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oleuropein Reverses Repeated 
corticosterone-induced 
Depressive-Like Behavior in mice: 
Evidence of Modulating Effect on 
Biogenic Amines
Amira M. Badr  1,2*, Hala A. Attia1,3 & nouf Al-Rasheed1

Depression is still one of challenging, and widely encountered disorders with complex etiology. The 
role of healthy diet and olive oil in ameliorating depression has been claimed. This study was designed 
to explore the effects of oleuropein; the main constituent of olive oil; on depression-like behaviors 
that are induced by repeated administration of corticosterone (40 mg/kg, i.p.), once a day for 21 
days, in mice. Oleuropein (8, 16, and 32 mg/kg, i.p.) or fluoxetine (20 mg/kg, positive control, i.p.1) 
was administered 30 minutes prior to corticosterone injection. Sucrose consumption test, open-field 
test (OFT), tail suspension test (TST), and forced swimming test (FST) were performed. Reduced 
Glutathione (GSH), lipid peroxidation, and biogenic amines; serotonin, dopamine, and nor-epinephrine; 
levels were also analyzed in brain homogenates. Corticosterone treatment induced depression-like 
behaviors, it increased immobility time in the TST, OFT, and FST, decreased the number of movements 
in OFT, and decreased sucrose consumption. Corticosterone effect was associated with depletion 
of reduced glutathione and increase of lipid peroxidation, in addition to modification of biogenic 
amines; decreased serotonin and dopamine. Oleuropein or fluoxetine administration counteracted 
corticosterone-induced changes. In conclusion, oleuropein showed a promising antidepressant activity, 
that is evident by improving corticosterone-induced depression-like behaviors, and normalizing levels 
of biogenic amines.

Major depressive disorder (MDD), also known as depression, is a common mental disorder that affects patients’ 
health and quality of life, being associated with psychological, social and physical problems, as well as suicidal 
tendency1. It has a complex biological pattern of etiology, involving genetic and epigenetic factors, in addition to 
various environmental stressors2. Recent evidences suggest that oxidative stress might contribute significantly to 
the pathogenesis of many psychiatric disorders, including depression. This was supported by data reporting that 
major depression is associated with lowered levels of several endogenous antioxidants, including vitamin E, zinc 
and coenzyme Q10, along with reduced antioxidant enzymes such as glutathione peroxidase3. Moreover, reactive 
oxygen species (ROS) and reactive nitrogen species (RNS) have been shown to modulate the levels and activities 
of biogenic amines; norepinephrine, serotonin, and dopamine4. As those biogenic amines represent the principal 
neurotransmitters implicated in the pathogenesis of depression, so these findings support that antioxidants may 
play a role as alternative therapeutic modalities and represent new potential targets for treatment of depression5.

Clinical trials showed that Mediterranean diet is correlated with low incidence of depression, and high level 
of brain derived neurotrophic factor. One of the widely used oils in Mediterranean diet is olive oil, which has 
been suggested to be the major contributor to the improvement observed in depressive symptoms6,7. Oleuropein 
is considered the most active phenolic active ingredient in olive oil. The pharmacological activity of oleuropein 
is variable, including anti-inflammatory, anti-atherosclerotic, anti-cancer, antiviral and antimicrobial activity8,9. 
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Oleuropein has strong, dose-dependent antioxidant activity, it has the ability to scavenge nitric oxide, decrease 
levels of ROS and RNS, and reduce lipid peroxidation level in various models of ischemia10. Antioxidant activity 
of oleuropein may be explained in terms of its ability to chelate metal ions, inhibit inflammatory enzymes, such 
as lipoxygenases, and reduce inflammatory mediators, such as tumor necrosis factor-α, nuclear factor-kB, and 
interleukin 1β (IL-1β) and IL-611,12.

Oleuropein showed a promising neuroprotective effect in different diseases. In Parkinsonism, injection of 
oleuropein for 6 months in aged rats increased the number of neurons in substantia nigra. It has also showed 
protective effect in Alzheimer’s disease, and reduced β-amyloid formation13. Moreover, a study using olive leaf 
extract revealed an increase in brain derived neurotrophic factors; which are proteins involved in neurogenesis14. 
Oleuropein is about 50–60% absorbed in humans, and it was shown that the hydroxytyrosol; an active metabolite 
of oleuropein; is found in the brain of mice following oleuropein oral administration. This approves the ability of 
oleuropein and/or its active derivatives to cross the blood brain barrier, and support that oleuropein can be used 
orally as a neuroprotective agent9,15. Therefore, the aim of the current study is to examine the anti-depressant 
effects of oleuropein in a corticosterone-model of depression and explore oleuropein effect on brain-biogenic 
amines level.

Due to the complexity of MDD in humans, the development of animal models has been difficult so far. 
Corticosterone (Cort)-induced depression model in rodents has been recently developed, and approved to be 
a useful and reliable one2,16. A large number of evidences showed that human stress experience contributes to 
the pathogenesis of depression, and may play a role in its degree and potential of recurrence. It was found that 
depressed patients experience overactive hypothalamic–pituitary–adrenal (HPA) axis, with increased cortisol 
level17. In experimental animals, repeated Cort injection induced depressive-like behaviour, as evidenced by a 
reduced sucrose consumption, and increased immobility time in behavioral tests, e.g. forced swimming test and 
tail suspension test. It also induces neurochemical and histopathological changes, that are indicative of depres-
sion3,18, and are significantly ameliorated by antidepressants2,18. Therefore, Cort-induced model of depression is 
a reliable model for exploring and studying potential antidepressants, and was used in this study. Depressive dis-
order has been strongly linked to abnormalities in brain 5-hydroxy tryptamine (5-HT or serotonin) activity, and 
selective serotonin reuptake inhibitors (SSRIs) represent one of the well-known antidepressants19,20. Fluoxetine, 
one of classical SSRIs, was used in this study as a positive control.

