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ABSTRACT 

The study was designed to investigate the antioxidant and hepatoprotective 

effects of Ecballium elaterium "Fruit juice". The phytochemical analysis of E. elaterium 

"Fruit juice" indicates the presence of Phenols and flavonoids. Total Phenolics content 

and flavonoids were found to be 132.46 µg/ml of pyrogallol and 26 µg/ml of quercetin 

which equivalent to 100 μl of E. elaterium "fruit juice" respectively. The antioxidant 

activity of E. elaterium" fruit juice" ranged from 37% at 100µl to 89% at 500 µl. Where 

found each 100 µl of fruit juice equivalent to 30 μg/ml of vitamin C. The reducing 

capacity of the E. elaterium" fruit juice" found to be 230.17 μg/ml of ascorbic acid 

equivalent to 100 µl of E. elaterium "fruit juice".  

The hepatotoxicity induced by paracetamol at 400 mg/kg body weight in male 

albino rats every 48 h for 21 days. The protective effect of E. elaterium against 

paracetamol induced liver toxicity in male rats was monitored by liver marker enzymes 

levels. Level of marker enzymes such as "ALT, AST, ALP, G-GT and total bilirubin" 

significantly increased, also MDA level increased, but the level of total protein was 

decreased in addition to antioxidant enzymes "GR, GPx, CAT, SOD" in paracetamol 

treated rats. The fruit juice of E. elaterium at 100 µl induced hepatoprotective effect by 

decreasing the increase of liver marker enzymes, these effects were noted in 

prophylactic and curative groups the activity of E. elaterium "fruit juice" 100 µl where 

compared with vitamin C at 300 mg/kg body weight in prophylactic group, in addition 

with vitamin C at 300 mg/kg and 50 mg/kg body weight of silymarin in curative group.  

The histopathological studies also supported the protective properties of E. 

elaterium "fruit juice". The area of necrosis and degeneration of hepatocytes were 

observed in the toxic group. The prophylactic and curative groups showed a marked 

protective effect with decreased necrotic zones and hepatocellular degeneration. 

 

Key word: Ecballium elaterium, phytochemical, pyrogallol, hepatotoxicity.   



INTRODUCTION 
 

2 
 

INTRODUCTION 
 

The liver is sometimes referred to as the “great chemical factory” of the body, 

because the body depends on the liver to regulate, synthesize, store and secrete many 

important proteins, nutrients, chemical and to purify and clear toxin substances from the 

body. Most importantly the liver is considered to be the center of metabolic 

transformation of drugs and other toxins. Liver damage is always associated with 

cellular necrosis, increase in lipid peroxidation and depletion in the glutathione levels. 

In addition serum levels of many biochemical markers like serum of AST, ALT, ALP 

and bilirubin are elevated [1].   

Hepatotoxicity is one of the very common aliment resulting into serious 

debilities ranging from severe metabolic disorders to even mortality. Hepatotoxicity in 

most cases is due to free radical and oxidative damage caused by free radicals may be 

related to aging and related diseases [2,3]. This has been implicated in the pathogenecity 

of major diseases like atherosclerosis, cirrhosis, diabetes and cancer [4].   

Paracetamol is commonly used analgesic and antipyretic drug. The paracetamol 

is safe at therapeutic levels, but an acute paracetamol overdose can lead to potentially 

fatal hepatic necrosis in humans and experimental animals. It has been found that 

reactive oxygen species (ROS) and reactive nitrogen species (RNS) take an important 

part in the development of hepatotoxicity which caused by paracetamol.  

The initial step of its toxicity is cytochrome P450 metabolism of paracetamol to 

the reactive intermediate N-Acetyl-P-benzoquinone imine (NAPQI). At therapeutic 

dose this metabolite is removed by conjugation with glutathione (GSH). However at 

large doses of paracetamol conjugation with GSH leads to its depletion [5]. 

In the absence of a reliable liver protective drugs and because undesirable side 

effects of synthetic agents, there is growing focus to follow systematic research to 

evaluate on scientific basis the traditional herbal medicines that are claimed to possess 

hepatoprotective activity [2]. Antioxidant compounds reduce the action of reactive 

oxygen species (ROS) in damaged tissues during the recovery process [6].  
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It is logical to consider antioxidants as primary candidates to counteract such 

toxic effect. Accumulating evidence supported the protective effects of antioxidants 

from medicinal plants against oxidative stress mediated disorders. Studies are going 

throughout the world for the search of protective molecules that would provide 

maximum protection of the liver, kidney as well as other organs very little or no side 

effects [5].  

Fruits and vegetables are the major sources of dietary antioxidant vitamins, such 

as vitamin C, vitamin E and phenolic compounds which are also antioxidant and are 

numerous and widely distributed in the plant kingdom[7]. Phenolic compounds are 

widely distributed in the plants which have been reported to exert multiple biological 

effects, including antioxidant, free radical scavenging, anti-inflammatory and anti 

carcinogenic [8]. Phenolic constituents, such as flavonoids and phenolic acids are 

especially worthy of notice due to their high antioxidative activity [9].  

The natural antioxidants are known to play an important role in protection 

against disorders which caused by oxidant damage [10].  

Antioxidants refer to compounds that can delay or inhibit the oxidation of lipids 

or other molecules by inhibiting the initiation or propagation of oxidative chain 

reactions, they act in one or more of the following ways: as reducing agents, by free 

radical scavenging, and as quenchers of reactive oxygen species (ROS) [11]. 

 

 

 



AIM OF THE WORK 
 

4 
 

AIM OF THE WORK 

The few studies conducted on Ecballium elaterium, encouraged us to study the 

antioxidant and hepatoprotective effects of this plant to enrich knowledge on the 

biological activities of this plant. For these reasons, we are interested in studying the 

antioxidant activity of Ecballium elaterium fruit juice in addition to prophylactic and 

curative effect against hepatotoxicity in albino rats. 
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REVIEW OF LITERATURE 

Plant products are widely used in folk medicine because of their low toxicity and 

great medicinal value. Much research have been concentrated on different plant extracts 

abilities to induce antioxidant effects [12]. 

Plants continue to be a major source of medicine, as they have always been used 

throughout human history. These plants have been reported to exert therapeutic 

efficacies through their antioxidant activities. Today, medicinal plants are showing 

tremendous promise for preventive intervention in the pathogenesis of many diseases, 

as well as in their treatment [13].  

The usage of herbal drugs for the treatment of diseases has been increased all 

over the world. The herbal drugs are believed to be harmless and free from serious 

adverse reactions as they are obtained from nature and are produced through biological 

systems. Also the limited therapeutic options and disappointing therapeutic success of 

modern medicine has increased the usage of alternative medicine including herbal 

preparations [14]. Plants used in traditional medicine have shown to be effective against 

various disorders with free radical involvement. Some plants being used in traditional 

medicine also show wonderful properties against free radical mediated disorders. 

However, the exact chemistry of these plants is not fully established. Even in 

case where chemical constituents are established, the correlation between activity and 

constituent is not clearly verified. Pharmacological evaluation of such plant could help 

us understand their activity, mechanism of action and potential for therapeutic use [15]. 

The chemical content of polyphenolic compounds such as flavonoids and related 

polyphenols also vitamins such as C, E, in plants were considered to be the active 

components in natural product according to its activity as an antioxidant compounds 

and in treatment of diseases. One of the known plants that used in the folk medicine is 

Ecballium elaterium "Fruit juice". 
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1. Ecballium elaterium: 

1.1. General:  

Ecballium elaterium (L) (squirting cucumber or donkey's green) is a perennial 

plant from the family of Cucurbitaceae; Ecballium elaterium has a large fleshy root. The 

leaves are petiolate, large, and rough. The flowers are yellow and axillary. The fruit has 

the shape of a small oval cucumber, about an inch and a half long and one inch thick. It 

has a greenish or grayish color, and is covered with stiff hairs or prickles. When fully 

ripe, it separates from the peduncle, and throws out its juice and seeds with considerable 

force through an opening at the base, where it was attached to the footstalk. The name 

"squirting cucumber" comes from the tendency of the ripe fruit to explode upon the 

slightest touch, with its dark seeds and juice ejected at a distance of several meters. The 

ripe fruit is about 4 cm long of yellow-green color [16]. 

 Ecballium elaterium (Cucurbitaceae) is a wild Mediterranean medicinal plant 

which has been described to thrive in drastic environmental conditions. In one study, it 

has been described to be frost-tolerant as compared to other wild species of the 

Cucurbitaceae family [17]. Ecballium elaterium is interest today because its fruits 

extracts are still used in Mediterranean region in different medicinal system. The diluted 

aqueous extract of Ecballium elaterium fruits is a traditional anti-inflammatory and 

analgesic for chronic sinusitis. It also possesses other uses especially the treatment of 

fever, cancer and liver disorders [18].   

1.2. Phytochemistry of Ecballium elaterium: 

Knowledge of the chemical constituents of plants is desirable, not for the 

discovery of therapeutic agents, but also because such information may be of value in 

disclosing new sources of such economic materials as tannins, oils, gums, precursors for 

the synthesis of complex chemical substance. In addition, the knowledge of the 

chemical constituents of plants would further be valuable in discovering the actual value 

of folkloric remedies [19]. The fruit juice of Ecballium elaterium contains proteins, 

lipids, sugars, and minerals which support its nutritional value of this plant [20]. 
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1.2.1. Phenolic compounds:  

Phenolic compounds are a large group of phytochemicals widespread in the 

plant kingdom. Depending on their structure they can be classified into simple phenols, 

phenolic acids, hydroxycinnamic acid derivatives and flavonoids. Phenolic compounds 

have received considerable attention for being potentially protective factors against 

cancer and heart diseases, in part because of their potent antioxidative properties and 

their ubiquity in a wide range of commonly c

compounds is a generic term that refers to a large number of compounds widely 

dispersed throughout the plant kingdom and characterized by having at least one 

aromatic ring with one or more hydroxyl groups attached

The constituent of Ecballium elaterium

include hydroquinol, 2-nitroquinol

acetophenone [22]. 

Fig.(1): A: hydroquinol, B: 2-nitroquinol, C: 4

acetophenone. 

Recently, growing interests on phenolic compounds focused on their biological 

activities linking to human health benefits, such as antioxidant. 

most important phytochemicals, because they possess many biological activities and 

health-promoting benefits [23]. 
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Phenolic compounds have been reported to be associated with antioxidative 

action in biological systems, acting as scavengers of singlet oxygen and free radicals. 

The antioxidative potential of phenolic compounds can be attributed to their strong 

capability to transfer electrons to free radicals, chelate metal ions, activate antioxidant 

enzymes and inhibit oxidases. 

Phenolic compounds often play a primary or a synergistic function. They are 

known to act as antioxidants not only because of their ability to donate hydrogen or 

electrons but also their ability to form stable radical intermediates, which prevent 

various food ingredients from oxidation [24]. These phenolic compounds may work by 

providing hydrogen atoms from their phenolic hydroxyl groups to scavenge hydroxyl 

radical generated from hydrogen peroxide and thus protect leukocytic DNA from 

damage induced by H2O2 [25]. 

1.2.2. Flavonoids: 

Flavonoids are polyphenolic compounds comprising fifteen carbons with two 

aromatic rings connected by a three-carbon bridge. They are the most numerous of the 

phenolics and are found in most members of the plant kingdom. They are present in 

high concentrations in the epidermis of leaves and fruits and have important and varied 

roles as secondary metabolites, being involved in processes like, pigmentation, 

stimulation of nitrogen-fixing nodules, disease resistance and protect the plant from u.v. 

rays of the sun [21]. 

The antioxidant ability of flavonoids and phenolic acids is related to the number 

and position of hydroxyl groups in the molecule; an increase in the number of hydroxyl 

groups leads to a higher antioxidant activity. Compounds with three hydroxyl groups on 

the phenyl ring of phenolic acids or the B ring of flavonoids have a high antioxidant 

activity [26]. 

Ecballium elaterium is rich source of phytomelin, also known as rutin, 

quercetin-3-o-rutinoside with antioxidant effect. The amount of Phytomelin per 1.0 g of 

dry powder of flowers = 1.59 ± 0.12 mg, fruits = 1.84± 0.13 mg, and leaves = 8.54 ± 

0.56 mg [27]. 
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used as antioxidants, free radicals are scavenged and therefore can no longer react with 

nitric oxide, resulting in less damage. 

Interestingly, nitric oxide can be viewed as a radical itself, and it was reported 

that nitric oxide molecules are directly scavenged by flavonoids. Therefore, it has been 

speculated that nitric oxide scavenging plays a role in the therapeutic effects of 

flavonoids [30]. 

1.2.3. Cucurbitacins: 
The natural cucurbitacins constitute a group of triterpenoid substances. 

Structurally they are characterized by the tetracyclic cucurbitane skeleton [31]. The 

building block of terpenes is isoprene (2-methyl 1,3-butadiene) precursor of essential 

oils found in many plants [16]. The primary cucurbitacins formed in Cucurbitaceae 

plants are cucurbitacin B and E. Other cucurbitacins could have been produced from the 

primary cucurbitacins [32].The cucurbitacin E, B, D and I have been found in all plant 

tissues analyzed (root, stem, leaf, flower, and fruit) of Ecballium elaterium. Appreciable 

amount were found in the fruit but only trace amounts in the other tissues [33].  

Until now a large number of cucurbitacin derivatives have been isolated from 

the fruit juice. Including two cucurbitacin glycosides which have been isolated and 

characterized from the fruit juice, their aglycones were cucurbitacin B and cucurbitacin 

D, while the sugar moiety in both cases was glucose [34].  

Ecballium elaterium, a medicinal plant, whose fruit juice is used for the 

treatment of jaundice in folk medicine, has been reported as being capable of decreasing 

bilirubinemia in animals with jaundice [35]. In Turkey, the fresh fruit juice of this plant 

is directly applied into the nostrils for the treatment of sinusitis as a herbal folk remedy 

[27]. Ethanolic extract of Ecballium elaterium fruits is very efficient in treating 

infectious diseases caused by methicillin resistant Staphylococcus aureus MRSA and 

may also helpful for treating diseases caused by Candida albicans.  

However, to explain the mode of action, the active phytocompounds of this plant 

used against multidrug-resistant bacteria and their toxicity, they have to be determined 

by additional studies [18]. 
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2. Paracetamol (Acetaminophen) 

2.1. Chemical structure: 

 

                      

                                             Fig. (4): Chemical structure of Acetaminophen 

2.2. General:  

Acetaminophen (Paracetamol, PCM, and N-acetyl-p-aminophenol) was first 

discovered in 1893. Since then, it has become one of the most commonly used analgesic 

and antipyretic drugs in the treatment of mild to moderate pain. It is considered one of 

the safest minor analgesics when taken at the recommended therapeutic dose. Although 

it possesses similar antipyretic and analgesic properties as aspirin (acetylsalicylic acid), 

it does not have significant anti-inflammatory activity. However, many people still 

consider it more desirable than aspirin because, unlike aspirin, it does not cause 

gastrointestinal ulceration [37].  

In overdose, it produces centrilobular hepatic necrosis in humans and animals. It 

is well established that the formation of the reactive metabolite N-acetyl-p-

benzoquinone imine (NAPQI) during the metabolism of acetaminophen by cytochrome 

P450 is an important step in the development of the hepatotoxicity [38]. 
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2.3. Biotransformation of Acetaminophen: 

Many lipophilic xenobiotic compounds enter the body and are deposited in adipose 

depots and other tissues. Several classes of these chemicals are known to contribute to 

the risk of cancer and death. Accidental exposure to high level of some lipophilic 

xenobiotic results in chronic disease affecting the liver [39]. Drug biotransformation is 

usually done through an enzymatic process which occurs in two phases.   

• Phase I: metabolism which involves oxidation, reduction and hydrolysis of the 

foreign compound. The primary function of this stage is to introduce polar 

groups (e.g. alcohols) into the parent compound thereby providing sites for 

conjugation in Phase II reactions. 

• Phase II: reactions which include glucuronidation, sulfation, GSH and amino 

acid conjugation. These enzymes use the exposed polar group to covalently link 

an endogenous molecule to create a conjugate. The polysubstrate 

monooxygenase system (PSMO; mixed function oxygenase; cytochrome P450 

system) represents a large number of Phase I enzymes involved in 

biotransformation [40].  

These enzymes insert 1 atom of oxygen into their substrates and this action requires 

the presence of cofactor NADPH (sometimes NADH) and the oxygenated form of the 

cytochrome P450 (CYP), P450 is a membrane bound enzymes located primarily in the 

smooth endoplasmic reticulum. Many Phase II enzymes are soluble and are found in the 

cytosol of cells. While both Phase I and Phase II reactions have generally been thought 

to generate non toxic products, research in the last two decades has emphasized that 

they may actually bioactivate some compounds to be more toxic metabolites [37]. 

The liver has been found to be the primary target of xenobiotic-induced toxicity for 

several reasons:  

1. The liver receives and reacts with all the blood, containing many nutrients and 

foreign chemicals, which come from the gastrointestinal tract via the portal vein, as well 

as blood from the systemic circulation. 
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2. The enzymes (e.g. CYP450) that catalyze the biotransformation reactions are 

located in high concentrations in the liver.   

3. The liver has the capacity to extract and chemically modify many different 

compounds from the blood prior to storing, secreting into the bile or releasing them into 

the general circulation, making it more likely to be affected by toxic compounds [40]. 

Hepatic drug metabolizing enzyme system is called mixed function oxidase or 

monooxygenase containing many enzymes including phase I enzymes such as CYP 

where play a prominent role in the metabolism of many pharmaceutical agents and 

activation or deactivation of potential carcinogens. Acquiring metabolic information and 

determining the effect of chemicals on hepatic drug metabolizing enzymes are 

important in developing clinically safe and efficient medications [41].  

The mechanism involved in liver injury is related to the fact that small amounts 

of acetaminophen are converted to a toxic metabolite. The toxic metabolite binds with 

liver proteins to cause cellular injury. The amount of toxic metabolite produced and the 

ability of the liver to remove this metabolite before it binds to liver protein influence the 

extent of liver injury [42]. 

Acetaminophen (paracetamol) one of the most widely used analgesic drugs, is 

safe at therapeutic doses, but causes liver failure in overdoses [43]. When a normal dose 

is used paracetamol is metabolized primarily by glucuronidation and sulfation. These 

major conjugates paracetamol sulfate (PCM-sulp) and paracetamol glucuronide (PCM-

gluc), being more water soluble than the parent compound, are eliminated from the liver 

and blood mainly via urine and a little via bile (PCM-gluc). About 30% to 55% of 

administered paracetamol is excreted in urine as (PCM-sulp) and (PCM-gluc) 

respectively [44]. Normally, toxic oxidation metabolites generated in the liver are 

converted into non-toxic metabolites excreted in urine via conjugation with glutathione 

(GSH) containing sulphydryl groups [41].   

A small amount of acetaminophen is probably metabolized via a third metabolic 

pathway, that is, oxidation by the microsomal cytochrome P450 (CYP) containing 

mixed function oxidase system (MFO) to NAPQI. Its adducts to glutathione, cysteine 
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conjugate and mercapturic acid breakdown products were found in human urine after 

ingestion of acetaminophen [45]. Exposure to high doses of acetaminophen increases 

the generation of (NAPQI) a highly electrophilic metabolite that triggers liver damage 

[41]. Although a minor oxidation reaction, hydroxylation of acetaminophen to 3-

hydroxy acetaminophen is probably also occurring in human as methylated 3-hydroxy- 

acetaminophen has been found in urine of patients who had taken an overdose of 

acetaminophen [46].  

 

Fig. (5): metabolism of acetaminophen (paracetamol) 
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2.4. Mechanisms of hepatotoxicity: 

2.4.1. General: 

The hepatotoxicity of acetaminophen occurs mainly with the formation of 

excess NAPQI via cytochrome P450. Hepatotoxic damage occurs mainly in the 

centrilobular zone. As the formation of NAPQI is regarded to be the rate-limiting step in 

the formation of the acetaminophen glutathione (PCM-SG) conjugate, the high 

concentration of cytochrome P450 enzymes in the perivenous region is probably more 

important for the observed zonal toxicity than the low GSH content [47]. 

The initial biochemical reactions between the reactive metabolites and 

macromolecular cell components (proteins, lipids, DNA), were grouped and called 

Stage I, whereas subsequent processes of adaptation or failure of response to 

modification of essential cellular processes (such as energy supply and the protein 

machinery) were grouped in Stage II of toxicity [48].  

Several mechanisms could contribute in acetaminophen toxicity "hepatic damage" 

The first hypothesis is that covalent protein binding of NAPQI as an electrophile 

is the most important event, leading to disrupted homeostases once critical proteins have 

been modified [49]. The oxidative stress, i.e. thiol oxidation, mediated by the oxidative 

capacities of NAPQI, is the main cause of hepatotoxicity. NAPQI can oxidize GSH, 

thereby lowering the GSH/GSSG ratio, and it can oxidize SH groups in protein, leading 

to the formation of interstrand disulfide bridges, to interprotein cross linking, or to 

mixed disulfides between protein and glutathione.  

The second hypothesis is that oxidative stress accompanied often by lipid 

peroxidation (LPO) as caused by a redox cycling metabolite of acetaminophen is the 

crucial step [50]. Covalent binding of NAPQI to lipids in vitro as well as in vivo has 

received some attention with respect to hazard assessment of the use of acetaminophen. 

The last potential causative event for damage, that is, the nuclear effects that are 

observed experimentally. Mostly, low but chronic levels of exposure are studied with 
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respect to potential nuclear effects of acetaminophen. However, DNA effects as a result 

of high hepatotoxic doses of acetaminophen, leading to apoptosis [51]. 

2.4.2. Lipid peroxidation: 

Free radicals are reactive species frequently generated during metabolism of 

many compounds. In turn, reactive oxygen species, such as superoxide anion (O2˙), and 

hydrogen peroxide (H2O2), are produced by free radicals as well as during normal 

aerobic respiration. Oxidative stress occurs when there is an imbalance between the 

production and removal of reactive oxygen species, due to their overproduction or a 

decrease in antioxidant defenses, and the cell defense systems are overwhelmed [52]. 

Several experimental models confirmed increased polyunsaturated fatty acids 

(PUFA) oxidation of hepatic mitochondria lipid peroxidation occurred [53]. 

Acetaminophen produces oxidative stress in two ways. The indirect mechanism 

involves the formation of the intermediate N-acetyl-p-benzosemiquinone imine 

(NAPSQI) radical during redox cycling of acetaminophen which in turn transfers an 

electron to molecular oxygen to form NAPQI and O2˙ which can then cause lipid 

peroxidation [54]. 

As mentioned above, one of the phenomena often observed in combination with 

oxidative stress is lipid peroxidation. Reactive oxygen species (hydrogen peroxide, 

superoxide anions, and hydroxyl radicals) are required for its initiation. However, 

reduction of NAPQI, which could occur in the presence of flavoproteins, followed by 

reoxidation by oxygen could give rise to superoxide anions with a consequent formation 

of reactive reduced oxygen species. 

 Even protein bound NAPQI was suggested to be liable to one electron 

reduction. Lipid peroxidation has been regarded to be an important initiation event in 

the toxicity mechanism of acetaminophen [55].  

GSSG formed by the oxidation of GSH by GSH peroxidase during the 

interaction with reactive oxygen species, is used as a measure of lipid peroxidation or  
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oxidative stress in vivo [56]. In support of LPO as an important mechanism of 

hepatotoxicity, treated isolated mouse and rat hepatocytes with acetaminophen and 

detected an increase in cell damage and malonyl dialdehyde (MDA) formation, a 

product of lipid peroxidation [27].  

 

2.4.3. Covalent Binding to Proteins: 

2.4.3.1. Acetaminophen binding proteins: 

Events that produce hepatocellular death following the formation of 

acetaminophen protein adducts are poorly understood. One possible mechanism of cell 

death is that covalent binding to critical cellular proteins results in subsequent loss of 

activity or function and eventual cell death and lysis. Primary cellular targets have been 

postulated to be mitochondrial proteins, with resulting loss of energy production, as 

well as proteins involved in cellular ion control and alterations of plasma membrane 

ATPase activity following toxic doses of acetaminophen [57].  

