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Abstract. The helicase-like transcription factor (HLTF)
belongs to the SWI/SNF family of chromatin-remodel-
ing factors. Several SWI/SNF genes are disrupted in
cancer, suggesting their possible role as tumor suppres-
sors. Similarly, the HLTF gene was found to be
inactivated by hypermethylation in a significant num-
ber of colon, gastric and uterine tumors, indicating that
HLTF silencing may confer a growth advantage and
that HLTF could be considered as a tumor suppressor
gene. However, 20-fold HLTF overexpression was

detected in various transformed cell lines, suggesting
that HLTF could be associated with neoplastic trans-
formation and act more like an oncogene. Moreover,
HLTF activation was recently linked to the initial steps
of carcinogenesis in an experimental model of estro-
gen-induced kidney tumors. Those apparently contra-
dictory observations suggest that HLTF might play
various roles in cancer. In this review, we will try to
reconcile all these data in order to specify the role of
HLTF in cancer progression.
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Introduction

The DNA contained in a human cell would be 2 m long
if stretched end-to-end. In order to fit into a 10-mm
nucleus, this DNA has to be compacted about 200,000-
fold. Eukaryotic cells have solved this packaging
problem by folding their DNA into a chromatin
structure where the negative charges of its sugar
phosphate backbone are neutralized by the basic
residues (Arg, Lys) of the histone proteins. The building
block of chromatin is the nucleosome in which 147 bp of
DNA are wrapped approximately two turns around an
octameric complex composed of two molecules of each

of the four canonical histones H2A, H2B, H3 and H4.
Consecutive nucleosomes line up, generating a fiber
with a diameter of 11 nm, termed beads-on-a-string,
which can be further compacted into a 30-nm fiber
through incorporation of a linker histone, H1. Nucle-
osomes are now recognized as dynamic participants in
many chromosomal processes including transcription,
replication, DNA repair, kinetochore and centromere
construction and telomere maintenance [1]. Nucleo-
somes themselves are stable and show limited mobility,
and their dynamic properties are due to the action of
chromatin-modifying and -remodeling complexes.
Modifying complexes add or remove chemical groups
at particular residues on the histone proteins. The most
studied modification is the addition of an acetyl group
on the side chain of lysines by histone acetyl trans-* Corresponding author
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ferases (HATs) that thus loosen ionic bonds between
DNA and histones in the nucleosome. The histone
deacetylases (HDACs) restore the positive charge on
the lysine side chains and strong ionic bonds with the
negative charges of the DNA phosphates, favoring the
building of a compact chromatin structure. Most of the
time, these modifications occur on the histone tails (the
amino- and carboxyl-terminal domains) and are sub-
sequently recognized by transcriptional regulators and
other factors. Modifying complexes work in concert
with chromatin-remodeling complexes, which restruc-
ture, mobilize and eject nucleosomes to regulate access
to the DNA [2] (Fig. 1).
Chromatin helps eukaryotic cells to store DNA, but
creates an impediment to DNA access during tran-

scription, replication, repair and recombination.
Therefore, modulation of chromatin structure plays
an important role in the regulation of these nuclear
processes in eukaryotes. The cell has developed
dedicated modification mechanisms which locally
alter chromatin structure to facilitate or repress
DNA access. These mechanisms include histone
covalent modifications, histone replacement by his-
tone variants and ATP-dependent chromatin remod-
eling. The latter process is mediated by DNA-trans-
locating motors that utilize the energy derived from
ATP hydrolysis to perturb the histone-DNA interac-
tions [3]. These remodelers can cause: (i) nucleosome
sliding, in which the position of a nucleosome on the
DNA changes, (ii) the creation of a remodeled state, in

