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Abstract
Head and neck squamous cell carcinoma (HNSCC) is an aggressive life-threatening disease
associated with high mortality rates. While efforts have been made to explore the molecular
mechanisms that contribute to the initiation and progression of HNSCC, most studies focus on
protein-coding genes. Understanding of the genomic aberrations associated with noncoding genes
(such as microRNAs) and their effects on HNSCC is still relatively limited. Recent evidence
suggests that deregulation of microRNA genes (such as downregulation of miR-138) plays an
important role in HNSCC. While deregulation of miR-138 has been frequently observed in
HNSCC and other cancer types, the precise roles of miR-138 in tumorigenesis remain elusive.
Recent bioinformatics analyses and functional studies using in vitro and in vivo systems have
identified a number of functional targets for miR-138. These include genes that participate in
essential biological processes that are highly relevant to the initiation and progression of HNSCC,
including cell migration, epithelial to mesenchymal transition, cell cycle progression, DNA
damage response and repair, senescence, and differentiation. However, the biological systems,
study design, and data interpretation from these studies are highly variable, which hinder our
understanding of the role of miR-138 in tumorigenesis at molecular level. In this review, we will
first introduce the significance of microRNA deregulation in HNSCC. We will then provide a
comprehensive review and integrative analysis of the existing studies on miR-138, and aim to
define its molecular mechanisms that contribute to the initiation and progression of HNSCC.

1. INTRODUCTION
Head and neck/oral cancer (HNOC) is an understudied disease. While efforts have been
made to identify molecular mechanisms that contribute to the initiation and progression of
HNOC, most studies focus on protein-coding genes. MicroRNA deregulation and its role(s)
in HNOC are still not fully elucidated. Recent studies on other types of cancers indicated
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that microRNAs play critical roles in tumorigenesis, including regulating cell migration and
other cellular processes that contribute to metastasis, such as epithelial to mesenchymal
transition (EMT) and extra-cellular matrix (ECM) remodeling. For example, miR-200
family and miR-205 have been confirmed as EMT modulators in several different cell types
through the regulation of ZEB1 and ZEB2 (Burk et al., 2008; Korpal and Kang, 2008;
Korpal et al., 2008; Park et al., 2008). A number of recent studies from our laboratory
demonstrated that deregulation of miR-138 in HNOC also contribute to enhanced cell
migration and EMT in HNOC ( Jiang et al., 2010; Jin et al., 2011; Liu et al., 2009b, 2011).
Studies of other cancer types demonstrated that miR-138 regulates the cell cycle progression
(Liu et al., 2012; Wang et al., 2012b), DNA-damage response (Wang et al., 2011b), and
senescence (Mitomo et al., 2008; Rivetti di Val Cervo et al., 2012). These reports highlight
the critical roles of miR-138 deregulation in tumorigenesis. Here, we presented a
comprehensive review on the existing studies on miR-138 aiming to define the role of
miR-138 deregulation in HNOC.

2. BACKGROUND
2.1. Head and Neck Squamous Cell Carcinoma

HNOC is the sixth most common cancer worldwide, accounting for approximately 6% of all
cancer cases. According to the American Cancer Society, new oral cancer cases increased
over 40% during the past 10 years, while the overall new cancer cases in the United States
increased by about 20% in the same time period. Moreover, deaths associated with oral
cancer increased by 10%, compared to the 2.8% increase in deaths for all cancer cases. The
severity of HNOC is even worse worldwide, with over 263,000 new cases being diagnosed
each year. For example, in South-Central Asia, home of approximately 20% of the world’s
population, HNOC is the second most common cancer and the second leading death-causing
disease in males (Global Cancer Facts & Figures, 2nd Edition; ACS, 2011).

Head and neck squamous cell carcinoma (HNSCC), which originates from the epithelium
lining of this region, makes up the majority of HNOC (over 90%). As an invasive epithelial
neoplasm, HNSCC most commonly arises in the tongue, floor of the mouth, gingival, buccal
mucosa, pharynx, and larynx. It typically presents as a painless ulcer with raised borders,
firm mass or indurated nodule, and may show early and extensive lymph-node metastases.
The stages (tumor, node and metastasis) of HNSCC at diagnosis have a strong influence on
survival and prognosis. Lymph-node metastasis decreases the survival rate by about 50%.
Treatment for HNSCC usually includes surgery, often a radical en bloc resection of the
tumor, lymph nodes, and involved soft tissue and bone. Surgical treatment is often combined
with pre- and/or postoperative chemotherapy and radiotherapy, based on clinical judgment
and histopathological results. Despite these interventions, more than 50% of patients with
HNSCC will experience local relapse and distant metastasis. Recurrences and distant
metastases are associated with poor prognoses. Furthermore, surgical intervention causes
facial contour defects and can lead to functional impairment and psychological trauma in
HNSCC patients. Unfortunately, the survival rates of patients with HNSCC have not
significantly improved over the past several decades.

Heavy smoking and alcohol consumption impact the occurrence of HNSCC (Murata et al.,
1996), with the intensity and duration of tobacco consumption directly correlated to the risk
of developing HNSCC. However, in recent years, more HNSCC cases have been found in
nonsmokers and nonalcohol consumers, which implies that environmental, immunologic,
and/or genetic factors also contribute to the initiation and progression of HNSCC. For
example, viral infection has been found in some cases of HNSCC. Human papillomavirus
(HPV) has been widely studied and demonstrated to play an important role in the
development of cervical cancer (Strati et al., 2006; Termine et al., 2008). Recent molecular
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and epidemiologic studies showed that about 15–25% of HNSCC contain genomic DNA
from HPV, especially those arising in oropharyngeal sites, including tonsillar cancers. In
fact, HPV is implicated in the increased incidence of HNSCC in several countries over the
last few decades (Chaturvedi et al., 2011; Hong et al., 2010; Nasman et al., 2009). In the
United States, the incidence of HPV− negative HNSCC declined by about 50% from 1988 to
2004, while the incidence of HPV-positive HNSCC increased by over 200% during the
same period. Most impacted by this increase were young individuals, Caucasian individuals,
and men (Chaturvedi et al., 2011), which happen to be the same groups of individuals that
are associated with a higher percentage of oral HPV infection in the United States (Gillison
et al., 2012). Lack of certain dietary factors such as vitamin E may also contribute to
HNSCC tumorigenesis.