The relationship between covalent binding of acetaminophen to hepatic proteins 

and the development of hepatotoxicity treated with a toxic dose of acetaminophen. 

Adducts of acetaminophen were observed immunohistochemically in the innermost 

layers of cells surrounding the central hepatic vein as early as 15 min. following a 

hepatotoxic dose of acetaminophen, by 30 min. there was a 90% depletion of hepatic 

glutathione and acetaminophen protein adducts were evident in the centrilobular area, 

by 1 h the protein adducts reached their maximum extent and were found exclusively in 

the centrilobular region of the liver by 2 h vacuolization and shrinking of hepatocytes 

were prominent[58].                                                                        

2.4.3.2. Cytosolic binding proteins: 

The first reported specific hepatic proteins in cytosol becoming arylated on in 

vivo exposure of mice to hepatotoxic doses of acetaminophen were a 52-kDa protein, a 

54- kDa protein and a 100-kDa protein [59]. These "acetaminophen binding proteins" 
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appeared to be native in many tissues, although adduct formation was only found in 

tissues that were prone to acetaminophen -based damage [60].    

Selenium binding protein was identified as 52-kDa protein the function of 

selenium binding proteins is not known, but they were thought to be involved in a 

defense mechanism against arylating agents, because selenium binding proteins are 

common targets for electrophilic metabolites. Pretreating mice with selenium prior to 

acetaminophen administration decreased the total covalent binding in the liver, as well 

as arylation of the acetaminophen binding protein. The 54-kDa protein has been 

identified as cytosolic aldehyde dehydrogenase [58,59]. This enzyme serves to reduce 

NAD to NADH so inhibition of this protein may have a detrimental effect on the redox 

status of the cell [61].  

One group of researchers recently identified a 100- kDa cytosolic protein as a 

major target of acetaminophen and subsequently identified it as N-10-

formyltetrahydrofolate dehydrogenase. A toxic dose of 400 mg/kg to mice resulted in a 

25% decrease in cytosolic N-10-formyltetrahydrofolate dehydrogenase activity at 2 h 

already [62]. 

2.4.3.3. Mitochondrial binding proteins:  

Besides cytosolic proteins, mitochondrial proteins also have been reported 

recently to become arylated after a hepatotoxic dose of acetaminophen.  

Glutamate dehydrogenase (50-kDa), aldehyde dehydrogenase (56-kDa) were 

identified as being adducted after administration of hepatotoxic doses of acetaminophen 

[42]. And ATP synthetase α-subunit (59-kDa) [59]. Covalent modification of these 

mitochondrial proteins may result in impaired functioning of these proteins, which 

could give rise to impaired detoxification (oxidation) of aldehydes to acids, leading to 

lipid peroxidation. This could ultimately lead to mitochondrial damage as observed in 

hepatocytes as well as in vivo in mice as early as 1 h following acetaminophen 

administration [63]. 
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The 50-kDa mitochondrial protein adducts as glutamate dehydrogenase [64]. 

This enzyme reversibly metabolizes glutamate to α-ketoglutarate and ammonia. The 

activity of this enzyme was also decreased approximately 25% at 2 h. Covalent binding 

with acetaminophen resulted in partial inhibition of enzyme activity under toxic 

conditions in mice. Although it is plausible that partial inhibition of a large number of 

enzymes may contribute to cell death, the data generated questions relative to the 

validity of the hypothesis that covalent binding to critical proteins is the only 

mechanism of acetaminophen toxicity [57]. 

The second protein has been identified is 56-kDa protein which known as 

mitochondrial aldehyde dehydrogenase [61]. Many of mitochondrial proteins are 

modified is consistent with the occurrence of mitochondrial dysfunction reported during 

the early stage of acetaminophen toxicity.  

ATP synthetase α-subunit was identified as a (59-kDa), which consider as an 

essential subunit of the F1 unit of ATP synthase. F1 contains the catalytic site for ATP 

synthesis and modification of ATP synthetase α-subunit may have abolished the 

function of ATP synthase and subsequently resulted in ATP depletion [59]. The activity 

of ATPase decrease until to 35% after acetaminophen treatment (650 mg/kg) in rats and 

suggested this was due to covalent modification on ATPase by NAPQI [65].   

2.3.3.4- Cytosolic and mitochondrial binding proteins:                       

Two different proteins were identified in the 22-kDa and 23-kDa regions. The 

first protein is Glutathione peroxidase (22-kDa) (GPx) is an enzyme that catalyzes the 

reduction of hydroperoxide into O2 and water, together with the oxidation of GSH to 

GSSG. This reaction is a part of the mechanism that protects cells from oxidative 

damage induced by endogenous reactive oxygen species derived from superoxide anion, 

which may be released from the mitochondrial respiration chain. Earlier studies 

indicating that inhibition of glutathione peroxidase increased the susceptibility of 

hepatocytes to acetaminophen toxicity [66].  
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The second one is Glutathione S-transferase Pi (23-kDa) GST Pi. GSTs are a 

family of detoxification enzymes that catalyze the nucleophilic attack of the sulfur atom 

of glutathione over a wide range of electrophilic compounds such as NAPQI. The GST 

Pi class is expressed at high levels in tumors, and it has become clear that over 

expression of GST Pi plays a role in acquired resistance to chemotherapy. Covalent 

modification and inhibition of GSTs by various agents, a cytotoxic lipid peroxidation 

product, have been reported. Therefore, in retrospect, it is not surprising that GST is a 

target of NAPQI after GSH depletion [59]. Elevated GST Pi has been associated with 

protection of liver cells from the cytotoxicity produced by acetaminophen [67].  

2.4.4. Mitochondrial dysfunction and superoxide formation: 

Several xenobiotics interact with the mitochondrial electron transport chain, 

increasing the rate of O2 ־˙  production through two different mechanisms. Some of these 

compounds stimulate oxidative stress because they block electron transport, increasing 

the reduction level of carriers located upstream of the inhibition site. Other xenobiotics 

may accept an electron from a respiratory carrier and transfer it to molecular oxygen 

(redox cycling), stimulating O2 ־˙  formation without inhibiting the respiratory chain [49]. 

Superoxide may be formed via a number of mechanisms including formation 

from cytochrome P450 in acetaminophen toxicity. This sudden excess utilization of 

oxygen by activated phagocytes is a result of increased activity of the enzyme, NADPH 

oxidase. The result is release of superoxide anion at the outer surface of the plasma 

membrane [53]. Addition of NAPQI to isolated rat liver mitochondria caused a decrease 

in synthesis of ATP and this is consistent with the hypothesis that NAPQI causes MPT, 

as has been reported about other quinines. This is presumably a result of NAPQI 

mediated oxidation of the vicinal thiols at the MPT pore. NAPQI is known to be both an 

oxidizing agent and an arylation agent, the acetaminophen toxicity leads to oxidation of 

protein thiols [68]. According to the toxicity of acetaminophen which occur by the 

oxidation of thiol groups in mitochondrial by the action of NAPQI leading to MPT the 

toxicity is mediated by mitochondrial dysfunction resulting in increase  of reactive 

oxygen / nitrogen species where known as free radicals[69]. 
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3. Free radicals and reactive species: 

3.1. General:  

Free radicals: are atoms or molecules that contain one or more unpaired 

electrons. Many radicals are highly reactive and can function as reducing or oxidizing 

agents by donating electrons to or removing electrons from other molecules. Small 

amounts of free radicals are constantly being generated in all living organisms. 

Although free radicals are potentially harmful to cellular components, a substantial 

body of evidence supports a role for these highly reactive chemical molecules in 

fundamental cellular reactions and cell-cycle regulation [69].  

These free radicals are produced continuously by cells as part of normal cellular 

functions. About 95% of oxygen consumed by tissues is utilized in metabolic processes, 

but approximately 5% of the oxygen consumed is transformed into reactive species 

[70].  

Our bodies are equipped with efficient enzymatic/non enzymatic antioxidant 

molecules that effectively detoxify the free radicals generated during various 

metabolism processes. However, under pathological conditions, an imbalance between 

production and detoxification of free radicals occur either due to increased production 

of reactive species their inefficient removal or both resulting in development of 

"oxidative stress" [71]. 

Accordingly, oxidants are being classified based on their chemical nature 

(radical or non radical), production site and reactivity towards biological targets. The 

radical group includes oxygen/nitrogen derived free radicals (ROS/RNS) such as 

superoxide, hydroxyl and nitric oxide, while the non-radical category includes 

metabolites of oxygen free radicals such as hydrogen peroxide, hypochlorous acid and, 

these free radicals being very reactive can potentially damage the biological architecture 

either alone or as a source for the generation of more reactive damaging species [72].  

ROS/RNS are known to play a dual role in biological systems, since they can be 

either harmful or beneficial to living systems. Beneficial effects of ROS involve 
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physiological roles in cellular responses for example in defense against infectious 

agents and in the function of a number of cellular signaling systems [73].  

3.2. Chemistry and biochemistry of ROS: 

Reactive oxygen species (ROS) are small, highly reactive, oxygen-containing 

molecules that are naturally generated in small amounts during the body’s metabolic 

reactions and can react with and damage complex cellular molecules such as fats, 

proteins, or DNA [74]. The cellular toxicity of oxygen has been attributed to its affinity 

in accepting electrons from other molecules. Reactive oxygen species category includes 

both oxygen radicals/oxygen derived non radicals that possess high energy oxidizing 

potential [72].  

3.2.1. Superoxide anion (O2 ־˙ ): Is a negatively charged free radical produced by a one 

electron reduction of molecular oxygen either by autooxidation or by the action of 

various oxidases. The most important reaction of superoxide radical is dismutation, 

where two superoxide molecules undergoes redox reaction, where one gets oxidized to 

oxygen and the other being reduced to hydrogen peroxide [75].  

O2 + e־      oxidase      O2 ־˙  

3.2.2. Hydrogen peroxide (H2O2): Is a non-radical form of ROS formed as a result of 

dismutation of superoxide radicals. H2O2 is also synthesized in the reactions catalyzed 

by various oxidases. Although H2O2 is not a radical by definition, it also serves as a 

source for the generation of ˙OH and HClO either by reacting with superoxide anion 

(Haber-Weiss reaction) or with free iron (Fenton reaction) [76]. 

3.2.3. Hydroxyl radical (•OH): The hydroxyl radical is highly reactive with a half-life 

in aqueous solution of less than 1 ns. Thus when produced in vivo it reacts close to its 

site of formation. It can be generated through a variety of mechanisms. Ionizing 

radiation causes decomposition of H2O, resulting in the formation of •OH and hydrogen 

atom. •OH is also generated by photolytic decomposition of alkyl hydro peroxides. 

Production of •OH close to DNA could lead to this radical reacting with DNA bases or 
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the deoxyribosyl backbone of DNA to produce damaged bases or strand breaks. 

Hydroxyl radical is formed in vivo when metal ions such as iron, copper, chromium and 

cobalt react with hydrogen peroxide "Fenton reaction" and also by "Haber-Weiss 

reaction".  

 O2 ־˙  + H2O2                O2 + •OH + OH-   "Haber-Weiss reaction" 

            Fe (II) + H2O2                Fe (III) +•OH + OH- "Fenton reaction" 

3.2.4. Peroxyl radical (ROO˙): The simplest peroxyl radical is the dioxyl 

(hydroperoxyl) radical HOO•. The chemistry of this type of molecule varies according 

to the nature of the R group [73]. Perhaps the most interesting feature of peroxyl 

radicals is the diversity of those biological reactions in which they participate. The 

detection and measurement of lipid peroxidation is most frequently cited as evidence to 

support the involvement of peroxyl radical reactions in human disease and toxicology 

[77, 78]. 

3.3. Chemistry and biochemistry of RNS: 

Various biochemical pathways may cause the formation of NO2˙ in vivo, 

including autoxidation of NO˙ by reaction with O2 (although this is presumed to be 

relatively insignificant at physiologic levels of NO˙). Furthermore, NO2
ˉ can be 

protonated under acidic conditions to nitrous acid (HNO2), and thereby induce both 

nitrosation and nitration of endogenous proteins [79].  

3.3.1. Nitric oxide NO : Is produced by the oxidation of one of the terminal guanido 

nitrogen atoms of L-arginine by Nitric Oxide Synthase (NOS) that requires NADPH 

flavin nucleotides (FMN/FAD) tetrahydrobiopterin, calmodulin, and calcium as 

cofactors for its activity [80].  

L-Arginine + NADPH                      L-citrulline + NO 

An abundant reactive radical that acts as an important oxidative biological 

signaling molecule in a large variety of diverse physiological processes, including 

defense mechanisms, smooth muscle relaxation, and immune regulation [81,82].  



REVIEW OF LITERATURE 
 

25 
 

3.3.2. Peroxynitrite anion ONOOˉ: Is produced via the diffusion-limited reaction of 

NO with the superoxide radical Peroxynitrite is readily protonated under physiological 

conditions. The protonation of peroxynitrite generates peroxynitrous acid (ONOOH). 

Peroxynitrite can also react with CO2 to form a reactive CO2 adduct of peroxynitrite, 

nitrosoperoxycarbonate, ONOOCO2
ˉ which can react with tyrosine to give nitro-

tyrosine and bicarbonate or decompose into nitrogen dioxide and carbonate radicals. 

The reaction of tyrosine with the nitrogen dioxide and carbonate radicals can also give 

the nitrotyrosine [82].          

NO• +  O2 ־˙                          ONOO־ 

Generation of oxidative compounds is physiologically relevant as an important 

step in inflammation and, therefore, it represents part of defense mechanisms against 

invading microorganisms. The damage of the tissues that occurs through a number of 

biochemical mechanisms, all of which have in common the formation of highly reactive 

compounds "free radical" that can oxidize protein, lipid, and nucleic acids.  

According to the imbalance between these reactive molecule "reactive species" 

and defense system of the body i.e. "Antioxidant" the oxidative stress occurs [83]. 

 

4. Oxidative stress:  
Oxidative stress is defined as the tissue damage resulting from an imbalance 

between an excessive generation of oxidant compounds free radical (ROS/RNS) and 

insufficient antioxidant defense mechanisms [84]. Generation of oxidative compounds 

is physiologically relevant as an important step in inflammation process. It represents 

part of the defense mechanisms against invading microorganisms and malignant cells 

and each cell in the human body maintains a condition of homeostasis between the 

oxidant and antioxidant species [85].  

On the other hand, an improper activation of oxidative processes may be 

chronically present in pathological situations, contributing to cell and tissue injury [86]. 

 Oxidative stress initiated by free radicals,  play a vital role in damaging various 
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cellular macromolecules. These include DNA molecules, proteins and lipids. This 

damage may result in neurodegenerative diseases and carcinogenesis [87]. 

4.1. Causes of oxidative stress: 
Oxidative stress results from an imbalance between antioxidant defense 

mechanisms and excessive generation of oxidants, leading to cell and tissue injury, 

there is a deficiency in antioxidant systems (vitamin C and selenium deficiency, reduced 

intracellular vitamin E and activity of GSH system). At the same time, prooxidant 

activity is increased due to advanced age, diabetes, chronic inflammation. Tissue 

damage occurs through a number of biochemical mechanisms, all of which have in 

common the formation of highly reactive intermediate compounds (free radicals) that 

can oxidize proteins, lipids and nucleic acids [83]. 

4.2. Sources of oxidative stress: 
The mitochondrial respiratory chain represents the most powerful cellular source 

of oxidants in the body. Mitochondrial oxidants may exert deleterious effects and are 

thought to contribute to cellular senescence, as well as neurodegenerative diseases. 

However, to date, there is no method available to determine their potential contribution 

to cellular pathology. The phagocyte oxidant generation system is based on the 

inducible production of reactive oxygen species (ROS) via univalent reduction of 

molecular oxygen (O2): following exposure to appropriate stimuli, both 

polymorphonuclear neutrophils (PMNs) and monocyte macrophages activate and 

increase their O2 consumption. The NADPH-oxidase enzyme system, which is bound to 

cellular membranes, reduces O2 to superoxide anion (Oˉ2), which is highly unstable and, 

as soon as it is formed, is converted into hydrogen peroxide (H2O2) [83]. 

Both Oˉ2 and H2O2 are precursors for the production of more powerful oxidants. 

Oˉ2 interacts with nitric oxide (NO) to form highly reactive nitrogen species (nitrosative 

stress), while H2O2 reacts with intracellular iron to form hydroxyl radicals (ˉOH), that 

are heavily implicated in cell membrane lipid degradation, protein aggregation and 

DNA damage. H2O2 is the substrate for myeloperoxidase (MPO) to produce the 

chlorinated oxidants. In the presence of Clˉ, MPO converts H2O2 into hypochlorous acid 

(HOCl ), a powerful compound capable of oxidizing a number of molecules, such as 
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lipids, proteoglycans and other membranous or intracellular constituents, particularly 

the thiol groups of membrane proteins (chlorinative stress). In addition, it may react 

with endogenous amines (R-NH2) to produce chloramines (RNH-Cl).  

The ROS are released together with pro inflammatory cytokines, which in turn 

amplify oxidant generation [88]. 

4.3. Markers of oxidative stress: 
Oxidative stress can result in injury to all the important cellular components like 

proteins, DNA and cell membrane lipids, which can cause cell death. Moreover, there 

are several experiments and clinical data providing compelling evidence for the 

involvement of oxidative stress in large number of pathological states including 

carcinogenesis [89]. Oxidants are highly reactive compounds with a half life of only 

seconds. Therefore, their in vivo determination is generally not feasible. In contrast 

lipids, proteins, carbohydrates and nucleic acids, after being modified by oxy radicals, 

have lifetimes ranging from hours to weeks, which make them ideal markers of oxidant 

stress [90]. 

The degree of haemolysis can indirectly reflect oxidative stress, since oxidation 

of plasma membrane proteins can reduce membrane elasticity and erythrocyte survival 

[83].  

During lipid peroxidation, unstable hydroperoxides, resulting from peroxyl 

radical-dependent chain reactions among unsaturated fatty acyl moieties, break down to 

smaller and more stable products, e.g. aldehydes, such as acrolein, malonyldialdehyde 

(MDA) [86]. 

Determination of the 8-hydroxy-2ʹ- deoxyguanosine (8-OHdG) content by high 

performance liquid chromatography (HPLC) was used to evaluate DNA damage. 

Oxidative stress has been demonstrated to be involved in various physiological and 

pathological processes, including DNA damage. Oxidative compounds may interact 

with nucleic acids and contribute to mutagenesis and oncogenesis [91].  

Aerobic organisms have adapted for existence under continuous exposure to 

ROS. Among the various adaptive mechanisms, the cellular antioxidant defense system 

plays a major role in removal of prooxidants [92]. 
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The antioxidants are of great interest as possible protective agents to help the 

human body reduces oxidative damage without any interference [93]. 

 

5. ANTIOXIDANTS : 

5.1. General: 

Antioxidants: can be defined as substances whose presences in relatively low 

concentrations significantly inhibit the role of oxidation of the target cells. Due to 

continuous generation of partially reduced forms of oxygen by constitutive metabolic 

pathways, a number of protective antioxidant enzyme, such as SOD, CAT, GPx and 

non- enzymatic antioxidants such as vitamin C, vitamin E have involved to deal with 

toxic species [94]. Antioxidants are vital substances, which possess the ability to protect 

the body from damages caused by free radical-induced oxidative stress. A variety of 

free radical scavenging antioxidants is found in a number of dietary sources [95].  

The health-promoting properties of fruits and vegetables are due to the presence 

of some vitamins (A, C, E) and phytochemicals in these food products. Among 

phytochemicals, polyphenols deserve a special mention due to their free radical 

scavenging activities and in vivo biological activities that are being investigated by 

many researchers. In the past few years there has been a renewed interest in studying 

and quantifying the phenolic metabolites of fruits and vegetables due to their health-

promoting properties. Fruit polyphenols include a wide range of compounds with 

antioxidant activity [96].  

Antioxidants refer to compounds that can delay or inhibit the oxidation of lipids 

or other molecules by inhibiting the initiation or propagation of oxidative chain 

reactions. They act in one or more of the following ways as reducing agents, by free 

radical scavenging, and as quenchers of singlet oxygen [97]. Some antioxidants act in a 

hydrophilic environment, others in a hydrophobic environment, also there is type of 

antioxidants act in both environments of the cell. For example, vitamin C reacts with 

superoxide in the aqueous phase while vitamin E does so in the lipophilic phase. In 
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contrast, lipoic acid is both water and fat soluble and therefore can operate both in 

cellular membranes and in cytosol [98]. 

Antioxidant molecules can be divided into different categories based on their 

functions (enzymatic or nonenzymatic), their physical properties (water-soluble or lipid-

soluble) and their sources (endogenous or exogenous). 

5.2. Enzymatic antioxidants: 

5.2.1. Superoxide dismutase SOD:  

Catalyzes the spontaneous dismutation of superoxide into hydrogen peroxide. 

The enzyme exists in two forms, a manganese containing SOD (Mn-SOD, 

mitochondria) and a copper-zinc dependant (Cu-Zn SOD, cytoplasm). These enzymes 

are the first line of defense against oxidative stress [99].  

Enzyme ـ ــ Cu2+ + O2
• ־       SOD        Enzyme ـ ــ Cu1+ + O2 

Enzyme ـــ Cu1+ + O2
• ־    + 2H+      SOD        Enzyme ـــ Cu2+   + H2O2 

5.2.2. Catalase (CAT):   

Is an enzyme presents in the cells of plants, animals and aerobic (oxygen 

requiring) bacteria. Catalase is located in a cell organelle called the peroxisome. The 

enzyme very efficiently promotes the conversion of hydrogen peroxide to water and 

molecular oxygen. One molecule of catalase can convert ∽6 million molecules of 

hydrogen peroxide to water and oxygen each minute [100].   

2H2O2      CAT      2H2O + O2 

5.2.3. Glutathione peroxidase (GPx):  

Glutathione is one of the most essential of antioxidative defense mechanisms. 

Humans have four different Se-dependent glutathione peroxidases [101]. All GPx 

enzymes are known to add two electrons to reduce peroxides by forming selenoles (Se-
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OH). The antioxidant properties of these selenoenzymes allow them to eliminate 

peroxides as potential substrates for the Fenton reaction. The substrate for the catalytic 

reaction of GPx is H2O2, or organic peroxide ROOH. GPx decomposes peroxides to 

water (or alcohol) while simultaneously oxidizing GSH [100].   

2GSH + H2O2     GPx           GSSG + 2H2O 

2GSH + ROOH     GPx         GSSG + ROH + H2O 

5.2.4. Glutathione reductase (GR):   

An enzyme belonging to the flavoprotein disulfide oxidoreductase family. It 

reduces GSSG to GSH at the expense of NADPH, which is provided via the glucose 

monophosphate shunt. The reaction of converting GSSG to GSH is fast and irreversible, 

thus the enzyme can provide cells with a high intracellular GSH/GSSG ratio [102].   

GSSG + H+ + NADPH    GR          2GSH + NADP+ 

 

5.3. Non-enzymatic antioxidants: 

Nonenzymatic antioxidant which divided into lipophilic and hydrophilic 

antioxidants and also include low molecular mass agents synthesized in vivo also which 

derived from the diet such as vitamins. 

5.3.1. Lipid-soluble antioxidants: 

5.3.1.1. Vitamin E: 

  A fat soluble vitamin, also known as the α -tocopherol is the most active form of 

vitamin E in humans and is a powerful biological antioxidant which is considered to be 

the major membrane bound antioxidant employed by the cell [103]. Its antioxidant 

action depends on the breaking of the propagation of free radical chains [104].  
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  α-tocopherol is a free radical chain breaking antioxidant that acts by neutralizing 

a free radical gets converted to α-tocopheroxyl radical. It can be reduced back to α-

tocopherol by ascorbic acid. Dehydroascorbic acid formed in this reaction can be 

reconverted back to ascorbic acid by reduced glutathione. It is important that sufficient 

amounts of α-tocopherol, reduced ascorbic acid and reduced glutathione be present 

within the cell so as to provide protection against oxidative injury [105]. 

