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1. Introduction

  The liver demonstrates a major role in metabolism of 
xenobiotics by regulating the synthesis, secretion and 
metabolism of xenobiotics. Various physiochemical 
functions of the body including oxidation, reduction, 
hydroxylation, hydrolysis, conjugation, sulfation, acetylation 
etc are well balanced by the liver alone. Injury to liver and 
damage to the hepatic parenchyma are always proved to be 
associated with distortion of different metabolic functions 
of liver[1,2]. Etiologically various infectious agents including 
viruses and different hepatotoxic chemicals along with 

environmental pollutants are thought to be responsible 
for different type of liver damage and hepatic injury. 
Recent research in free radical biology also suggested the 
pathophysiological role of free radicals and oxidative stress 
in liver damage and injury. Revealing the mechanism of 
actions of potent hepatotoxin such as CCl4, paracetamol etc 
also indicated the role of oxidative stress and free radicals 
in the pathophysiology of hepatic injury[3,4].
  The free radicals normally generated during the normal 
body metabolic pathways and also they can be acquired 
from the environment also. Free radicals contain unpaired 
electrons. The oxygen radicals, such as superoxide 
radical (O2

-), hydroxyl radical (•OH) and non free radical 
species, such as hydrogen peroxide (H2O2) and singlet 
oxygen (•O2), are generated in many redox processes of 
normal physiochemical pathways[5,6]. Antioxidant defense 
system comprising different enzymes such as superoxide 
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dismutase, catalase and glutathione peroxidise etc trap and 
destroy these free radicals. Vitamin deficiency together with 
overproduction of free radicals and a reduced level of above 
mentioned enzymes is considered as the main culprit for 
producing oxidative stress[6].
  Research on oxidants and antioxidants over the past 
few years has shown a link between most diseases like 
cardiovascular diseases, cancer, osteoporosis, degenerative 
diseases etc and production of reactive oxygen species (ROS) 
along with oxidative stress[3,7,8]. Free radicals mainly act by 
attacking the unsaturated fatty acids in the biomembranes 
which causes membrane lipid peroxidation (a hallmark 
sign of hepatotoxicity), decrease in membrane fluidity and 
reduction of enzyme and receptor activity and damage to 
membrane protein which finally triggers the cell inactivation 
and death[5,6]. Therefore, antioxidants can be used to reverse 
the harmful and pathological action of free radicals. These 
antioxidants generally restore the normal physiological 
system by scavenging the free radicals. The antioxidants in 
use are either derived naturally from plants or synthetically. 
Due to carcinogenic probability, synthetic antioxidants are 
not the preferred type of antioxidants[6]. Current research 
in the field of free radical biology therefore accentuates 
the use of antioxidants from natural origin and in view of 
this more and more antioxidants of natural origin are being 
investigated.
  CCl4 is one of the most common hepatotoxin used for 
experimental induction of liver injury in animal studies[9,10]. 
Impoverishment of modern system of medicine in terms of a 
reliable liver protective drug switched on the exploration of 
traditional systems of medicine including Ayurveda, Siddha, 
Unani etc for a probable answer to hepatotoxicity[11,12].
Numerous medicinal plants are being researched for an 
effective hepatoprotective remedy. A number of medicinal 
preparations in the Indian system of medicine (Ayurveda) 
have been used as effective hepatoprotective. In view of this 
several medicinal preparations and a number of medicinal 
plants mentioned in Ayurveda for treatment of liver disorders 
are being investigated[11,13]. Moreover traditional folklore and 
indigenous knowledge of medicinal uses of plants are also 
now being explored and documented for possible bioactive 
molecules to be future drugs. 
  Nerium oleander Linn. (Family: Apocynaceae) is a 
traditional Ayurvedic herb and also known as Kaner in Hindi 
and Surkh Kaner in Unani. In Ayurveda there are several 
other names indicating this plant such as Karavira, Viraka, 
Ashvamaaraka, Hayamaaraka, Gauripushpa, Divyapushpa, 
Shatakumbha, Siddhapushpa (white-flowered variety) 
Raktapushpa, Raktaprasava, Ravipriya (red-flowered 
variety)[12]. In English it is known as red oleander or rose 
ray. The common oleander is an ornamental evergreen 
shrub, omnipresent in temperate and subtropical regions[14]. 
The plant is also widely grown in Indian gardens. The plant 
is also widely found in humid and coastal areas including 
Assam, Arunachal Pradesh, Himachal Pradesh, Rajasthan, 
Uttar Pradesh and Tamil Nadu[12]. Preparations of oleander 

