancers in both human epidermal stem cells and 

differentiated keratinocytes (although Dntm3a having a stronger 

affinity than Dnmt3b for enhancers in differentiated keratinocytes). 

Interestingly, both proteins preferentially associate to super-

enhancers rather than typical enhancers. Nonetheless, they differ in 

their mechanism of action, since Dnmt3a (together with Tet2) is 

essential to maintain high levels of 5-hydroxymethylcytosine (5-

hmC) at the center of its target enhancers, while Dnmt3b promotes 

5-mC along the body of the enhancer. These regulatory regions 
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dictate the transcription of essential genes necessary for epidermal 

SCs identity and maintenance, such as FOS, ITGA6, TP63, KRT5. 

Similar to its role in mouse ES cells, Dnmt3b also binds to and 

methylates the gene bodies of these genes to reinforce their 

expression (Rinaldi et al., 2016). Dnmt3a also associates to the 

enhancers regulating the expression of genes such as IVL, LOR, 

FLG2, and KRT1 which drive the differentiation of SCs into mature 

keratinocytes (Rinaldi et al., 2016). 

 

However, to date, no in vivo studies have investigated the roles of 

Dnmt3a and Dnmt3b in adult epidermal stem cell function and 

malignant transformation. Using mouse models carrying an 

epidermis-specific ablation of either Dnmt3a or Dnmt3b, or both, 

we demonstrate that Dnmt3a and Dnmt3b are largely dispensable 

for skin homeostasis. However, Dnmt3a has a critical role in 

suppressing squamous tumor initiation, but not progression, while 

both Dnmt3a and Dnmt3b concertedly prevent tumor progression. 

 

Results 

 

We first studied the pattern of expression of Dnmt3a and Dnmt3b 

during epidermal development, and in the adult epidermis. At E14.5 

Dntm3a was expressed in the entire Keratin-14+ compartment 

comprising the basal layer of the embryonic epidermis the hair 

placodes (Figure S1A). At P0, all Keratin-14+ basal cells were 

positive for Dnmt3a with the exception of the hair follicle bulb cells 

(Figure S1A-B). By the time animals reached adulthood, overall 



 

 73 

Dnmt3a levels remained high in the hair follicle bulge where most 

hair follicle stem cells reside (Solanas and Benitah, 2014), and 

decreased in the interfollicular epidermis, although some basal IFE 

cells expressed high levels (arrows) (Figure S1A-B). On the other 

hand, we were not capable of detecting Dnmt3b by 

immunofluorescence staining in sections of developing or adult 

mouse epidermis (not shown), suggesting that Dnmt3a is the 

predominant de novo DNA methyltransferase in newborn and adult 

epidermis (Challen et al., 2014). Additionally, RNA-seq data 

confirmed that Dnmt3a was enriched almost 5-fold as compared to 

Dnmt3b in epidermal stem cells (Figure S1C). However, Dnmt1, 

the main DNA methyltransferase, was the most abundant DNA 

methyltransferase, both in interfollicular epidermis and in hair 

follicle stem cells (Figure S1C). 

 

To gain insight to the roles of Dnmt3a and Dnmt3b in epidermal 

tissue function, we generated epidermis-specific conditional 

knockout (cKO) mice by crossing animals containing the Dnmt3a 

or Dnmt3b gene flanked by loxP sites with animals carrying the 

Keratin14-CRE-YFP-cassette (hereafter referred to as Dnmt3a/3b 

cKO) (Gao et al., 2011). Surprisingly, neither Dnmt3a- nor Dnmt3b 

cKO displayed noteworthy epidermal phenotypical differences as 

compared to their wild-type littermates at different postnatal ages 

(Figure S1D-E and Figure S2). Despite its strong staining in hair 

follicle stem cells, the loss of Dnmt3a did not result in evident 

changes in hair follicle cycling and pelage growth (Figure S1D). 
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Deregulation of DNA methylation can alter gene expression, 

leading to tumor suppressor silencing or oncogene activation (Witte 

et al., 2014), and mutation/deregulation of Dnmt3a and Dnmt3b has 

been observed in several tumor types (Leppert and Matarazzo, 

2014; Subramaniam et al., 2014). Recently, Dnmt3a has attracted 

much attention, as it is one of the most frequently mutated genes in 

cancer (Kim et al., 2013), especially in acute myeloid leukemia 

samples (Garg et al., 2015; Ley et al., 2010). In fact, a recent report 

further showed that, in human acute myeloid leukemia samples, a 

loss-of-function mutation of Dnmt3a is one of the earliest mutations 

that occurs during tumorigenesis (Shlush et al., 2014). Importantly, 

these mutations are functional since knock-in mice that model it 

develop a range of severe myeloid and lymphoid malignancies 

(Challen et al., 2012; Mayle et al., 2015). In addition, HSCs 

harboring inactivating mutations of Dnmt3a are clonally selected in 

ageing humans (Shlush et al., 2014). However, much less is known 

about how deregulation of Dnmt3a and Dnmt3b affect 

tumorigenesis in epithelial tissues.  

 

To elucidate the roles of Dnmt3a and Dnm3b in skin tumorigenesis, 

we first generated tumors from the epidermis using the chemically-

induced carcinogenesis protocol based on DMBA/TPA (Ewing et 

al., 1988). Interestingly, after only 2 weeks of exposure to TPA, 

large patches of the treated skin in the majority of Dnmt3a cKO 

mice showed clear signs of hair follicle growth, compared to wild-

type littermates, suggesting that in homeostatic conditions, Dnmt3a 

might act as a break to maintain hair follicles in a dormant state 
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(Figure 1A). Strikingly, the first epidermal squamous malignancies 

appeared significantly sooner in Dnmt3a cKO than in their wild-

type littermates after two months of DMBA/TPA treatment, 

demonstrating that Dnmt3a acts as a barrier against tumor initiation 

(Figure 1B, C). Dnmt3a cKO animals also showed a significant 

increase in tumor burden, with an average of 17 tumors per animal 

compared to 3 tumors per wild-type animal after 6 months of 

initiating the experiment (Figure 1D).  

Although Dnmt3a cKO animals showed a strong increase in tumor 

initiation and burden, they developed the same percentage of 

aggressive squamous cell carcinomas than wild-type mice (Figure 

1E).  Indeed, a detailed histological analysis of the tumors collected 

from Dnmt3a cKO and wild-type animals indicated that Dnmt3a-

cKO mice developed the same percentage of benign tumors, such as 

keratoacanthomas and papillomas, as well as of malignant invasive 

papillomas and squamous cell carcinomas (SCCs) (Figure 1F). 