2.2. MicroRNA and HNSCC
One of the most significant achievements in the biological science in the last decade is the
discovery of RNA interference (RNAi), a process within living cells that regulates gene
expression at posttranscriptional levels. Historically, this process was described by other
more generic names, such as cosuppression and posttranscriptional gene silencing. Only
after the molecular mechanisms underlying these apparently unrelated processes were fully
understood did it become apparent that they all described the RNAi phenomenon. RNAi is
an RNA-dependent gene silencing process that is controlled by the RNA-induced silencing
complex (RISC) and is initiated by two types of small RNA molecules—microRNA and
small interfering RNA. However, the function of microRNA appears to be far beyond RNAi
alone, including a direct interaction with gene promoters and epigenetic regulation of the
DNA methylation and histone modification. By affecting gene regulation, microRNAs are
involved in diverse biological activities, from cell differentiation, proliferation, apoptosis to
the endocrine system, immune response, neurotransmitter synthesis, and circadian rhythm,
to name a few.

MicroRNAs are the 21–23 nucleotide single-stranded RNA molecules found in eukaryotic
cells. These tiny molecules are newcomers to the biological research. In the early years, the
progress on microRNA research was slow and experienced substantial growing pains. While
the first microRNA, lin-4, was characterized in Caenorhabditis elegans in the early 1990s
(Lee et al., 1993), it was not until 2000 that researchers knew that microRNAs existed in
humans. The short length and uniqueness of each microRNA rendered many conventional
hybridization-based methods ineffective; very small RNAs are difficult to reliably amplify
or label without introducing bias. In addition, hybridization-based methods for microRNA
profiling relied on probes designed to detect known microRNAs or known microRNA
species previously identified by sequencing or homology search. Moreover, the wide range
of microRNA expression, from tens of thousands to just few molecules per cell, complicated
the detection of microRNAs expressed at low copy numbers. Hence, many novel
microRNAs may exist even in well-explored species. Nevertheless, recent advances in
genomic technologies, data analysis, and bioinformatics approaches have made a significant
impact on microRNA research. The microRNA field has experienced a major explosion in
recent years. For example, the next generation deep-sequencing platforms are ideal for
detecting and quantifying both known and novel microRNA sequences with high sensitivity
and for a relatively low cost (Morin et al., 2008). The microRNA gene family is
continuously growing with novel members discovered in association with rapid advances in
genomic technologies, and reports on the functional characterizations of specific microRNA
genes have dominated the recent literature.

MicroRNA deregulation is a frequent event in HNSCC. We recently performed a meta-
analysis based on 13 independent microRNAs profiling studies on HNSCC (Chen et al.,
2012). Among the 432 differentially expressed microRNAs reported in these studies, 264
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were up-regulated and 168 down-regulated microRNAs. The downregulation of miR-138
was initially reported in 4 cases of HNSCC of tongue (Wong et al., 2008), and thyroid
carcinoma cell lines (Mitomo et al., 2008). In a recent study, to identify microRNAs
associated with HNSCC metastasis, Liu et al. (2009b) examined the differential expression
of microRNAs in 6 paired HNSCC cell lines with different metastatic potential (UM1/UM2,
1386Tu/1386Ln and 686Tu/686Ln). Reduced expression of miR-138 was observed in all 3
high invasive aggressive cell lines (UM1, 1386Ln and 686Ln). Restoring miR-138
expression led to suppression of cell invasion, cell cycle arrest and induced apoptosis. In
contrast, the knockdown of miR-138 expression enhanced cell invasion and suppressed
apoptosis. The fact that highly metastatic cells often showed reduced expression of miR-138
suggests the role of microRNA-138 as a tumor suppressor as well as a therapeutic target for
HNSCC patients at risk of metastasis. The same group of investigators later validated the
downregulation of miR-138 in HNSCC tissue samples ( Jiang et al., 2011).

2.3. MicroRNA-138 Biosynthesis
MicroRNA biogenesis has been well characterized (for detailed discussion on microRNA
biogenesis, we refer you to earlier reviews (Bartel, 2004; Carthew and Sontheimer, 2009)).
Two miR-138 genes were initially predicted in the mouse genome termed miR-138-1 and
miR-138-2 (Lagos-Quintana et al., 2002; Weber, 2005), and their human homologs were
mapped to chromosome 3p21.33 and 16q13, respectively. Interestingly, losses of
heterozygosity (LOHs) at both chromosome loci have been frequently detected in HNSCC
and appears to correlate with tumor progression (i.e. cervical lymph-node metastasis) (Hogg
et al., 2002; Piccinin et al., 1998; Wang et al., 1999). Nevertheless, based on a series of
analysis of the gene transcripts, it is believed that only one of the predicted miR-138 genes
(miR-138-2) is functionally transcribed in humans (Obernosterer et al., 2006).

The miR-138-2 gene is an intergenic microRNA gene. While the precise genomic
organization of miR-138-2 gene is not clear (the gene promoter has not been characterized
and the length of the pri-miR-138-2 is unknown), it is believed that miR-138-2 gene utilizes
the canonical pathway for its biogenesis (Obernosterer et al., 2006). In the canonical
pathway, microRNAs are first transcribed as primary transcripts (pri-miR-138-2) with a
local-hairpin structure, which also possess many characteristics of a typical messenger
RNAs (mRNA), such as 5′ cap and 3′ poly-A tail. The pri-miR-138-2 is processed into 69-
nucleotide stem-loop structures (known as pre-miR-138-2) in the cell nucleus by a protein
complex consisting of the nuclease Drosha and the double-stranded RNA binding protein
Pasha. The pre-miR-138-2 is then transported to the cytoplasm by Exportin-5 (Exp5; a
member of the Ran transport receptor family). Once in the cytoplasm, pre-miR-138-2 is
further cleaved by Dicer (a second RNase III endonuclease) to form a short double strand
microRNA:microRNA* duplex. Finally, the microRNA:microRNA* duplex is unwound
into 23-nucleotide mature microRNA and microRNA* by a helicase. The mature
microRNAs are then incorporated into the RISC.

