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ABSTRACT: Background: The effect of europinidin on alcoholic
liver damage in rats was examined in this research. Methods: A total of
24 Wistar rats were grouped in the same way into four groups: normal
control (normal), ethanol control (EtOH), europinidin low dose (10
mg/kg), and europinidin higher dose (20 mg/kg). The test group rats
were orally treated with europinidin-10 and europinidin-20 for 4
weeks, whereas 5 mL/kg distilled water was administered to control
rats. In addition, 1 h after the last dose of the above-mentioned oral
treatment, 5 mL/kg (i.p.) EtOH was injected to induce liver injury.
After 5 h of EtOH treatment, samples of blood were withdrawn for
biochemical estimations. Results: Administration of europinidin at
both doses restored all of the estimated serum, i.e., liver function tests
(ALT, AST, ALP), biochemical test (Creatinine, albumin, BUN, direct
bilirubin, and LDH), lipid assessment (TC and TG), endogenous antioxidants (GSH-Px, SOD, and CAT), malondialdehyde
(MDA), nitric oxide (NO), cytokines (TGF-β, TNF-α, IL-1β, IL-6, IFN-γ, and IL-12), caspase-3, and nuclear factor kappa B (NF-
κB) associated with the EtOH group. Conclusion: The results of the investigation showed that europinidin had favorable effects in
rats given EtOH and may have hepatoprotective potential property.

1. INTRODUCTION
Alcohol is a popularly consumed beverage worldwide.1

Consumption of excessive alcohol for a prolonged time can
lead to a variety of sociomedical and public health issues
around the world1 and can contribute to hepatic damage.2

Alcohol-prompted hepatic damage causes steatosis, necrosis,
and decreased liver cell regeneration, which eventually leads to
cirrhosis and liver fibrosis.3 Most population die worldwide
every year as a consequence of alcohol-producing hepatic
damage.4 Hence, alcohol-producing hepatic disease prevention
and treatment are becoming more important public health
concerns around the world.4−6

Alcohol processed into acetaldehyde in the liver and high
levels together can contribute to oxidative pressure and
apoptosis in hepatocytes, which can result in tissue
inflammation and fibrosis.3 Alcohol-evoked hepatic toxicity is
largely influenced by oxidative pressure, lipid peroxidation,
tenderness, and the creation of dangerous byproducts,
according to an earlier study.4−6 The liver’s cellular immune
system can be stimulated by ethanol (EtOH) and acetalde-
hyde, which can lead to the generation of inflammatory

markers like tumor necrosis factor-(TNF-α),7 extracellular
medium buildup, and nuclear factor-κB (NF-κB) secretion.3

Alcohol-prompted hepatic damage is heightened by TNF-α
and NF-κB, which trigger an inflammatory response and
increase oxidative stress.3 The development of novel
therapeutic techniques for alcohol-induced liver disease
patients remains a significant necessity.

The most often utilized animal models for alcohol-induced
liver disease research are rodents (rats). Animal experiments
with EtOH can imitate some symptoms of human illness and
support identifying the process behind the growth of alcoholic
liver disease.2

Flavonoids are phytochemical substances found in many
herbs that have therapeutic applications.8,9 Anthocyanidins are
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sugar-free anthocyanins, which are common plant colors found
in fruits, leaves, and flowers.10 Anthocyanins derived from
black raspberry have been shown in network analysis and
docking studies to protect against alcoholic liver impairment.11

The anthocyanin isolated from Lonicera caerulea L. was
reported to have protective action in alcoholic hepatosteatosis
in rodents.12

Europinidin is a compound, found in the plants Plumbago
Europea and Ceratostigma plumbaginoides, that belongs to the
Plumbaginaceae family, and it is an o-methylated derivative of
delphinidin.13,14 Potent anti-inflammatory and antioxidant
effects have been demonstrated in Europium, a naturally
occurring metal.15 The flavonoid europinidin, which is
generated from the metal europium, has been demonstrated
to have positive effects on liver health.16,17

Previously, europinidin published rotenone-activated Par-
kinson’s disease by inhibited inflammation and lipid perox-
idation,18 effectiveness in preventing streptozotocin-induced
memory impairment,19 and ulcer protective activity in rats.20

The cause of the current appraisal was to analyze the
consequences of europinidin on EtOH-induced liver damage
in rats.