Figure 1. Dynamic properties of nucleosomes. Above the dashed line: ATP-dependent mechanisms. Sliding: nucleosome repositioning
allows the binding of a transcription regulatory factor (TF) to its site on nucleosomal DNA (dark-blue segment) and/or inhibits the binding
of another one (green segment). Remodelers are necessary to provide rapid access to nucleosomal DNA by sliding of the octamer along the
DNA. Alternatively, the site might be accessed on the surface through the generation of a DNA loop (Looping) or through histone-octamer
transfer to an acceptor DNA (Transfer). Composition: remodeling complexes can remove the canonical H2A-H2B dimers and replace
them with histone variants (green), forming a variant nucleosome with unique tails that might bind a unique transcription regulatory factor
(TF3). Below the dashed line: ATP-independent mechanism. Modifications: histone tail modifications result from various enzyme
activities (see list) and are targeted by transcription regulatory factors that can influence chromatin dynamics and function.
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which the DNA becomes more accessible but the
histone remains bound, (iii) the complete dissociation
of DNA and histones or (iv) histone replacement with
a histone variant (Fig. 1).
Currently, four different classes of remodeling com-
plexes are recognized: SWI/SNF, ISWI, Mi-2 and
Ino80. The SWI/SNF (mating-type switching/sucrose
non-fermenting) chromatin-remodeling complexes
were initially discovered in yeast where their inacti-
vation by mutation caused global disruption of tran-
scription regulation. These chromatin-remodeling
complexes were subsequently found in all eukaryotic
cells, in which their activities can result in transient
unwrapping of the end DNA from the histone
octamer, causing DNA looping or nucleosome sliding
to different translational positions (Fig. 1), [reviewed
in ref. 3]. All of these modifications will change the
accessibility of nucleosomal DNA to transcription
factors [4]. Remodeling can also involve nucleosome
loss or ejection as described for the SWI/SNF-related
complex RSC, which is able to transfer histone
octamers from donor nucleosomes to acceptor DNA
[5]. The SWI/SNF complexes normally consist of 9 –
12 subunits, but only four of these – BRG1 or BRM,
SNF5, BAF155 and BAF170 – are required in vitro to
remodel nucleosomes at a rate that is comparable to
that of the entire complex [6]. The central core
subunits BRG1 and BRM contain an ATPase domain
and a bromodomain that can specifically interact with
acetylated lysines in histone tails or in other proteins.
The SNF5 subunit (also known as INI1 or SMARCB1)
is present in all known variants of the SWI/SNF
complex and is specifically inactivated or mutated in
atypical teratoid/malignant rhabdoid tumors (ATRTs
and MRTs), highly aggressive cancers of early child-
hood [7, 8]. hSNF5 mutations were also found
associated with some other neoplasms, including
chronic myeloid leukemia, choroid plexus carcinoma,
medulloblastoma and central primitive neurectoder-
mal tumors [3]. Typically, the wild-type allele is either
lost or mutated in the tumor, consistent with a classic
tumor suppressor phenotype. Roberts et al. [9] utiliz-
ed a reversibly inactivated conditional allele to study
SNF5 function in mice and showed that it resulted in a
highly penetrant and extremely short latency develop-
ment of lymphomas and rhabdoid tumors.
The helicase-like transcription factor (HLTF), a
member of the SWI/SNF family, was recently discov-
ered to be involved in cancer progression in various
ways. Several studies have revealed HLTF promoter
hypermethylation in human colorectal [10 – 21], gas-
tric [12, 22 – 25], oesophageal [12, 26] and uterine [27,
28] cancers suggesting that HLTF silencing may play a
crucial role in cancer. Recently, HLTF expression was
investigated in a hamster model of kidney tumors

induced by diethylstilbestrol (DES). Interestingly,
HLTF was detected very early (after 2 months of
DES treatment) during the tumor progression in small
pre-neoplastic buds [29]. These data provide evidence
that HLTF gene activation is linked to the initial steps
of carcinogenesis and should be investigated in early
stages (dysplasias) of other human cancers. HLTF can
thus act as either a positive or a negative regulatory
factor in tumor development, depending on the
histological type and stage of progression.

The discovery of HLTF

The HLTF protein (also called SMARCA3 in OMIM)
can specifically interact with DNA target sequences
located in different genes. This specific DNA-binding
activity was independently used by different groups to
screen cDNA expression libraries and to isolate the
HLTF cDNA. These library screenings were performed
with different target sequences derived from the
following genes: (i) the HIV promoter and SV40
enhancers: HIP116 [30], (ii) the human or mouse
plasminogen activator inhibitor 1 (PAI-1) promoter:
HLTF [31]; P113 [32], (iii) the rabbit uteroglobin
promoter: RUSH [33], (iv) the myosin light chain
gene enhancer: Zbu1 [34] and (v) a cis element in the b-
globin locus control region (LCR): HLTF [35]. How-
ever, direct evidence for a role of HLTF in transcription
has only been demonstrated for the PAI-1 gene [31, 32,
36] and for the b-globin LCR, where HLTF is involved
in the terminal differentiation corresponding to adult
gene activation [35]. In fact, Mahajan and Weissman
[35] have shown that HLTFoverexpression in K562 cells
does not affect the endogenous levels of g- and e-globin
mRNAs but markedly activates b-globin transcription.

Regulation of HLTF expression

No data are available on the regulation of human
HLTF gene expression. Cloning and characterization
of the rabbit HLTF (RUSH) promoter have estab-
lished that it does not have a TATAA motif in the
vicinity of the transcription start site [37]. A unique
initiator/downstream promoter element (Inr-DPE)
combination directs accurate initiation of RUSH
transcription. The highly conserved nature of the
Inr-DPE cassette in the human and rabbit HLTF
genes suggests that some aspects of transcriptional
activation are also conserved. RUSH is negatively
regulated by two Sp1 sites (also highly conserved in
human HLTF) by NF-Y and RUSH itself [37].
In the uterus, rabbit HLTF (RUSH) is regulated with
steroids at the level of transcription and mRNA
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splicing [33]. Two spliced variants have been charac-
terized: RUSH-1a is the progesterone-dependent
splice variant and RUSH-1b is the estrogen-depend-
ent splice variant [33]. RUSH proteins have been
described to play a role in uteroglobin gene regulation
in cooperation with progesterone and prolactin [38].
In general, prolactin signal transduction is mediated
by the sequence-selective binding of Stat5a, which is
induced by hormone receptor binding [39]. However,
in the absence of Stat-binding sites on the uteroglobin
promoter, a RUSH-binding site (–126/–121) mediates
the ability of prolactin to augment progesterone-
dependent transcriptional activation of uteroglobin
[40].