Materials and Methods
Animals. Male mice (20–25 g) from the Animal Care Center, King Saud University, Riyadh, Saudi Arabia, 
were housed in standard polypropylene cages (8/cage), and acclimatized for 1 week before starting the experi-
ments. Animals were allowed free access to water and standard basal diet ad libitum and were kept under con-
trolled conditions of temperature (24 ± 1 °C), humidity and 12:12 h light/dark cycle. Handling of animals was in 
compliance with the guidelines for the care and use of animals for scientific purposes. The study was approved by 
the Research Ethics Committee at King Saud University, Ethics Reference No. KSU-SE-19-34.

Drugs and drug administration. Oleuropein was obtained from Extrasynthese® (Genay, France). 
Fluoxetine, 5-HT, noradrenaline, and dopamine were purchased from Sigma Chemical Co.® (St. Louis, MO, 
USA). Cort injectable formulation was obtained from local pharmacy in Riyadh (Solu-Cortef®; Pfizer, USA). 
Other chemicals were of high analytical grade and purchased from Sigma-Aldrich Co. (St. Louis, MO, USA). 
Oleuropein and fluoxetine were dissolved in normal saline. Cort injectable solution was also diluted with normal 
saline for dosage adjustment.

Experimental design. Mice were randomly divided into six groups of eight animals each as follows: Group 
1: Mice were given normal saline (i.p.) and considered as the vehicle control. Group 2 (Model group): Mice 
received Cort (40 mg/kg, i.p.), and normal saline daily for 21 days18. Group 3 (Positive control): Mice were 
injected with Cort (40 mg/kg, i.p.) and fluoxetine (20 mg/kg, i.p.) daily for 21 days16,18–20. Groups 4 to 6: Mice 
in these groups were injected with Cort (40 mg/kg, i.p.) and treated with oleuropein (8, 16, and 32 mg/kg, i.p.), 
respectively daily for 21 days21. Fluoxetine or oleuropein was given 30 min prior to cort injection.

Behavioral assessments. Tail suspension test. The tail suspension test (TST) was carried out according to 
the method of Steru et al.22. Animals were suspended 50 cm above the table by an adhesive tape that was placed 
approximately 1 cm from the tip of the tail. The time the mice remained immobile was recorded during a test 
period of 6 min. Mice were considered immobile when they hang passively and completely motionless.

Forced swimming test. The forced swimming test (FST) used was similar to that described by Porsolt et al. (197, 
1978) with slight modification23,24. This test was performed to assess the despair behaviour of the mice. A pretest 
was conducted on the 20th day of the experiment, mice were forced to swim for 15 min, in transparent glass cyl-
inders (height: 25 cm; diameter: 10 cm; containing 10 cm of water at 24 ± 1 °C, at this depth, mice could not touch 
the bottom of the cylinders with either tails or hind limbs.). The mice were then removed, dried and returned 
back to cages. Twenty-four hour later, the mice were returned to the cylinders for 5 min; test session; and the 
immobility time was quantified for each mouse by two inspectors blind to the treatment given to each mouse. The 
session was recorded using a video camera to tape behavior for later manual scoring confirmation. A mouse was 
considered immobile when remained floating motionless in the water, with only occasional alternate movements 
of paws and tails needed to keep its head above water.

Open field test (OFT). Ambulatory behavior was assessed in an OFT25. The apparatus is a large open field (40 cm 
× 40 cm × 30 cm) divided into 16 equal squares drawn on the floor of the arena. The test was performed one hour 
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after the last dose of Cort, and before FST- test session. A single mouse was placed in the center of the floor, and 
the number of squares crossed (with the four paws), and immobility time were recorded for 5 minutes.

Sucrose preference test. The sucrose preference test (SPT) was performed to evaluate anhedonia (the inability 
to feel pleasure), a characteristic symptom of major depression. The SPT was carried out on the 19th day. The 
test was performed as described previously by Wang et al., 2008, with slight modifications26. First, the mice were 
allowed to adapt to sucrose solution (1%, w/v) by putting two bottles of sucrose solution in each cage for 24 h. 
Second, the mice were housed individually, and one of the bottles was replaced with water, and each bottle con-
tained a specific volume = 100 ml. Sixty minutes later, the volume (ml) of the consumed sucrose solution and that 
of water were measured, and sucrose preference was calculated as the percentage of sucrose consumption out of 
total liquid consumption:

 =   
+  × .

Sucrose preference (%) (sucrose consumption (ml)/[sucrose consumption (ml)
water consumption (ml)]) 100

Collection of brain samples. Animals, in different groups, were sacrificed by decapitation on day 21 after car-
rying out the behavioural tests. The brain tissues were rapidly removed and frozen on dry ice. The tissue samples were 
weighed and stored at −80 °C until homogenization. For homogenization, brain samples were homogenized in 0.9% 
normal saline to prepare 20% homogenate and then centrifuged (4οC) at 3000 rpm for 10 min. The supernatants were 
aliquoted and stored at −80 °C for the assays of reduced glutathione (GSH), lipid peroxides (LPO), and monoamines.

Determination of reduced glutathione and lipid peroxides. Lipid peroxides (LPOs) were determined spectropho-
tometrically as thiobarbituric acid-reactive substances (TBARs), according to the method described by Mihara 
and Uchiyama27. The determination of TBARs was based on the reaction of malondialdehyde with thiobarbituric 
acid at low pH and high temperature. The pink product was then extracted with n-butanol, and the colorimetric 
determination was carried out at 535 nm.

Brain homogenate was also used for the determination of GSH as a natural non-enzymatic antioxidant. The 
assay procedure involved the estimation of GSH using a spectrophotometer according to Ellman’s method28. 
Aliquots of 0.5 ml of tissue homogenates were used. Proteins were precipitated using trichloroacetic acid, and 
samples were centrifuged at 3000 rpm for 15 min. The supernatant was used for spectrophotometric determina-
tion of GSH using Ellman’s reagent at 412 nm.

