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Abstract: Malignant transformation is accompanied by alterations in the key cellular pathways that
regulate development, metabolism, proliferation and motility as well as stress resilience. The members
of the transcription factor family, called heat shock factors (HSFs), have been shown to play important
roles in all of these biological processes, and in the past decade it has become evident that their
activities are rewired during tumorigenesis. This review focuses on the expression patterns and
functions of HSF1, HSF2, and HSF4 in specific cancer types, highlighting the mechanisms by which
the regulatory functions of these transcription factors are modulated. Recently developed therapeutic
approaches that target HSFs are also discussed.
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1. Introduction

Heat shock factors, HSFs, both individually and cooperatively, regulate transcriptional programs
that enable cellular adaptation to proteotoxic stress conditions and physiological changes during
developmental and differentiation-related processes, especially those driving neurogenesis and
gametogenesis [1,2]. Interestingly, functions of HSFs can be traced back to the original findings
by Italian geneticist Ferruccio Ritossa, who found that exposures to elevated temperatures induce
specific chromosome puffs in the salivary glands of Drosophila busckii larvae [3]. Further investigations
showed that these chromosome puffs designated the specific genomic regions that code for heat shock
proteins (HSPs), which function as molecular chaperones [4]. Subsequently, HSF1 was identified as
a major transcription factor regulating the stress-inducible expression of HSPs, thereby driving this
evolutionary well-conserved response, termed the heat shock response.

Since the initial discovery of HSF1 in invertebrates, additional HSFs have been identified in
vertebrates [5–7]. During the past decade, high resolution genome-wide sequencing techniques
have enabled mapping of the genomic loci to which HSFs bind and regulate the transcription of
their target genes [8,9]. Based on these analyses, it has become evident that HSFs, individually and
in cooperation with each other, regulate distinct transcriptional programs under various biological
conditions, including developmental processes and pathologies [10,11]. Some of the disease-specific
programs are linked to malignances such as cancer, where the altered levels of HSPs and other targets
contribute to disease progression. In this review, we focus on the expression patterns and functions of
HSF1, HSF2, and HSF4 in specific cancer types and on the key mechanisms regulating HSF-driven
tumor progression. Moreover, we highlight the therapeutic approaches that have been recently
developed to target HSFs in cancer.
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2. Domain Structure in HSFs

Unlike a single HSF in invertebrates, six HSFs have been found in mammals (HSF1, HSF2,
HSF3, HSF4, HSFX, and HSFY), and plants are known to express more than thirty different HSFs (for
comprehensive reviews see [2,12,13]). Among the five human HSFs, the functions of HSF1, HSF2, and
HSF4 have been most extensively studied [1,14,15]. Since the structural domains in HSF proteins have
been described in great detail in a recent review [2], they are only briefly summarized here. All HSFs
share a well-conserved modular structure and are classified based on the high amino acid sequence
homology in the N-terminal DNA-binding domain (DBD) (Figure 1). The DBD allows them to bind
to the consensus cis-acting heat shock elements (HSEs) in the target promoters. An HSE consists
of inverted pentameric nGAAn repeats, where “n” can be any nucleotide, and usually more than
two HSE motifs are required for HSF binding, whereas the spacing and orientation can vary [16].
However, it is important to note that the chromatin landscape has a fundamental impact on HSF
binding. Another conserved domain among HSFs is the oligomerization domain (HR-A/B), consisting
of leucine zipper-like heptad repeats, and this domain is functionally essential for the formation of
HSF trimers [17]. Trimerization is a key step in the activation of HSFs, and heterotrimers of HSF1 and
HSF2 have a different trans-activating capacity than homotrimers [18,19]. Spontaneous trimerization
of HSFs under non-stress conditions is inhibited by a repressor motif called the HR-C domain [20].
Human HSF4 lacks an HR-C domain, which results in the formation of constantly active trimers [7].
The ability of HSFs to induce transcription is dependent on the activation domain (AD), which is rich in
hydrophobic and acidic amino acid residues that make up the contact sites with the basal transcription
complex [21,22]. HSF1 also contains a regulatory domain (RD), which represses the AD under normal
conditions and facilitates activation upon cellular stress. To date, the functional relevance of the RD in
HSF1 has been investigated in mammalian cells (for a comprehensive review, see [15]), whereas the
corresponding regions in HSF2 and HSF4 are poorly characterized.
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Figure 1. Domain organization of human heat shock transcription factors (HSFs). Schematic illustration
of human HSF1 (hHSF1), HSF2 (hHSF2), and HSF4 (hHSF4) with the known functional domains.
The number indicates the last amino acid of each protein. Each HSF contains a winged helix–turn–helix
DNA-binding domain and an oligomerization domain (HR-A/B). The HR-C domain in HSF1 and
HSF2 suppresses HSF oligomerization and keeps them inactive under normal conditions. HSFs
modulate transcription via the activatory domain, and in HSF1 the regulatory domain controls stress
responsiveness. HSF1 and HSF2 display ~39% identical amino acid sequence, whereas HSF1 and HSF4
display ~42% similarity. Note that the figure is not drawn to scale.
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3. Activation and Attenuation

Multiple mechanisms have been reported to increase or decrease the trans-activating capacity of
HSFs under non-stress and stress conditions, and collectively they form an HSF activation–attenuation
cycle [13].

3.1. Molecular Mechanisms Regulating HSF Activation

A variety of proteotoxic stimuli, such as elevated temperatures, toxins and pathogens, activate
an inert pool of HSF molecules in order to induce the transcription of stress-responsive genes, which
initiates the heat shock response. Although the heat shock response appears to be an important defense
response in most organisms, the primary mechanism initiating the response still remains unknown.
Nonetheless, constitutive nuclear import coupled with stress-regulated nucleocytoplasmic shuttling
plays a key role in modulating the amounts of HSF1 in the nucleus [23]. Therefore, it is likely that
multiple intrinsic and extrinsic signals contribute to HSF activation. Several studies have shown that
purified HSF proteins have an intrinsic capacity to form active complexes in vitro under different
protein-damaging conditions [24–26]. In HSF1, the RD is essential for stress-responsive activation [27].
Furthermore, considering that the RD harbors 15 known phosphorylation sites, it has been suggested
that stress-inducible phosphorylation within this domain facilitates HSF1 activation [28]. This mode of
activation is, however, contradicted by findings showing that removal of these 15 phosphorylation
sites within the RD neither results in spontaneous activation of HSF1 nor reduces its trans-activating
capacity [29].

Currently, the most prominent model of HSF1 activation is termed the chaperone titration
model. According to this model, HSF1 is sequestered and inactivated by molecular chaperones
such as HSP40/DNAJB1, HSP70/HSPA1A, and HSP90/HSPC [30]. In cells exposed to proteotoxic
stress, these chaperones are recruited to denatured proteins and as a result HSF1 is released from
the chaperone complexes that keep it inert. The chaperone titration model is further supported by
results showing that pharmaceutical inhibition of HSP90/HSPC in mammalian cells activates the heat
shock response [31]. In the nematode Caenorhabditis elegans, the loss of Hsp-70 consequently results
in robust HSF-1 activation [32], whereas in Saccharomyces cerevisiae HSF binds to the cytosolic HSP70
family members Ssa1 and Ssa2 under non-stress conditions and this interaction is disrupted by heat
shock [33,34]. Zeng and colleagues also found that overexpressing Ssa2, together with its co-chaperone,
attenuated yeast HSF activity [33]. Moreover, HSP70/HSPA1A and HSP40/DNAJB1 can attenuate HSF1
activity when overexpressed in mammalian cells [35]. Intriguingly, in C. elegans HSF-1 activation in
distal tissues can be modulated through specific thermosensory neurons [36]. Apart from heat shock,
it has been shown that non-stress activation of the thermosensory neurons, by optogenetic stimulation,
induces serotonin release which in turn activates the heat shock response in distal tissues [37]. To date,
this type of activation mechanism has been identified only in nematodes.