The HLTF gene and encoded proteins

The HLTF gene is located on chromosome 3q25.1-
q26.1 [41]. It is 56.4 kb long and is composed of 26
exons. Two HLTF mRNAs (5.4 and 4.5 kb) are
expressed in most human tissues and result from the
alternative splicing of intron 25 located outside of the
coding region in the 3’ untranslated region (3’UTR)
[31]. Two proteins (HLTFMet1 and HLTFMet123)
encoded by the same reading frame but differing in
translation start site (Met1 or Met123 codons) are
produced from each of the two mRNAs [31]. Only the
shorter variant, HLTFMet123, exhibits transcription-
al activity in synergy with the Sp1 or Sp3 transcription
factor to which it binds through its last 80 residues [36].
HLTF has a RING finger motif, a SNF2 family amino-
terminal domain as well as the seven DNA helicase
domains characterizing the SWI/SNF family (Fig. 2).
Although no helicase activity has been demonstrated,
it has been shown that native HLTF possesses double-
strand DNA-dependent ATPase activity in vitro and

that the ATPase activity is preferentially stimulated
by addition of its DNA-binding site [30]. Thus, HLTF
might function as a site-specific ATPase to modify the
local chromatin structure, thereby facilitating binding
of other transcription factors (Fig. 1).
The HLTF DNA-binding domain (DBD) was initially
described in the amino-terminal part of the protein
(a.a. 38– 180) [30, 31]. Recently, Iyer et al. [42]
described a shorter version of this domain (a.a. 60 –
154), conserved in several proteins, that they named
HIRAN for HIP116 and RAD5 N-terminal domain.
Using computational analysis, they showed that the
HIRAN domain along with some other DBDs poten-
tially play a major role in recruiting repair and
remodeling enzymes to specific sites on DNA, and
might thereby have a role in certain cell cycle
checkpoints arising from replication fork stalling and
post-replication damage [42].
The SNF2 family amino-terminal domain, located
between the DBD and the first helicase domain
(Fig. 2), is present in proteins involved in a variety of
processes including transcription regulation (e.g.
SNF2, STH1, brahma, MOT1), DNA repair (e.g.
ERCC6, RAD5, RAD16), DNA recombination (e.g.
RAD54) and chromatin unwinding (e.g. ISWI), as
well as in a number of other proteins for which we
have little functional information (e.g. lodestar,
ETL1) [43, 44]. Flaus et al. [45] have aligned all the
known protein sequences of the helicase-related
regions to update the classification of Snf2 family
members. Based on their similarity, HLTF, RAD5 and
RAD16 were regrouped in the same subfamily. Para-
doxically, although RAD5 and RAD16 are both
involved in DNA repair pathways [46– 49], no link
with DNA repair has been reported for HLTF.
The C3HC4 motif or RING finger was found close to
the carboxyl terminus of HLTF, inserted between two

Figure 2. The intron/exon struc-
ture of the human HLTF gene
(GenBank no. AJ418064) is
given above the domain organ-
ization of the encoded protein.
The 5� end of each exon is joined
to the NH2 end of the protein
region it encodes. Vertical arrows
indicate the alternative transla-
tion initiator sites (Met1 and
Met123). The DNA-binding do-
main (DBD), the HIP116-RAD5
N-terminal domain (HIRAN
[42]), the SNF2 family NH2-ter-
minal domain, and the seven
helicase domains (numbered
from I to VI) are represented by
rectangles. The RING domain is
represented by a square.
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ATPase motifs, in an arrangement similar to that
observed in the yeast RAD5 protein (Fig. 2). A RING
finger domain contains a C3HC4 motif that binds to
two zinc atoms in a cross-braced system, where the
first and third pairs of cysteine/histidine form the first
binding site and the second and fourth pairs form the
other. Interestingly, the HLTF RING domain shares
42 % sequence identity with the BRCA1 RING and
57 % with its yeast homolog, RAD5B. A role in
ubiquitination that targets proteins for degradation by
the proteasome was demonstrated for those two
proteins [50 – 52] but has not been investigated for
HLTF.
Chilton and colleagues showed that the rabbit HLTF
(RUSH) RING domain has also been highly con-
served throughout evolution [53]. They demonstrated
that the RUSH RING domain interacted with the
RING-finger-binding protein (RFBP), an atypical
type IV P-type ATPase that could play a role in the
subnuclear trafficking of transcription factors with
RING motifs [54].
In a similar approach, the HLTFMet1 sequence was
searched against the NCBI databases and analyzed
using the BlastP program. Significant homology was
seen between HLTF and a number of proteins from
different species, including SMARCA3 (chimpanzee,
99 % identity; dog, 93 % identity; cow, 91 % identity),
RUSH-1a and b (rabbit, 91 % and 90 % identity,
respectively), P113 (mouse and rat, 83 % identity),
MGC131155 (African clawed frog, 63 % identity) and
RAD5B (yeast, 25.7% identity). A multiple align-
ment between human HLTFand its known or putative
orthologs identified conserved regions and showed
that the HLTF domains described above have been
highly conserved through evolution (Fig. 3). An addi-
tional domain (coordinates 700– 720) is highly con-
served but has no identified function.

