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ABSTRACT
A novel role for HSF1 as an inhibitor of non-homologous end joining (NHEJ)
repair activity was identified. HSF1 interacted directly with both of the N-terminal
sequences of the Ku70 and Ku86 proteins, which inhibited the endogenous
heterodimeric interaction between Ku70 and Ku86. The blocking of the Ku70 and Ku86
interaction by HSF1 induced defective NHEJ repair activity and ultimately activated
genomic instability after ionizing radiation (IR), which was similar to effects seen in
Ku70 or Ku80 knockout cells. The binding activity between HSF1 and Ku70 or Ku86
was dependent on DNA damage response such as IR exposure, but not on the heat
shock mediated transcriptional activation of HSF1. Moreover, the posttranslational
modification such as phosphorylation, acetylation and sumoylation of HSF1 did not
alter the binding activities of HSF1-Ku70 or HSF1-Ku86. Furthermore, the defect in
DNA repair activity by HSF1 was observed regardless of p53 status. Rat mammary
tumors derived using dimethylbenz(a)anthracence revealed that high levels of HSF1
expression which correlate with aggressive malignancy, interfered with the binding
of Ku70-Ku80. This data suggests that HSF1 interacts with both Ku70 and Ku86 to
induce defective NHEJ repair activity and genomic instability, which in turn suggests
a novel mechanism of HSF1-mediated cellular carcinogenesis.

fundamental cellular processes that are important to the
fitness of malignant cells, including cell cycle control,
ribosome biogenesis, protein translation, and glucose
metabolism [6, 7].
As a result, HSF1 both facilitates initial oncogenic
transformation and maintains the malignant phenotype
of established cancer cell lines driven by a wide range of
mutations. In mice and in cell culture, genetic ablation
of hsf1 expression potently impairs tumorigenesis and
cellular transformation driven by oncogenic activation or
tumor suppressor loss [6]. There is controversial evidence
that HSF1-mediated carcinogenic effects are dependent on
the transcriptional effect on HSP gene expression since
elevated expression of one or more of the major HSP
classes has been documented in many types of cancers
over the years [8]. However, constitutive activation of

INTRODUCTION
The heat shock factor (HSF)1 activation is critical
for maintaining homeostasis of the proteomes of cells
and is mediated in large part by increased expression
of classical heat shock proteins (HSP) such as HSP27,
HSP70, and HSP90 [1]. The HSF1-mediated stress
response and the activity of specific HSPs have both been
implicated in protecting organisms from a broad range of
pathophysiological conditions, including thermal injury,
ischemia/reperfusion, and chemotherapeutic agents/
ionizing radiation (IR) [2–4]. Much less is known about
the role of HSF1 in cancer. It has long been noted that
HSP levels increase in a wide range of tumor types
[5]. However, the effect of HSF1 activation goes far
beyond these chaperones. It helps coordinate a range of
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HSF1 does not fully explain HSP overexpression in
cancer cells, because genetic knockdown of HSF1 fails to
reduce HSP levels in many cancer cell lines to the normal
basal levels seen in non-transformed cells [9]. Moreover,
HSP reduction in tumors is unlikely to provide the best
surrogate endpoint for monitoring the efficacy of HSF1
inhibitors in clinical trials [9] and some data indicated
the possible functions of HSF1 itself, independent of its
transcriptional activities [10].
DNA double-strand breaks (DSBs) arise from
normal cellular processes, as well as from exogenous
sources, such as IR or other forms of genotoxic
stress. DNA DSBs are repaired by either homologous
recombination (HR) or non-homologous end joining
(NHEJ). The faster and more accurate of these repair
pathways, DNA-PK dependent NHEJ, is mediated by
Ku, DNA-PKcs and Ligase IV [11]. Correct handling of
DNA damage is essential for a cell’s survival. Cell lines
have been observed to inaccurately repair 20% to 25% of
their DSBs, depending on whether the breaks are simple
or complex [12]. This faulty repair, potentially as a result
of the error prone nature of NHEJ [12, 13], can lead to
genomic instability, which in turn can lead to onset of
cancer [14], either directly in the affected cell or in its
progeny [15].
There are some data suggesting the relationship
between HSF1 and DNA repair process. HSF1 was
reported to bind selectively in vitro to Ku protein [16]
and the cells with no HSF1 showed a reduced capacity
to repair IR-induced DSB [17]. HSF1 is also suggested
as a candidate pioneer transcription factor during DNA
replication and repair by replication protein A-HSF1
binding [18]. However, the exact roles of HSF1 in the
DNA repair pathway still are not known.
Previously, we reported that Plk-mediated HSF1
phosphorylation affect the metaphase to anaphase
transition and produce aneuploidy in functional p53defective cells through a mechanism independent of HSF1
transcriptional activity [10, 19]. Here we identified another
novel role for HSF1 as an inhibitor of NHEJ repair activity
through blocking the binding of heterodimer Ku70 and
Ku86 and ultimately inducing genomic instability.

(Figure 1A and 1B). When DNA damage repair proteins
such as DNA-PKcs, p53, and γ-H2AX were examined,
HSF1 knockdown cells showed increased phosphorylation
of these proteins (Figure 1C). HSF1−/− cells showed
increased cell death in response to IR relative to wildtype cells (HSF1+/+), when cell death and cleavage of
caspase-3 or PARP1 were evaluated (Supplementary
Figure 1). Consequently, this suggested that HSF1 is
involved in a defective DNA repair pathway and results in
an accumulation of DNA strand breaks and aneuploidy in
response to IR, as well as in protection from IR-induced
cell death.