have been used for centuries as folk and indigenous 
remedies for various ailments including indigestion, malaria, 
leprosy, mental or venereal diseases and as aborifacient[15]. 
Nerium oleander L. is also used indigenously as a cardiac 
tonic, diuretic, molluscicide and insecticide and for the 
treatment of epilepsy, snake bites and skin conditions[16]. 
Previous studies reported the use of oleander extracts for 
cardiac insufficiency which was mainly attributed to the 
cardiac glycosides within this plant[17]. Oleandrin is one 
of the most prominent secondary compounds of Nerium 
oleander. The plant is also known to be toxic against a wide 
range of tumor cells[18]. The plant is also documented as a 
potential vegetable source of antioxidants[19]. According to 
the previous phytochemical works, the leaves of Nerium 
oleander L. contain two novel cytotoxic pentacyclic 
triterpenoids cis-karenin (3毬-hydroxy-28-Z-p-
coumaroyloxy-urs-12-en-27-oic acid) and trans-karenin 
(3-毬-hydroxy-28-E-p coumaroyloxy-urs-12-en-27-oic 
acid)[20] as well as two new cardiac glycosidcs, kancrosidc 
and ncriumoside[21]. Another study also revealed the 
presence of oleandrin, folineriin , adynerin, digitoxigenin 
cardiac glycosides in oleander[22]. Seeds of Nerium oleander 
L. were reported to contain about 12% of Δ9-hydroxy-
18:1Δ12 (isoricinoleic acid)[23]. Methanolic extract of the 
leaves of this plant was found as anticonvulsant, central 
nervous system depressant and analgesic[24]. As far our 
literature survey is concerned, extracts from different 
parts of this plant have been reported to possess biological 
activity and various phytochemicals have been isolated 
from different parts of this plant including some potential 
hepatoprotective constituents (Oleanolic acid)[25], while no 
report has been published in reference to the flowers of this 
plant. Preliminary screening also suggested potent lipid 
peroxidation inhibitory activity of the methanolic extract 
of the flowers of this plant under investigation. Therefore 
in this present study an attempt has been made to evaluate 
the hepatoprotective activity as well as antioxidant profile 
of Nerium oleander L. flower extract with a view towards 
elucidating the probable mechanism of action by employing 
various in vitro and in vivo methods.

2. Materials and methods

2.1. Chemistry 

  Malondialdehyde (MDA) was obtained from Sigma 
Chemicals Company, St Louis, MO, USA. Silymarin was 
obtained from Ranbaxy Laboratories, Delhi, India. CCl4 was 
obtained from E Merck, Mumbai, India. All other reagents 
and chemicals used in the experiments were of analytical 
grade and available commercially via reputed vendors.

2.2. Preparation of plant extract

  The flowers of Nerium oleander L. were collected from 
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Kota, Rajasthan, India, during the months April and May. 
The flowers of Nerium oleander L. were dried in shade 
and coarsely powdered. Coarsely powdered flower (5 kg) 
was successively extracted in the Soxhlet apparatus using 
petroleum ether, chloroform, ethyl acetate, methanol 
and water as solvent for the complete extraction of the 
phytochemicals. The five extracts were dried in rotary 
evaporator at 45 曟 and the dried extracts were stored in 
vacuum desiccators containing anhydrous silica gel. All the 
five extracts were subjected to acute toxicity studies as per 
the OECD guidelines.

2.3. Acute toxicity studies

  An acute oral toxicity study was performed according 
to the OECD guidelines for the testing of chemicals, Test 
No. 423 (OECD, 2001; Acute oral toxicity-acute toxic class 
method). Wistar rats (n = 3) of either sex were selected by 
a random sampling technique for the acute toxicity study. 
The animals were fasted overnight prior to the experiment 
and maintained under standard laboratory conditions. Each 
extract was administrated orally in increasing dose up to
2 000 mg/kg. 

2.4. Determination of total phenolic compounds

  Total soluble phenolics in the leaf methanolic fraction 
of the plant were determined by using Folin–Ciocalteau 
method using quercetin as a standard phenolic compound[6]. 
The concentration of total phenols was expressed as mg/g of 
extract. The concentration of total phenolic compounds in 
the extract was presented as gram of quercetin equivalent 
(QE) using an equation obtained from the equation of 
regression line of standard quercetin graph:
Y= 0.05 x + 0.054 5, r2 = 0.987 3
Where, y was the absorbance and x was the concentration. 

2.5. In vitro antioxidant activity

2.5.1. Reducing power
  The reducing power of the methanolic fraction of flowers 
of NO, BHT and ascorbic acid were determined according 
to the method described elsewhere[26]. The absorbance was 
measured at 700 nm.

2.5.2. Total antioxidant activity
  The total antioxidant activity of the extract was determined 
according to the thiocyanate method[6].

2.5.3. DPPH radical scavenging activity
  The free radical scavenging activity of the extract 
was measured by DPPH• using the method described 
previously[6,27]. BHT was used as a standard free radical 
scavenger.

2.5.4. ABTS radical scavenging activity
  Antioxidant activity of this plant was measured using an 
improved ABTS method as described previously[27].

2.5.5. Superoxide anion scavenging activity
  The effect of scavenging superoxide radical was determined 
in a riboflavin-light-nitroblue tetrazolium (NBT) system by 
the nitroblue tetrazolium reduction method[28]. 

2.5.6. Hydroxyl radical scavenging activity
  The effect of extracts on hydroxyl radical was assessed by 
using the deoxyribose method[28].

2.5.7. Metal chelating activity
  The chelating of ferrous ions by the methanolic extract, 
BHT and EDTA were measured by the method described 
previously[29].

2.6. In vivo hepatoprotective activity

2.6.1. Test animals
  Wistar rats (180–240 g) of either sex procured from the 
central animal house, ASBASJSM College of Pharmacy, 
Bela (Ropar)-140111 (Punjab), were used for the study. The 
animals were housed in large, clean polypropylene cages 
in a temperature-controlled room (22 ± 2)℃ with relative 
humidity (44%-55%) under 12-h light and dark cycles. All 
the animals were acclimatized to laboratory environment 
for a week prior to experiments. Animals were provided 
with a standard rodent pellet diet and clean drinking water 
ad libitum. The care and use of laboratory animals were 
strictly in accordance with the guidelines prescribed by the 
Institutional Animal Ethical Committee constituted under 
the guidelines of Committee for the Purpose of Control and 
Supervision of Experiments on Animals, India.