Under normal growth conditions, the majority of HSF1 molecules reside as inert monomers in the
cytoplasm. Nevertheless, some HSF1 trimers are present in the nucleus, where they bind to their target
gene promoters and maintain basal gene expression [25,38,39]. The core promoter region of HSP genes
is pre-loaded with the paused RNA polymerase II (Pol II), and the interaction between HSF1, replication
protein A (RPA) and histone chaperone FACT keeps the promotor region open [9,40]. In response
to stress, HSF1 trimers accumulate rapidly in the nucleus, where they induce the transcription of
target genes [41,42]. Promoter-bound HSF1 trimers interact with general transcription factors and
co-activators, including chromatin-remodeling complexes and histone-modifying enzymes, which
open up the structure of chromatin, thereby facilitating the release of Pol II from the paused state into
elongation (for a comprehensive review, see [43] and references therein). The multi-subunit co-activator
mediator complex facilitates HSF1-mediated transcription by directly interacting with components of
the transcription machinery and promoting assembly of the pre-initiation complex [22,44,45].
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3.2. Molecular Mechanisms Regulating HSF Attenuation

Detailed mechanisms responsible for attenuating the heat shock response remain unknown.
However, the chaperone titration model has been suggested to also modulate the attenuation phase.
Accordingly, the stress-induced accumulation of HSPs facilitates their binding to HSF1, which forces
de-activation of HSF1 trans-activating capacity. In addition, increased amount of HSP70/HSPA1A
stimulates enrichment of the transcriptional co-repressor CoREST to the HSP70/HSPA1A promoter,
which suppresses HSF1 activity [46]. Furthermore, a recent study revealed that HSP90/HSPC is
involved in the clearing of HSF1 from the DNA as HSP90/HSPC inhibition both increased the duration
of HSF1 binding to the HSP70/HSPA1A promoter and enhanced HSF1 trans-activating capacity in
heat-shocked cells [47]. Another mechanism contributing to the attenuation of HSF1 is acetylation of
the DBD, which was shown to stimulate the dissociation of HSF1 from DNA [48]. Acetylation in the
DBD relies in part on activating transcription factor 1 (ATF1), which recruits the acetyl transferase
complex CBP/p300 to the DNA-bound HSF1 [38]. However, the histone de-acetylases SIRT1, HDAC7,
and HDAC9 can reduce acetylation of HSF1, thereby prolonging the activation phase of the heat
shock response [48,49]. The attenuation phase is affected by the ubiquitin-mediated proteasomal
degradation of HSF1, which is mediated by FBXW7, a subunit of the SCF (Skp1-Cul1-F box) ubiquitin
E3 ligase complex [50]. In MCF-7 breast cancer cells, the serine/threonine-protein kinase PIM2
phosphorylates HSF1 at threonine 120, which disrupts the interaction between FBXW7 and HSF1 and
increases HSF1 protein stability [51]. In certain cancer types, such as multiple myeloma, FBXW7 is
downregulated, which causes accumulation of HSF1 to the nucleus and subsequently prevents the
attenuation of the heat shock response [50]. In addition to HSF1, HSF2 activity is attenuated through
proteasomal degradation, as HSF2 has been shown to be ubiquitinated by the ubiquitin E3 ligase
anaphase-promoting complex/cyclosome (APC/C) in heat-shocked cells [52].

4. HSFs as Developmental Factors

HSFs are key molecules in both stressed and unstressed conditions and they have been
demonstrated to be indispensable for cell viability in yeasts [53]. Interestingly, the original finding,
linking HSFs to development, demonstrated that HSF1 is required for early larval development in the
fruit fly D. melanogaster [54]. A more recent groundbreaking study revealed that HSF-1 is an essential
developmental factor in C. elegans [11]. This analysis of the genome-wide occupancy of HSF-1 during
larval development provided evidence for a specific set of HSF-1 target genes critical for nematode
development that is different from those occupied by HSF-1 in response to acute heat stress [11].
However, some target genes overlap in the HSF-1-regulated gene networks under physiological and
stress conditions. During larval development, the co-activator EFL-1/DPL-1 supports HSF-1 activity
at the developmental target genes, demonstrating the importance of cooperation between factors
regulating distinct transcriptional programs. Studies using HSF-null mice have made it possible to
further identify the physiological and developmental processes in which HSF1, HSF2, and HSF4 are
involved. All HSF-null mice are viable but display distinct phenotypes, such as abnormalities in
sensory organs and the brain, while others have similar phenotypes, such as impaired fertility, for
details, see below [14,55,56]. Of note, HSF-null mice are regarded as a representative model, since
murine HSFs display more than 84% identical amino acid sequence to human HSFs. Importantly,
genomic mapping shows that the segments of the chromosomes encoding HSFs are homologues
between mice and humans [57].

4.1. HSFs in Fertility

Both HSF1 and HSF2 have been shown to be involved in regulating gametogenesis. HSF2-null
mice display grave defects in gametogenesis, since males have increased apoptosis of spermatocytes
and females have abnormal production of egg cells [58]. In testis, HSF2 was shown to regulate
the expression of HSPs and Y chromosomal multi-copy genes, including SSTY2, SLY, and SLX,
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which have critical functions in determining sperm quality [59]. Consequently, when a proper HSF2
expression pattern was disrupted in the distinct phases of spermatogenesis, the male germ cells
were unable to undergo maturation in HSF2-null mice [60]. Analysis of female HSF1-null mice
indicated that although these mice produced oocytes they did not develop properly beyond the
zygotic stage [61]. Furthermore, the lack of HSF1 was reported to contribute to abnormal development
of the chorioallantoic placenta, which in turn increased prenatal lethality [62]. Interestingly, the
double knockout of HSF1 and HSF2 resulted in male sterility, implying that the loss of both HSFs has
an additive effect on spermatogenesis [63]. This finding is supported by genome-wide analyses in
spermatogenic cells, showing that at physiological temperature, both HSF1 and HSF2 occupy the same
genomic regions [64].

4.2. HSFs in Brain Development and Sensory Organs

HSF2 has important functions in brain development, since HSF2-null mice display brain
abnormalities as characterized by enlarged ventricles, small hippocampus, and mispositioning
of neurons [56,65]. Mechanistically, HSF2 modulates the neuronal migration by regulating the
transcription of p35 and p39, upstream activators of cyclin-dependent kinase 5 (Cdk5), which is
required for cortical lamination [65–67]. The importance of HSF2 in neuronal migration is further
supported by studies on cellular and mouse models for fetal alcohol spectrum disorder [68]. In response
to alcohol stress, HSF1 and HSF2 predominantly form heterotrimers that drive the stress-inducible
expression of genes enhancing survival at the expense of genes involved in neuronal migration.

HSF4 has a unique function in lens development [14,69]. Early-onset lens deterioration is a
common phenotype in HSF4-null mice, due to abnormal proliferation and differentiation of lens
epithelial cells, which eventually results in post-natal cataract and blindness [69]. A central function
of HSF4 is to promote the transcription of genes encoding crystallins, which are major structural
proteins in the lens [70–72]. In primary human lens epithelial cells, HSF4 has been shown to directly
bind to and stabilize p53, subsequently resulting in cell cycle arrest and reduced proliferation [73].
Furthermore, the importance of HSF4 in human lens development is highlighted by reports showing
that a number of mutations in the DNA-binding domain of HSF4 are related to severe cases of
chromosomal dominant hereditary cataract [74–76]. HSF4 is also involved in olfactory neurogenesis
by modulating the expression of leukemia inhibitory factor (LIF), a key cytokine involved in normal
development of olfactory sensory neurons [56,77]. In contrast to HSF4, HSF1 suppresses LIF expression,
which likely explains why HSF1-null mice also display abnormalities in the olfactory epithelium [56].

5. HSFs in Cancer

Extensive long-term studies have suggested HSPs as important pro-survival and antiapoptotic
proteins facilitating malignant transformation. Many of these studies have prompted the development
of pharmacological inhibitors targeting HSPs, but no chemical inhibitors have yet received FDA
approval [78]. Currently, there is a strong focus on HSFs as potential therapeutic targets, partly due
to their regulatory role in transcription of HSP-encoding genes but also due to a multitude of newly
discovered cancer-specific HSF target genes. In 2007, two groundbreaking studies demonstrated
the importance of HSF1 in cancer [79,80]. Dai and colleagues found that HSF1-null mice displayed
significant resistance to dimethylbenzanthracene (DMBA)-induced skin carcinogenesis and mutant
p53-induced tumorigenesis [79]. Subsequently, HSF1-null mice were also shown to be resistant to
carcinogen-induced liver cancer and HER2/ErbB2-induced breast cancer [81,82]. The second study
published in 2007 reported that HSF1 abolishment in p53-null mice reduced the development of
lymphomas but the formation of carcinomas and sarcomas was enhanced [80]. A similar shift in tumor
development has been observed in p53 and HSF4 double-knockout mice [83]. Additionally, tumor
development was significantly delayed in p53 and HSF4 double-knockout mice when compared with
p53-null mice, indicating an involvement of HSF4 in the proliferation of cancer cells. Considering that
the knockout of either HSF1 or HSF4 alters the spectrum of tumors in p53-null mice, it is likely that
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both HSFs impact tumorigenesis in a tissue-specific manner. Although HSF1 knockdown impairs
the proliferation of cancer cells, it has been reported to have only a minimal effect on the viability of
non-cancer cells [79,84]. Intriguingly, HSF1 appears to be required for optimal proliferation of T cells
in distinct tissues at non-febrile and febrile temperatures [85].