HSF1 interacts with both Ku70 and Ku86
DNA-PK is composed of two components:
a 460 kDa catalytic subunit and a 70- and 86-kDa
heterodimeric regulatory component, also known as the
Ku protein [20–23]. HSF1 bound specifically to each
of two components of DNA-PK (Ku70 and Ku86);
however, HSF1 did not bind the catalytic subunit of
DNA-PK (DNA-PKcs) (Figure 2A). Moreover, neither
HSP27 nor HSP70 interacted with either Ku70 or Ku86
(Figure 2B), suggesting that HSF1-mediated defective
repair activity and aneuploidy were not dependent on
expression of HSPs which are transcriptional products
of HSF1. GST-HSF1 fusion proteins were used as bait to
study the interaction between HSF1 and endogenous Ku70
or Ku86 in HOS cells, and GST-pull-down assays were
performed to further characterize this interaction. HSF1
directly interacted with both Ku70 and Ku86 in HOS
cells (Figure 2C, left). An IP and an in vitro translation
assay showed the direct interaction between HSF1 and
both Ku70 and Ku86 (Figure 2C, right). To identify the
specific domain within HSF1 that is required for binding
to Ku proteins, we performed studies with deletion
mutants of the HSF1 and Ku proteins (Supplementary
Figure 2A). The wild-type HSF1 (WT) and C-terminal
domain deleted mutant (∆C) showed approximately equal
binding activity, whereas the N-terminal domain deleted
mutant of HSF1 (∆N) was severely reduced in binding
activity (Figure 2D, left). The N-terminal domain of HSF1
was determined to be the domain that interacts with Ku70
or Ku86. In the case of Ku70 and Ku86 were found to
be the domains that interacted with HSF1 (Figure 2D,
middle and right), suggesting that the N-terminal domain
of HSF1 can interact with the N-terminal domains of
Ku70 or Ku86. Other mammalian isoforms of HSF, such
as HSF2 and HSF4, did not interact with either Ku70 or
Ku86 (Supplementary Figure 2B).

RESULTS
HSF1 inhibits damage repair activity
Since our HSF1 binding partners screening assay
revealed that Ku70 and Ku86 were the binding partners
for HSF1, we examined damage responses after IR in
cells with or without HSF1. RNA interference against
HSF1 (Si-HSF1) in HOS cells (p53 defective and high
HSF1 expressing cells) resulted in decreased aneuploidy
production and Comet tail moments in IR-treated cells.
HSF1 knockout MEF cells (HSF1−/−, p53 wild type and
high HSF1 expressing cells) also showed similar effects
www.impactjournals.com/oncotarget

HSF1 inhibits heterodimeric binding activity
between Ku70 and Ku86
To examine whether binding between HSF1 and
Ku70 or Ku86 affects the endogenous heterodimerization
29713
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Figure 1: HSF1 inhibits damage repair activity. A. Si-HSF1 (30nM) transfected HOS cells and HSF1 MEF (HSF1+/+ and HSF1−/−)

cells were harvested at the indicated time points following exposed to a dose of 5 and 10 Gy IR. The percentage of the DNA content of
cells was measured by flow cytometry. B. DSBs were determined through use of the Comet assay. C. Western blotting or immunoblotting
of Si-HSF1 transfected HOS and HSF1 MEF (HSF1+/+ and HSF1−/−) cell extracts was conducted at the indicated time points following
treatment of cells with an IR dose of 5 and 10 Gy. Each data point represents the mean ± SE of three experiments. Significantly different
from the corresponding control cells at *p < 0.05. **p < 0.01.

of Ku70 and Ku86, HSF1 protein was added and interaction
activity was evaluated using immunoprecipitation. The
endogenous interaction between Ku70 and Ku86 was
inhibited in a concentration dependent manner by the
HSF1 protein, while the interaction between HSF1 and
Ku70/Ku86 was increased (Figure 3A). Because the
DNA-PK complex, including Ku70 and Ku86, is recruited
to DNA DSB sites after DNA damage [24], we next
determined whether the interaction of Ku70 or Ku86 with
HSF1 occurred at DSB sites. We employed a DSB pulldown assay using exogenously transfected double stranded
(ds) oligonucleotides to evaluate the association of the
DNA-PK complex and HSF1 with DNA DSBs. Then, we
showed that the association of the DNA-PK complexes
with DSBs was significantly reduced in a Si-Control HOS
nucleus as compared with that in a Si-HSF1 HOS nucleus
(Figure 3B). However, overexpression of HSF1 inhibited
the association of DNA-PK complexes with DSBs
(Supplementary Figure 3). The reporter systems which
can distinguish the DSB repair pathways, NHEJ or HR,
based on the enhanced green fluorescent protein (GFP)
and meganuclease such as I-SceI [25], indicated that HSF1
overexpression reduced NHEJ repair activity (Figure 3C),
www.impactjournals.com/oncotarget

but not HR repair activity (Supplementary Figure 4).
Immunostaining data also suggested that the IR damage
sites colocalized with HSF1 in nuclei when γ-H2AX and
HSF1 were co-stained, while in the case of heat shock
response, γ-H2AX was not induced (Figure 3D). Next,
we performed a kinetic analysis of the binding affinity
between HSF1 and the DNA-PK complex. IR increased
the binding activity between Ku70 and Ku86, as well as
the binding between DNA-PKcs and Ku86. However,
HSF1 overexpression inhibited these binding activities,
and consequently, the interaction between HSF1 and Ku86
was potentiated. The phosphorylation of DNA-PKcs and
γ-H2AX expression by IR were decreased remarkably in
HSF1 overexpressing cells when compared to control cells.
When we examined these phenomena in HSF1 knockdown
cells, opposite effects were observed (Figure 3E).

