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Abstract 

Background: Alzheimer's Disease (AD) is one of the most prevalent chronic neurodeg-

enerative disorders. The present study aims to better understand the mechanism by 

which Citrus aurantium (C. aurantium) and Lavandula angustifolia (L. angustifolia) 

hydro–alcoholic extracts were used to treat AD and anti–oxidant issues in a laboratory 

model.  

Methods: 15 male Wistar rats, weighing 250±20 gr, aged 6–8 weeks, were used. Amy-

loids in the brain were found and identified using the shuttle box and Congo red test. 

ELISA testing for norepinephrine and serotonin, Superoxide Dismutase (SOD), Malon-

dialdehyde (MDA), and Real–time PCR for expression of the APP and GLT1 genes 

were done.  

Results: The shuttle box test demonstrated that AD produces behavioral harm, since it 

significantly reduces passive avoidance learning. The Congo red test revealed that the 

AD models had much more amyloid beta in their brain tissue than the control. Nor-

epinephrine levels were also decreased by using both extracts in test group. Treatment 

with both extracts led to a substantial rise in SOD activity and fall in MDA concen-

tration.  

Conclusion: The gene expression data indicated that the relative expression of the APP 

and GLT1 genes was shown to be lower in the groups treated with both extracts. C. 

aurantium and L. angustifolia may therefore offer a multi–target treatment strategy for 

AD, which calls for more research in this area.  
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Introduction 

One of the most prevalent chronic neurodegenera-

tive disorders, Alzheimer's Disease (AD), is characteri-

zed by neural plaques and neurofibrillary tangles as 

pathological signs. Both the hyper–phosphorylation of 

tau protein linked with microtubules in neurons and the 

accumulation of amyloid beta peptide (Aβ) in brain 

tissue are responsible for these symptoms. The amylo-

idogenic processing is influenced by a variety of 

genetic and environmental variables 1. Aβ (abeta) ac-

cumulation in the brain starts a pathogenic cascade that 

eventually results in synaptic dysfunction and loss, 

neuronal death, and finally cognitive failure. Inflamma-

tion and oxidative stress are also a part of this process, 

which contribute to neurological dysfunction 2-4. The  

 

 

 

 

 
only available treatments for AD are one partial N-

Methyl-D-aspartate (NMDA) receptor antagonist (me-

mantine) and four cholinesterase inhibitors (tacrine, ri-

vastigmine, donepezil, and galantamine).  

Herbal and medicinal extracts are also being studied 

in addition to therapeutic substances. These studies, 

which include the incidence and prevalence of AD in 

many cultures and nations, are based in part on nutri-

tional and epidemiological investigations. For instance, 

a considerable reduced incidence of AD (4.4-fold) was 

seen among older Indians compared to an American 

reference sample in a major epidemiologic investiga-

tion 5.   

In the primary healthcare system, medicinal plants  
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are seen as being quite significant. Numerous herbal 

therapies have been examined in clinical studies and 

other AD-related models, and they have all demons-

trated positive results 6.  

Citrus aurantium var. amara L. (C. aurantium) 

(www.theplantlist.org, record 28100679), the plant 

known by its scientific name, is native to Asia's 

tropical regions; however, it may also be found in other 

tropical and subtropical areas. In Asia, C. aurantium is 

used as a brew or tea and C. aurantium sweat. The 

sweat of C. aurantium is used in salad dressing, as an 

air freshener and in the bedroom for better sleep. In 

Iran, to reduce the complications of AD in the elderly, 

plant syrup containing one third of a glass of C. 

aurantium sweat, one third of water and one third of 

rose water is used. Blossom of the orange tree, is 

widely used in perfumery and making essential oils, all 

kinds of seasonal drinks, and preparing jam. This herb 

is widely utilized in the treatment of several ailments 

and is freely accessible 7. Flavonoids, including hes-

peridin, naringin, and alkaloids, primarily synephrine, 

are the primary physiologically active components of 

C. aurantium and have positive medicinal benefits on 

human health. These substances have the reputation of 

a novel drug due to a variety of therapeutic benefits 

including disinfectant, anticancer, anti–inflammatory, 

and anti–oxidant, as well as its involvement in the 

treatment of cardiovascular, mental, and neurological 

problems 8.  

Another plant whose anti-Alzheimer effects were 

investigated in this research is Lavandula angusti-

folia (L. angustifolia) Mill (www.theplantlist. org, re-

cord 108971). This plant (English name: Lavender), is 

widely used in Iran and Mediterranean regions to 

reduce Alzheimer's complications. In Iran, L. angusti-

folia brew is used to prevent and reduce the side effects 

of AD. It has been demonstrated in multiple researches 
9 to have a variety of therapeutic benefits, including 

sedative, anticonvulsant, analgesic, and local anesthetic 

properties. Additionally, the nervous system is soothed 

and relaxed by this herb 10. In Alzheimer's patients, the 

amount of norepinephrine and Malondialdehyde 

(MDA) (an indicator of oxidative stress) increases, but 

the concentration of serotonin and the activity of the 

Superoxide Dismutase (SOD) enzyme decrease. Also, 

the expression of the Glutamate transporter-1 (GLT1) 

gene increases, and promising results were obtained in 

all cases with the use of medicinal plants. The present 

research aims to better understand the mechanism of 

action of C. aurantium and L. angustifolia hydro–

alcoholic extracts in treating anti–oxidant issues typical 

of AD in an induced laboratory rat model. This under-

standing may protect the biodiversity rights of indige-

nous people and open the door to potential therapeutic 

applications.  

