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Efficacy of hyperthermia in human colon adenocarcinoma
cells is improved by auraptene
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Abstract: Colon adenocarcinoma is one of the most common cancers worldwide, and resistance to current therapeutic modal-
ities is a serious drawback in its treatment. Auraptene is a natural coumarin with considerable anticancer effects. The goal of this
study was to introduce a novel combinatorial approach for treatment against colon adenocarcinoma cells. To do so, HT29 cells
were pretreated with nontoxic auraptene and then hyperthermia was induced. Afterwards, the viability of the cells was assessed,
changes induced in the cell cycle were analyzed, and the expression patterns of candidate genes were studied. Results from the
MTT assay demonstrated significant (p < 0.01) decreases in cell viability when 20 pg/mL auraptene was used for 72 h, heat shock
was induced, and cells were allowed to recover for 24 h. Flow cytometry analysis also indicated considerable changes in the
distribution of cells between the sub-G,/G, and G,/M phases of cell cycle after the combinatorial treatment. Real-time RT-PCR
studies revealed significant (p < 0.01) up-regulation of P21 in the cells pretreated with auraptene after heat shock, whereas no
significant change was observed in HSP27 expression. Our findings not only indicate, for the first time, that the efficacy of
hyperthermia was improved by auraptene pretreatment, but also suggest that this coumarin could be used in the future to
achieve more effective therapeutic outcomes.
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Résumé : I’adénocarcinome du cdlon est I'un des cancers les plus répandus a travers le monde et la résistance aux thérapies actuelles
est un frein sérieux a son traitement. L’auraptene est une coumarine naturelle qui présente des effets anticancéreux importants.
L’objectif de cette étude était de présenter une nouvelle approche combinatoire contre les cellules d’adénocarcinome du c6lon.
A cette fin, des cellules HT29 ont été prétraitées avec une dose non-toxique d’aurapténe et elles ont ensuite été soumises a une
hyperthermie. Puis, la viabilité des cellules a été évaluée, les changements apportés cycle cellulaire ont été analysés et le patron
d’expression de génes candidats a été étudié. Les résultats du dosage au MTT ont démontré une diminution significative (p < 0,01)
de la viabilité cellulaire lorsque 20 pg/mL d’aurapténe était utilisé pendant 72 h, qu’un choc thermique était induit et que les
cellules étaient prélevées apres 24 h. L’analyse en cytométrie de flux indiquait aussi que des changements considérables se
produisaient dans la distribution des cellules entre les phases G,/G, et G,/M du cycle cellulaire apres le traitement combiné. Des
études en RT-PCR en temps réel ont révélé une régulation a la hausse significative (p < 0,01) de P21 chez les cellules prétraitées
a l'auraptene et I'induction du choc thermique subséquente, alors qu’aucune changement significatif de I'expression de HSP27
n’était observé. Les données actuelles indiquent que non seulement ’hyperthermie améliore I’efficacité de I’aurapténe et ce,
pour la premiére fois, mais aussi que cette coumarine pourrait étre utilisée dans une approche combinatoire plus efficace contre
I’'adénocarcinome du cdlon. [Traduit par la Rédaction)]

Mots-clés : hyperthermie, aurapténe, adénocarcinome du c6lon, approche combinatoire.

bined strategies, for instance, concomitant use of hyperthermia
with chemical drugs and (or) ionizing radiation (Kolosnjaj-Tabi
and Wilhelm 2017). Thermal ablation of tumors is a rapidly devel-
oping approach that preserves surrounding tissues by intraproce-
dural monitoring. However, incomplete ablation, disease recurrence,
and inferior outcomes are drawbacks that decrease the efficiency
of hyperthermia treatment (Chu and Dupuy 2014).