2.6.2. Experimental design
  A total of 36 rats were divided into 6 groups of 6 rats each.
•Group I served as normal control and received only the 
vehicle (1 mL/kg/day of 1% CMC; p.o.).
•Group II received CCl4 1 mL/kg (1:1 of CCl4 in olive oil) i.p. 
once daily for 7 days.
•Group III received CCl4 1 mL/kg (1:1 of CCl4 in olive oil) i.p. 
and silymarin 100 mg/kg orally (p.o.) for 7 days.
•Groups IV, V, VI were administered methanolic extract of flowers 
of Nerium oleander (MENO-F) at 100, 200, and 400 mg/kg
body weight p.o., respectively and dose of 1 mL/kg i.p. of 
CCl4 (1:1 of CCl4 in olive oil) for 7 days.
  All rats were sacrificed by cervical dislocation 24 h after 
the last treatment. Just before sacrifice, blood was collected 
from the retro-orbital sinus plexus under mild ether 
anesthesia. Collected blood was allowed to clot and serum 
was separated at 3 500 rpm for 15 min for carrying out further 
biochemical investigations. One part of liver was dissected out 
and used for biochemical and histopathological studies[4, 30].
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2.6.3. Measurement of serum biochemical parameters
  The activities of serum aspartate transaminase (AST), 
alanine transaminase (ALT), alkaline phosphatase (ALP) 
and total bilirubin were determined using the Hitachi 912 
clinical chemistry automatic analyzer (Roche Diagnostic 
GmbH, Mannhei m, Germany).

2.6.4. Assessment of lipid peroxidation and superoxide 
dismutase (SOD) 
  In chilled normal saline excised livers were perfused to 
remove all the blood cells. Then they were cut down into 
small pieces, placed in 0.1M phosphate buffer (pH 7.4), 
and homogenized using remi homogenizer to obtain 20% 
homogenate. The homogenate thus obtained was centrifuged 
at 3 000 rpm for 15 min and the supernatant was collected in 
an Eppendorf tube. This supernatant was again centrifuged 
at 12 000 rpm for 30 min. The final supernatant was used 
for the determination of MDA as a lipid peroxidation 
marker[31,32]. SOD was also assayed by the method described 
previously[32,33].

2.6.5. Histopathology
  The liver tissue was dissected out and fixed in 10% formalin 
solution. It was then dehydrated in ethanol (50%-100%), 
cleared in xylene and embedded in paraffin wax. Afterwards 
thick sections (5-6 mm) were made and then stained with 
hematoxylin and eosin dye for photomicroscopic observation. 
Scoring on scale of 1-4 was done for the liver sections under 
microscope as given below[34-36].
  0= Normal liver histology; 1 = Tiny and short septa of 
connective tissue without influence on the structure of 
hepatic lobules; 2 = Large septa of connective tissue, flowing 
together and penetrating into the parenchyma. Tendency 
to develop nodules; 3 = Nodular transformation of the liver 
architecture with loss of structure of hepatic lobules; 4 = 
Excessive formation and deposition of connective tissue 
with subdivision of the regenerating lobules and with 
development of scars.

2.7. Statistical analysis

  The data were expressed as mean ± SD. Statistical 
differences at P < 0.001 between the groups were analyzed 
by one-way ANOVA followed by Turkey as post hoc using 
GraphPad Instat software package. The IC50 values were 
calculated graphically by linear regression analysis.

3. Results

3.1. Acute toxicity studies

 All the extracts of Nerium oleander flowers except chloroform 

extract did not cause any mortality up to 2 000 mg/kg
dose level. Hence 1/20 th, 1/10th and 1/5 th of the maximum 
dose (i.e., 100, 200 and 400 mg/kg, p.o.) were selected for 
the present study. At dose level of 2 000 mg/kg chloroform 
extract was highly toxic and it produced sever toxic 
symptoms and lethality (LD100). The maximum tolerable 
dose for the chloroform extract was found to be 500 mg/kg. 
Results of the acute toxicity studies revealed that the toxic 
nature of this plant belongs to the phytochemicals extracted 
in chloroform fraction only.

3.2. Determination of total phenolic compounds

  Mostly antioxidant activities of plant sources are due to the 
presence of phenolic-type compounds. Due to their hydroxyl 
groups, phenols are very important plant constituents 
with scavenging ability. But the antioxidant effects do not 
necessarily always correlate with the presence of large 
quantities of phenolics[6]. The methanolic extract (MENO-F) 
was evaluated for total phenolic content. The amount of 
total phenolics was found to be (289.5±5.0) mg QE/g extract. 
The present study did not try to establish any correlation 
between phenolic content and biological activity. 

3.3. In vitro antioxidant activity

3.3.1. Reducing power
  The reducing power of the extract compared to BHT and 
ascorbic acid is shown in Figure 1. In the reductive ability 
measurement, Fe3+- Fe2+ transformation in the presence 
of extract samples was investigated using the method 
described elsewhere[26]. With the increasing concentration of 
the extract the reducing power of the extract was increased. 
The extract disclosed an equivalent reducing power to BHT 
but reductive capability was lower than ascorbic acid. 
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3.3.2. Total antioxidant activity
  Thiocyanate method was used to evaluate the total 
antioxidant activity of the plant extract. The extract exhibited 
effective and powerful antioxidant activity at a concentration 
of 500 毺g/mL. The effect of 500 毺g/mL concentration of the 
extract on peroxidation of linoleic acid emulsion is shown in 
Figure 2. The antioxidant activity of the plant extract initially 
was increased with an increasing time of incubation and 
then it showed a decrease in activity further with increasing 
time of incubation. The studied concentration of the extract 
exhibited higher antioxidant activity than 500 毺g/mL
concentration of 毩-tocopherol but lower antioxidant 
activity than same concentration of butylated hydroxyanisole 
(BHA). The percentage inhibition of peroxidation of the 
extract in linoleic acid system was found to be 62.34%. 
And percentage inhibition of 500 毺g/mL concentration of 
BHA and 毩-tocopherol was found as 95.13% and 32.58%, 
respectively.
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Figure 2. Total antioxidant activity of MENO-F, BHA and
毩-tocopherol at 500 毺g/mL concentration. 