The genes for miR-138 have been used as a model system to investigate the
posttranscriptional regulation of microRNA biogenesis (Obernosterer et al., 2006).
Obernosterer et al. showed that while the precursor (pre-miR-138-2) is expressed
ubiquitously in all the tissues they examined, the mature microRNA (miR-138) is found
only in specific tissue/cell types. As such, they concluded that the tissue-specific expression
of miR-138 is achieved in part by regulatory mechanism at posttranscriptional level
(maturation steps).
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2.4. MicroRNA-138-mediated Posttranscriptional Regulation
MicroRNAs are not involved directly in protein synthesis, but are believed to control the
expression of more than one-third of the protein-coding genes in the human genome (Lewis
et al., 2005, 2003; Xie et al., 2005). Each microRNA can target many mRNA transcripts and
regulate hundreds of genes downstream. One microRNA can have multiple target sites in the
mRNA transcript of a downstream gene. Therefore, microRNAs contribute a newly
recognized level of gene expression regulation. As illustrated in Fig. 9.1, the potential
mechanisms of microRNA-mediated gene regulation are multifactorial and encompass
interaction(s) among different mechanisms. It has been demonstrated that microRNA binds
to the target mRNA and regulates gene expression at the posttranscriptional levels (e.g.
enhancing mRNA degradation and inhibiting translation). This cis-regulation occurs by
binding the ~22 nucleotide mature microRNA to an imperfectly matched sequence in the
target mRNA. Following the expression changes of specific microRNA-targeted genes (e.g.
genes coding for transcription factors and genes coding for RNA regulating proteins),
subsequent effects may alter the levels of other mRNAs (or protein interactions), and thus
microRNA may exert its effects on the expressed genome through trans-regulatory
mechanism(s). For more details on microRNA biogenesis, basic functions, and their roles in
normal physiology and diseases, numerous excellent reviews are recommended (Ambros,
2004; Bartel, 2004; Bushati and Cohen, 2007; Chang and Mendell, 2007; Filipowicz et al.,
2008; Kloosterman and Plasterk, 2006; Stefani and Slack, 2008).

The microRNA-mediated posttranscriptional regulation occurs by binding the ~22
nucleotide mature microRNA to an imperfectly matched sequence in the target mRNA,
where perfect matching of the seed region (typically encompasses the 5′ bases 2–7 of the
microRNA) appears to be essential. The microRNA-138-FOSL1 regulatory module has been
used as a model system to investigate the microRNA-targeting mechanism ( Jin et al., 2011).
Using 6 commonly available bioinformatics tools (4-way PicTar, 5-way PicTar,
TargetScanS, TargetScanHuman 5.1, miRanda at microrna.org, and miRanda at miRBase),
only one canonical miR-138-targeting site was consistently identified in the 3′-UTR of the
Fos-like antigen 1 (FOSL1) mRNA in a region that is not highly conserved ( Jiang et al.,
2011). It is worth noting that the microRNA-targeting prediction tools described above are
limited to the 3′-UTR of the mRNA sequence and do not consider possible noncanonical-
targeting sites (e.g. allowing for G:U wobble base pairing). If the bioinformatics analysis
was extended to the entire mRNA molecule, two additional canonical-targeting sites were
located in the CDs of the FOSL1 mRNA. When G:U wobble base pairing was considered,
three additional high-affinity (based on predicted minimum free energy) noncanonical-
targeting sites were identified: one each in the 5′-UTR, CDs and 3′-UTR regions of the
FOSL1 mRNA. As such, a total of six miR-138-targeting sites were identified (Table 9.1),
one in the 5′-UTR, three in the CDs, and two in the 3′-UTR of the FOSL1 mRNA. These
targeting sites were then experimentally validated in the HNSCC cell lines using luciferase
reporter gene assays and ribonucleoprotein-immunoprecipitation (RIP-IP) assays (Jin et al.,
2011).

In addition to FOSL1, Jin et al. also suggested that other members of the Fos-gene family
(Fos, FosB, and FOSL2) may be regulated by miR-138. As showed in Table 9.1, in addition
to FOSL1, miR-138-targeting sites were also identified on mRNAs of Fos, FosB, and
FOSL2. It is worth noting that two canonical and seven noncanonical miR-138-targeting
sites were identified in the CDs of the FosB mRNA, and three additional noncanonical sites
were identified in the 3′-UTR of the FosB mRNA. This is consistent with the observation
that ectopic transfection of miR-138 led to reduced FosB expression, and the knockdown of
miR-138 led to an apparent increase in FosB levels in HNSCC cell lines ( Jin et al., 2011).
Based on the sequence search and a previous study that identified 194 genes that were
significantly down-regulated by miR-138 Jiang et al. (2011) also demonstrated significant
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enrichment of canonical microR-138-targeting sites in the 5′-UTR, CDs, and 3′-UTR of the
genes that were regulated by miR-138. Significant enrichment of noncanonical microR-138-
targeting sites was observed in the 3′-UTR of the genes that were regulated by miR-138.
Apparent enrichment of noncanonical microR-138-targeting sites was also observed in 5′-
UTR, but the difference is not statistically significant. These observations support the
hypothesis that both canonical and noncanonical microRNA-targeting sites, and the
microRNA-targeting sites located in all areas of mRNA molecule (e.g. 5′-UTR, CDs, 3′-
UTR), may contribute to microRNA-mediated posttranscriptional regulation.

3. MICRORNA-138 DEREGULATION IN HNSCC AND ITS FUNCTIONAL
RELEVANCE

The downregulation of miR-138 has been consistently observed in HNSCC (Jiang et al.,
2011; Mitomo et al., 2008; Wong et al., 2008), as well as in other cancer types (Liu et al.,
2012; Song et al., 2011; Wang et al., 2012b). Bioinformatics analysis revealed that miR-138
regulates a number of molecular pathways associated with tumorigenesis (Table 9.2). A
number of miR-138-targeting genes have been experimentally validated in various cancer
types (Table 9.3). These validated miR-138-target genes play essential roles in the initiation
and progression of HNSCC, including cell migration, EMT, cell cycle regulation, DNA
damage response and repair, and senescence.