 
Materials and Methods 

 

Preparation of herbal extracts 

Identified and documented genus and species of C. 

aurantium and L. angustifolia plants were purchased 

from Medicinal Plants Research Center, Tehran Uni-

versity of Medical Sciences. The extraction was 

performed by the maceration method (ethanol 96%). 

for both plants. For example, 10 g of the dried plant 

powder was poured into 200 ml of 96% ethanol 

solution. The solution was stirred for 24 hr and filtered 

through a filter paper to obtain the extract.  
 

GC–MS analysis  

GC/MS analyses were performed by 7890B series 

gas chromatography device (Agilent Company of 

America), Column: 30 mm×0.25 mm and 0.25 mm film 

thickness. For L. angustifolia, the oven temperature 

program started from 60-220C for 20 min at a rate of 

6C/min. Transfer line temperature was 280C; injector 

temperature was 250C. Components were detected by 

comparing the resulting spectrum to the mass pattern 

found in the analyzer library 11. For C. aurantium, an 

aliquot of 10 µl was placed in GC-MS syringe and 

oven temperature of 60C for 10 min. The temperature 

was increased to a final temperature of 250C in rate of  

5C/min. Injector and detector temperatures were 

230C and 300C, respectively 12. 
 

Animal studies, model development and treatment 

15 male Wistar rats, weighing 250±20 g, were ac-

quired from the Pasteur Institute of Iran for this in-

vestigation. They were housed at a temperature of 23± 

3C and a humidity of 50±10 throughout the ex-

periment. Up to the completion of the treatment, the 

rats had unrestricted access to animal food, including 

water and special rat chow. The rats' sleeping and wak-

ing times were fixed to be 12 hr in a dark environment 

and 12 hr in light, and were categorized as shown in 

table 1. The research was conducted in accordance with 

accepted principles for laboratory animal use and care.  

Rats were put to sleep using ketamine (100 mg/kg) 

and xylazine (10 mg/kg) before being moved to stereo-

taxic equipment to produce the model (RWD, 0755-

Table 1. The studied groupings for investigation of C. aurantium and L. angustifolia 
 

Group name Number Gender Title 

G1 3 Male Healthy 

G2 3 Male Alzheimer 

G3 3 Male Alzheimer + Citrus aurantium 

G4 3 Male Alzheimer + Lavandula angustifolia 

G5 3 Male Alzheimer + Citrus aurantium + Lavandula angustifolia 
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86111281). The Alzheimer's model was injected and 

generated using β-Amyloid Peptide (1-42) (Sigma, 

CAS number: 107761) by injecting in the CA1 region 

of the hippocampus with the coordinates utilized from 

the Paxinos atlas (ML=-2.6, AP=-3.8, DV=2.2) and a 

concentration of 5 µg/μl and 2 μl on each side of the 

hippocampus using a 5 μl syringe (Hamilton, USA) 13. 

Following the model's introduction, 200 μl of C. aur-

antium and L. angustifolia extracts with concentration 

of 100 mg/kg were administered by gavage over 4 

weeks, five days per week 14-17. The behavioral shuttle 

box test was conducted 30 days following the last treat-

ment. The rats were subsequently put to death with 

carbon dioxide gas, and the brain tissue was removed 

and fixed in 10% formalin 13.  
 

Shuttle box test 

A shuttle box device (type ST–500) with two cham-

bers-one light and one dark-and bottoms wrapped in 

steel wire with a diameter of 1 to 2 mm was used for 

this test. Also, in the dark chamber, a light shock of 75 

mA and alternating current for three s was delivered to 

the mouse's leg just once using an electric current gen-

erator. The mice were all first placed in this room for 

ten min to become used to the open guillotine door, 

after which they were all moved to the light chamber, 

and as soon as they entered the dark chamber, the guil-

lotine door was shut and the mice's legs were shocked 

with electricity. Mice were tested for passive avoidance 

memory 24 hr later, and the delay time for entering the 

dark compartment was assessed in seconds 18. 
 

