Claveria-Cabello et al. Hepatoma Res 2021;7:65
DOI: 10.20517/2394-5079.2021.77 Hepatoma ResearCh

Review Open Access

") Check for updates

Epigenetics in hepatoblastoma

Alex Claveria-Cabello’, Maria Arechederra*?, Carmen Berasain'??, Maite G. Fernandez-Barrena'*®, Matias
A. Avila"**

'Hepatology Program, CIMA, University of Navarra, Pamplona 31008, Spain.
’|diSNA, Navarra Institute for Health Research, Pamplona 31008, Spain.
*CIBERehd, Instituto de Salud Carlos IIl, Madrid 28029, Spain.

Correspondence to: Dr. Maite G. Fernandez-Barrena, Hepatology Program, CIMA, University of Navarra, Avda. Pio XII, n55.,
Pamplona 31008, Spain. E-mail: magarfer@unav.es; Prof. Matias A. Avila, Hepatology Program, CIMA, University of Navarra,
Avda. Pio XIl, n55., Pamplona 31008, Spain. E-mail: maavila@unav.es

How to cite this article: Claveria-Cabello A, Arechederra M, Berasain C, Fernandez-Barrena MG, Avila MA. Epigenetics in
hepatoblastoma. Hepatoma Res 2021;7:65. https://dx.doi.org/10.20517/2394-5079.2021.77

Received: 8 Jun 2021 First Decision: 5 Jul 2021 Revised: 13 Jul 2021 Accepted: 20 Jul 2021 Published: 3 Sep 2021

Academic Editors: Fu Yang, Rosa Maria Pascale Copy Editor: Xi-Jun Chen Production Editor: Xi-Jun Chen

Abstract

Hepatoblastoma (HB) is the most frequent pediatric primary liver tumor. When the tumoral lesions can be
resected, prognosis is generally favorable. However, there is a significant number of cases in which resection is not
possible at diagnosis, and patients usually receive neo-adjuvant cisplatin-based chemotherapy prior to surgery.
Unfortunately, some HBs develop resistance to initial chemotherapy or after recurrence, progressing to metastatic
disease. Moreover, long-term side effects of chemotherapy remain a serious concern. Understanding the molecular
bases of HB development and progression is thus essential for the identification of more efficacious therapies. HBs
have a very low mutational burden, and the most frequent mutations occur in the CTNNTB gene (> 80% of cases)
and to a lesser extent in NFE2L2 (~10% of cases). These observations suggest that other pathogenic processes
besides genetic mutations may play a role in HB tumorigenesis. Epigenetic mechanisms encompass a variety of
molecular processes with a tremendous potential to regulate gene expression. They include the covalent
modifications of DNA and histones, the activity of enzymatic chromatin remodelers, and the expression of non-
coding RNAs. Dysregulation of epigenetic processes has clearly become a hallmark of cancer. Regarding HB, recent
studies have explored its epigenetic landscape, the expression of specific epigenetic effectors, and the tumorigenic
consequences of epigenetic alterations. The reversible nature of most epigenetic modifications and the possibility
to target non-coding RNAs may pave the way for new therapeutic avenues in HB. Here, we summarize and discuss
the most relevant findings in this less explored aspect of HB.
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INTRODUCTION

Hepatoblastoma (HB) is the most common hepatic tumor among pediatric malignancies. The annual
incidence increased from 1.89 per million in 2000 to 2.16 per million in 2015, and it usually develops before
four years of age'. Even though HB appearance can be related to constitutional genetic abnormalities and
malformations, such as Beckwith-Wiedemann syndrome and familial adenomatous polyposis, it is mainly
sporadic”. Risk factors such as low birth weight (less than 1 kg) and premature birth have also been
associated with HB incidence™”. Fortunately, the survival rate of HB patients has increased by
approximately 50% since 1990 due to the collaborative efforts of several multidisciplinary groups, including
the International Childhood Tumor Strategy Group (SIOPEL), the Children Oncology Group (COG), the
German Society for Pediatric Oncology and Hematology (GPOH), and the Japanese Study Group for
Pediatric Liver Tumors (JPLT)"*. SIOPEL provided the pretreatment extent of the tumor (PRETEXT)
staging method, which is based on the grade of tumor occupancy in the liver"”. These groups coordinate the
Children’s Hepatic tumors International Collaboration (CHIC) that proposed a new global stratification
system'®. This system includes PRETEXT staging and its annotation factors (i.e., vessel invasion,
extrahepatic growth, and multifocality), age of the patients, alpha-fetoprotein (AFP) serum levels, and the
existence of metastasis”*. However, the risk of HB patients is also determined by its histopathological
characteristics, which were recently reviewed by Ranganathan et al.l”.

The histology of HBs recapitulates the stages of liver development, including epithelial and epithelial-
mesenchymal mixed features”. The epithelial form includes pure fetal, mixed fetal-embryonal and
embryonal HB subtypes. The pure fetal subtype is commonly associated with a better prognosis than more
immature HBs"**. The management of HB is based on the risk stratification”. According to the current
Pediatric Hepatic International Tumor Trial (PHITT) strategy, there are four risk HB groups: very low risk,
low risk, intermediate risk, and high risk. Very low- and low-risk HBs, characterized by well differentiated
fetal histology, undergo cisplatin-based chemotherapy and resection, whereas intermediate- and high-risk
HBs receive cisplatin in combination with other drugs such as doxorubicin, carboplatin, and vincristine
(https://clinicaltrials.gov, NCT03017326). However, cisplatin-based chemotherapy carries important side
effects™. Cisplatin treatment is associated with ototoxicity and nephrotoxicity, which negatively affect the
quality of life of the patients”. In addition, the outcome of patients refractory to cisplatin remains poor, and
the mechanisms of drug resistance are not well understood"”. Therefore, it is necessary to develop novel
therapeutic avenues for the treatment of chemotherapy-resistant HB patients and palliate the adverse effects
of the current therapy. In this review, we briefly discuss the molecular mechanisms of carcinogenesis in HB.
Then, we summarize the most relevant and recent data on the epigenetic alterations found in this tumor.
The druggability of most epigenetic mechanisms may open new avenues for therapeutic intervention in HB.