3.1. MicroRNA-138 Effects on HNSCC Cell Migration
Cytoskeleton remodeling is essential for the cell invasion and migration, and plays a major
role in the cancer cell metastasis. The Rho GTPases-signaling cascade is crucial in
cytoskeleton remodeling, as well as regulating cell adhesion and migration. The
overexpression of Rho family genes is frequently observed in cancer cells. The
overexpression of RhoC and ROCK2, key genes in the Rho GTPases-signaling cascade, has
been frequently linked to the enhanced metastatic potential in various cancer types. This is
consistent with their functional roles. RhoC and ROCK2 are known to be involved in
remodeling of cellular cytoskeleton, which in turn changes cell migratory behavior. A recent
study by Jiang et al. (2010) suggested that miR-138 targets both RhoC and ROCK2. They
showed that ectopic transfection of miR-138 reduced the expression of both RhoC and
ROCK2 in HNSCC cells. This reduced expression consequently led to the reorganization of
the stress fibers and the subsequent cell morphology transformation to a round bleb-like
shape, and the suppression of cell migration and invasion. In contrast, the knockdown of
miR-138 in HNSCC cells enhanced the expression of RhoC and ROCK2, which resulted in
altered, elongated cell morphology, enhanced cell stress fiber formation, and accelerated cell
migration and invasion. These observations are consistent with the notion that coordinated
regulation of the actin cytoskeleton is central to cell motility, invasion, and metastasis.
While miR-138 affects RhoC expression at both the mRNA and protein level, it only
regulates ROCK2 expression at the protein level but not at the mRNA level, which suggests
that miR-138 regulates ROCK2 gene expression primarily by inhibiting translation.
Together with the previous finding that reduced miR-138 level is correlated with enhanced
metastatic potential in HNSCC cells, the existing evidence established a novel regulatory
paradigm in which miR-138 regulates RhoC-specific GTPase-signaling cascade by targeting
both RhoC and ROCK2 mRNAs concurrently, and suppresses their expression at post-
transcriptional levels. The previous studies demonstrated that the expression of RhoC is
progressively increased as tumors become more aggressively metastatic, and that RhoC
expression promotes metastasis (Fingleton, 2007; Ridley, 2004; Wu et al., 2004). The
reduction of expression of RhoC and ROCK2 and subsequent increase in metastatic
phenotypes (i.e. increase in migration and invasion) are in line with the previous findings.
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In addition to its role in HNSCC, a recent study by Song et al. (2011) demonstrated that
miR-138 regulates migration of clear cell renal cell carcinoma (ccRCC) cells. They showed
that miR-138 controls the expression of Hypoxia-inducible factor-1alpha (HIF-1α), a critical
regulator in cancer cells. The downregulation of miR-138 results in enhanced expression of
HIF-1α, which enhanced the cell migration and reduced apoptosis in ccRCC cell lines.
These results suggested that miR-138 may function as a tumor suppressor in different cancer
types by inhibiting migration and invasion, and promote apoptosis.

3.2. MicroRNA-138 is a Multifunctional Molecular Regulator in EMT
Cancer initiation, progression, and metastasis require the activation of EMT. The activation
of EMT-related biological pathways enables cancer cells to migrate and invade to adjacent
tissues. EMT is a highly orchestrated series of events in which cell–cell and cell–ECM
interactions are altered to release epithelial cells from the surrounding tissue, the
cytoskeleton is reorganized to confer the ability to move through a three-dimensional ECM,
and a new transcriptional program is induced to maintain the mesenchymal phenotype. It has
been suggested that deregulation of microRNAs is involved in EMT and the progression of
many different cancers. Previous studies revealed that miR-200 family and miR-205
regulate EMT by targeting the zinc finger E-box-binding homeobox (ZEB) family
transcription repressors (ZEB1 and ZEB2), which consequently control the E-cadherin
expression (Burk et al., 2008; Korpal and Kang, 2008; Korpal et al., 2008; Park et al., 2008).
Similarly, the deregulation of miR-101 leads to the overexpression of polycomb group
protein EZH2, which functions as an epigenetic regulator to inhibit the expression of E-
cadherin and induce EMT (Kisliouk et al., 2011). A recent study showing that the
downregulation of miR-138 in HNSCC cell lines is associated with marked morphological
changes associated with EMT (e.g. loss of polarity and cell–cell adhesion, and the
acquisition of mesenchymal-like cell morphology) suggested that miR-138 may play a role
in EMT. To study the functional relevance of miR-138 in EMT, Liu et al. (2011) used an
EMT-specific qRT-PCR array to examine the forced expression of miR-138-induced
differential expression of EMT-related genes in 1386Ln cell line (an established HNSCC
cell line with high metastasis potential). Among the 86 EMT-related genes examined, 23
genes were altered upon miR-138 overexpression including 9 down-regulated and 14 up-
regulated genes. Subsequent bioinformatics-based analysis revealed that a number of these
EMT-related genes are direct targets of miR-138, including VIM (vimentin), ZEB2, and
EZH2 (enhancer of zeste homolog 2) (Liu et al., 2011), while others are potential indirect
targets of miR-138, including Snai2 (homolog of Snail 2) ( Jin et al., 2011). Functional
analyses demonstrated that miR-138 regulates the EMT via three distinct pathways: (i)
direct targeting of VIM mRNA and controlling the expression of VIM at a
posttranscriptional level, (ii) targeting the transcriptional repressors (ZEB2 and Snai2),
which in turn regulates the transcription activity of the E-cad gene, and (iii) targeting the
epigenetic regulator EZH2, which in turn modulates its gene-silencing effects on the
downstream genes including E-cad. These results, together with our previously observed
miR-138 effects on cell migration and invasion through targeting RhoC and ROCK2
concurrently, suggest that miR-138 is a multifunctional molecular regulator and plays major
roles in EMT and in HNSCC progression (Fig. 9.2). The following sections will provide
detailed discussion of the roles of miR-138 in EMT.

Vimentin is a type III intermediate filament (IF) protein and the major cytoskeletal
component of mesenchymal cells. Vimentin is often considered as a marker of mesenchymal
cells or cells undergoing an EMT during both normal development and metastatic
progression. In the process of EMT, the cellular IF status switches from a keratin-rich
network (connecting to adherens junctions and hemidesmosomes) to a Vim-rich network
(connecting to focal adhesions). Three miR-138-targeting sequences were identified in the
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VIM mRNA sequence. The first- and second-targeting sequences are located in the coding
region and the third sequence is located in the 3′-UTR of the VIM mRNA. Direct targeting
of miR-138 to specific sequences located in the mRNA of the VIM gene was confirmed
using the luciferase reporter gene assays (Liu et al., 2011). Ectopic transfection of miR-138
in HNSCC cell lines resulted in reduced Vim expression, which is accompanied with
increased E-Cad expression and reduced cell migration and invasion. The knockdown of
miR-138 in HNSCC cell lines with anti-miR-138 LNA resulted in enhanced Vim
expression, which is accompanied with decreased E-Cad expression and enhanced cell
migration and invasion (Liu et al., 2011).