Dnmt3a-cKO mice only developed an increase in the percentage of 

sebaceous adenomas (Figure 1F). No metastases were scored in any 

of the animals, as expected using this protocol in mice with a 

C57/Bl6 genetic background (Sundberg et al., 1997). Altogether, 

these results indicate that loss of Dnmt3a dramatically increases 

tumor initiation and slightly skews the histology of tumors towards 

the sebaceous lineage, but does not affect tumor progression.  
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Figure 1: Dnmt3a loss results in massive increases in skin tumor initiation.
(A,B) Representative images of wild-type and Dnmt3a cKO animals treated once weekly with DMBA/TPA for two weeks (A)or for five months (B). 
Graph shows the percentage of animals WT (n=6) or Dnmt3a cKO (n=6) in anagen after two weeks of treatment, p=0.02, Chi-Square test.
(C) Time of appearance, expressed in percentages of skin tumors on wild-type or Dnmt3a cKO animals, p=0.005.
(D) Number of skin tumors after three or six months of DMBA/TPA treatment, p=0.001 and p=0.0007. 
(E) Representative images (hematoxylin/eosin staining) of different subtypes of skin tumors. 
(F) Histopathological analysis of the different subsets of skin tumors that appeared after DMBA/TPA treatment of wild-type or Dnmt3a cKO animals.
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We next wanted to investigate whether the strong increase in tumor 

initiation in Dntm3a-cKO mice was specific to the deletion of 

Dnmt3a, or more generally related to reduced levels of DNA 

methylation. In addition, Dnmt3a suppresses K-Ras-driven lung 

tumor progression, whereas Dnmt3b is pro-tumorigenic in APC-

deficient colorectal adenomas (Gao et al., 2011; Lin et al., 2006). 

Hence, we also wanted to test whether Dnmt3a and Dnmt3b also 

exert opposing effects regarding epidermal squamous 

tumorigenesis. To this end, we applied the same DMBA/TPA 

protocol in mice lacking Dnmt3b, the other principal de novo DNA 

methyltransferase, in the epidermis (Dnmt3b-cKO). We observed 

no differences between wild-type and Dnmt3b-cKO mice with 

respect to either the timing of tumor initiation or tumor burden 

(Figure S3A). These results show that Dnmt3a, rather than Dnmt3b, 

is the main the novo DNA methyltransferase having an effect 

towards epidermal tumorigenesis.  

 

To assess whether Dnmt3a and Dnmt3b potentially play redundant 

roles during tumorigenesis, we also induced tumors using the 

DMBA/TPA protocol in animals carrying an epidermis-specific 

deletion for both Dnmt3a and Dnmt3b (DcKO). Strikingly, DcKO 

animals formed a morphologically normal skin with all its 

appendages and did not develop any epidermal abnormality even up 

to 70 weeks of age (Figure S2B). Thus, these results strongly 

suggest that de novo DNA methylation is dispensable for long-term 

tissue homeostasis. When subjected to tumorigenesis, DcKO 

animals displayed a significantly higher tumor burden than wt mice, 
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similar to the increase observed in Dnmt3a cKO mice (Figure 1 and 

Figure S3B–F). However, histopathological analysis revealed that 

the DcKO mice formed aggressive squamous cell carcinoma at a 

higher frequency as compared to the single cKOs of Dnmt3a or 

Dnmt3b, indicating that the loss of both Dnmt3a and Dnmt3b in the 

epidermis gives rise to more aggressive types of epidermal 

malignancies (Figure S3C). In addition, metastatic nodules in the 

lungs were observed in 30% of DcKO animals (2 out of six), but in 

none of the wild type, Dnmt3a cKO, or Dnmt3b cKO animals 

(Figure S3D). Taken together, these results suggest that Dnmt3a 

suppresses epidermal tumor initiation, while Dnmt3b is dispensable 

for both epidermal tissue homeostasis and skin tumorigenesis. 

However, both Dnmt3a and Dnmt3b repress the malignant 

transformation of epidermal cells into aggressive SCCs, since the 

deletion of both Dnmt3s resulted in the formation of a high number 

of aggressive skin tumors. 

 

We were next interested in deciphering the molecular mechanisms 

underlying the tumor-suppressive function of Dnmt3a during tumor 

initiation. To this end, we isolated the basal integrin α6+ tumor 

cells from individual four wild-type and eight Dnmt3a cKO tumors 

by FACS-based cell sorting, and performed whole-genome 

expression profiling by RNA-seq, and studied the profiles of DNA 

methylation and hydroxymethylation by MeDIP-seq and 

hydroxyMeDIP-seq (hMeDIP-seq) with DNA from the same 

samples (Figure 2A).   
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The PCA analysis of the RNA-seq samples showed that the four 

wild-type tumors clustered together, indicating that overall their 

transcriptomes were defined by common genes involved in 

processes of squamous neoplasia (Figure 2B, C). In contrast, the 

Dnmt3a cKO tumors were highly heterogeneous at the RNA level, 

suggesting that the loss of Dnmt3a could results in the deregulation 

of numerous different pathways in cancer cells, or that in the 

context of Dnmt3 loss, different cell of origins (i.e. basal IFE cells, 

hair follicle stem cells, or Lrig+ stem cells) might be more prone to 

generate more transcriptionally divergent tumors. Nevertheless, 391 

genes were consistently differentially expressed between wild-type 

and Dnmt3a cKO tumors, of which 114 were downregulated and 

277 were upregulated. The downregulated genes were mainly 

associated with apoptosis, suggesting that loss of Dnmt3a promotes 

cell survival and protects against programmed cell death; TUNEL 

staining confirmed that Dnmt3a cKO tumors had fewer apoptotic 

cells as compared to wild-type tumors (Figure S4).  

 

Gene ontology (GO) analysis of the 277 genes that were 

upregulated in Dnmt3a cKO basal tumor cells highlighted two 

principal pathways that were over-represented in all eight Dnmt3a 

cKO tumors: Wnt pathway signaling (with both ligands and 

receptors upregulated) and lipid metabolism (Figure 2D). As we did 

not observe any difference in immunohistochemical staining of the 

nuclear beta-catenin in Dnmt3a-cKO tumors compared to wt 

lesions, however, it is possible that the upregulation of the Wnt 

ligands and/or Wnt receptors did not reflect an activated canonical 
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Wnt pathway (data not shown). Recently lipid metabolism has been 

associated with tumor initiation in colorectal and liver cancers 

(Beyaz et al., 2016; Luo and Puigserver, 2016; Ma et al., 2016). 

We found a number of genes associated with fatty acid and lipid 

metabolism to be upregulated in Dnmt3a cKO tumors (Figure 2D). 

The most upregulated genes encoded the key pro-adipogenic 

transcription factors PPAR-α and PPAR-γ, which promote 

adipocyte differentiation and the expression of genes involved in 

fatty acid metabolism, and which are not normally expressed in 

homeostatic epithelial cells (Fajas et al., 2001). The role of these 

transcription factors in cancer is still poorly understood, although 

they tend to be upregulated in a large portion of human tumors 

(Fajas et al., 2001). Immunofluorescence staining confirmed that 

PPAR-γ was also upregulated at the protein level in Dnmt3a-cKO 

tumors (Figure 2E). Interestingly, the expression of PPAR-γ has 

been extensively reported to be under epigenetic control by 

repressive mechanisms such as H3K9 methylation, and including 

DNA methylation (Wang et al., 2013; Zhao et al., 2013). 
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To assess if the loss of Dnmt3a also leads to a faster cellular 

turnover, we quantified cellular proliferation by Ki67 antigen 

staining. Notably, proliferation was increased only in pre-cancerous 

DMBA/TPA-treated Dnmt3a cKO epidermis (Figure S5A-middle 

panel), with no differences in proliferation found between wild-type 

and Dnmt3a cKO homeostatic epidermis and tumors (Figure S5A, 

B). These results suggest that the loss of Dnmt3a gives both a cell 

survival and proliferative advantage to mutagenized cells in the pre-

cancerous epidermis, which could account for the increased tumor 

initiation. Once tumors are initiated, cell death and proliferation 

within the tumor are balanced in a Dnmt3a-independent manner 

To further dissect the early molecular changes that result in the 

tumor-suppressing role of Dnmt3a in the epidermis, we did a short 

(6-week long) DMBA/TPA carcinogenesis treatment (Figure 3A). 