MOLECULAR MECHANISMS OF CARCINOGENESIS IN HB

The mutation rate of HB is very low (2.9-4.7 mutations/tumor), thereby indicating that HB is a genetically
simple tumor"' . The most recurrent mutation is found in the CTNNBI gene, the key effector of the Wnt/B
-catenin signaling pathway, mainly harboring exon 3 mutations or deletions"""”. Besides CTNNBI,
additional mutations in other genes have been reported in different studies [Table 1]+

Even though the Wnt/p-catenin pathway is the most dysregulated pathway in the pathogenesis of HB, as
indicated by the mutation rate of some of its constituent genes (CTNNB1, AXIN1, and APC), there are
further signaling pathways that have been found to be altered in this tumor, such as Hippo, Hedgehog,
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Table 1. Representative mutated genes in HB

Gene Mutation rate Ref.
CTNNB1 70%-92% [12,14-18]
NFE2L2 5%-13% [4,12,16-18]
TERT 2%-10% [4,12,16,17]
AXINT 1%-7% [14,15]

APC 7%-14% [14,19,20]
ARIDTA 2.9%-3.1% [16,17]

NFE2L2/KEAP1, HGF/c-Met, PI3K/AKT/mTOR, SP/NK-1R, and IGF pathways. The role of these
pathways in the development and progression of HB was recently reviewed by Zhang et al.”". The low rate
of mutations in HB together with the alteration of numerous signaling pathways provides evidence of the
collaboration of additional mechanisms. In this line, epigenetic alterations have been proposed as important
drivers of HB. Indeed, a recent study identified two epigenomic clusters (Epi-CA and Epi-CB) based on the
degree of DNA CpG hypomethylation and hypermethylation that contribute to the molecular risk
stratification of HB patients"®. This molecular risk stratification approach based on the DNA methylation
pattern of HB tumors could complement the clinical and biological risk stratification method that has been
recently proposed, and therefore improve the management of HB patients. In addition, a very recent study
proposed HB differentiation state groups that could further subdivide the Epi-CA and Epi-CB clusters.
While Epi-CA mostly matched the “hepatocytic” HBs, Epi-CB was subclassified into three subgroups
associated with “liver progenitor” and “mesenchymal” phenotypes and older age of patients. The
differentiation state of HB was characterized by a unique DNA methylation landscape, thereby highlighting
the importance of this epigenetic modification in the prognosis and management of HB"”. Therefore, we
next review the epigenetic landscape of HB pointing out the importance of these modifications in the
diagnosis and management of HB [Figure 1].

DNA METHYLATION IN HEPATOBLASTOMA

DNA methylation is a process mainly regulated by two enzymes, namely DNA methyltransferases
(DNMTs) and ten-eleven translocation (TET) enzymes, which are responsible for the transfer and
elimination of methyl groups CpG dinucleotides of DNA, respectively”**’. This epigenetic modification has
usually been associated with gene downregulation. However, the outcome of DNA methylation depends on
the methylated region within a gene. When the methylation occurs in the CpG islands of the gene
promoter, it results in gene expression decay. On the contrary, hypermethylation of low-methylated CpG
islands and methylation in gene bodies are associated with the upregulation of gene expression”***
[Figure 1].

HB shows a global pattern of DNA hypomethylation together with hypermethylation of specific CpG
islands"*. Even though HBs display increased expression of oncogenes, there are few studies
demonstrating that hypomethylation is the cause. However, several reports highlight that in HB DNA
hypermethylation is usually found in the CpG islands of tumor suppressor gene (TSG) promoters™. The
first evidence of methylation-associated variations of gene expression in HB was described in 1998 The
authors demonstrated that the expression of IGF2 and H19, which are known dysregulated genes in
HB"**, was altered due to changes in the methylation of their promoters. H19 low expression was
associated with increased methylation of the promoter, while IGF2 high expression was linked to a
decreased methylation of its promoter®. Therefore, in HB as well, this epigenetic modification works both

as an inactivator of TSGs and an activator of oncogenes [Table 2]%?.
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Table 2. Genes regulated by DNA methylation in HB
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Figure 1. Summary of the epigenetic mechanisms dysregulated in HB.

P16/INK4a is a tumor suppressor gene that inhibits proliferation through G1 cell-cycle arrest. It binds to
cyclin-dependent kinase 4 (CDK4) and 6 (CDKs) and inhibits their recruitment of cyclin D1 This
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interaction abrogates CDK4/6-dependent phosphorylation of retinoblastoma (Rb) family members, which
triggers cell-cycle arrest””. The hypermethylation of P16/INK4a promoter has been described as a crucial
event to repress its expression in several cancers such as hepatocellular carcinoma (HCC)"", non-small cell
lung carcinoma®, and gastric cancer'””. However, the role of P16/INK4a hypermethylation in HB remains
controversial. A study reported increased methylation of P16/INK4a gene followed by reduced p16 protein
expression in 12 of 24 HB tissues, suggesting that p16 is an important tumor suppressor gene in HB
formation”. On the contrary, another study analyzing the methylation status of various tumor suppressor
genes in HB did not find evidence of hypermethylation of the P16/INK4a promoter in 27 cases”. Further
studies are needed to assess the role of p16 in hepatoblastoma tumorigenesis.

RASSF1A (Ras-association domain family 1, isoform A) is one of the best-characterized TSGs displaying
methylation-mediated regulation in cancer. It is involved in apoptosis, cytoskeletal organization, cell cycle,
and DNA repair®, mainly forming complexes with other proteins™”. It may interact with MST-1"* and
MOAP-1"*! to trigger apoptosis, and it can associate with p120*" to inhibit G,-S phase transition".
Methylation of RASSF1A gene promoter drives its repression in cancer”*””. Indeed, hypermethylation of
RASSF1A has been reported in liver tumors such as HCC"*, cholangiocarcinoma (CCA)**", and
HBP**°). The rate of methylation of RASSF1A in hepatoblastoma is 33.8%-44.3%""**" and is associated with
metastasis and poor outcome of HB patients"***”. Moreover, it predicts low responsiveness to chemotherapy
and could serve as a prognostic tool to identify patients who are liable to suffer recurrence'*. Finally, a
study demonstrated that RASSF1A methylation levels increase in parallel with the histological subtype
(normal liver < fetal type < embryonal type)™. It is possible to measure RASSF1A methylation levels in
plasma cell-free DNA from HCC patients”", a liquid biopsy which could also be applied in HB studies.
Therefore, RASSF1A methylation may be a prognostic factor as well as a therapeutic target for HB. RASSF5,
another gene from the RASSF family, has also been implicated in HB, being downregulated in tumor tissues
in association with its aberrant methylation"”.

