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ABSTRACT: Ischemic stroke is an essential disease in human life that causes disability and death. Ischemic stroke is
commonly treated using clopidogrel, which potentially causes various side effects. Hence, alternative therapy against
ischemic stroke must be elucidated, and this study used fermented calabash fruit (FC) due to its choline compound. This
study aimed to analyse the effects of FC in rat models with artificial-induced ischemic stroke. This study conducted an
experiment involving 40 male Sprague Dawley rats that were divided as follows: K1 (sham-operated) and K2-K4
(artificial-induced ischemic stroke groups). While, K2 (untreated); K3 (FC); and K4 (clopidogrel). The serum and brain
were tested using enzyme-linked immunosorbent assays (ELISA) and immunohistochemistry against C-RP and COX-2,
respectively. The data was then tabulated and analysed using SPSS. The results indicated that utilisation of FC improves
the presentation of Nissl’s bodies, increases the brain immune expression of COX-2, and decreases the level of
circulatory COX-2 and C-RP compared to the other treatments (P<0.05). Surprisingly, the utilization of clopidogrel in
group K4 promotes the decrease of level and immune expression of COX-2 compared to group K3 (P>0.05), but lower
than group K2 (P<0.05). This study proved that FC benefits the Nissl's body presentation, increasing the brain’s COX-2
immune expression and decreasing circulatory levels of C-RP and COX-2. An advance study is needed to evaluate the
potential for toxicity and side effects after acute, subchronic, and chronic utilization of FCC.
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1. INTRODUCTION

Ischemic stroke is an essential disease for human life. The thrombus is a primary aetiology in
ischemic stroke, with significant impacts on disability and death [1]. The pathogenesis of ischemic stroke has
an intricate mechanism, such as changing immune expression and the level of cyclooxygenase-2 (COX-2)
and C-reactive protein (C-RP). A previous study by Das [2] mentioned that the decrease in COX-2 is
correlated with the occurrence of brain infarction. In contrast, Zhao et al. [3] found that high
immunoreactivity of COX-1 and COX-2, elevates ischemic stroke susceptibility in Chinese populations.
Moreover, C-RP is an acute-phase protein. C-RP significantly increase on day one after stroke and is
involved in aggravating neuronal injuries [4]. Therefore, ischemic stroke management is essential to improve
the prognosis of this disease.

The management of ischemic stroke involves rehabilitation and post-stroke treatment. Post stroke
treatment is commonly using drugs such as clopidogrel. Clopidogrel is an antiplatelet medication that
irreversibly affects platelets' P2Y12 adenosine diphosphate receptor [5]. This medication can improve
vascular health, decrease platelet aggregation, and increase blood vessel viability [6]. Yang et al. [7] found
that clopidogrel potentially increases the risk of haemorrhage in patients, which contributes to increasing
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ischemic stroke pathogenesis. The haemorrhage caused by clopidogrel can be found intracranially and
extracranially.

Hence, complementary therapy against ischemic stroke must be considered to reduce the potential
side effects of clopidogrel. One alternative therapy is calabash fruit (Crescentia cujete L.), which contains
several biochemical compounds. Wilujeng et al. [8] showed that fermented calabash fruit contains choline.
Choline is essential in neurotransmitters and can function as a supplement in supporting metabolism and
neuronal repair after injury [9]. In addition, Hidayah et al. [10] proved that choline derived from fermented
calabash fruit (FC) is helpful for brain histopathological repair after induction of ischemic stroke in rat
models. Hence, it is crucial to investigate the role of FC in analyzing the expression and levels of COX-2 and
C-RP to evaluate the effectiveness of ischemic stroke treatment. This study examines the impact of FC on
Nissl’s bodies, C-RP, and COX-2 in rat models with artificially induced ischemic stroke.