We then FACS-isolated interfollicular epidermal (IFE) stem cells 

(Itga6brightCD34-), and hair follicle stem cells (Bulge; 

Itga6brightCD34+) from the DMBA/TPA-treated pre-cancerous back 

skin of wild-type or Dnmt3a-cKO animals for RNA-seq analysis. 

After DMBA/TPA treatment, most of the differentially expressed 

genes were upregulated, similar to the Dnmt3a-cKO sorted tumor 

cells; interestingly, the genes were also linked to lipid metabolism 

and cell proliferation (Figure S6A, B). 

 

To study a possible role of Dnmt3a in active regulatory regions as 

we have previously shown in human epidermal stem cells (Rinaldi 

et al., 2016), we also performed ChIP-Seq for Dnmt3a in 

DMBA/TPA-treated pre-cancerous back skin epidermises from 
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wild-type or Dnmt3a-cKO animals. We also performed ChIP-Seq 

for H3K27ac in wild type animals both in back-skin treated and in 

the matched, untreated belly skin (Figure 3A). We detected 16,483 

genomic locations bound by Dnmt3a in wild-type animals, but only 

64 in Dnmt3a cKO. Of the bound regions in the wild-type 

epidermis, more than 20% corresponded to intergenic regions 

(Figure 3B). Using the same parameters for the H3K27ac ChIP-seq 

in wild-type cells, we identified 3,097 intergenic regions enriched 

for H3K27ac that corresponded to active enhancers, 10% of which 

were bound by Dnmt3a (Figure 3C). Interestingly, the active 

enhancers bound by Dnmt3a corresponded to genes essential for 

keratinocyte differentiation and transcriptional regulation, such as 

Evpl, ppl, Fos, Myc, Cebpa, and Fosl2 (Figure 3C-D), indicating 

that Dnmt3a controls keratinocyte identity and differentiation by 

binding to associated enhancers in human and mouse epidermal 

basal cells (Rinaldi et al., 2016). 
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Figure 3: Dnmt3a binds a subset of enhancers in tumor-initiating cells. 
(A) Schematic representation of a short treatment of DMBA/TPA, used to recapitulate skin tumor initiation
in wild-type and Dnmt3a cKO animals. (B) Genomic localizations of peaks in Dnmt3a ChIP-seq in isolated epidermis from wild-type animals
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(D) Screenshot of enhancers bound by Dnmt3a in DMBA/TPA-treated skin. All tracks are normalized to the number of mapped reads. 
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To understand if the loss of Dnmt3a was accompanied by changes 

in DNA modifications at these enhancers, we compared these data 

with MeDIP-seq and hMeDIP-seq performed on FACS-sorted 

tumor cells. The profiles of MeDIP-seq and hMeDIP-seq around 

transcription start sites (TSS) and enhancers agreed with published 

data (Figure S7A), and the CG content in our MeDIP-seq/hMeDIP-

seq was highly enriched as compared to the input, both of which are 

measures of good quality data (Figure S7B).  

 

Tumors lacking Dnmt3a showed a significant reduction in DNA 

methylation not only around the center of enhancers bound by 

Dnmt3a in wild-type conditions (Figure 4A) but, intriguingly, also 

in enhancers not bound by Dnmt3a (Figure 4B). These results are in 

contrast to our previous results in human epidermal stem cells were 

depletion of Dnmt3 reduced DNA methylation and 

hydroxymethylation only at its target enhancers (Rinaldi	
   et	
   al.,	
  

2016). Although we do not know at stage the reasons for this 

difference, this suggests either that the genomic localization of 

Dnmt3a in murine IFE stem cells might be much broader than what 

we observed by our ChIP-seq analysis, and that we are only 

detecting the strongest peaks because of technical reasons (i.e. low 

affinity of antibody, low ChIP-grade antibody). Alternatively, the 

binding of Dnmt3a might be very dynamic such that ChIP-seq only 

captures a snapshot/subset of the enhancers that are methylated by 

Dnmt3a. Therefore, some enhancers that are also critical for 

epidermal homeostasis may be permanently bound by Dnmt3a, 
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while others may be more transiently bound and hence can only be 

identified by careful MeDIP-seq analysis. 

 

Dnmt3a has also been shown to be responsible for establishing and 

maintaining the levels of both 5-mC and 5-hmC around the targeted 

enhancers (Colquitt et al., 2014; Yang et al., 2016). In fact, in 

accordance with our previous observations (Rinaldi et al., 2016), 

our hMeDIP-seq data confirmed that enhancers targeted by Dnmt3a 

have higher 5-hmC as compared to the enhancers not bound by 

Dnmt3a (Figure 4C). In addition, the loss of Dnmt3a led to a 

significant reduction of 5-hmC in the enhancers normally bound by 

Dnmt3a in wild-type epidermis. Intriguingly, the enhancers not 

normally bound by Dnmt3a in wild-type epidermis also showed a 

reduction of 5-hmC levels (Figure 4C), further corroborating that 

some enhancers dynamically bound by Dnmt3a may not be 

identified by our ChIP-seq analysis. However, the ratio of 5-hmC 

levels at enhancers bound by Dnmt3a between wild-type and 

Dnmt3a cKO epidermal cells is significantly higher as compared to 

the ratio of 5-hmC levels between the enhancers that are not 

normally bound by Dnmt3a (Figure 4D). This indicates that the 

presence of Dnmt3a directly correlates with significantly higher 5-

hmC levels, likely because Dnmt3a provides 5-mC as a substrate 

for generating 5-hmC, as we have previously shown (Rinaldi et al., 

2016). 
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In addition to active enhancers, a large proportion (19%) of the 

enriched regions for Dnmt3a corresponded to promoters/TSSs 

(Figure 3B). To understand if Dnmt3a was methylating these 

promoters, we overlaid the Dnmt3a ChIP-seq with the MeDIP-seq 

data. Notably, the promoters bound by Dnmt3a showed a strong and 

statistically significant loss of DNA methylation around the 

corresponding TSS (Figure 5A). To understand if it was a 

consequence of a global hypo-methylation in Dnmt3a cKO cells, we 

have analyzed also the promoters not bound by Dnmt3a. Strikingly, 

Dnmt3a does not alter the levels of DNA methylation at the 

unbound promoters, in fact we found no statistical difference 

between the levels of DNA methylation in the Dnmt3a cKO cells as 

compared to wild-type tumor cells  (Figure 5B). The loss of DNA 

methylation at the promoters/TSSs bound by Dnmt3a was also 

accompanied by an increase in the transcription of these genes, 

measured by RNA-seq in the tumors (Figure 5C). Altogether, these 

data suggest that the molecular role of Dnmt3a during skin 

tumorigenesis is to directly repress the expression of a specific 

subset of genes by methylating their promoters/TSSs; in addition, 

Dnmt3a modulates the activity of a subset of enhancers. 