 

 

Fig. (6): A: α-Tocopherol, B: α- Tocopherol radical "Tocopheroxyl radical"  

5.3.1.2. Ubiquinone:  

It is a fat soluble quinone, also known as CoQ-10 (2,3-dimethoxy-5-

methylbenzoquinone) fig. (7) is a naturally occurring quinone that is found in most 

aerobic organisms from bacteria to mammals [106]. Physiologically, CoQ10 plays four 

major roles. It has an essential role in mitochondrial energy (ATP) production through 

redox activity in the respiratory chain, transporting electrons between enzymes. The 

another role in extramitochondrial redox activity in the cell membrane and 

endomembranes. CoQ10 also functions as an antioxidant, inhibiting lipid peroxidation 

and scavenging free radicals. Finally, it plays an important role in membrane 

stabilization and fluidity. It prevents free radical oxidation of low density lipoprotein 

(LDL) and very low density lipoprotein (VLDL). Pretreatment with CoQ10 provided 

significant protection against oxidant induced cell injury [106]. 

Ubiquinol contains a redox active group benzoquinol attached to a hydrophobic 

side chain. This hydrocarbon side chain is composed of multiple five-carbon isoprene 
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units, and the most common form of ubiquinol in humans contains a side chain with ten 

isoprene units [102]. 

Fig. (7) : A: Ubiquinol,

5.3.2. Water-Soluble Antioxidants: 

5.3.2.1. Vitamin C:  

Ascorbic acid is a very important and powerful antioxidant that works in 

aqueous environments of the body. Its primary antioxidant partners

the carotenoids, as well as working

cooperates with vitamin E to regenerate α

cell membranes and lipoproteins [107,108].

Ascorbic acid has two ionisable hydroxyl groups and therefor

(AscH2). At physiological pH, 99.9% of vitamin C is present as AscH

small proportions as AscH2 (0.05%) and Asc

vitamin C is thus the chemistry of AscH

radicals to produce the resonance stabilized tricarbonyl ascorbate free radical (Asc

is not protonated but is present in the form of Asc

oxidation by many ROS is the semidehydroascorbate radical (Asc

radical that is considered to be a terminal

units, and the most common form of ubiquinol in humans contains a side chain with ten 

Ubiquinol, B: Semiquinol, C: Ubiquinone 

Soluble Antioxidants:  

is a very important and powerful antioxidant that works in 

of the body. Its primary antioxidant partners are vitamin E and 

, as well as working along with the antioxidant enzymes. Vitamin C 

with vitamin E to regenerate α-tocopherol from α-tocopheroxyl radicals in 

[107,108].  

Ascorbic acid has two ionisable hydroxyl groups and therefore is a di-acid 

). At physiological pH, 99.9% of vitamin C is present as AscH־, and only very 

(0.05%) and Asc2ˉ (0.05%). The antioxidant chemistry of 

thus the chemistry of AscHˉ. AscHˉ is a donor antioxidant and reacts with 

radicals to produce the resonance stabilized tricarbonyl ascorbate free radical (Asc•־). It 

is not protonated but is present in the form of Asc•־. Thus the product of ascorbate 

semidehydroascorbate radical (Asc•־ ) a poorly reactive 

radical that is considered to be a terminal [109,110].          
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Fig. (8): Various forms of ascorbic acid (vitamin C) and its reaction with radicals (R•) 

Its antioxidant capacities have raised a great deal of interest in the role of 

ascorbate in human health and disease. For example, oxidative damage to DNA is 

believed to be an important cause underlying cancers, and increased levels of ascorbate 

in cell cultures have proved effective in reducing free radical induced mutation rates. 

However, a large number of the physiological effects of ascorbate are actually mediated 

by its role as a cofactor for a variety of redox enzymes.  

This illustrates that the role of ascorbate in preventing disease is clearly 

attributed to its function as a free radical scavenger [102]. In the cytosol, ascorbate acts 

as a primary antioxidant to scavenge free radical species that are generated by products 

of cellular metabolism. At cellular membrane levels, it may play an indirect antioxidant 

role to reduce the α-tocopheroxyl radical to α-tocopherol. Recycling of α-tocopherol by 

ascorbate has been demonstrated in liposomes and cellular organelles [111]. 

 

5.3.2.1. Uric acid:     

It is a modestly water soluble antioxidant with the ability to neutralize a broad 

spectrum of ROS, particularly singlet oxygen and free radicals. Uric acid is an end 

product of purine catabolism and is one of the most abundant circulating antioxidants 

[102]. 
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Uric acid is produced from hypoxanthine and xanthine by xanthine oxidase and 

xanthine reductase enzymes. In most species, the 

urate oxidase converts it to allantoin, which is further convert to allantoate and then 

gloxylate plus urea, all products much more soluble in water than is urate, when the 

activity of the urate oxidase is absent and urate accumulates in blood plasma to high 

concentrations[112]. 

The urate is a powerful scavenger of ROS in vitro, it can functi

antioxidant and further suggested that loss of urate oxidase was advantageous to 

primates since it simultaneously removed a source of H

antioxidant to accumulate Where the urate acts as powerful scavenger for N

help to protect biomolecules against these oxidizing air pollutants and also protects 

proteins against nitration [113]. 

Fig. (9): Pathway of uric acid formation

5.4. Phenolic antioxidants: 

Recent interest in phenolic compounds in general and 

has increased greatly owing to their antioxidant capacity and their possible beneficial 

implications in human health. Phenolic compounds acting as antioxidants may function 

as terminators of free radical chains and as chelators of

capable of catalyzing lipid peroxidation

Flavonoids are a large group of natural substances with variable phenolic 

structures and are found in fruit, vegetables, grains, bark, roots, stems, flowers, and 

leaves of the majority of plant. These natural products were known for their beneficial 

effects on health before flavonoids were

of which are responsible for the attractive colors of flowers, fruit, and leaves

Uric acid is produced from hypoxanthine and xanthine by xanthine oxidase and 

xanthine reductase enzymes. In most species, the H2O2 producing peroxisomal enzyme 

urate oxidase converts it to allantoin, which is further convert to allantoate and then 

gloxylate plus urea, all products much more soluble in water than is urate, when the 

activity of the urate oxidase is absent and urate accumulates in blood plasma to high 

The urate is a powerful scavenger of ROS in vitro, it can function as biological 

antioxidant and further suggested that loss of urate oxidase was advantageous to 

primates since it simultaneously removed a source of H2O2 and allowed a powerful 

antioxidant to accumulate Where the urate acts as powerful scavenger for NO2
• and may 

help to protect biomolecules against these oxidizing air pollutants and also protects 

): Pathway of uric acid formation 

Recent interest in phenolic compounds in general and flavonoids in particular, 

has increased greatly owing to their antioxidant capacity and their possible beneficial 

implications in human health. Phenolic compounds acting as antioxidants may function 

as terminators of free radical chains and as chelators of redox-active metal ions that are 

capable of catalyzing lipid peroxidation [114].  

group of natural substances with variable phenolic 

structures and are found in fruit, vegetables, grains, bark, roots, stems, flowers, and 

. These natural products were known for their beneficial 

effects on health before flavonoids were effectively isolated as pure compounds. Many 

of which are responsible for the attractive colors of flowers, fruit, and leaves [115].  
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Flavonoids are divided into many chemical classes such as flavones, flavanones, 

flavanols and flavonols fig. (10) and many others.   

 

Fig. (10): A- Flavonols, B- Flavanols, C- Flavones, D- Flavanones. 

These compounds have long been recognized to possess antihepatotoxic, anti-

inflammatory, antiatherogenic and anticancer activities. Many of the pharmacological 

effects of flavonoids are related to their interaction with several enzymes and to their 

antioxidant activity, which can be due to their ability to scavenge free radicals, to their 

chelation of metal ions and to their synergistic effects with other antioxidants [116].  

The major effects of flavonoids may be the result of radical scavenging. Another 

possible mechanism by which flavonoids act is through interaction with various enzyme 

systems. Furthermore, some effects may be a result of a combination of radical 

scavenging and an interaction with enzyme functions [117].  

 

Fig. (11): A: p-hydroxybenzoic acid, B: gallic acid, C: vanillic acid 
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MATERIALS AND METHODS 

1. Materials: 

1.1. Ecballium elaterium "fruit juice": 

 The ripe fruits of Ecballium elaterium were collected from Benghazi city "Shibna 

land" during late June 2012.  

1.2. Chemicals: 

1,1-Diphenylpicrylhydrazyl radical (DPPH˙), and silymarin, ascorbic acid, Folin-

Ciocalteu reagent, ferric chloride, potassium ferricyanide, monobasic dihydrogen phosphate, 

dibasic monohydrogen phosphate, trichloro acetic acid ,sodium carbonate, quercetin and 

pyrogallol were purchased from Sigma company for Chemicals. 

1.3. Experimental animals: 

A total of 63 adult male albino rats weighting 90-120 g were used in this study. 

Rats were provided from the animal house in faculty of medicine university of Benghazi 

and the rats were acclimatized to laboratory condition for 10 days before commencement 

of experimental. Animals allowed free access of water and fed on a standard diet 

according to National Advisory Committee for Laboratory Animal Research 

N.A.C.L.A.R., 2004 [118].   

2. Methods: 

2.1. Preparation of Ecballium elaterium " fruit juice": 

 The fruits of Ecballium elaterium are well crushed. The obtained crude juice were 

refined by filtration using Whatman filter paper No.4 the refined crude juice is used in the 

estimation of antioxidant activity and to study its effect in treatment of hepatotoxicity.  

 The LD50 of fruit extract of Ecballium elaterium plant was nearly equal to 57.5 

mg/kg. The maximal tolerated dose of fruit extract of Ecballium elaterium plant 20 mg/kg in 

mice [119]. 
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2.2. Antioxidant activity and quantitative analysis assays.   

2.2.1. Total phenolic content (TPC):  

Total phenolic content was estimated using the colorimetric method based on 

Folin-Ciocalteu reagent [120]. (100,200,300,400,500 µl) of E. elaterium "fruit juice" 

was diluted by 2ml of distilled water and mixed with "600 µl" of Folin-Ciocalteu 

reagent the mixture was allowed to stand for 5 min. and then 2 ml of 20% Na2CO3 was 

added and kept in boiling water bath for 1 minute, after cooling the blue colour was 

measured at 765 nm by UV-visible spectrophotometer. Quantification was done with 

respect to stander calibration curve of pyrogallol the results were expressed as 

pyrogallol "µg/ml". 

2.2.2. Total flavonoid content (TFC):    

Aluminum chloride colorimetric method was used for flavonoids determination 

[121].  (100,200,300,400,500 µl) of E. elaterium "fruit juice" mixed with 0.1 ml of 10% 

aluminum chloride, 0.1 ml of 1 M potassium acetate and 2.8 ml of distilled water. It 

remained at room temperature for 30 min., the absorbance of the reaction mixture was 

measured at 415 nm with a UV-visible spectrophotometer. The calibration curve was 

prepared by preparing quercetin solution in methanol at concentrations (100 to 500 

µg/ml). 

2.2.3. Reducing power assay (RPA):  

Reducing power assay [122]. was carried out by mixing (100,200,300,400,500 

µl) of E. elaterium "fruit juice" with 2.5 ml phosphate buffer (0.2 M, pH 6.6) and 2.5 ml 

potassium ferricyanide then mixture was incubated in water bath at 50 0C for 20 

minutes and 2.5 ml of trichloroacetic acid was added to the mixture which was then 

centrifuged at 3000 rpm for 10 minutes. Finally 2.5 ml of the supernatant was mixed 

with 2.5 ml of distilled water and 1 ml Fecl3 and absorbance of prussian blue colour 

measured at 700 nm by UV-visible spectrophotometer. Quantification was done with 
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respect to stander calibration curve of ascorbic acid the results were expressed as 

ascorbic acid (µg/ml).  

2.2.4. DPPH˙ quenching activity:  

Solution of DPPH˙ (0.2 mM) in methanol was prepared by dissolving 0.008 mg 

of DPPH˙ in methanol and volume was made up to 100 ml with methanol [123]. The 

DPPH˙ scavenging activity of the E. elaterium "fruit juice" was estimated by mixing 

(100, 200,300, 400, 500 µl) of E. elaterium "fruit juice" with 2 ml of 0.2 mM DPPH˙ in 

methanol was kept in darkness at room temperature for 30 minutes the absorbance of 

the sample was measured at 517 nm by UV-visible spectrophotometer. Radical 

scavenging activity was expressed as percent of inhibition and was calculated using the 

following formula:- 

%DPPH˙ inhibition = [Abs. of Control - Abs. of Sample / Abs. of Control] x 100 

2.3. Acetaminophen dose regimen: 

Acetaminophen was purchased from Sigma Aldrich. The dose administered to 

the rat was set as 400 mg/kg. The powdered acetaminophen was dissolved in warm 

water and was administered according to the body weight of rat. 

2.4. Induction of hepatotoxicity: 

The toxic dose was chosen according to Roberts et al., 1991 [124]. Were recorded as 

400 mg/ kg body weight of rats. The rats were acclimatized to laboratory condition for 

10 days before commencement of experimental. Acetaminophen was orally 

administered to animals with dose 400 mg/kg at every 48 h for 22 days.  
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2.5. Experimental design: 

2.5.1. The prophylactic effect of different treatments against 

hepatotoxicity: 

To study the protective effect of Ecballium elaterium "fruit juice" against 

hepatotoxicity, a total of 28 rats were used and the experiment lasted for 3 weeks. 

Animals were divided randomly into four groups each group contain 7 rats as follows: 

Group 1:   Rats were fed on the standard diet and served as negative control (-ve) for 3 

                   weeks.                                                                                                                                     

Group 2:  Rats were administered acetaminophen 400 mg/kg body weight orally every             

                  48 h for 22 days; and served as positive control group (+ve). 

Group 3:  Rats were administered Ecballium elaterium "fruit juice" at a dose of 1 ml/kg 

                  orally before 1 hour of oral administration of acetaminophen. 

Group 4:  Rats were administered vitamin C at a dose of 300 mg/kg body weight orally   

                  before 1 hour of oral administration of acetaminophen. 

2.5.2. The curative effect of different treatments on hepatotoxicity rats: 

In this experiment, a total of 35 rats were used. 7 rats were fed on the standard 

diet and served as negative control (-ve) group1.  

The other rats were subjected to the induction of experimental hepatotoxicity for 22 

days where treated by acetaminophen at 400 mg/kg every 48 h and treated for 22 days. 

The hepatotoxicity rats (28 rats) where divided randomly into equal 4 groups (each group 

contain 7 rats).  

Group 2: Rats were served as hepatotoxicity animals (+ve). 

Group 3: Rats were daily received Ecballium elaterium "fruit juice" at a dose of 1 ml/kg 

orally for 22 days. 

Group 4: Rats were daily received vitamin C at a dose of 300 mg/kg body weight orally for  

                 22 days. 
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Group 5: Rats were daily received silymarin at a dose of 50 mg/kg body weight orally 

for 22 days. 

2.6. Blood sampling: 

Blood samples were collected from rats before treatment and then after 3 weeks. 

Blood samples were obtained from the animal (in clean and dry centrifuge tubes) the 

tubes were centrifuged and clear serum and plasma was carefully withdrawn and kept in 

eppendrof tube for the determination the biochemical parameters.  

2.7. Biochemical analysis: 

2.7.1. Determination of alanine amino transferase (ALT): 

ALT catalyzes the reaction between L-alanine and 2-oxoglutarate. The pyruvate 

formed is reduced by NADH in a reaction catalyzed by lactate dehydrogenase (LDH) to 

form L-lactate and NAD+. Pyridoxal phosphate serves as a coenzyme in the amino transfer 

reaction. It ensures full enzyme activation. 

L-Alanine + 2-Oxoglutarate        ALT         Pyruvate + L-Glutamate 

Pyruvate + NADH + H+     LDH          L-Lactate + NAD+ 

The rate of NADH oxidation is directly proportional to the catalytic ALT activity. It is 

determined by measuring the decrease in absorbance at 340 nm [125]. 

2.7.2. Determination of aspartate amino transferase AST: 

AST in the sample catalyzes the transfer of an amino group between L-aspartate 

and 2-oxoglutarate to form oxaloacetate and L-glutamate. The oxaloacetate then reacts 

with NADH, in the presence of malate dehydrogenase (MDH), to form NAD+. 

Pyridoxal phosphate serves as a coenzyme in the amino transfer reaction.  

L-Aspartate + 2-Oxoglutarate     AST              Oxaloacetate + L-Glutamate  

Oxaloacetate + NADH + H+       MDH           L-Malate + NAD+ 

The rate of NADH oxidation is directly proportional to the catalytic AST activity. It is 

determined by measuring the decrease in absorbance at 340 nm [126]. 
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2.7.3. Determination of serum lactate dehydrogenase (LDH): 

Lactate dehydrogenase catalyzes the conversion of L-lactate to pyruvate; NAD 

is reduced to NADH in the process. 

L-Lactate + NAD+          LDH          Pyruvate + NADH + H+ 

 

The initial rate of the NADH formation is directly proportional to the catalytic LDH 

activity. It is determined by measuring the increase in absorbance at 340 nm [127]. 

2.7.4. Determination of serum gama- glutamyl transferase (G ــGT):  

The amount of 5-amino-2-nitrobenzoate liberated is proportional to the G-GT 

activity in the sample. It is determined by measuring the increase in absorbance at 409 

nm [128]. 

L-γ-Glutamyl-3-carboxy-4-nitoanilide + glycylglycine         G ــ   GT         L-γ-Glutamyl-

glycylglycine + 5-amino-2-nitrobenzoate 

2.7.5. Determination of serum total protein: 

Divalent copper reacts with the peptide bonds of proteins under alkaline 

conditions to form the characteristic pink to purple biuret complex. Sodium potassium 

tartrate prevents copper hydroxide precipitation and potassium iodide prevents the 

autoreduction of copper. 

Protein + Cu2+      Alkaline pH     Cu-Protein complex 

The color intensity is directly proportional to the protein concentration.  It is determined 

by measuring the increase in absorbance at 552 nm [129]. 
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2.7.6. Determination of serum albumin: 

 At pH 4.3, albumin is sufficiently cationic to bind the anionic dye bromcresol 

green (BCG) to form a blue-green colored complex. 

Albumin + BCG       pH 4.3          albumin-BCG complex 

The intensity of the blue-green color is directly proportional to the concentration of 

albumin in the sample. It is determined by monitoring the increase in absorbance at 629 

nm [130]. 

2.7.7. Determination of serum total bilirubin: 

Since the absorbance maximum for azobilirubin is pH dependent, an oxalic 

acid/sulfanilic acid buffer system is used to maintain the pH of the reaction. The color 

intensity is proportional to the concentration of total bilirubin in the sample and is 

determined by monitoring the increase in absorbance at 552 nm [131]. 

Sulfanilic acid + NaNo2         HCl          diazotized sulfanilic acid 

Bilirubin + diazotized         pH 1.4         azobilirubin sulfanilic acid 

2.7.8. Determination of serum alkaline phosphatase (ALP): 

In the presence of magnesium and zinc ions, p-nitrophenyl phosphate is cleaved by 

phosphatases into phosphate and p-nitrophenol. 

AMP + 4-NPP       ALP           4-nitrophenoxide + AMP-phosphate          

The p-ntirophenol released is directly proportional to the catalytic ALP activity. It is 

determined by measuring the increase in absorbance at 409 nm [132,133]. 

2.7.9. Determination of serum creatinine: 

In alkaline solution creatinine reacts with picrate to form a yellow-red adduct. 

Creatinine + picric acid   Alkaline pH     yellow-red complex 

The rate of the dye formation is directly proportional to the creatinine concentration in the 

specimen. It is determined by measuring the increase in absorbance at 512 nm [134,135]. 
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2.7.10. Determination of blood urea: 

Urea is hydrolyzed by urease to form ammonium and carbonate. In the second 

reaction 2-oxoglutarate reacts with ammonium in the presence of glutamate 

dehydrogenase and the coenzyme NADH to produce L-glutamate. In this reaction two 

moles of NADH are oxidized to NAD. 

Urea + 2 H2O      Urease           2NH4
+ + CO3

2-
 

NH4
+

 + 2-oxoglutarate + NADH 
 
       GLDH           L-glutamate + NAD+ + H2O 

The rate of decrease in the NADH concentration is directly proportional to the urea 

concentration in the specimen. It is determined by measuring the absorbance at 340 

nm[136].  

2.7.11. Determination of glutathione reductase (GR): 

In method of enzymatic analysis glutathione reductase catalyses the reduction of 

glutathione (GSSG) in the presence of NADPH, which is oxidized to NADP+. The 

decrease in absorbance at 340 nm is measured [137].  

NADPH + H+ + GSSG       GR            NADP+ + 2GSH 

2.7.12. Determination of glutathione peroxidase (GPx):  

Glutathione peroxidation (GPx) activity was determined by the assay is an 

indirect measure of the activity of GPx, oxidized glutathione (GSSG) produced upon 

reduction of organic peroxide by GPx, is recycled to its reduced state by the enzyme 

glutathione reductase (GR) [138]. 

R-O-O-H + 2 GSH       GPx         R-O-H +GSSG +H2O 

GSSG + NADPH +H+     GR             2GSH +NADP+ 

2.7.13. Determination of Catalase (CAT):   

Catalase (CAT) activity was assayed colorimetrically. Catalase reacts with 

known quantity of H2O2. The reaction is stopped after exactly one minute with catalase 

inhibitor [139,140]. 
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2.7.14. Determination of superoxide dismutase (SOD): 

Superoxide dismutase assay (SOD) activity was assayed according to the assay 

relies on the ability of enzyme to inhibit the phenazine methosulphate-mediated 

reduction of nitroblue tetrazolium dye [141].  

2.7.15. Determination of malondialdehyde (MDA):   

According to Thiobarbituric acid (TBA) reacts with malondialdehyde (MDA) in 

acidic medium at temperature of 950C for 30 min., to form thiobarbituric acid reactive 

product the absorbance of resultant pink product can be measured at 534nm [142,143].   

2.8. Histopathological studies:   

At the end of experiments, animals in all groups were scarified dislocation for 

histopathological studies, liver was removed and fixed in 10% neutral formalin. The 

slides were coded and were examined by a histopathologist in Annoon medical 

laboratory. After which photographs were taken. 

2.9. Statistical analysis of the data: 

The results obtained were statistically analyzed according to the methods described 

by the probability "P" was deduced from table of "t" test according to the degree of freedom. 

[144]. 

2.9.1. Arithmetic mean: 

  =    where; = Arithmetic mean; (X) = Sum of the individual values of 

the variant and n = Number of measurements. 

2.9.2. Standard Deviation (S.D.): 

( )X ( )X
n∑ ( )X
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S.D. =   where 

S.D. = standard deviation. 

= Sum of squared deviations of the individual values of the variant from the 

arithmetic mean  of the series and n = Number of observations  

2.9.3. Standard Error (S.E.): 

S.E. =   where: 

S.E. = standard error 

= Sum of squared deviations of the values of the variant from the arithmetic 

mean of series and n = Number of observation. 

N.B. S.E. should not exceed 10% from the mean value and S.D. should not exceed 25% 

from the mean value. 

"t" calculated =  where 

 = difference between the sample means. 

 = stand for the sum of the squared deviations of the individual values of 

sample (1) and (2) respectively from their corresponding mean values. 

n1 and n2 = number of observations in each of the two samples. 

† Insignificant at P> 0.1; * Significant at P<0.05; ** Highly significant at P<0.01;     

*** Very highly significant at P<0.001.  
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RESULTS 
 

1. Phytochemical screening of Ecballium elaterium "fruit juice" 
 

Based on the absorbance values of the Ecballium elaterium "fruit juice" and 

compared with the standard solutions of pyrogallol, quercetin and vitamin C as 

described below.  

Results obtained in table (1) and figs. (12, 13) referred to total phenolic content 

of Ecballium elaterium "fruit juice" where compared with pyrogallol as a standard 

phenolic compound.  

Total flavonoids content also determined in fruit juice of Ecballium elaterium 

were compared with quercetin and as illustrated in table (2) and figs. (14, 15). 

 The reducing capacity of Ecballium elaterium "fruit juice" has been compared 

with the ascorbic acid according to the results that mentioned in table (3) and figs. (16, 

17).  

The results of the DPPH˙ radical scavenging activity of Ecballium elaterium 

"fruit juice" are shown in table (4) and fig. (18, 19).  