2. METHODS
2.1. Animals. Male Wistar rats (10−12 weeks) weighing

180 ± 20 g were housed in a standard research setup with
pellet food, unrestricted access to water, and natural daylight
hours (cycle: dark and light). Before being used in research, all
of the rats were adjusted to the laboratory surroundings for a
week. The study protocol was approved by the Institutional
animal ethics committee (CPCSEA-IAEC/TRS/PT/023/028)
and conducted with ARRIVE (Animal Research: Reporting of
In Vivo Experiments) guidelines.21

2.2. Drugs and Solutions. Europinidin was obtained as a
gift sample from SKL in Maharashtra, India. Analytical kits, i.e.,
TNF-α, transforming growth factor β (TGF-β), interleukins
(IL-1β, IL-6, and IL-12), interferon-γ (IFN-γ), NF-κB, and
caspase-3 were analyzed using rat enzyme-linked immuno-
sorbent (ELISA), Sigma-Aldrich (St. Louis, MO) assay kits.

2.3. Experimental Design. A total of 24 Wistar rats were
divided into four groups with six rats each:

Group I: Normal (normal control)
Group II: EtOH control
Group III: Europinidin-10 mg/kg (EtOH+ Europinidin 10

mg/kg)
Group IV: Europinidin-20 mg/kg (EtOH+ Europinidin 20

mg/kg)18−20

Over the course of four weeks, each of these treatments was
given orally every day via an intragastric tube. In addition, 1 h
after the last above-mentioned oral dose rats from the normal
group received saline (5 mL/kg), rats of groups EtOH,
europinidin-10 mg/kg, and europinidin-20 mg/kg were
injected with 5 mL/kg EtOH (56%, i.p.).4,22 After 5 h of
EtOH treatment, samples of blood were withdrawn through
the retro-orbital plexus and serum was separated and evaluated
for biochemical tests. Then, rats from all groups were excised
liver tissue for the following biochemical analysis.

2.4. Biochemical Analysis. 2.4.1. Serum Biochemical
Analysis. Biochemical analysis was conducted as per the
protocol given by the kit manufacturer (Modern Lab, M.S.
India). Alanine transaminase (ALT), aspartate transaminase
(AST), alkaline phosphatase (ALP), lactate dehydrogenase

(LDH), total cholesterol (TC), and triglycerides (TG) activity
were elaborated as per the process given on the kit.

2.4.2. Preparation of Tissue Homogenate. Liver tissue was
washed with isotonic saline and homogenized buffer in ice-cold
conditions with phosphate-buffered saline. The homogenate
was centrifuged at 3000 rpm at 4 °C for 10 min, and then the
supernatants were collected for biochemical analysis by using
commercially available kits.

2.5. Endogenous Antioxidants and Malondialdehyde.
The expression of oxidative stress-related indexes malondial-
dehyde (MDA), catalase (CAT), glutathione peroxidase
(GSH-Px), and superoxide dismutase (SOD) was examined
in this study.23,24 To evaluate the quantity of GSH-Px, the
Ellman method was utilized.25 1.0 mL of centrifuged Ellman
reagent and 10% trichloroacetic acid were contorted to the
homogenate. The absorbance of the reactive assortment was
monitored at 412 nm, and U/mL tissue demonstrated GSH-Px
activity. The Misra and Frodvich method was employed to
analyze SOD.26 To start the reaction, 0.2 mL of brain
homogenate supernatant was combined with 0.8 mL of glycine
buffer (50 mM, pH 10.4) and 0.02 mL of epinephrine. The
mixture was then left undisturbed for 5 min. Every minute, the
difference in optical density at 480 nm was calculated and
normalized to a blank reagent. SOD activity was demonstrated
as a unit of measurement (U/mL). CAT activity was
determined by the H2O2 decomposition method.27 0.1 mL
of tissue buoyant and 1.9 mL of phosphate buffer were added
to the cuvette (50 mM, pH 7.0). To start the reaction, 1.0 mL
of newly made H2O2 (30 mM) was assorted in the cuvette.
The absorbance at 240 nm wavelength was examined every 10
s for 1 min. The number of enzymes required to mold 1 mmol
of peroxide every minute at 25 °C with pH 7.0 was determined
to be 1 min of CAT. The Wills technique was used to analyze
MDA. Thiobarbituric acid (TBA, Sigma-Aldrich)-sensitive
substances combine with thiobarbituric acid to form the
metabolite TBA-MDA. Peak absorbance was determined
spectrophotometrically at 532 nm, and activity was signified
as nmol/mL tissue.23

