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Abstract

In this study, the effects of Ginko biloba extract on -treated 
groups were divided subchronically-induced toxicity of 
acetaminophen (AAP) on functions of livers and kidneys of 
male albino rats were investigated. Subchronically into 8 
groups. Animals of group1 received tap water daily for 1 
week and served as controls. Animals of group 2 were 
treated with Ginko biloba extract (GBE) (50 mg /kg b.wt). 
Animals of group 3 were treated daily for 1 week with 
AAP (250 mg/kg b. wt.). Animals of group 4 were treated 
daily for 1 week with GBE (50 mg /kg b.wt) and AAP (250 
mg/kg b. wt.). As for groups 5, 6, 7 and 8, they were treated 
experimentally as groups 1, 2, 3 and 4 but for 2 weeks. 
Determination of both liver and kidney functions was used 
as early indicators for the detection of liver damage and for 
evaluation of renal toxicity after exposure to the test 
articles. Meanwhile, serum concentration of 
malonedialdehyde was measured to assess the deleterious 
oxidative influence of AAP on the liver and kidneys. Also, 
the antioxidant glutathione (GSH) concentration and 
activities of antioxidant enzymes, glutathione peroxidase 
(GPx), glutathione-S-transferase (GST), catalase (CAT), 
and superoxide dismutase (SOD), were assayed under the 
present experimental conditions. The data demonstrated a 
significant increase in serum liver function enzymes such 
as aminotransferases (ALT and AST) as well as alkaline 
phosphatase subsequent to administration of AAP, whereas 
a significant decrease in GSH content and in the activities 
of GPx, GST, CAT, and SOD was observed after 1 and 2 
weeks of treatments with this test article. The results also 
indicated that administration of 50 mg GBE/kg b. wt. was 
enough for nearly normalization of various parameters 
examined, which appears to be due to the protective effects 

of GBE on AAP-induced oxidative stress in the liver and 
kidneys.
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1 Introduction

Recently, a considerable body of work has been 
published about herb-drug interactions, including 
several comprehensive reviews (Cup, 1999; 
Loannides, 2002 and Ulbricht, et al., 2006). Interest in 
this topic is easily understood given the growing 
popularity of alternative medicine, the myriad
botanicals available worldwide as dietary 
supplements, the multitude of unique phytochemicals 
present in these products and the paucity of 
knowledge regarding their pharmacology. More 
importantly, almost 25% of all prescription drug users 
take herbal medicines concomitantly with 
conventional medications (Wold, et al., 2005 and 
Gardiner, et al., 2006). Acetaminophen or   
paracetamol is a widely used over the counter 
analgesic (pain reliever) and antipyretic. It is 
commonly used for the relief of headaches, other 
minor aches and pains, and is a major ingredient 
numerous cold and flu remedies. Also acetaminophen 
can be used as an alleviative care in advanced cancer 
patients; therefore, acetaminophen is very important 
drug, although it leads to many problems when taken 
in overdose and for a long time. Moreover, recent 
studies have shown that many plants used in 
traditional medical practices have antioxidant 
properties.  From this point, extracts of Ginkgo biloba
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are used in herbal medicine for the treatment of mild 
to moderate cognitive disorders (Mahadevan and 
Park, 2008). The aim of this work was to assess the 
beneficial effects of Ginkgo biloba in alleviating the 
toxic effects of acetaminophen particularly on the 
liver and kidneys.

2 Materials and Methods

Animals: The present experiments were performed 
using male albino rats weighing about 100-120 g. The 
animals were randomly segregated into the following 
groups:

Animals of group1 received tap water daily for 1 
week and served as controls. Animals of group 2 were 
treated with Ginko biloba extract (GBE) (50 mg /kg 
b.wt). Animals of group 3 were treated daily for 1 
week with AAP (250 mg/kg b. wt.). Animals of group 
4 were treated daily for 1 week with GBE (50 mg /kg 
b.wt) and AAP (250 mg/kg b. wt.). As for groups 5, 6, 
7 and 8, they were treated experimentally as groups 1, 
2, 3 and 4 but for 2 weeks. Blood samples were 
collected after one and 2 weeks of treatments where 
they were received from the retro-orbital plexus veins 
by a fine capillary glass tube into clean centrifuge 
tubes and left to clot at room temperature. They were 
centrifuged at 3000 rpm for 10 min and the 
supernatant serum samples were then dispensed into 
Epindorff tubes and kept frozen at -20 oC until 
analysis. 
                                                    
Biochemical analyses:
Liver function:
Alanine aminotransferase enzyme (ALT) was assayed 
according to Gella, et al. (1985) whereas aspartate 
aminotranseferase (AST) was measured colorimetrically 
according to the method of Reitman and Frankel, (1957).
As for Alkaline phosphatase (ALP) levels, it was
determined according to Burstein, et al. (1970).

Kidney function:
Determination of urea was based upon the cleavage of urea 
with urease according to the method of Fawcett and Scott 
(1960). Determination of uric acid was undertaken 
according to the method of Barham, (1972) and serum 
creatinine was determined according to the method of 
Doolan et al. (1962).

