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ABSTRACT 
Citrus peels have been explored vastly due to their high methoxy flavonoid contents that show several biological 
activities, including immunomodulation, anti-inflammation, and chemoprevention. A water-based extraction method, 
hydrodynamic cavitation (HC), has recently been adopted to obtain a high methoxy flavonoid extract from Citrus 
reticulata peels in order to increase its acceptance and utilization. Aiming to verify the safety and immunomodulatory 
potency of this HC extract of citrus peels (HCE-CP), an acute toxicity test and immunomodulatory assay in rats 
were carried out. The single oral administration of HCE-CP did not show signs of either toxicity or death up to the 
15th day even at the highest dosage, resulting in an lethal dose 50 of more than 5,000 mg/kg body weight (BW). In 
immunomodulatory evaluation, HCE-CP was given orally daily for 11 weeks, induced with lipopolysaccharide (LPS), 
and the blood was sampled 5 hours after LPS induction. HCE-CP treatments increased the relative weight of the 
spleen. The dosage of 2,000 mg/kg BW reduced CD4+ T lymphocytes significantly, but not CD8+. Bioinformatics 
analysis predicted that hesperidin and hesperetin, two major methoxy flavonoids in HCE-CP, target several proteins 
that are involved in inflammation in LPS-induced lymphocytes. Taking these data together, HCE-CP is not toxic and 
shows immunomodulatory potency, especially anti-inflammation.

INTRODUCTION
Citrus fruits, especially the peel, are rich in methoxy 

flavonoids, including hesperidin and diosmin (Barreca  
et al., 2017; Mahato et al., 2018; Meiyanto et al., 2012). The 
extract from Citrus reticulata peels and hesperidin/diosmin 
have been reported to show antiviral properties in silico (Chen  
et al., 2020; Utomo et al., 2020) while in vitro and in vivo they 

display immunomodulatory activities (Cheng et al., 2020; 
Ikawati et al., 2019), anti-inflammation (Tejada et al., 2018), and 
chemoprevention and anticancer activities (Gilang et al., 2012; 
Kusharyanti et al., 2011; Meiyanto et al., 2011). Hesperidin 
and diosmin have good pharmacodynamic and pharmacokinetic 
properties in the human body (Manach et al., 2003) and do not 
show significant toxic effects (Cheng et al., 2020). The lethal 
dose 50 (LD50) of hesperidin/diosmin is 2 g/kg body weight 
(BW) (Zanwar et al., 2014), and thus it is safe for therapeutic use. 
Hesperidin and diosmin are currently used as therapeutic agents 
to improve blood circulation (Nagasako-Akazome, 2014; Zanwar 
et al., 2014), so, for other therapeutic purposes, phase 1 and 2 
clinical trials can be omitted. 

Despite the vast proven benefits of its methoxy 
flavonoid contents, the utilization of the extract from citrus peels 
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is still limited by the acceptance, toxicity, and environmental 
issues since most extractions use organic solvents (Lachos-Perez 
et al., 2018). To overcome this, a water-based extraction system 
for C. reticulata peels, as adopted from Meneguzzo et al. (2020), 
has been developed. With a goal to provide a safe and highly 
potential immunomodulatory agent from natural ingredients that 
are produced locally and independently, a further validation on the 
safety and efficacy of this hydrodynamic cavitation extract of citrus 
peels (HCE-CP) is needed. In this study, an acute toxicity test and 
immunomodulatory assay in rats were carried out. Considering 
the safety and the immunomodulatory properties of hesperidin/
diosmin as main compounds in HCE-CP as described above, it 
can be predicted that HCE-CP would show no acute oral toxicity 
in rats and possibly display immunomodulatory activities in 
lipopolysaccharide (LPS)-induced rats. A follow-up bioinformatics 
analysis would provide more information on the HCE-CP target 
proteins that are involved in the immunomodulatory activity. 

MATERIALS AND METHODS

Preparation of citrus peels extract with HC
Citrus reticulata peels were collected from West Java, 

Indonesia, in July 2020 and were authenticated in the Department 
of Biological Pharmacy, Faculty of Pharmacy, Universitas Gadjah 
Mada (UGM), with a reference number of 2.02.06/UN1/FFA/BF/
PT/2021. The peels were air-dried and covered with black plastic. 
Dried peels were then powdered and prepared for extraction 
using the HC technique with water as solvent (Meneguzzo et al., 
2020) and modified by the Cancer Chemoprevention Research 
Center (CCRC), Faculty of Pharmacy, UGM. The liquid extract 
was then evaporated in a vacuum evaporator until a brownish 
crude extract was obtained. The extract was detected for its 
phytochemical content by thin-layer chromatography to detect 
flavonoid components as previously described (Anggoro et al., 
2021; Harborne, 1984). The obtained extract, heretofore referred 
to as HCE-CP, was dissolved in sterile water to obtain a designated 
dosage with a final volume of 3 ml for the oral administration to 
animals.

Animals
Adult (8-week-old) male Sprague-Dawley rats (Rattus 

norvegicus), weighing 80–120 g, were used in this study. Animals 
were acclimatized for around 2 weeks before the experiments and 
were randomized into control and experimental groups. Rats were 
housed per group in polypropylene cages with paddy husks as 
bedding and maintained in the animal facility of our institution 
accordingly to a standard procedure at room temperature with 
a 12-hour light/dark cycle (Lestari et al., 2019). Free access to 
a standard pellet diet and water ad libitum was available. All 
experimental procedures were approved by the Animal Welfare 
Committee of UGM (Approval no. 00053/04/LPPT/XI/2020).

Acute oral toxicity study
The acute oral toxicity study was carried out referring to 

Organization of Economic Cooperation and Development (OECD) 
guideline 420 for acute oral toxicity fixed dose procedure (OECD, 
2001) and the guideline for in vivo nonclinical toxicity testing 

by the National Agency of Drug and Food Control (NADFC) of 
Indonesia (NADFC, 2014). Single administration of HCE-CP at 
doses of 5, 50, 300, 2,000, and 5,000 mg/kg BW was given orally 
to the treatment groups (n = 5 per group). As HCE-CP is water 
based, the control group was kept untreated.