3.3.3. DPPH radical scavenging activity
  Figure 3 shows the decrease in concentration of DPPH 
radical due to scavenging capability of the extract and 
standard compound (BHT) at different studied concentrations 
(10-500 毺g/mL). The scavenging ability of the extract 
on DPPH radical was found to be equivalent to BHT. The 
percent DPPH scavenging effect of the extract and the 
standard were found to be 95.64% and 93.69%, respectively 
at the concentration of 500 毺g/mL. The radical scavenging 
effect of the extract at 200 毺g/mL was similar to BHT at the 
similar concentration. The results indicated the plant as a 
strong scavenger of DPPH radical comparable to standard BHT. 
The IC50 values of the extract and BHA were calculated using 
the equation obtained from linear regression analysis. The 
calculated IC50 values of the extract and the standard compound 
(BHT) were found to be 193.37 毺g/mL and 189.57 毺g/mL,

respectively. When free radical formation exceeds the body’s 
ability to protect itself, oxidative stress occurs and forms 
the biological basis of chronic condition[6,37]. Data from this 
present study indicate that the plant extract is powerful free 
radical scavenger, which can reduce or reverse the damage 
caused by free radicals in the human body.
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Figure 3. Free radical scavenging activity of different concentrations 
of MENO-F and BHT by DPPH radicals. 

3.3.4. ABTS radical scavenging activity
  Figure 4 shows the decrease in concentration of ABTS·+ 

radical due to scavenging capability of the extract and 
standard compounds at different studied concentrations 
(50-500 毺g/mL). The methanolic fraction produced a 
concentration dependent scavenging of ABTS·+ radical. The 
calculated IC50 values of the extract, quercetin and vitamin C 
were found to be 156.05 毺g/mL, 85.63 毺g/mL and 164.78 毺g/mL,
respectively.
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Figure 4. Free radical scavenging activity of different concentrations 
of MENO-F, Quercetin and vitamin C by ABTS radicals. 

3.3.5. Superoxide anion scavenging activity
  Superoxide anion is a highly toxic species and generated 
by different biological reactions in the physiological system. 
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In the present study, the decrease in absorbance at 590 nm 
with antioxidants indicates the consumption of superoxide 
anion in the reaction mixture. Figure 5 shows the increase 
in percentage inhibition of superoxide radical generation 
with increasing in concentration of the extract and standard 
compounds (Quercetin and ascorbic acid). The plant extract 
showed good superoxide radical scavenging activity but the 
scavenging activity of the extract was found to be lower than 
the standard ascorbic acid. The percentage inhibition by the 
extract, quercetin and ascorbic acid at were found as 89.87%, 
98.17% and 91.35%, respectively at the concentration of
500 毺g/mL. The calculated IC50 values of the extract, 
quercetin and ascorbic acid were found to be 210.61 毺g/mL, 
89.50 毺g/mL and 142.92 毺g/mL, respectively.
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Figure 5. Superoxide anion scavenging activity of MENO-F and same 
doses of ascorbic acid (vitamin C) and quercetin in PMS-NADH-NBT 
method.

3.3.6. Hydroxyl radical scavenging activity
  Hydroxyl radical is the most reactive of the ROS that 
attacks almost every molecule in the physiological system. 
It initiates the peroxidation of cell membrane lipids yielding 
malondialdehyde, which is mutagenic and carcinogenic. 
Hydroxyl radicals are formed in vivo from water by high-
energy irradiation or from H2O2 in a metal-catalyzed 
process. In vitro, methanolic extracts (MENO-F) were able to 
scavenge the hydroxyl radical (Figure 6) in a concentration-
dependent manner (50-500 毺g/mL). The IC50 values were 
found to be 211.29 毺g/mL, 138.22 毺g/mL, 179.71 毺g/mL 
and 107.30 毺g/mL for MENO-F, quercetin, ascorbic acid 
and sodium metabisulphite, respectively.

3.3.7. Metal chelating activity
  The method of determination of metal chelating ability is 
based on chelation of Fe2+ ions by the ferrozine reagent[29]. A 
complex with Fe2+ ions is formed in the reaction which gives 

absorbance. This formation of the complex is disturbed in 
the presence of other agents with metal chelating property 
and absorbance decreases with the reduction of formation 
of red coloured complex. Measurement of the rate of 
reduction of the colour, therefore allows estimation of the 
chelating activity of the co-existing chelator. In this present 
experimental setup, the formation of ferrous complex with 
ferrozine reagent was interfered by both extract and standard 
compounds (EDTA). Figure 7 illustrates the chelating 
activity of the extract and standard compounds in terms 
of percentage of metal chelating activity with increasing 
concentration (50-500 毺g/mL). From the results it was 
evident that the metal chelating activity of the extract was 
concentration dependent. The percentage metal chelating 
activity was increased with increasing concentration of the 
extract. The IC50 values were found to be 333.46 毺g/mL and 
198.42 毺g/mL for MENO-F and EDTA, respectively.
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3.4. In vivo hepatoprotective activity

3.4.1. Effect of MENO-F on the measurement of serum 
biochemical parameters
  The hepatoprotective effects of MENO-F on serum 
biochemical parameters in CCl4-intoxicated rats are 
shown in Table 1. Rats treated with CCl4 (Group II) showed 
a significant increase in serum AST, ALT, ALP and total 
bilirubin levels compared to control animals (Group I). Pre-
treatment with MENO-F at 100, 200 and 400 mg/kg for 7 days 
(Groups IV, V and VI) showed significant hepatoprotection 
in terms of serum AST, ALT, ALP and total bilirubin levels 
compared to the toxic control group (Group II). Pretreatment 
with the standard hepatoprotective agent-Silymarin (Groups 
III) also decreased all measured serum biochemical activities 
towards normalness.