It is well known that the IGF (insulin-like growth factor) pathway is involved in HB development®. The
activation of IGF signaling stimulates growth and metastasis in numerous human tumors such as
myeloma'™!, HCC"", gastric cancer™, and lung cancer””, among others. The binding of IGF1/IGF2 to their
receptors activates the PI3K-AKT pathway, which promotes cell proliferation and cell survival and inhibits
apoptosis'”’. Indeed, several components of the IGF pathway are upregulated in HB tumors, such as IGF1,
IGF1R, and IGF2"". In some cases, HB is characterized by biallelic expression of IGF2 due to a loss of
imprinting associated with hypomethylation of the gene, which leads to IGF2 overexpression**. IGF-
binding proteins (IGFBPs) inhibit this pathway through the interaction with IGFs, which hinders their
interaction with the IGF receptors™. In line with this, the levels of IGFBP2 and IGFBP3 are downregulated
in HB tissues'®’. A study reported that IGFBP3 enhances p53-dependent apoptosis in several colorectal cell
lines in response to DNA damage!®. Consistently, a previous work showed that IGFBP3 is transcriptionally
regulated by p53'*. According to this, p53-dependent transcription of IGFBP3 may be silenced by
methylation of the p53 binding sites in the IGFBP3 promoter in HepG2 cells'*, which is a human HB cell
line’’. The methylation of IGFBP3 promoter was postulated as a key mechanism mediating its
downregulation in several human tumors, including HCC, gastric cancer, and colorectal cancer®*”. Indeed,
the downregulation of IGFBP3 expression is associated in part with hypermethylation of its promoter in HB
tissues and cell lines, which is rescued after a treatment with the demethylating agent 5-Aza-2’-
deoxycytidine (also known as decitabine)'*”. This methylation-dependent downregulation of IGFBP3 seems
to be a late event in the development of HB and is associated with high-risk HB characterized by metastatic
and vascular-invasive features. Following this, strategies that restore IGFBP3 expression have long-term
effects on cell growth, cell migration, and apoptosis in HB cell lines"™, and therefore may constitute
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potential therapeutic approaches for HB.

The suppressor of cytokine signaling 1 (SOCS1) has also been implicated in HB®. SOCS1 is a negative
regulator of the JAK-STAT signaling pathway'*), whose activation drives cancer growth and metastasis
through the induction of STAT3 transcription factor activity”. However, the role of SOCS1 in cancer
development is controversial. SOCS1 may act as a tumor suppressor gene in several tumors such as HCC,
preventing the activation of STAT3, and melanoma, in which it inhibits STAT3-induced upregulation of
MMP2, VEGF, and bFGF, thereby blocking brain metastasis”"”?. On the contrary, SOCS1 is overexpressed
in human breast, epidermal, and brain cancers””". The best characterized oncogenic activity of SOCS1 is its
crucial role regulating the resistance to the anti-cancer effects of IFNs by blocking their capacity to induce
the immune response”™”*. Although SOCS1 is regulated by histone modifications in HCC, its expression
is mainly regulated by promoter hypermethylation in various cancers, including 39%-60% of HCCs, 50% of
pancreatic cancers, and 75% of melanomas, among others™. In HB, the SOCS1 gene promoter is
hypermethylated, which is associated with a decreased expression“>*””. Even though SOCS1 has a dual role
in cancer, in HB, it seems to be acting as a tumor suppressor gene'®””.

As aforementioned, Wnt/p-catenin is the most important pathway dysregulated in HB due to the high rate
of mutations of CTNNB1 and APC genes>'*’". APC constitutes part of the repressive complex in charge of
the degradation of p-catenin in normal conditions”. However, in some HBs, downregulation of APC leads
to the activation of pB-catenin due to lack of degradation of the protein. This occurs as a consequence of APC
gene mutation or deletion or its hypermethylation. Indeed, a study analyzing the methylation status of 25
genes in HB reported that APC is hypermethylated in 30% of HB tissues"””. Therefore, it is possible that APC
mutation or methylation-dependent downregulation might be associated with the activation of the Wnt/g-
catenin pathway in p-catenin wild-type HBs"". Therefore, experimental studies are needed to assess the
importance of APC gene methylation in HB development.

The hedgehog (Hh) signaling pathway is a critical mediator of embryonic liver development and liver
regeneration™’. In normal conditions, PTCH receptor inhibits the G protein-coupled receptor Smo in the
absence of Hh ligands. After the binding of Hh protein to PTCH, Smo releases GLI proteins from a
complex, which translocate to the nucleus to act as transcription factors. GLI’s target genes are mainly
involved in cell proliferation, stem cell-mediated regeneration, cell survival, and EMT. Indeed, the Hh
pathway is often aberrantly activated in several cancers such as basal cell carcinoma, gastrointestinal cancer,
pancreatic cancer, malignant lymphoma, and HCC™. The expression of various components of the
pathway is controlled in part by epigenetic mechanisms, principally DNA methylation. This includes
hypermethylation of the promoters of hedgehog interacting protein (HHIP) and PTCH genes, as well as
hypomethylation of the SHH (Sonic hedgehog ligand) promoter™. The hypomethylation of the SHH
promoter has been demonstrated to be associated with its increased expression in gastric cancer™.
Moreover, HHIP, which is a known negative regulator of Hh signaling, is downregulated in HCC and HB
cell lines, as well as HCC tissues, and is associated with hypermethylation of its promoter. Accordingly,
treatment of HepG2 and HuHe HB cell lines with a demethylating agent increased the expression of HHIP
in parallel with a decrease in GLI1 and PTCH mRNA levels™. This is in accordance with a study showing
that the HHIP promoter is hypermethylated in 26% of HB cases. Consequently, HHIP is downregulated in
HB, and its expression can be rescued upon treatment with the demethylating drug decitabine'.
Considering the importance of the Hh signaling pathway and the epigenetic regulation of its components, it
could also constitute an attractive therapeutic target in HB.
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The epigenetic repression of other TSGs has also been reported in HB. Hypermethylation of
metallothionein-1G gene (MT1G) promoter is linked with poor prognosis in HB patients, suggesting that it
could be therapeutically targeted””. The N-myc downstream regulated gene 2 (NDRG2) is a known TSG
that acts as a negative regulator of the Wnt/g-catenin pathway, downregulating the expression of cyclin D1
and c-myc induced by the p-catenin pathway®*. In line with this, HB tumors are characterized by the
downregulation of NDRG2, which is associated with the hypermethylation of its promoter. Indeed, low
NDRG:2 expression is linked to tumor metastasis, while high NDRG2 expression correlates with an increased
survival rate”®. The secreted frizzled-related protein 1 (SFRP1) is another known antagonist of the Wnt
pathway, which directly binds to WNT proteins or the frizzled receptor, and is commonly downregulated in
several cancers such as colorectal cancer, bladder cancer, non-small cell lung cancer, gastric cancer, and
HCC™. The major mechanism driving the downregulation of SFRP1 in these tumors is the
hypermethylation of its promoter® !, which also occurs in HB tissues and cell lines". Consistently,
overexpression of SFRP1 hampers the Wnt/p-catenin pathway in human HB cell lines, resulting in
inhibition of tumor cell growth, colony formation, and migration, whereas SFRP1 knockdown stimulates
tumor cell growth*. Moreover, hypermethylation of the promoters of G protein-coupled receptor 180
(GPR180), macrophae stimulating 1 receptor (MST1R), OCIA domain containing 2 (OCIAD2), and
poly(ADP-ribose) polymerase family member 6 (PARPs) genes correlates with metastatic HB tumors and
poor outcome'”. Furthermore, nicotinamide N-methyltransferase (NNMT), a highly expressed gene in
hepatocytes involved in the N-methylation of pyridine-containing compounds'***”, is hypermethylated and
downregulated in HB, in association with late HB diagnosis'”. However, the role of NNMT remains
controversial, as in other solid tumors it is overexpressed and may be associated with poor prognosis'™'*.
Finally, one of the limitations in the treatment of poor prognosis HB patients is the resistance to cisplatin-
based chemotherapy"”. In line with this, a recent study reported that hypermethylation of CSF3R gene
predicts the outcome of postoperative chemotherapy and is linked to high HB recurrence due to cisplatin-
based chemotherapy resistance").