 

To assess if Dnmt3a directly regulates lipid metabolism during skin 

tumorigenesis, we checked for binding of Dnmt3a at genes of the 

PPAR family. Importantly, both PPAR-α and PPAR-γ promoters 

were bound by Dnmt3a in wild-type but not Dnmt3a cKO epidermis 

(Figure 5D). To understand if Dnmt3a directly maintains the low 

levels of transcription of PPAR-γ, we assessed DNA methylation 
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levels at the PPAR-γ TSS, which is bound by Dnmt3a in wild-type 

tumors. Indeed, 5-mC levels were lower in Dnmt3a cKO as 

compared to wild-type tumors, indicating a DNA methylation–

dependent mechanism of transcriptional repression (Figure 5E). 

Consistent with a transcriptional derepression of the locus following 

loss of DNA methylation, PPAR-γ mRNA levels were upregulated 

both in pre-cancerous interfollicular epidermis and in tumors 

lacking Dnmt3a, suggesting that the upregulation of PPAR-γ and 

the ability to metabolize lipids is acquired at the pre-cancerous 

stage, even before overt tumors appear (Figure 5F,G). PPAR-α was 

only differentially expressed in Dnmt3a cKO tumors, but not in the 

precancerous epidermis, demonstrating that Dnmt3a loss alone is 

not sufficient to de-repress this locus and suggesting that other 

epigenetic mechanisms may compensate the loss of Dnmt3a. 
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Figure 5: Dnmt3a binds and methylates a subset of promotes in DMBA/TPA-treated epidermal cells.
(A) RMS measured around promoters bound by Dnmt3a (–5 kb, +5 kb)
from two biological replicates of FACS-sorted tumor cells. (B) RMS measured around promoters not bound by Dnmt3a (–5 kb, +5 kb)
from two independent biological replicates of FACS-sorted tumor cells. (C) FPKM values of genes bound at the TSS by Dnmt3a
in DMBA skin tumors from wild-type or Dnmt3a cKO animals. (D) Screenshot of PPAR-γ gene, all tracks normalized.
(E) Normalized methylation score measured around TSS of PPAR-γ (–1 kb to + 1 kb) bound by Dnmt3a.
(F) FPKM values of PPAR-γ expression in DMBA/TPA-treated IFE cells and in DMBA skin tumors. (G) Immunofluorescence staining
for Krt14 and PPAR-γ of DMBA/TPA-treated skin and skin tumors from wild-type and Dnmt3a cKO animals.
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Discussion 

 

Dnmt3a modifies cytosine at CpG dinucleotides and is responsible 

for the proper differentiation of adult stem cells (Challen et al., 

2012; Mayle et al., 2015; Shlush et al., 2014). Recently we and 

others have shown in human epidermal stem cells and murine 

olfactory sensory neurons, respectively, that Dnmt3a regulates gene 

expression by cooperating with Tet to maintain high levels of 5-

hmC at transcriptional regulatory elements (Colquitt et al., 2014; 

Rinaldi et al., 2016). Using knock out mouse models, we now have 

demonstrated that this function of Dnmt3a is maintained in mouse 

epidermal homeostasis and is altered during skin tumorigenesis. 

Recent works have shown that the absence of Dnmt3a or Tet2 in 

hematopoietic stem cells predisposes to leukemia formation 

(Rasmussen et al., 2015; Yang et al., 2016). Notably, restoring the 

expression of Dnmt3a after the leukemia had been established did 

not revert the phenotype (Yang et al., 2016). These results are 

consistent with ours in the epidermis regarding a role for Dnmt3a in 

squamous tumor initiation rather than tumor progression. On the 

other hand, the role of Dnmt3a in tumorigenesis is tissue specific, 

since in the lung it does not affect tumor initiation but rather tumor 

progression (Gao et al., 2011). Interestingly, in the work of Gao et 

al., most of the changes in gene expression in Dnmt3a-depleted 

cells were attributed to alterations in gene body methylation, rather 

than at promoters. Conversely, in our model, we see significant 

changes at regulatory elements (i.e. promoters and enhancers) that 
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lead to changes in gene expression in Dnmt3a-depleted epidermal 

tumors.   

 

Dnmt3a is frequently mutated in human tumors (Kim et al., 2013). 

Importantly, when looking at the timing of its inactivation, Dnmt3a 

is frequently found to be one of the first mutations to occur during 

tumorigenesis (Shlush et al., 2014), highlighting the potent tumor 

suppressor role of this enzyme. Dnmt3a/b are the de novo DNA 

methyltransferases. In contrast, Dnmt1 is the major DNA 

methyltransferase and is responsible for about 70% of DNA 

methylation levels (E. Li et al., 1992). In epidermal tissue, the loss 

of Dnmt1 leads to an increased proliferation and to a partial 

alopecia(J. Li et al., 2012). Anyhow the impact of Dnmt1 on skin 

tumors is not known and its role in other cancer types is 

controversial. Interestingly, the deletion of a functional Dnmt1 

slightly promotes colon tumor initiation but strongly suppresses 

tumor growth (Morita et al., 2013; Sheaffer et al., 2016; Yamada et 

al., 2005), which is surprising in light of the strong impact that we 

observed for the Dnmt3a and Dnmt3b DcKO on tumor initiation 

and tumor progression. In addition, a global reduction of 5-hmC is a 

hallmark of several cancer types, including SCC, and is often 

correlated with poor prognosis (Ficz and Gribben, 2014; Lian et al., 

2012; Liao et al., 2016; Shi et al., 2016; Zhang et al., 2016). Yet, it 

is unclear if the loss of 5-hmC is a cause or consequence of tumor 

progression. Currently, we cannot exclude that precisely the loss of 

DNA modifications at regulatory elements could play a role in 

cancer initiation. However, accumulating evidence demonstrates a 
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clear relationship between Dnmt3a–Tet–5-hmC levels: the 

inactivation of this axis in adult stem cells predisposes to the 

amplification of the stem cell pool, leading to higher chances of 

tumor initiation. 

 

Others and we have shown that the deregulation of this epigenetic 

pathway in adult stem cells is essential for the development of 

several types of malignancies. A number of recent studies have 

highlighted the importance of a persistent lipid metabolism in 

promoting tumor transformation in the gut and liver, 

chemoresistance of leukemia stem cells, and for establishing and 

promoting the metastatic activity of metastatic-initiating cells in 

human neoplasias (Beyaz et al., 2016; Ma et al., 2016; Ye et al., 

2016). Our results show that Dnmt3a directly represses the master 

regulators of lipid metabolism and adipogenesis PPAR-α and 

PPAR-γ. The upregulation of these transcription factors could 

therefore predispose Dnmt3a-deficient epidermis to develop a 

higher number of tumors. Further studies will be needed to 

determine if PPAR-γ inhibition is sufficient to block the tumor-

initiation phenotype seen in Dnmt3a cKO. Altogether our results 

have revealed several intriguing results. First, the de novo DNA 

methyltransferases are dispensable for homeostasis in a tissue with 

a high turnover rate such as the epidermis. This is true even when 

we deleted both Dnmt3a and Dnmt3b where we have likely 

eliminated most of the DNA methylation in the tissue, especially in 

elderly animals. However, an epidermis devoid of de novo DNA-

methyltransferase is highly sensitive to tumorigenesis. In this sense, 
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we show that squamous tumor initiation and burden, but not 