Auraptene (7-geranyloxycoumarin) is a well-known prenyloxy-
coumarin extracted from various plant species, mainly those from
Rutaceae and Apiaceae families. This natural coumarin has inter-

Introduction

Colon adenocarcinoma is among the top causes of cancer-
related death worldwide, with increasing rates of incidence in
developing countries (Torre et al. 2015). The availability of screening
methods such as colonoscopy allows the removal of precancerous
lesions, and as the disease progresses, surgical resection is applied
alone or in combination with chemoradiotherapy (Siegel et al. 2016).
Nevertheless, patients with late-stage colon adenocarcinoma still
suffer from tumor recurrence and have a poor survival prognosis,
which is mainly because of the acquired resistance of malignant

cells to anticancer treatments (Primrose et al. 2014).
To overcome the limitations of conventional therapies, a great
deal of investigation has focused on designing novel and com-

esting pharmacological and medicinal properties such as anti-
oxidative, antigenotoxic, and antibacterial effects. Moreover, the
anticancer activities of auraptene have been attributed to its in-
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hibitory effects on breast, prostate, endometrium, and liver carci-
nogenesis (Mori et al. 2001; Sakata et al. 2004; Hara et al. 2005;
Tang et al. 2007; Krishnan et al. 2009), and also apoptogenic effects
on human gastric carcinoma cells and leukemia cells (Jun et al.
2007; Moon et al. 2015). Regarding colon cancer studies, it has
been shown that auraptene administration induced chemopre-
ventive effects in animal models (Kohno et al. 2006; Hayashi et al.
2007; Tanaka et al. 2010), presented synergistic effects with ioniz-
ing radiation (Moussavi et al. 2017), and prevented the growth and
sphere formation of chemotherapy-resistant colon cancer cells
(Epifano et al. 2013).

Currently, one of the main goals of anticancer studies is to
eradicate cancer cells by innovative combinatorial strategies. Al-
though improvements in the efficacy of anticancer drugs and
radiotherapy in combination with auraptene has been reported
with esophageal, cervical, and colon carcinoma cells (Nabekura
et al. 2008; Moussavi et al. 2017; Saboor-Maleki et al. 2017), it is not
clear whether this coumarin could induce similar effects in com-
bination with other therapies. Accordingly, we aimed to evaluate
a novel approach against colon adenocarcinoma cells by examin-
ing the cytotoxic effects of hyperthermia alone and in combina-
tion with auraptene. Upon assessment of cell viability, cell cycle
analysis was carried out using flow cytometry, and the expression
patterns of apoptosis and heat shock mediators (P21 and HSP27)
were investigated by real-time reverse-transcription polymerase
chain reaction (RT-PCR).

Materials and methods

Preparation of auraptene

Auraptene [7(E)-3,7-dimethylocta-2,6-dienyloxy)-2H-chromen-2one|
was synthesized based on a previously described method (Askari
et al. 2009). In summary, 7-hydroxy-coumarin (1 mol/L) and trans-
geranyl bromide (1.5 mol/L) were reacted in acetone at room tem-
perature, in the presence of 1,8-diazabicyclo[5.4.0Jundec-7-ene
(DBU) (2 mol/L). Then, auraptene was purified as white crystals
(mp = 62.7-63.4 °C) by column chromatography using petroleum
ether/ethyl acetate (9:1, v/v), and its structure was confirmed by
1H- and ®*C-nuclear magnetic resonance.

To prepare different concentrations of auraptene, 2 mg of the
crystal was dissolved in 100 pL dimethylsulfoxide (DMSO; Merck)
and diluted with complete culture medium. Note that equal
amounts of DMSO for all auraptene concentrations (0.4% v/v) were
used as the control treatments.

Culture and treatment of cells

HT29 cells were obtained from Pasteur Institute (Tehran, Iran)
and cultured in Roswell Park Memorial Institute (RPMI) 1640 (Bio-
west) medium supplemented with 10% fetal bovine serum (FBS;
Biowest) and 1% (w/v) penicillin-streptomycin (Biowest). The cells
were incubated at 37 °C in a humidified atmosphere of 5% CO, in
air, and subcultured using 0.25% trypsin-1 mmol/L EDTA (Biowest).

To investigate the cytotoxic effects of hyperthermia in combi-
nation with auraptene, HT29 cells were pretreated with 10 or
20 pg/mL auraptene, as well as the appropriate DMSO control, for
24,48, and 72 h, and then heat shock was applied by transferring the
cell culture plates into a water bath for 30 min at 51 °C, followed by 12
and 24 h recovery periods in a CO, incubator at 37 °C.