Numerous studies have shown that human cancer cells exhibit high expression of HSF1, which
supports tumorigenesis [86]. Recently, a meta-analysis of patient samples revealed that HSF1 is
overexpressed in different types of cancers mainly due to amplification of the chromosome region
8q24.3, wherein the gene encoding HSF1 resides [87]. In addition to HSF1, HSF2 and HSF4, whose
coding region is located at 6q22.31 and 16q22.1 respectively, have also been indicated to impact
malignant transformation [88–90]. Although there are only a few studies reporting on the expression
of HSF2 and HSF4 in cancer, decreased expression of HSF2 has been shown in epithelial cancers, such
as prostate and breast cancers as well as small-cell lung carcinomas, whereas low-grade gliomas, lung
cancer tissue, and esophageal squamous cell carcinoma (ESCC) display high HSF2 expression [88,91–93].
To date, liver and colon cancer are the only types of cancer where elevated levels of HSF4 have been
reported [90,94]. Hence, there is a great need for comprehensive analyses of HSF2 and HSF4 expression
in different tumor types. Following chapters and Table 1 in this review will describe the currently
available information of HSFs in specific cancer types.

Table 1. Summary of HSFs expression and function in different types of cancer.

HSF Cancer Type Expression in Cells and Tissues Effect on Tumorigenesis

HSF1 HCC High
Promotes cell proliferation, growth, migration,

invasion, and survival as well as kinase function, lipid
metabolism, and glycolysis.

HSF2 HCC High Promotes cell proliferation and aerobic glycolysis.

HSF4 HCC High Promotes cell proliferation, migration, kinase function,
and EMT.

HSF1 Breast cancer High
Promotes cell motility, metastasis, and survival as well

as receptor and kinase maturation, stemness, drug
resistance, DNA repair, and EMT.

HSF2 Breast cancer High Promotes cell proliferation, migration, and aneuploidy.

HSF1 Prostate cancer High Promotes development of polyploidy, high Gleason
score, and cancer re-occurrence.

HSF2 Prostate cancer Low Promotes organoid differentiation, invasive growth,
and high Gleason score.

HSF1 Lung Cancer High Decreases patient survival. Promotes angiogenesis and
metastasis.

HSF2 Lung Cancer High Promotes cell proliferation, migration, and expression
of HSPs.

HSF1 ESCC High Promotes cell survival and expression of HSPs.
HSF2 ESCC High Promotes cell survival and expression of HSPs.

HSF1 CRC High Promotes expression of anti-apoptotic proteins, cell
growth, and glutaminolysis.

HSF4 CRC High Decreases patient survival. Promotes cancer
re-ocurrence.

Abbreviations: HCC, hepatocellular carcinoma; ESCC, esophageal squamous cell carcinoma; CRC, colorectal cancer.

5.1. HSF1 Cancer Signature

HSFs are known to be essential regulators of transcription in human cells exposed to acute
stress, by inducing the expression of molecular chaperones, signaling molecules, and transcriptional
regulators. Although HSFs share target genes under non-stress and stress conditions, they bind to
distinct target loci in order to modulate gene expression [8,9,95]. During malignant transformation, an
increased activity of HSF1 is necessary for maintaining high levels of HSPs to counteract the proteomic
imbalance caused by genetic alterations, such as gene amplification [96,97]. However, the advanced
genome-wide sequencing techniques have enabled identification of new gene regulatory networks that
are driven by HSFs under severe pathological conditions, including cancer. Two studies stand out that
demonstrated the importance of the HSF1-mediated transcriptional programs specific for malignant
transformation and tumor progression [10,98]. The first study was published in 2012 by Mendillo and
colleagues, who showed that HSF1 drives a cancer-specific transcriptional program in different types
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of tumors, which supports numerous oncogenic processes, such as cell-cycle regulation, metabolism,
and adhesion. This transcriptional program, called the HSF1 cancer signature (HSF1-CaSig) differs
from that induced by heat shock, since a major portion of the genes are uniquely regulated in cancer.
Importantly, the HSF1-CaSig provides a predicting marker for cancer severity, since it was shown to
correlate with poor patient survival in breast cancer patients [10]. Recently, a comparison of HSF1-CaSig
in different cancer types revealed that numerous genes that are overexpressed, including HSF1, reside
in a region of chromosome 8q, which is typically amplified in cancer [84,99].

The second study showed that cancer-associated fibroblasts (CAFs) require HSF1 for transcriptional
reprogramming of the stroma [98]. CAFs are abundant in the tumor stroma, where they in a
non-cell-autonomous manner enhance tumor progression by secreting cytokines and growth factors,
which in turn support cell proliferation, angiogenesis, and invasion [100]. In CAFs, where HSF1
activity is high, HSF1 drives a transcriptional program that is distinct from the HSF1-CaSig in adjacent
cancer cells [98]. This enables CAFs to mechanistically create a tumor-promoting microenvironment
by increasing secretion of factors that have impact on gene expression, resulting in enhanced survival
and proliferation of cancer cells [98]. Apart from HSF1, recent studies have identified HSF2 as an
important regulator of gene networks that affects cancer progression and survival [88,101]. In human
osteosarcoma U2OS cells, HSF2 is an essential survival factor in response to proteasome inhibition by
maintaining the expression of cadherin superfamily genes and subsequent cell–cell adhesion [101].
During the progression of prostate cancer, a decrease in HSF2 expression has been observed, which
could at least partly be due to cancer cells’ property to eliminate an HSF2-driven transcriptional
program [88]. To date, however, no specific HSF2 cancer signature has been identified, thereby
emphasizing that further studies on HSF2 in cancer are warranted.

5.2. HSFs in Breast Cancer

Breast carcinomas have been shown to overexpress HSF1 [102], and in this cancer type the
HSF1-CaSig in patient samples is strongly associated with metastasis and death [10]. To date, several
studies have characterized supportive oncogenic function for HSF1 in breast cancer, and multiple
mechanisms contributing to HSF1 activation have been proposed (Figure 2). The transcription factor
IER5, which is upregulated in the breast cancer cell lines MCF-7 and MDA-MB-231, was found to induce
abnormal HSF1 activation, which subsequently promoted anchorage-independent cell growth [103].
Mechanistically, it was shown in 293T cells that IER5 forms a complex with protein phosphatase 2
(PP2A), which dephosphorylates HSF1, thus generating a hypo-phosphorylated form of HSF1 that
induces upregulation of genes coding for HSPs. In estrogen receptor alpha (ERα) positive breast
cancer cells, ERα stimulation promotes HSF1 activation through the MAPK/ERK pathway, in which
the subsequent activation of the kinases MEK and ERK results in phosphorylation of HSF1 at serine
326 [104]. Phosphorylation of HSF1 at serine 326 is associated with HSF1 activation [105], and in
ERα-positive breast cancer, HSF1 upregulates the expression of HSP90/HSPC, a chaperone that aids in
the maturation of ERα and numerous kinases that drive tumorigenesis [82,106]. Hence, it is possible
that a positive feedback loop engages ERα and HSF1 in ERα-positive breast cancers.

A key signaling nexus in breast cancer is the receptor tyrosine kinase HER2, also called ERBB2,
which is upregulated in 25% of breast cancer cases and promotes metastasis, partially by activating
HSF1 [82,107]. HSF1 activation in HER2-positive breast cancer depends on the ability of HER2
to constitutively stimulate phosphorylation of HSF1 at serine 326 by protein kinase B (PKB), also
called AKT [108,109]. AKT is one of the major kinases in the phosphoinositide 3-kinase (PI3K)/AKT
pathway that modulates several biological processes including growth and survival [110]. Once
activated, HSF1 upregulates the expression of HSPs, e.g., HSP90/HSPC. Additionally, HSF1 facilitates
epithelial-mesenchymal transition (EMT) by upregulating the expression of the transcription factor
SLUG [109]. The HER2-AKT-HSF1 axis maintains high HSP90/HSPC expression, which is critical for
sustaining the stability and activity of mutated or overexpressed kinases and transcription factors.
This has been demonstrated for mutant p53, HER2, and AKT as well as for RAF1, which is a kinase in
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the MAPK/ERK pathway that can promote cancer cell survival and tumor development [82,111,112].
Surprisingly, a recent report showed that HSF1 activity is high in HER2-positive breast cancer cells that
are resistant to Lapatinib, a drug used to inhibit HER2. Therefore, it is likely that during breast cancer
development other signaling pathways activate HSF1 in order to compensate for the loss of HER2
function [113].

Recently, HSF1 was shown to promote mammary tumorigenesis by enhancing DNA repair [114].
In a breast cancer model, comprising several cancer cell lines, HSF1 forms a ternary complex with
poly-(ADP-ribose) polymerases 1 and 13 (PARP1 and PARP13), which are key facilitators of DNA
repair pathways, and in response to DNA damage HSF1 and PARP13 aid in the activation of PARP1 by
supporting its auto-PARylation. Once activated, PARP1 is redistributed to the sites of double-stranded
breaks, which in turn improves DNA repair efficiency likely through the recruitment of DNA repair
factors [114]. Apart from DNA repair, HSF1 indirectly modulates the expression of β-catenin, a pivotal
component of the Wnt signaling pathway that affects numerous aspects in tumorigenesis, such as
immunity and cancer stem cell maintenance [115,116]. HSF1 enhances β-catenin levels by reducing
the expression of lincRNA-p21 and increasing that of the RNA-binding protein HuR, which are known
to be involved in the translational regulation of β-catenin mRNA [115].