2.6. Cytokines and Nitric Oxide. The quantity of nitric
oxide (NO), TGF-β, TNF-α, IL-1β, IL-6, IFN-γ, and IL-12
was estimated using an analytical kit as per the manufacturer’s
guidelines in compliance with that recommendation.28 For the
NO determination, the Griess reagent [0.1% N-(1-naphthyl)
ethylenediamine dihydrochloride, 1% sulfanilamide, and 2.5%
H3PO4] was combined with 100 mL of supernatants from
various groups. The sample was first homogenized or sonicated
to ensure uniformity and then centrifuged to remove any solid
debris or cellular material. The resulting supernatant contains
the soluble components of the sample. Total nitrites were
quantified spectrophotometrically at 540 nm after being
nurtured for 10 min at ambient temperature in the dark.
Using a NaNO2 standard curve, the concentration of nitrite in
the specimen was calculated.29

2.7. Creatinine, Albumin, Blood Urea Nitrogen (BUN),
and Direct Bilirubin. Using a commercial kit, the Henry
approach was used to quantify serum creatinine, total bilirubin,
and BUN using a Coulter STKS Counter model SPlus.30

Serum albumin was analyzed and measured using an automatic
analyzer.31,32

2.8. Inflammatory Biomarker (NF-κB) and Caspase-3.
The intensities of NF-κB and caspase-3 were determined with
an ELISA kit by carrying out the assay with the protocol.
Concentrations of inflammatory biomarkers NF-κB were
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shown in pg/g, and caspase-3 concentrations were displayed in
pg/mL.

2.9. Histopathology. The liver samples were swiftly taken
from rats to investigate pathological changes. They were
preserved in a 10% buffered formalin solution for 24 h, then
embedded in paraffin, and sliced into 5 mm pieces. The
samples were stained with hematoxylin and eosin (H&E) to
visualize the alterations. Histopathological analysis was done
using a light microscope (Olympus Corporation, Tokyo,
Japan).33,34

2.10. Statistics. The values of results were analyzed using
GraphPad Prism (version 8.0.1) Software, Inc., and repre-
sented as mean ± SEM. The data were examined by one-way

analysis of variance (ANOVA) followed by Tukey’s test. P <
0.05 was measured as statistically substantial.

3. RESULTS

3.1. Liver Parameters. The AST, ALT, and ALP levels
were elevated considerably (P < 0.001) in the EtOH group
than the normal group. Europinidin-10 and -20 mg/kg
decreased with the rise of AST [F (3, 20) = 12.77 (P <
0.0001)], ALT [F (3, 20) = 58.69 (P < 0.001)] and ALP [F (3,
20) = 14.49 (P < 0.001)] levels in EtOH-treated animals. The
outcomes were found to be significant vs the EtOH group. The
outcomes are graphically represented in Figure 1A−C.

Figure 1. (A−C) Effect of europinidin on (A) AST, (B) ALT, and (C) ALP in alcoholic liver-diseased rats. #P < 0.001 vs normal and *P < 0.05 and
***P < 0.0001 vs EtOH”.

Figure 2. (A−D) Effect of europinidin on (A) Creatinine, (B) BUN, (C) albumin, and (D) direct bilirubin in alcoholic liver-diseased rats. #P <
0.001 vs normal and *P < 0.05, **P < 0.001, and ***P < 0.0001 vs EtOH”.
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3.2. Creatinine, Albumin, BUN, and Direct Bilirubin.
Creatinine, BUN, and bilirubin quantity shoot up in EtOH-
induced group in comparison to normal control group,
whereas albumin levels reduced in EtOH-control group as
related to the normal group. The results of creatinine [F (3,20)
= 6.833 (P = 0.0024)], BUN [F (3, 20) = 8.742 (P = 0.0007)],
bilirubin [F (3, 20) = 29.66 (P < 0.0001)], and albumin [F (3,
20) = 7.864 (P = 0.0012)] in the europinidin-treated animals
were found to be statistically significant. The outcomes are
graphically represented in Figure 2A−D.