Cell viability assay

To assess the viability of cells upon combinatorial treatment
with auraptene and hyperthermia, a tetrazolium-based colourim-
etric (MTT) test was used. In this regard, MTT dye (Atocel) was
dissolved in phosphate-buffered saline (PBS, 5 mg/mL) and added
to each well (20 pLfwell) at the end of the treatments. After 4 h of
incubation in 37 °C, the resulting formazan crystals were solubi-
lized in 150 pL of DMSO, and absorptions were measured at
545 nm in an ELISA plate reader (Awareness). To calculate the
percentage of cell viability, the mean absorbance of auraptene- or
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DMSO-pretreated cells after the heat shock was divided by the
mean absorbance of the untreated cells.

Cell cycle analysis

To determine the changes induced in the cell cycle after the
combinatorial treatment, HT29 cells were stained with propidium
iodide (PI; Sigma). Briefly, floating and attached cells from each
treatment were collected and washed with cold PBS containing 5%
FBS. Then, the cell pellets were resuspended in a hypotonic buffer
containing 50 pg/mL PI in 0.1% sodium citrate and 0.1% Triton
X-100, incubated for 15 min at 4 °C in the dark, and analyzed by
flow cytometry using a FACSCalibur instrument (BD Biosciences).

Gene expression studies

To investigate the effects of auraptene and hyperthermia on the
expression of apoptosis and heat shock mediators, real-time RT-PCR
was applied. In this regard, the total cellular RNA was extracted
from the treated cells and their relevant controls using RNX-plus
(Cinnagen). After the RNA samples were treated with DNase I
(ThermoScientific), the cDNA was synthesized using oligo-dT,
dNTPs, and M-MulV reverse transcriptase (ThermoScientific) ac-
cording to the manufacturer’s protocol. To confirm the fidelity
of amplified cDNAs, GAPDH primers (forward, GACCACTTTGT-
CAAGCTCATTTCC; and reverse, GTGAGGGTCTCTCTCTTCCTCTTGT)
were used for PCR. Real-time RT-PCR was then performed in an
iQ5 real-time PCR detection system (Bio-Rad) using SYBR green
mix (Pars Toos) and specific primers for P21 (forward, GGAAGAC-
CATGTGGACCTGT; and reverse, GGCGTTTGGAGTGGTAGAAA) and
HSP27 (forward, AAGGATGGCGTGGTGGAGATCA; and reverse,
GAGGAAACTTGGGTGGGGTCCA) with the following program:
95 °C for 4 min, (95 °C for 15 s, 55 °C for 15 s, 72 °C for 15 s; 50
cycles). Note that PCR efficiencies were calculated for all of the
primers used, from the given slopes of standard curves, generated
from serial dilutions of positive controls. In all analyses, GAPDH
transcripts were used as the internal control, and the normalized
values were plotted as relative fold-change compared with the
untreated cells.

Statistical analysis

The statistical significance was assessed by one-way ANOVA and
Tukey’s multiple comparison test using SPSS software, version 19.
All data presented are the mean * SD, and p values less than 0.05 and
0.01 were considered statistically significant for all comparisons.

Results

To assess cell viability after the combinatorial treatment, HT29
cells were pretreated with nontoxic auraptene for 3 consecutive
days, and then subjected to hyperthermia. Because the IC;, of
auraptene in HT29 cells was determined to be 39 pg/mL after 72 h
(Moussavi et al. 2017), we used 10 and 20 pg/mL auraptene, and
0.4% DMSO (relevant control) in these experiments. As shown in
Fig. 1, a significant (p < 0.01) decrease in cell viability was observed
when 20 pg/mL auraptene was used for 72 h, and the cells were
allowed to recover for 12 h after heat shock. More interestingly,
the percentage of viable cells decreased significantly (p < 0.01) for
all of the time points of auraptene (20 pg/mlL) treatment when the
recovery time after hyperthermia was 24 h.

Morphological observations indicated that in comparison with
untreated HT29 cells, 51 °C heat shock induced obvious altera-
tions in cells morphology, whereas a reduced number of attached
and alive cells was only visible when cells were pretreated with
20 pg/mL auraptene for 72 h (Figs. 2A-2D). Consistent with the
MTT results and morphological observations, flow cytometry
analysis after PI staining revealed considerable changes in the cell
cycle after auraptene pretreatment and heat shock (Figs. 2E-2H).
As presented in Fig. 2, 48% and 39% of the untreated HT29 cells
were detected in the sub-G,/G, and G,/M phases of the cell cycle,
respectively, whereas after hyperthermia, these amounts changed
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Fig. 1. Comparison of cell viability between 18 treatment groups: HT29 cells were treated with 10 or 20 pg/mL auraptene and 0.4% DMSO, as
the relevant control, for 24, 48, and 72 h, then heat shock was applied and cells were allowed to recover for 12 and 24 h; **, p < 0.01 compared

with the DMSO control.