The functional impact of HSF2 on breast cancer has only recently started to emerge (Figure 2).
In breast cancer cells, HSF2 and the transcription factor zinc finger E-box-binding homeobox 1
(ZEB1) enhance tumorigenesis by cooperatively stimulating the expression of the microRNA cluster
miR-183/-96/-182 [117]. miR-183/-96/-182 is transcribed in one pri-miRNA, and once processed, each
individual miRNA promotes cell proliferation and migration in the breast cancer cell lines MCF-7 and
T47D [117]. miR-183 has been reported to downregulate the small GTPase RAB21, and consequently
support aneuploidy, which is known to increase genetic heterogeneity and tumor evolution [118]. HSF2
has also been shown to modulate the expression of the enzyme Dol-P-Man:Man(5)GlcNAc(2)-PP-Dol
alpha-1,3-mannosyltransferase (ALG3) in breast cancer [119]. High ALG3 expression, as maintained by
HSF2, increased both proliferation and migration of MCF-7 cells. Furthermore, in nude mice injected
with MCF-7 cells, the removal of ALG3 from the cancer cells reduced both tumor development and
HSF2 levels, which indicates a positive feedback between ALG3 and HSF2 [119].

It remains to be elucidated whether HSF4 directly impacts breast cancer development.
Nevertheless, both HSF4 and HSF2 have been indicated to modulate the expression of hypoxia-inducible
factor 1-alpha (HIF-1α) in MCF-7 breast cancer cells [120] (Figure 2). HIF-1α is the master regulator
of transcription in response to hypoxic stress, and in malignant tissues HIF-1α has been shown to
increase the levels of vascular endothelial growth factor (VEGF), a factor known to stimulate blood
vessel formation [121]. Knockout or overexpression of either HSF2 or HSF4 in MCF-7 cells increased
the levels of HIF-1α and VEGF, indicating that these HSFs are required to maintain a steady expression
of HIF-1α. In accordance, HSF1 depletion in MCF-7 cells was shown to reduce the levels of HIF-1α
and its target VEGF, which was at least partly dependent on HSF1’s ability to stimulate the expression
of the mRNA-binding protein HuR that controls mRNA stability and translation of numerous proteins
involved in cancer, including HIF-1α and VEGF [122]. Taken together, it is possible that increased
expression of a single HSF, or multiple members of the HSF family enhances fundamental breast
cancer-promoting processes, such as angiogenesis.
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Figure 2. Breast cancer cells use HSFs to drive various tumor-promoting mechanisms. Several
mechanisms contribute to the activation of human HSFs in breast cancer. Upon activation, trimeric
HSF1, HSF2 and HSF4 bind to DNA and initiate the transcription of their target genes, which
are involved in tumorigenesis. Multiple proteins enhance the activation of HSF1 by regulating its
phosphorylation status. The hormone 17β-estradiol (E2) binds to and activates estrogen receptor alpha
(ERα), which leads to HSF1 phosphorylation through the mitogen-activated protein kinases/extracellular
signal-regulated kinases (MAPK/ERK) pathway, in which the kinases MEK and ERK increase the
phosphorylation of HSF1, most probably in the cytoplasm. Activation of HSF1 is also enhanced by
epidermal growth factor receptor 2 (HER2), which increases the phosphorylation of HSF1 by the
intermediate kinases phosphatidylinositol 3-kinase (PI3K) and protein kinase B (AKT). Phosphorylated
residues in HSF1 that are known to repress the trans-activating capacity of HSF1, are dephosphorylated
(Pi) by a complex consisting of the transcription factor immeadiate early response gene 5 protein
(IER5) and protein phosphatase 2 (PP2A), thereby promoting HSF1 activation. In the nucleus, once
activated, HSF1 induces the transcription of genes encoding heat shock proteins (HSPs), which enhance
migration, proliferation, and oncogenic maturation as well as decrease cell–cell adhesion. HSF2 and the
transcription factor zinc finger E-box-binding homeobox 1 (ZEB1) cooperatively induce the transcription
of pri-mir-183/96/182, and following post-transcriptional processing, these miRNA molecules stimulate
migration and proliferation. For example, mir-183, targets the small GTPase RAB21, a protein that
prevents aneuploidy. HSF2 also stimulates the expression of Dol-P-Man:Man(5)GlcNAc(2)-PP-Dol
alpha-1,3-mannosyltransferase (ALG3), an enzyme involved in modulating migration and proliferation
in breast cancer cells. HSF2 together with HSF4 modulates the transcription of hypoxia-inducible factor
1 alpha (HIF-1α), a transcription factor regulating a myriad of genes, including vascular endothelial
growth factor (VEGF) that promotes angiogenesis. Abbreviation: P, phosphorylation.

5.3. HSFs in Hepatocellular Carcinoma (HCC)

Similarly to many other cancers types, HCC patient samples and cell lines, including SM7721
and M7024, display high levels of HSF1 protein and enhanced phosphorylation at serine 326 [123].
The mammalian target of rapamycin (mTOR) has been shown to phosphorylate HSF1 at serine 326,
which contributes to the activation of HSF1 in HCC [124], but the upstream signaling pathways are
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poorly delineated. Recently, HSF1 depletion in HLE and HLF hepatoma cells was reported to result
in enhanced apoptosis, reduced proliferation, lipid depletion, and decreased glycolysis [125]. At the
molecular level, lack of HSF1 decreased many key proteins in the PI3K/AKT/mTOR cascade, a signaling
pathway known to modulate cell growth and survival under physiological and pathological conditions.
The potential clinical relevance of HSF1 in HCC is supported by the findings that the abolishment of
HSF1 in mice overexpressing AKT, inhibited AKT-driven hepatocarcinogenesis [125]. Nevertheless,
the precise mechanism by which HSF1 sustains the oncogenic potential of the PI3K/AKT/mTOR
cascade remains to be determined. Interestingly, HSF1 has been shown to promote migration and
invasion of HCC cells by directly enhancing the expression of miR-135b, which is characteristically
amplified and upregulated in HCC tissues [126,127] (Figure 3). In SMMC-7721 and Huh-7 HCC cell
lines, overexpression of miR-135b markedly reduced the expression of the target proteins RECK and
EVI5, of which only RECK had previously been shown to suppress migration of cancer cells [127].
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Figure 3. Hepatocellular carcinoma (HCC) cells use HSFs to promote metabolic reprograming and cancer
invasion. In HCC, trimeric human HSF1, HSF2 and HSF4 bind to DNA and induce the transcription
of genes that modulate multiple biological processes that support tumorigenesis. HSF1 enhances
the expression of miR-135b that targets reversion-inducing cysteine-rich protein with Kazal motifs
(RECK) and ecotropic viral integration site 5 protein homolog (EVI5), both of which are repressors
of migration and invasion. Together, HSF2 and euchromatic histone lysine methyl transferase 2
(EHMT2) promote methylation of the gene encoding fructose-bisphosphatase 1 (FBP1), resulting in a
decreased expression of FBP1, an enzyme that can counteract glycolysis and inhibit the expression
of hypoxia-inducible factor 1 alpha (HIF-1α). Together with HSF4, HSF2 modulates the expression
of HIF-1α, which regulates a myriad of genes, including glucose transporter GLUT1, hexokinase-2
(HK2), and l-lactate dehydrogenase A (LDHA), all of which are involved in various steps of the
glycolysis pathway in HCC. HIF-1α can also facilitate the activation of protein kinase B (AKT), which
promotes epithelial-mesenchymal transition (EMT). Abbreviations: Me1/Me2, mono/di-methylation; P,
phosphorylation; TCA, tricarboxylic acid cycle.

In addition to HSF1, HSF2 is also overexpressed in Huh-7 and SMMC-7721 HCC cells, where
it mediates extensive metabolic reprogramming that allows cancer cells to modulate their energy
production requirements [89,128]. In Huh-7 and SMMC-7721 cells, HSF2 was shown to interact with
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euchromatic histone lysine methyl transferase 2 (EHMT2) in order to epigenetically silence the gene
encoding fructose-bisphosphatase 1 (FBP1), which is a tumor suppressor and negative regulator of
aerobic glycolysis [89] (Figure 3). This silencing of FBP1, mediated by HSF2 and EHMT2, promotes
aerobic glycolysis and thereby stimulates cell proliferation. HSF2 was also shown to be required
for maintaining the expression of glucose transporter 1 (GLUT1), hexokinase 2 (HK2), and lactate
dehydrogenase A (LDHA), all of which are important regulators of glycolysis [89]. Although it is
not yet known how HSF2 regulates these genes, there is some evidence for HSF2-driven activation
of HIF-1α, which is the main transcriptional regulator of GLUT1, HK2, and LDHA in hypoxia [129].
Furthermore, overexpression of FBP1 can suppress the expression of HIF-1α in MDA-MB-468 breast
cancer cells exposed to hypoxic conditions [130]. Therefore, it is tempting to speculate that HSF2
stimulates aerobic glycolysis in HCC through two separate mechanisms, i.e., by epigenetically silencing
FBP1 and by inducing HIF-1α expression (Figure 3).