Congo red test 

Once the tissue had been verified, ethanol was em-

ployed to dehydrate the subject (starting from low de-

grees to absolute alcohol). The alcohol was then eli-

minated by xylol. The samples were then mounted on a 

silanized slide after being microtome-cut to a thickness 

of 5 πm. The dehydration procedure and deparaffiniz-

ation of the slides were done first. They were then im-

mersed in Congo Red 1 solution (Sigma-C-6277) for 

30 min, rinsed with distilled water, and then immersed 

5-10 times in an alkaline alcohol solution (1% sodium 

hydroxide and 50% alcohol, Sigma-S0899). After 

washing the slides in water for 5 min, hematoxylin 

(Sigma-H9627) for 30 s, and ammonium hydroxide 

(Sigma-1336-21-6) for 30 s were used and they were 

once again put in water for washing. Dewatering and 

clarifying were completed in the end, and an optical 

microscope (LABOMED) was used to capture images 
19.  
 

ELISA test for norepinephrine and serotonin 

One ml of Ripa buffer (Cat. NB: DB9719) was used 

to homogenize about 100 mg of tissue before cen-

trifuging it for protein extraction. The BCA test was 

used to identify the supernatant solution that contained 

protein. After creating the standard graph, the Biotek-

refelx800 (US) ELISA equipment was used to evaluate 

the amounts of norepinephrine and serotonin protein in 

the samples according to the ELISA kit's methodology 
20.  
 

Superoxide dismutase (SOD) and malondialdehyde (MDA) 

assay  

100 mg of tissue was combined with 1 ml of PBS 

(Cat. NB: A-0018) before being homogenized and cen-

trifuged. Using the SOD kit (CAT NO: ZB-SOD), the 

SOD test was conducted on the supernatant of the sam-

ples following the kit's instructions. Using a tetra-

zolium salt that, when reduced with superoxide anion, 

yields a water-soluble formazan dye, this kit assessed 

SOD activity. The quantity of produced color was 

quantified at a wavelength of 440-460 nm with a Bio-

tek-refelx800 (US) ELISA equipment when it was dis-

covered that the presence of SOD in the media inhibits 

the rate of formazan production. The material was ex-

tracted using Ripa buffer, and the MDA kit (ZB-MDA) 

was used under the kit's instructions to test MDA. 

Then, using a Biotek-refelx800 (US) ELISA equip-

ment, the quantity of color generated was measured at 

a wavelength of 535 nm 21. 
 

Expression of Amyloid precursor protein (APP) and Glu-

tamate transporter-1 (GLT1) genes  

Each sample's total RNA was manually extracted 

using Triazol (Qiazol, Kiazist) following the manufac-

turer's instructions from 50 mg of tissue. Simply, 500 

ng of RNA from each sample was added to the cDNA 

synthesis procedure using the Easy cDNA Synthesis 

Kit (Parstous). Afterwards the extracted RNA was read 

at a wavelength of 260 nm and a ratio of 260/280 and 

230/260 was checked to ensure its quality and purity. 

Primer3 software was used to create primers for genes 

(Table 2). Then, using a real-time PCR thermocycler 

(ABI Stepone, US) and SYBR Master with high Rox 

(2X) (Addbio), relative changes in the expression of 

the APP and GLT1 genes in various groups as com-

pared to the control group and GAPDH internal control 

gene were evaluated 22.  

Software called Graph Pad Prism version 9 was uti-

lized to evaluate the tests' statistical significance. 

ANOVA and Tukay's multiple comparison test were 

employed in one way. A p-value of 0.05 and a 95% 

confidence interval were taken into account. Each 

group included three tested samples. Three repetitions 

for each sample were run through each test. The results 

were expressed as mean ± standard error (mean ± SE).  

 

Table 2. Primer sequence designed by primer 3 software 
 

Symbol gene Sequence 5’-3’ 

rAPP-F AGATGTCAGAAGTGAAGATGGA 

rAPP-R GCAATGATGGATGGATGTGT 

rGLT1-F AGAGAGGCTGCCCGTTAAATAC 

rGLT1-R AAACACAGTCAGTGAGAGCAGG 

rGap-R TGTAGACCATGTAGTTGAGGTCA 

rGap-F AGGTCGGTGTGAACGGATTTG 
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Results 
 

Phytochemical evaluation  

The results of GC–MS for C. Aurantium and of L. 

angustifolia are shown in tables 3 and 4. As shown in 

the table 3, D-Limonen was reported as the active 

constituent of the C. Aurantium hydro-alcoholic ex-

tract. Also, the eucalyptol was reported as the active 

constituent of the L. angustifolia.  
 

Shuttle box behavioral test 

The findings demonstrated that model induces be-

havioral impairment so that passive avoidance learning 

is significantly less than in the control group. Figure 

1A, shows that on the first day of measurement, the 

model group's initial delay time to enter the dark room 

after the induction of an electric shock was shorter than 

that of the control group, which is statistically signi-

ficant at p<0.05. The decrease in the treated groups 

when compared to the control is not statistically signi-

ficant, but when compared to the model group, partic-

ularly with the treatment using both extracts, it resulted 

in an increase in learning, which is statistically signifi-

cant. The experiment was measured again on the se-

cond day, and Figure 1B, depicted the same procedure 

for all control and treatment groups with additional 

seconds.  

