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Abstract:

Background: Oleuropein is a form of phenolic
compound which can be majorly found in the olive
leaves. Previous studies have shown several biological
functions of oleuropein against different cancer cells.
Aim and Objectives: This research was designed to
study the pre-initiation effect of oleuropein on the early
skin tumour development using a mouse model.
Material and Methods: Female Institute of Cancer
Research (ICR) mice (n=6 per group) were divided into
2 groups (group 1 asa carcinogen control and group 2 as
a vehicle control) and 1 treatment group (group 3: 10
mg/kg of oleuropein). Results: After 10 weeks, Group 3
showed delay in epidermal hyperplasia formation and a
significant reduction (p<0.05) in the epidermal
thickness as compared to Group 1. Data were also
displayed a significant increase (p<0.05) in the
apoptotic rate in Group 3 as compared to Group 1 and 2.
For biochemical assays, the level of Malondialdehyde
(MDA) was significantly (p<0.05) decreased whilst the
levels of Glutathione (GSH) and Superoxide Dismutase
(SOD) were significantly (p<0.05) increased in Group 3
as compared to Group 1. Conclusion: Our results
indicate that pre-initiation treatment of oleuropein may
prevent skin tumour development through its
antioxidant and apoptotic activities.
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Introduction:
Skin cancer is one of the most common forms of
human cancer, in which increasing new skin cancer

cases are diagnosed every year worldwide [1]. Skin
cancer is mainly caused by various environmental
carcinogens, inflammatory agents, UV radiations,
and tumour promoters [2]. Conversion of benign
stage to malignancy is considered as one of the
most significant stages of carcinogenesis. Whether
an initiated cell will form a benign tumour and
undergo malignant conversion is unpredictable.
Thus, preventing cancer at the early stage is most
likely anticipated rather than at the late stage which
in many cases leads to mortality. In accordance
with this, the great discoveries have been made in
the natural product-based treatment on several
types of cancer. Oleuropein, the most common
phenolic compound that can be found abundantly
in olive leaves, seeds, pulp and skin of unripe olives
have shown its miraculous effects on various
diseases [3].

Studies in the past exhibited that oleuropein
possesses a variety of pharmacological roles which
includes being antioxidant [4], anti-inflammatory
[5], antimicrobial [6] and anticancer [7]. A recent
study showed the anti-tumour effects of orally
administered oleuropein to induce tumour
regression in mice bearing spontaneous tumours
[8]. However, the effect of oleuropein on the pre-
initiated stage by using a 7, 12-Dimethylbenz[a]
anthracene/12-O-tetradecanoylphorbol-13-acetate
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(DMBA/TPA)-induced skin carcinogenesis in
mouse model is still undetermined.

The two-stage skin carcinogenesis model by
DMBA/TPA is an excellent in vivo model that can
well annotate stages of carcinogenesis including
initiation and promotion [9, 10]. Itis transpired that
the development of initiated pre-neoplastic cells
can be stimulated by the presence of oxidative
stress [11] leading to a decrease in apoptosis or an
increase in proliferation [12]. Oxidative stress
happens when there is an overproduction of
reactive oxygen species rather than the
antioxidant. The present study was conducted to
investigate whether treatment of oleuropein before
the initiation stage could inhibit the two-stage skin
carcinogenesis model. Moreover, this study has
also looked on the effect of oleuropein to apoptotic
rate and oxidative stress levels.

Material and Methods:

Chemicals and Reagents

DMBA, TPAand oleuropein were purchased from
Sigma-Aldrich, America. All the other reagents
used were of highest purity and were
commercially available.

Animals

Total of 18 female Institute of Cancer Research
(ICR) mice around seven to eight-week old (25-
30g) were obtained from the Animal Resource
Unit, Faculty of Health Sciences, National
University of Malaysia (UKM). All animals were
maintained in polypropylene cages at room
temperature with free access to standard mouse
pellet diet and fresh tap water ad libitum. All
animal procedures in this study were approved by
the Animal Ethics Committee of UKM with the
approval number FSK/2016/FATHIAH/28-
SEPT./795-SEPT.-2016-APR.-2018.