HSF4 was recently found to be overexpressed in primary HCC tissues and high HSF4 expression
correlated with poor survival of HCC patients [90]. In Huh-7 and SMMC-7721 cells, HSF4 was shown
to stimulate the proliferation, migration, and invasion capacities by triggering EMT, which required
HIF-1α-dependent activation of AKT [90]. Since previous results had already indicated that HSF4
can modulate the expression of HIF-1α in MCF-7 breast cancer cells [120], it is possible that, similarly
to HSF2, the function of HSF4 is hijacked in HCC in order to enhance HIF-1α expression, thereby
allowing cancer progression.

5.4. HSF1 and HSF2 in Prostate Cancer

One of the first studies describing the function of HSF1 in cancer showed that HSF1 contributes
to the development of polyploidy in prostate carcinoma [131]. Overexpression of HSF1 enhanced
the development of polyploidy, whereas reduction in HSF1 activity partially restored diploid DNA
content in PC-3 cells, a human prostate cancer cell line that neither expresses the androgen receptor nor
the prostate-specific antigen [132]. Polyploidy is a common feature in cancer cells and it can enhance
tumor progression [133]. Recently, a comprehensive study by Björk and colleagues proposed that
HSF1 is a strong predictive biomarker in prostate cancer [134]. In that study, a clinical prostate cancer
dataset displayed high HSF1 mRNA expression, and the immunohistochemically analysis of tissue
micro-arrays showed a dramatic increase in nuclear HSF1 in samples derived from patients suffering
from advanced prostate cancer. Furthermore, patients presenting elevated levels of nuclear HSF1 and
high Gleason score (a system used to characterize prostate biopsies) were likely to require secondary
therapy and generally displayed poor disease-specific survival which highlights a positive correlation
between dose-dependent expression of HSF1 and Gleason score.

In contrast to HSF1, HSF2 appears to function as a tumor suppressor in prostate cancer [88].
The expression of HSF2 is low in most of the prostate cancer tissues, which is mainly due to a
heterozygous loss of HSF2, and low HSF2 expression correlates with increased metastasis and
poor patient survival as well as a high Gleason score. Moreover, in three-dimensional organotypic
cultures and in the in vivo xenograft chorioallantoic membrane model, knockdown of HSF2 from
PC-3 cells enhanced organoid differentiation and promoted invasive growth. While the molecular
mechanism by which HSF2 suppresses prostate cancer development remains to be established, a
gene expression profiling indicated that HSF2 modulates GTPase activity, cell–cell adhesion, and
actin cytoskeleton dynamics, all of which have altered expression in cancer [88]. Importantly, a
meta-analysis demonstrated that in addition to prostate cancer, the mRNA expression of HSF2 is
downregulated in a variety of cancer tissues [88], suggesting that HSF2 downregulation is a key event
during cancer development.

5.5. HSF1 and HSF2 in Lung Cancer and Esophageal Squamous Cell Carcinoma (ESCC)

HSF1 expression has been reported to be upregulated in non-small cell lung cancer and it is
associated with increased angiogenesis and poor patient survival [135]. In lung cancer, CAFs can also
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promote the activity of HSF1, which stimulates tumor progression and metastasis [98]. Similarly to
HSF1, the expression of HSF2 has been found to be upregulated in tumor tissues from lung cancer
patients [92]. Although it is not yet known by which mechanisms HSF2 expression is enhanced in
lung cancer cells, there is a disease-specific correlation between the high expression of HSF2 and the
transcription factor USF2 in A549 lung cancer cells [92,136]. Reporter assays, in which several fragments
of the HSF2 promoter were characterized, have shown that the E-Box element, to which USF2 binds, is
essential for driving the transcription of HSF2 in rat neuronal C6 cells [137]. Hence, it is possible that
USF2 stimulates HSF2 expression also in lung cancer. In non-tumorigenic BEAS-2B cells and A549 lung
cancer cells, the elevated levels of HSF2 promote cell proliferation and migration, which is partially
dependent on HSF2’s ability to induce the expression of HSP27/HSPB1 and HSP90/HSPC [92].

In ESCC, both HSF1 and HSF2 are upregulated, which correlates with increased expression
of HSPs [93,138]. Based on the analyses of ESCC patient samples, abundantly expressed HSF1 is
associated with poor patient survival and increased expression of HSP27/HSPB1 and HSP90/HSPC [138].
In ESCC, HSF2 mainly induces the expression of HSP70/HSPA1A, which in turn suppresses apoptosis
by preventing caspase 3 activation. Collectively, these results demonstrate the importance of elevated
levels of HSPs in the development of ESCC. Interestingly, high expression of HSF2 in ESCC is due to
the downregulation of miR-202, a microRNA that targets the 3′-UTR in HSF2 mRNA [93]. In contrast to
these results, two studies have suggested that elevated HSP70/HSPA1A expression in ESCC generally
correlates with improved patient survival [139,140]. Therefore, it is possible that HSF2 can counteract
tumor progression in certain cases of ESCC.

5.6. HSF1 and HSF4 in Colorectal Cancer (CRC)

Colorectal cancer tissue and colorectal cancer cell lines, including HCT116, SW480, and SW620,
display elevated levels of HSF1, and one of its main tumor-promoting functions is to enhance
glutaminolysis [141]. Glutaminolysis is a metabolic pathway required for macromolecular synthesis,
and glutamine deprivation has been shown to reduce the growth of colorectal cancer cells [142].
Mechanistically, HSF1 recruits the DNA methyltransferase DNMT3a to the host gene encoding mir137,
which targets glutaminase 1 (GLS1) mRNA [141]. GLS1 is the rate-limiting enzyme for converting
glutamine to glutamate, and its activation is partially dependent on mTOR [141]. DNMT3a can
epigenetically silence mir137, resulting in elevated levels of GLS1. Consequently, silencing of HSF1
in HCT116, SW480, and SW620 cells decreased both mTOR activity and glutaminolysis, which
subsequently reduced cell growth [141]. Apart from metabolic reprogramming, HSF1 has been shown
to support the growth of CRC cells exposed to stress by upregulating co-chaperones, such as BAG3,
which protects CRC cells by stabilizing antiapoptotic Bcl-XL, Mcl-1, and Bcl-2 [143].

Recently, HSF4 was found to be abundantly expressed in patients with primary CRC [94]. This
original finding described the clinical relevance of HSF4 in cancer and showed that high expression
of HSF4 correlates with advanced disease progression, cancer recurrence and poor patient survival.
Based on the bioinformatics analyses, it was suggested that HSF4 directly interacts with the protein
phosphatase DUSP26, which has previously been shown to modulate the phosphorylation status of
HSF4 and decrease its activity [144]. The direct function of HSF4 in CRC remains to be investigated.
Considering that HSP27/HSPB1 and HSP90/HSPC have many pro-tumorigenic properties in different
cancer types [78], it would be important to determine whether HSF4 plays a key role in regulating the
expression of HSP27/HSPB1 and HSP90/HSPC in CRC.

6. Conclusions

Studies revealing that HSFs regulate distinct transcriptional programs under specific circumstances,
both physiological and pathological, underscore an emerging theme that the target genes of HSFs play
critical roles in many developmental and differentiation processes, cell–cell adhesion and motility as
well as in tumorigenesis. In particular, HSF1, the most studied member of the HSF family, provides a
node in complex regulatory networks that drives CaSig in different malignant tissues, which promotes
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progression of tumorigenesis. Given the recent reports on other members of the HSF family influencing
the growth and other properties of cancer cells, it will be important to conclusively map the genomic loci
that are regulated by HSF2 and HSF4, either alone or in conjunction with HSF1 and other transcriptional
regulators. This type of multi-faceted approach is critical for the elucidation of how transcription
factors cooperate in order to drive cancer progression. Furthermore, it is important to emphasize
that several properties of HSFs in cancer, including their expression levels and cellular localization,
support the notion that these transcription factors could be used as biomarkers for specific cancer
types, especially in the contexts of personalized medicine.