Knockout of Ku70 or Ku80 results in similar
patterns of HSF1 overexpression with defective
DNA repair and aneuploidy formation
Since HSF1 interfered with the binding of
Ku70 and Ku86 and inhibited the activity of Ku70- or
29714
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Figure 2: HSF1 interacts with both Ku70 and Ku86. A, B. Western blotting was conducted following immunoprecipitation using

HOS cell extracts. C. Glutathione-S transferase (GST) pull-down assays were performed by mixing GST-HSF1 fusion proteins (left) and
in vitro translated Ku70/Ku86 proteins were incubated with GST-HSF1 and immunoprecipitates were subjected to an in vitro binding
assay (right). D. Various deletion constructs of Flag-tagged HSF1 along with Ku70 and Ku86 constructs were transiently transfected into
HEK298T cells. Western blotting was performed following immunoprecipitation using cell extracts.

HSF1-mediated defective repair activity is
independent of its transcriptional activity

Ku86-mediated repair, the effects of a knockout of Ku70
or Ku80 were examined to determine if the effects were
similar to those of HSF1 overexpression. Knockdown of
Ku86 in HOS cells and Ku80 knockout cells resulted in
an inhibition of expression of γ-H2AX and phospho-p53
induced by IR, without any alteration in HSP expression
levels (Figure 4A). Increased Comet tail moments and
aneuploidy formation by IR were also demonstrated to
occur in Ku86 knockdown HOS cells and Ku80 knockout
cells (Figure 4B and 4C). Knockdown of Ku70 and Ku70
knockout cells gave similar results (Figure 4D, 4E and 4F).
When cell death and cleavage of caspase 3 or PARP1 were
evaluated, IR treated Ku80−/− cells showed an increase
in cell death compared with that seen in Ku80+/+ cells
(Supplementary Figure 5). Therefore, this suggests that
the role of HSF1 in defective DNA repair activity and
aneuploidy formation by IR, as well as in sensitization of
cells to IR-induced cell death, was similar to the effect
seen upon knockout of Ku proteins.
www.impactjournals.com/oncotarget

Since HSF1 is a well-known transcription factor
for HSPs, HSF1-mediated defective repair activity
and aneuploidy production may be dependent upon
its transcriptional activity. When knockdown of
HSP27 or HSP70 was performed in HOS cells, DNA
repair activities, such as production of Comet tails or
γ-H2AX formation in response to IR, were unchanged
(Figure 5A and 5B). Similarly, aneuploidy formation as
a result of IR was not altered by knockdown of HSP27
or HSP70 (Figure 5C). Even though HSF1−/− cells
showed reduced expression of HSP27 or HSP70 when
compared to HSF1+/+ cells, in HOS cells knockdown
or overexpression of HSF1 did not affect the expression
levels of HSP27 or HSP70 (Supplementary Figure 6A
and 6B). When it was examined if binding activity
between HSF1 and Ku70 or Ku86 was dependent on heat
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Figure 3: HSF1 inhibits binding activity between Ku70 and Ku86. A. Purified recombinant HSF1-GST proteins (0, 10, 50,
and 100 ng/ml) were added to HOS cell extracts. After 16 hrs, western blotting was performed following immunoprecipitation using cell
extracts. B. Si-Control or Si-HSF1 (30 nM) transiently transfected into HOS cells. The protein levels of HSF1, Ku86 and DNA-PKcs
in the dsDNA pull-down lysates, as well as in complete whole-nuclear extracts (WNE), were analyzed. C. GFP+ cells with mock or
HSF1 expression in U2OS cells stably expressing EJ5-GFP were determined by FACS analysis. GFP+ cells were graphically presented.
HSF1 expression level was determined by immunoblotting with Flag. ERK2 was used for equal loading control. *p < 0.05. D. HOS cells
were irradiated (5 Gy) or heat shock (42°C) for 1 h and stained for HSF1 (red), γ-H2AX (green), and DAPI. Cells were analyzed using
immunofluorescence microscopy. E. HOS cells were transiently transfected with Si-Control or Si-HSF1 (30 nM) and control or HSF1 wild
type plasmids. Cells were then exposed to a dose of 5 Gy IR and immunoblotting or immunoprecipitation were performed at the indicated
time points.

Posttranslational modification of HSF1 and
cellular p53 status do not affect the HSF1-Ku70
or HSF1-Ku86 interactions

shock (HS)-mediated transcriptional activity of HSF1
in HOS (Figure 5D) and NCI-H460 (Supplementary
Figure 6C) cells, 15 min or 30 min recovery after HS
dramatically induced HSP70 in accompanied with
the increased phosphorylation of HSF1 at Ser326,
suggesting transcriptional activation of HSF1. HS did
not alter the binding activity of HSF1-Ku70 or HSF1Ku86. However, IR exposure that dominantly showed
the increased expression of γ-H2AX, increased the
binding activity of HSF1-Ku70 or HSF1-Ku86, even
though transcriptional activation of HSF1 was not
observed, suggesting that binding activity between
HSF1 and Ku70 or Ku86 was only occurred by DNA
damage response, but not by the transcriptional
activation of HSF1.
www.impactjournals.com/oncotarget

Since HSF1 interacts with Ku70 and Ku86 in the
nucleus and posttranslational modification of HSF1
such as phosphorylation, acetylation or sumoylation is
reported to be able to modify the DNA binding activity of
HSF1 [26–28], several point mutants of phosphorylation,
acetylation and sumoylation sites were prepared and IP
experiments were performed. The HSF1 phosphorylation
including ser216, ser326 and ser419, HSF1 acetylation
including lys80 or HSF1 sumoylation including lys298,
did not affect binding between HSF1 and Ku70 or Ku86
(Figure 6A and 6B).
29716
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Figure 4: Knockout of Ku70 or Ku80 shows a pattern similar to HSF1 overexpression. A. Si-Control or Si-Ku86 (30 nM)

transfected HOS cells and Ku80 defective cells were exposed to doses of 5 and 10 Gy IR. Western blotting and RT-PCR were performed
at the indicated time points. B, E. The presence of DSBs was determined using the Comet assay. C, F. The percentage of the DNA
content of cells was measured by flow cytometry. D. Si-Control or Si-Ku70 (30 nM) transfected HOS cells and Ku70 knockout cells were
exposed to a dose of 5 and 10 Gy IR. Western blotting and RT-PCR were performed at the indicated time points. Each data point represents
the mean ± SE of three experiments. Significantly different from the corresponding control cells at *p < 0.05. **p < 0.01.