To evaluate memory recovery, the Time of Dark 

Chamber (TDC) was also investigated. Figure 2 shows 

a statistically significant (p<0.05) increase in TDC in 

the model group when compared to the control groups. 

In comparison to the Alzheimer's group, treatment with 

C. aurantium and L. angustifolia and both medications 

simultaneously decreased the amount of time spent in   

the dark room. This difference is statistically signifi-

cant at p<0.05 for the L. angustifolia group and both 

extracts.  
 

Congo red test 

Amyloids in brain tissue were found and identified  
 

 

Table 3. Chemical composition of Hydro–alcoholic extract of C. Aurantium 
 

Number Compound Name Retention time (min) Probability (%) Percentage (%) 

1 D–Limonen 10.43 98 5.54 

2 Pyrrolidinone, 10.921 98 1.17 

3 Linalool 12.11 91 2.06 

4 D–Glucuronic acid 18.840 82 9.53 

5 alpha–D–Mannofuranoside 18.954 94 1.72 

6 alpha–Guaiene 20.24 92 0.59 

7 alpha– D–Glucopyranoside 22.04 47 1.26 

8 Daphnetin 22.49 43 3.73 

9 Caffeine 25.65 96 4.42 

 

Table 4. Chemical composition of Hydro–alcoholic extract of L. angustifolia 
 

Number Compound name Retention time (min) Probability (%) Percentage (%) 

1 Eucalyptol 10.66 98 1.1 

2 Camphor 12.78 98 1.1 

3 Borneol 13.13 90 2.4 

4 Benzene 20.46 50 0.8 

5 Benzo[h]quinoline 32.34 38 22.9 

6 Silicic acid 32.37 45 5.4 

 
 

 

Figure 1. Initial delay time to enter the dark room after the induction 

of an electric shock. A) the amount of step through latency (STLa) 

in seconds on the first day, B) the amount of step through latency 

(STLr) in seconds on the second day. 
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using the Congo red staining method. The outcomes of 

brain tissue staining in various groups have been 

shown in figure 3. Figure 4 compares the groups based 

on the three times each sample's amyloid plaque count 

was counted. The graphic shows that the Alzheimer's 

model mice had more amyloid in their brain tissue than 

the control and other treatment groups. The maximum 

significance is p<0.001 compared to each extract with 

the model group in the groups treated with C. auran-

tium and L. angustifolia extracts in terms of lowering 

the amount of amyloid compared to the model group. 

There are no significant variations between the two 

extracts.  
 

ELISA test for norepinephrine and serotonin 

As shown in figure 5A, after illness induction, there 

is a significant increase in norepinephrine protein lev-

els in the model group compared to the control 

group (p<0.001). In the groups treated with C. auran-

tium and the two extracts, there was a reduction in this 

protein when compared to the model group; this 

reduction in protein is significant when compared to 

the model group. The differences between the therapy 

groups are negligible. Additionally, figure 5B, shows 

that following illness induction, the model group's level 

of serotonin protein decreased significantly (p<0.001) 

compared to the control group. There is hardly any 

distinction across the treatment groups. Furthermore, 

figure 5B demonstrates that, in comparison to the con-

trol group, the model group's level of serotonin protein 

reduced dramatically (p<0.001) after illness induction.  
 

Superoxide dismutase (SOD) and malondialdehyde (MDA) 

tests 

As shown in figure 6A, when compared to the 

control group, the model group's SOD activity was 

Figure 2. Time of Dark Chamber (TDC) in seconds. 

Figure 3. The Congo red staining images of a cross-section of brain 

tissue in mice of different groups, as shown in the figure, with the 
use of C. aurantium and L. angustifolia extracts. the number of 

amyloid plaques (denoted by white arrows) has decreased 

significantly compared to the sample with Alzheimer's disease. This 
reduction has been more with the simultaneous use of two extracts. 

Scale bars for the first column from the left are 200 µm and for the 
second and third columns are 100 µm. 

Figure 4. The number of amyloid plaques in different groups, 

similar signs are not significantly different. Non-similar signs have a 

statistically significant difference of p<0.05. 

Figure 5. Norepinephrine (A) and Serotonin (B) protein expression 

levels in different groups, similar signs are not significantly 

different. Non-similar signs have statistically significant differences 

(p≤ 0.001). 
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significantly lower (p<0.001). When compared to the 

model group, treatment with L. angustifolia extract and 

both extracts combined significantly increased SOD 

activity. Among the groups treated with one extract, 

the increase in SOD activity in the group treated with 

both extracts relative to the model group showed maxi-

mum significance. As shown in figure 6B, in com-

parison to the control group, the MDA concentration in 

the model group has significantly increased (p<0.001). 

MDA concentration was significantly lower after treat-

ment with each extract separately and in combination 

than it was in the model group. Among the groups 

treated with one extract, the reduction in MDA levels 

in the group treated with both extracts relative to the 

model group showed maximum significance.  
 