Determination of antioxidant factors:
Glutathione peroxidase (GPx) was determined according to 
the method of Paglia and Valentine (1990). Determination 
of catalase (CAT) activity was assyed according to the 
method of Aebi (1974). Superoxide dismutase (SOD) 
activity was determined by the method of Misra and 
Fridovich (1972). Determination of glutathione (GSH) was 

achieved by enzymatic colorimetric method according to 
Beutler et al. (1963). Glutathione -S- transferase (GST) in 
the liver tissue of the tested animals was determined 
according to the method of Habig and Jakoby, (1981).
Determination of lipid peroxidation, a major indicator of 
oxidative stresses, was determined by measuring 
malondialdehyde (MDA) in the liver according to the 
method of Ohkawa et al. (1979).

Statistics:

All data were expressed as means±SD. Groups of data 
were compared with an analysis of variance 
(ANOVA) followed by multiple comparison tests, 
values of P < 0.05 were regarded as significant.

3 Results

ALT, AST and ALP levels in serum were 
significantly higher in the AAP group when compared 
with those of control group. Although, extracted
Ginkgo biloba (EGB) treatment decreased these 
values after one and two weeks of administration as 
seen in table (1). Table (2) showed that after one and 
two weeks of administration, serum urea levels were 
significantly increased in acetaminophen groups 
(42.36 ± 0.15) in comparison with control group 
(26.23 ± 0.94), also, it has been found that, serum uric 
acid levels were significantly increased in AAP group 
(2.01 ± 0.23) in comparison with control group (1.02 
± 0.02). Serum creatinine (mg/dl) after one week of 
administration was significantly increased in AAP 
group (1.05± 0.05) in comparison with values of the 
control group (0.39 ± 0.02). Table (3) illustrates that 
serum glutathione peroxidase activity was 
significantly decreased in acetaminophen groups 
(27.54 ± 0.26) compared with its control group value 
(44.80±1.63). Glutathione levels (mg/dl) decreased 
significantly in AAP group (18.26 ± 0.28), also, it has 
been found that glutathione decrease in EGB group 
but did not show any significant difference. Catalase 
activity decreased in AAP group as well as in AAP + 

EGB group but did not show any significant 
difference in the later group when compared with 
control group. Table (4) displays that liver glutathione
-S- transferase activity (nmol/mg protein/min) 
significantly decreased in AAP group (413±128), 
whereas its value has been improved in AAP + EGB
group (692±131) after 2 weeks of treatment, but did 
not show any significant difference when compared
with the value of the control group (655±121). 
Likewise, similar pattern of changes has been 
observed concerning liver glutathione.
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Table (1).  Changes of serum ALT, AST and ALP as 
affected by acetaminophen and /or Ginkgo biloba 
treatments in male albino rats:

*P < 0.05; compared to control group.   **IU/L                                 
For each group, n=5.                          
Results are expressed as means ± SD.

Table (2). Changes of serum urea, uric acid and creatinine 
as affected by acetaminophen and /or Ginkgo biloba 
treatments in male albino rats:

**mg/dl

Table (3). Changes on serum GSH, GPx, CAT and SOD as 
affected by acetaminophen and /or Ginkgo biloba
treatments in male albino rat:

**u/ml, ***mg/dl, ****µmol/sec/ml

Table (4). Changes of liver Glutathion -S- transferase and 
glutathione as affected by acetaminophen and /or Ginkgo
biloba treatments in male albino rats.

**µg / mg protein.       *** n mol/mg protein/min.  

Liver superoxide dismutase activity (u/mg protein) 
was found to decrease in acetaminophen group in 
comparison with control whereas glutathione 
peroxidase (n mol /min/mg protein) showed nearly the 
same pattern of change. On the other hand, Ginkgo 
biloba treatment didn’t cause any significant change 
in comparison with control group. Also, the 
combination of Ginkgo biloba and acetaminophen 
didn’t cause any significant change in superoxide 
dismutase or in glutathione peroxidase activity when 
compared with their comparable control values (Fig. 
1&2).

                                                                                                  

Fig (1): SOD (U/mg protein) level in liver of control group, 
Ginkgo biloba group (EGB), acetaminophen group and in 
AAP + EGB group. For each group n=5, P>0.001 verses 
control group.

Fig (2): GPx (n mol/min/mg protein) level in liver of 
control group, Ginkgo biloba group (EGB) acetaminophen 
group and in AAP + EGB group. 

Liver CAT (u/mg protein) activities were 
significantly decreased by the treatments with 
acetaminophen (Fig. 3) after 1 and 2 weeks of 
treatments compared with control values.

Fig (3): CAT level in liver of control group, Ginkgo biloba
group (EGB) acetaminophen (AAP) group and (AAP + 
EGB). 