Determination of monoamines. The levels of 5-HT, noradrenaline, and dopamine were measured as described 
previously29, using high-performance liquid chromatography (HPLC) with electrochemical detection with minor 
modifications. Each frozen tissue sample was homogenized by ultrasonication in 200 μl of 0.4 M perchloric acid 
(solution A). The homogenate was kept on ice for 1 h and then centrifuged at 11,000 × g (4 °C) for 20 min. The 
pellet was discarded. An aliquot of 160 μl of supernatant was added to 80 μl of solution B (containing 0.2 M potas-
sium citrate, 0.3 M dipotassium hydrogen phosphate and 0.2 M EDTA). The mixture was kept on ice for 1 h and 
then centrifuged at 11,000 × g (4 °C) for 20 min again. Twenty μl of the resultant supernatant was directly injected 
into an ESA liquid chromatography system equipped with a reversed-phase C18 column (150 × 4.6 mm I.D., 5 
μm) and an electrochemical detector (ESA CoulArray, Chelmstord, MA, USA.). The detector potential was set at 
50, 100, 200, 300, 400, 500 mV, respectively. The mobile phase consisted of 125 mM citric acid–sodium citrate (pH 
4.3), 0.1 mM EDTA, 1.2 mM sodium octanesulfonate and 16% methanol. The flow rate was 1.0 ml/min. The tissue 
levels of monoamine were expressed in terms of nanograms per gram of tissue.

Statistical analysis. Data were expressed as the mean ± SEM. Significant differences between means 
were analyzed by one-way analysis of variance (ANOVA) and Student’s t-test using GraphPad Prism version 5 
(GraphPad Software). P-value ≤ 0.05 was considered significant.

Results
Behavioral tests. Effect of oleuropein on immobility time in TST. Treatment with Cort caused a significant 
increase in the immobility time of rats in the TST (80%, p < 0.001) compared with the control group (Fig. 1a). 
Fluoxetine (20 mg/kg), and oleuropein treatment at 8, 16 and 32 mg/kg significantly decreased the immobility 
time compared with the Cort-treated mice (Fig. 1a), and the levels were comparable to the control group. No 
significant differences were observed between different doses of oleuropein, as well as between oleuropein (at 
different doses) and fluoxetine.

Effect of oleuropein on immobility time in FST. Cort injection increased immobility time significantly in FST 
compared to that of normal control (315%, p < 0.001), Fig. 1b. The immobility time during 5 minutes were sig-
nificantly reduced by the long-term treatment for 21 days) with fluoxetine (p < 0.05) and, to greater extent, with 
oleuropein at 8 mg/kg (p < 0.01), 16 mg/kg (p < 0.001) and 32 mg/kg (p < 0.001) compared to Cort-treated mice. 
Oleuropein treatment at doses of 16 and 32 mg/kg caused a significant improvement comparable to that of fluox-
etine treatment (p < 0.05). Oleuropein at 16 and 32 mg/kg caused about 50% reduction in immobility time com-
pared with that of Cort group (p < 0.001).

Effect of oleuropein on immobility time and number of movements in OFT. Immobility Time. Cort treatment sig-
nificantly increased immobility time in OFT. It caused about 65% increase (p < 0.001) compared to control group 
(Fig. 2a). This increase was significantly attenuated by treatment with fluoxetine (p < 0.05) and, to a higher extent, 
with oleuropein at 8 mg/kg (p < 0.01), 16 mg/kg (p < 0.001) and 32 mg/kg (p < 0.001). In addition, oleuropein at 
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doses 16, and 32 mg/kg reduced immobility time significantly compared to fluoxetine (p < 0.05), and oleuropein 
dose of 16 mg/kg showed a significant difference from that of 8 mg/kg (p < 0.05).

Number of Movements. In accordance with previous results, Cort treated mice showed decreased number of 
movements by about 68% (p < 0.001) as compared to normal control. Pretreatment with either Fluoxetine, or oleuro-
pein at different doses increased number of movements significantly as compared to Cort treated mice. Oleuropein 
at doses 16 and 32 mg/kg maintained number of movements comparable to the untreated control group (Fig. 2b).

Effect of oleuropein on anhedonic behavior in SPT. In the present study, sucrose preference in mice was calculated. 
The repeated administration of Cort significantly reduced sucrose preference as compared to control-untreated 
group (Fig. 2c). However, mice treated with oleuropein at different doses exhibited a significant inhibition of 
the decrease in consumed sucrose intake as compared to the Cort group, with doses 16 and 32 mg/kg shows sig-
nificant inhibition compared to the dose of 8 mg/kg (p <  0.01, 50% inhibition of the decrease in the consumed 
sucrose). Fluoxetine, also, increased the sucrose preference in the rat compared to Cort (p <  0.05, 42% increase 
in sucrose consumption).

Biochemical measurements. Effect of oleuropein on reduced glutathione and lipid peroxides. Cort treat-
ment induced a significant decrease in GSH, with a significant increase in TBARS (the marker of lipid peroxida-
tion) compared to the normal control group (65% decrease, and 2 fold increase, p < 0.001, respectively) reflecting 
oxidant/antioxidant imbalance. The decreased GSH and elevated TBARS were attenuated by the pretreatment 
with oleuropein, or fluoxetine compared to Cort-treated mice. The higher doses of oleuropein (16 and 32 mg/kg) 
revealed significant improvement compared to the lowest dose, 8 mg/kg (p < 0.001), and was comparable to that 

Figure 1. Effects of different doses of oleuropein on immobility time in chronic Cort-induced depression 
model. (a) Tail Suspension Test (TST) and (b) Forced Swimming Test (FST) in different animal groups. Each 
bar represents the mean of 6 rats + SEM. a: significant compared to the control group; b: significant compared 
to the Cort group; c: significant compared to Cort + Fluoxetine group; d: significant compared to Cort + 
oleuropein (8 mg/kg) group. *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001.
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of the control. Moreover, oleuropein at doses 16 and 32 mg/kg showed significant higher brain levels of GSH, and 
lower TBARS level compared to that of fluoxetine, the positive control group (Fig. 3).