100+ 95.6
i o11 & 937 %47 o3 0.4% DMSO
e 83.4 T 858 838 87_'3 I 10 pg/ml auraptene
80
S04 ®% 784 Il 20 pg/ml auraptene
= ¥ 73
2 67.1
=
3T 60-
3
=
o
(@]
40
20-
0

24h 48 h 72h

24h 48 h 72h

Duration of auraptene pretreatment

12 hrecovery

to 40% and 45%. In the DMSO-pretreated cells, 69% and 19% of cells
were present in sub-G,/G; and G,/M phases, respectively, and when
auraptene was administrated before hyperthermia, these amounts
changed to 83% and 12%.

To investigate the molecular mechanism underlying the com-
binatorial effects of auraptene and hyperthermia, the expression
pattern of P21, a gene involved in apoptosis induced by heat shock
stress, and HSP27, which provides thermotolerance and cytopro-
tection under stress condition, was studied by real time RT-PCR.
To do so, after HT29 cells were pretreated with 20 pg/mL au-
raptene for 72 h, heat shock was applied and cells were allowed to
recover for 24 h. Figure 3 presents the relative fold-changes in the
expression of P21 and HSP27 compared with the untreated cells. As
shown, significant (p < 0.05) increases in P21 expression were de-
tected after hyperthermia, and more importantly, this upregulation
was higher (p < 0.01) when the cells were pretreated with au-
raptene. Moreover, HSP27 expression was increased by heat shock,
and very interestingly, auraptene decreased HSP27 expression, al-
though the decrease was not statistically significant.

Discussion

Colon adenocarcinoma is one of the most common cancers
worldwide, with a high mortality rate. Recurrence of colon cancer is
common among patients, and developed resistance to current
therapeutic modalities limits the efficacy of clinical outcomes
(Primrose et al. 2014). Owing to the presence of residual malignant
cells after surgical resection and routine chemoradiotherapy,
complete eradication of colon adenocarcinoma at the advanced
stages is very difficult. Accordingly, a lot of effort has been de-
voted to design novel and more effective strategies against colon
cancer. In this study, we reported, for the first time, a new and
interesting anticancer approach by the combinatorial use of hy-
perthermia and auraptene.

Hyperthermia is a novel therapeutic option that is usually ap-
plied as an adjunct to other treatments, and ongoing clinical trials
are being done to better understand and improve this approach

Duration of auraptene pretreatment

24 hrecovery

(Kolosnjaj-Tabi and Wilhelm 2017). Auraptene, the most abundant
prenyloxycoumarin present in nature, has valuable pharmaceuti-
cal activities in the field of cancer studies. For instance, it induced
chemopreventive and anticancer effects in animal models and
human cancer cell lines, and enhanced efficacy of conventional
therapies through synergistic interactions with chemotherapeu-
tic drugs (Genovese and Epifano 2011).

In our current attempt, we investigated whether hyperthermia
alone or in combination with auraptene could induce a greater
cytotoxic effect on HT29 colon cancer cells. The assessment of cell
viability revealed that nontoxic auraptene significantly increased
the cytotoxic effects of hyperthermia, specifically at 24 h after
heat shock. Although it has been previously shown that auraptene
improved the cytotoxicity of anticancer drugs in skin, esophageal,
and cervical cancers (Nabekura et al. 2008; Kleiner-Hancock et al.
2010; Saboor-Maleki et al. 2017), and also enhanced the toxicity of
ionizing radiation in colon adenocarcinoma cells (Moussavi et al.
2017), this is the first report on the improved efficacy of hyperther-
mia by this coumarin derivative.