3.4.2. Effect of MENO-F on MDA and SOD levels 
  Lipid peroxidation was increased in the toxic control group, 
as revealed by elevated MDA levels, when compared with 
the normal control group. Pre-treatment with MENO-F at 
100, 200 and 400 mg/kg significantly decreased the MDA 
levels, which were almost similar to those of rats receiving 
the standard drug silymarin. A level of antioxidant enzyme, 
SOD was significantly increased in MENO-F treated groups. 
The extract at the dose of 400 mg/kg demonstrated maximum 
hepatoprotection as shown in Table 1.

3.4.3. Histopathology
  Histopathological observations revealed that the normal 
architecture of liver was completely lost in rats treated with 
CCl4 with the appearance of vacuolated hepatocytes and 
degenerated nuclei (Figure 8). Vacuolization, fatty changes 
and necrosis of hepatocytes were severe in the central 
lobular area. CCl4 intoxication led to excessive formation of 
deposition of connective tissue and development of scars 

(score of 4). MENO-F at 100 mg/kg dose did show significant 
hepatoprotective activity. Liver sections of rats treated with 
MENO-F (100 mg/kg) revealed nodular transformation of 
liver architecture with loss of structure of hepatic lobules 
(score of 3). Large septa of connective tissue flowing together 
and penetrating into the parenchyma (score of 2) were 
observed in liver sections of rats treated with MENO-F
200 mg/kg. Liver sections of rats treated with MENO-F
400 mg/kg bear witness more or less normal lobular pattern 
with short septa of connective tissue and a mild degree of 
fatty change, and necrosis (score of 1) almost comparable to 
the control and silymarin treated groups.

Figure 8. Representative photomicrographs of liver sections. 
I. Liver section of normal control rats showing normal architecture. 
II. Liver section of CCl4 treated rats showing: massive fatty changes, 
necrosis, ballooning degeneration, and severe infiltration of the 
lymphocytes and the loss of cellular boundaries. III. Liver section 
of rats treated CCl4 and 100 mg/kg of silymarin showing: signs of 
inflammatory cascade around central vein indicating a mild degree 
of fatty change, and necrosis and focal necrosis (dilatation). IV. Liver 
section of rats treated CCl4 and 100 mg/kg of MENO-F showing: less 
inflammatory cells around central vein, absence of necrosis. V. Liver 
section of rats treated CCl4 and 200 mg/kg of MENO-F showing: 
minimal inflammatory cellular infiltration, large septa of connective 
tissue flowing together and penetrating into the parenchyma. VI. Liver 
section of rats treated CCl4 and 400 mg/kg of MENO-F showing: 
minimal inflammatory cellular infiltration with almost near normal 
liver architecture. There is regeneration of hepatocytes evident.

Table 1 
Effects of MENO-F on serum biochemical parameters in CCl4-intoxicated rats.

Group Treatment AST (SGOT) 
(IU/L)

ALT (SGPT) 
(IU/L) ALP(IU/L) Serum Billirubin

(mg/dL) MDA SOD

Group 栺 Control 180.00依3.30   65.00依5.50  200.00依3.80 0.50依0.04 100.00依0.00 9.00依0.07 

Group 栻 CCl4 1 mL/kg (i.p.) 620.00依3.60 130.00依6.30  550.00依8.20 0.97依0.05 130.00依1.10 4.20依0.07

Group 栿
Silymarin 100 mg/kg+CCl4 
(prophylactic)    240.00依17.00*    71.00依1.90*   200.00依3.90*  0.42依0.03*  110.00依1.20*  9.00依0.08*

Group 桇
MENO-F 100 mg/kg+CCl4 
(prophylactic) 430.00依3.30*    85.00依3.50*   260.00依7.40*  0.68依0.04*  130.00依1.40*  6.00依0.14*

Group 桋
MENO-F 200 mg/kg+CCl4 
(prophylactic)   320.00依11.00*   78.00依2.70*   210.00依2.80*  0.70依0.04*  120.00依0.84*  6.40依0.08*

Group 桍
MENO-F 400 mg/kg+CCl4 
(prophylactic) 250.00依7.30*   65.00依4.80*   210.00依6.20*  0.58依0.03*  130.00依0.84*  8.10依0.13*

Data are expressed as mean依SD (n = 6). One-way ANOVA followed by Tukey’s post hoc: * P< 0.001 compared with group II. 
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4. Discussion