Developmental regulation

Gong et al. [34] isolated HLTF under the name Zbu1
and studied its expression during mouse embryo-
genesis. They demonstrated that HLTF mRNAs
accumulate quite late (17–18 days post-coitum) and
predominate in fetal skeletal muscle, heart and brain.
In contrast to the late mRNA accumulation, their
immunohistochemical analysis revealed a relatively
high protein level exclusively in the embryonic heart
at 11.5 days, followed by a gradual increase in skeletal
muscle [34]. In fact, the protein accumulation was
asynchronous among the tissues which initially ex-
pressed the gene, starting with the embryonic heart
and only subsequently accumulating in skeletal mus-
cle. The significance of this expression pattern is not
clear; nevertheless, the high activity of the gene
predominantly in adult post-mitotic tissues – skeletal
muscle, heart, brain, lens and mature sperm – suggests
a role in the maintenance of the differentiated state
[34].

DNA hypermethylation and cancer

Cancer is characterized by the presence of six essential
alterations in cell physiology that dictate malignant
growth: self-sufficiency in growth signals, insensitivity
to growth inhibitory signals, evasion of programmed
cell death, limitless replicative potential, sustained
angiogenesis and tissue invasion and metastasis. Each
of these capabilities newly acquired during tumor
development represents the successful breaching of an
anticancer defense mechanism [55]. In recent years,
additional mechanisms affecting gene expression have
been implicated in tumorigenesis. Two major areas of
epigenetic alterations – DNA methylation and histone
modifications – are known to have profound effects on
controlling gene expression [56].
DNA methylation occurs almost exclusively on a
cytosine in a CpG dinucleotide and is achieved by

Figure 3. Schematic representation of the conserved HLTF domains. Multiple sequence comparison by log expectation (Muscle, EMBL-
EBI) was performed on HLTF and HLTF putative orthologous sequences in order to identify the most conserved domains. All the
sequences came from the Ensembl ortholog software (release 43, http://www.ensembl.org). The species considered were: Homo sapiens
(human), Mus musculus (mouse), Oryctolagus cuniculus (rabbit), Pan troglodites (chimpanzee), Canis familiaris (dog), Bos taurus (cow),
Ratus norvegicus (rat), Saccaromyces cerevisiae (yeast), xenopus laevis (African clawed frog), gallus gallus (chicken), Danio rerio
(zebrafish), Tetraodon nigroviridis (green spotted pufferfish). The most conserved regions are indicated by pale-grey columns.
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adding a methyl group to position 5 of a cytosine ring
mediated by DNA methyltransferases (DNMTs) [57].
In normal human DNA, 3 – 6% of all cytosines are
methylated and the potentially �methylable� CpG
dinucleotides are not randomly distributed in the
human genome [58]. The CpG-rich regions known as
CpG islands, which span a few hundred base pairs in
the 5’ region (promoter, 5’UTR and exon 1) of many
genes, are usually unmethylated in normal cells,
whereas the sporadic CpG sites in the genome are
normally methylated [59]. There is a gradual reversal
of this pattern during aging that leads to sporadic
methylation in the CpG islands and a global loss of
methylation, but this change is particularly pro-
nounced during carcinogenesis (Fig. 4).

Methylation of CpG islands in promoter regions is
often associated with gene silencing, and aberrant
DNA methylation occurs in most cancers, leading to
the silencing of some tumor suppressor genes [56, 60].
Two basic mechanisms have been proposed for this
process: first, DNA methylation can directly repress
transcription by blocking transcriptional activators
from binding to cognate DNA sequences, and second,
methyl-CpG-binding proteins (MBPs) recognize me-
thylated DNA and recruit corepressors such as
HDACs to directly silence gene expression [57].