The 1st week of treatment

Control EGB AAP EGB+AAP

**ALT 19.26±0.82 20.51±0.26 40.54±1.04* 25.19±1.72
**AST 39.62±0.54 33.71±1.57 66.16±1.76* 42.13±1.07
**ALP 91.58±2.36 91.26±1.54 134.27±5.34* 98.16±2.03

The 2nd  week of treatment

Control EGB AAP EGB+AAP

**ALT 20.03±0.26 25.16±0.74 46.25±0.87* 32.56±0.7
**AST 38.57±1.26 32.54±1.76 75.16±5.26* 48.37±1.26

**ALP 94.34±1.26 95.30±1.87 146.26±5.48* 102.23±5.30

The 1st week of treatment
Control EGB AAP EGB+AAP

**Urea 26.23±0.94 21.01±0.72 42.36±1.15* 25.64±0.84

**Uric acid 1.02±0.02 0.82±0.01 2.01±1.23* 1.26±0.01

**Creatinine 0.39±0.02 0.40±0.08 1.05±0.05* 0.40±0.03
The 2nd  week of treatment

Control EGB AAP EGB+AAP
** Urea 26.15±1.04 22.16±0.02 49.79±1.56* 29.52±1.34

** Uric acid 1.23±0.23 1.26±0.25 3.56±0.13* 1.54±0.97

**Creatinine 0.38±0.21 0.38±0.05 1.12±0.02* 0.43±0.51

The 1st week of treatment

Control EGB AAP EGB+AAP

** GSH 32.54±1.24 36.21±1.20 18.26±0.28* 28.64±1.52

*** GPx 44.80±1.63 46.82±1.62 27.54±0.26* 39.62±1.04

****CAT 12.26±2.15 11.23±1.26 7.92±0.49* 10.28±1.26

**SOD 165.46±0.45 169.95±3.31 130.90±2.35* 150.41±2.56
The 2nd  week of treatment

Control EGB AAP EGB+AAP
** GSH 32. 52±1.25 34.20±1.94 17.51±0.12* 21.25±0.15

*** GPx 45.62±1.41 42.51±0.20 21. 62±0.71* 18.25±0.46
****CAT 12.54±1.59 13.26±1.20 7.46±0.28* 11.81±1.02

**SOD 166.25±3.71 197.23±2.15 135.24±2.47* 149.25±3.10

The 1st week of treatment

Control EGB AAP EGB+AAP

*** GST 682±1.32 842±1.62 413±1.28* 694±1.20
** GSH 7.52±0.44 7.02±0.314 3.43±0.529* 3.23±0.232*

The 2nd  week of treatment

Control EGB AAP EGB+AAP

*** GST 655±1.21 821±1.29 420±1.18* 692±1.31

** GSH 8.91±0.74 6.21±0.43 4.23 ±0.23* 6.63±0.04
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Liver MDA (m mol/mg protein) increased 
significantly in AAP group when compared with the 
value of the control group (Fig 4) after 1 and 2 weeks 
of treatments.

Fig: (4): MDA level in liver of control group, Ginkgo
biloba group (EGB), acetaminophen (AAP), and (AAP + 
EGB) group. 

4 Discussion

In the current study, significant elevations in serum 
ALT, AST and ALP levels were observed after ip. 
administration of 250 mg/kg b. wt. of acetaminophen 
(AAP) for 7 and 14 days in comparison with their 
respective control groups. These results are consistent 
with previous findings (Sallie, et al., 1991). On the 
other hand, co-administration of both Ginkgo biloba
extract (GBE) and AAP helps in decreasing effects of 
AAP-induced toxicity and this effect was clear in the 
decrease of serum ALT in GBE + AAP group in 
comparison with AAP group. Serum ALT and AST 
measure the concentration of intracellular hepatic 
enzymes that have leaked into the blood circulation 
and serve as markers of hepatocytes injury.                                                                      
The increased activity of ALT, AST and ALP in AAP 
groups appeared to be related to the damage occurred 
in the liver cells as reflexed by change in hepatic 
function markers. Accordingly, the changes in levels 
of these serum enzymes have been attributed to the 
damaged structural integrity of the liver because these 
enzymes are normally located in the cytoplasm of the 
hepatocytes and are released into the circulation after 
hepatic damage (Sallie, et al., 1991). The biochemical 
alteration in the liver function enzymes showed that 
high doses of AAP when co-administrated with GBE 
seemed to decrease AAP-hepatotoxicity, suggesting 
that GBE may have a property of hepato-protective
influence. In a trial for interpretation of the changes in 
serum enzymes suggesting hepatic injury, serum 
malodialdehyde (MDA) was measured and was found 
to increase after daily AAP administration, 
particularly after 14 days of exposure. This finding 
apparently refers to oxidative damage induced by 
AAP particularly in the liver cells. This suggestion is 
corroborated by the fact that the antioxidant 
glutathione (GSH) concentration in liver and activities 