Several drugs targeting HSF1 have already been and are being developed, which is an exciting
topic recently summarized in a comprehensive review by Dong and colleagues [86]. Currently, however,
no HSF1 inhibitor is cleared for clinical use due to fundamental gaps in knowledge of drug-molecular
engagement with HSF1, pharmacokinetics and off-target effects. Forthcoming studies will show their
efficacy and specificity, and whether any of these drugs will be approved by the FDA. Considering that
HSF1, HSF2, and HSF4 display multiple properties in cancer, which are either unique or common for
each factor, or whether they act synergistically or antagonistically with each other, the need for new
and improved agents targeting HSFs is significant. It can be hypothesized that future HSF inhibitors
may display synergistic therapeutic effects in combination with drugs such as the proteasome inhibitor
Bortezomib, which is used in the treatment of multiple myeloma. The disruption of both HSP synthesis
and general protein degradation, will likely have an additive effect on eliminating cancer cells, and
might even aid in the prevention of drug resistance, which commonly develops in multiple myeloma
patients treated with Bortezomib [145].

Further endeavors in drug development should focus on the attenuation phase of the heat shock
response, which is paradoxically hampered in cancer cells despite the elevated levels of HSPs. Adding
to the complexity of the regulatory mechanisms, future studies should explore to which extent specific
HSPs are expressed in the nucleus and how they affect the activity of HSFs. A key approach in targeting
the heat shock response in cancer might be through enhanced attenuation. Intriguingly, this approach
is supported by results indicating that histone de-acetylase inhibitors (HDACi) can stimulate the
attenuation phase of the heat shock response [48]. The anti-cancer effects of HDACis [146], raise a
possibility that they could, most probably indirectly, increase acetylation of HSF1, which in turn has
been shown to stimulate de-activation of HSF1 and thereby attenuate the heat shock response [48].
Fundamental questions regarding the underlying mechanisms of the activation-attenuation cycle of
HSFs need to be addressed prior to the development of novel therapeutic approaches targeting cancer
and other pathological conditions.
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15. Budzyński, M.A.; Sistonen, L. Versatile functions of heat shock factors: It is not all about stress.
Curr. Immunol. Rev. 2017, 13. [CrossRef]

16. Jaeger, A.M.; Makley, L.N.; Gestwicki, J.E.; Thiele, D.J. Genomic heat shock element sequences drive
cooperative human heat shock factor 1 DNA binding and selectivity. J. Biol. Chem. 2014, 289, 30459–30469.
[CrossRef]

17. Peteranderl, R.; Rabenstein, M.; Shin, Y.K.; Liu, C.W.; Wemmer, D.E.; King, D.S.; Nelson, H.C. Biochemical
and biophysical characterization of the trimerization domain from the heat shock transcription factor.
Biochemistry 1999, 38, 3559–3569. [CrossRef]

18. Östling, P.; Björk, J.K.; Roos-Mattjus, P.; Mezger, V.; Sistonen, L. Heat shock factor 2 (HSF2) contributes
to inducible expression of hsp genes through interplay with HSF1. J. Biol. Chem. 2007, 282, 7077–7086.
[CrossRef]

19. Sandqvist, A.; Björk, J.K.; Åkerfelt, M.; Chitikova, Z.; Grichine, A.; Vourc’h, C.; Jolly, C.; Salminen, T.A.;
Nymalm, Y.; Sistonen, L. Heterotrimerization of heat-shock factors 1 and 2 provides a transcriptional switch
in response to distinct stimuli. Mol. Biol. Cell 2009, 20, 1340–1347. [CrossRef]

20. Rabindran, S.; Haroun, R.; Clos, J.; Wisniewski, J.; Wu, C. Regulation of heat shock factor trimer formation:
Role of a conserved leucine zipper. Science 1993, 259, 230–234. [CrossRef]

21. Sullivan, E.K.; Weirich, C.S.; Guyon, J.R.; Sif, S.; Kingston, R.E. Transcriptional activation domains of human
heat shock factor 1 recruit human SWI/SNF. Mol. Cell. Biol. 2001, 21, 5826–5837. [CrossRef] [PubMed]

22. Park, J.M.; Werner, J.; Kim, J.M.; Lis, J.T.; Kim, Y.J. Mediator, not holoenzyme, is directly recruited to the heat
shock promoter by HSF upon heat shock. Mol. Cell 2001, 8, 9–19. [CrossRef]

23. Vujanac, M.; Fenaroli, A.; Zimarino, V. Constitutive nuclear import and stress-regulated nucleocytoplasmic
shuttling of mammalian heat-shock factor 1. Traffic 2005, 6, 214–229. [CrossRef] [PubMed]

24. Goodson, M.L.; Sarge, K.D. Heat-inducible DNA binding of purified heat shock transcription factor 1.
J. Biol. Chem. 1995, 270, 2447–2450. [CrossRef] [PubMed]

25. Ahn, S.G.; Thiele, D.J. Redox regulation of mammalian heat shock factor 1 is essential for Hsp gene activation
and protection from stress. Genes Dev. 2003, 17, 516–528. [CrossRef]

26. Hentze, N.; Le Breton, L.; Wiesner, J.; Kempf, G.; Mayer, M.P. Molecular mechanism of thermosensory
function of human heat shock transcription factor Hsf1. Elife 2016, 5, e11576. [CrossRef]

27. Green, M.; Schuetz, T.J.; Sullivan, E.K.; Kingston, R.E. A heat shock responsive domain of human HSF1 that
regulates transcription activation domain function. Mol. Cell. Biol. 1995, 15, 3354–3362. [CrossRef]

http://dx.doi.org/10.1073/pnas.88.16.6911
http://www.ncbi.nlm.nih.gov/pubmed/1871106
http://dx.doi.org/10.1128/MCB.13.4.1983
http://dx.doi.org/10.1128/MCB.17.1.469
http://dx.doi.org/10.1073/pnas.1305275110
http://dx.doi.org/10.1016/j.molcel.2016.02.025
http://dx.doi.org/10.1016/j.cell.2012.06.031
http://dx.doi.org/10.1101/gad.283317.116
http://www.ncbi.nlm.nih.gov/pubmed/27688402
http://dx.doi.org/10.1016/j.bbagrm.2011.10.002
http://www.ncbi.nlm.nih.gov/pubmed/22033015
http://dx.doi.org/10.1038/nrm.2017.73
http://www.ncbi.nlm.nih.gov/pubmed/28852220
http://www.ncbi.nlm.nih.gov/pubmed/29177647
http://dx.doi.org/10.2174/1573395513666170316110147
http://dx.doi.org/10.1074/jbc.M114.591578
http://dx.doi.org/10.1021/bi981774j
http://dx.doi.org/10.1074/jbc.M607556200
http://dx.doi.org/10.1091/mbc.e08-08-0864
http://dx.doi.org/10.1126/science.8421783
http://dx.doi.org/10.1128/MCB.21.17.5826-5837.2001
http://www.ncbi.nlm.nih.gov/pubmed/11486022
http://dx.doi.org/10.1016/S1097-2765(01)00296-9
http://dx.doi.org/10.1111/j.1600-0854.2005.00266.x
http://www.ncbi.nlm.nih.gov/pubmed/15702990
http://dx.doi.org/10.1074/jbc.270.6.2447
http://www.ncbi.nlm.nih.gov/pubmed/7852305
http://dx.doi.org/10.1101/gad.1044503
http://dx.doi.org/10.7554/eLife.11576
http://dx.doi.org/10.1128/MCB.15.6.3354


Cells 2020, 9, 1202 15 of 20

28. Knauf, U.; Newton, E.M.; Kyriakis, J.; Kingston, R.E. Repression of human heat shock factor 1 activity at
control temperature by phosphorylation. Genes Dev. 1996, 10, 2782–2793. [CrossRef]
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Gielniewski, B.; Widłak, W. 17β-estradiol activates HSF1 via MAPK signaling in ERα-positive breast cancer
cells. Cancers 2019, 11, 1533. [CrossRef]

105. Yasuda, K.; Hirohashi, Y.; Mariya, T.; Murai, A.; Tabuchi, Y.; Kuroda, T.; Kusumoto, H.; Takaya, A.;
Yamamoto, E.; Kubo, T.; et al. Phosphorylation of HSF1 at serine 326 residue is related to the maintenance of
gynecologic cancer stem cells through expression of HSP27. Oncotarget 2017, 8, 31540–31553. [CrossRef]

106. Whitesell, L.; Lindquist, S.L. HSP90 and the chaperoning of cancer. Nat. Rev. Cancer 2005, 5, 761–772.
[CrossRef]

107. Yarden, Y.; Pines, G. The ERBB network: At last, cancer therapy meets systems biology. Nat. Rev. Cancer
2012, 12, 553–563. [CrossRef]