Most of the studies on HB have focused their attention on overexpressed proteins such as glypican 3
(GPC3)!"'?, delta-like 1 homolog (DLK-1)", NFE2L2"", and LIN28B"*”. As mentioned above, the
increased expression of certain proteins may be associated with a reduced methylation of their respective
genes. Indeed, tumorigenesis is also characterized by hypomethylation of oncogenes"””. Alpha-fetoprotein
has been widely used as a biomarker for diagnosis and prognosis of HCC and HB™'**, and it is one of the
bases of the tumor staging system". A study reported that increased AFP mRNA expression is associated
with hypomethylation of the gene promoter, suggesting that DNA methylation modulates AFP expression
in HB"”. Moreover, kallikrein-related peptidase 4 (KLK4) is found to be upregulated in several types of
cancer, including prostate cancer*, ovarian cancer”, and colorectal adenocarcinoma*. KLK4 gene
expression is also upregulated in HB in association with aberrant promoter hypomethylation"*. The
MYCN gene has an important function in cancer development and its upregulation occurs in several
tumors, including lung and breast cancer, medulloblastoma, and neuroblastoma'”. Abnormal activation of
MYCN expression induces cell cycle progression and inhibits apoptosis"*'). In line with this, a recent study
demonstrated that MYCN is upregulated in HB tissues due to hypomethylation, correlating with a more
undifferentiated tumor histology. Consistently, MYCN knockdown and MYCN inhibitors block the growth
of HB cell lines""”. However, further studies are required to fully understand if DNA methylation is the
main modulator of MYCN gene expression alterations in HB.

As introduced above, DNA methylation is regulated by enzymes that transfer or eliminate methyl groups in
the CpG dinucleotides within the DNA sequence. The expression pattern of these enzymes can change in
certain situations such as cancer. In fact, the expression of DNMT1, which is in charge of the maintenance
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of the DNA methylation pattern during mitosis, has been reported to be upregulated in hepatic fibrosis and
HCC">", Tt has also been demonstrated that DNMTs are upregulated in others types of cancer such as
gastric cancer"”, prostate cancer'”, CCA"”, and pancreatic cancer". Indeed, DNMT1, DNMT3A, and
DNMT3B are known to also be upregulated in HB tumors"*"*. On the other hand, evidence suggests that
TETs, enzymes involved in DNA demethylation, may act as tumor suppressors in some solid tumors such
as melanoma, prostate, breast, and lung tumors"*.. However, it has been demonstrated that hypoxia, which
promotes tumor malignancy, induces the upregulation of TET enzymes in a HIF-10-dependent manner in
HepG2 HB cells, resulting in an increase in 5-hydroxymethylcytosine (shmC) levels in DNA"". Indeed,
recent studies reported that TETs are upregulated in HB tissues in comparison with non-tumoral
tissues™"). TET1 and TET3 are overexpressed in Epi-CB tumors, which are associated with poor
prognosis"®. In line with this, TET1 and TET2 upregulation leads to an enrichment in shmC content and
global DNA hypomethylation. Intriguingly, low shmC levels are associated with poor overall survival in HB
patients""”. This is in accordance with the role described for TETSs in others tumors such as HCC, whose
shmC levels positively correlate with overall survival of the patients"*”. Therefore, the role of TETs in HB
requires further investigation to understand if they act as tumor suppressors or tumor promoters.

Finally, UHRF1 is a master regulator of epigenetic modifications, acting as a coordinator of histone
modifications and DNA methylation. UHRF1 helps in the maintenance of DNA methylation during cell
proliferation through the recruitment of DNMT1 to the hemi-methylated DNA"*. Indeed, UHRF1 has
been described as a crucial mediator in the DNA methylation-mediated silencing of TSGs in several cancers
such as breast cancer", colorectal cancer"”, HCC!", bladder cancer'””, and gastric cancer.
Furthermore, it was demonstrated that UHRF1 is upregulated and promotes the silencing of TSGs in
HB!"*"*. Specifically, a recent study reported that the UHRF1-DNMT1 complex silences the expression of

HHIP, IGFBP3, and SFRP1, which have been previously described as important TSGs in HB!"*.

124

THE ROLE OF HISTONE MODIFICATIONS IN HB

Histone modifications are a highly dynamic process regulated by chromatin-modifying enzymes in a cell
context-dependent manner. These modifications modulate the chromatin structure, leading to changes in
gene transcription, which may be transcription activation or repression. The outcome may result from
alterations in the interaction between and within nucleosomes. However, there are proteins with specialized
domains that are able to bind to these modifications and recruit other chromatin modifiers, which act as
effectors of the modification. Histones are a target of several post-translational modifications including
methylation, acetylation, phosphorylation, SUMOylation, ADP ribosylation, and O-GlcNAcylation, among
others, that may be involved in cancer"*.