Clinical observation
Rats were observed for 24 hours, with an intensive 

observation for the first 30 minutes and 4 hours, and this was 
then continued once daily up to 14 days after treatment (NADFC, 
2014; OECD, 2001). Any signs of acute toxicity including various 
changes in physical appearances, behavior, and mortality were 
visually assessed (NADFC, 2014; OECD, 2001).

BW measurement
The BW of each rat was measured before the test and 

every 3 days during the study (NADFC, 2014; OECD, 2001).

Histopathological analysis
At the end of observation, 14 days after oral 

administration, the animals were sacrificed by intraperitoneal 
ketamine-xylazine euthanasia (0.1 ml/100 g containing 4−10 mg 
ketamine and 0.5−1.3 mg xylazine) and the vital organs including 
the heart, liver, lungs, stomach, and kidneys were isolated. The 
organs were observed for the presence of nodules, abnormality in 
shape and consistency, and discoloration. Following a macroscopic 
observation, the organs were processed by the formalin-fixed 
paraffin-embedded method. Sections were made and stained 
with hematoxylin and eosin (HE) (Feldman and Wolfe, 2014). 
The examination was carried out microscopically at ×400 in a 
blind manner by a pathologist. Five slides from each tissue of 
four animals per group were included. The HE-stained sections 
were observed for the presence of inflammation, congestion, and 
hydropic degeneration.

Immunomodulatory study

Animal treatment and LPS induction
The immunomodulatory study was conducted by using 

the acute induction of LPS in rats (Singh and Jiang, 2003). A daily 
dose of HCE-CP at 200, 500, 1,000, and 2,000 mg/kg BW was 
administered orally to the treatment groups (n = 5 per group) for 
11 weeks (Elelaimy et al., 2012). The following day after the last 
treatment, 1 µg/g BW of LPS (from Escherichia coli O111:B4, 
Catalog no. L4391, Sigma) was injected intravenously (Singh 
and Jiang, 2003). Five hours after LPS induction, the blood was 
sampled, and the animals were sacrificed for organ isolation. Two 
control groups without HCE-CP treatment, one for untreated and 
one for LPS control, were also included. 

BW and relative organ weight measurement
Before and during the treatment, the BW was monitored 

every 3 days. The liver, kidney, spleen, heart, lungs, and stomach 
that were isolated at the end of the study were cleaned in phosphate-
buffered saline and dry-blotted by using a paper towel, and the 
wet organ was weighed. The ratio of organ weight to BW at the 
end of the treatment was calculated (Porwal et al., 2017; Soufane  
et al., 2013).
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Hematology analysis
The blood collected in ethylenediamine tetraacetic 

acid-containing tubes was evaluated for various hematological 
parameters as listed previously (Porwal et al., 2017; Soufane  
et al., 2013) at the Department of Clinical Pathology and 
Laboratory Medicine, Faculty of Medicine, Nursing, and Public 
Health, UGM.

CD4+ and CD8+ flow cytometry 
The flow cytometry analysis was carried out to observe 

CD4+ and CD8+ T cell lymphocyte population as described 
previously (Alif et al., 2021; Kasianningsih et al., 2011). Briefly, 
the collected whole blood from each animal was stained by anti-rat 
CD4 or CD8 fluorescein isothiocyanate antibodies from Invitrogen 
(Catalog nos. 11-0040-82 and 11-0084-82, respectively) and 
then was subjected to flow cytometry (BD FACS Aria III). The 
population of CD4+ and CD8+ cells was calculated as a percentage 
to total reads (Alif et al., 2021; Anggriani et al., 2019).

Statistical analysis
All values were presented as mean ± standard deviation 

(SD). The results were analyzed statistically by Student’s t-test 
(two-tailed, type 2) (Excel 16.45, 2019) at a confidence level of 
95% (p < 0.05).

Bioinformatics analysis
To gain more information on the effect of HCE-CP 

in LPS-induced lymphocytes, we predicted target proteins of 
methoxy flavonoids. The  Simplified Molecular Input Line Entry 
System structure of hesperidin, as the major methoxy flavonoid 
in HCE-CP (Meneguzzo et al., 2020; Utomo et al., 2020), and its 
aglycon form, hesperetin, was pasted in SwissTargetPrediction 
(http://www.swisstargetprediction.ch) (Daina et al., 2019) by 
choosing Homo sapiens as the species (Hasbiyani et al., 2021; 
Musyayyadah et al., 2021). Meanwhile, the protein expressed in 
LPS-induced lymphocytes was acquired from GeneCards (https://
www.genecards.org) by using “LPS-induced lymphocytes” as the 
keywords. Proteins expressed in LPS-induced lymphocytes were 
then sliced with target proteins of hesperidin and hesperetin in a 
Venn diagram (http://www.interactivenn.net) (Heberle et al., 2015).

RESULTS

Acute oral toxicity study of HCE-CP in rats
The acute toxicity potential based on the value of LD50 

and the toxic effects that appeared within 24 hours after the single 
oral administration of HCE-CP and 14 days after was observed 
in rats. Clinical observation of possible toxic symptoms was 
carried out after 30 minutes, 4 hours, and 24 hours after treatment, 
followed up by daily observation up to day 15 to monitor possible 
delayed effects. The parameter observation included changes in 
somatomotor activities and behavior patterns that consisted of 
tremors, paralysis, and compulsion to move. The fur, skin, and 
eyes and secretions were also monitored. All treatment groups did 
not show any toxic symptoms or changes in behavior and other 
observed parameters (Table 1). 

Until the 15th day of observation, there was no mortality 
in all groups (Table 1). The single oral administration of HCE-CP 

in male rats up to a maximum dose of 5,000 mg/kg BW did not 
induce death. Thus, the LD50 of HCE-CP was more than 5,000 mg/
kg BW and can be considered practically nontoxic according to 
the Hodge and Sterner toxicity scale (NADFC, 2014).