HSF1 expression correlates with aggressive
malignancy and negative binding activity of
Ku70-Ku80 in rat mammary tumors

Since p53 regulates NHEJ repair [29–31], the
interaction of HSF1 with Ku70 or Ku86 was examined
in cells with different p53 statuses such as HCT116
(p53+/+ and p53−/−) cells. The interaction between
HSF1 and Ku70 or Ku86 and Ku86 did not differ
according to p53 status (Figure 6C). Likewise, γ-H2AX
and p53 downstream signaling which were different
according to the HSF1 status, were not affected by
differences in p53 status. HSF1 knockdown facilitated
events downstream of p53 such as phosphorylation of
DNA-PKcs and γ-H2AX formation even in p53−/− cells
(Figure 6D). Increased formation of aneuploidy and
Comet tail moments by IR were inhibited by knockdown
of HSF1. p53 knockout cells showed an more increase in
aneuploidy and comet tail moments than p53+/+ cells,
while HSF1 knockdown still inhibited these phenomena
(Figure 6E and 6F).

www.impactjournals.com/oncotarget

To elucidate the physiological role of HSF1 in
tumorigenesis, we examined the relationship between
HSF1 expression and tumor malignancy in spontaneously
induced rat mammary tumors. Rat mammary tumors
were induced by DMBA [32] and these tumors were
all malignant adenocarcinomas. High HSF1 expressing
mammary tumors were determined to be aggressive
malignancies (Grade II) when their morphology was
evaluated using the parameters of Hilf et al. [33], while
low HSF1 expressing tumors showed little malignancy
(Grade I) (Figure 7A and 7B, Supplementary Figure 7).
Moreover, high HSF1 expressing tumors showed low
interaction activity between Ku70 and Ku80, while the
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Figure 5: HSF1-mediated defective repair activity is independent of its transcriptional activity. A. Western blotting or

immunoblotting of Si- HSP27 or Si-HSP70 transfected HOS cells extracts was conducted at the indicated time points following treatment
of cells with an IR dose of 5 Gy. The results represent one of three independent experiments. B. DSBs were determined through use of the
Comet assay. C. The percentage of the DNA content of cells was measured by flow cytometry. Each data point represents the mean ± SE
of three experiments vs control. D. HOS cells were heat shocked (HS) for 30 min at 42°C followed by indicated recovery times or exposed
IR (5 Gy). Total proteins were analyzed for Western blotting or immunoprecipitation.

binding activity of HSF1 and Ku70 or HSF1 and Ku80
was high. Tumors expressing low levels of HSF1 showed
opposite effects (Figure 7C).

and genomic instability. HSF1 interacts independently
with either Ku70 or Ku86 and inhibits heterodimerization
of Ku70 and Ku86. Heterodimerization of Ku70 and Ku86
is a key process in NHEJ repair pathways after IR damage
and inhibition of this heterodimerization by HSF1 induces
defective repair activity and aneuploidy. Ku70 and Ku86
interact with HSF1 via their N-terminal domains (Von
Willebrand A domain, vWA) of Ku70 or Ku86. vWA
is a well-studied domain involved in cell adhesion, in
extracellular matrix proteins, and in integrin receptors
[34]. In Ku70 and Ku86, the region encompassing the
vWA domain is the determinant of heterodimerization,
which is consistent with the role of vWA in protein-protein
interactions [34–36]. In addition, some of the numerous
protein-protein interactions demonstrated for the
eukaryotic Ku proteins, in addition to heterodimerization,
likely depend on the vWA domains of Ku70 and Ku86

DISCUSSION
In this paper, aneuploidy, a characteristic of
most human cancers, seemed to be activated by HSF1,
independent of its transcriptional activity such as HSP
expression. Therefore, since the regulation of the major
HSPs does not explain the entire range of HSF1 functions,
there are questions remaining regarding an alternative
mechanism for how HSF1 may be involved in cancer
initiation or progression. Our results provide some clues to
this. We identified a novel role for HSF1 as an inhibitor of
NHEJ repair activity through blocking the binding of Ku70
and Ku86 and ultimately inducing defective DNA repair
www.impactjournals.com/oncotarget
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Figure 6: Posttranslational modification of HSF1 and cellular p53 status does not affect the interaction of HSF1-Ku70
or HSF1-Ku86. A. Ku70 or Ku86 immunoprecipitations were performed, and each immunoprecipitation reaction mixture was either

mock treated (−) or treated with lambda phosphatase (+) (left). Control and Flag-HSF1 phospho-mutant constructs were transfected into
HEK293T cells and western blotting or immunoblotting was conducted following immunoprecipitation on cell extracts (right). B. Control
and Flag-HSF1 acetylation-defective mutant or HSF1 sumoylation mutant constructs were transfected into HEK293T cells and Western
blotting was performed following immunoprecipitation on cell extracts. C, D. Si-Control or Si-HSF1 transfected HCT116 (p53+/+ and
p53−/−) cells were exposed to a dose of 5 Gy IR. Western blotting was performed following immunoprecipitation using cell extracts.
E. The percentage of the DNA content of cells was measured. F. The presence of DSBs was determined using the Comet assay. Each data
point represents the mean ± SE of three experiments. Significantly different from the corresponding control cells at *p < 0.05. **p < 0.05.