Two-stage mouse skin carcinogenesis model
Two days before commencement of the
experiment, each mouse was dorsally shaved with
an electric hair clipper. Mice were randomly
divided into three groups (n: 6 mice per group):
Group 1 as a carcinogen control received DMBA
(200 nmol in 100pl acetone) and TPA (20 nmol in
100ul acetone) (13); Group 2 as a vehicle control
received acetone alone (100pl); and Group 3 as a
treatment group received topical application of
oleuropein, 10 mg/kg body weight (14) before
DMBA and TPA. Mice in Group 3 were pre-
treated with oleuropein daily for 2 weeks before
continued with DMBA-initiated agent and
followed by TPA-promoted agent twice a week
for 10 weeks. Body weight of animals were
recorded every week.

Histopathological analysis

The skin tissues from the treated sites were
biopsied and part of the tissues was stored in 10%
neutral buffered formalin for histology processing.
The tissues were embedded in paraffin wax and
were cut to 5 pum sections using a microtome
before stained with Haematoxylin and Eosin
(H&E). The final sections were examined under
light microscope for histopathological changes.
The epidermal thickness was measured using the
Image J software under the magnification of 40x.

Analysis of apoptotic activity

Apoptotic activity was analysed by Immuno-
histochemistry (IHC) analysis on caspase-
3protein expression. The 5 pm section was
deparaffinized in xylene and dehydrated in
absolute alcohol. The deparaffinized section was
boiled for 2-4 minutes in commercial citrate buffer
for antigen retrieval. Then, each section was
treated with 3% H,0O, to suppress the endogenous

© Journal of Krishna I nstitute of Medical Sciences University 44



JKIMSU, Vol. 8, No. 1, January-March 2019

Dayang Noor Suzliana John et al.

peroxidase activity. Primary antibody of an
activated caspase-3 (Cell Signalling Technology)
was incubated to the section for overnight at 4°C.
On the next day, the sections were washed with
Phosphate Buffered Saline (PBS) before and were
incubated with secondary horseradish peroxidase-
conjugated antibody at room temperature for 1
hour. The brown colour was developed on the
section with DAB-peroxidase reaction. The level
of apoptotic activity was expressed as the
percentage (%) of total nuclei that was positively
labelled for active caspase-3 [15].

Analysis of biochemical parameters

The skin tissue was homogenized using a glass-
Teflon homogenizer in PBS (0.1M, pH 7.4). The
homogenized tissue was centrifuged at 3000 rpm
for 20 min at 4°C. The supernatant was aliquoted
for estimation of Malondialdehyde (MDA),
Reduced Glutathione (GSH) and Superoxide
Dismutase (SOD). The protein content was
assessed using the Lowry method. The MDA level
was measured to indicate oxidative stress activity
by lipid peroxidation. The principle of the method
of MDA measurement was based on MDA
reaction with Thiobarbituric Acid (TBA) that
yields TBA reactive substances (TBARS) in pink
chromogen colour. The pink chromogen colour
was then measured using spectrophotometer at
532 nm wavelength to determine the MDA
concentration [16]. GSH level was measured
based on the principle of GSH reaction with 5, 5'-
dithiobis-2-nitrobenzoic acid (DTNB) [17].
Colour production was measured using
spectrophotometer at 412 nm wavelength to
determine the GSH concentration. In principle, the

SOD level was determined based on superoxide
reaction with SOD that causes Nitro Blue
Tetrazolium (NBT) reduction in purple colour
[18]. The coloured product was then measured
using spectrophotometer at 560 nm wavelength to
determine the SOD concentration as unit of
enzyme/mg protein.

Statistics

SPSS software version 22 was used for statistical
analysis. The level of significance between
different groups was analyzed using one-way
Analysis of Variance (ANOVA). Data obtained
were presented as Mean and Standard Error of
Mean (Mean = SEM), and values of p<0.05 were
considered statistically significant.