These results are compared with the well known antioxidant ascorbic acid the 

percent of inhibition started from 37% at 100 µl to 89% at 500 µl and recorded from 

44% at 100 µg/ml to 84% at 500 µg/ml in ascorbic acid.   
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Table (1): Total phenolic content (TPC) of Ecballium elaterium "fruit juice" compared to  pyrogallol. 

Volume  of  
Ecballium elaterium 

"µl" 

Mean ± 
Standard 
Deviation  

Concentration of 
Pyrogallol "µg/ml"   

   

Mean ± 
Standard  
Deviation  

 
100 

 
0.525 ± 0.0162 

 
100 

 
0.438 ±0.020 

 
200 

 
0.725 ± 0.020 

 
200 

 
0.725 ± 0.050 

 
300 

 
0.922 ± 0.022 

 
300 

 
1.070 ±0.087 

 
400 

 
1.154 ± 0.036 

 
400 

 
1.307 ±0.027 

 
500 

 
1.361 ± 0.037 

 
500 

  
1.564 ±0.075 

 

 
 

 

Table (2): Total flavonoid content of Ecballium elaterium "fruit juice" compared to  quercetin.  

y = 0.00218x + 0.3071
R² = 0.9990
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Fig. (12) Total phenolic content of             
Ecballium elaterium

y = 0.00268x + 0.170
R² = 0.995
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Fig. (13) Total phenolic   content of  
Pyrogallol 
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Volume  of 
Ecballium 

elaterium "µl" 

Mean ± Standard  
Deviation 

Concentration of 
quercetin "µg/ml"  

  

Mean ± Standard  
Deviation  

 
100 

    
    0.0845 ± 0.055 

 
100 

 
0.307±0.025 

 
200 

    
0.135 ±0.045 

 
200 

 
0.587 ±0.075 

 
300 

     
0.191±0.075 

 
300 

    
0.974 ±0.074 

 
400 

    
0.223 ±0.071 

 
400 

 
 1.203 ±0.056 

          
         500 

   
0.266 ±0.085 

         
500 

 
1.511 ±0.026 

 

 

 

 

Table (3): Reducing power assay of Ecballium elaterium "fruit juice" compared to  vitamin C.  

y = 0.0004x + 0.044
R² = 0.991
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Fig. (14) Total flavonoid content of            
Ecballium elaterium

y = 0.003x + 0.0072
R² = 0.995
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Volume  of  
Ecballium 

elaterium "µl"  

Mean ± Standard  
Deviation 

Concentration 
of vitamin C 

"µg/ml  

Mean ± Standard  
Deviation 

 
100 

 
0.503 ±0.0448 

 
100 

 
0.201 ±0.0168 

 
200 

 
0.875±0.0965 

 
200 

 
0.495 ±0.0264 

 
300 

 
1.293 ±0.0471 

 
300 

 
0.697 ±0.0308 

 
400 

 
1.563 ±0.0266 

 
400 

 
0.992 ±0.0173 

         
        500 

 
2.039 ±0.0401 

        
        500 

  
1.201 ±0.0264 

 

 
 

Table (4): DPPH radical scavenging of Ecballium elaterium "fruit juice" compared to  vitamin C. 

y = 0.003x + 0.126
R² = 0.995
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Fig. (16) Reducing power assay of  

Ecballium elaterium
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0

0.2

0.4

0.6

0.8

1

1.2

1.4

0 100 200 300 400 500

Ab
s. 

 a
t 7

00
nm

Conc.  (µg/ml)
Fig. (17) Reducing power assay of  

vitamin C



RESULTS 
 

50 
 

Volume  of  
Ecballium elaterium 

"µl"  

Percent of 
inhibition % 

Concentration 
of vitamin C 

"µg/ml  

Percent of 

inhibition % 

 
100 

 
37% 

 
100 

 
44% 

 
200 

 
49% 

 
200 

 
54% 

 
300 

 
60% 

 
300 

 
67% 

 
400 

 
73% 

 
400 

 
76% 

          
500 

 
89% 

        
500 

 
84% 

 

                   
 

 
Table (5): Phytochemical screening of Ecballium elaterium "fruit juice" and its absorbance. 

 

y = 0.236x + 13.4
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Fig. (18) Percent of inhibition of 
DPPH radical by Ecballium elaterium
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Ecballium 
elaterium  

Total phenolic 
content 

100 µl 0.525 

200 µl 0.725 

300 µl 0.922 

400 µl 1.154 

500 µl 1.361 

 

2. Hepatic marker enzymes in prophylactic group:                                        

2.1. Effect of different treatments on serum ALT, AST, LDH, G
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Fig. (20) phytochemical screening of 

Total flavonoid 
content  

Reducing 
power 

DPPH˙ 
radical 

0.0845 0.503 1.778 

0.135 0.875 1.478 

0.191 1.293 1.121 

0.223 1.563 0.447 

0.266 2.039 0.427 

 

Hepatic marker enzymes in prophylactic group:                                         

Effect of different treatments on serum ALT, AST, LDH, G-GT and ALP           

300 400 500
Volum of of Ecballium elaterium "fruit juice"

) phytochemical screening of Ecballium elaterium "fruit juice" 

TPC TFC

RPA DPPH

 

 

GT and ALP            
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The effects of acetaminophen on the serum enzymes ALT, AST, LDH, G-GT 

and ALP, illustrated in tables (6, 7, 8, 9 and 13), and figs. (21, 22, 23, 24, and 28), oral 

administration of acetaminophen significantly increased the activities of these enzymes 

by 332.68%, 166.80%, 204.29%, 258.60% and 70% respectively.  

Pretreatment the rats with Ecballium elaterium "fruit juice" at 100 µl 

ameliorated these increases by 61.53%, 51.28%, 56.46%, 62.21% and 35.68% in ALT, 

AST, LDH, G-GT and ALP, respectively, when compared with positive group.                                 

2.2. Effect of different treatments on serum proteins 

There is significant increase in total bilirubin in table (12) and fig. (27) by 

340%, the level of total protein and albumin significantly decreased by 49.44%, 66.38% 

respectively as illustrated in  tables (10, 11) and figs. (25, 26).   

There is decrease in total bilirubin levels by 40.88%, but the level of total 

protein and albumin increased by 61.67%, 135.78% after treatment with Ecballium 

elaterium "fruit juice" at 100 µl when compared with the acetaminophen treated group.  

3. Renal function test in prophylactic group:                                         

3.1. Effect of different treatments on serum creatinine and blood urea. 

Serum creatinine and blood urea significantly increased after acetaminophen 

treatment by 334.6%, and 113.9% respectively, when compared with the control where 

noted in tables (14, 15) and figs. (29, 30). Serum creatinine and blood urea decreased by 

62.8%, and 39.3% respectively when compared with the acetaminophen treated group.  

Restoration of hepatic marker enzymes was noticed in the Ecballium elaterium 

"fruit juice" at 100 µl than the vitamin C at 300 mg/kg when compared with 

acetaminophen treated rats. 

4. Antioxidant enzymes in prophylactic group: 

After the exposure of rats to acetaminophen only a significant decrease in the 

activities of the antioxidant enzymes  GR, GPx, CAT, and SOD, in comparison to the 

control group by 55.2%, 53.4%, 51.1%, and 60.7% respectively in tables (16, 17, 18, 

and 19) and figs. (31, 32, 33, and 34), but the MDA level shows significant increase by 

153.5% table (20) and fig. (35).   

Pretreatment of the rats with Ecballium elaterium "fruit juice" at (100µl) 

increase the activity of these enzymes GR, GPx, CAT, and SOD by 89.5%, 72.2%, 
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77.3%, and 111.5%, respectively and significant decrease in MDA by 44.3% when 

compared with the acetaminophen treated group as illustrated in tables (16, 17, 18, 19, 

and 20) and figs. (31, 32, 33, 34 and 35) respectively.  

  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



RESULTS 

Table (6): Prophylactic effect of different 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
 

Animal groups Before treatment

Control 41.34 ±7.33
Positive control 43.18±4.18
Ecballium elaterium 
fruit juice "100 µl" 

                                     
44.31 ±2.99

Vitamin C (300 
mg/kg.b.w) 

                           
43.22 ±4.01

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (21) prophylactic effect of different treatments on S. ALT (u/l)

rophylactic effect of different treatments on S. ALT (U/L ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

treatment After treatment % change 

±7.33 43.45±3.72 † 5.10 ↑ 

43.18±4.18 188.31±5.43 a,*** 336.10 ↑ 
                                     

44.31 ±2.99 
                               

72.43±4.66 b, *** 
                              

63.46 ↑ 

                           
43.22 ±4.01 

                           
88.43±5.72 b, *** 

                        
104.6↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C

) prophylactic effect of different treatments on S. ALT (u/l)

BEFOR

AFTER

 

from the 

                              

                        

0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (7): Prophylactic effect of different 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 
 

Animal groups Before treatment

Control 93.41±8.01
Positive control 90.76±7.43
Ecballium elaterium 
fruit juice "100 µl"  

                     
93.65±3.89

Vitamin C (300 
mg/kg.b.w) 

                     
91.22±5.43

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. difference at P < 0.001; 
compared with control group; b compared with 
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Fig. (22) prophylactic effect of different treatments on S. AST (u/l)  

rophylactic effect of different treatments on S. AST (U/L ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.  

treatment After treatment % change 

93.41±8.01 96.37±4.22 † 3.17↑ 

90.76±7.43 257.12±8.57 a, *** 183.29↑ 
                     

93.65±3.89 
              

125.26±4.32 b, *** 
                   

33.75 ↑ 

                     
91.22±5.43 

                         
138.65±5.78 b, *** 

                       
51.99 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C
) prophylactic effect of different treatments on S. AST (u/l)  

BEFOR

AFTER

 

from the 

 

                   

                       

Significant difference at P < 0.05; 
↓ Decrease; ↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (8): Prophylactic effect of different treatments on S. LDH (U/L± S.D
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
  

Animal groups Before treatment

Control 38.97±2.9
Positive control 41.21 ±2.5
Ecballium elaterium 
fruit juice "100 µl" 

                          
41.94±2.1

Vitamin C (300 
mg/kg.b.w) 

                         
40.74±3.2

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (23) prophtlactic effect of different treatments on S. LDH (u/l)

ifferent treatments on S. LDH (U/L± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

treatment After Treatment % change 

38.97±2.9 40.54±1.82 † 4.02 ↑ 

41.21 ±2.5 123.36±4.52 a, *** 199.34 ↑ 
                          

4±2.1 
                  

53.71±3.22 b, *** 
                     

28.06 ↑ 

                         
40.74±3.2 

                       
48.87±5.01 b, *** 

                      
19.95 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

  

Positive  Pro. E.E. Pro. Vit. C
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RESULTS 

Table (9): Prophylactic effect of different treatments on S. G
corresponding control during the induction of hypercholesterolemia for 3 weeks in male albino rats. 
 

Animal groups Before treatment

Control 3.53±0.82

Positive control 3.74±0.71

Ecballium elaterium 
fruit juice "100 µl"  

                              
3.33±0.79

Vitamin C (300 
mg/kg.b.w) 

                        
3.51±0.65

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (24) prophylactic effect of different treatments on S. G

fferent treatments on S. G-GT (U/L ± S.D) and % change from the 
corresponding control during the induction of hypercholesterolemia for 3 weeks in male albino rats.  

treatment After  Treatment % change 
3.53±0.82 3.72±1.61† 5.38 ↑ 

3.74±0.71 13.34±2.31 a, *** 256.68 ↑ 
                              

3.33±0.79 
                         

5.04±0.57 b, *** 
                       

51.53 ↑ 
                        

3.51±0.65 
                              

5.85±0.97 b, *** 
                        

66.66 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C
) prophylactic effect of different treatments on S. G-GT (u/l)

BEFOR

AFTER

 

from the 

                       

                        

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (10): Prophylactic effect of different treatments on S. total p
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
 

Animal groups Before treatment

Control 8.41±0.21
Positive control 9.12±0.49
Ecballium elaterium 
fruit juice "100 µl" 8.97±0.38

Vitamin C (300 
mg/kg.b.w) 8.93±0.47
 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (25) prophylactic effect of different treatments on S. total protein (g/dl)

of different treatments on S. total protein (g/dl ± S.D) and %change from 
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

treatment After treatment % change 

8.41±0.21 8.98±0.80 † 6.77 ↑ 

2±0.49 4.54±0.23 a, *** 50.21 ↓ 
                        

8.97±0.38 
                        

7.34±0.66 b, *** 
                     

22.20 ↓ 

                      
8.93±0.47 

                              
6.84±0.54 b, *** 

                     
23.40 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen  positive group.  

Positive  Pro. E.E. Pro. Vit. C
) prophylactic effect of different treatments on S. total protein (g/dl)

BEFOR

AFTER

 

from 

 

                     

                     

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (11): Prophylactic effect of different treatments on S. albumin (g/dl ±S.D) and % change from the 
corresponding control during the induction of 
 

Animal groups Before treatment

Control 8.83±0.27
Positive control 8.51±0.36
Ecballium elaterium 
fruit juice "100 µl" 

9.31±0.17

Vitamin C (300 
mg/kg.b.w) 8.77±0.51

 
 † Nonsignificant difference from the corresponding control at P > 0.1; 
0.05; * * highly sig. difference at P < 0.01; 
Increase; a compared with control group; b compared with 
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Fig. (26) Prophylactic effect of different treatments on S. albumin (g/dl)

: Prophylactic effect of different treatments on S. albumin (g/dl ±S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment After treatment % change 

8.83±0.27 9.31±0.53† 5.43 ↑ 

8.51±0.36 3.13±0.28 a, *** 63.21 ↓   
9.31±0.17      7.38±0.11 b, ** 19.16 ↓   

8.77±0.51 6.93±0.47 b, ** 
20.98 ↓   

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 
highly sig. difference at P < 0.01; *** Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C

) Prophylactic effect of different treatments on S. albumin (g/dl)

BEFOR

AFTER

 

: Prophylactic effect of different treatments on S. albumin (g/dl ±S.D) and % change from the 

 

Significant difference at P < 
↓ Decrease; ↑ 

 

BEFOR

AFTER



RESULTS 

Table (12): Prophylactic effect of different treatments on t
the corresponding control during the induction of hepatotoxicity 
 

Animal groups Before

Control 0.4

Positive control 0.45±0.27

Ecballium elaterium 
fruit juice "100 µl" 0.43±0.57

Vitamin C (300 
mg/kg.b.w) 0.42±0.017

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (27) prophylactic effect of different treatments on S.total bilirubin (mg/dl) 

ect of different treatments on total bilirubin (mg/dl± S.D) and % change from 
he induction of hepatotoxicity for 3 weeks in male albino rats.  

Before treatment After Treatment % change
0.42±0.21 0.45±0.14† 7.14 ↑ 
0.45±0.27 1.98±0.36 a, *** 340 ↑ 

                          
0.43±0.57 

                        
0.66±0.23 b, *** 

                   
53.48 ↑ 

                           
0.42±0.017 

                        
0.71±0.35 b, *** 

                      
69 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C

) prophylactic effect of different treatments on S.total bilirubin (mg/dl) 

BEFOR

AFTER

 

from 

change 

                   

                      

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (13): Prophylactic effect of different treatments on 
corresponding control during the induction of hepatotoxicity
  

Animal groups Before treatment

Control 147±2.0
Positive control 149±6.99
Ecballium elaterium 
fruit juice "100 µl" 

                                 
148 ±4.36

Vitamin C (300 
mg/kg.b.w) 

                            
152±7.01

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (28) prophylactic effect of different treatments on S ALP (u/l)

rophylactic effect of different treatments on S. ALP (U/L ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment After Treatment % change 

147±2.0 150±4.83 † 2.04 ↑ 

149±6.99 255±2.53 a, *** 71.14 ↑ 
                                 

±4.36 
                          

164±4.75 a, *** 
                          

10.8 ↑ 

                            
152±7.01 

                             
171±3.93 a, *** 

                          
12.5 ↑ 

difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C

) prophylactic effect of different treatments on S ALP (u/l)

BEFOR

AFTER

 

from the 

 

                          

                          

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (14): Prophylactic effect of different treatments on 
from the corresponding control during the induction of hepatotoxicity 
 

Animal groups Before treatment

Control 0.24 ± 0.02

Positive control 0.27 

Ecballium elaterium 
fruit juice "100 µl" 0.24 ± 0.01

Vitamin C (300 
mg/kg.b.w) 0.25 ± 0.02

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. difference at P < 0.001; 
compared with control group ; b compared with 
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Fig. (29) prophylactic effect of different treatments on S. creatinin (mg/dl)

rophylactic effect of different treatments on S. creatinine (mg/dL ± S. D) and % change
he induction of hepatotoxicity for 3 weeks in male albino rats. 

treatment After  treatment 
% change 

0.24 ± 0.02 0.26 ± 0.14 † 8.33 ↑ 

0.27 ± 0.05 1.13 ± 0.17 a, *** 318.5 ↑ 

                                 
0.24 ± 0.01 

                             
0.42 ± 0.12 b, *** 

                     
75.83 ↑ 

                                        
0.25 ± 0.02 

                              
0.35± 0.14 b, *** 

                          
40 ↑ 

difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease;  ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C
) prophylactic effect of different treatments on S. creatinin (mg/dl)

BEFOR

AFTER

 

change 

 

                     

                          

Significant difference at P < 0.05; 
↓ Decrease;  ↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (15): Prophylactic effect of different treatments on 
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.

Animal groups Before Treatment

Control 21.42

Positive control 21.45 
Ecballium elaterium 
fruit juice "100 µl"  20.23 ±1.43

Vitamin C (300 
mg/kg.b.w) 21.18 ± 1

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (30) prophylactic effect of different treatments on S. blood urea (mg/dl)

rophylactic effect of different treatments on blood urea (mg/dL ± S. D) and % change from 
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Treatment After treatment % change 

21.42 ± 1.12 22.13 ± 1.99 † 3.31 ↑ 
21.45 ± 1.11 47.34± 2.73 a, *** 120.7 ↑ 

                               
20.23 ±1.43 

                         
28.71±2.01 b, ** 

                     
41.92 ↑ 

                                 
21.18 ± 1.99 

                       25.31 
± 2.01 b, ** 

                       
19.5 ↑ 

difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C
) prophylactic effect of different treatments on S. blood urea (mg/dl)

BEFOR

AFTER

 

from 

                     

                       

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (16): Prophylactic effect of different tre
corresponding control during the induction of
 

Animal groups Before treatment

Control 25.28±0.02
Positive control 26.67±0.01
Ecballium elaterium 
fruit juice "100 µl"  

                           
25.76±1.69

Vitamin C (300 
mg/kg.b.w) 

                            
26.23±0.04

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. ( 31) prophylactic effect of different treatments on S. GR (u/l)

rophylactic effect of different treatments on plasma GR (u/l ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

treatment After treatment % change 

25.28±0.02 26.14±0.05 † 3.40 ↑ 

26.67±0.01 11.71±0.01 a, *** 56.09 ↓ 

                           
.76±1.69 

                                
22.19±0.02 b, *** 

                 
13.85 ↓ 

                            
26.23±0.04 

                               
20.37±0.02 b, *** 

                   
22.34 ↓ 

difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C

) prophylactic effect of different treatments on S. GR (u/l)

BEFOR

AFTER

 

from the 

                 

                   

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (17): Prophylactic effect of different treatments on plasma GP
the corresponding control during the induction of
  

Animal groups Before treatment

Control 30.67±1.15
Positive control 31.23±2.16
Ecballium elaterium 
fruit juice "100 µl" 30.71±1.14
Vitamin C (300 
mg/kg.b.w) 33.17±2.44

  
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. difference at P < 0.001; 
compared with control group ; b compared with 
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Fig. (32) prophylactic effect of different treatments on S. GPx (mu/ml)

effect of different treatments on plasma GPX (mu/ml ± S.D) and % change from 
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

treatment After treatment % change 

30.67±1.15 30.72±0.39 † 0.16 ↑ 

31.23±2.16 14.31 ± 0.03 a, ** 54.17 ↓ 

                          
30.71±1.14 

                       
24.65±1.21 b, * 

                      
19.73 ↓ 

                         
33.17±2.44 

                        
21.23±2.14 b, * 

                         
36 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease;  ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C

) prophylactic effect of different treatments on S. GPx (mu/ml)

BEFOR

AFTER

 

) and % change from 

                      

                         

Significant difference at P < 0.05; 
↓ Decrease;  ↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (18): Prophylactic effect of different trea
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
  

Animal groups Before treatment

Control 45.38±3.29
Positive control 46.31±4.55
Ecballium elaterium 
fruit juice "100 µl" 

                       
47.66±3.37

Vitamin C (300 
mg/kg.b.w) 

                            
46.98±2.44

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (33) prophylactic effect of different treatments on S. CAT (u/l)

effect of different treatments on plasma CAT (u/l ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

treatment After treatment % change 

45.38±3.29 46.45±3.99 † 2.36 ↑ 

46.31±4.55 22.71±3.32 a, ** 50.96 ↓ 

                       
47.66±3.37 

                      
40.26±5.01 b, ** 

                                 
15.52 ↓ 

                            
.98±2.44 

                             
38.11±4.77 b, ** 

                      
18.88 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C

) prophylactic effect of different treatments on S. CAT (u/l)

BEFOR

AFTER

 

from the 

                                 

                      

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (19): Prophylactic effect of different treatments on plasma SOD (u/mol ± S.D) and % 
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats
 

Animal groups Before treatment

Control 12.31±2.97
Positive control 13.71±1.84
Ecballium elaterium 
fruit juice "100 µl" 

                                  
14.41±2.01

Vitamin C (300 
mg/kg.b.w) 

                         
12.93±2.13

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (34) prophylactic effect of different treatments on S. SOD (u/mol)

rophylactic effect of different treatments on plasma SOD (u/mol ± S.D) and % change from 
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.  

treatment After treatment % change 

.31±2.97 13.53±1.93 † 9.91 ↑ 

13.71±1.84 5.31±1.57 a, *** 61.26 ↓ 

                                  
.41±2.01 

                  
11.23±2.21 b, *** 

                     
22.06 ↓ 

                         
3±2.13 

                      
9.81±2.31 b, ** 

                     
24.13 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C

) prophylactic effect of different treatments on S. SOD (u/mol)

BEFOR

AFTER

 

from 

 

                     

                     

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER



RESULTS 

Table (20): Prophylactic effect of different treatments on plasma MDA (nmol
from the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
 

Animal groups Before treatment

Control 18.92±

Positive control 18.37±3.21
Ecballium elaterium 
fruit juice "100 µl" 

                        
17.20±4.23

Vitamin C (300 
mg/kg.b.w) 

                       
18.20±3.78

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (35) prophylactic effect of different treatments on S. MDA (nmol/ml)

rophylactic effect of different treatments on plasma MDA (nmol/ml ± S.D) and % change 
from the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment After  treatment % change 

±3.22 19.35±3.66 † 2.27 ↑ 

18.37±3.21 49.05±2.31 a, *** 167 ↑ 

                        
17.20±4.23 

                     
27.30±3.09 b, ** 

                     
58.72 ↑ 

                       
18.20±3.78 

                         
22.11±4.05 b, ** 

                     
21.48 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive  Pro. E.E. Pro. Vit. C
) prophylactic effect of different treatments on S. MDA (nmol/ml)

BEFOR

AFTER

 

/ml ± S.D) and % change 

 

                     

                     

Significant difference at P < 0.05; 
↑ Increase; a 

 

BEFOR

AFTER
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4. Histopathology of the liver: 
 

The results of light microscopy examination of the transverse section of control, 

acetaminophen -treated and treated rats liver are shown in figs. (36, 37, 38, and 39).   

In fig. (36) the liver cells of rat in the control group, from that image it can be 

observed that the normal liver architecture of hepatocytes, the cells are intact and most 

importantly, the portal vein has a regular shape, overall, a healthy set of cells can be 

observed.  

In the rats treated with acetaminophen alone, induced marked histopathological 

lesion which was characterized by diffuse ballooning degeneration, dusty and cloudy 

swelling, fatty degeneration, hepatocellular necrosis, and irregular appearance due to the 

damage of cells were seen in fig. (37). when compared to the hepatocytes architecture of 

normal liver fig. (36). 