The observation of general condition was also carried 
out on the average BW and changes in BW. The BW was 
measured every 3 for 15 days. As seen in Table 1, there was no 
decrease in BW throughout the study. The weekly average BW 
of the tested animals in all groups increased normally (Table 2). 
Before the treatment (week 0), the average BW of the HCE-CP 
group at the dosages of 5 and 5,000 mg/kg BW was higher than 
that of the control group. Meanwhile, at the end of the study 
(week 2), the 50 mg/kg BW group showed a lower average BW. 
However, these differences can be considered normal due to the 
biological variation among tested animals, taking into account that 
differences occurred before the treatment.

There were no deaths and no signs of toxicity for clinical 
signs including changes in fur, skin, and eyes, the consistency of 
feces, changes in somatomotor activity and behavior pattern, and 
BW decrease in all the tested animals. Hence, a confirmation 
was followed up by the examination of the rats’ organs. Vital 
organs including the stomach, lungs, heart, liver, and kidneys 
were isolated at the end of the study. No particular conclusion 
could be drawn from the macroscopic observation (Fig. 1). Thus, 
a histopathological analysis was carried out to further confirm 
possible toxic effects. 

The liver and kidneys from four rats from each group 
were processed for histopathological examination. Based on the 
qualitative analysis, hydropic degeneration was found in the livers 
from all groups, including the control group, and inflammation 
was found in some of the treated groups (Fig. 2 and Table 3). 
Meanwhile, abnormality changes including inflammation and 
congestion were found only in the kidneys of group administered 
with high dosages of HCE-CP (2,000 and 5,000 mg/kg BW)  
(Fig. 2 and Table 3). Thus, based on this qualitative analysis, it can 
be concluded that in general the single oral administration of HCE-
CP until 300 mg/kg BW did not cause particular histopathological 
abnormalities.

Immunomodulatory potency of HCE-CP in LPS-induced rats
After confirming its safety, we then further evaluated the 

immunomodulatory potency of HCE-CP. Dosages of 200–2,000 
mg/kg BW were chosen based on the acute toxicity test, and the 
treatment was given orally daily for 11 weeks. To induce immune 
responses and to mimic acute inflammation, LPS induction was 
applied as modified from a previous study (Singh and Jiang, 2003). 

First, we measured the ratio of organ weight to BW at 
the end of the treatment. From six organs that were isolated, only 
the spleen and stomach showed differences (Table 4). In general, 
the average of the relative weights of the spleen and stomach in 
the untreated control was lower; meanwhile, the relative stomach 
weight in the LPS control group was higher. All HCE-CP treatment 
groups had significantly higher relative spleen weight compared to 
the untreated control (p < 0.01), while the LPS control also showed 
higher weight but at a lower significant level (p < 0.05) (Table 4). 
We concluded that the HCE-CP possibly causes increases in the 
spleen’s weight. However, on the other hand, the effect of HCE-
CP on the relative stomach weight was difficult to conclude, taking 
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into account that a similar significant increase was also observed 
between the untreated and LPS control (p < 0.01).

At the end of treatment, the hematological profile was 
measured and presented in Table 5. Overall, the oral administration 
of HCE-CP for 11 weeks did not cause changes except for 
decrease in platelet distribution width (PDW) and increase in 
mean corpuscular volume (MCV) at the dosage of 1,000 and 2,000 
mg/kg BW, respectively (p < 0.05). LPS induction alone also did 
not affect all the observed hematological parameters.

Acute LPS induction did not induce changes in 
all hematological profiles compared to the untreated control  
(Table 5). To further evaluate specific populations on T cell 
lymphocytes as immune responses, the population of CD4+ 
and CD8+ T cell lymphocytes was measured. Likewise, acute 
induction of LPS in this design (5 hours after intravenous injection) 
did not affect CD4+ and CD8+ cell population. Conversely, the 
treatment group at the highest dose (2,000 mg/kg BW) showed 
a significant reduction in CD4+ count compared to the untreated 

Table 1. Clinical observation and mortality of rats in the acute toxicity study.

Treatmenta Observationb

Parameter

Fur, skin, and eyes Feces consistency Somatomotor activity and behavior 
pattern Decrease in BW Mortality

Untreated control

Intensive n n n nf nf

24 hours n n n nf nf

Up to day 15 n n n nf nf

HCE-CP 5

Intensive n n n nf nf

24 hours n n n nf nf

Up to day 15 n n n nf nf

HCE-CP 50

Intensive n n n nf nf

24 hours n n n nf nf

Up to day 15 n n n nf nf

HCE-CP 300

Intensive n n n nf nf

24 hours n n n nf nf

Up to day 15 n n n nf nf

HCE-CP 2,000

Intensive n n n nf nf

24 hours n n n nf nf

Up to day 15 n n n nf nf

HCE-CP 5,000

Intensive n n n nf nf

24 hours n n n nf nf

Up to day 15 n n n nf nf

a HCE-CP was given in single oral administration. The number indicates the dosage in mg per kg BW. 
b Intensive observation was carried out after 30 minutes and 4 hours, followed by 24 hours and daily observation up to day 15 of all rats of each group (n = 5).

n, normal; nf, not found.

Table 2. BW of rats in the acute toxicity study.

Treatmenta
BW (g)b

Week 0 Week 1 Week 2

Untreated control 189.78 ± 26.44 253.31 ± 20.88 287.74 ± 19.54

HCE-CP 5 226.86 ± 17.96* 257.33 ± 19.32 284.48 ± 20.09

HCE-CP 50 201.48 ± 12.83 234.80 ± 14.10 259.72 ± 13.13*

HCE-CP 300 207.52 ± 15.98 244.96 ± 15.65 278.84 ± 18.61

HCE-CP 2,000 208.22 ± 12.30 238.11 ± 8.58 271.53 ± 13.61

HCE-CP 5,000 220.74 ± 13.82* 248.45 ± 16.68 277.25 ± 16.85

a HCE-CP was given in single oral administration. The number indicates the dosage as mg per kg BW. 
b Data are expressed as mean ± SD (n = 5). 

Statistical significance was determined by Student’s t-Test. Asterisks indicate a significant difference compared to the 
untreated control (*p < 0.05).
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and LPS control groups (Fig. 3a). Although not significant, HCE-
CP 2,000 mg/kg BW also showed a tendency toward decrease in 
CD8+ count (Fig. 3b). It is possible that HCE-CP may inhibit the 
proliferation and differentiation of lymphocytes. 