Effect of oleuropein on brain levels of monoamines. Mice treated with Cort for 21 days showed significantly 
reduced levels of serotonin and dopamine as compared to that of the control group (approximately 27% reduction, 
p < 0.001) (Fig. 4a,b, respectively). Pretreatment with either oleuropein or fluoxetine ameliorated Cort-induced 
decrease of serotonin and dopamine. The pretreatment with fluoxetine and higher doses of oleuropein (16 and 
32 mg/kg) significantly increased the brain levels of serotonin compared to the low dose of oleuropein (8 mg/kg).

On the contrary, Cort-injected mice exhibited a significantly elevated brain level of norepinephrine compared 
to the normal control (about 15% increase, p < 0.001). However, mice pretreated with oleuropein and fluoxetine 
exhibited lowered norepinephrine level significantly as compared to Cort- treated mice (Fig. 4c). No significant 
differences in norepinephrine levels were observed among different pretreated mice.

Discussion
MDD is a disabling mental illness affecting increasingly large population, and is considered the highest preva-
lence psychiatric disorder, with a relatively high morbidity30. Oxidative stress has been reported in humans and 
animals under stressful stimuli4. An increasing body of evidence points to the role of oxidative stress in changing 
the neuronal plasticity that accompanies MDD, and thus the potential role of antioxidants in the management 

Figure 2. Effects of different doses of oleuropein on chronic Cort-induced depression model. (a) Immobility 
Time in Open Field Test (OFT), (b) Number of Movements in Open Field Test (OFT), and (c) Sucrose 
Consumption % in Sucrose Preference Test in different animal groups. Each bar represents the mean of 6 rats 
+ SEM. a: significant compared to the control group; b: significant compared to the Cort group; c: significant 
compared to Cort + Fluoxetine group; d: significant compared to Cort + oleuropein (8 mg/kg) group. 
*p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001.
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of depression31. Recent evidences confirmed that some antidepressants, like fluoxetine and mirtazapine, possess 
antioxidant activities5,20,31–33. In accordance, many strong well-known antioxidants showed to have antidepressant 
activity, e.g. Quercetin and Vitamin E34,35. Therefore, the aim of the present study was to investigate the effect of 
different doses of oleuropein, a strong antioxidant derived from olives, in ameliorating depressive-like behaviors 
in a Cort-model of depression, and to explore its effect on biogenic amines. Cort model of depression closely 
displays many of the characteristic depressive symptoms and has shown to be a reliable model for identifying 
antidepressants, in addition to studying the implicated pharmacological mechanisms36. In our knowledge, our 
study is the first to identify the effect of different doses of oleuropein on depression-like behaviors and biogenic 
amines on a depression-induced animal model.

In the current study, FST and TST were used to evaluate the depressive-like behaviors, and OFT for 
anxiety-like behaviors. FST is considered one of the most commonly used antidepressant evaluation tests, with 
high predictivity and sufficient reliability. It also discriminates antidepressants from neuroleptics37. In this regard, 
the 21-day schedule of daily Cort injection significantly induced depression-like behaviors, as revealed by the 
significantly increased immobility time in both TST and FST (Fig. 1), which was in accordance with previous 
studies38,39. In addition, Cort treatment induced an anxiety-like behavior as detected by decreasing the number of 
movements and increasing the immobility time in OFT (Fig. 2a,b), that was in harmony with the results of Sturm 
et al.40, and Wei et al.41. Treatment with oleuropein at different doses reversed the effect of Cort on TST, FST, and 
OFT, with the best improvement with the doses 16 and 32 mg/kg, and particularly with the dose 16 mg/kg that 
showed significant differences in OFT test compared to the dose 8 mg/kg. This data demonstrates the beneficial 
effects of oleuropein on depressive and anxiety-like behavior-induced by stressors resembled by Cort injection. 

Figure 3. Effects of different doses of oleuropein on oxidative stress-related parameters in chronic Cort-
induced depression model. (a) Reduced Glutathione (GSH); u Mol/g tissue protein; and (b) Thiobarbituric 
Acid Reactive Substances (TBARS); u Mol/g tissue protein in different animal groups. Each bar represents the 
mean of 6 rats + SEM. a: significant compared to the control group; b: significant compared to the Cort group; 
c: significant compared to Cort + Fluoxetine group; d: significant compared to Cort + oleuropein (8 mg/kg) 
group. *p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001.
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Previously, olive oil was found to induce a significant reduction of immobility time in FST in reserpine-induced 
depression in male rats42. According to our results, this effect of olive oil may be attributed to its oleuropein 
content.

In accordance with previous studies, fluoxetine treatment reversed the behavioural effects of Cort treatment 
in the TST, FST and OFT19,39. Interestingly, the effects of oleuropein 16 mg/kg was comparable, and even superior 
regarding FST, to that of classical antidepressant drug; fluoxetine; supporting that 16 mg/kg is the most effective 
dose. The variation in the immobility time after chronic oleuropein treatment may reflect changes in HPA axis 
function.

The SPT is being considered as a simple test evaluating anhedonia behavioural change, which is defined as 
a characteristic symptom of MDD in humans43. It is detected by diminished response to rewards, such as the 
reduced consumption of naturally preferred sweetened beverages44. In consistent with previous reports38,45, 
chronic Cort injection in the current study significantly decreased the sucrose preference, while oleuropein at 
different doses attenuated this decrease with the best improvement with the doses of 16 and 32 mg/kg and their 
effects were comparable to that of fluoxetine (Fig. 2c). The effect of fluoxetine on SPT was in accordance with 
other studies46,47. Our results clearly demonstrate the potential positive effects of oleuropein on depressive-like 
behaviours, anxiety and anhedonia.