of hepatocyte antioxidant enzymes, glutathione 
peroxidase (GPx), glutathione-S-transferase (GST), 
catalase (CAT), and superoxide dismutase (SOD), 
decreased due to AAP treatment. On the other hand, 
administration of GBE prevented the decrease in these 
antioxidants to nearly the normal levels. The 
biochemical markers such as urea, uric acid and 
creatinine are usually used to evaluate renal function. 
Creatinine is defined as an amino acid derivative with 
a molecular mass that is freely filtered by the renal 
glomeruli. Because of creatinine is freely filtered by 
the kidneys and is not reabsorbed, creatinine 
clearance can be used as an indicator of kidney 
function. Administration of 250 mg/kg b. wt. AAP for 
7 and 14 days causes a significant rise in serum urea, 
uric acid and creatinine levels which was consistent
with findings of other authors (Lim, et al., 1995).                                      
The creatinine excretion is dependent almost on the 
process of glomerular filtration, thus, the significant 
rise in the serum creatinine level might be due to the 
impairment of glomerular function and tubular 
damage in the kidney as suggested recently by 
Mansour and Mossa (2010). However, other previous 
studies did not found a significant rise in plasma 
creatinine level after AAP administration (Futter et 
al., 2001, perrone et al., 1992 and pakravan et al., 
2007).The protective effect of GBE against AAP 
toxicity was not as obvious in kidneys as it was in 
case of the liver. This may be due to additional 
mechanisms contributing to AAP toxicity in kidneys 
(Van Erp et al., 2009). Different mechanisms and 
sensitivity of renal tissue (von mach et al., 2005) or 
different in situ biotransformation might have 
influence in this context (Sakuma et al., 2009). The 
MDA and GSH levels as well as GSH, GPx, CAT and 
SOD activities in the liver are shown in table (4) and 
Figs. 1, 2, 3 and 4. The MDA levels in the liver of 
animals that were administered  AAP alone were 
observed to display significant increase compared 
with control group and this increase was attenuated by 
co-administration of GBE. Also, significantly reduced 
levels of GSH and GPx, GST, and SOD activates 
were seen in the liver tissues of AAP-treated rats 
compared with their control animals.
In the present study, SOD decreased in AAP group 
but increased in AAP and GBE group. In previous 
studies, the coordinate action of antioxidant system is 
very critical for the detoxification of free radicals. 
SOD reduced the concentration of highly reactive 
superoxide radical by converting it to H2O2 whereas 
catalase and GPx decomposes H2O2 and protects the 
tissue from highly reactive hydroxyl radicals (Sahreen 
et al., 2001). Acetaminophen produces a decrease in 
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serum catalase activity. However, the co-
administration of GBE and AAP resulted in rise in 
activity of catalase in serum. The cumulative 
oxidative damage is likely one of the mechanisms 
producing the hepatotoxic effects of acetaminophen 
administration (Ekam and Ebong, 2007). Also, it has 
been found that blood glutathione peroxidase 
decreased in animals of AAP group in comparison 
with their controls. The co-administration of AAP and 
GBE produces a subtle decrease in serum glutathione 
peroxidase activity as well as in glutathione content 
indicating the ameliorative influence exerted by GBE 
against AAP toxic effects. In conclusion, the present 
results suggest the beneficial influence exerted by
GBE in protection of liver and kidneys against the 
free radicals and peroxidative influence produced as a 
result of acetaminophen consumption in large doses 
for long periods.
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Abstract


In this study, the effects of Ginko biloba extract on -treated groups were divided subchronically-induced toxicity of acetaminophen (AAP) on functions of livers and kidneys of male albino rats were investigated. Subchronically into 8 groups. Animals of group1 received tap water daily for 1 week and served as controls. Animals of group 2 were treated with Ginko biloba extract (GBE) (50 mg /kg b.wt). Animals of group 3 were treated daily for 1 week with AAP (250 mg/kg b. wt.). Animals of group 4 were treated daily for 1 week with GBE (50 mg /kg b.wt) and AAP (250 mg/kg b. wt.). As for groups 5, 6, 7 and 8, they were treated experimentally as groups 1, 2, 3 and 4 but for 2 weeks. Determination of both liver and kidney functions was used as early indicators for the detection of liver damage and for evaluation of renal toxicity after exposure to the test articles. Meanwhile, serum concentration of malonedialdehyde was measured to assess the deleterious oxidative influence of AAP on the liver and kidneys. Also, the antioxidant glutathione (GSH) concentration and activities of antioxidant enzymes, glutathione peroxidase (GPx), glutathione-S-transferase (GST), catalase (CAT), and superoxide dismutase (SOD), were assayed under the present experimental conditions. The data demonstrated a significant increase in serum liver function enzymes such as aminotransferases (ALT and AST) as well as alkaline phosphatase subsequent to administration of AAP, whereas a significant decrease in GSH content and in the activities of GPx, GST, CAT, and SOD was observed after 1 and 2 weeks of treatments with this test article. The results also indicated that administration of 50 mg GBE/kg b. wt. was enough for nearly normalization of various parameters examined, which appears to be due to the protective effects of GBE on AAP-induced oxidative stress in the liver and kidneys. 

Keywords: Acetaminophen, Ginko biloba, kidney, liver 

1 Introduction

Recently, a considerable body of work has been published about herb-drug interactions, including several comprehensive reviews (Cup, 1999; Loannides, 2002 and Ulbricht, et al., 2006). Interest in this topic is easily understood given the growing popularity of alternative medicine, the myriad botanicals available worldwide as dietary supplements, the multitude of unique phytochemicals present in these products and the paucity of knowledge regarding their pharmacology. More importantly, almost 25% of all prescription drug users take herbal medicines concomitantly with conventional medications (Wold, et al., 2005 and Gardiner, et al., 2006). Acetaminophen or   paracetamol is a widely used over the counter analgesic (pain reliever) and antipyretic. It is commonly used for the relief of headaches, other minor aches and pains, and is a major ingredient numerous cold and flu remedies. Also acetaminophen can be used as an alleviative care in advanced cancer patients; therefore, acetaminophen is very important drug, although it leads to many problems when taken in overdose and for a long time. Moreover, recent studies have shown that many plants used in traditional medical practices have antioxidant properties.  From this point, extracts of Ginkgo biloba are used in herbal medicine for the treatment of mild to moderate cognitive disorders (Mahadevan and Park, 2008). The aim of this work was to assess the beneficial effects of Ginkgo biloba in alleviating the toxic effects of acetaminophen particularly on the liver and kidneys.