HLTF promoter hypermethylation in colorectal
cancer

HLTF in colon tumors
There is now strong evidence that a series of genetic
alterations affecting both some oncogenes and some
tumor suppressor genes are involved in the patho-
genesis of human colorectal cancer. Specific gene
mutations initiate the formation of adenomas (e.g.
APC mutations) and others drive the malignant
transformation of the adenomas (e.g. TP53 mutations)
in a multistep progression model of colon cancer
formation [61]. More recently, epigenetic alterations
have also been found to occur commonly in colon
cancer. However, although methylated genes are
commonly detected in colon neoplasms, it is still not
clear whether DNA methylation is a primary patho-
genic event or a secondary phenomenon. Another
area of controversy related to aberrant DNA meth-
ylation is the concept developed by Toyota and Issa
[62], in which certain colon cancers are typified by a
high frequency of gene promoter methylation and
represent a distinct group termed the CpG island
methylator phenotype (CIMP+). Tumors exhibiting
this CIMP+ phenotype show concordant CpG island
methylation affecting multiple genes, including
hMLH1, P16 and THBS1. Recent studies have even
demonstrated that one subset of CIMP+ colon
cancers presented unique clinicopathological and
molecular features (e.g. BRAF V600E mutations)
[63, 64]. However, the timing and the role of CIMP+
in the polyp cancer progression sequence has not yet
been characterized clearly.
HLTF promoter methylation was initially reported in
colon cancer by Moinova et al. [20]. In their report, the
authors examined the genomic sequence upstream of
the HLTF gene (GenBank accession no. NT_005616),
where they identified a putative promoter containing
a CpG-dense region that could be methylated (Fig. 5).
All colon cancer cell lines that lacked HLTF gene
expression (9/34 colon cancer cell lines) demonstrated
methylation of CpG sites within the putative promot-
er, while methylation was not detected in the HLTF-
expressing cell lines. In tumors, HLTF gene methyl-
ation was detected in 27 of 63 primary colon cancers
(43 %). In addition, Hibi et al. [12] demonstrated that
HLTF methylation was detectable in 25 out of 76
primary colon cancers, suggesting that HLTF was a
common target for methylation. Recently, the same
research team showed that colorectal cancers without
lymph node metastases were highly methylated (col-
orectal cancers with more than three methylated
genes including HLTF corresponded to this highly
methylated group, HMG) and presented a better
prognosis [13]. Hibi and Nakao [14] have also

Figure 4. CpG islands normally remain unmethylated (white
circles), whereas the sporadic CpG sites located in the rest of the
genome are often methylated (black circles). With aging, there is a
gradual reversal of this phenomenon. During carcinogenesis, this
change is much more dramatic, leading to a global genome
hypomethylation associated with hypermethylation of CpG is-
lands. The results are chromosomal instability and silencing of
some important tumor-suppressor genes [adapted from ref. 56].
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demonstrated that highly methylated colorectal can-
cers were significantly correlated with a poorly differ-
entiated histology, including mucinous adenocarcino-
ma.

Moinova et al. [20] showed that HLTF methylation
was strongly correlated with CIMP+ and with
hMLH1 gene methylation. However, HLTF methyl-
ation was also observed in 22 % of CIMP– tumors [20].
It is thus unclear whether this represents two different
subsets of tumors with potentially different underlying
predispositions for aberrant methylation of the HLTF
locus.
The high frequency of HLTF methylation observed in
colon cancer suggested that the silencing of this gene
could confer a selective advantage. Considering this
hypothesis, Moinova et al. [20] transfected three
different HLTF-deficient cell lines with an HLTF
expression vector and observed 75% suppression of
colony growth in soft agar. The results of these
experiments suggest that HLTF silencing may confer
a growth advantage on some colon cancers, and hence
that HLTF could be considered a colon cancer tumor
suppressor gene [20].
The frequency of HLTF promoter methylation in-
creases drastically between normal colonic tissues and
adenomas (Fig. 6), but there is no difference between
adenomas, primary cancers and liver metastases [16].
Bariol et al. [65] failed to show any significant differ-
ence in the frequency of methylation markers among
small adenoma, large adenoma and cancer, whereas
Rashid et al. [66] reported that methylation is more
frequent in adenomas with tubulovillous or villous
histology. These findings provide further correlative
evidence that HLTF silencing might drive the initia-
tion and the progression of colon cancer formation.
Moreover, HLTF methylation could be useful as a
diagnostic biomarker, as it can distinguish normal
tissue from colonic neoplasm or differentiated carci-
nomas from poorly differentiated carcinomas.

Detection of the hypermethylated HLTF gene in
patients with colorectal cancers:
Methylated DNA derived from primary colorectal
cancers can be detected not only in the tumor tissue
itself but also in serum [67] and stool samples of these
patients [68]. In order to detect small quantities of