The cell cycle analyses revealed the increased presence of HT29
cells in the G,/M phase after heat shock, whereas the combination
of hyperthermia with auraptene resulted in considerable accumu-
lation of cells in sub-G,/G, phase. Consistent with our findings,
G,/M phase arrest has been reported after hyperthermia in several
cancer cell types, such as liver, lung, breast, and renal cancer cells
(Lin et al. 2013; Yan et al. 2014; Qi et al. 2015; Zhao et al. 2015).
Similar to our results, previous studies have also indicated the
growth-controlling effects of auraptene on breast and gastric car-
cinoma cells by cell cycle arrest in the sub-G, (Moon et al. 2015;
Mousavi et al. 2015) and G,-G, phases (Krishnan et al. 2009;
de Medina et al. 2010). Because the down-regulation of genes that
promote G, to S phase transition, such as cyclin D1, E2F1, CDC2, and
UHRF1, has been attributed to the anti-proliferative activity of
auraptene (Krishnan and Kleiner-Hancock 2012), the observed ef-
fects from our combinatorial treatment on HT29 cells might be
due to the changed expression of such cell cycle regulators.
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Fig. 2. Morphological alterations and flow cytometry analysis of HT29 cells after the various treatments. Phase contrast micrographs (A-D)
and cell cycle distribution (E-H) of the untreated cells (A and E), after hyperthermia application (B and F), and pretreated with 0.4% DMSO (C and G)

or 20 pg/mL auraptene (D and H) followed by heat shock. [Colour online.]
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In the investigation of mechanisms involved in our novel com-
binatorial approach, we analyzed the expression of P21 and HSP27
by real time RT-PCR. P21is a key component of the cellular stress
response that acts as a cyclin-dependent kinase inhibitor and in-
duces cell cycle arrest (Abbas and Dutta 2009). Our results re-
vealed a significant up-regulation of P21 after heat shock, and
intriguingly, P21 overexpression was more efficient after the com-
bined administration of auraptene and hyperthermia. In concor-
dance with our results, up-regulation of P21 in response to heat
shock has been reported in colorectal, liver, and retinoblastoma
cancer cells (Choi et al. 2003; Wei et al. 2008; Jeon et al. 2016).
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Moreover, the enhanced expression of P21 in cells pretreated with
auraptene is in agreement with published studies that reported
auraptene-induced expression of cell cycle key inhibitors includ-
ing BAX, P21, P53, and DDIT3 in various cancer cells (Krishnan and
Kleiner-Hancock 2012; Moon et al. 2015; Mousavi et al. 2015;
Saboor-Maleki et al. 2017). In addition, because P21 prevents cell
cycle progression by inhibiting cyclin-CDK complexes, in-
creased expression of P21 upon combinatorial administration
of auraptene and hyperthermia also explains, to some extent,
the accumulation of HT29 cells in the sub-G,/G; phase of the cell

cycle.
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Fig. 3. Gene expression pattern of P21 and HSP27 in HT29 cells after the combinatorial treatment. Note that the normalized values were plotted as
relative fold-change compared with the untreated cells; *, p < 0.05 and **, p < 0.01 compared with the untreated cells.
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HSP27, also known as HSPBI, acts as a molecular chaperone in
cells exposed to different stresses, including heat shock, to pre-
vent aggregation of misfolded proteins, and also modulates cell
death pathways through its anti-apoptotic activity (Garrido et al.
2006). Our findings demonstrated increased expression of HSP27
after heat shock, while down-regulation of this gene was observed
as a result of our combinatorial treatment, although this was not
statistically significant. Similarly, heat-shock-inducible HSP27 ex-
pression has been observed in melanoma, lymphoma, colon, and
pancreatic adenocarcinoma cells (Coss et al. 2003; Rashmi et al.
2003; Tabuchi et al. 2008; Schéfer et al. 2012). In line with our
findings, increased thermally induced apoptosis in melanoma
and colon cancer cells has been reported upon HSP27 knock-down
(Chen et al. 2007; Wang et al. 2016). Accordingly, it is possible that
the improved toxicity of hyperthermia in the cells pretreated with
auraptene might also be due to a slight down-regulation of HSP27
in the HT29 cells.

In conclusion, we present evidence, for the first time, that
auraptene improved the cytotoxic efficiency of hyperthermia in
colon adenocarcinoma cells. Because acquired resistance to con-
ventional therapies is a major challenge in the treatment of colon
cancer, auraptene could serve as a potent agent in future combi-
natorial therapies. However, further research is necessary to more
precisely define the mechanism of hyperthermic effects in com-
bination with auraptene on colon and other kinds of cancer cells.
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