The hepatocytes distortion was ameliorated where near normal appearance of 

hepatocytes in Ecballium elaterium "fruit juice" at 100 µl in pretreated livers, also at the 

300 mg/kg as illustrated in (figs. 38, 39)   The most significant ameliorating effect was 

recorded for 100 µl of Ecballium elaterium "fruit juice" pretreated liver (fig. 38 ) 

 

 

 

 

 

 



RESULTS 

Fig. (36) light microscopy 

Fig. (37) Light microscopy of liver cell of 

light microscopy of liver cell of normal rat. 
 

cell of positive rat treated by 400mg/kg of acetaminophen. 

 

 

 



RESULTS 

Fig. (38) Light microphotographs of liver cell treated by 

 

Fig. (39) Light microphotographs of 

Fig. (38) Light microphotographs of liver cell treated by Ecballium elaterium "fruit juice" at 100 µl 

Light microphotographs of liver cell treated by vitamin C at 300 mg/kg 

 

 

 

 



RESULTS 
 

72 
 

5. Induction of hepatotoxicity by acetaminophen. 

 

Table (21): Arithmetic mean values ± S.D and % change from the corresponding 

control of different biochemical parameters before and after induction of hepatotoxicity 

for 3 weeks in male albino rats. 

 

% change 
After induction of 

hepatotoxicity 
Before induction 

of         
hepatotoxicity 

Parameter 

344.36 ↑  193.61±6.22 *** 43.57±2.13 S.ALT (u/ml) 
172.78 ↑ 255.76±5.17 *** 93.76 ±5.42 S.AST (u/ml) 
199.43 ↑  127.14±4.76 *** 42.46±3.81 S. LDH (u/l) 
303.10 ↑  12.98±3.83 *** 3.22±1.82 S. G-GT (u/l) 
 53.88 ↓   4.15±1.27 *** 9.00±1.65 S. Total Protein (g/dl) 
63.20 ↓   3.22±0.33 *** 8.75±0.57 S. Albumin(g/dl) 

375.55 ↑ 2.14±0.96 *** 0.45±0.23 S. Total Bilirubin (mg/dl) 
83.70 ↑  270.67±5.43 *** 147.34±5.77 S. ALP (u/l) 
388 ↑ 1.22±0.74 *** 0.25±0.73 S. Creatinine (mg/dl) 

90.47 ↑ 43.77±5.88 *** 22.98±3.11 S. Blood urea (mg/dl) 
69.03 ↓  8.97±2.11 *** 28.97±2.69 P. GR (u/l) 
63.28 ↓ 12.02±1.93 *** 32.74±3.27 P. GPx (mu/ml) 
55.60 ↓  21.28±3.74 *** 47.93±5.12 P. CAT (u/l) 
61.15 ↓ 4.86±1.39 ***  12.51±3.44 P. SOD (u/mol) 

131.32 ↑ 49.04±2.89 *** 21.20±2.93 S.MDA (nmol/ml) 

 
† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
* * highly sig. difference at P < 0.01; *** Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; a 
compared with control group; b compared with acetaminophen positive group.  
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6. Hepatic marker enzymes in Curative group: 

6.1. Effect of different treatments on serum ALT, AST, LDH, G-GT and ALP. 

The effect of acetaminophen on the serum enzymes ALT, AST, LDH, G-GT and 

ALP. As illustrated in tables (22, 23, 24, 25 and 29), and figs. (40, 41, 42, 43, 47), oral 

administration of acetaminophen significantly increases the activity of these enzymes by 

383.66%, 184.4%, 234.7%, 235.1% and 82.5% respectively. 

Post treatment of the rats with Ecballium elaterium "fruit juice" at (100µl) 

ameliorated these increases by 49.76%, 31.40%, 47.46%, 41.1% and 27.58% in ALT, 

AST, LDH, G-GT and ALP, respectively. 

6.2. Effect of different treatments on serum proteins.  

The level of total protein and albumin tables (26, 27) and figs. (44, 45), 

significantly decreased by 58.04%, 57.25% respectively also there is significant 

increases in total bilirubin in table (28) and fig. (46) by 332.5% in acetaminophen 

treated group when compared with normal group.   

The use of Ecballium elaterium "fruit juice" at 100 µl as a post treatment 

increase the level of total protein and albumin by 72.57%, 74.45% but there was 

decrease in the level of total bilirubin by 52.02% respectively, when compared with 

acetaminophen treated group. 

7. Renal function test in Curative group: 

7.1.Effect of different treatment on serum creatinine and blood urea. 

Serum creatinine and blood urea significantly increased by 324.13%, and 

116.8% respectively, in acetaminophen treated group where noted in tables (30, 31) and 

figs. (48, 49), when compared with the control.   

When treated by 100 µl of Ecballium elaterium "fruit juice" post treatment the 

level of serum creatinine and blood urea decreased by 48.78%, 21.2% respectively 

when compared with the acetaminophen treated group.   

Restoration of hepatic marker enzymes was noticed more in the Ecballium 

elaterium "fruit juice" at (100µl) than the vitamin C at (300 mg/ kg) and silymarin at 50 

mg/kg when compared with acetaminophen treated group. 
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8. Antioxidant enzymes in curative group: 

After the exposure of rats to acetaminophen only a significant decrease in the 

activities of GR, GPx, CAT, and SOD, in comparison to the control group by 63.8%, 

66.9%, 62.2%, and 75.3% respectively tables (32, 33, 34, 35) and figs. (50, 51, 52, 53) 

the MDA level shows significant increase by 138% table (36) and fig. (54).   

 

Post treatment of the rats with Ecballium elaterium "fruit juice" at (100µl) 

increase the activity of these enzymes GR, GPx, CAT, and SOD by 94.15%, 73.43%, 

75.5%, and 90.3%, respectively and significant decrease in MDA by 29.39% when 

compared with the acetaminophen treated group. 
 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



RESULTS 

Table (22): Curative effect of different treatments on S
corresponding control during the induction of hepatotoxicity

Animal groups Before treatment 
(After induction)

Control 40.21
Positive control 193.34
Ecballium elaterium 
fruit juice "100 µl"  

197.23

Vitamin C (300 
mg/kg.b.w) 190.96
Silymarin                    
(50 mg/kg b.w.) 192.92
 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (40) Curative effect of different treatments on S. ALT (u/l)

urative effect of different treatments on S. ALT (U/L ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction) 

After Treatment 
% change 

40.21± 4.85 41.38±5.43† 2.9 ↑ 
193.34±12.0 200.14±16.0 a, *** 3.51 ↑ 
197.23±9.01 100.55±11.12 b, *** 49 ↓ 

                     
190.96±13.2 

                         
126.27±8.44 b, *** 

                    
33.9 ↓ 

                      
192.92±11.2 

                              
117.78±14.42 b, *** 

                 
39 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on S. ALT (u/l)

BEFOR

AFTER

 

from the 

 

                    

                 

Significant difference at P < 0.05; 
↑ Increase; a 
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RESULTS 

Table (23): Curative effect of different treatments on S
corresponding control during the induction of hepatotoxicity for 3 
 

Animal groups Before treatment 
(After induction)

Control 89.79± 7.22
Positive control 265.67±22.3
Ecballium elaterium 
fruit juice "100 µl"  

252.28±10.7

Vitamin C (300 
mg/kg.b.w) 

                       
258.63±17.3

Silymarin                  
(50 mg/ kg b.w.) 

                        
255.47±9.37

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (41) Curative effect of different treatments on S. AST (u/l)

urative effect of different treatments on S. AST (U/L ± S.D) and % change from the 
duction of hepatotoxicity for 3 weeks in male albino rats.  

Before treatment 
(After induction) 

After Treatment 
% change 

7.22 91.52±9.85 † 1.92 ↑ 
22.3 260.32±17.3 a, ***  2.01 ↓ 
10.7 178.57±11.2 b, *** 29.21 ↓ 

                       
17.3 

                            
188.41±9.52 b, *** 

                    
27.15 ↓ 

                        
9.37 

                    
194.61±7.45 b, *** 

                 
23.82 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on S. AST (u/l)
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Significant difference at P < 0.05; 
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BEFOR

AFTER



RESULTS 

Table (24): Curative effect of different treatments on S. LDH (U/L
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
  

Animal groups Before treatment 
(After induction) 

Control 40.12±
Positive control 127.34±

Ecballium elaterium 
fruit juice "100 µl"  

127.52±

Vitamin C (300 
mg/kg. b.w.) 

                         
124.96±

Silymarin                  
(50 mg/kg.b.w.) 

                         
128.75±

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (42) Curative effect of different treatments on S. LDH (u/l)

urative effect of different treatments on S. LDH (U/L ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  

After treatment % change 

± 6.7 38.97±8.0 † 2.86 ↓ 
± 10.1 130.45±12.6 a, *** 2.44 ↑ 
±11.7 68.53±7.3 b, *** 46.25 ↓ 

                         
±9.76 

                         
85.54±9.6 b, *** 

                        
31.54 ↓ 

                         
±12.3 

                         
75.82±10.4 b, *** 

                   
41.11 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on S. LDH (u/l)
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± S.D) and % change from the 

 

                        

                   

Significant difference at P < 0.05; 
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RESULTS 

Table (25): Curative effect of different treatmen
corresponding control during the induction of 
 

Animal groups Before treatment 
(After induction)

Control 3.77±0.26
Positive control 13.44±4.22
Ecballium elaterium 
fruit juice "100 µl"  

12.69±4.87

Vitamin C (300 
mg/kg.b.w.) 

                          
13.10±5.09

Silymarin                  
(50mg/kg.b.w.) 

                      
12.72±5.23

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (43) Curative effect of different treatments on S. G

urative effect of different treatments on S. G-GT (U/L ± S.D) and % change from the 
control during the induction of hepatotoxicity for 3 weeks in male albino rats.  

Before treatment 
(After induction) 

After treatment % change 

0.26 3.67±0.11 † 2.65 ↓ 
4.22 12.3±2.11 a, *** 8.48 ↓ 
4.87 7.24±2.15 b, ** 42.94 ↓ 

                          
5.09 

                        
8.04±2.07 b, ** 

                  
38.62 ↓ 

                      
5.23 

                       
7.92±1.13 b, ** 

                
37.73 ↓ 

difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on S. G-GT (u/l)
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Significant difference at P < 0.05; 
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RESULTS 

Table (26): Curative effect of different treatments on S. T. Protein
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
 

Animal groups Before treatment 
(After induction) 

Control 9.50 ± 
Positive control 4.07± 
Ecballium elaterium 
fruit juice "100µl"  

                      
4.18±1.11

Vitamin C (300 
mg/kg.b.w.) 

                         
4.21±0.58

Silymarin                  
(50 mg/kg.b.w.) 

                    
4.17±1.19 

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (44) Curative effect of different treatments on S. T. Protein (g/dl)

urative effect of different treatments on S. T. Protein (g/dl ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  

After treatment % change 

 1.02 9.82±0.56 † 3.36 ↑ 

 0.46 4.12±1.33 a, *** 1.22 ↑ 

                      
1.11 

                      
7.11±0.99 b, ** 

                 
70.09 ↑ 

                         
0.58 

                        
6.15±1.10 b, ** 

               
46.08 ↑ 

                    
 

                      
6.75±1.02 b, ** 

                   
61.87 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on S. T. Protein (g/dl)
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RESULTS 

 Table (27): Curative effect of different treatments on S. albumin (g/dl ±S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.

Animal groups Before treatment 
(After induction) 

Control 7.55± 
Positive control 3.11 ±
Ecballium elaterium 
fruit juice "100µl" 

                            
3.31±

Vitamin C (300 
mg/kg.b.w.) 

                       

Silymarin             
(50 mg/kg.b.w.) 

                                            
3.29±

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
.  
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Fig. (45) Curative effect of different treatments on S. albumin (g/dl )

: Curative effect of different treatments on S. albumin (g/dl ±S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  

After  treatment 
% change 

 0.29 7.51±0.31 † 0.52 ↓ 
± 0.14 3.21±0.51 a, *** 3.21 ↑ 

                            
±0.23 

                   
5.60±0.29 b, ** 

                   
69.18 ↑ 

                       3.17±0.11                        
4.97±0.46 b, ** 

                         
56.78 ↑ 

                                            
±0.35  

                       
5.28±0.17 b, ** 

                    
60.48 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group. 

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on S. albumin (g/dl )

BEFOR
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Significant difference at P < 0.05; 
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RESULTS 

Table (28): Curative effect of different treatments on total b
corresponding control during the induction of hepatotoxicity

 
Animal groups Before treatment 

(After induction) 
Control 0.44±
Positive control 2.19±

Ecballium elaterium 
fruit juice "100 µl"  2.09±

Vitamin C (300 
mg/kg.b.w.) 1.98±
Silymarin                  
(50 mg/kg.b.w.) 2.30±

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (46) Curative effect of different treatments on total bilirubin (mg/dl )

different treatments on total bilirubin (mg/dl ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.  

Before treatment 
(After induction)  

After treatment % change 

±0.03 0.40±0.01 † 9.09 ↓ 
± 0.12 2.12±0.77 a, *** 3.19 ↓ 
                              

±0.34 
                            

0.83±0.11 b, *** 
                    

60.28 ↓ 
                             

±0.11 
                       

1.00±0.13 b, *** 
                  

49.49 ↓ 
                            

±0.15 
                    

1.25±0.21 b, *** 
                  

45.65 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group. 

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on total bilirubin (mg/dl )
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± S.D) and % change from the 
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RESULTS 

Table (29): Curative effect of different treatments on S.
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
  

Animal groups Before treatment 
(After induction) 

Control 146.4± 
Positive control 266.6± 
Ecballium elaterium 
fruit juice "100µl" 

                        
272.8±8.34

Vitamin C (300 
mg/kg.b.w.) 

                         
267.3±10.1

Silymarin                  
(50 mg/kg.b.w.) 

                             
275.9±6.22

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (47) Curative effect of different treatments on S. ALP (u/l)

ifferent treatments on S. ALP (U/L ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  

After treatment % change 

 7.93 144.47±8.95 † 1.31 ↓ 
 14.1 263.68±13.11 a, *** 1.09 ↓ 

                        
8.34 

                          
190.94±6.42 b, *** 

                     
30 ↓ 

                         
10.1 

                      
215.32±8.10 b, *** 

                      
19.44 ↓ 

                             
6.22 

                                
200.97± 9.02 b, *** 

                 
27.116 ↓ 

Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

ed with acetaminophen positive group. 

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on S. ALP (u/l)
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RESULTS 

Table (30): Curative effect of different treatments on S. c
corresponding control during the induction of hepatotoxicity for 
 

Animal groups Before treatment 
(After induction) 

Control 0.28 
Positive control 1.29

Ecballium elaterium 
fruit juice "100µl"  1.17
Vitamin C (300 
mg/kg.b.w.) 1.20
Silymarin                  
(50 mg/kg.b.w.) 1.24

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. difference at P < 0.001; 
compared with control group; b compared with 
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Fig. (48) Curative effect of different treatments on S. creatinine (mg/dl)

of different treatments on S. creatinine (mg/dL ± S. D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  

After treatment 
% change 

0.28 ± 0.01 0.29±0.09 † 3.57 ↑ 

1.29±0.04 1.23 ±0.21 a, *** 4.65 ↑ 

                          
1.17±0.33 

                      
0.63±0.11 b, *** 

                 
46.15 ↓ 

                            
1.20±0.75 

                   
0.87±0.05 b, *** 

                      
27.5 ↓ 

                          
1.24±0.82 

                
0.65±0.06 b, *** 

               
47.58 ↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on S. creatinine (mg/dl)

BEFOR

AFTER

 

from the 

                 

                      

               

Significant difference at P < 0.05; 
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RESULTS 

Table (31): Curative effect of different treatments on blood u
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.

Animal groups Before treatment 
(After induction) 

Control 20.6

Positive control 42.77

Ecballium elaterium 
fruit juice "100µl"  47.85
Vitamin C (300 
µg/kg.b.w.) 43.10
Silymarin                  
(50 mg/kg.b.w.) 41.36

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. difference at P < 0.001; 
compared with control group; b compared with 
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Fig. (49) Curative effect of different treatments on blood urea (mg/dl)

different treatments on blood urea (mg/dL ± S. D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  After treatment % change 

20.6±3.75 20.81±2.11 † 1.01 ↑ 

42.77±7.33 45.12±11.3 a, *** 5.49 ↑ 

                               
47.85± 7.01 

               
35.55±4.44 b, * 

                
25.70 ↓ 

                                  
43.10± 5.62 

                      
31.27±5.39 b, * 

                
27.44 ↓ 

                                  
41.36± 7.44 

                    
37.76±4.09 b, † 

                     
8.70 ↓ 

difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on blood urea (mg/dl)
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S. D) and % change from the 

                

                

                     

Significant difference at P < 0.05; 
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RESULTS 

Table (32): Curative effect of different tre
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
 

Animal groups Before treatment 
(After induction) 

Control 28.58±2.99
Positive control 8.97±2.41
Ecballium elaterium 
fruit juice "100 µl" 

                      
7.73±3.69

Vitamin C (300 
mg/kg.b.w.) 

                           
9.31±1.95

Silymarin                    
"50 mg/kg b.w." 

                  
9.88±2.

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (50) Curative effect of different treatments on plasma GR (u/l )

urative effect of different treatments on plasma GR (u/l ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  

After treatment % change 

28.58±2.99 29.75±3.05 † 4.09 ↑ 

8.97±2.41 10.77±1.57 a, ** 20.06 ↑ 

                      
7.73±3.69 

                            
20.91±3.53 b, * 

                 
161.19 ↑ 

                           
.95 

                           
16.61±2.87 b, † 

                      
78.41 ↑ 

                  
9.88±2.71 

                            
18.37±1.77 b, † 

                   
85.93 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on plasma GR (u/l )
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RESULTS 

Table (33): Curative effect of different treatments on plasma GP
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
  

Animal groups Before treatment 
(After induction) 

Control 32.14±2.65
Positive control 10.74±2.93
Ecballium elaterium 
fruit juice"100 µl" 

                            
13.12±1.49

Vitamin C (300  
mg/kg.b.w.) 

                        
12.66±2.74

Silymarin                    
"50 mg/kg b.w." 

                       
11.56±2.73

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (51) Curative effect of different treatments on plasma GPX (mu/ml )

effect of different treatments on plasma GPX (mu/ml ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  

After treatment % change 

32.14±2.65 35.17±2.79 9.42↑ 

10.74±2.93 11.63 ± 2.67 a, ** 8.28↑ 

                            
13.12±1.49 

                        
20.17±2.26 b, * 

                  
53.73↑ 

                        
12.66±2.74 

                         
16.87±3.74 b, † 

                 
33.25↑ 

                       
11.56±2.73 

                           
19.71±1.33 b, † 

                
70.50↑ 

difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on plasma GPX (mu/ml )
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RESULTS 

Table (34): Curative effect of different treatm
corresponding control during the induction of 
 

Animal groups Before treatment 
(After induction) 

Control 49.67±4
Positive control 20.93±2.05
Ecballium elaterium 
fruit juice "100 µl" 

                       
20.76±2.47

Vitamin C (300 
mg/kg.b.w.) 

                           
22.56±2.47

Silymarin                    
(50 mg/kg.b.w.)  

                            
20.89±2.13

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. differ
compared with control group; b compared with 
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Fig. (52) Curative effect of different treatments on plasma CAT (u/l )

effect of different treatments on plasma CAT (u/l ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.  

Before treatment 
(After induction)  

After treatment % change 

49.67±4.37 52.62±5.49 † 5.93 ↑ 

20.93±2.05 19.87±3.17 a, *** 5.06 ↓ 
                       

20.76±2.47 
                         

34.87±3.71 b, * 
                 

67.96 ↑ 
                           

22.56±2.47 
                         

28.75±1.97 b, † 
                 

27.43 ↑ 

                            
20.89±2.13 

                        
32.63±2.16 b, * 

                 
56.19 ↑ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.   

Positive Cur. E.E. Cur. Vit. C Cur. Sily.
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RESULTS 

Table (35): Curative effect of different treatm
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 
 

Animal groups Before treatment 
(After induction) 

Control 15.33±3.97
Positive control 4.95± 2.16
Ecballium elaterium 
fruit juice "100 µl" 

                      
4.79±3.01

Vitamin C (300 
mg/kg.b.w.) 

                          
5.17±2.73

Silymarin                    
(50 mg/kg.b.w.) 

                          
4.53±3.79

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. diffe
compared with control group; b compared with 
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Fig. (53) Curative effect of different treatments on plasma SOD (u/mol)

effect of different treatments on plasma SOD (u/mol ± S.D) and % change from the 
corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.  

Before treatment 
(After induction)  

After  treatment % change 

15.33±3.97 16.75±2.17 † 9.26 ↑ 

4.95± 2.16 4.13±1.57 a, *** 16.56 ↓ 

                      
4.79±3.01 

                             
7.86±1.21 b, *** 

                  
64.09 ↑ 

                          
5.17±2.73 

                       
5.81±1.25 b, ** 

                     
12.37 ↑ 

                          
4.53±3.79 

                      
6.22±3.31 b, ** 

                 
37.30 ↑ 

difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease; ↑ Increase; 

compared with acetaminophen positive group.  

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on plasma SOD (u/mol)
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Significant difference at P < 0.05; 
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RESULTS 

Table (36): Curative effect of different treatments on plasma MD
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats.
 

Animal groups Before treatment 
(After induction) 

Control 20.17±3.55
Positive control 48.20±2.56
Ecballium elaterium 
fruit juice "100 µl" 

                        
49.37±3.27

Vitamin C (300 
mg/kg.b.w) 

                    
46.81±3.13

Silymarin                    
(50 mg/kg.b.w.) 

                    
51.79±2.11

 
† Nonsignificant difference from the corresponding control at P > 0.1; 
* * highly sig. difference at P < 0.01; *** Very highly sig. difference at P < 0.001; 
compared with control group ; b compared with 
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Fig. (54) Curative effect of different treatments on plasma MDA (nmol/ml) 

effect of different treatments on plasma MDA (nmol/ml ± S.D) and % change from 
the corresponding control during the induction of hepatotoxicity for 3 weeks in male albino rats. 

Before treatment 
(After induction)  

After treatment % change 

3.55 21.07±2.64 † 4.46 ↑ 

48.20±2.56 50.15±2.52 a, *** 4.04 ↑ 

                        
49.37±3.27 

                        
35.41±2.59 a, * 

                     
28.27 ↓ 

                    
46.81±3.13 

                       
33.71±3.05 a, * 

                            
27.98 ↓ 

                    
51.79±2.11 

                         
29.31±1.13 a, ** 

                     
43.40↓ 

† Nonsignificant difference from the corresponding control at P > 0.1; * Significant difference at P < 0.05; 
Very highly sig. difference at P < 0.001; ↓ Decrease;  ↑ Increase; 

compared with acetaminophen positive group. 

Positive Cur. E.E. Cur. Vit. C Cur. Sily.

) Curative effect of different treatments on plasma MDA (nmol/ml) 
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Significant difference at P < 0.05; 
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9. Histopathology of the liver: 
 

The results of light microscopy examination of the transverse section of control, 

acetaminophen -treated and treated rats liver are shown in Figs. (55, 56, 57, 58, 59)  

Figure (55) shows the liver cells of rat in the normal group, from that image it 

can be observed that the normal liver architecture of hepatocytes, the portal vein has a 

regular shape; overall, a healthy set of cells can be observed.  

In the rats treated with acetaminophen alone, induced marked histopathological 

lesion which was characterized by diffuse ballooning degeneration, dusty and cloudy 

swelling, fatty degeneration, hepatocellular necrosis, and irregular appearance due to 

cell damage were seen in fig. (56) when compared to the hepatocytes architecture of 

normal liver.  

The hepatocytes distortion was ameliorated where nucleases are at recovery 

stages and absence of joined nuclease. Sinusoids are slowly recovering hepatocytes 

were being transformed to normal shape appearance in Ecballium elaterium "fruit juice" 

at 100 µl in post treated liver. The histopathological examination thus verified the 

hepatoprotective effect of Ecballium elaterium "fruit juice" against the acetaminophen 

induced hepatotoxicity. Also vitamin C and silymarin exhibit hepatoprotective effect at 

the 300 mg/kg and 50 mg/kg respectively as illustrated in figs. (58, 59).  