Downregulation of E-cadherin expression is one of the hallmarks of EMT. The expression
of E-cadherin gene is tightly regulated by a number of transcriptional repressors, including
members of ZEB gene family (ZEB1 and ZEB2) and Snai gene family (Snai1 and Snai2).
The members of ZEB gene family mediate the EMT triggered by the key-signaling cascades
such as TGFβ/BMP, NFκB, Ras-ERK2, and HIF-1. Three miR-138-binding sites were
predicted in the ZEB2 mRNA—two located in the coding region and one in the 3′-UTR.
However, the luciferase reporter gene assays showed that the site located in the 3′-UTR is
largely responsible for the miR-138-mediated downregulation of ZEB2. It is worth knowing
that the ZEB family repressors (both ZEB1 and ZEB2) are targeted by a number of different
microRNAs, including the miR-200 family (Gregory et al., 2008). Interestingly, ZEB1 has
been showed to suppress the expression of miR-200 family members, indicating that
miR-200 members and ZEB factors reciprocally control each other in a negative feedback
loop that maintain cells in either an epithelial or mesenchymal state (Bracken et al., 2008;
Burk et al., 2008). It is not clear whether miR-138 is also regulated by ZEB factors (or its
other target genes) by similar feedback mechanism(s). Further studies are needed to explore
this potential regulatory mechanism.

In addition to ZEB2, the study by Liu et al. (2011) suggested that miR-138 also
downregulates Snai2, a member of Snail family of zinc-finger transcriptional repressors that
play an important role in the regulation of E-cad expression and EMT (Peinado et al., 2007).
Overexpression of Snai2 is frequently observed in HNSCC, and is associated with lymph-
node metastasis in the HNSCC patients (Wang et al., 2012a). However, no miR-138-
targeting site was identified in the Snai2 mRNA. At the time, Liu et al. (2011) hypothesized
that miR-138 indirectly regulates Snai2 by targeting factor(s) that control the Snai2 gene
expression. Interestingly, in a subsequent study, Jin et al. (2011) identified FOSL1 as an
additional target of miR-138. FOSL1 is a member of Fos gene family and is a known proto-
oncogene. One of the established downstream genes of FOSL1 is Snai2 (Chen et al., 2009).
Jin et al. (2011) then confirmed that the effect of this microRNA-138-FOSL1 regulatory
module on Snai2 expression, as well as the Snai2-mediated repression of E-cadherin
expression and the induction of EMT in HNSCC cells. It is worth noting that the results by
Jin et al. (2011) also provided evidence suggesting that miR-138 may also target other
members of the Fos-gene family (e.g. Fos, FosB, and FOSL2), which may in turn regulate
Snai2 expression in a similar manner as FOSL1.

Epigenetic modifications such as histone methylation play an important role in EMT. EZH2
is a critical component of the polycomb repressive complex 2 (PRC2) that includes
noncatalytic subunits Suz12 and Eed. It catalyzes trimethylation on Lysine 27 of histone 3
protein (H3K27Me3), which in turn leads to chromatin condensation and epigenetic
silencing of the downstream genes (Sparmann and van Lohuizen, 2006). One of the well-
established downstream target genes of EZH2 is E-cad, and the EZH2-mediated repression
of E-cad is associated with EMT in several cancer types (Cao et al., 2008; Herranz et al.,
2008; Huang et al., 2011). A recent study reported that overexpression of EZH2 in cancer
cells downregulates the expression of E-cadherin gene through histone H3K27
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trimethylation at the E-cadherin gene promoter (Cao et al., 2008). The knockdown of EZH2
in vitro has been shown to restore E-cadherin expression (Fujii and Ochiai, 2008; Rao et al.,
2010). The results by Liu et al. (2011) demonstrated that the miR-138 downregulates the
expression of EZH2 gene by binding to a conserved targeting site located in the 3′-UTR of
the EZH2 mRNA. This miR-138-mediated EZH2 downregulation is reversely correlated
with E-cad expression and EMT in HNSCC cells. Interestingly, miR-138 has previously
been shown to target EZH2 in chickens (Kisliouk et al., 2011). Two miR-138-targeting sites
were identified in the chicken EZH2 mRNA: an evolutionally conserved site located in the
3′-UTR, which is also presented in 3′-UTR of the human EZH2 mRNA, and a poorly
conserved site that overlaps with the translational stop codon in the chicken EZH2. In
humans, the seed region of this poorly conserved site has 2 base-substitutions (at position 4
and 6), which makes it nonfunctional. Nevertheless, the fact that EZH2 expression is
downregulated by miR-138 in both chickens and humans suggested that the miR-138-
medicated suppression of EZH2 gene is an evolutionally conserved molecular event. Liu et
al. (2011) also observed an apparent increase in Suz12 level in an HNSCC cell line that was
treated with anti-miR-138 LNA. However, no miR-138-targeting site was identified in the
Suz12 mRNA, and currently the biological significance of these observed changes in Suz12
expression is not clear. It is worth noting that miR-200 has been shown to directly target
Suz12 and control the E-cad expression by regulating PRC2 complex (Iliopoulos et al.,
2010). Additional studies will be needed to fully explore the potential concordant effect(s)
of anti-EMT microRNAs (e.g. miR-138 and miR-200) on PRC2-mediated repression of E-
cad.

Taken together, this evidence demonstrates that miR-138 regulates the EMT through 3
distinct pathways in HNSCC cells (Fig. 9.2). Together with the previous observation that
miR-138 regulates cell migration and invasion by concurrently targeting RhoC and ROCK2
( Jiang et al., 2010), this evidence suggests that miR-138 is a multifunctional molecular
regulator and plays major roles in EMT. Additional studies are required to explore its
potential as a novel therapeutic target for cancer patients at the risk of metastasis.