progression, is dramatically accelerated and increased upon loss of 

Dnmt3a. Intriguingly, although loss of Dnmt3b does not affect 

tumorigenesis on its own, when deleted in combination with 

Dnmt3a, it drives tumor progression resulting even the formation of 

metastases. Mechanistically, we show that Dnmt3a drives promoter 

methylation and enhancer hydroxymethylation (together with the 

Tet enzymes) to regulate gene expression. However, future studies 

will be necessary to study how the function of both Dnmt3a and 

Dnmt3b is deregulated in human squamous neoplasias, and why 

mechanistically their depletion results in such strong synergistic 

effect towards tumor progression.   
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Figure S1: Dnmt3a is highly expressed in the interfollicular epidermis (IFE) and in the bulge of hair follicles in young mice.
(A-B) Immunofluorescence staining for Dnmt3a, Keratin 14 and Nuclei of back skin (A) and in tail skin
(B) isolated from wild-type animals at different ages. (C) Fpkm values of the Dnmt1,3a,3b from RNA-seq data performed
in interfollicular epidermal stem cells (IFE, n=4) and hair follicle stem cells (Bulge, n=3) FACS sorted after six weeks of DMBA/TPA treatment
(D) Immunofluorescence staining for Dnmt3a and keratin 14 of the back skin from wild-type or Dnmt3a cKO animals.
(E) Representative images (hematoxylin/eosin staining) of the back skin from wild-type and Dnmt3a cKO littermates at different ages. 
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Figure S2: Dnmt3a and Dnmt3b double depletion does not affect epidermal tissue homeostasis.
(A) Representative images (hematoxylin/eosin staining) of back skin and tail skin from wild type and Dnmt3b cKO littermates at different ages.
(B) Representative images (hematoxylin/eosin staining) of back skin and tail skin from adult and aged wild type and cKO littermates.
Scale bars=100um
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Figure S3: Dnmt3a and Dnmt3b double cKO animals developed severe and aggressive tumors, but single Dnmt3b cKO did not
increase tumor initiation. (A) Left, representative images (hematoxylin/eosin staining) of skin tumors isolated from wild-type and Dnmt3b cKO
littermates after 6 months of DMBA/TPA treatment. Right, time appearance expressed in percentages and number of skin tumors scored
on wild-type and Dnmt3b cKO animals. (B) Left, representative images of skin tumors isolated from wild-type and Dnmt3a/Dnmt3b DcKO littermates
after 6 months of DMBA/TPA treatment. Right, time appearance expressed in percentages and number of skin tumors
on wild-type and Dnmt3a/Dnmt3b DcKO animals. (C) Histopathological analysis of the different subsets of skin tumors that appeared
after DMBA/TPA treatment of wild-type or DcKO animals. (D) Representative images of metastatic nodules identified only in a percentage (33%)
of the lungs of DcKO animals. (E-F)  Time appearance expressed in percentages and number of skin tumors compared between WT, Dnmt3a cKO
and DcKO.
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Figure S5: DMBA/TPA treatment induces an increase
in cellular turnover in Dnmt3a cKO animals.
(A) Representative images of KI67 staining in treated or
untreated back skin, and on skin tumors, for Dnmt3a cKO
and wild-type littermates. (Scale Bars =100um)
(B) Quantification of KI67 staining using TMarker software,
calculating percentages of KI67-positive cells
as compared to all the interfollicular epidermal cells.
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Figure S6: Dnmt3a loss alters gene expression after six weeks of DMBA/TPA treatment.
(A) Left panel, heatmaps representing gene expression (rlog transformed values) of the 498 genes in sorted bulge hair follicle stem cells (Bulge)
differentially expressed between  wild-type (n = 3) and Dnmt3a cKO (n = 3). Right panel, gene ontology analysis
of up and down-regulated genes. (B) Left panel, heatmaps representing gene expression (rlog transformed values) of the 188 differential
expressed genes between wild-type (n = 4) and Dnmt3a cKO (n = 4) sorted interfollicular epidermal (IFE) stem cells.
Right panel, gene ontology analysis of of up and down-regulated genes.
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Figure S7: MeDIP-seq and hMeDIP-seq from sorted tumor cells.
(A) CpG count reads versus theoretical distribution in MeDIP and
hMeDIP samples from wild-type and Dnmt3a cKO tumors.
(B) MeDIP-seq signals around active and non-active TSSs
in wild-type tumor cells. 
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Materials and Methods 
 

Chemical skin carcinogenesis 

Inbred male or female Dnmt3a flox/flox (C57/Bl6) backcrossed to 

Krt14-CRE-YFP (C57/Bl6) for 6 generations were used for all 

animal experiments. Chemically-induced skin carcinogenesis was 

performed as previously described (Abel et al., 2009; Nassar et al., 

2015), with a slight modification to yield high-frequency SCCs in 

the C57/Bl6 genetic background.  Briefly, the back skin of 8 week-

old mice—at which time hair follicles are in their resting phase 

(telogen)—was shaved and treated with the mutagen 7,12-

dimethylbenz[a]anthracene (DMBA; 200 µl of 0.25 mg/ml solution 

in acetone) and the pro-inflammatory and pro-proliferation agent 

12-O-tetradecanoyl phorbol-13-acetate (TPA; 200 µl of 0.02 mg/ml 

solution in acetone) once weekly for 6 weeks. For short DMBA 

experiments, animals were sacrificed and back skins were processed 

three days after the sixth TPA application. For tumor formation 

studies, treatment continued twice weekly with TPA (200 µl of 20 

µg/ml solution in acetone) for up to 20 weeks, or until the largest 

tumor of each mouse reached 1.5 mm diameter, at which point 

animals were sacrificed. In total, 12 wild-type and 15 Dnmt3a cKO 

tumors from 6 and 8 mice, respectively, were included for tumor 

analyses.  
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Single-cell preparation and FACS analysis 

To isolate pre-cancerous epidermal cells following short 

DMBA/TPA treatment, back skins were dissected and processed to 

single-cell suspensions as previously described (Jensen et al., 2010). 

To purify tumor cells, DMBA/TPA-induced SCCs were 

mechanically dissociated using a McIlwain Tissue Chopper (The 

Mickle Laboratory Engineering Co. LTD). Minced tumor tissue was 

digested under agitation in serum-free EMEM medium without 

calcium containing 2.5 mg/ml Collagenase I (Sigma Aldrich) and 

0.75 mg/ml trypsin (Life Technologies) for 90 min at 37°C. Cells 

were pelleted, resuspended in 1–2 ml of 0.25% pre-warmed 

trypsin/EDTA (Life Technologies) containing 100 µg/ml DNase 

(Sigma Aldrich) per tumor, and incubated at 37°C for 2 min. 

Trypsin was inactivated by adding EMEM without calcium 

containing 10% chelated FBS. Cells were washed twice in PBS and 

filtered sequentially through 100 µm and 40 µm cell strainers.  

For ChIP-seq, single-cell suspensions were cross-linked for 10 min 

at room temperature with 1% formaldehyde (methanol-free; 

Thermofisher, 28906) and quenched for 5 min to a final 

concentration of 0.125M glycine. Cells were washed 2× with cold 

PBS and frozen at –80°C. 