108. Schulz, R.; Streller, F.; Scheel, A.H.; Rüschoff, J.; Reinert, M.C.; Dobbelstein, M.; Marchenko, N.D.; Moll, U.M.
HER2/ErbB2 activates HSF1 and thereby controls HSP90 clients including MIF in HER2-overexpressing
breast cancer. Cell Death Dis. 2014, 5, e980. [CrossRef]

http://dx.doi.org/10.1111/liv.14410
http://dx.doi.org/10.4137/GRSB.S4546
http://www.ncbi.nlm.nih.gov/pubmed/21072323
http://dx.doi.org/10.3892/ol.2016.5368
http://www.ncbi.nlm.nih.gov/pubmed/28101237
http://dx.doi.org/10.3727/096504016X14732772150541
http://www.ncbi.nlm.nih.gov/pubmed/28277193
http://dx.doi.org/10.1002/iub.1692
http://www.ncbi.nlm.nih.gov/pubmed/29131521
http://dx.doi.org/10.1038/s41467-017-00151-0
http://www.ncbi.nlm.nih.gov/pubmed/28811569
http://dx.doi.org/10.1186/s12967-015-0703-x
http://dx.doi.org/10.1038/s41591-018-0105-8
http://dx.doi.org/10.1016/j.cell.2014.05.045
http://dx.doi.org/10.1186/s40246-017-0131-5
http://dx.doi.org/10.1038/s41568-019-0238-1
http://dx.doi.org/10.1016/j.celrep.2019.12.037
http://www.ncbi.nlm.nih.gov/pubmed/31940498
http://dx.doi.org/10.1073/pnas.1115031108
http://www.ncbi.nlm.nih.gov/pubmed/22042860
http://dx.doi.org/10.1038/srep19174
http://www.ncbi.nlm.nih.gov/pubmed/26754925
http://dx.doi.org/10.3390/cancers11101533
http://dx.doi.org/10.18632/oncotarget.16361
http://dx.doi.org/10.1038/nrc1716
http://dx.doi.org/10.1038/nrc3309
http://dx.doi.org/10.1038/cddis.2013.508


Cells 2020, 9, 1202 19 of 20

109. Carpenter, R.L.; Paw, I.; Dewhirst, M.W.; Lo, H.W. Akt phosphorylates and activates HSF-1 independent of heat
shock, leading to Slug overexpression and epithelial mesenchymal transition (EMT) of HER2-overexpressing
breast cancer cells. Oncogene 2015, 34, 546–557. [CrossRef]

110. Yudushkin, I. Control of Akt activity and substrate phosphorylation in cells. IUBMB Life 2020. [CrossRef]
111. Citri, A.; Kochupurakkal, B.S.; Yarden, Y. The achilles heel of ErbB-2/HER2: Regulation by the Hsp90

chaperone machine and potential for pharmacological intervention. Cell Cycle 2004, 3, 51–60. [CrossRef]
[PubMed]

112. Guo, Y.J.; Pan, W.W.; Liu, S.B.; Shen, Z.F.; Xu, Y.; Hu, L.L. ERK/MAPK signalling pathway and tumorigenesis.
Exp. Ther. Med. 2020, 19, 1997–2007. [CrossRef] [PubMed]

113. Yallowitz, A.; Ghaleb, A.; Garcia, L.; Alexandrova, E.M.; Marchenko, N. Heat shock factor 1 confers resistance
to lapatinib in ERBB2-positive breast cancer cells. Cell Death Dis. 2018, 9, 621. [CrossRef] [PubMed]

114. Fujimoto, M.; Takii, R.; Takaki, E.; Katiyar, A.; Nakato, R.; Shirahige, K.; Nakai, A. The HSF1-PARP13-PARP1
complex facilitates DNA repair and promotes mammary tumorigenesis. Nat. Commun. 2017, 8, 1638.
[CrossRef] [PubMed]

115. Chou, S.D.; Murshid, A.; Eguchi, T.; Gong, J.; Calderwood, S.K. HSF1 regulation of β-catenin in mammary
cancer cells through control of HuR/elavL1 expression. Oncogene 2015, 34, 2178–2188. [CrossRef] [PubMed]

116. Shang, S.; Hua, F.; Hu, Z.W. The regulation of β-catenin activity and function in cancer: Therapeutic
opportunities. Oncotarget 2017, 8, 33972–33989. [CrossRef]

117. Li, P.; Sheng, C.; Huang, L.; Zhang, H.; Huang, L.; Cheng, Z.; Zhu, Q. MiR-183/-96/-182 cluster is up-regulated
in most breast cancers and increases cell proliferation and migration. Breast Cancer Res. 2014, 16, 473.
[CrossRef]

118. Sansregret, L.; Swanton, C. The role of aneuploidy in cancer evolution. CSH Perspect Med. 2017, 7, a028373.
[CrossRef]

119. Yang, Y.; Zhou, Y.; Xiong, X.; Huang, M.; Ying, X.; Wang, M. ALG3 is activated by heat shock factor 2 and
promotes breast cancer growth. Med. Sci. Monit. 2018, 24, 3479–3487. [CrossRef]

120. Chen, R.; Liliental, J.E.; Kowalski, P.E.; Lu, Q.; Cohen, S.N. Regulation of transcription of hypoxia-inducible
factor-1α (HIF-1α) by heat shock factors HSF2 and HSF4. Oncogene 2011, 30, 2570–2580. [CrossRef]

121. Forsythe, J.A.; Jiang, B.H.; Iyer, N.V.; Agani, F.; Leung, S.W.; Koos, R.D.; Semenza, G.L. Activation of
vascular endothelial growth factor gene transcription by hypoxia-inducible factor 1. Mol. Cell. Biol. 1996, 16,
4604–4613. [CrossRef] [PubMed]

122. Gabai, V.L.; Meng, L.; Kim, G.; Mills, T.A.; Benjamin, I.J.; Sherman, M.Y. Heat shock transcription factor Hsf1
is involved in tumor progression via regulation of hypoxia-inducible factor 1 and RNA-binding protein HuR.
Mol. Cell. Biol. 2012, 32, 929–940. [CrossRef] [PubMed]

123. Li, S.; Ma, W.; Fei, T.; Lou, Q.; Zhang, Y.; Cui, X.; Qin, X.; Zhang, J.; Liu, G.; Dong, Z.; et al. Upregulation of heat
shock factor 1 transcription activity is associated with hepatocellular carcinoma progression. Mol. Med. Rep.
2014, 10, 2313–2321. [CrossRef]

124. Ma, W.; Zhang, Y.; Mu, H.; Qing, X.; Li, S.; Cui, X.; Lou, Q.; Ma, Y.; Pu, H.; Hu, Y. Glucose regulates heat
shock factor 1 transcription activity via mTOR pathway in HCC cell lines. Cell Biol. Int. 2015, 39, 1217–1224.
[CrossRef] [PubMed]

125. Cigliano, A.; Wang, C.; Pilo, M.G.; Szydlowska, M.; Brozzetti, S.; Latte, G.; Pes, G.M.; Pascale, R.M.;
Seddaiu, M.A.; Vidili, G.; et al. Inhibition of HSF1 suppresses the growth of hepatocarcinoma cell lines
in vitro and AKT-driven hepatocarcinogenesis in mice. Oncotarget 2017, 8, 54149–54159. [CrossRef] [PubMed]

126. Clark, J.C.; Thomas, D.M.; Choong, P.F.; Dass, C.R. RECK-a newly discovered inhibitor of metastasis with
prognostic significance in multiple forms of cancer. Cancer Metastasis Rev. 2007, 26, 675–683. [CrossRef]

127. Li, Y.; Xu, D.; Bao, C.; Zhang, Y.; Chen, D.; Zhao, F.; Ding, J.; Liang, L.; Wang, Q.; Liu, L.; et al. MicroRNA-135b,
a HSF1 target, promotes tumor invasion and metastasis by regulating RECK and EVI5 in hepatocellular
carcinoma. Oncotarget 2015, 6, 2421–2433. [CrossRef]

128. Jiang, B. Aerobic glycolysis and high level of lactate in cancer metabolism and microenvironment. Genes Dis.
2017, 4, 25–27. [CrossRef]

129. Schödel, J.; Oikonomopoulos, S.; Ragoussis, J.; Pugh, C.W.; Ratcliffe, P.J.; Mole, D.R. High-resolution
genome-wide mapping of HIF-binding sites by ChIP-seq. Blood 2011, 117, e207–e217. [CrossRef]