Results:

Histopathological analysis

Fig. 1 shows the histopathological changes in the
early development of two-stage mouse skin
carcinogenesis model on week 10. Data indicate
that oleuropein pre-treated group showed a
reduction in hyperplasia development on the
mouse model (Fig. 1a) whilst carcinogen control
group displayed thick hyperplasia with
disorganised epithelial layers on the same week
(Fig. 1b). On the other hand, vehicle control group
remained normal with a single layer of epidermal
cells (Fig. 1c). Results from the histopathological
evaluation were supported by the measurement of
epidermal thickness (um). Pre-treatment with
oleuropein has resulted in a significant reduction
(p<0.05) in the thickness of epidermal layers
(35.59£0.15 um) as compared to the carcinogen
control group (146.35+12.5 um) (Fig. 2).
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Fig. 1: Histological Analysis of Two-Stage Skin Carcinogenesis Mouse Model
(a): Oleuropein pre-treated group showed delay in hyperplasia formation. This reflects the ability
of pre-treated oleuropein to interrupt initiated cells from proliferation during the DMBA/TPA-

induced carcinogenic period).

(b):DMBA/TPA group display thick hyperplasia appearance together with disarrangement of
epidermal layers which indicates an increase in proliferation and high number of cells.
(c): \ehicle control group remained normal with a single layer of epidermal cells. (Magnification 40x)
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Fig.2: The Measurement of Epidermal Thickness (um) in the DMBA/TPA, Vehicle Control and

Oleuropein Pre-Treated Groups

“Significant increase in the epidermal thickness in the carcinogen control group as compared to
vehicle control and oleuropein groups. (Data were presented in Mean + SEM).

Apoptotic activity

Apoptotic activity was evaluated by IHC staining
that targeted the' apoptotic cells through the
expression of the active caspase-3 protein. The
percentage of apoptotic activity by activated
caspase-3 labelling was assessed in each group

(Fig. 3 and Table 1). The oleuropein pre-treated
group showed a significantly (p<0.05) higher
apoptotic rate (16.39 = 2.21%) as compared to the
DMBA/TPA group (2.56+0.70%) and vehicle
control group (1.33+£0.91%).
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Fig. 3: Percentage of Apoptotic Activity by Activated Caspase-3 Labelling in DMBA/TPA, Vehicle

Controland Oleuropein Pre-Treated Groups

“Significant increase in apoptotic rates in the oleuropein pre-treated group as compared to the
DMBA/TPAand vehicle control groups (p<0.05). (Data were presented in mean + SEM).

Table 1: Apoptotic Activity (%) in All Animal Groups

Groups

DMBA/TPA

Vehicle Oleuropein

Apoptotic activity (%)

2.56%0.70

1.33+0.91 *16.39+2.21

Oleuropein group showed a significant increase of
apoptosis as compared to the DMBA/TPAgroup

Evaluation of biochemical parameters

The effects of oleuropein on lipid peroxides MDA
level in two-stage mouse skin carcinogenesis was
demonstrated in Table 2 and Fig. 4. DA level was
significantly increased in DMBA/TPA group in
comparison to the oleuropein pre-treated (p<0.05)

and control groups (p<0.05). Whilst there was no
significant difference in the MDA levels between
oleuropein pre-treated and control groups.

MDA level in oleuropein group showed a
significant decrease while both GSH and SOD
levels in oleuropein group showed a significant
increase as compared to the DMBA/TPAgroup.

Table 2: Evaluation of Biochemical Parameters in All Animal Groups

Groups DMBA/TPA Vehicle Oleuropein
MDA level (nmol/mg) | 20.40+1.63 8.36+0.73 *12.84+1.72
GSH level (nmol/mg) 0.027+0.01 0.039+0.01 | *0.037+0.02
SOD level (U/mg) 7.10+0.01 11.74+0.01 | *11.42+0.05
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Fig. 4: Effectsof Oleuropein on MDA Level in Two-Stage Skin Carcinogenesis in Mouse Model.
"Significant increase of the MDA level in the DMBA/TPA group as compared to the oleuropein
pre-treated and vehicle control groups at p<0.05. Significant decrease in MDA levels in pre-treated
group indicates a reduction of oxidative stress, thus showing a protective potential of oleuropein
against skin carcinogenesis.
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Fig.5: Effects of Oleuropein on (a) Non-Enzymatic Antioxidant Glutathione (GSH) and (b)
Enzymatic Antioxidant Superoxide Dismutase (SOD).
“"Oleuropein pre-treated group and vehicle control group showed a significant increase (p<0.05)
in the level of GSH and SOD in comparison to the DMBA/TPA group. This reflects the potential of
oleuropein to halt the process of oxidative stress-induced carcinogenesis.