 

For flow cytometry, epidermal or tumor cells were re-suspended at 

1 × 107 cells/ml in PBS and labeled with CD49f-PE (clone NKI-

GoH3, 1:200, AbD Serotec) and CD34-biotin (clone RAM34, 1:50, 

eBioscience) followed by streptavidin-APC (1:400, BD 

Biosciences). Tumor cell suspensions were additionally labeled 
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with lineage-BV605 (CD31, clone 390; CD45, clone 30-F11; 

TER119, clone TER119; all 1:100) (Biolegend) to exclude stromal 

cell contamination. Both epidermal and tumor cells were positive 

for YFP due to the presence of the Rosa26-YFP allele in the mice.  

Tumor cells (YFP+/lineage– cells), pre-cancerous epidermis of 

interfollicular epidermis (YFP+/CD49fhigh/CD34– cells), and bulge  

 

hair follicle stem cells (YFP+/CD49fhigh/CD34+ cells) were FACS-

sorted using a BD FACSAria Fusion flow cytometer (BD 

Biosciences). Between 3–20 × 104 cells were sorted and lysed in 1 

ml of TRIzol for RNA and DNA isolation. After adding 200 µl 

chloroform, samples were vortexed for 30 second and then 

centrifuged at 12,000 g to separate the RNA-containing supernatant 

from the organic phase. RNA was precipitated with 1× volume of 

isopropanol, washed twice with 70% ethanol, and then used for 

library preparation. The interphase of the TRIzol solution (after 

removal of the supernatant) was precipitated adding 1× volume of 

isopropanol, centrifuged for 1 h at 4°C at 13,000 g, washed twice 

with ethanol, and digested overnight at 55°C with proteinase K (10 

mg/ml) in TE 1× buffer. The following day, digested material was 

incubated 1 h at 37°C with RNase A and purified using a 

conventional phenol/chloroform separation. The DNA pellet was 

quantified, and DNA was used for library preparation for MeDIP-

seq and hMeDIP-seq experiments. 

 

MeDIP and hMeDIP sequencing 

Purified genomic DNA (250 ng) from tumor cells was sonicated to 
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obtain fragments of 300–700 bp. Adaptors from the NEBNext Ultra 

DNA Library Prep Kit for Illumina were added to the fragmented 

DNA. DNA was denatured for 10 min at 99°C and cooled to avoid 

re-annealing. Fragmented DNA was incubated overnight with 1 µg 

of antibodies (5-methylcytosine, Abcam cat. # ab10805; 5-

hydroxymethylcytosine, Active Motif, cat. # 39769) previously 

cross-linked with 15 µl of Dynabeads Protein A (Life 

Technologies). Immunocomplexes were recovered using 8 µl for 2 

h. The following morning, DNA was washed three times for 10 min 

each, and purified DNA was extracted using QIAquick MinElute 

(Qiagen). Amplified libraries were prepared using NEBNext Ultra 

DNA Library Prep Kit for Illumina (E7370L) following the 

manufacturer's instructions. 

 

RNA library preparation and sequencing 

The libraries of total RNA from wild-type and Dnmt3a cKO tumors 

was prepared using the TruSeq®Stranded Total Sample Preparation 

kit (Illumina Inc.) according to the manufacturer’s protocol. Each 

library was sequenced using TruSeq SBS Kit v3-HS, in paired end-

mode with the read length 2 × 76 bp. A minimal of 137 million 

paired-end reads were generated for each sample run in one 

sequencing lane on HiSeq2000 (Illumina, Inc) following the 

manufacturer’s protocol. Images analysis, base calling, and quality 

scoring of the run were processed using the manufacturer’s software 

Real-Time Analysis (RTA 1.13.48) and followed by generation of 

FASTQ sequence files by CASAVA. 
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RNA-seq data processing 

RNA-seq datasets were pre-processed by removing both low quality 

bases from the 3ʹ′- ends of the reads and adapter sequences using 

Trimmomatic (version 0.33) (Bolger et al., 2014). The trimmed 

reads were aligned to the mouse genome (UCSC mm10) using 

TopHat (version 2.0.13) (Trapnell et al., 2009), with default 

parameters and –g 5. Gene and transcript expression levels were 

quantified with HTSeq (version 0.6.1p1) (Anders et al., 2015). 

From the raw counts, counts per million (cpm) and fragments per 

kilobase of transcript per million mapped reads (fpkm) values were 

calculated. Differential expression analysis was performed using 

DESeq2 (Love et al., 2014) using a q-value cutoff of 0.05 and a 

fold-change cutoff of 1.5 to identify differentially expressed genes. 

 

 

Chromatin immunoprecipitation–sequencing (ChIP-seq) 

ChIP was performed as previously described (Morey et al., 2012). 

Briefly, frozen pelleted were lysed in 1 ml ChIP buffer (150 mM 

NaCl, 10 mM Tris-HCl, 5 mM EDTA, 1% SDS, 0.5 mM DTT, and 

1% Triton X-100) and sonicated for 30 min in a Bioruptor Pico 

(Diagenode). DNA fragments were de-crosslinked overnight at 

65°C and checked with a bioanalyzer. After a DNA check, 

chromatin was diluted 1:5 with ChIP buffer with no SDS (150 mM 

NaCl, 10 mM Tris-HCl, 5 mM EDTA, 0.5 mM DTT, and 1% Triton 

X-100). Immunoprecipitation experiments for transcription factors 

used 30 µg of chromatin, and those for H3K27ac, 3 µg of 

chromatin. Antibodies (10 µg for Dnmt3a and 3 µg for H3K27ac) 
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were incubated overnight with the chromatin in ChIP buffer. 

Immunocomplexes were recovered with 40 µl of protein A bead 

slurry (Healthcare, cat. # 17-5280-01). Immunoprecipitated material 

was washed three times with low salt buffer (50 mM HEPES pH 

7.5, 140 mM NaCl, 1% Triton) and 1× with high salt buffer (50 mM 

HEPES pH 7.5, 500 mM NaCl, 1% Triton). DNA complexes were 

de-crosslinked at 65°C overnight, and DNA was then eluted in 50 

µl of water using the PCR purification kit (QIAGEN). Antibodies 

used for ChIP were Dnmt3a (SantaCruz H-295) and H3K27ac 

(Merck Millipore, cat. # 07-360). Libraries for sequencing were 

prepared using NEBNext Ultra DNA Library Prep Kit from 

Illumina (E7370L) following the manufacturer's instructions.  

 

ChIP-seq data processing 

ChIP-seq datasets were aligned to the mouse genome build mm10 

using BowTie (version 1.0.1) (Langmead et al., 2009); the 

parameters used were –k 1, –m 1, and –n 2. UCSC browser tracks 

(Kent et al., 2002) were created from the mapped bam file after 

converting it to bedGraph (normalized to 10 million reads) and 

subsequently bigWig format. Peak calling of Dnmt3A to determine 

regions of ChIP-seq enrichment over the background was done with 

the MACS version 1.4.1. Peaks of the methylation and 

hydroxymethylation datasets were determined similarly. For histone 

marks, MACS version 2 was used with parameters –broad, -q 0.01, 

and –g mm. ChIP-seq peaks were annotated using the 

annotatePeaks.pl script of the HOMER suite (version 4.6) (Heinz et 

al., 2010) using the UCSC mm10 annotation. The coverage depths 
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of different ChIP-seq experiments at specified regions were also 

calculated using the annotatePeaks.pl script. This generated a 

normalized coverage value of different sequencing experiments at 

equally-spaced bins spanning the region of interest. Bin size was set 

to 1 bp. 