2 Materials and Methods

Animals: The present experiments were performed using male albino rats weighing about 100-120 g. The animals were randomly segregated into the following groups:


Animals of group1 received tap water daily for 1 week and served as controls. Animals of group 2 were treated with Ginko biloba extract (GBE) (50 mg /kg b.wt). Animals of group 3 were treated daily for 1 week with AAP (250 mg/kg b. wt.). Animals of group 4 were treated daily for 1 week with GBE (50 mg /kg b.wt) and AAP (250 mg/kg b. wt.). As for groups 5, 6, 7 and 8, they were treated experimentally as groups 1, 2, 3 and 4 but for 2 weeks. Blood samples were collected after one and 2 weeks of treatments where they were received from the retro-orbital plexus veins by a fine capillary glass tube into clean centrifuge tubes and left to clot at room temperature. They were centrifuged at 3000 rpm for 10 min and the supernatant serum samples were then dispensed into Epindorff tubes and kept frozen at -20 oC until analysis. 

Biochemical analyses:

Liver function:


Alanine aminotransferase enzyme (ALT) was assayed according to Gella, et al. (1985) whereas aspartate aminotranseferase (AST) was measured colorimetrically according to the method of Reitman and Frankel, (1957). As for Alkaline phosphatase (ALP) levels, it was determined according to Burstein, et al. (1970). 

Kidney function:


Determination of urea was based upon the cleavage of urea with urease according to the method of Fawcett and Scott (1960). Determination of uric acid was undertaken according to the method of Barham, (1972) and serum creatinine was determined according to the method of Doolan et al. (1962).


Determination of antioxidant factors:

Glutathione peroxidase (GPx) was determined according to the method of Paglia and Valentine (1990). Determination of catalase (CAT) activity was assyed according to the method of Aebi (1974). Superoxide dismutase (SOD) activity was determined by the method of Misra and Fridovich (1972). Determination of glutathione (GSH) was achieved by enzymatic colorimetric method according to Beutler et al. (1963). Glutathione -S- transferase (GST) in the liver tissue of the tested animals was determined according to the method of Habig and Jakoby, (1981). Determination of lipid peroxidation, a major indicator of oxidative stresses, was determined by measuring malondialdehyde (MDA) in the liver according to the method of Ohkawa et al. (1979).

Statistics:

All data were expressed as means±SD. Groups of data were compared with an analysis of variance (ANOVA) followed by multiple comparison tests, values of P < 0.05 were regarded as significant.

3 Results

ALT, AST and ALP levels in serum were significantly higher in the AAP group when compared with those of control group. Although, extracted Ginkgo biloba (EGB) treatment decreased these values after one and two weeks of administration as seen in table (1). Table (2) showed that after one and two weeks of administration, serum urea levels were significantly increased in acetaminophen groups (42.36 ± 0.15) in comparison with control group (26.23 ± 0.94), also, it has been found that, serum uric acid levels were significantly increased in AAP group (2.01 ± 0.23) in comparison with control group (1.02 ± 0.02). Serum creatinine (mg/dl) after one week of administration was significantly increased in AAP group (1.05±  0.02). Table (3) illustrates that serum glutathione peroxidase activity was significantly decreased in acetaminophen groups (27.54 ± 0.26) compared with its control group value (44.80±1.63). Glutathione levels (mg/dl) decreased significantly in AAP group (18.26 ± 0.28), also, it has been found that glutathione decrease in EGB group but did not show any significant difference. Catalase activity decreased in AAP group as well as in AAP + 
 0.05) in comparison with values of the control group (0.39 ±

EGB group but did not show any significant difference in the later group when compared with control group. Table (4) displays that liver glutathione -S- transferase activity (nmol/mg protein/min) significantly decreased in AAP group (413±128), whereas its value has been improved in AAP + EGB group (692±131) after 2 weeks of treatment, but did not show any significant difference when compared with the value of the control group (655±121). Likewise, similar pattern of changes has been observed concerning liver glutathione.

Table (1).  Changes of serum ALT, AST and ALP as affected by acetaminophen and /or Ginkgo biloba treatments in male albino rats:

		

		The 1st week of treatment



		

		Control

		EGB

		AAP

		EGB+AAP



		**ALT

		19.26±0.82

		20.51±0.26

		40.54±1.04*

		25.19±1.72



		**AST

		39.62±0.54

		33.71±1.57

		66.16±1.76*

		42.13±1.07



		**ALP

		91.58±2.36

		91.26±1.54

		134.27±5.34*

		98.16±2.03



		

		The 2nd  week of treatment



		

		Control

		EGB

		AAP

		EGB+AAP



		**ALT

		20.03±0.26

		25.16±0.74

		46.25±0.87*

		32.56±0.7



		**AST

		38.57±1.26

		32.54±1.76

		75.16±5.26*

		48.37±1.26



		**ALP

		94.34±1.26

		95.30±1.87

		146.26±5.48*

		102.23±5.30





*P < 0.05; compared to control group.   **IU/L                                 


For each group, n=5.                          