[35, 37]. Heterodimerization between Ku70 and Ku80
is essential for DNA DSB repair and is also important in
activating DNA-PK, which is one of the main functions of
Ku [38–40]. Therefore, it has been suggested that HSF1
interacts with the vWA domains of both Ku70 and Ku86
and inhibits heterodimerization of Ku70 and Ku86.
As only HSF1, but not HSF2 and HSF4, has been
shown to bind to Ku70 and Ku86, this suggests a unique
function for HSF1 in DNA repair pathways. Indeed, when
we examined phospho-DNA-PKcs, γ-H2AX, Comet tail
formation, and aneuploidy, HSF1 increased expression of
each of these. Moreover, HSF1-mediated defective DNA
repair activity is not seen when HSPs such as HSP27 and
HSP70 were overexpressed. Moreover, HS-mediated
transcriptional activation of HSF1 is not involved in
the binding activity between HSF1 and Ku86 or Ku70,

www.impactjournals.com/oncotarget

suggesting independency from the transcriptional activity
of HSF1. Therefore, it is hypothesized that HSF1 has dual
roles of transcriptional and non-transcriptional functions.
Transcriptional functions of HSF1 such as HSP production
induce the cellular survival, while non-transcriptional
functions of HSF1 show the defective repair activity and
genomic instability in the survived cells.
Spontaneous rat mammary tumors that
overexpressed HSF1 that developed in response to
DMBA showed aggressive carcinogenesis with inhibition
of binding activity between Ku70 and Ku80, suggesting
a physiological role for HSF1 in tumor development by
inhibition of NHEJ repair activity.
Posttranslational modifications of HSF1 such as
phosphorylation, acetylation or sumoylation importantly
affect the HSF1 activity [25–27]. However, in the case of
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Figure 7: HSF1 expression correlates with aggressive malignancy in rat mammary tumors. H&E staining A. and staining

for HSF1, Ku70 and Ku80 B. in rat mammary adenocarcinomas. Statistical significance from rat mammary tumors was set to *p < 0.05.
**p < 0.01. C. Western blotting was performed following immunoprecipitation using rat mammary tumor tissue extracts. D. Hypothetical
scheme that HSF1induces defective repair activity by interfering with the interaction between Ku70 and Ku86.

NHEJ regulation of HSF1, posttranslational modifications
are not involved, even though all the modifications of
HSF1 are not examined in this study. We do not know the
upstream pathways for HSF1 binding activity with Ku70
or Ku86, however, at least, DNA damage responses after
IR may be importantly involved.
Faulty DNA repair, potentially as a result of
the error prone nature of NHEJ [12, 13], can lead to
genomic instability, which in turn can lead to the onset
of cancer [14], either directly in the affected cell or in its
progeny [15]. Furthermore, factors traditionally linked to
accurate repair, such as Ku, may also be linked to misjoining of breaks [15]. Therefore, HSF1, which inhibits
heterodimerization of Ku70 and Ku86, may have a role
in defective NHEJ repair and may be involved in the
promotion of genome instability.
In our previous study, we reported that HSF1
phosphorylation by Plk1 in mitosis and prolonged Plk1mediated HSF1 phosphorylation affect the metaphase to
anaphase transition and produce aneuploidy in functional

www.impactjournals.com/oncotarget

p53 defective cells through a mechanism independent of its
transcriptional activity [10, 19]. However, p53 status was
not important for HSF1 and Ku binding. This discrepancy
suggested that different roles of p53 in regulation of
HSF1-mediated mitosis or NHEJ repair process.
In conclusion, we identified a novel function of
HSF1 as an inhibitor of NHEJ repair through inhibition
of heterodimerization of Ku70 and Ku86, which affects
genomic instability and cancer development (Figure 7D).
Therefore, interfering with the protein-protein interaction
of HSF1 and the vWA domains of Ku70 or Ku86 may be
an effective strategy for inhibiting tumorigenesis.

MATERIALS AND METHODS
Cell culture
HOS (human osteosarcoma cell) cells was cultured
in RPMI medium supplemented with 10% fetal bovine
serum and 1% penicillin-streptomycin (Gibco) at 37°C
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in humidified 5% CO2 incubator. HSF1 knockout mouse
embryonic fibroblast (HSF1+/+ and HSF1−/− MEF) cells
were provided by Dr. Ivor J. Benjamin (University of Utah,
Salt Lake City, UT). Ku70 knockout mouse embryonic
fibroblast (Ku70+/+ and Ku70−/− MEF) cells were
provided by Dr. S. Matsuyama (The University of Western
Ontario, Canada). Ku80-defective xrs6 and CHO-K1 cells
were provided by Dr. Bernard S. Lopez (Centre National
de la Recherche Scientifique/Commissariat à l’Energie
Atomique, France). HEK293T (human embryonic kidney
cell) cells were cultured in Dulbecco’s minimal essential
medium (DMEM), supplemented with heat-inactivated
10% fetal bovine serum (FBS) and antibiotics.

in the presence of [35S] methionine, according to the
manufacturer’s protocol.

Cell cycle analysis
For cell cycle analysis, the cells were fixed in 70%
ethanol at −20°C for at least 18 h. The fixed cells
were washed once with PBS-EDTA and resuspended
in 1 ml of PBS. After the addition of 10 μl each of
propidium iodide (5mg/ml) and RNase (10 mg/ml), the
samples were incubated for 30 min at 37°C and analyzed
using a FACScan flow cytometer (BD Biosciences).

Linear dsDNA-associated protein
pull-down assay

Preparation of HSF1 mutant constructs

Nuclear extracts were isolated for a dsDNA
pull-down assay. A biotinylated oligonucleotide
(1 kb) generated by PCR amplification of pcDNA3
(5.4 kb) with the biotinylated forward primer
5′-GACTCTCAGTACAATCTGCTCTGA-3′ and the
reverse primer 5′-AGCTCTAGCATTTAGGTGACACT-3′,
was immobilized on streptavidin beads (Sigma).
Immobilized DNA was mixed with nuclear extracts and
incubated for 3 h at 4°C. The beads were washed with
buffer D (10 mM Tris, pH 7.6, and 100 mM NaCl) and
boiled for 5 min in 2 × SDS sample buffer. Doublestranded DNA-associated proteins were analyzed by SDSPAGE and visualized with enhanced chemiluminescence
detection (ECL, Amersham).