 

For the differential regulation analysis of MeDIP-seq data with 

replicates, common peaks were first determined among the 

replicates of the wild-type and KO samples separately. A consensus 

peakset was then created from the two common peaksets, and the 

read counts were calculated for all the peaks of the consensus 

peakset. DESeq2 (Love et al., 2014) was applied to calculate the 

differentially bound peaks using a padj < 0.05.  

  

 

Immunofluorescence 

Skin and tumors were isolated from mice, fixed in formalin 10% for 

2 h at room temperature, and embed in paraffin. Sections were cut 

and stained on glass coverslips. Sections after deparaffinization 

were permeabilized with 0.5% Triton/PBS for 10 min, blocked with 

10% goat serum, and stained overnight at 4°C with primary 

antibodies diluted in 1% goat serum. The morning after, sections 

were washed three times with PBS 1× with 10 min for each wash 

and stained with secondary antibody (1/1000). Nuclei were 

counterstained with DAPI (Roche). Primary antibodies were anti-

Dnmt3a (1:100, SantaCruz H-295), anti-PPAR-γ (1:100 SantCruz), 

and anti-keratin 14 (1:500, Invitrogen); secondary antibodies were 
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anti-rabbit Alexa Fluor 488 and anti-mouse Alexa Fluor 647 (1:500, 

Molecular Probes). Pictures were acquired using a Leica TCS SP5 

confocal microscope 

 

Statistical Analysis 

To compare tumor burden between genotypes, we used a T-Test 

with 95% confidence. To compare free tumor survival differences 

and anagen entry differences we used a Chi-Square test. To 

compare Relative Methylation Score (RMS) levels and to compare 

normalized 5-hmC levels between wild type and Dnmt3a cKO 

sorted tumor cells we used a paired Wilcoxon Test. The same paired 

Wilcoxon test was used to measure differences in RNA expression. 

 

 

KI67 staining and quantification 

Skin and tumor sections were stained after deparaffinization with 

KI67 (Abcam ab15580) for 60 min. After two washes, section were 

incubated with Power Vision Rabbit (InmunoLogic) for 45 min. 

Positive staining was revealed using a chromogen DAB for 5 min 

(Dako).  Counterstain for hematoxylin was incubated for 3 min 

(Dako). 

 

Stained sections were scanned using a high resolution NanoZoomer 

2.0 HT (Hamamatsu). KI67-positive nuclei in the interfollicular 

epidermis were measured using the TMarker software (Schuffler et 

al., 2013). Positive and negative nuclei for the staining were trained 

using the color deconvolution plugin and quantified using the 
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cancer nucleus classification plugin. Total number of positive nuclei 

were normalized to the total number of nuclei in the area 

considered. T-test was used to measure statistical difference among 

groups and genotypes. 
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Discussion 

 

Although 5-mC was reported to play a role in gene regulation more 

than 40 years ago (Holliday and Pugh, 1975; Riggs, 1975), we still 

have an incomplete understanding about the mechanisms behind  

DNA methylation, how it is regulated, and its roles during different 

cellular stages. What is clear is that 5-mC inhibits transcriptional 

initiation by inhibiting transcription factors binding to chromatin. 

This great discovery was established like a dogma into the DNA 

methylation scientific community, and for a long time 5-mC was 

suggested to be exclusively a static epigenetic modification of DNA 

that directly represses gene transcription. The advances of Next 

Generation Sequencing techniques started to challenge the dogma, 

with many different methods established to assess 5-mC genome-

wide levels, including bisulphite whole-genome sequencing, 

reduced bisulphite sequencing, MeDIP sequencing, and MBD 

sequencing. These new sequencing techniques have provided 

tremendous amounts of information regarding the occupancy and 

the role of the 5-mC modification. In addition, the discovery of 5-

hmC in 2009 opened an entire new epigenetic field, challenging the 

idea that 5-mC was the only stable modification in mammalian 

genomes. 

 

The bioinformatic integration of DNA methylation data with other 

epigenetic modifications, such as histone modifications and 

transcription factor occupancy, gave new insights to the importance 

of 5-mC and 5-hmC. Interestingly, different work from many 
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laboratories pointed to the same direction: that differentially 

methylated regions through the transition of cell type A into cell 

type B were mostly found at distal regulatory regions (Colquitt et 

al., 2014; Hon et al., 2013; Plank and Dean, 2014; Rasmussen et al., 

2015; Rinaldi and Benitah, 2014; Rinaldi et al., 2016; H. Wu et al., 

2010). When I started my PhD, the first NGS experiment that we 

performed was the ChIP-seq of Dnmt3a and Dnmt3b in human 

epidermal stem cells and in differentiated keratinocytes (Rinaldi et 

al., 2016). We were at first quite intrigued by the results obtained: 

we could spot clearly Dnmt3a and Dnmt3b at a high number of 

active enhancers, but considering the accepted role of Dnmts in 

transcriptional repression at that time, the possible mechanism 

behind this observation was a complete mystery for us. 

 

We later determined that Dnmt3a and Dnmt3b positively regulate 

gene expression through non-overlapping functions at these 

regulatory elements via distinct mechanisms. Our results showed 

that Dnmt3b promotes not only gene body methylation, as 

previously shown in other cell types (Baubec et al., 2015; Morselli 

et al., 2015), but also enhancer body DNA methylation, both of 

which are required to sustain high transcriptional activity of 

mRNAs and eRNAs (enhancer RNAs). For this, Dnmt3a, together 

with Tet2, was essential to maintain the high levels of 5-hmC at the 

regulatory regions (Figure 7).  
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Importantly, Dnmt3a and Dnmt3b regulate epidermal stem cells in 

two distinct ways: Dnmt3b is highly expressed in the stem cell state, 

and its depletion leads to a spontaneous differentiation; in contrast, 

Dnmt3a increases its expression during differentiation, and 

epidermal stem cells lacking Dnmt3a are incapable of properly 

undergoing differentiation. The function of Dnmt3a during 

differentiation relies on its ability to methylate DNA, and 

overexpression of a wild-type form, but not a catalytically inactive 

mutant, leads to spontaneous differentiation of epidermal stem cells. 

Nevertheless, Dnmt3a was also important also for the stem cell state 

in our system, suggesting a dual role for Dnmt3a in adult stem cells. 

 

 
Figure 7: Model of Enhancer Regulation by Dnmt3a and Dnmt3b 
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To study the role of Dnmt3a and Dnmt3b in an in vivo setting, we 

established and analyzed conditional knockouts for Dnmt3a and/or 

Dnmt3b in epidermal tissue. We were surprised to notice no 

phenotypical difference of the cKOs to the wild-type animals, 

specially considering the numerous reports that have shown clearly 

the importance of several epigenetic regulators in maintaining the 

homeostasis of adult epidermis through direct regulation of 

epidermal stem cells functions.  