3.3. MicroRNA-138 Regulating Cell Cycle by Targeting Multiple Proto-oncogenes
To understand the roles of microRNA in complex biological processes (i.e. tumorigenesis),
it is important to identify the functional modules involved in complex interactions between
microRNAs and their targets (e.g. mRNA). As part of a top-down approach to identify the
miR-138-targeting genes, Jiang et al. (2011) carried out a genome-wide expression profiling
experiments on HNSCC cell lines that transfected with either miR-138 or negative control.
A panel of 194 unique transcripts was significantly down-regulated in cells transfected with
miR-138. A comprehensive screening using six different sequence-based microRNA-target
prediction algorithms revealed that 51 out of these 194 down-regulated transcripts are
potential direct targets for miR-138. These targets include chloride channel, nucleotide-
sensitive, 1A (CLNS1A), G-protein alpha-inhibiting activity polypeptide 2 (GNAI2), solute
carrier family 20, member 1 (SLC20A1), eukaryotic translation initiation factor 4E binding
protein 1 (EIF4EBP1), FOSL1, and Rho-related GTP-binding protein C (RhoC). The
authors then focused on the effect of miR-138 on GNAI2, a known proto-oncogene that is
involved in the initiation and progression of several different types of tumors (Dhanasekaran
et al., 1998). GNAI2 belongs to the family of Gi alpha proteins that includes 3 polypeptides:
Gi alpha 1 (GNAI1), Gi alpha 2 (GNAI2), and Gi alpha 3 (GNAI3). They form
heterotrimers with beta and gamma subunits, and are involved in a wide variety of signaling
events mediated by G-protein-coupled receptor (GPCR). Among the Gi alpha family
members, GNAI2 gene is the only one that contains the conserved miR-138-targeting
sequence. Jiang et al. (2011) confirmed the direct targeting of miR-138 to the two candidate-
binding sequences located in the 3′-untranslated region of GNAI2 mRNA using luciferase
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reporter gene assays. The knockdown of miR-138 in HNSCC cells enhanced the expression
of GNAI2 at both mRNA and protein levels. In contrast, ectopic transfection of miR-138
reduced the expression of GNAI2, which consequentially led to reduced proliferation, cell
cycle arrest, and apoptosis. Interestingly, a recent report showed that GNAI2 is also a
functional target of miR-30d in hepatocellular carcinoma (HCC) cells (Yao et al., 2010). It is
worth noting that downregulation of miR-30d has also been observed in OSCC (Kozaki et
al., 2008). Taken together, this evidence suggests a novel paradigm in which microRNAs
regulate GPCR signaling by targeting GNAI2 mRNA and suppressing its expression at
posttranscriptional levels.

The cell cycle is regulated by a family of the cyclin-dependent kinases (CDKs) and their
activating partners (cyclins). The G1 to S phase transition is regulated primarily by members
of cyclin D family (CCND1, CCND2, and CCND3) in complex with CDK4/CDK6 and
cyclin E family (CCNE1 and CCNE2) in complex with CDK2. These complexes cooperate
in phosphorylating and preventing Rb from binding to E2F, thus activating E2F-mediated
transcription and driving cells from the G1 into the S phase. Two independent recent studies
demonstrated that miR-138 targets CCND1 and CCND3 in nasopharyngeal carcinoma
(NPC) and HCC, respectively (Liu et al., 2012; Wang et al., 2012b). Both studies showed
that miR-138 is frequently downregulated in NPC and HCC. The levels of CCND1 and
CCND3 were inversely correlated with miR-138 expression in NPC and HCC respectively.
Both studies showed that forced expression of miR-138-suppressed proliferation and colony
formation in vitro and inhibited tumorigenesis in xenograft nude mice (Liu et al., 2012;
Wang et al., 2012b). Direct targeting of miR-138 to CCND3 mRNA was further confirmed
using luciferase reporter gene assays (Wang et al., 2012b). These studies, together with the
evidence described earlier showing that miR-138 targets other oncogenes (e.g. FOSL1,
RhoC, ROCK2) and regulates cell migration and EMT, suggest that miR-138 functions as a
tumor suppressor, and may serve as a useful therapeutic agent for microRNA-based therapy.

3.4. Role of microRNA-138 in DNA Damage and Chemoresistance
Several recent studies suggested that microRNAs play important roles in DNA damage
response and DNA repair (Hu et al., 2010; Lal et al., 2009; Pothof et al., 2009; Zhang et al.,
2010). This microRNA-mediated regulation of DNA damage response has the potential to
improve the efficacy of cancer therapies such as chemotherapy and radiotherapy, which rely
on the induction of DNA damage. To gain a systematic understanding of the role of
microRNAs in DNA damage response, Wang et al. (2011b) conducted a cell-based
microRNA library screen to identify the effects of microRNAs on ionizing radiation (IR)-
induced DNA damage. They found that over-expression of miR-138 enhanced cellular
sensitivity to IR, as well as other DNA-damaging agents (cisplatin and camptothecin), in an
osteosarcoma cell line. They further demonstrated that miR-138 directly targeted the histone
H2AX gene, one of the major players in the DNA damage response pathways (Wang et al.,
2011b). It is worth noting that H2AX is also targeted by miR-24 (Lal et al., 2009),
suggesting that H2AX is a major target of the microRNA-mediated posttranscriptional
regulation, and may ultimately govern the microRNA-mediated DNA damage response. The
role of miR-138 on the DNA damage response was independently validated recently in a
cisplatin-resistant nonsmall cell-lung cancer cells (A549/DDP), where the upregulation of
miR-138 increased the sensitivity of A549/DDP cells to cisplatin in in vitro drug sensitivity
assays (Wang et al., 2011a). The authors also found that excision repair cross-
complementation group 1 (ERCC1) was negatively regulated by miR-138 and that
downregulation of ERCC1 at the protein level was correlated with elevated levels of
miR-138 in A549/DDP cells. These results suggested that miR-138 is a potential therapeutic
agent for cancer treatment as overexpression of miR-138 will sensitize tumor cells to DNA-
damaging agents. Nicoloso et al. (2010) identified a functional noncanonical miR-138-
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targeting site in the DNA repair gene X-ray repair cross-complementing 1 (XRCC1). Their
case control study suggested that a specific single-nucleotide polymorphism in this
miR-138-targeting site is associated with increased risk for breast cancer.