A full-length human HSF1 cDNA and deletion
constructs of HSF1, Ku70 and Ku86 were cloned into the
expression vector p3xFlag-myc-CMVTM-26, which were
generated by Cosmo (Cosmo Gentech, Inc). Site-directed
mutagenesis was carried out using the QuickChange™
mutagenesis kit (Stratagene). The constructs HSF1S216A, HSF1-S216E, HSF1-S326A, HSF1-S326E,
HSF1-S419A, HSF1-S419E (numbers indicate the
phosphorylation sites), HSF1-K80R (number indicates the
acetylation site) and HSF1-K298R (number indicates the
sumoylation site) were generated using as template wildtype HSF1.

Antibodies and reagents
Antibodies against HSF1, HSP70, HSP27, DNAPKcs, Ku86, Ku70, β-actin, GST, HA, Histone H1, and
p53 were purchased from Santa Cruz Biotechnology
(Santa Cruz, diluted 1:1000). Antibodies against p-p53,
p-DNA-PKcs (Ser 2056), γ-H2AX, FLAG, p-HSF1
(Ser 326), and Ku70 (N3H10) were obtained from
Cell Signaling Technology, Abcam, Millipore, SigmaAldrich, and Thermo Scientific, respectively (diluted
1:1000). Pre-designed siRNAs for human HSF1, HSP27,
HSP70, Ku70, Ku86, and a negative control Si-RNA
(30 nM) were purchase from Bioneer Corporation.
Propidium iodide (PI) and RNase A were purchased from
Sigma-Aldrich.

Immunoblotting and immunoprecipitation

Transient transfection of all cell types was carried
out using Lipofectamine 2000 (Invitrogen), according to
the manufacturer’s guidelines.

For immunoblotting, cells were lysed with
radioimmune precipitation buffer (50 mM Tris-HCl
(pH 7.5), 150 mM NaCl, 1% Nonidet P-40, 0.1% SDS,
and 1% sodium deoxycholate) supplemented with 1 mM
Na3VO4, 1 mM DTT, 1 mM NaF, and protease inhibitor
mixture (Roche Applied Science). The samples were
boiled for 5 min, and an equal amount of protein was
analyzed on SDS-PAGE.
For immunoprecipitation, cells (1 × 107) were lysed
in immunoprecipitation buffer (50 mM HEPES, pH 7.6,
150 mM NaCl, 5 mM EDTA, 0.1% Nonidet P-40). After
centrifugation (10 min at 15 000 × g) to remove particulate
material, supernatants were incubated with antibodies
(1:100) against IgG, HSF1, Ku70, Ku86, GST, and DNAPKcs with constant agitation at 4°C. Immunocomplexes
were precipitated with protein A-Sepharose (Sigma) and
analyzed by SDS-polyacrylamide gel electrophoresis.

In vitro translation analysis

Irradiation

In vitro transcription/translation of the full-length
wild-type Ku70 and Ku86 proteins was performed
using the TNT T7 Quick Master Mix kit (Promega)

Cells were exposed to γ-rays using a 137Cs γ -ray
source (Atomic Energy of Canada) with a dose rate of
3.81 Gy/min.

Cell transfection
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Immunofluorescence analysis

for 2 h in a humid chamber at 37°C, washed with PBS
for 10 min, and sections were then incubated for 30
min at 37°C with secondary antibody. After additional
incubation with streptavidin-horseradish peroxidase
for 30 min, immunoreactive sites were visualized using
3,3′-diaminobenzidine (DAB) staining for 5 min. Sections
were counterstained with Harris’ hematoxylin, dehydrated,
and mounted with coverslips.

Immunofluorescence analysis was performed
essentially as previously described (41).

Determination of HR or NHEJ activity
The experiment was performed as described
previously (21). In detail, U2OS cells, stably expressing
pimDR-GFP or pimEJ5-GFP (generously gifted from
Dr. Jeremy M. Stark, Beckman Research Institute, USA)
were transfected with 4 μg of I-SceI (pCB-Asce) with
20 μl of Lipofectamine 2000 (Invitrogen) in 1 ml of
OptiMEM(gibco) with 4 μg of Mock vector or Flag-HSF1.
Media were changed 3 hours after transfection. The cells
were incubated for additional 72 hours and the percentage
of GFP positive cells was determined by fluorescenceactivated cell sorting (FACS) analysis.

Spontaneous mammary tumor development and
histological examination
Spontaneous mammary tumors were induced to
female Sprague-Dawley (SD) rats by oral administration
of DMBA (15 mg/rat, Sigma). Rats were autopsied under
ether anesthesia 26 weeks after DMBA and collected
tumors were fixed in 10% neutral buffered formalin, and
paraffin-embedded sections were routinely prepared and
stained with hematoxylin and eosin (H&E) for histological
evaluation. The grading of rat breast carcinomas parallels
the efforts in human breast carcinoma to establish a
basis for the estimation of virulence and thus probable
prognosis. In rat tumors, the grading is mainly based
on histology, since unlike human tumors, other criteria
such as metastases to lymph nodes and distant organs are
exceedingly rare. The major criteria are irregularities in
the size, shape and staining of cells and nuclei, and the
frequency of mitoses. Other findings, such as necrosis,
fibrosis and hemorrhage, also influence the grading (22).
The studies were conducted under guidelines for the use
and care of laboratory animals and were approved by
the Institutional Animal Care and Use Committee of the
Korean Institute of Radiological and Medical Sciences
(KIRAMS).