Fig, 5 and Table 2 showed the effects of group (p<0.05). Data also displayed significant
oleuropein on GSH and SOD levels in skin differences between DMBA/TPA and control
carcinogenesis. Both GSH and SOD levels were groups (p<0.05) on the GSH and SOD levelsinthe
significantly increased in the oleuropein pre- skin carcinogenesis model.

treated group compared with the DMBA/TPA
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Discussion:

The usage of natural compounds as a chemo-
preventive agent has gained much attention in the
research of various types of cancers. In this study,
we reported the pre-treatment effects of oleuropein
in the early development of skin carcinogenesis. As
the two-stage skin carcinogenesis in mouse model
represented the best sequential development of
tumours from initiation stage to promotion stage
[19]. Thus, hyperplasia is expected within 10
weeks of DMBA/TPA application before
development of papilloma within 10 to 20 weeks
and progression to carcinoma after 20 weeks [20].
Pre-treatment of oleuropein before DMBA/TPA
application clearly showed delay in hyperplasia
formation at 10th week in this study. The
histological observation of skin sections obtained
from experimental mice at week 10" demonstrated
a visible reduction in the thickness of epidermal
layers in the oleuropein pre-treated group
compared to the DMBA/TPA treated and control
groups. Our findings supported previous
researches that showed a topical application of
oleuropein after acute and chronic UVB exposure
could significantly inhibit increases in skin
thicknessand tumour growth [14, 21].

In this current study, we also examined the
apoptotic activities in the early development of
two-stage skin carcinogenesis model and our
findings showed significant increase in apoptotic
rates in the oleuropein pre-treated group. Several
studies have demonstrated the ability of
oleuropein to induce the cell death by stimulating
the pro-apoptotic factor in colorectal cancer [22]
and breast cancer cells [23]. Oleuropein also have
consistently been reported to discriminate
between cancer and normal cells, inhibiting

proliferation and inducing apoptosis in cancer
cells [24]. Thus, current results in this study
showed that the delay in hyperplasia formation at
week 10th of DMBA/TPA induction may be due
to apoptotic effects by oleuropein.

The protective effects of oleuropein on oxidative
stress were demonstrated through the evaluation
of the formation of lipid peroxidation by-product,
MDA. In this study, the level of MDA as a marker
for oxidative stress was measured and our data
showed significant reduction of MDA levels in the
oleuropein pre-treated group as compared to the
control and DMBA/TPA treated groups. The level
of MDA was significantly elevated in the
DMBA/TPA treated group and this indicated that
the oxidative stress condition during skin
carcinogenesis event induced lipid peroxidation,
leading to massive production of MDA. Previous
research has shown the inhibitory effect of
oleuropein on oxidative stress with a significant
decrease in MDA level in alloxan-induced
diabetic rabbits [25].

Furthermore, there was a significant increase in
the level of GSH in the oleuropein pre-treated
group as compared to the DMBA/TPA group. This
finding was apparent as seen in the pre-treatment
with oleuropein group that restored the level of
GSH though has been induced by DMBA/TPA
application. GSH played an important role in
defense mechanisms to protect cells against
Reactive Oxygen Species (ROS) and it also acted
as a protective antioxidant in scavenging free
radicals in response to oxidative damage [26].
Moreover, measurement of the SOD enzyme
activity levels in this study showed significant
increase in the group pre-treated with oleuropein
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compared with DMBA/TPA treated group. It is
essential to measure the enzymatic antioxidant
such as SOD due to its role as the first line of
defence against the oxygen free radicals that
damage the cells by catalyzing superoxide radicals
to hydrogen peroxide and [27]. Our current
findings in SOD activity is in line with previous
research [28] that has shown the ability of
oleuropein to increase the activity of SOD in
ethanol-induced gastric damages in rats. Thus,
increase in the GSH level and SOD activity in this
study reflects the ability of oleuropein to halt the
process of oxidative stress-induced carcinogenesis.