2. RESULTS

Results indicated a significant increase in serum C-RP and COX-2 levels on day one after induction
(P<0.05). The serum level of C-RP and COX-2 in K2 and K4 showed stagnation in all observation days, which
is not different compared to each other (P>0.05), but it is different compared to K1 and K3 (P<0.05). In
contrast, group K3 showed a dramatic decrease in serum levels of C-RP and COX-2 compared to K2 and K4
on days 7 and 14 (P<0.05) (Table 1). Moreover, the level of COX-2 within the rat brain showed a different
pattern than the other groups (P<0.05). This study showed that K3 has the highest level of COX-2 in the
brain tissue, while K2 is decreasing compared to K1. In addition, groups K1 and K4 are not different (P>0.05)
(Table 1).

Table 1. Level of C-RP and COX-2 in the serum of rat models with artificial-induced ischemic stroke after
treatment

Mean = SD
Parameter Group
Day 1 Day 7 Day 14
K1 33.89+1.70 33.53+1.62 33.52+2.01
Serum C-RP K2 54.19+2.49" 55.18+1.99™ 55.73+£2.61™
(mg/dL) K3 55.59+1.92" 42.67+4.80" 37.66+3.88"
K4 52.62+3.92" 52.49+2.60™ 51.74+6.73™
K1 12.40+2.11 12.20+2.34 12.30£2.90
Serum COX-2 K2 69.40+12.52° 73.70£6.39™ 78.50£12.37"
(ng/dL) K3 72.10+10.08 58.00+8.37" 32.60+£12.72"
K4 71.20+9.61" 72.10+8.68" 77.70+£11.99"

*different superscript on the same column showed a significant differences (P<0.05).

The tissue analysis revealed that group K2 has the highest mean score of Nissl's body clumping
compared to the others (I’<0.05), and it is not different compared to K4 (P>0.05). Interestingly, group K3 was
not different regarding Nissl’s body clumping compared to K1 (P>0.05). In this study, the immune
expression of COX-2 within brain tissue indicated a similar pattern to the level of COX-2 (Table 2). The
qualitative images of Nissl's body and immune-expression of COX-2 were concomitantly embedded in
Figure 1-2.

Table 2. Level of COX-2, clump score of Nissl’s body and immunohistochemistry of COX-2 in the brain of rat
models with artificial-induced ischemic stroke after treatment

Group Level of COX-2 in brain Score (mean * SD)
(mean £ SDx103Pg/mL) Nissl’s body Immune-expression of COX-2
K1 1.31+0.07 1.10+0.31 1.90+0.31
K2 0.97+0.37" 2.60+0.51" 1.20+0.42"
K3 2.38+0.57" 1.40+0.51 2.90£0.31"
K4 1.30+0.14 2.20+0.78" 1.60+0.51

*different superscript on the same column showed a significant differences (P<0.05).
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Figure 1. Presentation of Nissl’s body after treatment. Typical neuron showed the Nissl’s body with sandy presentation
within cytoplasm (A); deep blue stained of necrosis neuron and the Nissl’s body is not clearly presented (B); neuron of
healthy rat group (C); artificial-induced ischemic stroke without treatment (D); FC group (E); and clopidogrel group (F).
Thionine staining, 1000x (A-B), 400% (C-F).

A

Figure 2. Immune-expression of COX-2 in the brain after treatment. No immune-expression of COX-2 in brain tissue
without labelling (A); moderate immune-expression of COX-2 in neuron and brain parenchyma from healthy rat group
(B); mild expression in artificial-induced ischemic stroke without treatment (C); strong expression from FC group (D);
and mild expression from clopidogrel group (E). IHC antibody-anti-COX-2, 400x (A-E).
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3. DISCUSSION

Stroke is a severe disease, and one cause is the formation of a blood clot called a thrombus. When a
thrombus forms, it can create emboli [1]. The emboli can block blood flow to the tissues downstream,
reducing the flow of nutrients and oxygen. In advances, thrombus triggers brain injuries, including ischemia
and infarction. Brain infarction can be evaluated by the appearance of the clumping of Nissl’s body,
indicating neuronal necrosis [10]. In this study, ischemic stroke induction impacts on the immune-expression
of COX-2. The decrease in immune expression of COX-2 after artificially inducing ischemic stroke resulted in
a large number of parenchymal cell deaths.