 
 

 

 

 

 

 

 

 

 



RESULTS 

Fig. (55): Light microscopy 

Fig. (56): Light microscopy of liver cell of positive

ight microscopy of liver cell of normal rat. 
 

of liver cell of positive rat treated by 400mg/kg of acetaminophen. 
 
 

 

 

 



RESULTS 

Fig. (57): Light microphotographs of liver cell

Fig. (58): Light microphotographs of liver cell

 
microphotographs of liver cell treated by Ecballium elaterium "fruit juice" at 100 µl.

 
microphotographs of liver cell treated by vitamin C at 300 mg/kg. 

 

 

 

"fruit juice" at 100 µl. 
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Fig. (59): Light microphotographs of liver cell treated by silymarin at 50 mg/kg

 

 

Light microphotographs of liver cell treated by silymarin at 50 mg/kg. 

 

 

 



DISCUSSION 
 

94 
 

DISCUSSION 

1. Induction of hepatotoxicity: 

The liver is the vital organ of paramount importance involved in the maintenance 

of metabolic function and detoxification from the exogenous and endogenous 

challenges, like xenobiotic, drugs, viral infection and chronic alcoholism.  

If during all such exposures to the above mentioned challenges the natural 

protective mechanisms of the liver are overpowered, the result is hepatic injury. Liver 

damage is always associated with cellular necrosis, increase in tissue lipid peroxidation 

and depletion in the tissue GSH levels. In addition serum levels of many biochemical 

markers like serum (ALT, AST, ALP) and bilirubin are elevated [145].  

Acetaminophen  PCM-induced acute hepatocellular injury as an experimental 

model of drug-induced acute hepatic necrosis is well-established. The mechanism by 

which PCM overdose leads to hepatocellular injury and death involves its conversion to 

a toxic highly reactive and cytotoxic intermediate metabolite, N-acetyl-para-

benzoquinonimine (NAPQI), [146]. During metabolism which is formed by two-

electrons oxidation [147]. 

Normally, PCM is primarily metabolized via cytochrome P450 2E1 to form the 

highly electrophilic NAPQI which is eliminated by conjugation with glutathione (GSH). 

However, during PCM poisoning, hepatocellular levels of GSH are markedly depleted. 

GSH depletion makes the hepatocytes susceptible to the toxic effects of NAPQI. Its 

depletion allows NAPQI to binds irreversibly and covalently to cell macromolecules 

resulting in intrahepatic enzymatic system dysfunction [146].   
Primary cellular targets have been postulated to be mitochondrial proteins, with 

resulting loss of energy production, as well as other factors recently identified that 

contribute to the toxicity. These factors include oxidative stress, nitrotyrosine formation, 

inflammatory cytokines, and the possible importance of mitochondrial permeability 

transition [147]. This process disrupts homeostasis and initiates apoptosis " programmed 

cell death" leading to tissue necrosis and ultimately to organ dysfunction [148].   
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Several laboratories have studied the role of macrophage activation in 

acetaminophen toxicity. Kupffer cells are the phagocytic macrophages of the liver. 

When activated, Kupffer cells release numerous signaling molecules, including 

hydrolytic enzymes, nitric oxide, and superoxide. Kupffer cells may also release a 

number of inflammatory cytokines including TNF-α [149]. 

The rats were acclimatized to laboratory condition for 10 days before 

commencement of experimental. Acetaminophen  was orally administered to animals 

with dose 400 mg/kg at every 48 h for 22 days. 

In the assessment of liver damage by using acetaminophen  (PCM) induced liver 

injury in the rat as a model, was measured by using biochemical parameters like serum 

glutamate oxaloacetate transaminase (SGOT) aka (AST), serum glutamate pyruvate  

transaminase (SGPT) aka (ALT) alkaline phosphatase (ALP), bilirubin (BRN), 

albumin, and Gama-Glutamyl transferase (G-GT) [150, 151, 152]. 

Because liver damage arising from necrosis or membrane damage normally 

releases the enzymes into circulation; therefore, measurement of these enzymes in 

serum gives an indication of the health status of the liver. High levels of AST indicate 

liver damage, as that due to viral hepatitis. ALT catalyses the conversion of alanine to 

pyruvate and α- ketoglutarate to glutamate, and is released in a similar manner and thus 

ALT is more specific to the liver, and consider as a better parameter for detecting liver 

injury. It is known that an increase in the enzymatic activity of ALT and AST in the 

serum directly reflects a major permeability or cell rupture. An increase in AST and 

ALT, a hepatospecific enzyme that is principally found in the cytoplasm in the rats 

following administration of a hepatotoxin is attributed to the increased release of 

enzymes from the damaged liver parenchymal cells [153, 154].  

Serum ALP, bilirubin and albumin levels on other hand are related to the function 

of hepatic cells [155].   
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Administration of PCM caused a significant elevation of ALP, and total 

bilirubin. Serum alkaline phosphatase increases to some extent in most types of liver 

injury. Bile acids induce alkaline phosphatase synthesis and exert a deterrent effect. The 

highest concentrations are observed with cholestatic injuries also serum albumin, the 

major plasma protein synthesized in the human liver, is a clinically useful marker of 

hepatic synthetic function. in the liver constitutes a major part of the total proteins in the 

body and the other part being globulin. A low serum albumin concentration suggests 

chronic liver disease [156]. Bilirubin concentration has been used to evaluate 

chemically induced hepatic injury.  

Besides its various normal functions, the liver excretes the breakdown product of 

hemoglobin, namely bilirubin, into bile. It is well known that necrotizing agents like 

acetaminophen produce sufficient injury to the hepatic parenchyma to cause large 

increases in bilirubin content. The measurement of serum γ-glutamyl transferase is a 

frequently used parameter of liver diseases. The lactate dehydrogenase (LDH) is also 

elevated in diseases of the liver when disease or injury affects tissues containing LDH, 

the cells release it into the bloodstream [157].   

Serum LDH, a cytoplasmic marker enzyme and G-GT, are the well known 

indicators of cell and tissue damage by toxic substances and their levels are also 

substantially increased in acetaminophen-intoxicated rats. LDH is an intracellular 

enzyme, the increase of which in serum is an indicator of cell damage [158].    

In the present study increased levels of serum hepatic markers suggested that an 

extensive liver injury was occasioned by acetaminophen due to increased lipid 

peroxidation which have the ability to cause membrane damage. Acetaminophen causes 

structural and functional damage to the cell membrane and increased the membrane 

permeability leading to the leakage of the hepatic enzymes into the blood. It is well 

established that acetaminophen toxicity significantly elevated the serum hepatic marker 

enzymes [159, 160].   

2. Effect of Ecballium elaterium "fruit juice" against hepatotoxicity. 
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The effects of E. elaterium "fruit juice on acetaminophen induced hepatotoxicity 

showed that decrease in the level of AST, ALT, ALP, LDH, G-GT, total bilirubin and 

elevated total protein, and albumin. While the acetaminophen-treated group showed 

elevated levels of these enzymes, confirming that acetaminophen caused liver injury at 

high doses. except total protein and albumin, decline in total protein content and 

albumin can be deemed as a useful index of the severity of cellular dysfunction in 

chronic liver diseases. decrease in the level of total proteins and albumin was observed 

which may be due to acute hepatocellular damage and biliary obstruction, the 

biochemical parameters of the E. elaterium "fruit juice" treated group were higher than 

those of the control group, but it showed much lower than of the acetaminophen -treated 

group. 

The decrease in the serum levels of these enzymes might be due to the presence of 

various phenolic, flavonoid compounds and triterpenoids "Cucurbitacin" in the fruit 

juice that may be responsible for the protective effect on acetaminophen induced liver 

damage in rats. The most active constituents of Ecballium elaterium "fruit juice". 

Cucurbitacin seems to be responsible for the major pharmacological and biological 

effects of E. elaterium plant. For example, due to its strong bitter taste, cucurbitacin acts 

as purgative agent by stimulating gastric secretion. Also it has been found to decrease 

the damage in the chronic hepatitis and is responsible for the antimicrobial, antifungal 

and anti-inflammatory activity of cucurbitacin B isolated from the juice of E. elaterium 

[161].   

Attainment of normal levels of total protein and albumin in E. elaterium treated 

rats confirms the hepatoprotective effect of the E. elaterium, that may result in better 

protection against liver disorders, our results are in agreement with this finding which 

proved by  (Agil A, et al.,). Who reported that the antihepatotoxic activity of (dried 

juice of the fruits of E. elaterium) was studied against CCl4-induced hepatotoxicity. Pre-

treatment and post-treatment with E. elaterium reduced CCl4-hepatotoxicity, as shown 

reduction in the increase of serum of GPT level. E. elaterium "fruit juice" has 

preventive and curative effects against CCl4-induced hepatotoxicity [162].  
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Cucurbitacin B isolated from the juice of E. elaterium has been shown to be 

effective chronic hepatitis by normalizing hepatic protein levels, stimulating cellular 

immunity functions, decrease levels of GPT in rats with experimental fatty liver (CCl4) 

thus decrease hepatic damage. In chronic experiments it has been shown to prevent 

hepatitis and cirrhosis [163]. 

As mentioned above and according to our phytochemical screening the phenolic 

and flavonoid content of fruit juice support its biological activity and its utilizing in 

preventative and treatment of cardiovascular disease, cancer, inflammatory conditions 

and liver disease. The flavonoids substances were considered to be responsible for the 

free radical scavenging properties of E. elaterium "fruit juice".  

Vitamin C used as reference in scavenging effect tests also reported to have 

strong hepatoprotective effect [164]. 

In the present study treatment with vitamin C (300 mg/kg) reduced the serum 

levels of liver enzymes toward the respective normal value this clearly indicates that the 

vitamin C has stabilizes the plasma membrane as well as helped in healing of the 

hepatic tissue damage, resulting in lower levels of , ALT, AST, ALP, LDH, G-GT, than 

the acetaminophen-treated group, hepatotoxic rats in both prophylactic and curative 

groups especially when compared with the positive group acetaminophen-treated group. 

Serum ALP, and total bilirubin levels are also related to the status and function of 

hepatic cells. The present study indicates that vitamin C at this dose reduces the serum 

ALP, and total bilirubin.    

The vitamin C (300 mg/kg) dose improve the secretory mechanism of hepatic 

cells. Protective effect of vitamin C which is clearly evident from the restoration of 

decrease in the level of total proteins and albumin by increase the level of total protein 

and albumin similar to that of E. elaterium "fruit juice" treated group. The possible 

mechanism by which vitamin C exhibited significant protection against acetaminophen 

induced hepatotoxicity these results suggested that although vitamin C may enhance 

recovery from hepatotoxicity associated with exposure to acetaminophen in male albino 

rats. Vitamin C, as an antioxidant agent, may have inhibition the chain reactions of 

acetaminophen-generated free radicals or scavenged the reactive free radicals before 

reaching their hepatic targets in animal also we can notice these effects of vitamin C in 
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curative group at the same dose [165]. These results is in agreement with (Adejuwon A. 

Adeneye et al.,  2008). 

Oral administration of vitamin C ameliorate hepatotoxic effect of repeated high 

dose of acetaminophen, effect which was possibly mediated via free radical scavenging 

and/or inhibition of free radical generation. 

The hepatoprotective potency of silymarin also recorded in curative procedure 

where silymarin significantly restores the changes of ALT, AST, ALP, LDH, G-GT. 

Due to its antioxidant effect and its ability to act as a free radical scavenger, thereby 

protecting membrane permeability [166].  

Silymarin has antihepatotoxic activity against carbon tetrachloride induced 

hepatotoxicity in albino rats. Silymarin protects against increase in serum ALT, AST 

and alkaline phosphates [167]. 

The protective action of silymarin is associated with its antioxidant properties, as 

it possibly acts as a free radical scavenger, an inhibitor of lipid peroxidation and a 

plasma membrane stabilizer [168].  

This is view that serum levels of transaminases return to normal with the healing 

of hepatic and the regeneration of hepatocytes. The lowered level of total protein and 

albumin recorded in the serum acetaminophen treated rats reveal the severity of 

hepatopathy.  

Silymarin treated rats maintained near the normalcy of total protein and albumin 

level. Stimulation of protein synthesis has been advanced as a contributory 

hepatoprotective mechanism, which accelerates the regeneration process. The results 

that we get them are in agreement with [169]. 
Hepatotoxicity is clear that when acetaminophen was used to induce liver toxicity 

there is a substantial increase in the serum bilirubin. Any decrease in the activity of 

bilirubin would indicate reversed of induced liver toxicity. The results indicated that the 

silymarin showed significantly reduced the elevated levels of serum bilirubin when 

compared with acetaminophen treated group. From these results, it was suggested that 

silymarin protects liver cells from acetaminophen-induced liver damage by its 

antioxidative effect on hepatocytes, hence diminishing or eliminating the harmful 

effects of toxic metabolites of acetaminophen.  
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During the metabolism process of acetaminophen via cytochrome P-450 to form 

the highly electrophilic NAPQI. NAPQI can rapidly react with glutathione (GSH) and 

lead to a 90% total hepatic GSH depletion in cells and mitochondria which can result in 

hepatocellular death and mitochondrial dysfunction [170]. 

And depletion of the antioxidant enzymes (SOD, CAT, GPx) that result in 

oxidative stress [171].  

An elevation in the levels of MDA and finally lead to oxidative stress. Glutathione 

(GSH) is one of the most abundant naturally occurring tripeptide, non-enzymatic 

biological antioxidant present in liver [172]. 

Its functions are concerned with the removal of free radicals such as H2O2 and 

superoxide radicals, maintenance of membrane protein, detoxification of foreign 

chemicals and biotransformation of drugs [173].  

In the present study, the depressed levels of GSH in acetaminophen toxicity might 

increase the susceptibility of the liver to free radical damage. Glutathione Peroxidase 

GPx is a selenoenzyme, which plays a major role in the reduction of H2O2 to non-toxic 

products [174]. 

In this study, the observed decrease in GPx an oxidative type of injury with 

acetaminophen-induced hepatotoxicity. The decrease in GPx is potentially ascribable to 

inactivation by the increase in reactive oxygen species (ROS) or lipid peroxides when 

oxidative damage is extreme [175].  

Glutathione reductase (GR) is the enzyme responsible for the reduction of 

oxidized glutathione (GSSG) to GSH [176]. 

The level of reduced glutathione and the activities of glutathione-dependent 

enzymes were reduced significantly in rats administered with acetaminophen in the 

present investigation. The depression in GR contents along with GPx activity makes the 

cells more susceptible to toxic compounds. Administration of PCM for 21 days one 

dose every 48 h caused a reduction of GR and GPx levels in plasma. In contrast, 

administrations with either 100 µl of E. elaterium "fruit juice" or 300 mg/kg of vitamin 

C significantly prevented PCM-induced GR and GPx reduction, with greater effects 

demonstrated in 100 µl of E. elaterium "fruit juice" group. 
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Superoxide production comes from various sources such as the products of 

mitochondria. In human diseases superoxide is produced by the aerobic oxidation [177]. 

 The role of superoxide dismutase depletion in the pathogenesis of PCM 

intoxication. A decrease in SOD production can be attributed to an enhanced superoxide 

generation. The activity of SOD enzyme in plasma was also determined. The group 

treated with PCM showed significantly lower plasma SOD activity than the control 

group. Administration of 100 µl of E. elaterium "fruit juice" and vitamin C at 300 

mg/kg significantly increased plasma SOD activity. As shown in pro/post- treatment  

groups.  

CAT is a haemoprotein which is an important antioxidant enzyme. Catalase 

decomposes of H2O2 by dismutating it to form H2O and O2 [178]. 

And protects tissue from reactive hydroxyl radicals is widely distributed in all 

animal tissues. Administration of PCM alone significantly reduced CAT activity, 

indicating oxidative stress. After administration of E. elaterium "fruit juice" the CAT 

level was increased significantly suggesting either the plant itself reacts with the 

reactive oxygen species or boosting the antioxidant enzyme production. Catalytic 

removal of reactive oxygen species by CAT enzyme is extremely important as it 

prevents numerous lipid peroxidation and organ dysfunction. Moreover, these finding 

support the beneficial effect of Ecballium elaterium "fruit juice" in maintaining the 

hepatocytes integrity and metabolic function. It is conceivable that these effects may be 

due, at least in part, to its higher antioxidant activity as a result to its phenolic content. 

Peroxidation of acetaminophen to the semiquinone free radical would lead to 

redox cycling between the acetaminophen  and the semiquinone [179]. 

The free radicals attack the cell membrane, thus leading to destabilization and 

disintegration of the cell membrane as a result of lipid peroxidation [180].  

Lipid peroxidation has been postulated to be the destructive process in liver 

injury due to acetaminophen administration [181]. 

In the present study, an elevation in the levels of MDA in the plasma of animals 

treated with acetaminophen was observed. The increase in MDA level suggest enhanced 

lipid peroxidation leading to tissue damage and failure of antioxidant defense 
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mechanisms to prevent formation of excessive free radicals. Administration of PCM 

induced oxidative stress with a significant increase in the levels of plasma MDA. 

 Concurrent administration of PCM and 100 µl of E. elaterium "fruit juice" and 

300 mg/kg of vitamin C, reduced the oxidative stress, as evidenced by significantly 

reduced level of plasma MDA, than those in the PCM group. Interestingly, 

administration of both doses brought the MDA level nearly to the value of the control 

group as observed in the curative study.  

The administration of silymarin showed an increase in the levels of GR and GPx 

in plasma, SOD and CAT, levels usually increases remarkably as an indicator in 

hepatocellular protection when compared with the acetaminophen treated group. The 

decrease observed in MDA level following the administration of silymarin may be 

attributed to the protection offered by the administration of the aqueous silymarin. The 

possible mechanism responsible for the protection of the acetaminophen induced liver 

damage by the silymarin may be as a result of its action as a free radical scavenger by 

intercepting the radicals involved in acetaminophen metabolism.   

According to our results about the antioxidant enzymes "GR, GPx, SOD and 

CAT" in addition to the lipid peroxidation indicator "MDA". We may suggest that the 

therapeutic potential of E. elaterium "fruit juice" is dependent on an antioxidant 

mechanism. These results concluded that E. elaterium "fruit juice" inhibition PCM-

induced tissue damage due to presence of various antioxidant bioactive compounds. The 

activity of vitamin C in our study has shown to be a potent antioxidant which mediates 

its antioxidant effect by scavenging free reactive oxygen species (ROS). Other studies 

have equally shown the protection of ascorbic acid in hepatic oxidative damage [182, 

183]. 

Thus, results of the present study suggests vitamin C’s ameliorating effects to be 

likely mediated via inhibition of free radicals generation and/or free radical scavenging 

activity. Were we can notice these effects in prophylactic and curative groups when 

compared to the acetaminophen treated group "positive group". 
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 The curative action of silymarin is associated with its antioxidant property, as it 

possibly acts as a free radical scavenger, an inhibitor of lipid peroxidation and a plasma 

membrane stabilizer [168]. 

It acts as a preservative of liver GSH content and prevents lipid peroxidation. 

This effect may be due to its antioxidant activity. The protective effect of  silymarin a 

free radical scavenger, may be due to an increase in the activity of antioxidant enzymes 

“superoxide dismutase and glutathione peroxidase” that in addition to the glutathione 

system, constitute the more important defense mechanism against damage by free 

radicals [184].  

PCM-induced renal insufficiency is consistent with acute tubular necrosis [185].  

Oxidative stress is reported to play a role in the pathogenesis of PCM-induced renal 

damage [186]. 

Plasma of blood urea and creatinine levels were significantly increased in groups 

treated with PCM alone, demonstrating that deterioration of the renal function, in 

comparison with those of the control and treated groups. Acetaminophen administration 

resulted in significant increase in the serum marker like blood urea and serum 

creatinine. makes it a candidate for its role in the pathogenesis induced renal damage.  

However, supplementation with E. elaterium "fruit juice" silymarin at 50 mg/kg 

and 300 mg/kg of vitamin C significantly prevented further elevations of creatinine and 

blood urea, with obvious effects observed in silymarin group, as evidenced by no 

significant difference in plasma creatinine and blood urea level as compared to the 

control group. 
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Summary and conclusion   
In the present study, Ecballium elaterium "fruit juice" possessed strong 

hepatoprotective and antioxidant activity in a rat model of acetaminophen-induced 

hepatotoxicity. The hepatoprotective activity of Ecballium elaterium "fruit juice" may 

be due to its free radical-scavenging and antioxidant activity, resulting from the 

presence of some phenolic compounds in the fruit juice of plant. 

In general, to use this plant as safe prophylactic and curative agents, more 

studies should be carried out to know all the active components and their mechanism of 

actions weather synergistic or antagonist using different doses from this plant and 

another types of experimental animals for a long period in order to judgment if this 

plant could be use as safe agents or not in human therapy.  

1. The prophylactic effect of different treatments against hepatotoxicity: 

To study the protective effect of Ecballium elaterium "fruit juice" against 

hepatotoxicity, a total of 28 rats were used and the experiment lasted for 3 weeks. 

Animals were divided randomly into four groups each group contain 7 rats as follows: 

Group 1:   Rats were fed on the standard diet and served as negative control (-ve) for 3 

                   weeks.                                                                                                                                     

Group 2:  Rats were administered with acetaminophen 400 mg/kg body weight orally  

                  every 48 h for 21 days; and served as positive control group (+ve). 

Group 3:  Rats were administered Ecballium elaterium "fruit juice" at a dose of 1ml/kg  

                  orally before 1 hour of oral administration of acetaminophen. 

Group 4:  Rats were administered vitamin C at a dose of 300 mg/kg body weight orally   

                  before 1 h of oral administration of acetaminophen. 

2.4.2. The curative effect of different treatments against hepatotoxicity: 

In this experiment, a total of 35 rats were used. 7 rats were fed on the standard 

diet and served as negative control (-ve) group1.  

The other rats were subjected to the induction of experimental hepatotoxicity for 22 

days where treated by acetaminophen at 400 mg/kg every 48 h and treated for 22 days. 
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The hepatotoxicity rats (28 rats) where divided randomly into equal 4 groups (each group 

contain 7 rats).  

Group 2: Rats were served as hepatotoxicity animals (+ve). 

Group 3: Rats were daily received Ecballium elaterium "fruit juice" at a dose of 1ml/kg 

                 orally for 22 days. 

Group 4: Rats were daily received vitamin C at a dose of 300 mg/kg body weight orally for  

                 22 days. 

Group 5: Rats were daily received silymarin at a dose of 50 mg/kg body weight orally 

                 for 22 days. 

blood samples were collected before and after induction of hepatotoxicity and then after 

administration of the different treatments. 

The different biochemical parameters were carried out (serum transaminases, 

serum total lipids, Blood urea, serum creatinine, serum, serum alkaline phosphatase, 

serum lactate dehydrogenase, serum total protein and serum albumin) as well as the 

histopathological studies.  

The results obtained revealed that Ecballium elaterium fruit juice has a 

prophylactic and curative effect against hepatotoxicity compared with the reference 

standard Silymarin in addition to vitamin C. 