Conclusion:

From this study, it can be concluded that early
development of skin carcinogenesis was delayed
by pre-treatment of oleuropein. Therefore, it is
suggested that oleuropein may act as a chemo-

preventive agent through its antioxidant and
apoptotic activities on the pre-cancerous cells.
However, the limitation can be due to the duration
of skin carcinogenesis model which was done until
week 10 in this study. Thus, there is still no
papilloma or carcinoma formation for further histo-
pathological analysis. Hence, additional studies by
extending the treatment period and looking on the
effect of oleuropein in the promotion stage will be
carried out to solidify the potential of oleuropein as
achemopreventive agent.

Acknowledgements:

This work was financially funded by the Universiti
Kebangsaan Malaysia, Research Grant Scheme
(GGPM-2016-060). The authors also would like to
thank all the lecturers and staff members of the
Biomedical Science Programme, Faculty of
Health Sciences, Universiti Kebangsaan Malaysia.

References

1. Manoharan S, Selvan MV. Chemopreventive potential
of geraniol in 7, 12- dimethylbenz(a) anthracene
(DMBA) induced skin carcinogenesis in Swiss albino
mice. JEnviron Biol 2012; 33: 255-260.

2. Hughes MC, van der Pols JC, Marks GC, Green AC.
Food intake and risk of squamous cell carcinoma of the
skin in a community: the Nambour skin cancer cohort
study. Int J Cancer 2006; 119(8): 1953-60.

3. Barbaro B, Toietta G, Maggio R, Arciello M, Tarocchi
M, Galli A, et al. Effects of the olive-derived
polyphenol oleuropein on human health. Int J Mol Sci
2014;5(10): 18508-24.

4. Visioli F, Poli A, Gall C. Antioxidant and other
biological activities of phenols from olives and olive
oil. Med Res Rev 2002; 22(1): 65-75.

5. Visioli F, Bellosta S, Galli C. Oleuropein, the bitter
principles of olives, enhances nitric oxide production
by mouse macrophages. Life Sci 1998; 62: 541-46.

6. Tripoli E, Giammanco M, Tabacchi G, Dimajo D,
Giammanco S, La Guardia M. The phenolic
compounds of olive oil: Structure, biological activity
and beneficial effects on human health. Nutr Res Rev
2005; 18(1): 98-112.

7. Owen RW, Giacosa A, Hull WE, Haubner R., Wurtele
G, Spiegelhalder B, et al. Olive oil consumption and
health: the possible role of antioxidants. Lancet Oncol
2000;1(2):107-12.

8. Hamdi HK, Castellon R. Oleuropein, a non-toxic olive
iridoid, is an antitumor agent and cytoskeleton
disruptor. Biochem Biophys Res Commun 2005;
334(3): 769-78.

9. Arora N, Bansal MP, Koul A. Modulatory effects of
Azadirachta indica leaf extract on cutaneous and
hepatic biochemical status during promotion phase of
DMBA/TPA-induced skin tumorigenesis in mice. Ind J
Biochem Biophys 2013; 50(2): 105-13.

10. Ma GZ, Liu CH, Wei B, Qiao J, Lu T, Wei HC, et al.
Baicalein inhibits DMBA/TPA-induced skin
tumorigenesis in mice by modulating proliferation,
apoptosis, and inflammation. Inflam 2013; 36(2): 457-
67.

11. Klaunig JE, Xu 'Y, Isenberg JS, Bachowski S, Kolaja
KL, Jiang J, et al. The role of oxidative stress in
chemical carcinogenesis. Environ Health Perspective
1998; 106(1): 289-95.