Results are expressed as means ± SD.

Table (2). Changes of serum urea, uric acid and creatinine as affected by acetaminophen and /or Ginkgo biloba treatments in male albino rats:

		

		The 1st week of treatment



		

		Control

		EGB

		AAP

		EGB+AAP



		**Urea

		26.23±0.94

		21.01±0.72

		42.36±1.15*

		25.64±0.84



		**Uric acid

		1.02±0.02

		0.82±0.01

		2.01±1.23*

		1.26±0.01



		**Creatinine

		0.39±0.02

		0.40±0.08

		1.05±0.05*

		0.40±0.03



		

		The 2nd  week of treatment



		

		Control

		EGB

		AAP

		EGB+AAP



		** Urea

		26.15±1.04

		22.16±0.02

		49.79±1.56*

		29.52±1.34



		** Uric acid

		1.23±0.23

		1.26±0.25

		3.56±0.13*

		1.54±0.97



		**Creatinine

		0.38±0.21

		0.38±0.05

		1.12±0.02*

		0.43±0.51





**mg/dl

Table (3). Changes on serum GSH, GPx, CAT and SOD as affected by acetaminophen and /or Ginkgo biloba treatments in male albino rat:


		

		The 1st week of treatment



		

		Control

		EGB

		AAP

		EGB+AAP



		** GSH

		32.54±1.24

		36.21±1.20

		18.26±0.28*

		28.64±1.52



		*** GPx

		44.80±1.63

		46.82±1.62

		27.54±0.26*

		39.62±1.04



		****CAT

		12.26±2.15

		11.23±1.26

		7.92±0.49*

		10.28±1.26



		**SOD

		165.46±0.45

		169.95±3.31

		130.90±2.35*

		150.41±2.56



		

		The 2nd  week of treatment



		

		Control

		EGB

		AAP

		EGB+AAP



		** GSH

		32. 52±1.25

		34.20±1.94

		17.51±0.12*

		21.25±0.15



		*** GPx

		45.62±1.41

		42.51±0.20

		21. 62±0.71*

		18.25±0.46



		****CAT

		12.54±1.59

		13.26±1.20

		7.46±0.28*

		11.81±1.02



		**SOD

		166.25±3.71

		197.23±2.15

		135.24±2.47*

		149.25±3.10





 **u/ml, ***mg/dl, ****µmol/sec/ml

Table (4). Changes of liver Glutathion -S- transferase and glutathione as affected by acetaminophen and /or Ginkgo biloba treatments in male albino rats.


		

		The 1st week of treatment



		

		Control

		EGB

		AAP

		EGB+AAP



		*** GST

		682±1.32

		842±1.62

		413±1.28*

		694±1.20



		** GSH

		7.52±0.44

		7.02±0.314

		3.43±0.529*

		3.23±0.232*



		

		The 2nd  week of treatment



		

		Control

		EGB

		AAP

		EGB+AAP



		*** GST

		655±1.21

		821±1.29

		420±1.18*

		692±1.31



		** GSH

		8.91±0.74

		6.21±0.43

		4.23 ±0.23*

		6.63±0.04





 **µg / mg protein.       *** n mol/mg protein/min.  

Liver superoxide dismutase activity (u/mg protein) was found to decrease in acetaminophen group in comparison with control whereas glutathione peroxidase (n mol /min/mg protein) showed nearly the same pattern of change. On the other hand, Ginkgo biloba treatment didn’t cause any significant change in comparison with control group. Also, the combination of Ginkgo biloba and acetaminophen didn’t cause any significant change in superoxide dismutase or in glutathione peroxidase activity when compared with their comparable control values (Fig. 1&2). 
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Fig (1): SOD (U/mg protein) level in liver of control group, Ginkgo biloba group (EGB), acetaminophen group and in AAP + EGB group. For each group n=5, P>0.001 verses 

[image: image5.emf] 


012345One weekTwo weeks Control group  Ginkgo biloba


group


 Acetaminophen


group


  GB+AAP group


control group.

Fig (2): GPx (n mol/min/mg protein) level in liver of control group,  Ginkgo biloba group (EGB) acetaminophen group and in AAP + EGB group. 

Liver CAT (u/mg protein) activities were significantly decreased by the treatments with acetaminophen (Fig. 3) after 1 and 2 weeks of treatments compared with control values.
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Fig (3): CAT level in liver of control group, Ginkgo biloba group (EGB) acetaminophen (AAP) group and (AAP + EGB). 
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Liver MDA (m mol/mg protein) increased significantly in AAP group when compared with the value of the control group (Fig 4) after 1 and 2 weeks of treatments.

Fig: (4): MDA level in liver of control group, Ginkgo biloba group (EGB), acetaminophen (AAP), and (AAP + EGB) group. 