Even though histone modifications are well-characterized players in tumor development and progression,
little is known about their role in HB. The first evidence on the role of these epigenetic modifications in HB
was from studies focused on histone acetylation**"*”! [Figure 1]. Histone acetylation is regulated by histone
acetyltransferases (HAT) and histone deacetylases (HDACs), which drive the deposition and elimination of
acetyl groups, respectively. The histones’ acetylation weakens their interaction with DNA, thereby
enhancing gene transcription. On the contrary, histone deacetylation leads to gene transcription repression
due to the reinforcement of this interaction. Dysregulation of the histone acetylation process has been
broadly described in numerous cancers"”. Indeed, resveratrol, a natural histone deacetylase inhibitor"**,

blocks cell proliferation and induces p53-dependent apoptosis in HepG2 HB cells"**"**. HDACs are
commonly dysregulated in several cancers and represent an important therapeutic target"*”. Studies have
reported overexpression of HDAC1 and HDAC2 in HB tumors and cell lines. In line with this,
pharmacological inhibition of HDACs hampers cell proliferation and induces apoptosis of HepG2, HuHs,



Claveria-Cabello et al. Hepatoma Res 2021;7:65 | https://dx.doi.org/10.20517/2394-5079.2021.77 Page 9 of 23

and HepT1 HB cells. Furthermore, HDAC inhibition enhances cisplatin sensitivity, thereby suggesting a
marked synergistic effect with the routine chemotherapy for HB. Therefore, HDAC inhibition may
represent an important therapeutic strategy for high-risk HB tumors with cisplatin-resistant features**. As
previously mentioned, erasers (HDACs) and writers (HATS) are the effectors of the epigenetic modification,
whereas other proteins act as readers. Acetylated histones are recognized by proteins that contain
bromodomains and extraterminal (BET) protein-protein interaction motifs. This family includes BRD2,
BRD3, and BRD4, which are the best-characterized BET proteins in cancer. Consequently, BET inhibitors
are being tested in clinical trials for numerous cancers such as multiple myeloma, breast cancer, non-small
cell lung cancer, and pancreatic ductal adenocarcinoma”. In fact, BET inhibition may also show
therapeutic potential for the treatment of HB, as shown by the inhibitory effects of BRD4 suppression in the
migration and proliferation of HepG2 cells"*®. Indeed, JQ1, which is an inhibitor of BRD4, induces cell-
cycle arrest of HB cell lines through the downregulation of MYCN gene and protein expression and
hampers the growth of HB patient-derived organoids"'>*. Therefore, targeting the
acetylation/deacetylation process may be a useful strategy for HB treatment, although the side effects of
HDAC and BET inhibition must be considered due to their impact on global gene expression. In this
regard, cancer-tissue targeted therapies should be implemented to avoid toxicity*>"*’.

Histone methylation also plays an important role in the progression of HB. This epigenetic modification is
regulated by histone methyltransferases (HMTs) and histone demethylases (HDMTs), and the outcome
depends on the specific position of the lysine residue and the extent of the methylation. Indeed,
trimethylation of lysine 27 of histone 3 (H3K27me3) involves gene silencing, whereas H3K4me3 results in
transcriptional activation””. Histone methylation often shows an aberrant pattern in the context of cancer
and frequently results in the activation of proto-oncogenes and the inhibition of TSGs"*. Enhancer of zeste
homolog 2 (EZH2) is part of the polycomb repressive complex 2 (PRC2), which is involved in the
methylation of H3K27 to induce transcriptional silencing and plays a crucial role in a variety of cancers"*.

EZH2 is overexpressed in HB tumors and is associated with metastasis and poor survival. According to this,
shRNA-mediated silencing of EZH2 induces cell-cycle arrest and reduces cell proliferation of HB cell
| Finally, HB tumors generally display downregulated TSGs expression, which is driven by DNA
methylation together with histone methylation alterations. In line with this, knockdown of UHRF1
enhances the expression of important TSGs in hepatoblastoma (HHIP, IGFBP3, and SFRP1) followed by the
loss of repressive histone marks in these loci"*. Histone methylation is a crucial event in the regulation of
gene expression in cancer and could represent a potential therapeutic target in HB.

142,143

lines!

THE ROLE OF NON-CODING RNAS IN HB

Only 2% of genomic DNA is eventually translated into proteins, and most of the transcriptome is dedicated
to the expression of non-coding RNAs"*. Non-coding RNAs comprise microRNAs (miRNA), small-
nucleolar RNAs (snoRNAs), small interferent RNAs (siRNAs), Piwi-interacting RNAs (piRNAs), long non-
coding RNAs (IncRNAs), and circular RNAs (circRNAs). Even though IncRNAs are the most abundant
[23,144]

non-coding RNAs in mammalians, miRNAs remain the best characterized non-coding RNAs
[Figure 1].

MIRNAS IN HB

miRNAs are critical modulators of the cellular response to environmental stress through the regulation of
the gene expression. miRNAs form complexes with target mRNAs to block their translation through the
interaction with their 3’-untranslated region (3’-UTR), thereby producing a decrease in the protein levels.
The regulation of gene expression by miRNAs in response to environmental factors is a key event in
cancer!*. Indeed, miRNAs can act as oncogenes (also called “oncomiRNAs”) or tumor suppressors
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(“oncosuppressors miRNAs”), and their dysregulation is associated with tumor formation, progression, and
metastasis"*.

Numerous studies demonstrate that miRNAs are involved in HB as oncogenes and tumor suppressors and
show a marked differential expression. A recent study reported the altered expression of miRNAs in HB,
identifying 13 miRNAs differentially expressed between tumor and non-tumor tissues*. In line with this,
another study highlighted that differential expression of miRNAs may exist among HB subtypes. The study
shows that miR-18a levels are higher in embryonal HB, which entails the worst prognosis, than in the fetal
subtype. Moreover, while miR-122 expression does not show any differences between non-tumor tissue and
fetal HB, it is markedly downregulated in the embryonal subtype in comparison to surrounding liver
tissue!"**. The authors showed for the first time that the expression of various miRNAs is correlated with the
overall survival of patients with epithelial type HB"**\. It was also demonstrated that embryonal HBs display
increased levels of miR-19b in comparison with fetal HBs"*. miRNAs that are upregulated or
downregulated are shown in Table 3.