3.3. Serum Lipid Profile. The effect of europinidin on TC
and TG levels in EtOH-treated animals is represented in
Figure 3A,B. TC [F (3, 20) = 7.314 (P = 0.0017)] and TG [F
(3, 20) = 16.00 (P < 0.0001)] were drastically evaluated in
EtOH-treated animals than normal. Administration of euro-
pinidin (10 and 20 mg/kg) to EtOH-given rats lessened the
levels of TC [F (3, 20) = 7.314 (P < 0.0001)] and TG [F (3,
20) = 16.00 (P < 0.0001)] toward normal vs EtOH-control
group.

3.4. LDH. The circulating LDH intensity was elevated
considerably (P < 0.001) in animals of the EtOH group vs

Figure 3. (A, B) Effect of europinidin on (A) TC and (B) TG in alcoholic liver-diseased rats. #P < 0.001 vs normal and *P < 0.05, **P < 0.001, and
***P < 0.0001 vs EtOH”.

Figure 4. (A, B) Effect of europinidin on (A) LDH and (B) NO in alcoholic liver-diseased rats. #P < 0.001 vs normal and *P < 0.05 vs EtOH”.

Figure 5. (A−C) Effect of europinidin on (A) GSH, (B) SOD, and (C) CAT in alcoholic liver-diseased rats. #P < 0.001 vs normal and *P < 0.05 vs
EtOH”.
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normal animals. Europinidin attenuated the quantity of LDH
in the rats compared to the EtOH group animals [F (3, 20) =
6.156 (P = 0.0039)]. The results consequence of europinidin
on LDH in EtOH-treated animals are shown in Figure 4A.

3.5. Nitric Oxide. The production of NO (P < 0.05) was
drastically upraised in EtOH-treated rats vs normal. Dosing of
europinidin (10 and 20 mg/kg) attenuated the intensities of
NO [F (3, 20) = 4.385 (P < 0.0001)] vs EtOH group. The
results are depicted in Figure 4B

3.6. Endogenous Antioxidants and MDA. Figure 5A−C
represents the influence of europinidin on hepatic tissue
endogenous antioxidant levels in EtOH-treated animals. The
quantity of GSH-Px, SOD, and CAT level decreased in the
EtOH group (P < 0.001). Europinidin (10 and 20 mg/kg)
reinstated the amounts of GSH [F (3, 20) = 10.17 (P =
0.0003)], SOD [F (3, 20) = 16.33 (P < 0.0001)] and catalase
[F (3, 20) = 6.799 (P = 0.0024)] in EtOH-treated animals.
The outcomes were significant (P < 0.05) vs the EtOH group.

The concentration of MDA was improved drastically in the
EtOH group vs normal. Dosing of europinidin (10 and 20 mg/
kg) lessened the intensities of MDA [F (3, 20) =15.21 (P <
0.0001)] vs EtOH group. The outcome of europinidin on
MDA levels in EtOH-treated animals is displayed in Figure 6.

3.7. Cytokines. TNF-α, TGF-β, IL-1β, IFN-Y, IL-12, and
IL-6 intensities increased in EtOH-given animals. The results
of TNF-α, TGF-β, IL-1β, IFN-γ, IL-12, and IL-6 levels in
EtOH-control animals were shown to be statistically notable vs
normal animals. Treatment of europinidin (10 and 20 mg/kg)
diminished the increased IL-6 [F (3, 20) = 11.46 (P =
0.0001)], TNF-α [F (3, 20) = 6.436 (P = 0.0032)], TGF-β [F
(3, 20) (P = 0.0004)], IL-β [F (3, 20) = 13.53 (P < 0.0001)],
IL-12 [F (3, 20) = 33.43 (P < 0.0001)], and IFN-γ [F (3, 20)
= 12.77 (P < 0.0001)] when associated with the EtOH group.
Effects of europinidin on IL-6, TNF-α, IL-1β, IL-12, IFN-γ,
and TGF-β levels in the EtOH group are shown in Figure 7A−
E.