 

 



REFERENCE 
 

REFERENCE 
 

 [1] Garba, S. H.,  sambo, N., and bala, U., (2009). The effect of the aqueous extract of 
kohautia grandiflora on paracetamol induced liver damage in albino rats. Nigerian 
journal of physiological sciences, 24, 1, 17-23.  
[2] K.V. Anil Kumar., R. Satish., T. Rama., Anil kumar., D. Babul., J. Samhitha. 
(2010). Hepatoprotective effect of flemingia strobilifera r.br. on paracetamol induced 
hepatotoxicity in rats., International Journal of PharmTech Research. 2, 3, 1924-1931. 
[3] Sreenivasan, Sasidharan., (2010). In vitro antioxidant activity and hepatoprotective 
effects of lentinula edodes against paracetamol-induced hepatotoxicity. Molecules, 15, 
4478-4489.  
[4] Büyükokuroğlu ME, GülçIn I., Oktay M., Küfrevioğlu OI., (2001). In vitro 
antioxidant properties of dantrolene sodium. Pharmacol Res. 6, 491-494. 
[5] Mohamed, H., Ahmida, (2010). Evaluation of in vivo Antioxidant and 
Hepatoprotective Activity of Portulaca oleracea L. against Paracetamol-Induced Liver 
Toxicity in Male Rats. American Journal of Pharmacology and Toxicology , 5, 4, 167-
176.  
[6] Barros, L., Baptista, P., Ferreira Isabel C.F.R. Ferreira., (2007). Effect of Lactarius 
piperatus fruiting body maturity stage on antioxidant activity measured by several 
biochemical assays. Food. Chem. Toxicol. 45, 1731-1737. 
[7] Block, G., Patterson, B. and Subar, A. (1992). Fruit, vegetables and cancer 
prevention: a review of the epidemiological evidence. Nutrition and Cancer 18: 1-29. 
[8] Miller A., L., (1996). Antioxidant flavonoids: structure, function and clinical usage. 
Alt. Med. Rev. 1, 103-111. 
[9] Pilarski, R., Zielinaki, H., Ciesiolka, D. and Gulewicz, K., (2006). Antioxidant 
activity of ethanolic and aqueous extracts of Uncaria tomentosa (Willd.) DC. Journal of 
Ethnopharmarcology. 104,18-23. 
[10] Shyamala, B. N., Gupta, S., Lakshmi, A.J. and Prakash, J. (2005). Leafy vegetable 
extracts-antioxidant activity and effect on storage stability of heated oils. Innovative 
Food Science and Emerging Technologies. 6, 239-245. 
[11] Chanwitheesuk, A., Teerawutgulrag, A. and Rakariyatham, N., (2005). Screening 
of antioxidant activity and antioxidant compounds of some edible plants of Thailand. 
Food Chemistry. 92, 491-497.  
 [12] Jeon KI, Park; E., Park HR; Jeon YJ; Cha SH, Lee., SC. (2006). Antioxidant 
activity of far-infrared radiated rice hull extracts on reactive oxygen species scavenging 
and oxidative DNA damage in human lymphocytes. J. Med. Food. 9, 42-48. 
[13] Sunday, Ene-OjoAtawodi, Gboyega, Suleiman, Onaolapo, (2010).  Comparative in 
vitro antioxidant potential of different parts of Ipomoea asarifolia, Roemer & Schultes, 
Guiera senegalensis, J. F. Gmel and Anisopus mannii N. E. Brown., Brazilian Journal 
of Pharmaceutical Sciences. 46,  2, 245-250. 



REFERENCE 
 

[14] Girish, C., Koner, BC.,  Jayanthi S.,  Rao KR, Rajesh B., Pradhan SC. (2009). 
Hepatoprotective activity of six polyherbal formulation in ccl4-induced liver toxicity in 
mice.; Indian journal of experimental biology. 47, 257-263 
[15] Sachin, Uttam, Rakesh., Priyanka, R., Patil, Sagar, R., Mane. (2010). Use of 
Natural Antioxidants to scavenge free radicals: A major cause of diseases.; International 
Journal of PharmTech Research. 2, 2, 1074-1081.                                                                 
[16] I. Muhammad, Said, Shabbar, A., O., Maslat. (2007). Genotoxicity of Ecballium 
elaterium (L) A Rich Cucurbitaceae Fruit Juice Using Micronucleus Assay and DNA 
Single Strand Break Techniques. The Internet Journal of Health. 6, 2, 5580-5589. 
[17] Attard , E.,  A., Scicluna-Spiteri, H.,  Attard. (2004). Habitat Studies for the Wild 
Stocks of Ecballium elaterium (L.) A. Rich., 27, 69-72 
[18] Ghaleb, Adwan, Yousef, Salameh, Kamel, Adwan. (2011). Effect of ethanolic 
extract of Ecballium elaterium against Staphylococcus aureus and Candida albicans; 
Asian Pacific Journal of Tropical Biomedicine. 456-460. 
[19] Faraz, Mojab, Mohammad Kamalinejad, Naysaneh, Ghaderi, Hamid Reza 
Vahidipour. (2003). Phytochemical screening of some species of iranian plants. Iranian 
journal of pharmaceutical research, 2, 77-82. 
[20] Greige-Gerges, H, Khalil, RA, Mansour, EA, Magdalou, J., Chahine R, Ouaini N. 
(2007). Cucurbitacins from Ecballium elaterium juice increase the binding of bilirubin 
and ibuprofen to albumin in human plasma. Chem Biol Interact. 169, 1, 53-62. 
[21] Maria, Elena Cartea, Marta, Francisco, Pilar Soengas, and Pablo Velasco. (2011). 
Phenolic Compounds in Brassica Vegetables. Molecules, 16, 251-280. 
[22] M., M., Rao, D., Lavie. (1974). The constituents of Ecballium elaterium L.-XXII  
phenolics as minor components. Tetrahedron, 30, 18, 3309-3313.  
[23] En-Qin Xia, Gui-Fang, Deng, Ya-Jun Guo, and Hua-Bin Li. (2010). Biological 
Activities of Polyphenols from Grapes. Int. J. Mol. Sci., 11, 622-646. 
[24] Hae-Ryong, Park, Eunju Park, A-Ram Rim, Kyung-Im Jeon, Ji-Hwan Hwang, and 
Seung- Cheol Lee. (2006). Antioxidant activity of extracts from Acanthopanax 
senticosus. African Journal of Biotechnology, 5, 23, 2388-2396.  
[25] Schaefer, S., Baum, M., Eisenbrand, G., Dietrich, H., Will F., Janzowski C (2006). 
Polyphenolic apple juice extracts and their major constituents reduce oxidative damage 
in human colon cell lines. Mol. Nutr. Food Res, 50, 24-33. 
[26] Fukumoto, L., R., Mazza, G., (2000). Assessing antioxidant and prooxidant 
activities of phenoliccompounds. J. Agric. Food Chem, 48, 3597-3604.                                                                                                 
[27] Nidal jaradat, shehdeh, jodehb, tamara rinnob, maher kharoofc, abdel naser zaida, 
mohamed hannon. (2012). Determination the presence of phytomelin in Ecballium 
elaterium to approve its folk uses, international journal of pharmacy and pharmaceutical 
sciences. 4, 2, 233-237.                     
[28] Sandeep Rawat; Arun Jugran; Lalit Giri; Indra D. Bhatt; Ranbeer S. Rawal.; 
(2010). Assessment of Antioxidant Properties in Fruits of Myrica esculenta: A Popular 



REFERENCE 
 

Wild Edible Species in Indian Himalayan Region, Evidence-Based Complementary and 
Alternative Medicine, 21, 1-8. 
[29] Massimo D., Archivio, Carmelina Filesi, Rosaria Varì, Beatrice Scazzocchio, 
Roberta Masella. (2010). Bioavailability of the Polyphenols: Status and Controversies.  
Int. J. Mol. Sci., 11, 1321-1342. 
[30] Robert J Nijveldt, Els van Nood, Danny EC van Hoorn, Petra G Boelens, Klaske 
van Norren, Paul AM van Leeuwen. (2001). Flavonoids: a review of probable 
mechanisms of action and potential applications, Am J Clin Nutr. 74, 418-25. 
[31] Jian Chao Chen, Ming Hua Chiu, Rui Lin Nie, Geoffrey A., Cordell, Samuel X., 
Qiu., (2005). Cucurbitacins and cucurbitane glycosides: structures and biological 
activities. Nat. Prod. Rep. 22, 386-399.              
[32] Schabort, J., C.; Potgieter; D., J. (1968). Cucurbitacin B delta 23-reductase from 
Cucurbita maxima. II. Cofactor requirements, enzyme kine-tics, substrate specificity 
and other characteristics. Biochim. Biophys. Acta, 151,47-53.                                                                                                  
[33] Balbaa, S., I.,  Zaki, A., Y., El-Zalabani, S., M. (1978). Qualitative study of the 
cucurbitacin content Ecballium elaterium A. Rich. Growing in Egypt.Egypt.J. Pharm. 
19, 253-259.  
[34] Sezik, E., (1997). Research on the Tur-kish medicinal plant Ecballium elate-rium. 
Chem. Nat. Comp. 33, 541-542.  
[35] Elayan, H., H., Garaibeh, M., N., Zmeili, S., M., Salhab, S., A. (1989). Effects of 
Ecballium elaterium juice on serum bilirubin concentration in male rats, Int. J. Crude 
Drug Res. 27, 227-234.  
[36] Tehila Tannin-Spitz, Margalit Bergman, Shlomo Grossman. (2007). Cucurbitacin 
glucosides: Antioxidant and free-radical scavenging activities. 1, 181-186. 
 [37] Andrea, Beth, Paterson., (1997). mechanisms of acetaminophen-induced 
hepatotoxicity: effects of mitochondrial glutathione, protein thiols and oxidatne 
phosphorylation.; Queen's University, Kingston, Ontario, Canada.; 1-106. 
[38] Tamara, R., Knight, Angela Kurtz, Mary Lynn Bajt, Jack, A., Hinson, Hartmut, 
Jaeschke., (2001). Vascular and Hepatocellular Peroxynitrite Formation during 
Acetaminophen Toxicity: Role of Mitochondrial Oxidant Stress. Toxicological 
Sciences. 62, 212-220.                                              
[39] Jandacek, RJ., Tso, P., ( 2001). Factors affecting the storage and excretion of toxic 
lipophilic xenobiotics. Lipids. 36, 12, 1289-1305.                                                                                    
[40] Sipes, G., and Gandolfi, AJ. (1991). Biotransformation of toxicants, in Casarett and 
Doll's toxicology. New York.  Pergamon Press, 86-126.               
[41] Xia Chen, Chang-Kai Sun, Guo-Zhu Han, Jin-Yong Peng, Ying Li, Yan-Xia Liu, 
Yuan-Yuan Lv, Ke-Xin Liu, Qin Zhou, Hui-Jun Sun. (2009). Protective effect of tea 
polyphenols against paracetamol-induced hepatotoxicity in mice is significantly 
correlated with cytochrome P450 suppression, World Journal of Gastroenterology. 15, 
15, 1829-1835.                



REFERENCE 
 

[42] Larson AM; Polson J; Fontana RJ; Davern TJ; Lalani E; Hynan LS; Reisch JS; 
Schiødt FV; Ostapowicz G; Shakil AO; Lee WM.; (2005). Acetaminophen-induced 
acute liver failure: results of a United States multicenter, prospective study.  
Hepatology, 42, 6, 1, 364-72.                        
[43] Lewerenz V, Hanelt, S., Nastevska, C., El-Bahay, C., Röhrdanz, E., Kahl, R., 
(2003). Antioxidants protect primary rat hepatocytes cultures against acetaminophen-
induced DNA strand breaks but not against acetaminophen-induced cytotoxicity. 
Toxicology, 191, 179-187                        
[44] Tone Y.; Kawamata K.; Murakami T.; Higashi Y.; Yata N.; (1990). Dose-
dependent pharmacokinetics and firstpass metabolism of acetaminophen in rats. Journal 
of Pharmacobio-Dynamics 13: 327-335.  
[45] Prescott, L., F. (1980). Kinetics and metabolism of paracetamol and phenacetin. 
British Journal of Clinical Pharmacology, 10, 291-298. 
[46] Knox, J., H., Jurand, J., (1977). Determination of paracetamol and its metabolites 
in urine by high-performance liquid chromatography using reversed-phase bonded 
supports. Journal of Chromatography, 142,651-670. 
[47] Chiba, M., Pang, K., S. (1995). Glutathione depletion kinetics with acetaminophen. 
A simulation study. Drug Metabolism & Disposition, 23, 622-630. 
[48] Chanda, S., Mehendale, H., M. (1996). Hepatic cell division and tissue repair: A 
key to survival after liver injury. Molecular Medicine Today, 2, 82-89. 
[49] Gibson, J., D., Pumford, N., R., Samokyszyn, V., M., Hinson, J., A. (1996). 
Mechanism of acetaminophen-induced hepatotoxicity: covalent binding versus 
oxidative stress. Chemical Research in Toxicology, 9, 580-585. 
[50] Younes, M., Cornelius, S., Siegers, C., P. (1986). Ferrous iron supported in vivo 
lipid peroxidation induced by paracetamol, its relation to hepatotoxicity. Research 
Communications in Chem icalPathology and Pharmacology, 51, 89-99. 
[51] Jos, G., M., Bessems, Nico, P., E., Vermeulen. (2001).  Paracetamol 
(Acetaminophen)-Induced toxicity: Molecular and Biochemical Mechanisms, 
Analogues and Protective Approaches. Critical Reviews in Toxicology, 31, 1, 55-138.  
[52] Hailiwell, B. (1991). Reactive oxygen species in living systems: source, 
biochemistv, and role in human disease. Am. J. Med, 91, 14-22. 
[53] Bacon, B., R., Tavill, A., S., Brittenham, G., M., Park, C., H., Recknagel, R., O., 
(1983). Hepatic lipid peroxidation in vivo in rats withchronic iron overload, J. Clin. 
Invest, 71, 429-439.                                                                              
[54] Fischer, L., J., Green, M., D., Harman, A., W., (1985). Studies on the fate of the 
glutathione and cysteine conjugates of acetaminophen in mice. Drug Metabolism & 
Disposition, 13, 121-126. 
[55] Mourelle, M.; Beales D.; McLean A. E.; (1990). Electron transport and protection 
of liver slices in the late stage of paracetamol injury. Biochemical Pharmacology, 40, 
2023-2028. 



REFERENCE 
 

[56] Lauterburg, BH., Adams, JD., and MitchelI, JR., (1984). Hepatic glutathione 
homeostasis in the rat: efflux accounts for glutathione turnover. Hepatology, 4, 586-590. 
[57] Nelson, SD. (1990). Molecular mechanisms of the hepatotoxicity caused by 
acetaminophen. Semin Liver Dis, 10, 267-278. 
[58] Hinson, J., A., Roberts, D., W., Halmes, N.C., Gibson, J.D., Pumford, N., R. 
(1996). Immunochemical detection of drug-protein adducts in acetaminophen 
hepatotoxicity. Advances in Experimental Medicine and Biology. Biological Reactive 
Intermediates, 387, 47-55.  
[59] Yongchang, qiu, leslie, z., benet, alma, l., Burlingame, (1998). Identification of the 
hepatic protein targets of reactive metabolites of acetaminophen in vivo in mice using 
two-dimensional gel electrophoresis and mass spectrometry. The journal of biological 
chemistry, 28, 17940 -17953. 
[60] Bartolone, J., B., Birge, R., B., Sparks, K., Cohen, S., D., Khairallah E., A. (1988). 
Immunochemical analysis of acetaminophen covalent binding to proteins. Partial 
characterization of the major acetaminophen-binding liver proteins. Biochemical 
Pharmacology, 37, 4763-4774. 
[61] Landin, JS., Cohen, SD., and Khairallah, EA., (1996). Identification of a 54-kDa 
mitochondrial acetarninophen-binding protein as aldehyde dehydrogenase. Toxicol. 
Appl. Pharrnaco, 1, 299-307. 
[62] Pumford, N., R., Halmes, N., C., Martin, B., M., Cook, R., J., Wagner C., and 
Hinson, J., A. (1997). Covalent binding of acetaminophen to N-10-
formyltetrahydrofolate dehydrogenase in mice. Journal of Pharmacology & 
Experimental Therapeutics 280, 501-505. 
[63] Donnelly, P., J., Walker, R., M., Racz, W., J., (1994). Inhibition of mitochondrial 
respiration in vivo is an early event in acetaminophen-induced hepatotoxicity. Archives 
of Toxicology 68, 110-118. 
[64] Halmes, NC., Hinson, JA., Martin, BM., Pumford, NR., (1996). Glutamate 
dehydrogenase covalently binds to a reactive metabolite of acetaminophen. Chem. Res. 
Toxicol, 9, 2, 541-546. 



REFERENCE 
 

[65] Parmar, D., V. Ahmed, G., Khandkar, M., A., Katyare, S., S. (1995). Mitochondrial 
ATPase: a target for paracetamol-induced hepatotoxicity.  Eur. J. Pharmacol, 293, 225-
229.                                                                                                                                       
[66] Adamson, G., M., Harman, A., W. (1989). A role for the glutathione 
peroxidase/reductase enzyme system in the protection from paracetamol toxicity in 
isolated mouse hepatocytes. Biochem. Pharmacol, 38, 19, 3323-30.                                   
[67] Ansher, S., S., Dolan, P., Bueding, E. (1983). Chemoprotective effects of two 
dithiolthiones and of butylhydroxyanisole against carbon tetrachloride and 
acetaminophen toxicity. Hepatology, 3, 6, 932-935.                                                     
[68] Hinson J.A.;  (1980). Biochemical toxicology of acetaminophen, in: Reviews in 
Biochemical Toxicology, 2, 103-129.  
[69] Donough, J., Odonovan., Caraciolo, J., Fernandes. (2004). Free Radicals And 
Diseases In Premature Infants., Antioxidants & Redox Signaling 6, 1: 169-176. 
[70] Chandrashekar, K., N. (2009). Oxidative impairments in macromolecules in 
immature mammalian testis under experimentally induced diabetes: Biochemical and 
functional consequences.  university of mysore, 1-238.     
[71] Halliwell, B., Gutteridge, J. (1999). Free Radicals in Biology and Medicine, 3rd 
edition. Clarendon Press, Oxford, 103-119.                                                                                     
[72] Halliwell, B., Gutteridge, J. (2006). Free radicals in biology and medicine 4th 
edition. Clarendon Press, Oxford, 131-139. 
[73] Ahmed, Abdal Dayem, Hye-Yeon Choi, Jung-Hyun Kim, Ssang-Goo Cho. (2010). 
Role Of Oxidative Stress In Stem, Cancer, And Cancer Stem Cells. Cancers,  2, 859-
884. 
[74] Hakan, Gunaydin, Houk, K., N. (2009). Mechanisms of Peroxynitrite Mediated 
Nitration of Tyrosine.  Chem Res Toxicol, 22 5, 894-898. 
[75] Schafer FQ, Buettner, GR. (2001). Redox environment of the cell as viewed 
through the redox state of the  glutathione disulfide/glutathione couple. Free Radic Biol 
Med, 30, 1191-1212. 
[76] Halliwell, B., Clement, MV., Long, LH. (2000). Hydrogen peroxide in the human 
body, FEBS Lett,  486, 10-13. 
[77] Gutteridge, J., M., C. (1995). Lipid-peroxidation and antioxidants as biomarkers of 
tissue-damage.;  Clin. Chem, 41, 1819-1828. 
[78] Cadenas, E., Sies, H. (1998). The lag phase. Free Rad. Res., 28, 601-609. 
[79] Albert, van der Vliet, Jason, P., Eiserich, Mark, K., Shigenaga,  Carroll, E., Cross. 
(1999). Reactive Nitrogen Species and Tyrosine Nitration in the Respiratory Tract 
Epiphenomena or a Pathobiologic Mechanism of Disease?, Am J Respir Crit Care Med., 
160, 1-9. 
 
 



REFERENCE 
 

[80] Ridnour, LA., Thomas, DD, Mancardi, D., Espey MG., Miranda, KM, Paolocci, 
N., Feelisch, M., Fukuto, J., Wink, DA. (2004). The chemistry of nitrosative stress 
induced by nitric oxide and reactive nitrogen oxide species putting perspective on 
stressful biological situations. Biol, Chem., 385, 1-10. 
[81] Archer, S., (1993). Measurement of nitric-oxide in biological models, FASEB J. 7, 
349-360. 
[82] Forstermann, U., J., P., Boissel; H., Kleinert. (1998). Expressional control of the 
constitutive isoforms of nitric oxide synthase (NOS I and NOS III). FASEB J. 12, 773-
790. 
[83] Francesco, Locatelli, Bernard, Canaud, Kai-Uwe Eckardt, Peter Stenvinkel, 
Christoph Wanner, Carmine Zoccali. (2003). Oxidative stress in end-stage renal disease: 
an emerging threat to patient outcome. Nephrol Dial Transplant, 18, 1272-1280. 
[84] Sies, H., (1997). Oxidants and antioxidants. Exp Physiol, 82, 291-295. 
[85] Poli, G., Biasi, F., Chiarpotto, E., (2004). Oxidative stress and cell signaling. Curr. 
Med. Chem., 11, 1163-1182. 
[86] Handelman, GJ. (2000). Evaluation of oxidant stress in dialysis patients. Blood 
Purif, 18, 343-349. 
[87] Oyedemi, S., O., G., Bradley and Afolayan., A., J. (2010). In -vitro and -vivo 
antioxidant activities of aqueous extract of Strychnos henningsii Gilg.; African Journal 
of Pharmacy and Pharmacology, 4, 2, 70-78. 
[88] Descamps-Latscha, B., Drueke, T., Witko-Sarsat, V. (2001). Dialysis induced 
oxidative stress: biological aspects, clinical consequences, and therapy. Semin Dial, 14, 
193-199. 
[89] Pillai, C., K., Pillai, K., S. (2002). Antioxidants in health. Int. J. Physiol. 
Pharmacol,46, 1-5. 
[90] Pryor, WA. (1986). Oxy-radicals and related species: their formation, lifetimes and 
reactions. Annu Rev Physiol, 48, 657-667. 
[91]  Der-Cherng Tarng, Tung-Po Huang, Yau-Huei Wei, Tsung-Yun Liu, Haw-
Wen Chen, Tzen Wen Chen, Wu-Chang Yang. ( 2000). 8-Hydroxy-29- deoxyguanosine 
of leukocyte DNA as a marker of oxidative stress in chronic hemodialysis patients. Am 
J Kidney Dis., 36, 934-944. 
[92] Granot E; Kohen R.; (2004). Oxidative stress in childhood- in health and disease 
states. Clin Nutr, 23, 3-11. 
[93] Heng-Yuan CHANG, Yu-Ling HO, Ming-Jyh SHEU, Yaw-Huei LIN, Mu-Chuan 
TSENG, Sheng-Hua WU, Guan-Jhong HUANG, Yuan-Shiun CHANG, (2007). 
Antioxidant and free radical scavenging activities of Phellinus merrillii extracts, 
Botanical Studies, 48, 407-417. 
[94] Sachin Uttam, Rakesh, Priyanka, R., Patil, Sagar, R., Mane. (2010). Use of Natural 
Antioxidants to Scavenge Free Radicals: A Major Cause of Diseases, 2, 2, 1074-1081. 