miRNAs may function as inhibitors of several genes that affect the growth and progression of HB. PLAG-1
is an important transcription factor upregulated during HB development, which in turn regulates the
expression of several HB biomarkers such as IGF2 and keratin 19 (KRT19)"*"*". According to this,
overexpression of KRT19 is associated with that of miR-492, which originates from the KRT19 coding
sequence'™”. Consistently, miR-492 overexpression promotes cell proliferation, migration, and invasion
through the inhibition of CD44 expression, thereby enhancing the metastatic features of the tumor in
patients with decreased survival"*”. DKK3 is a negative regulator of the Wnt/p-catenin pathway whose role
in carcinogenesis is controversial. Although it is downregulated in some tumors such as breast cancer and
papillary thyroid carcinoma**"*?, it is upregulated in other cancers such as glioma, colorectal carcinoma,
HCC, and dedifferentiated HB"*"**/. In HB, DKK3 is upregulated due to the GATA4-mediated
transcriptional repression of miR-125b, which targets DKK3 mRNA. In fact, overexpression of miR-125b
induces cell-cycle arrest and inhibits the migration of HB HuHsé cells, suggesting that miR-125b may act as a
tumor suppressor miRNA in HB"*. miR-125b downregulation occurs in parallel with the decreased
expression of miR-100 and Let-7a-2 and the upregulation of miR-371-3, which constitute a four-miRNA
signature in undifferentiated aggressive HBs"™\. As previously mentioned, IGF2 and GPC3 are known
oncogenes upregulated in HB. In line with this, IGF2 overexpression correlates with the expression of miR-
483, which derives from the intronic sequence of IGF2 and may act as a biomarker of poor outcome in HB
patients"*. However, miR-4510, which is downregulated in HB tumors, may target GPC3 through direct
binding to its mRNA, thereby decreasing GPC3 expression. Consistently, miR-4510 overexpression
stimulates cell apoptosis and hampers tumor growth through the inhibition of the Wnt/g-catenin pathway,
suggesting a role for this miRNA as a tumor suppressor in HB"*. Apoptosis-stimulating p53 protein-2
(ASPP2) supports the apoptotic role of p53 through the formation of a complex and subsequent induction
of proapoptotic genes"*”. In fact, high levels of ASPP2 are associated with a better prognosis in HCC
patients"*. It has been recently demonstrated that ASPP2 is downregulated in HB due to its targeted
inhibition by miR-21, whose levels are found to be increased in this tumor. Moreover, siRNA-mediated
inhibition of ASPP2 promotes migration and invasion of HB HuHsé cells. Indeed, treatment with an miR-21
inhibitor induces ASPP2 levels in parallel with a decreased tumor growth in HuHse cells mouse
xenografts'*’. Finally, several miRNAs in the 14q32.2 locus included in the DLK1-DIO3 cluster are
upregulated in HB, including lung metastatic HB tumors"* [Table 3]0 4 1s1ss1591001021051071700 Byrthermore,
the overexpression of these ncRNAs correlates with the outcome of the patients, suggesting the utility of
miRNAs in diagnosis and prognosis to improve their management**.
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Table 3. miRNA expression in HB tumors

miRNA expression miRNA Ref.

Upregulated Let-7a, miR-125a-5p, miR-15b, miR-181a, miR-199a-5p, miR-214, miR-10a, miR-10b [147]
miR-221 [148]
miR-21 [148,165]
miR-492 [152,153]
miR-483 [161]

Downregulated miR-885-5p, miR-148a, miR-30b, miR-455-3p [147]
miR-122 [147,148]
miR-17-5p, miR-195, miR-210, miR-214, miR-222, miR-224 [148]
miR-17 [149]
miR-125b [159]
miR-4510, miR-203-3p, miR-548aa, miR-376-3p [162]
miR-203 [167]
miR-217 [168]
miR-503-5p [169]
miR-29a/b/c-3p [170]

Exosomal microRNAs can be detected in serum of cancer patients and may represent important biomarkers
for prognosis and clinical management of the disease. Dysregulation of the levels of serum exosomal
miRNAs has been documented in several pediatric malignancies such as neuroblastoma, osteosarcoma,
rhabdomyosarcoma, and leukemias"”"!. Following this, a recent study found that the serum levels of miR-34
family members are significantly reduced in HB patients in comparison with healthy controls, suggesting
that exosomal miRNAs could also be used as prognosis factors for patients with HB!"".

LONG NON-CODING RNAS IN HB

IncRNAs are defined as RNAs that are > 200 nucleotides long. They are involved in the regulation of
numerous biological events such as epigenetic modifications, transcriptional regulation, post-transcriptional
regulation, translational regulation, and post-translational regulation. Their mechanisms of action are based
on their capacity to bind to DNA, mRNA, proteins, and even miRNAs. IncRNAs have been characterized as
important dysregulated factors in the development and progression of cancer!””. Indeed, certain IncRNAs
may function as oncogenes such as MALAT1 in osteosarcoma, SNHGe in gastric cancer, or HNF1A-AS1 in
colon cancer, while others may act as tumor suppressors such as CANT1 in melanoma, GAS5 in HCC, and

[174]

PCAT29 in prostate cancer’*.

Genome-wide analysis of HB tissues showed a dysregulation in the expression of IncRNAs that was
associated with the differential expression of several genes, suggesting an important role for IncRNAs in HB
tumorigenesis'’?. Moreover, in a subcutaneous xenograft model of HB in nude mice undergoing
incomplete radio frequency ablation (RFA), a model of residual disease, changes in the expression of
specific IncRNAs were observed in comparison to untreated mice, suggesting that IncRNAs may also serve
as potential markers of residual HB""*. H19 is an imprinted gene that is maternally expressed whose role in
cancer remains controversial. It has been shown to be upregulated and to act as an oncogene in many solid
tumors'””. However, as previously mentioned, H19 is known to be downregulated in HB due to
hypermethylation of its promoter. Nevertheless, mechanistic studies are lacking to better understand the
role of H19 in this tumor®. Taurine-upregulated gene 1 (TUG1) is a IncRNA with altered expression in
cancer. It can act as a tumor suppressor in several tumors such as glioma"”, non-small cell lung cancer!”,
and breast cancer"™. However, it may also function as an oncogene in other cancers such as
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osteosarcoma'*"’, colon cancer™, and HCC'"*. In line with this, it has been demonstrated that TUG1 is
upregulated in HB tissues and cell lines and its inhibition blocks tumor growth and angiogenesis in vivo.