To explore the possible mechanisms of action of oleuropein, the effects of oleuropein treatment on one of the 
essential endogenous antioxidants, GSH, and an oxidative stress indicator, TBARS, were assayed. Increased free 

Figure 4. Effects of different doses of oleuropein on brain neurotransmitters’ level in chronic Cort-induced 
depression model in mice. (a) Brain Serotonin (5-HT) Level (ng/ml), (b) Brain Dopamine Level (ng/ml), and 
(c) Brain Norepinephrine Level (ng/ml) in different animal groups. Each bar represents the mean of 6 rats + 
SEM. a: significant compared to the control group; b: significant compared to the Cort group; c: significant 
compared to Cort + Fluoxetine group; d: significant compared to Cort + oleuropein (8 mg/kg) group. 
*p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001.
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radicals production can eventually lead to cell death and consequently atrophy of vulnerable neurons in hip-
pocampal and frontal cortex48. Therefore, a strong correlation between increased oxidative stress and depressive 
disorder has been postulated and supported by the increased antidepressant activity of several antioxidants in 
different models of depression49,50. In addition, brain cells contain a very high content of polyunsaturated fatty 
acid (PUFA), which together with the high energy requirements and oxygen consumption, make the brain highly 
susceptible to oxidative stress51. In the current study, Cort-induced oxidative stress was evident by a significant 
increase of TBARS (an index of PUFA oxidation), which was associated with GSH depletion (Fig. 3). The effect 
of Cort injection on lipid peroxidation and GSH is in agreement with that reported before by Chen52, and Zeni53.

The antioxidant activity of oleuropein was partially demonstrated by the significant amelioration of elevated 
TBARS, and correction of depleted GSH compared to Cort group. The doses of 16 and 32 mg/kg offered greater 
effects compared to that of 8 mg/kg. As expected, the effect of oleuropein, on GSH and TBARS, was superior to that 
of fluoxetine. Fluoxetine ameliorated Cort-induced lipid peroxidation and GSH depletion, and this was in accord-
ance with Jayakumar et al., and Rebai et al.54,55. The antioxidant activity of oleuropein was previously reported in 
various tissues56,57 and in the brain58,59. Oleuropein is a potent scavenger of peroxynitrite and superoxide anion 
radicals, as well as hydroxyl radicals, and its peroxyl radicals scavenging activity was twice that of Trolox60,61.

The three main brain monoamines (noradrenaline, 5-HT and dopamine) regulate several behavioral func-
tions and play critical role in learning, sleep, mood, anxiety, motor coordination, and learning54. An associa-
tion between their deficiency and the pathogenesis of depression and its symptoms has been suggested62. In 
the current study, dopamine and serotonin levels were reduced after chronic exposure to Cort. Our results are 
supported by previous data reporting that prolonged exposure to high Cort. levels diminishes dopamine and 
serotonin responses in the hippocampus63,64. In addition, Ago et al., 2008 found that antagonism of glucocorti-
coid receptor is associated with antidepressant-like effects, via interfering with dopaminergic neurotransmission 
in Cort-treated mice65, suggesting that the dopaminergic neurotransmission contributes to the depressive-like 
behaviors induced in Cort-treated mice.

It has been reported that drugs that elevate the levels of monoamines elicit antidepressant effects (according 
to the monoamine theory of depression)66, and many available antidepressants act via increasing biogenic amines 
especially serotonin, based on biogenic amine theory of depression. Therefore, the effect of oleuropein on the bio-
genic amines was evaluated. In our study, treatment with either oleuropein or fluoxetine increased dopamine and 
serotonin to control comparable levels. The effect of oleuropein was parallel to that of SSRI; fluoxetine, which could 
explain and support the antidepressant activity of oleuropein via modulating dopamine and serotonin reuptake. 
The mimicking effect of oleuropein on monoamine levels in our model may explain the previous role of olive oil in 
enhancing the brain levels of norepinephrine, serotonin, and dopamine in reserpine-induced depression in rats42.

Un-expectantly, Cort induced a significant increase in cerebral norepinephrine level. This finding was 
supported by Fan et al., 2014 who reported that Cort treatment for 21 days induced a significant increase in 
dopamine-β-hydroxylase protein (DβH) and nor-epinephrine transporter protein expression (NET) in the brain, 
and that this effect was counteracted by concomitant treatment with a corticosteroid receptor antagonist (mife-
pristone), in addition to spironolactone67. The changes of NET and DβH expression that was induced by Cort 
is a normal response to stress and was accompanied by increased stressful behaviours68. The effect of Cort on 
norepinephrine was minimized by treatment with oleuropein or fluoxetine and maintained nor-epinephrine level 
compared to that of the control group. This may be explained by stress-minimizing activity of oleuropein.

conclusions
The current study examined the potential antidepressant-like effects of oleuropein against Cort-induced 
depressive-like behaviors in male mice. Our findings revealed that oleuropein can be considered as a promising 
natural compound to ameliorate depressive-like behaviors. The antidepressant-like effects of oleuropein treat-
ment can be explained in terms of maintaining levels of cerebral biogenic amines and reduced glutathione, and 
inhibiting lipid peroxidation. By comparing the effect of oleuropein treatment to that of fluoxetine, we found that 
the effects of oleuropein is comparable and even better in some parameters than that of fluoxetine. Further studies 
are needed to explore the mechanism of action of oleuropein on different pathways involved in depression, such 
as BDNF and inflammatory pathway.

Study limitations. One of the major limitations in our study is the assay of biogenic amines in the homoge-
nate of whole brain. Our next plan is to detect in which brain area the oleuropein elicit its beneficial effect on 
monoamines. Since, antidepressants targeting monoamines directly affect the functional tone of these circuits, 
notably in limbic and frontal cortical areas, therefore, the concentration of monoamines in these areas will be 
measured in our ongoing research.

Data availability
Data and protocols are available for readers.