3.8. NF-κB and Caspase-3. EtOH group displayed a
significant increase of NF-κB and Caspase-3 levels (P < 0.05).
Europinidin (10 and 20 mg/kg) inhibited the pathway of NF-
κB [F (3, 20) = 118.7 (P < 0.0001)] and Caspase-3 [F (3, 20)
= 155.3 (P < 0.0001)] in EtOH-treated animals. The outcomes
were significant (P < 0.001) vs the EtOH group (Figure 8A,B).

3.9. Histopathology. Liver histology showed normal liver
structure in the normal group (Figure 9A). Rats treated with

EtOH displayed extensive necrosis, fatty changes, and
inflammation (Figure 9B). Europinidin-10 mg/kg showed
moderate necrosis or degeneration, and inflammation (Figure
9C). This reduction was better than that seen in the
europinidin-20 mg/kg group with progress in the pathological
characteristics shown in Figure 9D.

4. DISCUSSION
Alcohol-related liver disease (ALD) encompasses a range of
liver conditions that are caused by excessive and prolonged
alcohol consumption.35 In the current study, europinidin was
evaluated for hepaprotective activity against EtOH-induced
liver damage in rats. Liver function tests, liver antioxidant
enzymes, lipid peroxidation, cytokines levels, and histological
studies were done to assess hepatoprotective.

The hepatic microsomal EtOH-oxidizing system’s major
enzyme, CYP2E1, is crucial for the metabolism of EtOH.36,37

Alcohol consumption promotes CYP2E1 activity, increasing
the generation of ROS.38 Europinidin considerably enhanced
GSH-Px, SOD, and CAT and reduced MDA levels in the liver.

ALD is also associated with increased TNF-α and IL-6, as
well as NO levels, all of which contribute to hepatocyte
dysfunction.39,40 In addition, all of the systemic signs of
alcoholic hepatitis are assumed to be caused by cytokine
production.41 In our investigation, TNF-α, IL-6, IFN-γ, IL-1β,
and IL-12 levels in the liver of EtOH-given rats were lowered
by europinidin. These results imply that europinidin may
cushion animals from EtOH-prompted liver trauma by
decreasing the inflammatory cascade caused by EtOH. These
results suggested that europinidin may exert a protective effect
by reducing inflammatory mediator production.28,32 Pro-
fibrotic cytokine TGF-β is prevalent in ALD, and it plays a
main role in several chronic liver disorders.42 Alcohol
administration significantly raised TGF-β levels in liver tissue
in the current investigation, whereas treatment with euro-
pinidin attenuated TGF-β in alcohol-treated rats, which
indicates its protective action in liver fibrosis in the animals.43

The liver enzyme such as AST, ALT, and ALP are the most
sensitive indicators of the hepatocytes; when the liver is
injured, ALT and AST are released from the hepatocytes.44 It
is reported that ALD elevates AST, ALT, and ALP and AST/
ALT ratio.35,41 However, europinidin administered to ALD-
induced rats significantly attenuated AST, ALT, and ALP
toward normal. From the results, europinidin may be a
protective consequence against hepatic injury. LDH is an
anaerobic metabolism enzyme that reversibly transforms
pyruvate to lactate utilizing NADH. A literature survey
revealed that LDH synthesis in hepatocytes increases early in
acute liver failure.45 Creatinine, BUN, and total bilirubin levels
accelerated liver damage, which was significantly reduced by
europinidin.46,47 Albumin, a critical component of plasma
proteins that acts in transporting and binding proteins, lipids,
medicines, and chemicals, is produced by the liver. While
alcohol consumption can cause a decrease in albumin levels, it
is worth mentioning that rats treated with europinidin had
higher amounts of this important protein.48

Liver disease can affect hepatic lipid metabolism, causing
changes in circulating lipid levels and contributing to
dyslipidemia.49 Europinidin reduced the elevated TG and
TC in EtOH-treated rats implying that europinidin may have a
protective function against EtOH-induced irregularities in
hepatic lipid breakdown in rats.