Expression measurement of APP and GLT1 genes by Real-

time PCR method 

As shown in figure 7A, in comparison to the control 

group, there is a significant increase (p<0.01) in the 

relative expression of the APP gene in the model 

group. In comparison to the model group, the groups 

treated with individual and combined extracts showed 

a drop in the relative expression of this gene. In the C. 

aurantium group and both extracts together, this 

decrease is significant. Figure 7B displays the level of 

GLT1 gene expression in different groups. In com-

parison to the control group, the relative expression of 

this gene in the model group has dramatically risen (p< 

0.01). The relative expression of this gene relative to 

the model group has significantly decreased in the L. 

angustifolia group and both extracts combined after the 

effects of the extracts both alone and together. The 

relative level of expression of both genes has been 

impacted by both extracts.  

 

Discussion 
 

Numerous studies have demonstrated that food and 

nutrition can positively influence various pathophysio-

logical consequences in AD so far. Additionally, some 

studies have suggested that dietary components such as 

polyphenols may be useful in avoiding and postponing  

age-related diseases 23,24. C. aurantium is a traditional 

herbal remedy that is frequently used as both an anti-

oxidant and an anticancer agent 25. Additionally, L. 

angustifolia is recommended in conventional medicine 

as a therapy for AD. The therapeutic medications em-

ployed are mostly anti-oxidants, anti-inflammatory 

drugs, cholinergic agonists, estrogen, neurotrophic fac-

tor, etc. due to the numerous pathogenic factors in AD 
26. Although organic synthesis can yield two or more 

pharmacophores related to multifunctional AD inhibi-

tors, the implementation of this strategy is greatly 

hampered by unpredictable side effects. As a result, 

researchers' attention has gradually shifted away from 

organic synthesis and toward multifunctional com-

pounds in natural products 27.  

As the findings of the current study demonstrated, 

the behavioral test revealed that although the decrease 

in the treated groups when compared to the control is 

not statistically significant, the treatment with both ex-

tracts specifically resulted in an increase in learning 

that is statistically significant when compared to the 

model group. As the behavioral studies by Zhang et al 

Figure 6. SOD activity (a), and MDA concentration (b), in the 
studied groups, Similar signs are not significantly different. Non-

similar signs have statistically significant differences (p≤05). 

Figure 7. Changes in the relative expression of (A) APP and (B) 
GLT1 genes in different groups, Similar signs are not significantly 

different. Non–similar signs have statistically significant differences 

(p≤0.005). 
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indicated, Rhodiola crenulata Extract (RCE) can en-

hance cognitive abilities in Aβ1–42 induced AD mice 

models, including learning and memory 28. According 

to Rabies’s study the shuttle box results showed that 

the initial delay in the Alzheimer’s mouse model that 

was treated with Cyperus rotundus ethanolic extract 

was significantly decreased 29. The Aβ plaque system 

plays a role in neuropsychiatric processes including 

memory and learning. Disorders of learning and me-

mory are usually caused by an increase in Aβ in certain 

brain areas 30. The findings of this research indicated 

that a significant increase exists in the level of Aβ in 

the mouse models' brains, which might be the reason 

for the cognitive deterioration found in the current 

study. These defects were corrected by treatment with 

C. aurantium and L. angustifolia extract, indicating 

that lavender and orange spring may improve the Aβ 

plaque system's functioning. As a result, C. aurantium 

and L. angustifolia may enhance learning and memory 

in behavioral tests through a variety of processes. The 

findings of Congo red staining of the brain tissue 

indicated that the groups treated with C. aurantium and 

L. angustifolia extracts had the maximum significance 

at p<0.001 compared to each extract alone with the 

model group in terms of lowering the quantity of 

amyloid plaques. Similarly, Dhanasekaran et al de-

monstrated using Congo red staining that a dosage of 

5.0 mg/kg of Centella asiatica and a long-term treat-

ment plan can diminish fibrillar amyloid plaques 19. 

Additionally, research by Soheili's team showed that L. 

angustifolia might significantly decrease the number of 

amyloid plaques in mice used as an Alzheimer's model 
31. 

Numerous practical research has shown that defici-

encies in the anti-oxidant defense system and oxidative 

stress associated with Aβ are important factors in the 

pathophysiology and etiology of AD 9. Compared to 

the model group, the findings of the current study 

indicated that treatment with L. angustifolia extract and 

both extracts combined significantly increased SOD 

activity. Among the groups treated with one extract, 

the increase in SOD activity in the group treated with 

both extracts relative to the model group showed 

maximum significance. Additionally, compared to the 

model group, treatment with both individual and com-

bined extracts resulted in a significant drop in MDA 

levels. Zhang et al demonstrated that RCE therapy 

might stop MDA accumulation and the reduction in 

SOD activity in AD mice models. The present findings 

are also in line with earlier research, which found that 

in a rat model of streptozotocin-induced hippocampus 

cell injury, MDA levels considerably rose along with 

significant deficits in learning and spatial memory, and 

the pretreatment with Rhodiola rosea extract greatly 

reduced these aberrations 32. 