Predictive target proteins of methoxy flavonoids of citrus peels 
in LPS-induced lymphocytes

Our acute LPS induction was not able to show distinctive 
effects, but HCE-CP did affect T cell lymphocytes as shown above. 
We hypothesized that HCE-CP inhibits lymphocyte proliferation 
and differentiation to encounter inflammation induced by LPS. 
Thus, a bioinformatics study was executed to approach our 
hypothesis. One hundred protein targets of hesperidin (major 
citrus flavonoid in HCE-CP) and hesperetin (aglycon form of 
hesperidin) were sliced with 1,557 proteins expressed in LPS-
induced lymphocytes, resulting in 14 overlapped proteins 

(Fig. 4a). Among those 14 proteins, the proteins involved in 
inflammation and inflammatory cell migration were identified, 
including prostaglandin-endoperoxide synthase 1 (PTGS1), also 
known as cyclooxygenase-1 (COX-1), matrix metalloproteinases 
(MMPs), and  signal transducer and activator of transcription 1 
(STAT1) (Fig. 4b).

DISCUSSION
Citrus sp. is one of the commodities which is highly 

consumed and possesses significant health benefits (Meiyanto  
et al., 2012). Not only the edible part but also the peels that consist 
of flavedo and albedo, which are considered waste, provide high 
value due to their high phytochemical contents and can be used as 
nutra-pharmaceuticals (Mahato et al., 2018). Common extraction 
involving an organic solvent to extract methoxy flavonoids limits 
the usage of citrus peel extract (Lachos-Perez et al., 2018). 

Figure 1. Macroscopic observation of rats’ organs at 15 days after single oral administration 
of HCE-CP. HCE-CP was given in single oral administration with dose as indicated in mg per 
kg BW. Fifteen days after oral administration, the animals were sacrificed, and the organs were 
isolated. Representative images of the stomach, lungs, heart, liver, and kidneys from each group  
are shown. 

Figure 2. Histopathological examination of rats’ livers and kidneys at 15 days after single oral 
administration of HCE-CP. Organs were isolated and processed for HE staining, and examination 
was carried out microscopically at ×400. Representative figures of each group at the same 
magnification were shown, and the abnormalities were pointed by arrows. The black arrow indicates 
hydropic degeneration, the white arrow indicates inflammation, and the blue arrow indicates  
congestion. 
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Table 3. Histopathological analysis of rats’ livers and kidneys at 15 days after single 
oral administration of HCE-CP.

Treamenta Animal
Abnormality

Liver Kidney

Untreated control

1 HD nf

2 HD nf

3 HD nf

4 HD nf

HCE-CP 5

1 HD, I nf

2 HD, I nf

3 HD, I nf

4 HD nf

HCE-CP 50

1 HD, I nf

2 HD, I nf

3 I nf

4 HD, I nf

HCE-CP 300

1 HD, I nf

2 HD, I nf

3 HD, I nf

4 HD, I nf

HCE-CP 2,000

1 HD, I C

2 HD, I I 

3 HD nf

4 HD nf

HCE-CP 5,000

1 HD, I nf

2 HD, I nf

3 HD, I I 

4 HD nf

a HCE-CP was given in single oral administration with dose as indicated in mg per kg BW. 
Histopathological analysis of rats’ livers and kidneys was carried out (HE, ×400) for each  
group (n = 4). 

HD, hydropic degeneration; I, inflammation; C, congestion; nf, not found.

Table 4. The relative organ weight in LPS-induced rats treated with HCE-CP for 11 weeks.

Treamenta
Relative organ weight (×100)

Liver Kidneys Spleen Heart Lungs Stomach

Untreated control 4.67 ± 0.33 1.21 ± 0.09 0.29 ± 0.04# 0.46 ± 0.05 0.92 ± 0.22 0.77 ± 0.01##

LPS control 4.94 ± 0.41 1.16 ± 0.07 0.38 ± 0.07* 0.47 ± 0.08 0.97 ± 0.10 2.45 ± 0.77**

LPS + HCE-CP 200 4.75 ± 0.48 1.13 ± 0.09 0.39 ± 0.05** 0.41 ± 0.04 0.95 ± 0.24 2.04 ± 0.52**

LPS + HCE-CP 500 4.82 ± 0.47 1.24 ± 0.30 0.41 ± 0.08** 0.45 ± 0.04 0.96 ± 0.25 2.25 ± 0.53**

LPS + HCE-CP 1,000 4.94 ± 0.51 1.17 ± 0.16 0.45 ± 0.04** 0.51 ± 0.10 0.92 ± 0.12 2.16 ± 0.57**

LPS + HCE-CP 2,000 5.21 ± 0.85 1.22 ± 0.08 0.51 ± 0.04** 0.48 ± 0.07 0.85 ± 0.16 2.33 ± 0.22**

a HCE-CP was given orally daily, and the dosage in mg per kg BW is indicated. At the end of week 11, an intravenous injection of LPS was given, followed 
up by termination and organ isolation on the following day. Data are expressed as means ± SD (n = 5).

Statistical significance was determined by Student’s t-test. Asterisks and hashtags indicate a significant difference compared to the untreated control (*p < 
0.05; ** p < 0.01) and to the LPS control (#p < 0.05; ##p < 0.01), respectively.
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Instead, a water-based extraction would provide flexibility in the 
development of nutra-pharmaceuticals from citrus peel extract. 
Thus, our group has adopted a HC method (Meneguzzo et al., 
2020) for C. reticulata peels and resulted in the HCE-CP with high 
hesperidin content. Even though citrus is a food commodity that 
is generally recognized as safe (NADFC, 2014) and hesperidin 
has also been proved to be safe for therapeutic use (Zanwar  
et al., 2014), we have to ensure the safety of HCE-CP. Here, we 
proved that oral administration of HCE-CP in the acute toxicity 
test prolonged until day 15 did not cause lethality in rats, even at 
the highest tested dose of 5,000 mg/kg BW (Table 1). Thus, HCE-
CP is practically not toxic and safe and potentially can be utilized 
as a nutra-pharmaceutical. 