methylated DNA, a methylation-specific PCR (MSP)
was developed [69] using a sodium bisulfite treatment
that converts unmethylated cytosines to uracils prior
to PCR. Subsequent PCR amplification was per-
formed using primers designed to distinguish methy-
lated from unmethylated DNA, taking advantage of
the sequence differences resulting from bisulfite
modification. MSP is rapid and sensitive to 0.1%
methylated alleles of a given CpG island locus. The
precise mechanism by which DNA is released into the
bloodstream still remains uncertain. Malignant cell
death results mainly from necrosis, autophagy and
mitotic catastrophe. These events are associated with
a high DNA integrity compared with apoptosis, which
involves programmed enzymatic digestion of DNA.
Highly proliferative, aggressive tumors release tumor
DNA into the intercellular space that is then drained
by lymphatics into the bloodstream [70]. Thus,
circulating tumor DNA is a representative marker
for active, fast-growing tumors with intense neovas-
cularization and dense lymphovascular invasion [70].
Wallner et al. [71] identified HLTF as a promising
methylation marker in the serum of patients with
colorectal cancers because it was not methylated in
the serum of healthy controls and was methylated
more frequently in metastatic than in local disease.
The detection of HLTF methylation was significantly
associated with tumor size, tumor stage and poor
prognosis [71]. On the basis of these results, the
authors proposed that the determination of DNA
methylation has the potential to become an independ-
ent pre-therapeutic predictor of recurrence that could
be used to identify patients at risk and who could
benefit from adjuvant chemotherapy [71].
Recently, several investigators have demonstrated the
feasibility of detecting epigenetic changes in DNA
from the stools of patients with colorectal cancer [72 –

Figure 5. HLTF promoter methylation. Putative HLTF promoter
CpG sites are shown with circles. Shaded circles represent CpG
sites that were tested in MS-PCR assays [adapted from ref. 20].

Figure 6. HLTF methylation frequency in liver metastases, color-
ectal cancers, adenomas and normal colonic tissues. Methylation
was more frequently detected in metastasis, colorectal cancer and
adenoma (all p < 0.001) than in normal tissues [adapted from ref.
16].
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74] or benign polyps [75]. In contrast to blood, altered
DNA arises from the neoplasm rather than from the
bloodstream and is released into the lumen continu-
ously via exfoliation rather than intermittently via
bleeding. Leung et al. [17, 19] have studied the
methylation status of six tumor-related genes
(among which HLTF) in fecal samples in order to
find ways to overcome the low sensitivity of a single
methylation marker. Methylation was not detected in
stool samples from healthy patients, whereas the mean
number of methylated genes in the fecal DNA of
cancer patients was 1.1 (range, 0 – 3) [17]. Concordant
methylation patterns were detected in the tumor and
the paired fecal DNA but the presence of methylation
in fecal DNA was not associated with any clinicopa-
thological characteristics of the tumor. Moreover, the
frequency of HLTF methylation was comparable in
the stool samples of patients with colorectal cancer
and adenoma (20 %) [19].

HLTF promoter hypermethylation in gastric
carcinoma
Apart from allelic loss and somatic mutations, epi-
genetic alterations are increasingly recognized to play
a pivotal role in gastric carcinogenesis [76]. DNA
methylation of tumor-related genes has been shown to
occur in early stages of stomach carcinogenesis and
increases in parallel with cancer evolution [77, 78].
Although several genes have been implicated in
tumor progression and prognosis [79], some studies
have indicated that methylation of a single gene has
little or no prognostic significance [80]. In contrast,
methylation of multiple genes was linked to poor
prognosis [25]. In addition, the frequency of TP53
mutations in gastric cancer decreased in parallel with
the increase in the number of methylated genes [25].
Gastric cancers feature the CpG island methylator
phenotype and these CIMP+ gastric cancers tend to
present DNA methylation of the P16, hMLH1 and
RIZ1 genes, suggesting that the CIMP status corre-
sponds to a succession of important events involved in
gastric carcinogenesis [81 –83].
The aberrant methylation of the CpG island at the
promoter region of the HLTF gene has been detected
in approximately 20– 55 % of primary gastric cancers,
suggesting that HLTF methylation is a frequently
encountered feature of these carcinogenic processes
[12, 22 – 25]. As in colorectal cancers, HLTF promoter
methylation has been observed frequently in CIMP+
gastric cancers [25]. This promoter methylation tends
to be more frequent in patients with family histories of
gastric cancer than in those without [23]. Moreover,
for patients with family histories, HLTF methylation
occurs with significantly different rates of prevalence
in the early (70 – 90 %) and advanced (15 – 40 %)

stages. These results indicate that HLTF silencing
plays a role in the early phases of gastric carcino-
genesis in patients with family histories of the disease.
HLTF mRNA expression has been studied in different
gastric carcinoma cell lines and Hamai et al. [22] have
shown that the KATO-III cells present loss of HLTF
expression associated with its promoter methylation.
This loss was rectified by treatment with either 5-aza-
2’-deoxycytidine (5AZA), or a demethylating agent,
and trichostatin A (TSA), an histone HDAC inhibitor.
A chromatin immunoprecipitation assay revealed that
the acetylation levels of histones H3 and H4 in the 5’
CpG island of the HLTF gene were inversely asso-
ciated with DNA methylation status. These findings
support a model in which methyl-CpG-binding do-
main proteins act as anchors on methylated DNA,
recruiting accessory proteins, such as HDAC, that can
modulate chromatin structure and transcriptional
activity of the gene [22].