Moreover, COX-2 is a pro-inflammatory cytokine that is essential in ischemic stroke. The increase of
COX-2 is related to the oxidative pathway. Xu et al. [11] in their previous study found that COX-2 inhibition
can be essential in promoting decreased brain infarct area in ischemic stroke. However, it is different from
this study. This study shows a decrease in COX-2 immune expression and brain level in the untreated group.
The mechanism involves because there is such interfering formation of endothelial nitric oxide synthase
(eNO), lipoxin (LXs), prostacyclin (PGI2), and resolving, which promotes negative feedback on the immune
expression of COX-2 [2].

Oliveira-Filho et al. [12] found that low expression of COX-2 in chronic conditions worsens the
pathogenesis and risk of stroke in humans. In advance, the different methods used in this study (using 4
hours of ligation of the common carotid artery) might cause more severe damage to the carotid artery, and
which is proved by the swollen common carotid artery and its branches on days 1, 7, and 14 after induction
(unpublished data). The swollen common carotid artery increases eNO on the endothelial rather than brain
tissue, decreasing the brain’s COX-2 expression. A previous study described COX-2 as the most common
mediator of inflammation during atherosclerosis [13]. Increased COX-2 levels within the serum samples
support this hypothesis. The changes inside a brain influence the systemic circulation profile, especially the
C-RP level. This was proved by the result of the C-RP level in the untreated group, which showed an
increase in all observation times. The increase in C-RP is caused by its role as an acute phase protein (APP)
attracted to various tissue injuries [7].

In this study, the fermented calabash has a choline. Choline is a primary source of acetylcholine that
can be utilised as a neurotransmitter. Choline will be converted into acetylcholine during repeated cycling
within the post and pre-synaptic terminals [14]. Hence, choline can be deposited inside a neuron and
regulate cytokine production in brain tissue, especially COX-2. Zhang et al.’s findings [15] support this study
by demonstrating the role of choline in reducing thermal and mechanical sensitivity, as opposed to
diminishing pro-inflammatory cytokines, in the context of chronic constriction nerve injury (CCI)
development and treatment. However, the potency of choline is different in the various tissues. In this study,
choline derived from fermented calabash increases COX-2 immune expression in the brain. However, it also
decreases circulatory COX-2 during an ischemic stroke, indicating anti-inflammatory activities. Tudor et al.
[16] described that the decrease of COX-2 indicates an inhibition of the pathogenesis of inflammation.

This study proved that clopidogrel does not influence immune expression and the level of COX-2 in
the brain and serum. This is indicated by the unchanged level of COX-2 in both the brain and serum after
treatment. Those seriously impact unavoidable neuronal damage and limited neuronal repair. Paul et al. [17]
described that clopidogrel induces massive proliferation of leucocytes within circulation that express COX-2
but decreases cytokine expression, especially CD3+. Kral et al. [18] explained that the decrease in platelet
aggregation inhibits the monocyte, lymphocyte, and leucocyte differentiation and activation and decreases
IL-1 and IL-6 that belong to pro-inflammatory cytokines. Using clopidogrel did not significantly affect
neuronal and brain parenchymal repair. Clopidogrel showed a minimum repair of the presentation of
Nissl’s body clumping due to the drug's ability to only act as an antiplatelet aggregation rather than a neuro
supplement [19]. Moreover, severe brain infarction causes high circulatory APP, including C-RP from the
systemic inflammation pathway [20]. Moreover, a previous study also elucidated that CRP increase after
ischemic stress in neuronal tissue [21].