Received: 15 July 2019; Accepted: 3 February 2020;
Published: xx xx xxxx

References
 1. Dos Santos, R. G. et al. Antidepressive, anxiolytic, and antiaddictive effects of ayahuasca, psilocybin and lysergic acid diethylamide 

(LSD): a systematic review of clinical trials published in the last 25 years. Ther. Adv. Psychopharmacol. 6, 193–213 (2016).
 2. Zhao, Y. et al. A mouse model of depression induced by repeated corticosterone injections. Eur. J. Pharmacology 581, 113–120 

(2008).
 3. He, X. et al. Antidepressant effects of curcumin and HU-211 coencapsulated solid lipid nanoparticles against corticosterone-

induced cellular and animal models of major depression. Int. J. Nanomed. 11, 4975–4990 (2016).

https://doi.org/10.1038/s41598-020-60026-1


9Scientific RepoRtS |         (2020) 10:3336  | https://doi.org/10.1038/s41598-020-60026-1

www.nature.com/scientificreportswww.nature.com/scientificreports/

 4. Michel, T. M., Pulschen, D. & Thome, J. The role of oxidative stress in depressive disorders. Curr. Pharm. Des. 18, 5890–5899 (2012).
 5. Scapagnini, G., Davinelli, S., Drago, F., De Lorenzo, A. & Oriani, G. Antioxidants as antidepressants: fact or fiction? CNS Drugs 26, 

477–490 (2012).
 6. Sánchez-Villegas, A. et al. The effect of the Mediterranean diet on plasma brain-derived neurotrophic factor (BDNF) levels: The 

PREDIMED-NAVARRA randomized trial. Nutritional Neurosci. 14, 195–201 (2011).
 7. Sánchez-Villegas, A. et al. Mediterranean dietary pattern and depression: the PREDIMED randomized trial. BMC Med. 11, 208 

(2013).
 8. Barbaro, B. et al. Effects of the olive-derived polyphenol oleuropein on human health. Int. J. Mol. Sci. 15, 18508–18524 (2014).
 9. Omar, S. H. Oleuropein in olive and its pharmacological effects. Sci. Pharm. 78, 133–154 (2010).
 10. Visioli, F. & Galli, C. Oleuropein protects low density lipoprotein from oxidation. Life Sci. 55, 1965–1971 (1994).
 11. de la Puerta, R., Ruiz Gutierrez, V. & Hoult, J. R. Inhibition of leukocyte 5-lipoxygenase by phenolics from virgin olive oil. Biochem. 

Pharmacol. 57, 445–449 (1999).
 12. Omar, S. H., Kerr, P. G., Scott, C. J., Hamlin, A. S. & Obied, H. K. Olive (Olea europaea L.) Biophenols: A Nutriceutical against 

Oxidative Stress in SH-SY5Y Cells. Molecules 22 (2017).
 13. Rigacci, S. & Stefani, M. Nutraceutical Properties of Olive Oil Polyphenols. An Itinerary from Cultured Cells through Animal 

Models to Humans. Int J Mol Sci 17 (2016).
 14. Rizzo, M. et al. Antioxidant activity of oleuropein and semisynthetic acetyl-derivatives determined by measuring malondialdehyde 

in rat brain. J. Pharm. Pharmacol. 69, 1502–1512 (2017).
 15. Carito, V. et al. Effects of olive leaf polyphenols on male mouse brain NGF, BDNF and their receptors TrkA, TrkB and p75. Nat. Prod. 

Res. 28, 1970–1984 (2014).
 16. Shen, J.-D. et al. Berberine up-regulates the BDNF expression in hippocampus and attenuates corticosterone-induced depressive-

like behavior in mice. Neurosci. Lett. 614, 77–82 (2016).
 17. Varghese, F. P. & Brown, E. S. The Hypothalamic-Pituitary-Adrenal Axis in Major Depressive Disorder: A Brief Primer for Primary 

Care Physicians. Prim. Care Companion J. Clin. Psychiatry 3, 151–155 (2001).
 18. Ali, S. H. et al. Resveratrol ameliorates depressive-like behavior in repeated corticosterone-induced depression in mice. Steroids 101, 

37–42 (2015).
 19. Dulawa, S. C., Holick, K. A., Gundersen, B. & Hen, R. Effects of chronic fluoxetine in animal models of anxiety and depression. 

Neuropsychopharmacology 29, 1321–1330 (2004).
 20. Safhi, M. M. et al. Thymoquinone and fluoxetine alleviate depression via attenuating oxidative damage and inflammatory markers 

in type-2 diabetic rats. Arch. Physiol. Biochem. 125, 150–155 (2019).
 21. Jemai, H., El Feki, A. & Sayadi, S. Antidiabetic and antioxidant effects of hydroxytyrosol and oleuropein from olive leaves in alloxan-

diabetic rats. J. Agric. Food Chem. 57, 8798–8804 (2009).
 22. Steru, L., Chermat, R., Thierry, B. & Simon, P. The tail suspension test: a new method for screening antidepressants in mice. 

Psychopharmacol. 85, 367–370 (1985).
 23. Porsolt, R. D., Bertin, A. & Jalfre, M. ‘Behavioural despair’ in rats and mice: strain differences and the effects of imipramine. Eur. J. 

Pharmacol. 51, 291–294 (1978).
 24. Porsolt, R. D., Bertin, A. & Jalfre, M. Behavioral despair in mice: a primary screening test for antidepressants. Arch. Int. 

Pharmacodyn. Ther. 229, 327–336 (1977).
 25. Walsh, R. N. & Cummins, R. A. The Open-Field Test: a critical review. Psychol. Bull. 83, 482–504 (1976).
 26. Wang, D., An, S. C. & Zhang, X. Prevention of chronic stress-induced depression-like behavior by inducible nitric oxide inhibitor. 

Neurosci. Lett. 433, 59–64 (2008).
 27. Mihara, M. & Uchiyama, M. Determination of malonaldehyde precursor in tissues by thiobarbituric acid test. Anal. Biochem. 86, 

271–278 (1978).
 28. Ellman, G. L. & Lysko, H. Disulfide and sulfhydryl compounds in TCA extracts of human blood and plasma. J. Lab. Clin. Med. 70, 

518–527 (1967).
 29. Nitta, A. et al. Denervation of dopaminergic neurons with 6-hydroxydopamine increases nerve growth factor content in rat brain. 