HLTF promoter hypermethylation in esophageal
squamous cell carcinoma
Esophageal squamous cell carcinoma (ESCC) is a
particularly aggressive cancer with a poor prognosis.
Several studies have indicated that a series of genetic
changes in dominant oncogenes (cyclin D1 and hst1/
int2) and tumor suppressor genes (TP53 and p16) are
involved in the pathogenesis of human ESCC [84 –
87]. The p16 gene was found to harbor promoter
hypermethylation associated with the loss of protein
expression in 82 % of the ESCCs studied, making this
gene silencing a high malignancy factor [88]. Con-
cerning HLTF, methylation was detected in only 1
ESCC out of 40 (3 %), suggesting that it is not a
common target for epigenetic gene silencing in ESCC
[12].

HLTF promoter hypermethylation in uterine cancer
Epidemiological and laboratory data suggest that the
presence of specific human papilloma virus (HPV)
subtypes and the integration of their DNA into the
cervical cell genome are important factors in the
development of cervical neoplasia [89]. However,
since the majority of patients with HPV infection do
not develop invasive lesions, HPV infection alone is
probably insufficient for complete neoplastic trans-
formation of cervical cells, implying the possible
involvement of other genetic and epigenetic events
that have not yet been elucidated. Dong et al. [90]
analyzed the methylation pattern of the promoter
regions of six tumor-related genes in cervical carcino-
ma and found that 79 % of cervical tumors showed
promoter hypermethylation at one or more genes.
Kang et al. [27] have studied the HLTF methylation
profile in different histologic types of uterine cancers.

598 G. Debauve et al. HLTF and cancer



Previous studies suggested that the hypermethylation
pattern was dependent on histologic type. For exam-
ple, promoter hypermethylation of the p16 and DAPK
genes was detected more frequently in cervical
squamous cell carcinomas (CSCCs) than in cervical
adenocarcinomas (CAs), pointing to a distinct path-
way of progression for these different tumor types
[90]. HLTF is globally hypermethylated in 22 % of
uterine cancers but was more frequently methylated in
CA (43 %) and in endometrial adenocarcinoma (EA,
48 %) than in SCC (3 %) [27]. These findings indicate
that HLTF promoter hypermethylation may predis-
pose tissues to the development of specific types of
human uterine cancer.

HLTF overexpression and carcinogenesis

HLTF expression has been studied both in normal
tissues and in established cell lines [34]. It has been
shown that HLTF is ubiquitously expressed in normal
tissue and that its mRNAs are more abundant in
skeletal muscle, heart and brain (see above). Northern
blot analysis has also revealed that HLTF transcript
levels are higher by ~20-fold in a variety of trans-
formed cell lines compared to non-transformed
human fibroblast cells or human heart tissue [34].
Gong et al. have also demonstrated that HLTF
induction is associated with loss of TP53 heterozygos-
ity in Li-Fraumeni fibroblasts, which suggests a link
between HLTF expression and oncogenic transfor-
mation [34]. Nevertheless, the role of HLTF in the
progression toward a transformed phenotype is not
clear, since no variation in HLTF mRNA accumula-
tion was observed in fibroblasts from a TP53-null
mouse, even after whole-body g-irradiation [34].
In a recent study, we investigated HLTF protein
expression using immunohistochemistry in a hamster
model of estrogen induced kidney tumors [29]. A strong
labeling was detected in small tumor buds, making
HLTF an early cancer marker in this model. Although
every cell was stained for HLTF at this early stage, the
number of HLTF-positive cells decreased to 10% with
cancer progression, and these positive cells were dis-
persed in the tumor mass. These data led to the
conclusion that HLTF gene activation could be linked
to initial steps of carcinogenesis in this model and should
be investigated in early stages of other neoplasms.

HLTF and PAI-1

Blood clots can be dissolved at a site of injury when the
structural integrity of damaged areas is restored. This
process involves the proteolysis of the clot fibrin by

plasmin, a serine protease formed by proteolytic
activation of plasminogen, by either of two activators,
urokinase-type plasminogen activator (uPA) or tis-
sue-associated plasminogen activator (t-PA). uPA
also plays a role in carcinogenesis: it is secreted in an
inactive precursor form (pro-uPA) that binds with
high affinity to a specific cell surface glycosylphos-
phatidylinositol-anchored receptor designated uPAR.
The binding of pro-uPA to uPAR activates uPA and
enhances the generation of plasmin at the cell surface,
promoting matrix degradation, the activation of
matrix metalloproteinases (MMPs) and growth fac-
tors, and the release of matrix- or cell-surface-
anchored growth factors. PAI-1 is the physiological
inhibitor of plasminogen activators and therefore
controls the activation of plasminogen into plasmin
(Fig. 7). PAI-1 interacts with the active form of uPAR-
bound uPA, forming stable uPA-PAI complexes that
are internalized [91].
In addition to interacting with uPA, PAI-1 binds to
vitronectin leading to its stabilization. The binding of
PAI-1 to vitronectin competes with the binding of
integrins on the same site and thereby modulates cell
migration. Integrins are heterodimeric cell surface
proteins that on the one hand link the actin cytoske-
leton to the cell membrane and, on the other, mediate
cell-matrix interactions. Integrin signaling interacts
with receptor tyrosine kinase signaling to regulate
survival, proliferation and cell shape as well as polar-
ity, adhesion, migration and differentiation. Although
a high level of PAI-1 in tumor cells correlates with a
more aggressive behavior in a number of tumor types
[92], by decreasing the proteolytic activity in the
extracellular matrix, PAI-1 prevents degradation of
the matrix scaffold to which tumor cells need to
adhere and through which they need to migrate [93].
This seemingly contradictory evidence points to the
possiblity that PAI-1 may modulate tumor cell behav-
ior through an alternative cellular mechanism [94].
The HLTF protein is involved in expression of the
PAI-1 gene by binding to a regulatory element (B-
Box) in its promoter and activating its transcription in
synergy with Sp1 or Sp3 [31]. Overexpression of
HLTF causes a threefold induction of PAI-1 tran-
scription in HeLa cells, suggesting that the silencing of
HLTF as the result of DNA methylation may attenu-
ate PAI-1 expression. Nevertheless, several groups of
researchers have demonstrated that PAI-1 expression
increases with cervical, gastric and colorectal cancer
stage and is associated with a poor prognosis [95 – 97].
As HLTF methylation increases early in the carcino-
genic process, these data suggest that HLTF may not
be involved in cancer-associated PAI-1 overexpression.
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Conclusions