  The present study demonstrates the hepatoprotective, 
prophylactic and antioxidant effects of MENO-F against 
CCl4–induced liver injury in rats. The liver mainly detoxifies 
toxic chemicals and drugs and becomes the main target 
organ for all possible toxic xenobiotics. Being a potent 
hepatotoxin, CCl4 is the most extensively used chemical 
agent to investigate hepatoprotective activity on various 
experimental animal models. CCl4 is known to cause 
hepatotoxicity. The experimental hepatic damage caused by 
CCl4 histologically also resembles viral hepatitis[38,39]. CCl4 
is biotransformed in liver by cytochrome P450 enzymes to 
CCl3 radical which is a very active radical. This active CCl3 
radical reacts with oxygen to produce trichloromethylperoxyl 
radical (CCl3O2·), which is then covalently binds with 
cellular macromolecules and biomembranes to cause lipid 
peroxidation of the lipid membranes of the adipose tissue. 
Peroxide products finally trigger production and leakage of 
biomarkers like MDA. This whole cascade of biochemical 
events ultimately causes loss of cellular integrity and 
hepatic damage[31,39-48]. Lipid peroxidation is an important 
parameter of oxidative stress along with other free radical 
damage occurred in the biochemical cascade. Therefore, 
antioxidant efficacy is regarded as one of the utmost 
important parameter indicative of the possible mechanism of 
hepatoprotection.
  AST, ALT and ALP are the serum hepatobillary enzymes 
present normally in the liver in high concentrations. Upon 
necrosis or hepatic damage these enzymes will be leaked 
into the circulation; raising serum concentration of these 
enzymes[31]. Elevated serum AST, ALT and ALP levels in 
CCl4 treated animals indicated cellular breakage and loss of 
functional integrity of cell membranes in liver[31].
  In the present study, increased MDA levels in liver 
indicated increased lipid peroxidation induced by CCl4 
(Group II animals). This enhanced lipid peroxidation finally 
triggered hepatic tissue damage. Reduced estimation of SOD 
in CCl4 treated animals also suggested failure of antioxidant 
defense mechanism to block peroxidation damage.
  In the present experimental setup, antioxidant activity of 
the methanolic extract of the flowers of Nerium oleander and 
the possible mechanism had been investigated by evaluating 
DPPH and ABTS radical scavenging activity. Reducing power 
assay, superoxide radical scavenging and hydroxyl radical 
scavenging were also assessed. Reducing power assay is one 
of the most investigated significant indicators of antioxidant 
potential. Mainly capability of bioactive compounds to 
donate hydrogen and electron reflects reducing power[6,27,49].
In this assay, the extract showed a good concentration-
dependent increase in reducing power. ABTS and DPPH 
radicals are very popular and well established free radicals 
used to investigate free radical scavenging power of 
components in vitro. The present study indicated a strong 
ABTS and DPPH radicals scavenging activity of the extract. 
Degree of lipid peroxidation was also found to be inhibited 
by the extract as suggested by results of thiocyanate method. 
Superoxide anion radical has been known as relatively weak 
oxidant but the ability to generate more toxic and dangerous 
singlet oxygen, hydroxyl radical and peroxynitrile radical 
made superoxide radical a dangerous reactive species[3]. 
The results of the present study revealed a good significant 
hydroxyl radical and superoxide radical scavenging activity 
of the extract under evaluation. 
  In view of this, the increased serum level of AST, ALT and 
ALP enzymes in CCl4 treated animals (Group II) confirmed 

hepatic damage. As a breakdown product of heme in 
red blood cells, bilirubin is regarded as a clinical and 
pathophysiological indicator of necrosis of liver tissues. 
Pretreatment with Nerium oleander extract in different 
animal groups (Group IV/V/VI) resulted a significant 
decrease in serum AST, ALT, ALP and total bilirubin levels 
as compared to CCl4 treated group (Group II). Prophylactic 
use of the extract resulted in an inhibition of the degree 
of hepatic necrosis and concomitantly decreased the 
leakage of intracellular enzymes by stabilizing hepatic 
cellular membranes. The results are further confirmed 
by the histopathological observations. Inhibition of lipid 
peroxidation to a significant degree is also a predominant 
mechanism of hepatoprotection as suggested by the 
significant decrease in MDA levels. Increase in the SOD 
level was also suggestive of repairment of antioxidant 
defense system, which plays an important role in 
hepatoprotection. Based upon the results of this present 
study, it can be concluded that the methanolic flower extract 
of Nerium oleander L. has proven itself as a significant 
hepatoprotective as well as a considerable antioxidant.
  The present study clearly reflected the ‘in vitro’ 
effectiveness of the extract in ‘in vivo’ in terms of lipid 
peroxidation inhibitory capacity and further confirmed the 
significant hepatoprotective activity of the methanol extract 
of flowers of Nerium oleander L. along with its antioxidant 
mechanisms of action.

Conflict of interest statement

  The authors declare no conflict of interest.

References

[1]  �Law K, Brunt EM. Nonalcoholic fatty liver disease. Clinics Liver 
Dis 2010; 14(4): 591-604.

[2]  �Stickel F, Schuppan D. Herbal medicine in the treatment of liver 
diseases. Digestive Liver Dis 2007; 39(4): 293-304.

[3]  �Feijóo M, Túnez I, Ruiz A, Tasset I, Muñoz E, Collantes E. 
Oxidative stress biomarkers as indicator of chronic inflammatory 
joint diseases stage. Reumatología Clínica (English Edition) 2010; 
6(2): 91-94.

[4]  �Chandan BK, Saxena AK, Shukla S, Sharma N, Gupta DK, Singh 
K, et al. Hepatoprotective activity of Woodfordia fruticosa Kurz 
flowers against carbon tetrachloride induced hepatotoxicity. J 
Ethnopharmacol 2008; 119(2): 218-224.

[5]  �Martin I, Grotewiel MS. Oxidative damage and age-related 
functional declines. Mech Ageing Dev 2006; 127(5): 411-423.

[6]  �Kataki MS, Ahmed MZ, Awasthi D, Tomar B, Mehra P, Yadav RS, 
et al. In vitro antioxidant profile of Wedelia calandulaceae leaves. 
Pharmacologia 2012; 3(3): 75-83.