While the accumulating evidence suggests critical roles of miR-138 in DNA damage
response, the effect of miR-138 on the cellular responsiveness to other chemotherapy is still
unclear. A few preliminary reports suggested that miR-138 deregulation may contribute to
specific chemo-resistance. For example, miR-138 was found to be upregulated in the
vincristine-induced multidrug resistance leukemia cell line (Zhao et al., 2010). The
downregulation of miR-138 has been observed in gefitinib-resistance lung adenocarcinoma
cell line (Qin et al., 2011). Nevertheless, these reports are based on single cell line and have
not been independently validated. It is critically important to define the effect of miR-138 on
multiple chemotherapy drugs, since most types of cancer (including HNSCC) are subjected
to multimodality treatment. Future studies will be needed to test the feasibility of utilizing
miR-138 as a chemosensitizer/radiosensitizer in therapy for certain types of cancer.

3.5. Role of miR-138 in Senescence
Cellular senescence (also known as replicative senescence) is the phenomenon by which
normal cells lose the ability to divide. This is often triggered by DNA damage (including
shortened telomeres). If the damage cannot be easily repaired, cells will then self-destruct
(apoptosis, programmed cell death). Senescence not only contributes to the natural aging,
but also inhibits malignant progression. As such, senescence is considered as a tumor-
suppressive mechanism. Malignant cells that bypass this arrest become immortalized by
telomere extension due mostly to the activation of telomerase reverse transcriptase (TERT)
responsible for synthesis of telomeres. Mitomo et al. (2008) showed that the downregulation
of miR-138 is associated with the overexpression of TERT in the anaplastic thyroid
carcinoma (ATC) cell lines they examined. Forced expression of miR-138 led to reduced
TERT expression in ATC cell lines. The direct targeting of miR-138 to the 3′-UTR of the
TERT mRNA was confirmed by luciferase reporter gene assays in HEK-293 cells. In
addition to miR-138, other microRNAs have also been shown to regulate telomerase
activity. For example, miR-150 expression resulted in reduced telomerase activity, shortened
telomeres, and induction of senescence in lymphoma cells (Watanabe et al., 2011). Unlike
miR-138, which regulates telomerase activity by direct targeting TERT mRNA, miR-150
regulates the telomerase activity by indirect mechanisms (suppressing the AKT activity and
inducing the p53 expression). These results indicated that TERT is a key target of
microRNA-induced senescence, which can be regulated directly or indirectly by a
senescence-associated microRNA (e.g. miR-138).

A more recent study focusing on senescence of normal keratinocytes provided additional
evidence supporting the role of miR-138 in replicative senescence. Using a replicative
senescence culture model of keratinocytes, the authors showed that miR-138 is significantly
upregulated in senescent keratinocytes as compared to proliferating cells (Rivetti di Val
Cervo et al., 2012). The upregulation of miR-138 was further confirmed in aged skin from
healthy subjects (>60 years) as compared to skin from young subjects (<10 years). They
further demonstrated that forced expression of miR-138, as well as miR-181, is sufficient to
induce premature senescence. Their functional analysis established a feedback regulatory
loop involving p63, Sirt1, and several microRNAs (including miR-138, miR-181, and
miR-130b) (Rivetti di Val Cervo et al., 2012). It is worth noting that p53, a major player in
senescence, apoptosis, as well as many other essential cellular functions, has been shown to
be targeted by miR-138 in induced pluripotent stem (iPS) cell (Ye et al., 2012). However,
the role of miR-138-mediated downregulation of p53 in senescence is not clear. Taken
together, while the precise mechanism(s) is still under investigation, the studies described
above clearly suggested a role of miR-138 in replicative senescence.
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4. BIOLOGICAL PROCESSES REGULATED BY MICRORNA-138
As described above, the involvement of miR-138 in tumorigenesis is through its regulation
of a number of biological pathways, of which many of these pathways are also involved in
developmental process. Not surprisingly, a number of recent studies demonstrated that
miR-138 also plays major roles in development. Morton et al. (2008) showed that miR-138
is required for cardiac morphogenesis during embryonic development in the zebrafish.
Siegel et al. (2009) showed that miR-138 is required in dendritic spine morphogenesis in the
rat. miR-138 also plays a role in thermotolerance acquisition in chicks, which involves
neuronal network remodeling and sensory development (Kisliouk et al., 2011). miR-138 is
differentially expressed during the development of mammary gland in mice (Wang and Li,
2007). A case–control study showed that a specific polymorphism in the miR-138 gene
(miR-138-2) is associated with panic disorder (Muinos-Gimeno et al., 2011).

The observed effects of miR-138 on various developmental events (and the corresponding
defects) may tie to its role in the stem cell differentiation. iPS cells can be obtained by
reprogramming somatic cells with the forced expression of Oct4, Sox2, and Klf4, with or
without c-Myc (named as OSKM or OSK, respectively). However, the efficiency of this
reprogramming/induction is generally low. An increasing number of studies found that iPS
cell-induction efficiency can be enhanced by modulating several microRNAs during the
reprogramming of somatic cells ( Judson et al., 2009; Melton et al., 2010). In a recent study,
Ye et al. (2012) showed that miR-138 promotes the generation of the iPS cells by facilitating
the reprogramming of the somatic cells. Their study showed that the forced expression of
miR-138 significantly enhanced the efficiency of both OSKM- and OSK-initiated somatic
cell reprogramming to iPS cells, without sacrificing the pluripotent characteristics of the
resulted iPS cells. Ye et al. (2012) also showed that miR-138 is endogenously expressed in
embryonic stem cells. As such, miR-138 may be responsible for maintaining the stem cells
in the dedifferentiated state. This is supported by 2 independent studies investigating the role
of miR-138 on mesenchymal stem cell (MSC) differentiation. Eskildsen et al. (2011)
demonstrated that miR-138 inhibits osteogenic differentiation of human MSCs. Forced
expression of miR-138 inhibited osteoblast differentiation of MSCs in vitro, and reduced
ectopic bone formation in vivo, whereas the knockdown of miR-138 by anti-miR-138
promoted expression of osteoblast-specific genes, and enhanced bone formation in vivo.
Similarly, Yang et al. (2011) demonstrated that miR-138 regulates adipogenic differentiation
of adipose tissue-derived MSCs (hAD-MSCs). Their data showed that forced expression of
miR-138 in hAD-MSCs inhibited the adipogenic gene expression program (including key
adipogenic transcription factors and other adipogenic marker genes), and suppressed lipid
droplets accumulation. Thus, these studies demonstrated that miR-138 play an important
role in pluripotency maintenance, and retain the stem cells in dedifferentiated state.