Very few data are available on the normal function of
HLTF. Based on sequence similarities, HLTF was
classified in the SWI/SNF family of chromatin/remod-
eling factors. In this family, HLTF is more closely
related to the yeast RAD5 and RAD16 proteins [45]
that are involved in DNA repair. However, an involve-
ment of HLTF in this pathway has not yet been
investigated. Several putative functions of the HLTF
RING domain have been proposed: it could be
involved in protein/protein interactions [98], in sub-
nuclear trafficking [54] or ubiquitination [99]. The
originality of HLTF compared to other SWI/SNF
proteins is the presence of a DBD that targets it to
specific gene sequences. Among these, a role of HLTF
in transcription activation was demonstrated for the
PAI-1 gene, the b-globin LCR and the rabbit uteroglo-
bin gene. HLTF was found to activate the PAI-1
promoter in synergy with Sp1 and Sp3 that could
interact with its carboxyl-terminal domain. In addition,
a chromatin immunoprecipitation experiment per-
formed with an antibody raised against HLTF showed
that it could bind to 3.3-kb repeated elements dispersed
in heterochromatic regions of the human genome. Each
of these repeats contains a double homeobox (DUX)
gene [100]. One of these (DUX4) was found to express
a transcription factor involved in a muscular dystrophy
[101], but a role of HLTF in its expression was not
investigated. Further studies of HLTF protein partners
and targeted genes are needed to decipher its function
in normal conditions and non-oncogenic pathologies.
Following recent publications on the subject, it now
appears clear that HLTF is linked to the development

and progression of cancer. HLTF is overexpressed
very early in the carcinogenic process in an exper-
imental model of estrogen-induced kidney tumors and
is overexpressed in many immortalized cell lines. On
the other hand, a number of studies have established
that the frequency of HLTF promoter methylation
increases drastically during the colorectal, gastric and
cervical carcinogenic processes. Two hypotheses could
be proposed to reconcile these apparently contra-
dictory data. First, one could imagine that carcino-
genesis requires inactivation of the HLTF gene, either
by chromosomal deletion, promoter methylation or
by a mutation affecting protein activity. Similar to
what was described for TP53, some mutated HLTF
proteins could escape degradation and accumulate in
the cell, a phenomenon considered as overexpression
[102]. In fact, some sequence discrepancies between
HLTF cDNAs isolated from transformed cell lines and
the reference genomic sequence in GenBank might
provide support for this idea (e.g. P31R, found in
www.ncbi.nlm.nih.gov/SNP/snp_ref.cgi?locusId=6596).
In a second hypothesis, HLTF overexpression could
initiate the transformation into cancer by changing the
chromatin structure and activating the transcription of
some target genes including PAI-1. Interestingly,
another identified target gene encodes hTERT, the
catalytic telomerase subunit whose expression allows
infinite chromosome replications and hence prolifer-
ation of transformed cells [103]. However, HLTF
expression would progressively become a burden for
cell proliferation at later stages of cancer develop-
ment, perhaps because of its role in differentiation
shown during embryogenesis. At that stage, the tumor
cells in which HLTF has been silenced by promoter
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hypermethylation would release their full prolifera-
tion capacity. As a further complexity, one has to take
into account the expression of HLTF protein variants,
two of which are known [31] and others yet to be
characterized, that might present different biological
activities and varying expression levels during differ-
ent steps of carcinogenesis. In fact, the short
HLTFMet123 variant was the only one presenting
transcriptional activity [31].
In conclusion, thorough studies on the function,
expression levels and activity of HLTF proteins are
needed, as well as the analysis of HLTF polymor-
phisms in control and cancer cells to decipher the role
of this gene in cancer.
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