The findings of the ELISA test revealed that a sig-

nificant increase exists in the protein level of nor-

epinephrine in the model group compared to the 

control after the illness was induced. This protein was 

lower after treatment with each extract alone and after 

treatment with both extracts compared to the model 

group. Additionally, after illness induction, the model 

group's level of serotonin protein decreased significant-

ly (p<0.001) compared to the control group. This pro-

tein was significantly elevated following treatment 

with each extract alone as well as treatment with com-

bined extracts in comparison to the model group. In the 

study conducted by Rapaka et al, pathological and 

behavioral changes caused by AL-induced Alzheimer's 

mice were associated with a decrease in dopamine and 

serotonin levels in the cerebral cortex and hippocam-

pus, and treatment with Benincasa hispida hindered 

this in the AD model 33. Elsawi's study also demons-

trated that Lagerstroemia indica extract might change 

the levels of the hormones norepinephrine and sero-

tonin in the Alzheimer's model group in comparison to 

the control group, respectively 34.  

In comparison to the model group, the findings 

reveal that the relative expression of the APP gene in 

the groups treated with the extracts individually and 

together demonstrate lower expression levels. In the C. 

aurantium group and when the two extracts are 

combined, this decrease is significant. Furthermore, the 

L. angustifolia group and both extracts taken combined 

showed a significantly lower expression of GLT1 

following the effects of the extracts than the model 

group.  

Similarly, Yaghmaei group research showed that 

silymarin extract treatment also lowers the number of 

amyloid plaques in the brain. Moreover, silymarin was 

able to reduce APP expression as seen by the com-

parison of treated and untreated groups' APP gene ex-

pression 35. Ji et al also discovered that Akt pho-

sphorylation was necessary for insulin stimulation to 

enhance total and surface GLT1 expression in cultured 

astrocytes, which was linked with KBBP expression 

and GLT1 mRNA transcription 36. According to abun-

dant evidence, oxidative stress-induced abnormal and 

excessive Ca2+ release from the Endoplasmic Retic-

ulum (ER) via the Ryanodine Receptor (RYR) which 

then plays a significant role in memory loss and 

cognitive dysfunction in AD patients through ac-

tivation of the enzyme calcineurin phosphatase and 

increased activities of the enzymes β-calcineurin and γ-

secretases in the generation and deposition of Aβ42 

senile plaques and the APP gene. Inhibiting excessive 

Ca2+ release from the ER, as well as RYR over-

activation and calcineurin activation in hippocampus 

neurons, may therefore be viable therapeutic targets for 

the treatment of AD 37.  

 

Conclusion 
 

The aim of the present study was to better unders-

tand the mechanism of action of two plants, C. auran-

tium and L. angustifolia, as widely used ethnic herbal 

medicines, which are widely used in Iran and Mediter-
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ranean regions 38 to reduce the complications of AD. 

The results of this research showed that the C. auran-

tium and L. angustifolia are able to modulate the ex-

pression of APP and GLT1 proteins, decrease oxidative 

stress, protect neurons from degeneration or apoptosis, 

and greatly enhance the cognitive performance of AD 

rat in the behavioral test. Therefore, C. aurantium and 

L. angustifolia provide a multi-target therapeutic stra-

tegy for AD and can be introduced as nootropic agents 

to reduce the complications of cognitive diseases such 

as AD.  

 

Acknowledgement 
 

The authors of this article would like to express 

their deepest gratitude to Mr. Talebi, who helped to im-

prove research quality, as well as Histogenotec Re-

search Laboratory. The costs are borne by the authors.  

 

Conflict of Interest 
 

The authors declare that they have no conflict of 

interest.  
 

References 
 

1. Mohebali N, Shahzadeh Fazeli SA, Ghafoori H, Farah-

mand Z, MohammadKhani E, Vakhshiteh F, et al. Effect 

of flavonoids rich extract of Capparis spinosa on inflam-

matory involved genes in amyloid-beta peptide injected 

rat model of Alzheimer's disease. Nutr Neurosci 2018;21 

(2):143-50.  
 

2. Ahmad A, Ali T, Park HY, Badshah H, Rehman SU, 

Kim MO. Neuroprotective effect of fisetin against am-

yloid-beta-induced cognitive/synaptic dysfunction, neu-

roinflammation, and neurodegeneration in adult mice. 

Mol Neurobiol 2017;54(3):2269-85.  
 

3. Busche MA, Hyman BT. Synergy between amyloid-β 

and tau in Alzheimer’s disease. Nat Neurosci 2020;23 

(10):1183-1193.  
 

4. de Oliveira J, Kucharska E, Garcez ML, Rodrigues MS, 

Quevedo J, Moreno-Gonzalez I, et al. Inflammatory 

cascade in Alzheimer’s disease pathogenesis: A review 

of experimental findings. Cells 2021;10(10):2581.  
 