4 Discussion 

 In the current study, significant elevations in serum ALT, AST and ALP levels were observed after ip. administration of 250 mg/kg b. wt. of acetaminophen (AAP) for 7 and 14 days in comparison with their respective control groups. These results are consistent with previous findings (Sallie, et al., 1991). On the 

other hand, co-administration of both Ginkgo biloba extract (GBE) and AAP helps in decreasing effects of AAP-induced toxicity and this effect was clear in the decrease of serum ALT in GBE + AAP group in comparison with AAP group. Serum ALT and AST measure the concentration of intracellular hepatic enzymes that have leaked into the blood circulation and serve as markers of hepatocytes injury.                                                                      The increased activity of ALT, AST and ALP in AAP groups appeared to be related to the damage occurred in the liver cells as reflexed by change in hepatic function markers. Accordingly, the changes in levels of these serum enzymes have been attributed to the damaged structural integrity of the liver because these enzymes are normally located in the cytoplasm of the hepatocytes and are released into the circulation after hepatic damage (Sallie, et al., 1991). The biochemical alteration in the liver function enzymes showed that high doses of AAP when co-administrated with GBE seemed to decrease AAP-hepatotoxicity, suggesting that GBE may have a property of hepato-protective influence. In a trial for interpretation of the changes in serum enzymes suggesting hepatic injury, serum malodialdehyde (MDA) was measured and was found to increase after daily AAP administration, particularly after 14 days of exposure. This finding apparently refers to oxidative damage induced by AAP particularly in the liver cells. This suggestion is corroborated by the fact that the antioxidant glutathione (GSH) concentration in liver and activities of hepatocyte antioxidant enzymes, glutathione peroxidase (GPx), glutathione-S-transferase (GST), catalase (CAT), and superoxide dismutase (SOD), decreased due to AAP treatment. On the other hand, administration of GBE prevented the decrease in these antioxidants to nearly the normal levels. The biochemical markers such as urea, uric acid and creatinine are usually used to evaluate renal function. Creatinine is defined as an amino acid derivative with a molecular mass that is freely filtered by the renal glomeruli. Because of creatinine is freely filtered by the kidneys and is not reabsorbed, creatinine clearance can be used as an indicator of kidney function. Administration of 250 mg/kg b. wt. AAP for 7 and 14 days causes a significant rise in serum urea, uric acid and creatinine levels which was consistent with findings of other authors (Lim, et al., 1995).                                      The creatinine excretion is dependent almost on the process of glomerular filtration, thus, the significant rise in the serum creatinine level might be due to the impairment of glomerular function and tubular damage in the kidney as suggested recently by Mansour and Mossa (2010). However, other previous studies did not found a significant rise in plasma creatinine level after AAP administration (Futter et al., 2001, perrone et al., 1992 and pakravan et al., 2007).The protective effect of GBE against AAP toxicity was not as obvious in kidneys as it was in case of the liver. This may be due to additional mechanisms contributing to AAP toxicity in kidneys (Van Erp et al., 2009). Different mechanisms and sensitivity of renal tissue (von mach et al., 2005) or different in situ biotransformation might have influence in this context (Sakuma et al., 2009). The MDA and GSH levels as well as GSH, GPx, CAT and SOD activities in the liver are shown in table (4) and Figs. 1, 2, 3 and 4. The MDA levels in the liver of animals that were administered  AAP alone were observed to display significant increase compared with control group and this increase was attenuated by co-administration of GBE. Also, significantly reduced levels of GSH and GPx, GST, and SOD activates were seen in the liver tissues of AAP-treated rats compared with their control animals.

In the present study, SOD decreased in AAP group but increased in AAP and GBE group. In previous studies, the coordinate action of antioxidant system is very critical for the detoxification of free radicals. SOD reduced the concentration of highly reactive superoxide radical by converting it to H2O2 whereas catalase and GPx decomposes H2O2 and protects the tissue from highly reactive hydroxyl radicals (Sahreen et al., 2001). Acetaminophen produces a decrease in serum catalase activity. However, the co-administration of GBE and AAP resulted in rise in activity of catalase in serum. The cumulative oxidative damage is likely one of the mechanisms producing the hepatotoxic effects of acetaminophen administration (Ekam and Ebong, 2007). Also, it has been found that blood glutathione peroxidase decreased in animals of AAP group in comparison with their controls. The co-administration of AAP and GBE produces a subtle decrease in serum glutathione peroxidase activity as well as in glutathione content indicating the ameliorative influence exerted by GBE against AAP toxic effects. In conclusion, the present results suggest the beneficial influence exerted by GBE in protection of liver and kidneys against the free radicals and peroxidative influence produced as a result of acetaminophen consumption in large doses for long periods.

5   References

Adeline, Y. I. and Ignacio, S. (2010). Histopathological and biochemistry   analysis   of the interaction  between sunitinib and paracetamol in mice. BMC Pharmacology,10:14.                                   

Aebi, H., Wyss, S. R., Scherz, B. and Skvaril, F. (1974).Heterogeneity of erythrocyte catalase II. Isolation and characterization of normal variant erythrocyte catalase and their subunit. Enzyme, 17: 307-318.

Barham, D. and Trinder, P. (1972). Determination of uric acid using enzymatic colorimetric method. Analyst, 97:142.


Beutler, E., Duron, O. and Kelly, M. B. (1963). Improved method for the determination of glutathione. J. Lab. Clin. Med., 3:882-885.


Burstein, M., Scholinok, H. R. and Morfin, R. (1970). Rapid method for the isolation of lipoproteins from human serum by precipitation with polyanions. J. Lipid Res., 11: 583-594.