Neurosci. Lett. 144, 152–156 (1992).
 30. Jiang, H. et al. Altered fecal microbiota composition in patients with major depressive disorder. Brain, Behavior, Immun. 48, 186–194 

(2015).
 31. Salim, S. Oxidative Stress and the Central Nervous System. J. Pharmacol. Exp. Ther. 360, 201–205 (2017).
 32. Barauna, S. C. et al. Antioxidant and antidepressant-like effects of Eugenia catharinensis D. Legrand in an animal model of 

depression induced by corticosterone. Metab. Brain Dis. 33, 1985–1994 (2018).
 33. Oliveira, T. de Q. et al. Brain antioxidant effect of mirtazapine and reversal of sedation by its combination with alpha-lipoic acid in 

a model of depression induced by corticosterone. J Affect Disord 219, 49–57 (2017).
 34. Samad, N., Saleem, A., Yasmin, F. & Shehzad, M. A. Quercetin protects against stress-induced anxiety- and depression-like behavior 

and improves memory in male mice. hysiol Res. 67, 795–808 (2018).
 35. Huang, X. et al. The antidepressant effects of ɑ-tocopherol are related to activation of autophagy via the AMPK/mTOR pathway. Eur. 

J. Pharmacol. 833, 1–7 (2018).
 36. Wang, Q., Timberlake, M. A., Prall, K. & Dwivedi, Y. The Recent Progress in Animal Models of Depression. rog 

Neuropsychopharmacol. Biol. Psychiatry 77, 99–109 (2017).
 37. Borsini, F. & Meli, A. Is the forced swimming test a suitable model for revealing antidepressant activity? Psychopharmacol. 94, 

147–160 (1988).
 38. Ding, H. et al. Depression-like behaviors induced by chronic corticosterone exposure via drinking water: Time-course analysis. 

Neurosci. Lett. 687, 202–206 (2018).
 39. Lee, B., Sur, B., Shim, I., Lee, H. & Hahm, D.-H. Angelica gigas ameliorate depression-like symptoms in rats following chronic 

corticosterone injection. BMC Complement. Altern. Med. 15, 210 (2015).
 40. Sturm, M., Becker, A., Schroeder, A., Bilkei-Gorzo, A. & Zimmer, A. Effect of chronic corticosterone application on depression-like 

behavior in C57BL/6N and C57BL/6J mice. Genes. Brain Behav. 14, 292–300 (2015).
 41. Wei, C.-L. et al. Antidepressant-like activities of live and heat-killed Lactobacillus paracasei PS23 in chronic corticosterone-treated 

mice and possible mechanisms. Brain Res. 1711, 202–213 (2019).
 42. El-Shamy, A. K., Ahmed, A. A., Koreim, M. K. & Ahmed, M. N. The Antidepressant Effect of Linseed and Olive Oils on Reserpine-

Induced Depressed Male Albino Rats. Middle East. J. Appl. Sci. 6, 811–822 (2016).
 43. Rygula, R. et al. Anhedonia and motivational deficits in rats: impact of chronic social stress. Behav. Brain Res. 162, 127–134 (2005).
 44. Enkel, T., Spanagel, R., Vollmayr, B. & Schneider, M. Stress triggers anhedonia in rats bred for learned helplessness. Behav. Brain Res. 

209, 183–186 (2010).
 45. Chaves, R. de C. et al. Reversal effect of Riparin IV in depression and anxiety caused by corticosterone chronic administration in 

mice. Pharmacol. Biochem. Behav. 180, 44–51 (2019).
 46. Amodeo, L. R. et al. Effects of acute or repeated paroxetine and fluoxetine treatment on affective behavior in male and female 

adolescent rats. Psychopharmacol. 232, 3515–3528 (2015).
 47. Liang, J. et al. Effect and mechanism of fluoxetine on electrophysiology in vivo in a rat model of postmyocardial infarction 

depression. Drug. Des. Devel Ther. 9, 763–772 (2015).

https://doi.org/10.1038/s41598-020-60026-1


1 0Scientific RepoRtS |         (2020) 10:3336  | https://doi.org/10.1038/s41598-020-60026-1

www.nature.com/scientificreportswww.nature.com/scientificreports/

 48. Bajpai, A., Verma, A. K., Srivastava, M. & Srivastava, R. Oxidative Stress and Major Depression. J. Clin. Diagn. Res. 8, CC04–CC07 
(2014).

 49. Gautam, M. et al. Role of antioxidants in generalised anxiety disorder and depression. Indian. J. Psychiatry 54, 244–247 (2012).
 50. Black, C. N., Bot, M., Scheffer, P. G., Cuijpers, P. & Penninx, B. W. J. H. Is depression associated with increased oxidative stress? A 

systematic review and meta-analysis. Psychoneuroendocrinology 51, 164–175 (2015).
 51. Angeloni, C., Malaguti, M., Barbalace, M. C. & Hrelia, S. Bioactivity of Olive Oil Phenols in Neuroprotection. Int. J. Mol. Sci. 18, 

2230 (2017).
 52. Chen, H. et al. The Chinese Herbal Formula PAPZ Ameliorates Behavioral Abnormalities in Depressive Mice. Nutrients 11, 859 

(2019).
 53. Zeni, A. L. B., Camargo, A. & Dalmagro, A. P. Lutein prevents corticosterone-induced depressive-like behavior in mice with the 

involvement of antioxidant and neuroprotective activities. Pharmacol. Biochem. Behav. 179, 63–72 (2019).
 54. Jayakumar, S., Raghunath, G., Ilango, S., Vijayakumar, J. & Vijayaraghavan, R. Effect of Fluoxetine on the Hippocampus of Wistar 

Albino Rats in Cold Restraint Stress Model. J. Clin. Diagn. Res. 11, AF01–AF06 (2017).
 55. Rebai, R., Jasmin, L. & Boudah, A. The antidepressant effect of melatonin and fluoxetine in diabetic rats is associated with a 

reduction of the oxidative stress in the prefrontal and hippocampal cortices. Brain Res. Bull. 134, 142–150 (2017).
 56. Bakir, M., Geyikoglu, F., Koc, K. & Cerig, S. Therapeutic effects of oleuropein on cisplatin-induced pancreas injury in rats. J. Cancer 

Res. Ther. 14, 671–678 (2018).
 57. Sherif, I. O. The effect of natural antioxidants in cyclophosphamide-induced hepatotoxicity: Role of Nrf2/HO-1 pathway. Int. 