[7]  �Klaunig JE, Wang Z, Pu X, Zhou S. Oxidative stress and oxidative 
damage in chemical carcinogenesis. Toxicol Appl Pharmacol 
2011; 254(2): 86-99.

[8]  �Radak Z,  Zhao Z,  Goto S,  Koltai  E.  Age-associated 
neurodegeneration and oxidative damage to lipids, proteins and 
DNA. Mol Aspects Med 2011; 32(4-6): 305-315.

[9]  �Kuo DH, Kang WH, Shieh PC, Chen FA, Chang CD, Tsai ML, 
et al. Protective effect of Pracparatum mungo extract on carbon 
tetrachloride-induced hepatotoxicity in rats. Food Chem 2010; 
123(4): 1007-1012.

[10]�Lee HS, Kim HH, Ku SK. Hepatoprotective effects of Artemisiae 
capillaris herba and Picrorrhiza rhizoma combinations on carbon 
tetrachloride-induced subacute liver damage in rats. Nutr Res 



Kumar Gaurav Singhal et al./Asian Pacific Journal of Tropical Medicine (2012)677-685 685

2008; 28(4): 270-277.
[11]�Kshirsagar AD, Mohite R, Aggrawal AS, Suralkar UR. 

Hepatoprotective medicinal plants of Ayurveda-A review. Asian J 
Pharm Clin Res 2011; 4(3): 1-8.

[12]�Khare CP. Indian medicinal plants: An illustrated dictionary. New 
York: Springer Science+Business Media, LLC.; 2007.

[13]�Shaik A, Elumalai A, Eswaraiah MC, Usha. An updated review on 
hepatoprotective medicinal plants. J Drug Delivery & Ther 2012; 
2(2): 1-3.

[14]�Barbosa RR, Fontenele-Neto JD, Soto-Blanco B. Toxicity in goats 
caused by oleander (Nerium oleander). Res Vet Sci 2008; 85(2): 
279-281.

[15]�Shaw D, Pearn J. Oleander poisoning. Med J Aust 1997; 2: 
267-269.

[16]�Al-Yahya MA, Al-Farhan AH, Adam SEI. Preliminary toxicity 
study on the individual and combined effects of Citrullus 
colocynthis and Nerium oleander in rats. Fitoterapia 2000; 71(4): 
385-391.

[17]�Langford SD, Boor JB. Oleander toxicity: an examination of human 
and animal toxic exposures. Toxicology 1996; 109: 1-13.

[18]�Manna SK, Sah NK, Newman RA, Cisneros A, Aggarwal BB. 
Oleandrin suppresses activation of nuclear transcription factor 
NF-kB activator protein-1, and c-Jun NH2-terminal kinase. 
Cancer Res 2000; 60: 3838-3847.

[19]�Moure As, Cruz JM, Franco D, DomõÂnguez JM, Sineiro J, 
DomõÂnguez H, et al. Natural antioxidants from residual sources. 
Food Chem 2001; 72: 145-171.

[20]�Siddiqui BS, Begum S, Siddiqui S, Lichter W. Two cytotoxic 
pentacyclic triterpenoids from Nerium oleander. Phytochemistry 
1995; 39(1): 171-174.

[21]�Siddiqui S, Hafeez F, Begum S, Siddiqui BS. Isolation and 
structure of two cardiac glycosides from the leaves of Nerium 
oleander. Phytochemistry 1986; 26(1): 237-241.

[22]�Bandara V, Weinstein SA, White J, Eddleston M. A review of the 
natural history, toxinology, diagnosis and clinical management 
of Nerium oleander (common oleander) and Thevetia peruviana 
(yellow oleander) poisoning. Toxicon 2010; 56(3): 273-281.

[23]�Gummeson PO, Lenman M, Lee M, Singh S, Stymne S. 
Characterisation of acyl-ACP desaturases from Macadamia 
integrifolia Maiden &amp; Betche and Nerium oleander L. Plant 
Sci 2000; 154(1): 53-60.

[24]�Zia A, Siddiqui BS, Begum S, Siddiqui S, Suria A. Studies on the 
constituents of the leaves of Nerium oleander on behavior pattern 
in mice. J Ethnopharmacol 1995; 49(1): 33-39.

[25]�Liu CZ, Yu JC, Zhang XZ, Wang T, Han JX. On changes of 
activity of antioxidases in hippocampus of rats with multi-infarct 
dementia and the intervention effects of acupuncture. China J 
Trad Chin Med Pharm 2005; 20: 724-726.

[26]�Yanga J, Guo J, Yuan J. In vitro antioxidant properties of rutin. 
LWT 2008; 41: 1060-1066.

[27]�Floegel A, Kim DO, Chung SJ, Koo SI, Chun OK. Comparison of 
ABTS/DPPH assays to measure antioxidant capacity in popular 
antioxidant-rich US foods. J Food Composition Analysis 2011; 
24(7): 1043-1048.

[28]�Shukla S, Mehta A, Bajpai VK, Shukla S. In vitro antioxidant 
activity and total phenolic content of ethanolic leaf extract of 
Stevia rebaudiana Bert. Food Chem Toxicol 2009; 47: 2338-2343.

[29]�Kumaran A, Joel Karunakaran R. Antioxidant activities of the 
methanol extract of Cardiospermum halicacabum. Pharm Biol 
2006; 44(2): 146-151.