5. CONCLUSION
In summary, we provided a comprehensive review and integrative analysis of the existing
studies on miR-138, and presented evidence supporting its roles in cell migration, EMT, and
cell cycle progression, as well as its potential involvement in DNA damage response and
repair, senescence, and differentiation. It is clear that miR-138 is a multifunctional
molecular regulator, and the precise regulation of this gene is critically important. More
studies will be needed to fully understand the mechanism that regulates the expression of
this noncoding gene. It is worth noting that miR-138 is just one of the deregulated
microRNAs in HNSCC. Other microRNA genes may have redundant functions (or opposite
effects) as miR-138. For example, miR-200 family members also regulate EMT (Burk et al.,
2008; Korpal and Kang, 2008; Korpal et al., 2008; Park et al., 2008), and they may exhibit
synergistic effect with miR-138 in regulating EMT. As such, functional investigations of
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multiple microRNAs (together with their target genes) are required. This systematic
approach is essential to fully assess the relevance of microRNA in the complex biological
system (e.g. HNSCC).

HNSCC is one of the undertreated and understudied cancer types. Historically, investigation
on this disease has always been lagging behind studies on other cancer types. However, a
number of recent studies on HNSCC contributed to major improvement in our overall
understanding of cancer biology, including the investigation on genomic aberrations
associated with microRNA genes in HNSCC. To the best of our knowledge, miR-138 is one
of the best studied noncoding genes in HNSCC. The relationships of miR-138 expression to
tumorigenesis, HNSCC cell migration, and EMT suggest that the measurement of miR-138
expression may provide prognostic information for HNSCC patients and their care
providers. This information could help to craft more clinically appropriate and cost-effective
therapeutic management strategies in a variety of healthcare settings. As the biologic
changes within tumors become more precisely described at a molecular level for a particular
patient, more effective and better directed radiotherapy and chemotherapy regimens can be
planned. Such enhancements to the characterization and treatment of HNSCC would add
beneficial elements to a personalized medicine model that could aid in maximizing disease-
specific treatment options, minimizing collateral tissue damage, and opening the door for
improved outcomes for a greater number of patients. Nevertheless, a large-scale patient-
based study will be needed to fully explore the potential value of miR-138 as a biomarker.

MicroRNA-138 is a multifunctional molecular regulator. In addition to its well-documented
role in cell proliferation, migration and EMT, the understanding of the relevance of miR-138
in senescence and stem cell differentiation is still in its infancy. It will be interesting to
determine whether miR-138 regulates aspects of telomere signaling and DNA damage
response. Deregulation of miR-138 may be a surrogate marker for telomere dysfunction in
HNSCC, which may have important ramifications for cellular senescence and treatment
outcomes. In addition to its roles in HNSCC and tumorigenesis of other cancers, the
functional study of miR-138 gene (e.g. using transgenic models) may also provide new
insights into the developmental process and the pathogenesis of other diseases (obesity,
diabetes, etc.)
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Figure 9.1. Potential microRNA regulation mechanisms
(Adapted from Comparative and functional genomics; Liu et al. (2009a)). (For color version
of this figure, the reader is referred to the online version of this book.)
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Figure 9.2.
Potential roles of miR-138 in EMT and cancer cell metastasis.
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Table 9.1

Distribution of miR-138-targeting sites

Number of genes Location
Number of canonical sites per
geneb

Number of noncanonical sites per
genec

FOSL1

1

5′-UTR 0 1

CDS 2 1

3′-UTR 1 1

FOS gene family

4

5′-UTR 0 0.5

CDS 1 4

3′-UTR 0.25 1.5

Genes regulated by miR-138a

194

5′-UTR 0.079*** 0.619*

CDS 0.521** 3.448

3′-UTR 0.342*** 1.501**

Genes not regulated by miR-138

28,942

5′-UTR 0.033 0.537

CDS 0.394 3.408

3′-UTR 0.125 1.259

a
Genes regulated by miR-138 were determined as described previously [ Jiang et al. (2011) Hum Genet 129(2):189–97]. In brief, UM1 cells were

transfected with miR-138 mimic and control mimic, and the transcript profiling was performed by microarrays. A total of 194 transcripts were
downregulated upon ectopic transfection of miR-138 as measured by Affymetrix U133 + 2.0 arrays, which contain 29,136 unique and mapped
transcripts used in our analysis. The significance of possible enrichment of predicted miR-138-targeting sites in the down-regulated transcripts was
tested by Fisher’s exact test (

*
p < 0.1;

**
p < 0.05;

***
p < 0.001).

b
The canonical targeting site of miR-138 in the mRNA sequence is defined by the presence of seed sequence CACCAGC.

c
The noncanonical targeting site allows G:U wobble base pairing. The seed sequence on the mRNA molecule allows the substitution of C by U,

and substitution of A by G.
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Table 9.2

Molecular pathways regulated by microRNA-138a

KEGG Pathway Pathway ID Number of genes targeted in the pathway −ln (p-value)b

Axon guidance hsa04360 12 23.65

Wnt-signaling pathway hsa04310 7 4.63

Bladder cancer hsa05219 3 3.22

Chronic myeloid leukemia hsa05220 4 2.87

mTOR-signaling pathway hsa04150 3 2.73

Small cell lung cancer hsa05222 4 2.35

ErbB-signaling pathway hsa04012 4 2.25

Nonsmall cell lung cancer hsa05223 3 2.19

Acute myeloid leukemia hsa05221 3 2.13

Glioma hsa05214 3 1.68

Epithelial cell signaling in Helicobacter pylori infection hsa05120 3 1.63

p53-signaling pathway hsa04115 3 1.49

Cell cycle hsa04110 4 1.34

Melanoma hsa05218 3 1.33

Pancreatic cancer hsa05212 3 1.29

a
The microRNA-targeted KEGG pathways were searched from the DIANA-mirPath database. TargetScan 5 was used as target prediction software.

b
Computed using DIANA-mirPath [Papadopoulos et al. (2009) Bioinformatics 25:1991–3].
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