5. Ray B, B Chauhan N, K Lahiri D. The “Aged Garlic 

Extract”(AGE) and one of its active ingredients S-Allyl-

LCysteine (SAC) as potential preventive and therapeutic 

agents for Alzheimer's disease (AD). Curr Medicinal 

Chem 2011;18(22): 3306-13.  
 

6. Alzobaidi N, Quasimi H, Emad NA, Alhalmi A, Naqvi 

M. Bioactive compounds and traditional herbal medicine: 

Promising approaches for the treatment of dementia. 

Degener Neurol Neuromuscul Dis 2021;11:1.  
 

7. Ben Hsouna A, Gargouri M, Dhifi W, Ben Saad R, 

Sayahi N, Mnif W, et al. Potential anti‐inflammatory and 

antioxidant effects of Citrus aurantium essential oil 

against carbon tetrachloride‐mediated hepatotoxicity: A 

biochemical, molecular and histopathological changes in 

adult rats. Environ Toxicol 2019;34(4): 388-400.  
 

8. Maksoud S, Abdel-Massih RM, Rajha HN, Louka N, 

Chemat F, Barba FJ, Debs E. Citrus aurantium L. active 

constituents, biological effects and extraction methods. 

an updated review. Molecules 2021;26(19):5832.  
 

9. Soheili M, Salami M. Lavandula angustifolia biological 

characteristics: An in vitro study. J Cell Physiol 2019; 

234(9):16424-30.  
 

10. Badr MM, Badawy ME, Taktak NE. Characterization, 

antimicrobial activity, and antioxidant activity of the 

nanoemulsions of Lavandula spica essential oil and its 

main monoterpenes. Journal of Drug Delivery Science 

and Technology 2021;65:102732. 
 

11. Torabbeigi M, Aberoomand Azar P. Analysis of essential 

oil compositions of Lavandula angustifolia by HS-SPME 

and MAHS-SPME followed by GC and GC-MS. Acta 

Chromatographica 2013;25(3):571-9. 
 

12. Azhdarzadeh F, Hojjati M. Chemical composition and 

antimicrobial activity of leaf, ripe and unripe peel of 

bitter orange (Citrus aurantium) essential oils. Nutrition 

and Food Sciences Research 2016;3(1):43-50. 
 

13. Rahman SO, Panda BP, Parvez S, Kaundal M, Hussain 

S, Akhtar M, et al. Neuroprotective role of astaxanthin in 

hippocampal insulin resistance induced by Aβ peptides in 

animal model of Alzheimer’s disease. Biomed Pharma-

cother 2019; 110:47-58.  
 

14. Jasim SA, Ali SA-J, Fadhil OQ, Rakhmatova MK, Kzar 

HH, Margiana R, et al. Investigating the effects of hydro-

alcoholic Urtica dioica extract and retinoic acid on 

follicular development: An animal study. Medi J Islam 

Repub Iran 2023;37.  
 

15. Adamu SS, Umaru HA, Albert HO, Muhammad AL. The 

effect of green synthesized zinc oxide nanoparticles 

using Allium cepa extracts on Triton X-100 induced 

hyperlipidemia in rats. International Journal of Nutrition 

Sciences 2023;8(1):36-46. 
 

16. Ogechukwu OC, Salt AP. In vivo antimalarial activity 

and phytochemical screening of tree bark extract of ficus 

elastica. Journal of Science and Technology Research 

2023;5(2). 
 

17. Fathollahy I, Barzegar Asl A. Aqueous extract of Senjed 

(Elaeagnus angustifolia L.) peel: characteristics and 

effect on physico-chemical properties of cold-pressed 

sesame oil. Journal of Food Measurement and Charac-

terization 2023:1-10. 
 

18. Zavvari F, Karimzadeh F. A review on the behavioral 

tests for learning and memory assessments in rat. The 

Neuroscience Journal of Shefaye Khatam 2017;5(4):110-

124. 
 

19. Dhanasekaran M, Holcomb LA, Hitt AR, Tharakan B, 

Porter JW, Young KA, et al. Centella asiatica extract 

selectively decreases amyloid β levels in hippocampus of 

Alzheimer's disease animal model. Phytother Res 2009; 

23(1):14-9.  
 

20. Heneka MT, Nadrigny F, Regen T, Martinez-Hernandez 

A, Dumitrescu-Ozimek L, Terwel D, et al. Locus cer-

uleus controls Alzheimer's disease pathology by modu-

lating microglial functions through norepinephrine. Proc 

Natl Acad Sci USA 2010;107(13):6058-6063.  
 

21. Shunan D, Yu M, Guan H, Zhou Y. Neuroprotective 

effect of betalain against AlCl3-induced Alzheimer's 

disease in sprague dawley rats via putative modulation of 



Arasteh A, et al 

 Avicenna Journal of Medical Biotechnology, Vol. 15, No. 4, October-December 2023  231 

oxidative stress and nuclear factor kappa B (NF-κB) 

signaling pathway. Biomed Pharmacother 2021;137: 

111369.  
 