 

The main role of skin is to protect the internal organs from water 

loss, parasites infection, and changes in temperatures. Facing the 

continuous challenges given by external stimuli makes skin a very 

robust tissue. At the genetic level, the deletion of specific genes can 

resolve in minor phenotypes as compared to the phenotypes 

observed in other organs. A clear example of this is the deletion of 

EED, the core subunit of the Polycomb Repressive Complex 2, a 

heterogeneous complex of proteins essential for establishing 

trimethylation of lysine 27 on the histone H3 tail (H3K27me3) and 

for repressing gene activation. EED conditional knockout in the 

epidermis leads to a minor phenotype (Dauber et al., 2016), but the 

deletion of the same gene in hematopoietic stem cells results in a 

complete exhaustion of adult hematopoietic stem cell pool and to 

the premature death of the animals (Xie et al., 2014). This extreme 

difference is just an example of how epidermal tissue is robust and 

resilient as compared to other organs. Nonetheless, Dnmt3a and 

Dnmt3b epidermal conditional KO did not lead to any strong 
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differences to the wild-type. Therefore, we decided to study the 

roles of Dnmt3a and Dnmt3b during skin tumorigenesis. 

 

Interestingly, the Dnmt3a-deficient epidermis showed a tremendous 

increase in tumor initiation, while the Dnmt3b cKO mouse model 

did not show differences in tumor burden. We found that Dnmt3a is 

important to repress tumor initiation rather than tumor progression, 

a conclusion reached also by another group studying the role of 

Dnmt3a during leukemia formation (L. Yang et al., 2016).  

Furthermore, the deletion of both Dnmt3a/b revealed a 

complementary relationship between Dnmt3a and Dnmt3b; in fact, 

the double cKO showed not only an increased tumor initiation but 

also the formation of aggressive skin tumors, which in some cases 

could also metastasize to the lungs of the animals.   

 

Importantly, we further confirmed that the enhancers bound by 

Dnmt3a are highly enriched in 5-hmC. The loss of DNA 

modifications, caused by the loss of Dnmt3a, could thus be directly 

linked to the activity alteration of these enhancers. The intriguing 

link between enhancer activity–DNA modifications–tumorigenesis 

deserves further studies to elucidate how this is regulated.  

 

Several reports have shown Dnmt3a to be frequently mutated in 

human tumors (M. S. Kim et al., 2013). Importantly, when looking 

at the timing of inactivation, Dnmt3a is frequently found to be one 

of the first mutations to occur during tumorigenesis (Shlush et al., 

2014), highlighting the potent tumor suppressor role of this enzyme. 
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On the other hand, the impact of Dnmt1 or Dnmt3b in 

tumorigenesis is somewhat more controversial. Dnmt3b is often 

overexpressed in human tumors (Lin et al., 2006; Linhart et al., 

2007) and is mutated in immunodeficiency syndrome (ICF) 

(Ehrlich, 2003; Jiang et al., 2005). The importance of Dnmt3b 

during tumorigenesis is not known but seems to be related to 

Dnmt3b-specificity as a genic methyltransferase (Baubec et al., 

2015; Duymich et al., 2016; Linhart et al., 2007; Morselli et al., 

2015; X. Yang et al., 2014). Also, the role of Dnmt1 is still poorly 

understood. Dnmt1 deletion slightly promotes colon tumor initiation 

but strongly suppresses tumor growth (Morita et al., 2013; Sheaffer 

et al., 2016; Yamada et al., 2005). It was therefore unexpected to 

observe the strong impact on tumor initiation and tumor progression 

of the Dnmt3a/Dnmt3b double knockout (Figure 8).  

 

One of the possible links between Dnmt3a and tumor initiation is 

that Dnmt3a at enhancers is important for maintaining high levels of 

5-hmC. The global reduction of 5-hmC is a hallmark of several 

cancer types, including squamous cell carcinoma, and is often 

correlated with poor prognosis (Ficz and Gribben, 2014; Lian et al., 

2012; Liao et al., 2016; Shi et al., 2016; F. Zhang et al., 2016). 

However, it is unclear if the loss of 5-hmC is cause or consequence 

of tumor progression. Currently, we cannot exclude that precisely 

the loss of DNA modifications at regulatory elements could play a 

role in cancer initiation. We (and others) have demonstrated a clear 

relationship between Dnmt3a–Tet–5-hmC levels: the inactivation of 

this axis in adult stem cells predisposes the stem cell pool to 
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amplification, thereby leading to higher chances of tumor initiation. 

It will be imperative to follow-up with these results to determine 

driving forces behind tumor initiation. 

 

 
Figure 8: Scheme of tumor suppressor function 

of Dnmt3a and Dnmt3b in adult epidermis 

 

 

Dnmt enzymes have complex, synergistic, redundant, and exclusive 

roles in mammalian genomes. It seems evident that Dnmt1 is 

important for tissue homeostasis throughout the entire animal 

lifespan, but its deletion does not lead to a predisposition for 
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acquiring strong oncogenic transformation (Fan et al., 2005; Li et 

al., 2012; Sen et al., 2010; Shaffer et al., 2014; Sheaffer et al., 

2016). Dnmt3b is essential for the early stages of mammalian 

embryo development, and its deletion does not affect the 

homeostasis of adult tissues (Challen et al., 2014; Nuhrenberg et al., 

2015; Okano et al., 1999). Dnmt3a in turn has only a minor impact 

on the homeostasis of adult tissues but strongly predisposes to 

tumor initiation (Challen et al., 2014; 2012; Mayle et al., 2015; 

Shlush et al., 2014; H. Wu et al., 2010; L. Yang et al., 2016). It is 

important, however, to appreciate the distinct roles of Dnmt3a 

during tumor initiation and within the tumor once formed. In fact, 

restoring Dnmt3a in leukemia samples did not block tumor 

progression, clearly indicating that Dnmt3a represses the initial 

steps of oncogenic transformation rather than tumor progression (L. 

Yang et al., 2016). 

 

Taken together, we can conclude that Dnmt3a and Dnmt3b are 

essential for regulating the homeostasis of human epidermal stem 

cells. The methylation of promoters, gene bodies, and enhancers by 

the two Dnmt3a/b enzymes is essential not only for the self-renewal 

of epidermal stem cells but also for their proper differentiation. In 

fact, deletion of Dnmt3a alone or in combination with Dnmt3b 

results in acquiring an oncogenic identity. At this point, 

incorporating Dnmt3a into pre-tumoral mutational screening of 

human samples is to be strongly recommended. 
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Conclusions 

 
1. The expression of Dnmt3a increases during epidermal stem cell 
differentiation while Dnmt3b diminishes 
 
2. Dnmt3a and Dnmt3b associate with the most active enhancers in 
human epidermal stem cells in an H3K36me3-dependent manner 
 
3. Dnmt3a and Tet2 establish the high levels of 5-hmC at active 
enhancers 
 
4. Dnmt3b maintains high levels of 5-mC surrounding the center of 
enhancers 
 
5. Dnmt3a is essential for proper differentiation of human epidermal 
stem cells while Dnmt3b is important for their self-renewal 
 
6. Dnmt3a and Dnmt3b are dispensable for the formation of a 
functional murine epidermis 
 
7. Dnmt3a strongly suppresses skin tumorigenesis 
 
8. Dnmt3b deletion does not impact tumor initiation in skin cancer 
 
9. Deletion of both Dnmt3a and Dnmt3b results in the increase of 
both tumor burden and tumor aggressiveness.  
 
10. During skin tumorigenesis, Dnmt3a represses the PPAR genes 
and lipid metabolism pathway in a DNA methylation-dependent 
manner 
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