Immunopharmacol. 61, 29–36 (2018).
 58. Dinda, B., Dinda, M., Kulsi, G., Chakraborty, A. & Dinda, S. Therapeutic potentials of plant iridoids in Alzheimer’s and Parkinson’s 

diseases: A review. Eur. J. Med. Chem. 169, 185–199 (2019).
 59. Sarbishegi, M., Mehraein, F. & Soleimani, M. Antioxidant role of oleuropein on midbrain and dopaminergic neurons of substantia 

nigra in aged rats. Iran. Biomed. J. 18, 16–22 (2014).
 60. Umeno, A., Horie, M., Murotomi, K., Nakajima, Y. & Yoshida, Y. Antioxidative and Antidiabetic Effects of Natural Polyphenols and 

Isoflavones. Molecules 21, 708 (2016).
 61. Umeno, A. et al. Radical-scavenging Activity and Antioxidative Effects of Olive Leaf Components Oleuropein and Hydroxytyrosol 

in Comparison with Homovanillic Alcohol. J. Oleo Sci. 64, 793–800 (2015).
 62. Nutt, D. J. Relationship of neurotransmitters to the symptoms of major depressive disorder. J. Clin. Psychiatry 69(Suppl E1), 4–7 

(2008).
 63. Freitas, A. E. et al. Agmatine, by Improving Neuroplasticity Markers and Inducing Nrf2, Prevents Corticosterone-Induced 

Depressive-Like Behavior in Mice. Mol. Neurobiol. 53, 3030–3045 (2016).
 64. Karten, Y. J., Nair, S. M., van Essen, L., Sibug, R. & Joëls, M. Long-term exposure to high corticosterone levels attenuates serotonin 

responses in rat hippocampal CA1 neurons. Proc. Natl. Acad. Sci. USA 96, 13456–13461 (1999).
 65. Ago, Y. et al. Antidepressant-like effects of the glucocorticoid receptor antagonist RU-43044 are associated with changes in prefrontal 

dopamine in mouse models of depression. Neuropharmacol. 55, 1355–1363 (2008).
 66. Bourin, M., Chenu, F., Prica, C. & Hascoët, M. Augmentation effect of combination therapy of aripiprazole and antidepressants on 

forced swimming test in mice. Psychopharmacol. 206, 97–107 (2009).
 67. Fan, Y. et al. Corticosterone administration up-regulated expression of norepinephrine transporter and dopamine β-hydroxylase in 

rat locus coeruleus and its terminal regions. J. Neurochem. 128, 445–458 (2014).
 68. Schmidt, K. T. et al. Stress-Induced Alterations of Norepinephrine Release in the Bed Nucleus of the Stria Terminalis of Mice. ACS 

Chem. Neurosci. 10, 1908–1914 (2019).

Acknowledgements
The authors extend their appreciation to the Deanship of Scientific Research at King Saud University for funding 
this work, through research group number R-1440-033. This research was funded by the Deanship of Scientific 
Research at King Saud University, through research group number RG-1440-033.

Author contributions
Conceptualization, Amira Badr and Hala Attia; methodology, Amira Badr and Hala Attia; software, Amira Badr 
and Hala Attia; validation, Amira Badr and Hala Attia; formal analysis, Amira Badr, Dr. Nouf Alrasheed, and 
Hala Attia; investigation, Amira Badr, Dr. Nouf Alrasheed and Hala Attia; writing—Dr. Amira Badr; Amira Badr 
and Hala Attia; project administration; funding acquisition, Amira Badr, Dr. Nouf Alrasheed, and Hala AttiaY.

competing interests
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to A.M.B.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020

https://doi.org/10.1038/s41598-020-60026-1
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Oleuropein Reverses Repeated Corticosterone-Induced Depressive-Like Behavior in mice: Evidence of Modulating Effect on Biog ...
	Materials and Methods
	Animals. 
	Drugs and drug administration. 
	Experimental design. 
	Behavioral assessments. 
	Tail suspension test. 
	Forced swimming test. 
	Open field test (OFT). 
	Sucrose preference test. 

	Collection of brain samples. 
	Determination of reduced glutathione and lipid peroxides. 
	Determination of monoamines. 

	Statistical analysis. 

	Results
	Behavioral tests. 
	Effect of oleuropein on immobility time in TST. 
	Effect of oleuropein on immobility time in FST. 
	Effect of oleuropein on immobility time and number of movements in OFT. 
	Effect of oleuropein on anhedonic behavior in SPT. 

	Biochemical measurements. 
	Effect of oleuropein on reduced glutathione and lipid peroxides. 
	Effect of oleuropein on brain levels of monoamines. 


	Discussion
	Conclusions
	Study limitations. 

	Acknowledgements
	Figure 1 Effects of different doses of oleuropein on immobility time in chronic Cort-induced depression model.
	Figure 2 Effects of different doses of oleuropein on chronic Cort-induced depression model.
	Figure 3 Effects of different doses of oleuropein on oxidative stress-related parameters in chronic Cort-induced depression model.
	Figure 4 Effects of different doses of oleuropein on brain neurotransmitters’ level in chronic Cort-induced depression model in mice.