In vitro protein-binding assay
Pull-down assays were performed by incubating
the GST-HSF1 fusion proteins, loaded on glutathionesepharose beads, with cellular lysates in binding buffer,
for 18 hours at 4°C. The beads were washed extensively,
resuspended in sample buffer, and analyzed by SDS-PAGE
and western blotting with the indicated Abs.

Reverse transcription-polymerase chain reaction
(RT-PCR)
RT-PCR was performed essentially as previously
described (42).

Neutral comet assay
The cells were exposed to IR and subjected to
a comet assay to detect DNA damage and repair at the
single-cell level, using a commercially available assay
system (Trevigen).

Statistical analysis
All statistical significance was determined by
the Student’s t-test. The differences were considered
significant if the p-value was less than 0.05.

Phosphatase treatment
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Immunohistochemistry
Tumor slides were deparaffinized and rehydrated
using xylene and alcohol. For immunoperoxidase
labeling, endogenous peroxidase was blocked with 0.3%
H2O2 in Phosphate-buffered saline (PBS) for 15 min
at room temperature. Primary anti-HSF1, anti-Ku70
and anti-Ku86 antibodies were reacted with the tissue

www.impactjournals.com/oncotarget

29722

Oncotarget

CONFLICTS OF INTEREST

14. Valko M, Izakovic M, Mazur M, Rhodes CJ, Telser J. Role
of oxygen radicals in DNA damage and cancer incidence.
Mol Cell Biochem. 2004; 266:37–56.

The authors declare no commercial or financial
conflict of interest.

15. Suzuki K, Kashino G, Kodama S, Watanabe M. Long-term
persistence of X-ray-induced genomic instability in quiescent
normal human diploid cells. Mutat Res. 2009; 671:33–39.

REFERENCES

16. Huang J, Nueda A, Yoo S, Dynan WS. Heat shock transcription factor 1 binds selectively in vitro to Ku protein and
the catalytic subunit of the dependent protein kinase. J Biol
Chem. 1997; 272:26009–26016.

1. Balch WE, Morimoto RI, Dillin A, Kelly JW. Adapting
proteostasis for disease intervention. Science. 2008;
319:916–919.
2. Christians ES, Yan LJ, Benjamin IJ. Heat shock factor 1
and heat shock proteins: critical partners in protection
against acute cell injury. Crit Care Med. 2002; 30:S43–50.

17. Li Q, Martinez JD. Loss of HSF1 results in defective
radiation-induced G2 arrest and DNA repair. Rad Res.
2011; 176:17–24.

3. Westerheide SD, Morimoto RI. Heat shock response modulators as therapeutic tools for diseases of protein conformation. J Bio Chem. 2005; 280:33097–33100.

18. Fujimoto M, Takaki E, Takii R, Tan K, Prakasam R,
Hayashida N, Iemura S, Natsume T, Nakai A. RPA assists
HSF1 access to nucleosomal DNA by recruiting histone
chaperone FACT. Mol Cell. 2012; 48:182–194.

4. Lee HJ, Kim EH, Choi TH, Cheon GJ, Lee YJ, Lee YS.
Heat shock protein 27-targeted heptapeptide of the PKCΔ
catalytic V5 region sensitizes tumors with radio-and chemoresistance. Int J Radiat. Oncol Biol Phys. 2011; 80:221–230.

19. Kim EH, Lee YJ, Bae S, Lee JS, Kim J, Lee YS. Heat
Shock Factor 1-Mediated Aneuploidy Requires a Defective
Function of p53. Cancer Res. 2009; 69:9404–9412.

5. Jolly C, Morimoto RI. Role of the heat shock response and
molecular chaperones in oncogenesis and cell death. J Natl
Cancer. Inst. 2000; 92:1564–1572.

20. Shrivastav M, Miller CA, De Haro LP, Durant ST,
Chen BP, Chen DJ, Nickoloff JA. DNA-PKcs and ATM
co-regulate DNA double-strand break repair. DNA Repair.
2009; 8:920–929.

6. Dai C, Whitesell L, Rogers AB, Lindquist S. Heat shock
factor 1 is a powerful multifaceted modifier of carcinogenesis. Cell. 2007; 130:1005–1018.

21. Lieber MR, Gu J, Lu H, Shimazaki N, Tsai AG.
Nonhomologous DNA end joining (NHEJ) and chromosomal translocations in humans. Subcell Biochem. 2010;
50:279–296.

7. Mendillo ML, Santagata S, Koeva M, Bell GW, Hu R,
Tamimi RM, Fraenkel E, Ince TA, Whitesell L, Lindquist S.
HSF1 drives a transcriptional program distinct from heat
shock to support highly malignant human cancers. Cell.
2012; 150:549–562.

22. Kloosterman WP, Tavakoli-Yaraki M, van Roosmalen MJ,
van Binsbergen E, Renkens I, Duran K, Ballarati L,
Vergult S, Giardino D, Hansson K, Ruivenkamp CA,
Jager M, van Haeringen A, et al. Constitutional
chromothripsis rearrangements involve clustered doublestranded DNA breaks and nonhomologous repair mechanisms. Cell Rep. 2012; 1:648–655.

8. Calderwood SK, Khaleque MA, Sawyer DB, Ciocca DR.
Heat shock proteins in cancer: chaperones of tumorigenesis.
Trends Biochem Sci. 2006; 31:164–172.
9. Whitesell L, Lindquist S. Inhibiting the transcription factor
HSF1 as an anticancer strategy. Expert Opin Ther Targets.
2009; 13:469–478.

23. Abe T, Ishiai M, Hosono Y, Yoshimura A, Tada S,
Adachi N, Takata M, Takeda S, Enomoto T, Seki M.
KU70/80, DNA-PKcs, and Artemis are essential for the
rapid induction of apoptosis after massive DSB formation.
Cell Signal. 2008; 20:1978–1985.