4. CONCLUSION

FC has beneficial effects on the Nissl's body presentation, increases brain COX-2 immune
expression, and decreases circulatory levels of C-RP and COX-2. An advance study is needed to evaluate the
potential for toxicity and side effects after acute, subchronic, and chronic utilization of FCC.

5. MATERIALS AND METHODS
5.1 Ethics Committee Approval
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Research Ethical Clearance Commission from FODM, Airlangga University approved and
monitored the study. The authentication number from the ethical commission was
218/HRECC.FODM/111/2023.

5.2 Herbal Preparation

This study was conducted in Dept. Pharmacology, FVM, UWKS, Indonesia. The study was
performed from March until December 2023. The calabash was collected from the private garden of UWKS,
Surabaya. The calabash species was identified at Balai Besar Litbang Tanaman Obat dan Obat Tradisional,
Indonesia, with voucher number KM.04.02/2/1248/2022. The fruit was peeled and the pulp was fermented.
Further, the fermented product was detemnied regarding its choline level using LC-MS/MS referring to
Wilujeng et al. [6]. The fermentation showed that the fermented product contained choline as much as
112.40+3.13 mg/kg.

5.3 Animal Experimentation and Design

This study conducted an experiment involving 40 male rats from Sprague Dawley strain, each 6-
months old, weighing 250.68+2.57 grams. The metabolic cages (40 cm x 30 cm x 40 cm) were used to
maintain the rat individually. The rats were given bedding made of oven husk. The light/dark interval was
set at 12/12 hours, at 25°C with 60% humidity. The rats were fed using a standard diet (RatBio, Indonesia)
and water were provided ad libitum.

Prior to the induction, the rats were maintained for 7-days. The rats were separated into four groups,
as follow: K1 group (sham-operated group); K2-K4 groups were induced by ischemic stroke using the
ligation of common, internal and external carotid artery. The procedure of ischemic stroke induction was
conducted following Prakoso et al.[4]. Moreover, the group K2 (untreated); K3 (treated with 2.94 mg/kg BW
FC) [7]; K4 group (treated with 7.75 mg/kg BW clopidogrel) (Clopidogrel Bisulphate®, Hexpharm Jaya,
Indonesia) [22]. The treatment was performed for 14 days, once daily.

5.4 Laboratory Test

The blood was collected several times, as follow: days 1, 7, and 14. The phlebotomy was performed
via plexus retro-orbital under general anaesthesia. The general anaesthesia was given using ketamine in
combination with xylazine. The blood was stored in an Eppendorf tube and the serum was collected. The
serum was tested against C-RP and enzyme-linked immunosorbent assay (ELISA) against COX-2.

After 14-days, the rat was euthanised using a lethal doses of ketamine (150 mg/kg BW). The rat was
necropsied and the brain tissue was collected. The brain was cut for histopathology and ELISA. For
histopathology, the brain was fixed for 24 hours using 10% NBF. The brain was procesed for thionine
staining (CAS25137-58-0, Santa Cruz Biotechnology Inc, USA), and immunohistochemistry (IHC) against
antibody-anti COX-2 (sc-376861, Santa Cruz Biotechnology Inc, USA). The histopathology and IHC were
analysed semi-quantitatively using scoring systems, including 1 = typical, 2 = mild changes/expressed, 3 =
moderate changes/expressed, and 4 = strong expression.

The brains and serum were tested by ELISA using COX-2 (E-EL-R0792) from Elabscience, USA. The
ELISA procedure was conducted using a manufacturer standard protocol.

5.5 Statistical Analysis

The data was analysed using SPSS version 26. The data of serum C-RP, COX-2 and brain level of
COX-2 were analysed using ANOVA and was confirmed using Bonferroni test. However, the data of score
of Nissl's body and immunohistochemistry of COX-2 were analysed using Kruskal-Wallis and Mann
Whitney-U test as confirmation. The level of significance used in this study was P<0.05.
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