Mechanistically, TUG1 blocks miR-34a-5p-mediated silencing of vascular endothelial growth factor A
(VEGFA), thereby increasing its expression and allowing vascularization of the tumor"*!. Furthermore,
colorectal neoplasia differentially expressed (CRNDE) is characterized as an oncogenic IncRNA that is
upregulated in several cancers such as glioma, HCC, lung cancer, breast cancer, and gastric cancer. It is
involved in a variety of biological processes that are crucial for tumor formation and progression, including
cell proliferation, inhibition of apoptosis, invasion and migration, inflammatory response, chemoresistance,
and radioresistance*). According to this, CRNDE has been found to be upregulated in HB tumors and cell
lines. Consistently, CRNDE knockdown inhibits tumor growth and angiogenesis in vivo and reduces cell
proliferation and viability in vitro in HuHsé cells through the activation of the mTOR pathway, which has a
key role in cell growth and proliferation"*”. Moreover, CRNDE also regulates the expression of VEGFA
through the inhibition of miR-203, which is downregulated in HB tissues, thereby promoting tumor
angiogenesis and growth"””. As previously mentioned, the hippo-YAP pathway is frequently activated and
is a key signaling pathway in the tumorigenesis of HB. Following this, LINC01314 is a IncRNA that has been
reported to be downregulated in HB. LINCo1314 blocks the activation of the YAP pathway via promoting
the expression of MST1 and subsequent phosphorylation of LATS1 and YAP, which hampers the
translocation of YAP into the nucleus. In accordance, overexpression of LIN01314 decreases cell
proliferation and migration of HepGz cells, thereby proposing LINC01314 as a novel TSG in HB"*”. OPA-
interacting protein 5 antisense 1 (OIP5-AS1) is a IncRNA broadly studied in several cancers. A study
reported that exosomal transfer of OIP5-AS1 between cells enhances trastuzumab resistance in breast
cancer via sponging miR-381-3p, blocking miR-381-3p-mediated inhibition of HMGB3, which is associated
to cell growth and progression in breast cancer!"*". Moreover, it has been demonstrated that OIP5-AS1 may
also act as sponge against miR-186-5p in pancreatic cancer and HB"*'’., In pancreatic cancer, the absence
of miR-186-5p due to the inhibition of OIP5-AS1 causes the upregulation of nerve growth factor receptor
(NGFR), which is associated with the progression and metastasis of pancreatic cancer*”. However, in HB,
OIP5-AS1 is upregulated in tumor tissues and correlates with poor prognosis of the patients. In this context,
OIP5-AS1-mediated inhibition of miR-186-5p induces the expression of ZEB1, which is linked to cell
proliferation, metastasis, and EMT in various HB cell lines"*. The sponging phenomenon is a common
interaction between IncRNAs and miRNA, and recent experimental studies further demonstrate that this
event is common in HB tumors. Indeed, lung cancer-associated transcript 1 (LUCAT1) and zinc finger
antisense 1 (ZFAS1) are IncRNAs that are able to sponge and inhibit miR301b and miR-193a-3p,
respectively™*?). LUCAT1 levels are increased in HB tumors and are associated to a poor overall survival.
It blocks miR-301b-mediated inhibition of STAT3, which is able to enhance the expression of LUCATT1,
thereby perpetuating the feedback loop. Consequently, LUCAT1 activation promotes cell proliferation and
migration in HB cells, highlighting the oncogenic role of this IncRNA"". ZFAS1 expression is markedly
upregulated in HB tissues and cells, which is linked to an aggressive phenotype of the tumor and poor
outcome of the patients'*”. The mechanism underlying the function of ZFAS1 is based on the activation of
the HGF/c-Met pathway, which is a key pathway in HB development”'*. Finally, a very recent study
reported that HELIS and LIN01093 are IncRNAs that are downregulated in HB tumors, suggesting a

possible role as biomarkers of this tumor!"*.

CIRCULAR RNAS IN HB

Circular RNAs (circRNAs) were considered as “splicing noise” due to the closed conformation constituted
by the union of the 5’ caps and 3’ tails. However, further studies demonstrated that they are abundant and
highly conserved, thereby discarding the possibility of being mere accidental byproducts. circRNAs
originate from variable splicing of pre-mRNA, which is followed by an RNA cyclization"*. These ncRNAs
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are involved in several biological functions as a consequence of their capacity to function as miRNAs
sponges'™, translate into proteins*”, bind to proteins™”, and regulate mRNA splicing™". Indeed,
circRNAs are dysregulated in numerous human diseases including cancer, and there are recent studies
describing the upregulation or downregulation of various circRNAs in several tumors"*!. For instance,
circRNAs hsa-circ-002059 and circFAM169A are downregulated in gastric cancer and bladder cancer,
respectively*®. On the contrary, circPTK2 and circTCF25 are upregulated in bladder cancer. In line
with this, a recently published review describes the role of circRNAs in liver cancer with special focus in
HCC"". Regarding HB, the first study evaluating the role of circRNAs concluded that there are 421
upregulated circRNAs and 448 downregulated circRNAs in this tumor [Figure 1]. Furthermore, the study
found circ-0015756 to be upregulated in HB tissues and metastatic cell lines. In fact, circ-0015756 promotes
cell proliferation and invasion via sponging miR-1250-3p, a mechanism that is blocked by siRNA-mediated
inhibition of circ-0015756. Consistently, overexpression of miR-1250-3p can mimic the effects of circ-
0015756 silencing”. Moreover, hsa-circ-0000594 is also upregulated in epithelial HB tumors and is
associated with cell viability and proliferation. Accordingly, hsa-circ-0000594 inhibition reduces cell
migration and induces apoptosis of HuHe6 and HepG2 HB cells. Mechanistically, hsa-circ-0000594 is able to
sponge miR-217, whose target is SIRT1 mRNA"*). Therefore, hsa-circ-0000594 induces the expression of
SIRT1 protein, which is implicated as an oncoprotein in several cancer such as ovarian cancer and
HCCP**, providing evidence of the tumor promoter role of hsa-circ-0000594. circRNAs have also been
reported to be implicated in the activation of important pathways in HB such as IGF and JAK/STAT
signaling pathways"*>"*. In line with this, circHMGCS1 (hsa-circ-0072391) is upregulated in HB tissues,
correlating with poor patient prognosis. This circRNA is able to sponge and inhibit tumor suppressor miR-
503-5p, whose target is IGF2 mRNA, thereby increasing IGF2 levels and activating the IGF-PI3k-AKT. The
activation of this pathway enhances the expression of the enzyme glutamine synthetase (GLS), which is also
upregulated in HB tissues, thereby inducing the production of glutamine"®’. Glutamine metabolism favors
tumor growth and adaptation, representing a crucial event in cancer growth®. According to this,
circHMGCS1 knockdown abrogates cell proliferation and induces apoptosis, accompanied by
downregulation of the AKT pathway and a decline in GLS mRNA levels in HuHeé and HepG2 HB cells.
Therefore, circHMGCS1 may serve as a diagnostic and prognostic factor, and targeting the circHMGCS1-
miR-503-5p axis may represent a novel therapeutic target for the treatment of HB"*\. circ-0043800 (circ-
STATS3) is a circRNA that is originated from the sequence of STAT3 and is consistently upregulated in HB
tissues and cells. circ-STAT3 induces the expression of STAT3 and GLI2 via sponging miR-29 family
members, which are responsible for the inhibition of STAT3 expression. Indeed, STAT3 and GLI2 are also
involved in the upregulation of circ-STATS3, thereby establishing a positive feedback loop. In accordance,
STATS3 or GLI2 overexpression rescue the suppressive effects of silencing circ-STAT3 on cell proliferation,
migration, invasion, and stemness. Furthermore, circ-STAT3 also enhances tumor growth in vivo, whereas
circ-STAT3 depletion hampers it, being accompanied by GLI2 and STAT3 downregulation”. Finally, circ-
RNA CDR1as has been recently reported to promote HB cells proliferation through the sponging of miR-7-
5p, which targets and downregulates the transcription factor KLF4. Consequently, KLF4 is activated and
enhances the stem cell phenotype of HB cells, thereby promoting HB cell proliferation. Indeed, CDR1as
knockdown induces miR-7-5p levels in parallel with the downregulation of KLF4"*. In view of all these
relevant interactions, it is important to fully understand the role of circRNAs in the development of HB, as
they may also be interesting prognostic and diagnostic factors as well as therapeutic targets.