In addition to lethality, other clinical signs including BW 
profiles and histopathological analysis of vital organs are equally 
important and extensively used to elucidate the possible effect of 
tested materials in toxicity studies (Sutrisni et al., 2019). Indeed, 
HCE-CP did not cause alteration in clinical signs in all the treated 
groups up to the highest tested dose (Table 1) nor histopathological 
abnormality up to 300 mg/kg BW compared to the control  
(Table 3). The BW was also increased normally throughout the 
2 weeks observation after single oral administration of HCE-CP 
(Table 2). Moreover, daily intake of HCE-CP for 4 weeks had no 
particular effect on the hematological profiles of rats (Table 5). 
Taken together, these data supported our conclusion that HCE-CP 
is safe and has no negative effects. 

Since our goal is to utilize HCE-CP as a nutra-
pharmaceutical that can be taken daily safely and is beneficial for 

health, especially for the immune system, we set a design study 
over the course of 11 weeks with daily oral administration of HCE-
CP. The spleens in the HCE-CP treatments had a higher relative 
organ weight than the untreated control (Table 4), indicating 
possible immune system activation. Considering the spleen as a 
secondary lymphoid organ in which lymphocytes reside (Li et al., 
2008), a further evaluation on specific populations of lymphocytes 
revealed the significant reduction in CD4+ T cell lymphocytes 
(Fig. 3). Although not significant, acute LPS induction increased 
CD4+ count compared to the untreated control. HCE-CP probably 
encounters an immune reaction activated by LPS induction that 
mimics inflammation caused by infections. Hence, HCE-CP 
possibly has anti-inflammatory activity. Further confirmation in 
an in vitro model (Shetty et al., 2013) using LPS-induced cells 
(Al-Rikabi et al., 2020; Fuior et al., 2020) would provide clearer 
evidence. 

To confirm the possible mechanism of HCE-CP in 
encountering inflammation, a bioinformatics analysis was carried 
out by using the SwissTargetPrediction and GeneCards databases. 
The major methoxy flavonoid in HCE-CP, hesperidin, and its 
aglicon, hesperetin, target 14 proteins in LPS-induced lymphocytes 
(Fig. 4). STAT1 is important since it affects lymphocyte 
survival and proliferation, including CD4+ (Lee et al., 2000). 
A proinflammatory cytokine, interleukin-27 (IL-27), is induced 
by LPS via STAT1 (Shimizu et al., 2013). Moreover, hesperidin 
and hesperetin also target inflammatory proteins such as PTGS1, 
MMP12 (macrophage metalloelastase), MMP13 (collagenase), and 
MMP8 (neutrophil collagenase) that are involved in inflammation. 

Table 5. Hematology profile of LPS-induced rats treated with HCE-CP for 11 weeks.

Parameter Unit

Treamenta

Untreated 
control

LPS

Control HCE-CP 200 HCE-CP 500 HCE-CP 1,000 HCE-CP 2,000

White blood cell 109/l 5.26 ± 0.74 6.06 ± 2.09 5.34 ± 0.59 5.82 ± 0.75 4.88 ± 0.68 5.96 ± 1.75

Red blood cell 1012/l 6.44 ± 0.25 6.84 ± 0.33 6.62 ± 0.36 6.46 ± 0.24 6.68 ± 0.24 6.42 ± 0.37

Hemoglobin g/dl 12.68 ± 0.33 13.08 ± 0.27 13.08 ± 0.34 12.78 ± 0.52 13.02 ± 0.33 12.80 ± 0.81

Hematocrit % 39.34 ± 1.24 40.52 ± 1.37 40.16 ± 1.63 39.62 ± 1.63 40.60 ± 1.20 39.66 ± 2.32

MCV fl 60.92 ± 0.52 59.28 ± 1.70 60.74 ± 1.60 61.38 ± 1.15 61.04 ± 0.80 61.78 ± 0.52*#

Mean corpuscular hemoglobin pg 19.62 ± 0.25 17.14 ± 4.44 19.80 ± 0.76 19.82 ± 0.59 19.58 ± 0.48 19.92 ± 0.24

Mean corpuscular hemoglobin 
concentration g/dl 32.20 ± 0.45 32.20 ± 0.45 32.40 ± 0.89 32.40 ± 0.89 32.20 ± 0.45 32.40 ± 0.55

Platelet count 109/l 1,142 ± 133 990 ± 208 1,115 ± 104 1,032 ± 94 1,132 ± 78 1,105 ± 190

PDW fl 8.88 ± 0.22 9.14 ± 0.56 8.66 ± 0.47 8.72 ± 0.55 8.36 ± 0.37*# 8.58 ± 0.58

Mean platelet volume fl 7.54 ± 0.11 7.62 ± 0.41 7.32 ± 0.41 7.38 ± 0.40 7.22 ± 0.40 7.32 ± 0.39

Platelet larger cell ratio % 8.62 ± 0.75 8.70 ± 2.53 7.52 ± 0.31 7.68 ± 2.03 6.92 ± 1.95 7.72 ± 2.00

Red blood cell distribution width % 12.72 ± 1.23 12.06 ± 0.70 12.60 ± 0.49 12.48 ± 0.54 12.16 ± 0.42 12.64 ± 0.99

Lymphocyte % 75.88 ± 5.91 75.96 ± 5.76 74.98 ± 7.37 73.22 ± 4.39 74.92 ± 6.63 77.30 ± 2.07

Monocytes-basophils-eosinophils 
mixed % 3.60 ± 0.89 2.88 ± 0.67 3.30 ± 0.88 3.58 ± 1.12 2.84 ± 0.64 3.48 ± 1.25

Neutrophil % 20.52 ± 5.08 18.38 ± 9.35 21.72 ± 6.52 23.20 ± 3.88 22.20 ± 6.17 19.98 ± 2.33

a HCE-CP was given orally daily, and the dosage in mg per kg BW is indicated. At the end of week 11, intravenous injection of LPS was given and 5 hours after that 
the blood was sampled for analysis. Data are expressed as means ± SD (n = 5). 