© Journal of Krishna I nstitute of Medical Sciences University 50



JKIMSU, Vol. 8, No. 1, January-March 2019

Dayang Noor Suzliana John et al.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

Reuter S, Gupta SC, Chaturvedi MM, Aggarwal BB.
Oxidative stress, inflammation and cancer: how are
they linked? Free Radical Biol Med 2010;
49(11):1603-16.

Filler RB, Roberts SJ, Girardi M. Cutaneous two-stage
chemical carcinogenesis. CSH Protoc 2007; 2007:
pdb.prot4837

KimuraY, Sumiyoshi M. Olive leaf extract and its main
component oleuropein prevent chronic ultraviolet b
radiation-induced skin damage and carcinogenesis in
hairless mice. J Nutr 2009; 139(11): 2079-86.

Peterson JM, Bryner RW, Alway SE. Satellite cell
proliferation is reduced in muscles of obese Zucker rats
but restored with loading. Am J Physiol 2008; 295(2):
C521-8.

Stocks J, Dormandy TL. The autoxidation of human
red cell lipids induced by hydrogen peroxide. Br J
Haematol 1971; 1: 95-111.

Ellman GL. Tissue sulfhydryl groups. Arch Biochem
Biophys 1959; 82(1):70-7.

Beyer WF, Fridovich 1. Assaying for superoxide
dismutase activity: some large consequences of minor
changes in condition. Anal Biochem 1987; 161(2):559-
66.

Scott RE, Wille JJ, Wier ML. Mechanisms for the
initiation and promotion of carcinogenesis: a review
and anew concept. Mayo Clin Proc 1984; 59(2):107-7.
Abel EL, Angel JM, Kiguchi K, DiGiovanni J. Multi-
Stage chemical carcinogenesis in mouse sKkin:
fundamentals and applications. Nat Protoc 2009;
4(9):1350-62.

Sumiyoshi M, Kimura Y. Effects of olive leaf extracts
and its main component oleuropein on acute ultraviolet
B irradiation-induced skin changes in C57BL/6J mice.
Phytother Res 2010; 24(7): 995-1003.

22.

23.

24.

25.

26.

217.

28.

Giner E, Recio MC, Rios JL, Cerda-Nicolas JM, Giner
RM. Chemopreventive effect of oleuropein in colitis-
associated colorectal cancer in c57bl/6 mice. Mol Nutr
Food Res 2016; 60(2):242-55.

Han J, Talorete TP, Yamada P, Isoda H. Anti-
proliferative and apoptotic effects of oleuropein and
hydroxytyrosol on human breast cancer MCF-7 cells.
Cytotech 2009; 59(1):45-53.

Boss A, Bishop KS, Marlow G, Barnett MP, Fergusoon
LR. Evidence to support the anti-cancer effect of olive
leaf extract and future directions. Nutrients 2016;
8(8):E513.

Al-Azzawie HF, Alhamdani MS. Hypoglycemic and
antioxidant effect of oleuropein in alloxan-diabetic
rabbits. Life Sci 2006; 78(12):1371-7.

Munday R, Winterbourn CC. Reduced glutathione

in combination with superoxide dismutase as an
important biological antioxidant defence
mechanism. Biochem Pharm 1989; 38(24):4349-
52.

Hassan HA, Ghareb NE, Azhari GF. Antioxidant
activity and free radical-scavenging of cape
gooseberry (Physalis peruviana L.) in
hepatocellular carcinoma rats model. Hepatoma Res
2017; 3:27-33.

Alirezaei M, Dezfoulian O, Neamati S, Rashidipour M,
Tanideh N, Kheradmand A. Oluropein prevents
ethanol-induced gastric ulcers via elevation of
antioxidant enzyme activities in rats. J Physiol
Biochem 2012; 68(4):583-92.

"Author for Correspondence: Siti Fathiah Masre, Biomedical Science Programme, Centre of Health and Applied Sciences,

Faculty of Health Sciences, Universiti Kebangsaan Malaysia, Jalan Raja Muda Aziz, 50300 Kuala Lumpur, Malaysia

Email: sitifathiah@ukm.edu.my

© Journal of Krishna I nstitute of Medical Sciences University 51