10. Lee YJ, Kim EH, Lee JS, Jeoung D, Bae S, Kwon SH,
Lee YS. HSF1 as a mitotic regulator: phosphorylation of
HSF1 by Plk1 is essential for mitotic progression. Cancer
Res. 2008; 68:7550–7560.

24. Uematsu N, Weterings E, Yano K, Morotomi-Yano K,
Jakob B, Taucher-Scholz G, Mari PO, van Gent DC,
Chen BP, Chen DJ. Autophosphorylation of DNA-PKCS
regulates its dynamics at DNA double-strand breaks. J Cell
Biol. 2007; 177:219–229.

11. Meek K, Gupta S, Ramsden DA, Lees-Miller SP. The
DNA-dependent protein kinase: the director at the end.
Immunol Rev. 2004; 200:132–141.
12. Covo S, de Villartay J-P, Jeggo PA, Livneh Z. Translesion
DNA synthesis-assisted non-homologous end-joining
of complex double-strand breaks prevents loss of DNA
sequences in mammalian cells. Nucleic Acids Res. 2009;
37:6737–6745.

25. Gunn A, Bennardo N, Cheng A, Stark JM. Correct
End Use during End Joining of Multiple Chromosomal
Double Strand Breaks Is Influenced by Repair Protein
RAD50, DNA-dependent Protein Kinase DNAPKcs, and Transcription Context. J Bio Chem. 2011;
286:42470–42482.

13. Guirouilh-Barbat J, Huck S, Bertrand P, Pirzio L,
Desmaze C, Sabatier L, Lopez BS. Impact of the KU80
pathway on NHEJ-induced genome rearrangements in
mammalian cells. Mol Cell. 2004; 14:611–623.

www.impactjournals.com/oncotarget

26. Anckar J, Hietakangas V, Denessiouk, Thiele DJ,
Johnson MS, Sistonen L. Inhibition of DNA binding by

29723

Oncotarget

differential sumoylation of heat shock factors. Mol Cell
Biol. 2006; 26:955–964.

with roles in cell adhesion and elsewhere. Mol Biol Cell.
2002; 13:3369–3387.

27. Kline MP, Morimoto RI. Repression of the heat shock
factor 1 transcriptional activation domain is modulated
by constitutive phosphorylation. Mol Cell Biol. 1997;
17:2107–2115.

35. Walker JR, Corpina RA, Goldberg J. Structure of the Ku
heterodimer bound to DNA and its implications for doublestrand break repair. Nature. 2001; 412:607–614.
36. Aravind L, Koonin EV. Prokaryotic homologs of the
eukaryotic DNA-end-binding protein Ku, novel domains in
the Ku protein and prediction of a prokaryotic double-strand
break repair system. Genome Res. 2001; 11:1365–1374.

28. Westerheide SD, Anckar J, Stevens SM Jr, Sistonen L,
Morimoto RI. Stress-inducible regulation of heat shock
factor 1 by the deacetylase SIRT1. Science. 2009;
323:1063–1066.

37. Downs JA, Jackson SP. A means to a DNA end: the many
roles of Ku. Nat Rev Mol Cell Biol. 2004; 5:367–378.

29. Sengupta S, Harris CC. p53: traffic cop at the crossroads
of DNA repair and recombination. Nat Rev Mol Cell Biol.
2005; 6:44–55.

38. Ribes-Zamora A, Mihalek I, Lichtarge O, Bertuch AA.
Distinct faces of the Ku heterodimer mediate DNA repair
and telomeric functions. Nat Struct Mol Biol. 2007;
14:301–307.

30. Gao Y, Ferguson DO, Xie W, Manis JP, Sekiguchi J,
Frank KM, Chaudhuri J, Horner J, DePinho RA, Alt FW.
Interplay of p53 and DNA-repair protein XRCC4 in tumorigenesis, genomic stability and development. Nature. 2000;
404:897–900.

39. Jin S, Weaver DT. Double-strand break repair by Ku70
requires heterodimerization with Ku80 and DNA binding
functions. EMBO J. 1997; 16:6874–6885.

31. Helton ES, Chen X. p53 modulation of the DNA damage
response. J Cell Biochem. 2007; 100:883–896.

40. Rivera-Calzada A, Spagnolo L, Pearl LH, Llorca O.
Structural model of full-length human Ku70-Ku80 heterodimer and its recognition of DNA and DNA-PKcs. EMBO
Rep. 2007; 8:56–62.

32. Lee HJ, Lee YJ, Kang CM, Bae S, Jeoung D, Jang JJ,
Lee SS, Cho CK, Lee YS. Differential gene signatures in
rat mammary tumors induced by and those induced by fractionated gamma radiation. Radiat Res. 2008; 170:579–590.

41. Kang GY, Pyun BJ, Seo HR, Jin YB, Lee HJ, Lee YJ,
Lee YS. Inhibition of Snail1-DNA-PKcs Protein-Protein
Interface Sensitizes Cancer Cells and Inhibits Tumor
Metastasis. J Biol Chem. 2013; 288:32506–32516.

33. Hilf R, Goldenberg H, Gruenstein M, Meranze DR,
Shimkin MB. Lack of correlation between morphological
and biochemical parameters in mammary adenocarcinomas
of rats induced with 7, 12-dimethylbenz (a) anthracene.
Cancer Res. 1970; 30:1223–1230.

42. Yoon T, Kang Gy, Han AR, Seo EK, Seo YS. 2,
4-Bis (4-hydroxybenzyl) phenol Inhibits Heat Shock
Transcription Factor 1 and Sensitizes Lung Cancer Cells
to Conventional Anticancer Modalities. J Nat Prod. 2014;
77:1123–1129.

34. Whittaker CA, Hynes RO. Distribution and evolution of von
Willebrand/integrin A domains: widely dispersed domains

www.impactjournals.com/oncotarget

29724

Oncotarget