Statistical significance was determined by Student’s t-test. Asterisks and hashtags indicate a significant difference compared to the untreated control (*p < 0.05) and 
to the LPS control (#p < 0.05), respectively.
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Figure 3. CD4+ and CD8+ count in LPS-induced rats treated with HCE-CP for 11 weeks. HCE-CP 
was given orally daily, and the dosage in mg per kg BW is indicated. At the end of week 11, intravenous 
injection of LPS was given, and 5 hours after that the blood was sampled. Blood samples were 
processed, stained with antibody anti-CD4 or CD8, and analyzed with flow cytometry. Percentages of 
CD4+ (A) and CD8+ (B) cells from total reads were calculated and presented, respectively. Data are 
expressed as means + SD (n = 5). Statistical significance was determined by Student’s t-test. Asterisks 
and hashtags indicate a significant difference compared to the untreated control (*p < 0.05) and to the 
LPS control (#p < 0.05), respectively. 

Figure 4. Predictive target proteins of methoxy flavonoids in LPS-induced lymphocytes. Prediction 
of target proteins for hesperidin and hesperetin was obtained from SwissTargetPrediction (http://
www.swisstargetprediction.ch). The protein expressed in LPS-induced lymphocytes was acquired 
from GeneCards (https://www.genecards.org). (A) Venn diagram of protein targets for hesperidin and 
hesperetin, and LPS-induced lymphocytes was generated by InteractiVenn (http://www.interactivenn.
net). (B) Fourteen overlapping proteins as targets of hesperidin and hesperetin in LPS-induced 
lymphocytes are displayed.
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PTGS1 plays a pivotal role in prostanoid synthesis in basal 
conditions but also may be upregulated in various pathological 
conditions including inflammation (Zidar et al., 2009). MMP12, 
MMP13, and MMP8 are functioning in catalytic activity 
degrading extracellular matrices, thus allowing cell movements or 
cell recruitment in inflammation reaction, and are also involved 
in chemokine/cytokine activation (Hardy and Fernandez-Patron, 
2021; Manicone and McGuire, 2008). Targeting these proteins by 
methoxy flavonoids from citrus peels may block the inflammation. 
Measuring the level expression of these proteins as well as the cell 
migration under methoxy flavonoids or CHE-CP treatment in vitro 
would prove this theory.

Taken together, our data provide evidence that HCE-
CP yielded by a water-based extraction and high in methoxy 
flavonoids is safe. Daily intake of HCE-CP is also considered safe 
with a benefit in the immune system. We concluded that HCE-CP 
is promising to be developed as a nutra-pharmaceutical.

CONCLUSION
The oral administration of HCE-CP up to 5,000 mg/kg 

BW in rats practically does not give a lethal effect. Furthermore, 
the single oral administration of HCE-CP does not change clinical 
signs. HCE-CP reduces CD4+ T lymphocyte cells. On the other 
hand, hesperidin and hesperetin as the major methoxy flavonoids 
in citrus peels target proteins that are involved in LPS-induced 
lymphocytes. To sum up, HCE-CP is safe and has potential 
to be developed as an immunomodulatory agent and an anti-
inflammatory agent caused by infection.

ACKNOWLEDGMENTS
The authors appreciate the Department of Pathological 

Anatomy and Department of Clinical Pathology and Laboratory 
Medicine, Faculty of Medicine, Nursing, and Public Health, 
UGM, in processing their blood and tissue samples. They also 
thank all members of the CCRC, Faculty of Pharmacy, UGM, for 
their support in this study.

CONFLICTS OF INTEREST
The authors declare no conflicts of interest.

FUNDING 
This research was funded by the Ministry of Education, 

Culture, Research and Technology, Republic of Indonesia, through 
Penelitian Dasar Unggulan Perguruan Tinggi (PDUPT) 2021, 
Grant nos. 1624/UN1/DITLIT/DIT-LIT/PT/2021 and 6466/UN1/
DITLIT/DIT-LIT/PT/2021. The funder had no role in the design 
of the study; in the collection, analyses, or interpretation of data; 
in the writing of the manuscript; or in the decision to publish the 
results.

ETHICAL APPROVAL
The study was conducted according to the guidelines of 

the Declaration of Helsinki and approved by the Ethics Committee 
of Universitas Gadjah Mada (Approval no. 00053/04/LPPT/
XI/2020, November 2, 2020).

AUTHORS’ CONTRIBUTIONS
EM and MI contributed to the conceptualization of the 

study. DDPP, GGM, EM, and MI contributed to the methodology. 
YK contributed to extract preparation. DDPP, GGM, EM, and 
MI contributed to formal analysis. DDPP, GGM, EM, and MI 
contributed to the investigations. EM and MI curated the data. MI 
contributed to writing and original draft preparation. YK, RAS, 
EM, and MI contributed to writing and reviewing and editing of 
the manuscript. GGM and MI contributed to the visualization 
of the study. RAS and EM supervised the study. EM and MI 
acquired the funding. EM gave final approval of the version of the 
manuscript to be published. All authors have read and agreed to 
the published version of the manuscript.

REFERENCES
Al-Rikabi R, Al-Shmgani H, Dewir YH, El-Hendawy S. 

In vivo and in vitro evaluation of the protective effects of hesperidin 
in lipopolysaccharide-induced inflammation and cytotoxicity of cell. 
Molecules, 2020; 25(3):478; doi: 10.3390/molecules25030478

Alif I, Utomo RY, Ahlina FN, Nugraheni N, Hermansyah D, 
Putra A, Meiyanto E. Immunopotentiation of galangal (Alpinia galanga 
L.) when combined with T-cells against metastatic triple-negative breast 
cancer, MDA-MB 231. J App Pharm Sci, 2021; 11(11):53–61; doi: 10.7324/
JAPS.2021.1101107

Anggoro B, Kumara D, Angelina D, Ikawati M. Citrus 
flavonoids from Citrus reticulata peels potentially target an autophagy 
modulator, MAP1LC3A, in breast cancer.  Indonesian J Can Chemoprev, 
2021; 12(3):114−22.