22. Giacomeli R, Izoton JC, Dos Santos RB, Boeira SP, 

Jesse CR, Haas SE. Neuroprotective effects of curcumin 

lipid-core nanocapsules in a model Alzheimer’s disease 

induced by β-amyloid 1-42 peptide in aged female mice. 

Brain Res 2019;1721:146325.  
 

23. Sarubbo F, Moranta D, Asensio VJ, Miralles A, Esteban 

S. Effects of resveratrol and other polyphenols on the 

most common brain age-related diseases. Curr Med 

Chem 2017;24(38):4245-66.  
 

24. Kumar MR, Azizi NF, Yeap SK, Abdullah JO, Khalid 

M, Omar AR, et al. Clinical and preclinical studies of 

fermented foods and their effects on Alzheimer’s disease. 

Antioxidants (Basel) 2022;11 (5):883.  
 

25. Suntar I, Khan H, Patel S, Celano R, Rastrelli L. An 

overview on Citrus aurantium L.: Its functions as food 

ingredient and therapeutic agent. Oxid Med Cell Longev 

2018 May 2;2018:7864269. 
 

26. Dey A, Bhattacharya R, Mukherjee A, Pandey DK. Natu-

ral products against Alzheimer's disease: Pharmaco-

therapeutics and biotechnological interventions. Bio-

technol Adv 2017;35(2):178-216.  
 

27. Zeng G-f, Zhang Z-y, Lu L, Xiao D-q, Zong S-h, He J-m. 

Protective effects of ginger root extract on Alzheimer 

disease-induced behavioral dysfunction in rats. Rejuven-

ation Res 2013;16(2):124-33.  
 

28. Zhang X, Wang X, Hu X, Chu X, Li X, Han F. 

Neuroprotective effects of a Rhodiola crenulata extract 

on amyloid-β peptides (Aβ1-42)-induced cognitive de-

ficits in rat models of Alzheimer's disease. Phyto-

medicine 2019;57:331-8.  
 

29. Rabiei Z, Hojjati M, Rafieian-Kopaeia M, Alibabaei Z. 

Effect of Cyperus rotundus tubers ethanolic extract on 

learning and memory in animal model of Alzheimer. 

Biomedicine & Aging Pathology 2013;3(4):185-91. 
 

30. Kent SA, Spires-Jones TL, Durrant CS. The physio-

logical roles of tau and Aβ: implications for Alzheimer’s  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

disease pathology and therapeutics. Acta neuropatho-

logica 2020;140(4):417-47.  
 

31. Soheili M, Tavirani MR, Salami M. Lavandula angusti-

folia extract improves deteriorated synaptic plasticity in 

an animal model of Alzheimer’s disease. Iran J Basic 

Med Sci 2015;18(11):1147.  
 

32. Yu H, Zhang P, Zhang C, Zhang X, Li Z, Li W, Fu A. 

[Effects of rhodiola rosea on oxidative stress and ne-

gative emotional states in patients with obstructive sleep 

apnea]. Lin chuang er bi yan hou tou jing wai ke za zhi= 

Journal of clinical otorhinolaryngology, head, and neck 

surgery 2019;33(10):954-957. Chinese.  
 

33. Rapaka D, Bitra VR, Ummidi R, Akula A. Benincasa 

hispida alleviates amyloid pathology by inhibition of 

Keap1/Nrf2-axis: Emphasis on oxidative and inflam-

matory stress involved in Alzheimer's disease model. 

Neuropeptides 2021; 88:102151.  
 

34. Elsawi SA, Aly HF, Elbatanony MM, Maamoun AA, 

Mowawad DM. Phytochemical evaluation of Lager-

stroemia indica (L.) Pers leaves as anti-Alzheimer’s. J 

Mater Environ Sci 2018;9(9):2575-86. 
 

35. Yaghmaei P, Azarfar K, Dezfulian M, Ebrahim-Habibi 

A. Silymarin effect on amyloid-β plaque accumulation 

and gene expression of APP in an Alzheimer’s disease 

rat model. Daru 2014;22 (1):24.  
 

36. Ji Y-F, Xu S-M, Zhu J, Wang X-X, Shen Y. Insulin 

increases glutamate transporter GLT1 in cultured astro-

cytes. Biochem Biophys Res Commun 2011;405(4):691-

696.  
 

37. Dutta BJ, Singh S, Seksaria S, Gupta GD, Bodakhe SH, 

Singh A. Potential role of IP3/Ca2+ signaling and 

phosphodiesterases: Relevance to neurodegeneration in 

Alzheimer’s disease and possible therapeutic strategies. 

Biochem Pharmacol 2022;201:115071.  
 

38. Shahrajabian MH, Sun W. Survey on medicinal plants 

and herbs in traditional Iranian medicine with anti-

oxidant, anti-viral, anti-microbial, and anti-inflammation 

properties. Letters in Drug Design & Discovery 2023;20 

(11):1707-43. 

 

 

 

 

 