THE ROLE OF EPITRANSCRIPTOMICS IN HB

In addition to DNA and histones, RNAs can also be targets of several post-transcriptional modifications,
which impact their stability, fate, and function. These modifications are highly dynamic and reversible,
suggesting they may be involved in important regulatory functions. The most prevalent RNA modification
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is the methylation of adenosine residues in the N6 position, resulting in N°-methyladenosine (m°A), which
constitutes 0.1%-0.4% of the total adenosine nucleotides in mammals. This process is tightly regulated by
the activity of writer and eraser enzymes. The writer activity is carried out by a complex mainly constituted
by methyltransferase-like 3 (METTL3), METTL14, and Wilms’ tumor 1-associating protein (WTAP). On
the contrary, the eraser activity is accomplished by fat mass and obesity-associated protein (FTO) and alkB
homolog 5 (ALKBH5)"*. The m°A modification is preferably deposited in the long internal exons and
around stop codon, thereby indicating a potential regulatory function in mRNA"®. However, the
recognition of the m°A modification by m°A reader proteins will determine the effected biological function.
The most characterized m°A readers are the members of the YT521-B homology (YTH) N°-
methyladenosine RNA binding proteins (YTHDFs) and YTH domain containing (YTHDCs) protein
families. While YTHDF1 promotes the translation of the target mRNA, YTHDF2, which is the first
identified m°A reader, transforms the m°A modification into a degradation signal to induce mRNA decay.
In addition, YTHDF3 can contribute to either the translation or the degradation of mRNA. Furthermore,
m°A readers can also interact with splicing factors such as in the case of YTHDCI1. The dysregulation of the
m°A balance is frequently associated to several cancers, such as lung cancer, breast cancer, and liver cancer,
and other tumors””*.

The first evidence of the role of RNA methylation in HB was reported in 2018. The study described that
METTL3 knockdown reduces cell proliferation, colony formation, and migration of HepG2 cells”"". In line
with this, a recent study demonstrated that METTL3 is upregulated in HB cell lines and HB tissues,
correlating with recurrence and poor outcome, and is associated with aberrant m°A mRNA methylation.
Moreover, the authors also found that METTL3 upregulation is accompanied by increased expression of
WTAP, FTO, and YTHDF2 [Figure 1]. Accordingly, METTL3, WTAP, FTO, and YTHDF2 siRNA-mediated
silencing suppresses cell proliferation and colony formation in parallel with an induction of apoptosis in
HepGz2 cells. Mechanistically, METTL3 expression increases in parallel with CTNNB1 expression due to the
increased m°A methylation of the CTNNB1 mRNA, which enhances its stability. Indeed, METTL3
knockdown reduces the m°A modification and the expression levels of the CTNNB1 mRNA. Furthermore,
METTL3 expression knockdown reduces tumor growth in HuHé mouse subcutaneous xenografts”'?. It has
been recently reported that METTL3 expression is in part regulated by miR-186, which is downregulated in
HB tumors. miR-186 overexpression reverses the expression of METTL3 and inhibits aggressiveness of HB
cells in vitro and in vivo”".. Finally, it has been shown that WTAP variants may be associated with the
development of HB”'*. Further studies are required to shed light on the role of the epitranscriptomics in HB
formation and progression.

RNA EDITING

RNA editing is a post-transcriptional mechanism based on the modification of the mRNA sequence in a
specific, dynamic, and flexible way. These changes may result in missense codon changes, alteration of
alternative splicing, and modification of regulatory RNAs. The outcomes of these alterations can be similar
to genomic mutations”””. This process is mainly regulated by the adenosine deaminase acting on RNA
(ADAR) family of enzymes, which mediate the conversion of adenosine to inosine (A-to-I editing)***. In
the context of cancer, a dysregulation in the RNA editing process has been reported in several tumors,
showing elevated A-to-I editing levels in parallel with an increased expression of ADAR1 enzyme™*.

Indeed, a recent study showed an imbalance in ADAR1 and ADAR2 enzyme expression in HB tumors,
accompanied by global RNA hypoediting. However, the authors also reported specific hyperediting of the
BLCAP transcript, which is a highly conserved gene with tumor suppressor activities"**'”. Despite the fact
that this field requires deeper understanding, the study of this new epigenetic mechanism could contribute
to the understanding of HB development and the design of novel “epidrugs” for the treatment of this and
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other tumors.

CONCLUSION

The application of high-throughput analyses has produced significant advances in the understanding of the
molecular features of HB. These studies, together with more targeted approaches, have identified a number
of epigenetic mechanisms that can significantly contribute to the emergence and progression of this
pediatric tumor. Harnessing this knowledge may deliver new therapeutic opportunities for HB. Indeed,
small molecules that inhibit epigenetic effectors or interfere with epigenetic readers, the so-called
“epidrugs”, are actively being developed””. On the other hand, interfering with oncogenic non-coding
RNAs or delivering tumor-suppressing non-coding RNAs to tumoral cells is also feasible”"”. Nevertheless,
epigenetic mechanisms are complex and intertwined, and thus the true epigenetic drivers in HB need to be
carefully identified to maximize the efficacy of their inhibition while minimizing toxicity. Epigenetic
mechanisms are also likely to participate in cancer chemoresistance”*?. Therefore, their manipulation
could increase the efficacy of chemotherapeutic drugs administered in combination and reduce the burden
of their long-term side effects””!. Interference with epigenetic mechanisms outside tumor cells may also
entail toxicity. In this regard, cancer cell-targeted drug delivery strategies are actively pursued for epigenetic
drugs that are administered systemically'”****. Altogether, the evidence put forward in this review suggests
that the dysregulation of epigenetic mechanisms play an important role in the pathogenesis of HB, and
despite its limitations this field holds promise for the development of new therapies for this tumor.
Nevertheless, to reach this goal, more fundamental research is necessary.
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