Anggriani L, Yasmin A, Wulandari AR, Leksono GM, Ikawati 
M, Meiyanto E. Extract of temu ireng (Curcuma aeruginosa Roxb.) rhizome 
reduces doxorubicin-induced immunosuppressive effects. AIP Conf Proc, 
2019; 2099:020001; doi: 10.1063/1.5098406

Barreca D, Gattuso G, Bellocco E, Calderaro A, Trombetta D, 
Smeriglio A, Lagana G, Daglia M, Meneghini S, Nabavi SM. Flavanones: 
citrus phytochemical with health-promoting properties. Biofactors, 2017; 
43(4):495–506; doi: 10.1002/biof.1363

Chen H, Du Q. Potential natural compounds for preventing 
SARS-CoV-2 (2019-nCoV) infection. Preprints, 2020; 2020010358; doi: 
10.20944/preprints202001.0358.v3

Cheng L, Zheng W, Li M, Huang J, Bao S, Xu Q, Ma Z. Citrus fruits 
are rich in flavonoids for immunoregulation and potential targeting ACE2. 
Preprints, 2020; 2020020313; doi: 10.20944/preprints202002.0313.v1

Daina A, Michielin O, Zoete V. SwissTargetPrediction: updated 
data and new features for efficient prediction of protein targets of small 
molecules. Nucleic Acids Res, 2019; 47(W1):W357–64; doi: 10.1093/nar/
gkz382

Elelaimy IA, Ibrahim HM, Ghaffar FRA, Alawthan YS. 
Evaluation of sub-chronic chlorpyrifos poisoning on immunological and 
biochemical changes in rats and protective effect of eugenol. J App Pharm 
Sci, 2012; 2(6):51–61; doi: 10.7324/JAPS.2012.2611

Feldman AT, Wolfe D. Tissue processing and hematoxylin and 
eosin staining. In: Day C, (ed.). Histopathology. Methods in molecular 
biology (methods and protocols), Humana Press, New York, NY, vol. 1180, 
pp 31–43, 2014; doi: 10.1007/978-1-4939-1050-2_3

Fuior EV, Mocanu CA, Deleanu M, Voicu G, Anghelache M, 
Rebleanu D, Simionescu M, Calin M. Evaluation of VCAM-1 targeted 
naringenin/indocyanine green-loaded lipid nanoemulsions as theranostic 
nanoplatforms in inflammation. Pharmaceutics, 2020; 12(11):1066; doi: 
10.3390/pharmaceutics12111066

Gilang Y, Hermawan A, Fitriasari A, Jenie RI. Hesperidin 
increases cytotoxic effect of 5-fluorouracil on WiDr cells. 
Indonesian J Can Chemoprev, 2012; 3(2):404–9; doi: 10.14499/
indonesianjcanchemoprev3iss2pp404-409



Putri et al. / Journal of Applied Pharmaceutical Science 12 (04); 2022:136-145 145

Harborne JB. Phytochemical methods—a guide to modern 
techniques of plant analysis. Springer, Dordrecht, Netherland, pp 1–36, 
1984; doi: 10.1007/978-94-009-5570-7

Hardy E, Fernandez-Patron C. Targeting MMP-regulation of 
inflammation to increase metabolic tolerance to COVID-10 pathologies: 
a hypothesis. Biomolecules, 2021; 11(3):390; doi: 10.3390/biom11030390

Hasbiyani NAF, Wulandari F, Nugroho EP, Hermawan A, 
Meiyanto E. Bioinformatics analysis confirms the target protein underlying 
mitotic catastrophe of 4T1 cells under combinatorial treatment of PGV-1 
and galangin. Sci Pharm, 2021; 89(3):38; doi: 10.3390/scipharm89030038

Heberle H, Meirelles GV, da Silva FR, Telles GP, Minghim R. 
InteractiVenn: a web-based tool for the analysis of sets through Venn diagrams. 
BMC Bioinformatics, 2015; 16:169; doi: 10.1186/s12859-015-0611-3

Ikawati M, Armandari I, Khumaira A, Ertanto Y. Effect of 
peel extract from Citrus reticulata and hesperidin, a citrus flavonoid, 
on macrophage cell line. Indonesian J Pharm, 2019; 30(4):260–8; doi: 
10.14499/indonesianjpharm30iss4pp260

Kasianningsih S, Rivanti E, Pratama RH, Pratama NR, 
Ikawati M, Meiyanto E. Taraxacum officinale leaves ethanolic extract 
as immunostimulatory agent for reducing side effect of doxorubicin in 
Sprague Dawley rats. Indonesian J Can Chemoprev, 2011; 2(1):135–40; 
doi: 10.14499/indonesianjcanchemoprev2iss1pp135-140

Kusharyanti I, Larasati, Susidarti RA, Meiyanto E. Hesperidin 
increases cytotoxic activity of doxorubicin on HeLa cell line through cell cycle 
modulation and apoptosis induction. Indonesian J Can Chemoprev, 2011; 
2(2):267–73; doi: 10.14499/indonesianjcanchemoprev2iss2pp267-273

Lachos-Perez D, Baseggio AM, Mayanga-Torres PC, Marostica 
Junior MR, Rostagno MA, Martinez J, Forster-Carneiro T. Subcritical water 
extraction of flavanones from defatted orange peel. J Supercrit Fluids, 2018; 
138:7–16; doi: 10.1016/j.supflu.2018.03.015

Lee C, Smith E, Gimeno R, Gertner R, Levy DE. STAT1 affects 
lymphocyte survival and proliferation partially independent of its role 
downstream of IFN-γ. J Immunol, 2000; 164(3):1286–92; doi: 10.4049/
jimmunol.164.3.1286

Lestari B, Walidah Z, Utomo RY, Murwanti R, Meiyanto E. 
Supplementation with extract of pumpkin seeds exerts estrogenic effects 
upon the uterine, serum lipids, mammary glands, and bone density in 
ovariectomized rats. Phytother Res, 2019; 33(4):891–900; doi: 10.1002/
ptr.6280

Li Z, Zhang S, Lv G, Huang Y, Zhang W, Ren S, Yang J, Dang 
S. Changes in count and function of splenic lymphocytes from patients with 
portal hypertension. World J Gastroenterol, 2008; 14(15):2377–82; doi: 
10.3748/wjg.14.2377

Mahato N, Sharma K, Sinha M, Cho MH. Citrus waste 
derived nutra-/pharmaceuticals for health benefits: current trends and 
future perspectives. J Funct Foods, 2018; 40:307–16; doi: 10.1016/j.
jff.2017.11.015