REFERENCE 
 

[95] Safaa, Y., Qusti, Ahmed, N., Abo-khatwa, Mona, A., Bin, Lahwa, (2010). 
Screening of antioxidant activity and phenolic content of selected food items cited in the 
holly quran. EJBS, 2, 1, 40-52.    
[96] Maria, I., GIL, Francisco, A., Toma S-Barbera N., Betty Hess-Pierce, Adel, A., 
Kader. (2002). Antioxidant Capacities, Phenolic Compounds, Carotenoids, and Vitamin 
C Contents of Nectarine, Peach, and Plum Cultivars from California. J. Agric. Food 
Chem., 50, 4976-4982 
[97] Chanwitheesuk, A., Teerawutgulrag, A., Rakariyatham, N. (2005). Screening of 
antioxidant activity and antioxidant compounds of some edible plants of Thailand. Food 
Chemistry, 92, 491-497. 
[98] Sies, H., Stahl, W., Sevanian, A. (2005). Nutritional, dietary and postprandial 
oxidative stress, J. Nutr., 135, 969-972. 
[99] Landis, GN., Tower, J. (2005). Superoxide dismutase evolution and life span 
regulation. Mech Ageing Dev., 126, 365-379. 
[100] Valko, M., C., J., Rhodes, J., Moncol, M., Izakovic, M., Mazur. (2006).  Free 
radicals, metals and antioxidants in oxidative stress-induced cancer, Chemico-
Biological Interactions, 160, 1- 40. 
[101] Mates, J., M., C., Perez-Gomez, I., N., De Castro. (1999). Antioxidant enzymes 
and human diseases, Clin. Biochem. 32, 595-603. 
[102] Ruma Banerjee, Donald Becker, Martin Dickman, Vadim Gladyshev, Stephen 
Ragsdale. (2008). Redox Biochemistry, New Jersey, John Wiley & Sons, Inc., 
Hoboken, , 1-285. 
[103] Burton, G.,W., Ingold, K.,U. (1989). Vitamin E as an in vitro and in vivo 
antioxidant, Ann. NY Acad. Sci., 570, 7-22. 
[104] Kamal-Eldin, A., Appelqvist, L., A. (1996). The chemistry and antioxidant 
properties of tocopherol and tocotrienols., Lipids, 31, 671-701. 
[105] Gora Dadheech, Sandhya, Mishra, Shiv, Gautam, and Praveen Sharma. (2006). 
oxidative stress, α-tocopherol, Ascorbic acid and reduced Glutathione Status in 
Schizophrenics. Indian Journal of Clinical Biochemistry, 21, 2, 34-38 
[106] Candyce, Collins, Pharm D., and Kathi, J., Kemper, MD, MPH, (1999). Co-
Enzyme Q10 (CoQ10 or Ubiquinone), 7, 1-23. 
[107] Kojo, S. (2004). Vitamin C: basic metabolism and its function as an index of 
oxidative stress, Curr. Med. Chem., 11, 1041-1064. 
[108] Carr, A., Frei, B. (1999). Does Vitamin C act as a pro-oxidant under physiological 
conditions? FASEB J., 13, 1007-1024. 
[109] Kasparova, S., V., Brezova, M., Valko, J. Horecky, V., Mlynarik, T., Liptaj, O., 
Vancova, O., Ulicna, D., Dobrota. (2005). Study of the oxidative stress in a rat model of 
chronic brain hypoperfusion, Neurochem. Int., 46, 601-611. 
[110] Cuzzorcrea, S., C., Thiemermann, D., Salvemini. (2004). Potential therapeutic 
effect of antioxidant therapy in shock and inflammation, Curr. Med. Chem., 11, 1147-
1162. 



REFERENCE 
 

[111] JAMES, M., MAY. (1999). Is ascorbic acid an antioxidant for the plasma 
membrane?, FASEB J., 13, 9, 995-1006. 
[112] Martinon F, Petrilli V, Mayor A, Tardivel A, Tschopp J. (2006). Gout-associated 
uric acid crystals activate the NALP3 inflammasome. Nature ., 440, 237-41. 
[113] Barry Halliwell, John M., C., Gutteridge. (2007). Book Free Radical in Biology. 
New York, Oxford university press. 
[114] Schroeter, H., C., Boyd, J., P., E., Spencer, R., J., Williams, E., Cadenas, C., Rice-
Evans. (2002). MAPK signaling in neurodegeneration: influences of flavonoids and of 
nitric oxide, Neurobiol. Aging, 23, 861-880]. 
[115] Robert, J., Nijveldt, Els van Nood, Danny, EC van Hoorn, Petra, G., Boelens, 

Klaske van Norren, Paul AM van Leeuwen. (2001). Flavonoids: a review of probable 

mechanisms of action and potential applications; Am J Clin Nutr; 74, 418-25) 

[116] Chia-Chi, Chang, Ming-Hua Yang, Hwei-Mei Wen, Jiing-Chuan Chern. (2002). 
Estimation of Total Flavonoid Content in Propolis by Two Complementary 
Colorimetric Methods. Journal of Food and Drug Analysis, 10, 3, 178-182] 
[117] Nelson, CW, Wei EP, Povlishock, JT., Kontos, HA, Moskowitz, MA. (1992). 
Oxygen radicals in cerebral ischemia. Am J Physiol., 263, 13, 56-62. 
 [118] Bernard Tan, Ngiam Tong Tau, Pierce Chow, Leslie Retnam. (2004).  National 
Advisory Committee For Laboratory Animal Research., 1-149. 
[119] Jalal Mohamed Hassan. (2010). Toxic effects of the extract & fruit juice of Libyan 
Ecballium elaterium plant on experimental animal., Faculty of medicine, Garyounis 
university., 1-102.  
[120] Adam, Matkowski, Patrycja, Tasarz, Emilia, Szypuła. (2008). Antioxidant activity 
of herb extracts from five medicinal plants from Lamiaceae, subfamily Lamioideae. 
Journal of Medicinal Plants Research., 2, 11, 321-330. 
[121] Elija, Khatiwora, Vaishali, B., Adsul, Manik, M., Kulkarni, N., R., Deshpande, 
R.V Kashalkar. (2010). Spectroscopic determination of total phenol and flavonoid 
contents of Ipomoea carnea. International Journal of ChemTech Research, 2, 3, 1698-
1701 

[122] Naznin, Ara, Hasan, Nur. (2009). In vitro antioxidant activity of methanolic 
Leaves and Flowers extracts of Lippia Alba. 4, 1, 107-110.  
[123] Hae-Ryong Park, Eunju Park, A-Ram Rim, Kyung-Im Jeon, Ji-Hwan Hwang, and 
Seung-Cheol Lee. (2006). Antioxidant activity of extracts from Acanthopanax 
senticosus. African Journal of Biotechnology. 5, 23, 2388-2396. 
 [124] Roberts, D., W., Bucci, T., J., Benson R.W., Warbritton A.R., McRae T.A., 
Pumford N.R. and Hinson J.A. (1991). Immunohistochemical localization and 
quantification of the 3–(cystein-S-yl)acetaminophen-protein adduct in acetaminophen 
hepatotoxicity. American Journal of Pathology, 138, 359-371. 



REFERENCE 
 

[125] Bergmeyer, HU, Horder, M., Rej., R. (1986). Approved recommendation on 
IFCC methods for the measurement of catalytic concentration of enzymes. Method for 
alanine aminotransferase. J. Clin. Chem. Clin. Biochem. 24, 481-496. 
[126] Bergmeyer, HU, Horder, M, Rej., R., (1986). Approved recommendation on 
IFCC methods for the measurement of catalytic concentration of enzymes., Method for 
Aspartate aminotransferase. J. Clin. Chem. Clin. Biochem. 24, 497-510. 
[127] Buchl, SN., Jackson, KY., Graffunder, B., (1978). Optimal Reaction condition for 
Assaying Human lactate dehydrogenase pyruvate-to-lactate at 20, 30 and 27˚C. Clin. 
Chem. 24, 261-266. 

[128] Shaw, LM, Stromme, JH., London., JL, Theodorsen., L (1983). IFCC methods 
for the measurement of catalytic concentration of enzymes. Method for gamma-
glutamyltransferase. J. Clin. Chem. Clin. Biochem. 21,  633-646. 
[129] Doumas, BT, Biggs HG., (1981). A candidate reference method for determination 
of total protein in serum: Development and validation. Clin. Chem. 27, 1642-1650. 
[130] Doumas, BT, Biggs HG., (1972). Determination of serum albumin. Standard 
methods in clinical chemistry. 7, 175-188. 
[131] Lott, J., A. (1987). New concept in serum bilirubin measurement.  Laboratory 
mangment. 41,  8. 
[132] Tietz, NW, Rinker AD, shaw LM., (1983). IFCC methods for the measurement of 
catalytic concentration of enzymes. Part5. IFCC method for alkaline phosphatase. J 
Clin. Chem., Clin. Biochem. 21, 731-748. 
[133] Bretaudiero, JP, vassault A. (1977). Criteria for establishing  a standardized 
method for determining alkaline phosphatase activity in human serum. Clin. Chem. 23, 
2263-2274. 

[134] Ambrose, RT, Ketchum DF, smith JW. (1983). Creatinine determined by "High 
performance" liquid chromatography. Clin. Chem. 29, 256-259. 

[135] Jaffe, M., Uber, den Niederschlag welchen., (1886). Pikrinsaure in normalen Harn 
erzeugt und uber eine neue Reaktion des kreatinins. Z physiol Chem. 10, 391-400. 

[136] Sampson, RI. (1980). A coupled-enzyme equilibrium method for measuring urea in 
serum: optimization and evaluation of the AACC study group on urea candidate reference 
method. Clin. Chem. 26, 816-26. 
[137] Goldberg D., M. (1983) in methods of Enzymatic Analysis (Bergmeyen, H.V. Ed. 
3rd end. Verlog Chemie, Deerfield beach, Fi. 3, 258-265.   
[138] D. E. paglia and W., valentine, N. (1967) J. Lab Clin. Med. 70, 158-169. 
[139] Aebi, H. (1984) Methods Ezymol 105, 121- 126   
[140] Fossati, P., et al. (1980) Clin. Chem. 26, 227-231. 
[141] Nishikimi, M., Roa, N.A, yogi., (1972). Biochem. Bioph. Res. common., 46, 846-
854. 
[142] Satoh k., clinica chimica acta (1978).  90, 37. 



REFERENCE 
 

[143] Ohkawa, H., ohishi W, and Yagi K. (1979). Anal. Biochem., 95, 351. 
[144] Yuker, H.E. (1958). In Aguide to statistical calculation G.P. Putmans, Sons, New 
York. USA. P: 18,26,58 and 66.  
[145] Chaudhari, N., B., Chittam, K., P., Patil V., R. (2009). Hepatoprotective Activity 
of Cassia fistula Seeds against Paracetamol-Induced Hepatic Injury in rats. Arch Pharm 
Sci & Res., 1,  2, 218-221. 
[146] Adeneye, A., A., Benebo A., S. (2007). Ameliorating the effects of 
acetaminophen induced hepatotoxicity in rats with African red palm oil extract.  Asian 
Journal of Traditional Medicines. 2, 6, 244-249.  
[147] Laura, P., James, Philip, R., Mayeux, Jack, A., Hinson. (2003). Acetaminophen-
Induced Hepatotoxicity. DMD, 31, 1499-1506.. 
[148] Sener, G., A., Ö., Sehirli and Ayanoğlu-Dülger, G. (2003). Protective effects of 
melatonin, vitamin E and Nacetylcysteine against acetaminophen toxicity in mice. A 
comparative study. J. Pineal. Res., 35, 61-68. 
[149] Laskin, DL, Gardner, CR, Price VF, and Jollow, DJ. (1995) Modulation of 
macrophage functioning abrogates the acute hepatotoxicity of acetaminophen. 
Hepatology 21, 1045-1050.  
[150] Sreenivasan Sasidharan, Sugumaran Aravindran, Lachimanan Yoga Latha, 
Ratnasamy, Vijenthi, Dharmaraj Saravanan  and Santhanam Amutha. (2010). In Vitro 
Antioxidant Activity and Hepatoprotective Effects of Lentinula edodes against 
Paracetamol-Induced Hepatotoxicity. Molecules, 15, 4478-4489. 
[151] Khalid, G., Al-Fartosi, Orass, S., Khuon, Huda Issa Al-Tae. (2011). Protective 
role of Camel's Milk Against Paracetamol Induced Hepatotoxicity in Male Rats. 
International Journal of Research in Pharmaceutical and Biomedical Sciences.  2, 4,  
1795-1799 
[152] Rajkapoor, B., Venugopal Y, Anbu J, Harikrishnan N, Gobinath m, 
Ravichandran. (2008). Protective effect of phyllanthus polyphyllus on acetaminophen 
induced hepatotoxicity in rats, Pak. J. Pharm. Sci., 21, 1, 57-62 
[153] Benjamin, M., N. (1978). Outline of veterinary Clinical Pathology. University 
press. Iowa,. 229-232. 
[154] Ringler, D., H., and L. Dabich. (1979). Hematology and Clinical Biochemistry. 
In: The Laboratory Rat. 1, Baker, H.J., J.R. Lindsey and S. H. Weisbroth (Eds.) 
Academic Press. London. 105-118. 
[155] Muriel, P., and Garcipiana, T. (1992). Silymarin protects against paracetamol-
induced lipid peroxidation and liver damage. J. Appl. Toxicol., 12,  439-442. 
[156] Bigoniya, P., Singh C. S., Shukla A. (2009). A Comprehensive Review of 
Different Liver Toxicants Used in Experimental Pharmacology. International Journal of 
Pharmaceutical Sciences and Drug Research. 1, 3, 124-135.  
[157] Kuppan, Nithianantham, Murugesan, Shyamala, Yeng Chen, Lachimanan Yoga 
Latha , Subramanion L. Jothy  and Sreenivasan Sasidharan. (2011). Hepatoprotective 
Potential of Clitoria ternatea Leaf Extract Against Paracetamol Induced Damage in 



REFERENCE 
 

Mice. Molecules, 16, 10134-10145.                                                             
[158] Navarro, V., J., and Senior, J., R., (2006). Drug-related hepatotoxicity. N. Engl. J. 
Med., 354, 731-739.                                                                                                            
[159] Maryann, M., and Jeanmarie,P. (2008). Acetaminophen-induced nephrotoxicity: 
pathophysiology, clinical manifestations and management. J. Med. Toxiciol.,4, 2-6.     
[160] Girish, C., B.C. Koner, S. Jayanthi, K.R. Rao,B. Rajesh. (2009). Hepatoprotective 
activity of six poly herbal formulations in paracetamol induced liver toxicity in mice. 
Indian J. Med. Res., 129, 569-578.  
[161] Rios, JL, Escandell, JM., Recio, MC. (2005). New insights into the bioactivity of 
Cucurbitacins. In: Rahamn A-Ur. (ed.) Studies in natural products chemistry: bioactive 
natural products (Part L). The Netherlands: Elsevier; 429-469. 
[162] Agil, A., Miro M, Jimenez J, Aneiros J, Caracuel MD, García-Granados A, 
Navarro MC. (1999). Isolation of ani-hepatotoxic principle form the juice of Ecballium 
elaterium. Planta Med. 65, 7, 673-5.       
[163] Sumonthip, kongtun, Weena, Jiratchariyakul, Peeran Tan- ariya, Leena 
suntornsak. (2003). Chemical study of bioactive constituents from Trichoanthes 
cucumerina root and fruit juice. Mhidol university pp. 42.  
[164] Sreenivasan Sasidharan, Sugumaran Aravindran, Lachimanan Yoga Latha, 
Ratnasamy, Vijenthi, Dharmaraj Saravanan  and Santhanam Amutha. (2010). In Vitro 
Antioxidant Activity and Hepatoprotective Effects of Lentinula edodes against 
Paracetamol-Induced Hepatotoxicity; Molecules, 15, 4478-4489. 
[165] Odigi, I.P., Okpoko F.B., and Ojobor P., D. (2007). Antioxidant effects of vitamin 
C and E on phenylhydrazine-induced haemolysis in Sprague dawley rats: evidence for a 
better protection by vitamin E. the Nigerian postgraduate medical journal, 14, 1, 1-7.  
 [166] Hakova, H., Misurova, E. and Kropacova, R. (1996). The effect of silymarin on 
the concentration and total content of nucleic acids in tissues of continuously irradiated 
rats. Veterinarni Medicina.  41, 4, 113-119  
[167] Ahmed, B., Khan, S., A., and Alam, T. (2003). Synthesis and antihepatotoxic 
activity of some heterocyclic compounds containing the 1, 4-dioxane ring system. 
Pharmazie. 58, 173- 176.  
[168] Ramadan, L., Roushdy, H. M., Abu Senna, G. M., Amin, N. E. and El-Deshw, O., 
A. (2002). Radioprotectve effect of silymarin against radiation induced hepatotoxicity. 
Pharmacol. Res. 45, 447-452.  
[169] rajesh, SV rajkapoor, B., R., senthil, kumar and k raju. (2009). Effect of clausena 
dentata (willd.) m. roem. against paracetamol induced hepatotoxicity in rats, pak. j. 
pharm. sci., 22, 1, 90-93.   
[170] Mitchell, JR, Jollow DJ, Potter WZ, Gillette JR, Brodie BB. (1973). 
Acetaminophen‐induced hepatic necrosis. IV. Protective role of glutathione. J 
Pharmacol Exp Ther., 187, 1, 211-17.  



REFERENCE 
 

[171] Surendhra, kumar, singh, n.rajasekar, n. armstrong vinod raj, r.paramaguru. 
(2011). hepatoprotective and antioxidant effects of amorphophallus campanulatus 
against acetaminophen induced hepatotoxicity in rats, international journal of pharmacy 
and pharmaceutical sciences, 3, 202-205.  
[172] Gul, M., Kutay F.Z., Temocin S., Hanninen O. (2000). Cellular and clinical 
implications of glutathione. Indian J Exp Biol., 38, 625-34.  
[173] Comporti, M., Maellaro, E., Del Bello B., Casini A.F., (1991). Glutathione 
depletion, its effect on other antioxidant systems and hepatocellular damage, 
Xenobiotica., 21, 1067. 
[174] Freeman, B., A., and Crapo, J., D. (1982). Biology of disease: Free radicals and 
tissue injury. Lab. Invest., 47, 412-426.  
[175] Heba, Hosny Mansour, Hafez Farouk Hafez, and Nadia Mohamed Fahmy. (2006). 
Silymarin Modulates Cisplatin-Induced Oxidative Stress and Hepatotoxicity in Rats, 
Journal of Biochemistry and Molecular Biology, 39, 6, 656-661.  
[176] Boyer, T., D., Vessey, D.,A. Holcomb, C., and Saley, N., (1984). Studies of the 
relationship between the catalytic activity and binding of non-substrate ligands by the 
glutathione S-transferases. Biochem. J., 217, 179-185. 
[177] Aroma, O., I. (1994). Nutrition and health aspects of free radicals and 
antioxidants. Food Chem. Topical., 32, 671-683. 
[178] Bhakta, T., Pulok K.M., Kakali M., Banerjee S., Subhash C.M., Tapan KM., Pal 
M., Saha B., P. (1999). Evaluation of hepatoprotective activity of Cassia fistula leaf 
extract. J Ethnopharmacol., 66, 227.  
[179] de Vries J. (1981). Hepatotoxic metabolic activation of paracetamol and its 
derivatives phenacetin and benorilate: oxygenation or electron transfer? Biochem 
Pharmacol 30, 399-402. 
[180] Shakun, N.P. and I.I.U. Vysotski, (1982). Effect of tetracycline antibiotics on 
lipid peroxidation. Antibiotiki., 27: 684-687.  
[181] Muriel, P. (1997). Peroxidation of lipids and liver damage. In: Oxidants, 
antioxidants, and free radicals. Eds.: S. I. Baskin & H. Salem. 
Taylor & Francis, Washington, USA.  237-257. 
[182] Barja, G., López-Torres M., Pérez-Campo R., Rojas C., Cadenas S., Prat J., And 
Pamplona R. (1994). Dietary vitamin C decreases endogenous protein oxidative 
damage, malondialdehyde, and lipid peroxidation and maintains fatty acid unsaturation 
in the guinea pig liver. Free Radicals Biology and Medicine. 17, 105-115. 
[183] Appenroth, D., Fröb S., Kersten L., Splinter EK, And Winnefeld K. (1997). 
Protective effects of vitamin E and C on cisplatin nephrotoxicity in developing rats. 
Archives of Toxicology, 71,  677- 683.  
[184] Soto, C., Recoba, R., Barron H., Alvarez, C. and Favari, L. (2003). Silymarin 
increases antioxidant enzymes in alloxan-induced diabetes in rat pancreas. Comp. 
Biochem. Physiol. C Toxicol. Pharmacol. 136,  205-212.  



REFERENCE 
 

[185] Cobden, I., Record, C.O., Ward, M.K., Kerr, D.N. (1982). Paracetamol-induced 
acute renal failure in the absence of fulminant liver damage. BMJ, 284,  21-22.  
[186] Balantz, R.C. (1996). Acetaminophen: acute and chronic effects on renal function. 
Am. Kidney Dis. 28, 3-6.  
 

 



 العربي الملخص
 

Uالملخص العربي 

نظرا للاستعمالات الشائعة للنباتات الطبية في علاج العديد من الأمراض وذالك لاحتواء هذه 

النباتات على قيمه غذائية عالية واحتوائها أيضا على العديد من المركبات الكيميائية ذات الفاعلية 

مكانية استخدامها في علاج العديد من إفإن ذلك يبشر بالمضادة للأكسدة ولكونها مصادر طبيعية 

 الأمراض والوقاية منها كبدائل للأدوية المخلقة كيميائياً . 

وتهدف هذه الدراسة لتحديد الفاعلية المضادة للأكسدة لنبات قثاء الحمار وكذالك لمعرفة التأثير 

 المضاد للتسمم الكبدي المستحدث باستعمال الباراسيتامول . 

حيث تم تحديد الفاعلية المضادة للأكسدة من خلال تحديد المحتوي الكلي للمركبات الفينولية 

 diphenyl-2-picryl hydrazyl-1 ,1)وكذالك الفلافونويد ومن خلال تثبط الجذر الحر لمركب 

radical )  DPPH˙ .بالإضافة إلي القوة الاختزالية 

أما فيما يتعلق بإحداث التسمم الكبدي بالباراسيتامول فتم تحديده من خلال قياس القدرة التصنيعية و 

الإستخراجية للكبد بالإضافة إلي الإنزيمات المحددة لسلامة خلايا الكبد كذالك وقد تم قياس فاعلية 

 الإنزيمات المضادة للأكسدة وذالك لتحديد مدى فاعلية النبات على هذه الإنزيمات.

وقد أجريت الدراسات البيولوجية على فئران التجارب البيضاء حيث تم تقسيمها إلي مجموعتين 

 رئيسيتين:

 أولا : دراسة التأثيرات الوقائية للنبات: 

 أسابيع حيث تم سحب عينات الدم قبل بدء التجربة 3 فأر لمدة 28وفي هذه الدراسة استخدم  عدد 

وتم السحب أيضا في نهاية التجربة. حيث تم توزيع هذه الفئران بالتساوي إلي أربع مجموعات ( 

  فئران في كل مجموعة ).7

   : استخدمت كمجموعة ضابطة. المجموعة الأولى

  ملجم/كجم.  400 : عملت بالأسيتامينوفين "باراسيتامول" المجوعة الثانية
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 ملجم /كجم من وزن الفأر بالإضافة إلي  300 بفيتامين سي :عملت المجموعة الثالثة

 بالأسيتامينوفين. 

  مل/كجم بالإضافة إلي بالأسيتامينوفين.  1 : عملت بالنبات بجرعة المجموعة الرابعة

 ثانياً : دراسة التأثير العلاجية للنبات: 

 أسابيع حيث تم سحب عينات الدم قبل بدء التجربة 6 فأر لمدة 35وفي هذه الدراسة استخدم  عدد 

 7 أسابيع وفي نهاية التجربة. حيث تم توزيع هذه الفئران بالتساوي إلي خمس مجموعات (3وبعد 

" . بينما تم المجموعة الأولى فئران كمجموعة ضابطة " 7استخدم فئران في كل مجموعة ). 

 أسابيع لإحداث التسمم الكبدي وبعد 3 ملجم/كجم لمدة 400معالجة باقي المجاميع بالباراسيتامول 

 ذالك قسمت الفئران الي أربع مجاميع متساوية:

  ملجم/كجم.400 التي تم معاملتها بالأسيتامينوفين "باراسيتامول" ةالإيجابي:   المجموعة الثانية

  مل/كجم.1  : عملت بالنبات المجموعة الثالثة

  ملجم/كجم من وزن الفأر.300 : عملت بفيتامين سي بجرعة المجموعة الرابعة

  ملجم/ كجم من وزن الفأر. 50 : عملت بالسليمارين بجرعة المجموعة الخامسة

  التجارب لعمل الدراسات الهستوباثولوجية. ةكذلك ثم اخذ عينات من الكبد بعد نهاي

أوضحت النتائج المتحصل عليها أن لهذا النبات فاعلية بيولوجيه على تقليل التسمم الكبدي الناتج 

من بالأسيتامينوفين "باراسيتامول" من خلال تحسين وظائف الكبد وذالك نظرا لمحتواها من 

 مضادات الأكسدة كما أكد ذلك الدراسات الهستوباثولوجية.  

وننصح بعدم التسرع في استخدام هذا النبات في علاج أمراض الكبد إلا بعد عمل المزيد من 

الدراسات لمعرفة ميكانيكية عمل المواد الفعالة بها واستخدام نوعيات مختلفة من حيوانات 

 أطول حتى يمكن تقييمها ومعرفة أثارها الجانبية لتحديد إمكانية استخدامها فتراتالتجارب ول

 كعلاج للإنسان من عدمه.    