Figure 6. Effect of europinidin on MDA levels in alcoholic liver-
diseased rats. #P < 0.001 vs normal and **P < 0.001 vs EtOH”.
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The NF-kB pathway has a significant impact on various
cellular processes such as inflammation, oxidative damage, and
apoptosis.50 NF-kB is a vital part of the expansion and
progression of hepatotoxicity.51 By activating in response to
pro-inflammatory stimuli such as oxidative stress and
cytokines, NF-kB triggers the expression of pro-inflammatory
genes and the creation of pro-inflammatory cytokines, resulting
in inflammation and fibrosis of the liver.51 NF-kB is a
transcription factor that can regulate both pro- and anti-
apoptotic genes, thereby controlling liver apoptosis as well.52

Europinidin can diminish the appearance of pro-inflammatory

genes and the generation of pro-inflammatory cytokines by
declining NF-kB initiation. This reduces liver fibrosis and
inflammation.53

Caspase-3 is a key effector protease in the procedure of
apoptosis, or planned cell death. In the context of hepatic
injury, caspase-3 has been demonstrated to be essential for the
beginning and completion of liver cell apoptosis, promoting
the development of fibrosis and liver damage.54 The effects of
europinidin on caspase-3, an essential effector protease in the
process of apoptosis or programmed cell death, may also
contribute to its protective effects on rat’s liver injury.55

Figure 7. (A−F) Effect of europinidin on (A) IL-6, (B) IL-12, (C) IL-1β, (D) TNF-α, (E) TGF-β, and (F) IFN- γ in alcoholic liver-diseased rats.
#P < 0.001 vs normal and *P < 0.05, **P < 0.001, and ***P < 0.0001 vs EtOH”.

Figure 8. (A, B) Effect of europinidin on (A) NF-κB and (B) caspase-3 in alcoholic liver-diseased rats. #P < 0.001 vs normal and ***P < 0.0001 vs
EtOH”.
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In the presence of hepatic damage, europinidin can
minimize liver cell death and enhance liver function by
blocking caspase-3 activation. Europinidin has been shown to
have beneficial effects against hepatic injury in rats, potentially
through its inhibitory effects on both caspase-3 and the NF-kB
pathway.

Histopathological alterations in the liver on account of
alcohol consumption result in pathological damage, charac-
terized by disruptions in normal architecture, apoptosis, and
cellular permeation. In that aspect, Reddy et al. (2010) also
found that a certain EtOH damages the liver, resulting in
alterations to its regular histology, improved absorptivity, and
hepatocyte necrosis.56 Additionally, all of the positive out-
comes of europinidin on the liver are seen in histopathology
examinations as well as our biochemical results.57 Europinidin
reduces oxidative stress and lipid peroxidation in the hepatic
and increases endogenous antioxidants, suggesting that it can
protect the organ from EtOH-induced injury. The research
also sheds light on the mechanisms underlying this protective
effect, demonstrating that europinidin inhibits the TNF-α,
TGF-β, IFN-γ, NF-kB, and caspase-3 signaling pathway, which
is known to be involved in the development of liver damage in
response to alcohol intake. These findings suggest that
europinidin could be a potential therapeutic target for the
prevention and treatment of ALD. It is imperative to confirm
the mechanism with further studies because the current study
only tested a small number of animals for a short time frame.
An in-depth understanding of the mechanism will require
different genetic models, immunochemical analysis, and more
histology analysis with Masson’s trichrome and Sirius red

staining to confirm collagen deposits in liver sections and
western blotting.

5. CONCLUSIONS
Our study revealed that europinidin can protect the livers of
rats from damage caused by alcohol consumption. This
protective effect is likely due to the ability of europinidin to
restore liver function tests, liver antioxidant enzymes, lipid
peroxidation, cytokines levels, NF-kB, and caspase-3 triggered
by alcohol in the rat liver. These findings are encouraging and
suggest that further research is necessary to determine the
potential use of europinidin as a treatment option for ALD
damage.
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