Manach C, Morand C, Gil-Izquierdo A, Bouteloup-Demange 
C, Remesy C. Bioavailability in humans of the flavanones hesperidin and 
narirutin after the ingestion of two doses of orange juice. Eur J Clin Nutr, 
2003; 57:235–42; doi: 10.1038/sj.ejcn.1601547

Manicone AM, McGuire JK. Matrix metalloproteinases as 
modulator of inflammation. Semin Cell Dev Biol, 2008; 19(1):34–41; doi: 
10.1016/j.semcdb.2007.07.003

Meiyanto E, Hermawan A, Anindyajati. Natural products for 
cancer-targeted therapy: citrus flavonoids as potent chemopreventive 
agents. Asian Pac J Cancer Prev, 2012; 13(2):427–36; doi: 10.7314/
apjcp.2012.13.2.427 

Meiyanto E, Wardani DAK, Nugroho PA, Darma AP, Ikawati 
M. Chemopreventive potency of ethanolic extract of Citrus reticulata on 
DMBA-induced rat liver. Pharmacon, 2011; 12(1):9–13; doi: 10.23917/
pharmacon.v12i1.42

Meneguzzo F, Ciriminna R, Zabini F, Agliaro M. Review of 
evidence available on hesperidin-rich products as potential tools against 
COVID-19 and hydrodynamic cavitation-based extraction as a method 
of increasing their production. Processes, 2020; 8(5):2227–9717; doi: 
10.3390/pr8050549

Musyayyadah H, Wulandari F, Nangimi AF, Anggraeni AD, 
Ikawati M, Meiyanto E. The growth suppression activity of diosmin 
and PGV-1 co-treatment on 4T1 breast cancer targets mitotic regulatory 
proteins. Asian Pac J Cancer Prev, 2021; 22(9):2929–38; doi: 10.31557/
APJCP.2021.22.9.2929

NADFC. NADFC guidelines for non-clinical toxicity testing in 
vivo, NADFC Republic of Indonesia no. 7 year 2014. Adopted: 17 June 
2014. Jakarta, Indonesia.

Nagasako-Akazome Y. Safety of high and long-term intake 
of polyphenols. In: Watson R, Preedy V, Zibadi S, (eds.). Polyphenols in 
human health and disease, Academic Press, Cambridge, MA, pp 747–56, 
2014; doi: 10.1016/B978-0-12-398456-2.00058-X 

OECD. OECD guidelines for the testing of chemicals: acute oral 
toxicity—fixed dose procedure, OECD/OCDE 420. Adopted: 17 December 
2001. Paris, France.

Porwal M, Khan NA, Maheswari KK. Evaluation of acute 
and subacute oral toxicity induced by ethanolic extract of Marsdenia 
tenacissima leaves in experimental rats. Sci Pharm, 2017; 85:29; doi: 
10.3390/scipharm85030029

Shetty S, Rao S, SuchethaKumari N, Madhu LN, Vishakh 
R. Modulatory effect of Allium sativum ethanolic extract on cultured 
human lymphocytes. J App Pharm Sci, 2013; 3(4):73–7; doi: 10.7324/
JAPS.2013.3413

Shimizu M, Ogura K, Mizoguchi I, Chiba Y, Higuchi K, Ohtsuka 
H, Mizuguchi J, Yoshimoto T. IL-27 promotes nitric oxide production 
induced by LPS through STAT1, NF-κB and MAPKs. Immunobiology, 
2013; 218(4):628–34; doi: 10.1016/j.imbio.2012.07.028

Singh AK, Jiang Y. Lipopolysaccharide (LPS) induced activation 
of the immune system in control rats and rats chronically exposed to a low 
level of the organothiophosphate insecticide, acephate. Toxicol Ind Health, 
2003; 19:93–108; doi: 10.1191/0748233703th181oa

Soufane S, Bedda A, Mahdeb N, Bouzidi A. Acute toxicity study 
on Citrullus colocynthis fruit methanol extract in albino rats. J App Pharm 
Sci, 2013; 3(6):88–93; doi: 10.7324/JAPS.2013.3614

Sutrisni NYW, Soewandhi SN, Adnyana IK, Sasongko LDN. 
Acute and subchronic (28-day) oral toxicity studies on the film formulation 
of k-carrageenan and konjac glucomannan for soft capsule application. Sci 
Pharm, 2019; 87(2):9; doi: 10.3390/scipharm87020009

Tejada S, Pinya S, Martorell M, Capo X, Tur JA, Pons A, Sureda 
A. Potential anti-inflammatory effects of hesperidin from the genus Citrus. 
Curr Med Chem, 2018; 25(37):4929–45; doi: 10.2174/0929867324666170
718104412 

Utomo RY, Ikawati M, Putri DDP, Salsabila IA, Meiyanto E. The 
chemopreventive potential of diosmin and hesperidin for COVID-19 and its 
comorbid diseases. Indonesian J Can Chemoprev, 2020; 11(3):154–67; doi: 
10.14499/indonesianjcanchemoprev11iss3pp154-167

Zanwar AA, Badole AL, Shende PS, Hedge MV, Bodhankar SL. 
Cardiovascular effects of hesperidin: a flavanone glycoside. In: Watson 
R, Preedy V, Zibadi S, (eds.). Polyphenols in human health and disease, 
Academic Press, Cambridge, MA, pp 989–92, 2014; doi: 10.1016/B978-0-
12-398456-2.00076-1

Zidar N, Odar K, Glavac D, Jerse M, Zupanc T, Stajer D. 
Cyclooxygenase in normal human tissues—is COX-1 really a constitutive 
isoform, and COX-2 an inducible isoform? J Cell Mol Med, 2009; 
13(9b):3753–63; doi: 10.1111/j.1582-4934.2008.00430.x

How to cite this article: 
Putri DDP, Maran GG, Kusumastuti Y, Susidarti RA, 
Meiyanto E, Ikawati M. Acute toxicity evaluation and 
immunomodulatory potential of hydrodynamic cavitation 
extract of citrus peels. J Appl Pharm Sci, 2022; 12(04):136–
145.