130. Shi, L.; He, C.; Li, Z.; Wang, Z.; Zhang, Q. FBP1 modulates cell metabolism of breast cancer cells by inhibiting
the expression of HIF-1alpha. Neoplasma 2017, 64, 535–542. [CrossRef]

http://dx.doi.org/10.1038/onc.2013.582
http://dx.doi.org/10.1002/iub.2264
http://dx.doi.org/10.4161/cc.3.1.607
http://www.ncbi.nlm.nih.gov/pubmed/14657666
http://dx.doi.org/10.3892/etm.2020.8454
http://www.ncbi.nlm.nih.gov/pubmed/32104259
http://dx.doi.org/10.1038/s41419-018-0691-x
http://www.ncbi.nlm.nih.gov/pubmed/29799521
http://dx.doi.org/10.1038/s41467-017-01807-7
http://www.ncbi.nlm.nih.gov/pubmed/29158484
http://dx.doi.org/10.1038/onc.2014.177
http://www.ncbi.nlm.nih.gov/pubmed/24954509
http://dx.doi.org/10.18632/oncotarget.15687
http://dx.doi.org/10.1186/s13058-014-0473-z
http://dx.doi.org/10.1101/cshperspect.a028373
http://dx.doi.org/10.12659/MSM.907461
http://dx.doi.org/10.1038/onc.2010.623
http://dx.doi.org/10.1128/MCB.16.9.4604
http://www.ncbi.nlm.nih.gov/pubmed/8756616
http://dx.doi.org/10.1128/MCB.05921-11
http://www.ncbi.nlm.nih.gov/pubmed/22215620
http://dx.doi.org/10.3892/mmr.2014.2547
http://dx.doi.org/10.1002/cbin.10493
http://www.ncbi.nlm.nih.gov/pubmed/26010766
http://dx.doi.org/10.18632/oncotarget.16927
http://www.ncbi.nlm.nih.gov/pubmed/28903330
http://dx.doi.org/10.1007/s10555-007-9093-8
http://dx.doi.org/10.18632/oncotarget.2965
http://dx.doi.org/10.1016/j.gendis.2017.02.003
http://dx.doi.org/10.1182/blood-2010-10-314427
http://dx.doi.org/10.4149/neo_2017_407


Cells 2020, 9, 1202 20 of 20

131. Wang, Y.; Theriault, J.R.; He, H.; Gong, J.; Calderwood, S.K. Expression of a dominant negative heat shock
factor-1 construct inhibits aneuploidy in prostate carcinoma cells. J. Biol. Chem. 2004, 279, 32651–32659.
[CrossRef] [PubMed]

132. Van Bokhoven, A.; Varella-Garcia, M.; Korch, C.; Johannes, W.U.; Smith, E.E.; Miller, H.L.; Nordeen, S.K.;
Miller, G.J.; Lucia, M.S. Molecular characterization of human prostate carcinoma cell lines. Prostate 2003, 57,
205–225. [CrossRef] [PubMed]

133. Davoli, T.; de Lange, T. The causes and consequences of polyploidy in normal development and cancer.
Annu. Rev. Cell Dev. Biol. 2011, 27, 585–610. [CrossRef]

134. Björk, J.K.; Ahonen, I.; Mirtti, T.; Erickson, A.; Rannikko, A.; Bützow, A.; Nordling, S.; Lundin, J.; Lundin, M.;
Sistonen, L.; et al. Increased HSF1 expression predicts shorter disease-specific survival of prostate cancer
patients following radical prostatectomy. Oncotarget 2018, 9, 31200–31213. [CrossRef]

135. Cui, J.; Tian, H.; Chen, G. Upregulation of nuclear heat shock factor 1 contributes to tumor angiogenesis and
poor survival in patients with non-small cell lung cancer. Ann. Thorac. Surg. 2015, 100, 465–472. [CrossRef]
[PubMed]

136. Ocejo-Garcia, M.; Baokbah, T.A.; Ashurst, H.L.; Cowlishaw, D.; Soomro, I.; Coulson, J.M.; Woll, P.J. Roles for
USF-2 in lung cancer proliferation and bronchial carcinogenesis. J. Pathol. 2005, 206, 151–159. [CrossRef]

137. Lee, S.S.; Kwon, S.H.; Sung, J.S.; Han, M.Y.; Park, Y.M. Cloning and characterization of the rat Hsf2 promoter:
A critical role of proximal E-box element and USF protein in Hsf2 regulation in different compartments of
the brain. Biochim. Biophys. Acta 2003, 1625, 52–63. [CrossRef]

138. Tsukao, Y.; Yamasaki, M.; Miyazaki, Y.; Makino, T.; Takahashi, T.; Kurokawa, Y.; Miyata, H.; Nakajima, K.;
Takiguchi, S.; Mimori, K.; et al. Overexpression of heat-shock factor 1 is associated with a poor prognosis in
esophageal squamous cell carcinoma. Oncol. Lett. 2017, 3, 1819–1825. [CrossRef]

139. Kawanishi, K.; Shiozaki, H.; Doki, Y.; Sakita, I.; Inoue, M.; Yano, M.; Tsujinaka, T.; Shamma, A.; Monden, M.
Prognostic significance of heat shock proteins 27 and 70 in patients with squamous cell carcinoma of the
esophagus. Cancer 1999, 85, 1649–1657. [CrossRef]

140. Noguchi, T.; Takeno, S.; Shibata, T.; Uchida, Y.; Yokoyama, S.; Müller, W. Expression of heat shock protein 70
in grossly resected esophageal squamous cell carcinoma. Ann. Thorac. Surg. 2002, 74, 222–226. [CrossRef]

141. Li, J.; Song, P.; Jiang, T.; Dai, D.; Wang, H.; Sun, J.; Zhu, L.; Xu, W.; Feng, L.; Shin, V.Y.; et al. Heat shock factor
1 epigenetically stimulates glutaminase-1-dependent mTOR activation to promote colorectal carcinogenesis.
Mol. Ther. 2018, 26, 1828–1839. [CrossRef] [PubMed]

142. Li, J.; Song, P.; Zhu, L.; Aziz, N.; Zhou, Q.; Zhang, Y.; Xu, W.; Feng, L.; Chen, D.; Wang, X.; et al. Synthetic
lethality of glutaminolysis inhibition, autophagy inactivation and asparagine depletion in colon cancer.
Oncotarget 2017, 8, 42664–42672. [CrossRef] [PubMed]

143. Jacobs, A.T.; Marnett, L.J. HSF1-mediated BAG3 expression attenuates apoptosis in 4-hydroxynonenal-treated
colon cancer cells via stabilization of anti-apoptotic Bcl-2 proteins. J. Biol. Chem. 2009, 284, 9176–9183.
[CrossRef] [PubMed]

144. Hu, Y.; Mivechi, N. Association and regulation of heat shock transcription factor 4b with both extracellular
signal-regulated kinase mitogen-activated protein kinase and dual-specificity tyrosine phosphatase DUSP26.
Mol. Cell. Biol. 2006, 26, 3282–3294. [CrossRef]

145. Lü, S.; Wang, J. The resistance mechanisms of proteasome inhibitor bortezomib. Biomark Res. 2013, 1, 13.
[CrossRef]

146. Damaskos, C.; Garmpis, N.; Valsami, S.; Kontos, M.; Spartalis, E.; Kalampokas, T.; Kalampokas, E.;
Athanasiou, A.; Moris, D.; Daskalopoulou, A.; et al. Histone deacetylase inhibitors: An attractive therapeutic
strategy against breast cancer. Anticancer Res. 2017, 37, 35–46. [CrossRef]

© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1074/jbc.M401475200
http://www.ncbi.nlm.nih.gov/pubmed/15152009
http://dx.doi.org/10.1002/pros.10290
http://www.ncbi.nlm.nih.gov/pubmed/14518029
http://dx.doi.org/10.1146/annurev-cellbio-092910-154234
http://dx.doi.org/10.18632/oncotarget.25756
http://dx.doi.org/10.1016/j.athoracsur.2015.03.021
http://www.ncbi.nlm.nih.gov/pubmed/26095102
http://dx.doi.org/10.1002/path.1775
http://dx.doi.org/10.1016/S0167-4781(02)00574-2
http://dx.doi.org/10.3892/ol.2017.5637
http://dx.doi.org/10.1002/(SICI)1097-0142(19990415)85:8&lt;1649::AID-CNCR2&gt;3.0.CO;2-V
http://dx.doi.org/10.1016/S0003-4975(02)03641-X
http://dx.doi.org/10.1016/j.ymthe.2018.04.014
http://www.ncbi.nlm.nih.gov/pubmed/29730197
http://dx.doi.org/10.18632/oncotarget.16844
http://www.ncbi.nlm.nih.gov/pubmed/28424408
http://dx.doi.org/10.1074/jbc.M808656200
http://www.ncbi.nlm.nih.gov/pubmed/19179333
http://dx.doi.org/10.1128/MCB.26.8.3282-3294.2006
http://dx.doi.org/10.1186/2050-7771-1-13
http://dx.doi.org/10.21873/anticanres.11286
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Domain Structure in HSFs 
	Activation and Attenuation 
	Molecular Mechanisms Regulating HSF Activation 
	Molecular Mechanisms Regulating HSF Attenuation 

	HSFs as Developmental Factors 
	HSFs in Fertility 
	HSFs in Brain Development and Sensory Organs 

	HSFs in Cancer 
	HSF1 Cancer Signature 
	HSFs in Breast Cancer 
	HSFs in Hepatocellular Carcinoma (HCC) 
	HSF1 and HSF2 in Prostate Cancer 
	HSF1 and HSF2 in Lung Cancer and Esophageal Squamous Cell Carcinoma (ESCC) 
	HSF1 and HSF4 in Colorectal Cancer (CRC) 

	Conclusions 
	References