[30]�Domitrović R, Jakovac H, Milin Č, Radošević-Stašić B. Dose- 
and time-dependent effects of luteolin on carbon tetrachloride-
induced hepatotoxicity in mice. Experimental Toxicol Pathol 
2009; 61(6): 581-589.

[31]�Zeashan H, Amresh G, Singh S, Rao CV. Hepatoprotective activity 
of Amaranthus spinosus in experimental animals. Food Chem 
Toxicol 2008; 46(11): 3417-3421.

[32]�Wu Y, Li L, Wen T, Li YQ. Protective effects of echinacoside on 

carbon tetrachloride-induced hepatotoxicity in rats. Toxicology 
2007; 232(1-2): 50-56.

[33]�Smyth R, Turton JA, Clarke CJ, York MJ, Dare TO, Lane CS, et 
al. Identification of superoxide dismutase as a potential urinary 
marker of carbon tetrachloride-induced hepatic toxicity. Food 
Chem Toxicol 2008; 46(9): 2972-2983.

[34]�Eidi A, Eidi M, Al-Ebrahim M, Rohani AH, Mortazavi P. 
Protective effects of sodium molybdate on carbon tetrachloride-
induced hepatotoxicity in rats. J Trace Elements Med Biol 2011; 
25(1): 67-71.

[35]�Yeh YH, Hsieh YL, Lee YT, Hsieh CH. Protective effects of 
cholestin against carbon tetrachloride-induced hepatotoxicity 
in rats. e-SPEN, Eur e-J Clin Nutr Metabolism. 2011; 6(6): 
e264-e71.

[36]�Ranawat L, Bhatt J, Patel J. Hepatoprotective activity of ethanolic 
extracts of bark of Zanthoxylum armatum DC in CCl4 induced 
hepatic damage in rats. J Ethnopharmacol 2010; 127: 777-780.

[37]�Lee KJ, Choi JH, Kim HG, Han EH, Hwang YP, Lee YC, et al. 
Protective effect of saponins derived from the roots of Platycodon 
grandiflorum against carbon tetrachloride induced hepatotoxicity 
in mice. Food Chem Toxicol 2008; 46(5): 1778-1785.

[38]�Ravikumar S, Gnanadesigan M. Hepatoprotective and antioxidant 
properties of Rhizophora mucronata mangrove plant in CCl4 
Intoxicated rats. J Experimental &amp; Clin Med 2012; 4(1): 
66-72.

[39]�Shim JY, Kim MH, Kim HD, Ahn JY, Yun YS, Song JY. 
Protective action of the immunomodulator ginsan against carbon 
tetrachloride-induced liver injury via control of oxidative 
stress and the inflammatory response. Toxicol Appl Pharmacol 
2010; 242(3): 318-325.[] Hurkadale PJ, Shelar PA, Palled 
SG, Mandavkar YD, Khedkar AS. Hepatoprotective activity of 
Amorphophallus paeoniifolius tubers against paracetamol-induced 
liver damage in rats. Asian Pac J Trop Biomed 2012; 2(Suppl 1): 
S238-S242.

[40]�Dolai N, Karmakar I, Kumar RBS, Kar B, Bala A, Haldar PK. 
Free radical scavenging activity of Castanopsis indica in mediating 
hepatoprotective activity of carbon tetrachloride intoxicated rats.  
Asian Pac J Trop Biomed 2012; 2(Suppl 1): S243-S251.

[41]�Ravikumar S, Gnanadesigan M. Hepatoprotective and antioxidant 
activity of a mangrove plant Lumnitzera racemosa. Asian Pac J 
Trop Biomed 2011; 1(5): 348-352.	

[42]�Jain M, Kapadia R, Jadeja RN, Thounaojam MC, Devkar RV, 
Mishra SH. Cytotoxicity evaluation and hepatoprotective potential 
of bioassay guided fractions from Feronia limmonia Linn leaf. 
Asian Pac J Trop Biomed 2011; 1(6): 443-447.

[43]�Sengupta M, Sharma GD, Chakraborty B. Hepatoprotective and 
immunomodulatory properties of aqueous extract of Curcuma 
longa in carbon tetra chloride intoxicated Swiss albino mice. Asian 
Pac J Trop Biomed 2011; 1(3): 193-199.

[44]�Nirmala M, Girija K, Lakshman K, Divya T. Hepatoprotective 
activity of Musa paradisiaca on experimental animal models. 
Asian Pac J Trop Biomed 2012; 2(1): 11-15.

[45]�Kiran PM, Raju AV, Rao BG. Investigation of hepatoprotective 
activity of Cyathea gigantea (Wall. ex. Hook.) leaves against 
paracetamol-induced hepatotoxicity in rats. Asian Pac J Trop 
Biomed 2012; 2(5): 352-356.

[46]�Thirumalai T, David E, Therasa SV, Elumalai EK. Restorative 
effect of Eclipta alba in CCl4 induced hepatotoxicity in male 
albino rats. Asian Pac J Trop Dis 2011; 1(4): 304-307.

[47]�Thabit AM, Al-Moyed KA, Al-Balushi MS, Hasson SS, Sallam 
TA. Occult hepatitis B virus among chronic liver disease patients 
in Yemen. Asian Pac J Trop Dis 2011; 1(4): 4-6.

[48]�Chairman K, Ranjit Singh AJA, Alagumuthu G. Cytotoxic and 
antioxidant activity of selected marine sponges. Asian Pac J Trop 
Dis 2012; 1(3): 234-238.

[49]�Benedetti S, Catalani S, Palma F, Canestrari F. The antioxidant 
protection of CELLFOOD® against oxidative damage in vitro. 
Food Chem Toxicol 2011; 49(9): 2292-2298.