Cupp, M. J. (1999). Herbal remedies: adverse effects and drug interactions. Am. Fam. Phys., 59: 1239 - 1244.


Doolan, P. D., Alpen, E. L.  and Theil,  G. B. (1962). A clinical appraisal of the plasma concentration and endogenous clearance of creatinine. AM. J. Med., 32(4): 65-69.


Ekam, V. S. and Ebong, P. E. (2007). Serum protein and enzyme levels in rats following administration of antioxidant vitamins drug caffeinated and non-caffeinated paracetamol induced hepatotoxicity. Nigerian J. Physsci., 22 (1-2): 65-68.


Fawcett, S. K. and Scott, J. E. (1960). Arapid and precise method for the determination of urea. J. Clin. Path. 13: 156-159.


Futter, L. E., Al-Swayeh, O. A. and Moore, P. K. (2001). A comparison of the effect of nitroparacetamol and paracetamol on liver injury. Br. J. Pharmacol., 132: 10 - 12.


Gardiner, P., Graham, R. E., Legedza, A. T. R.; Eisenberg, D. M. and Phillips, R. S. (2006).  Factors associated with dietary supplement use among prescription medication users. Arch – intern – med., 166: 1968-1974.


 Gella, F. J., Olivella, T., Cruz-Pastor, M., Arenas, J., Moreno, R., Durban, R. and Gomez, J. A. (1985). A simple procedure for routine determination of aspartate aminotransferase and a lanine aminotransferase with pyridoxyl phosphate. Clin. Chem. Acta., 153: 247-247.


Green, R. M. and Flamm, S. (2002). AGA Technical review of the evaluation of liver chemistry tests. Gastro enterology, 123: 136 - 138.


Habig,W. and Jakoby, W. B. .(1981). Assays for differentiation of glutathione -S- transferase. Met. Enzymol., 77: 398 - 405.  


Lee, K. H., Chen, Y. S.; Judson, J. P.; Chakravarthi, S.; Sim, Y.M. and Er, H. M. (2008). The effect of water extracts of Euphorbia hirta on cartilage degeneration in arthritica rats-malays. J. pathol., 30: 95 - 102.


Lim, S.P.; Andrews, F.J. and O'Brien, P.E. (1995). Acetaminophen-induced micro vascular injury in the rat liver: protection with misoprostol. Hepatology, 22:1776-1781.  


Loannides, C. (2002). Pharmacokinetic interactions between herbal remedies and medicinal drugs. Xenobiotica., 32: 451 - 478.


Mahadevan, S. and Park, Y. (2008). Multifaceted Therapeutic benefits of Ginkgo biloba L: Chemistry, efficacy, Safety and uses. J. Food. Sci., 73: R14 - R19.


Mansour, S. A. and Mossa, A. H. (2010). Oxidative damage, biochemical and histopathological alteration in rats exposed to chlorpyrifos and the antioxidant role of zinc. Pestic. Biochem. Pltys. (9): 14-23.  


Misra, H. P. and Fridovich, I. (1972). The role of Superoxide anion in the Auto oxidation of epinephrine and a simple assay of superoxide dismutase. J. Biol. Chem., 274: 3170 - 3175.


Ohkawa, H.; ohishi, N.; and yagi, K. (1979). Assay for lipid peroxidation in animal tissues by thiobarbituric acid reaction. Analytical Biochemistry, 95: 351-358.


Paglia, D. E. and Valentine, V. W. (1970). Studies on qualitative and quantitative characterization. J. lab. Clin. Med., 70: 158-178.

Pakravan, N.; Bateman, D. N. and Goddard, J. (2007). Effect of acute paracetamol overdose on changes in serum and urine electrolytes. Br. J. clin. Pharmacol., 64: 824 - 832


Perrone, R. D.; Madias, N. E. and levey, A. S. (1992). Serum creatinine as an index of renal function: New insights into old concepts. Clin. Chem. 38: 1933 - 1953.


Reichling, J. J. and Kaplan, M. M. (1998). Clinical use of serum enzymes in liver disease. Dig. Dis. Sci., 33: 1601 - 1604.


Reitman, S. and Frankel, S. (1957). A colorimetric method for the determination of serum glutamic oxaloacetic and glutamic pyruvic transaminases. Am. J. Clin. Path., 28: 56 - 62.


Sahreen, S., Khan, M. R. and Kahn, R. A. (2011). Hepato protective effects of methanol extract of Carissa opaca leaves on CCl4 induced damage in rat-BMC complement Attern.med., 11:48.


 Sakuma, T., Kawasaki, Y., Yarukam Jorn, K. and Nemoto, N. (2009). Sex differences of drug metabolizing enzyme: female predominant expression J. Health sci. 55: 325-337.


 Sallie, R. ,Tredger, J. M. and  Williams, R. (1991). Drugs and the liver Biopharmaceutics and drugs disposition. 12(4): 251-259.

Ulbricht, C., Basch, E., Weissner, W. and Hackman, D. (2006). An evidence - based systematic review of herb and supplement interactions by the natural standard research collaboration Expert. Opin.drug saf., 5: 719-728.


VanErp, N. P.; Gelderblom, H. and Guchelaar, H. J. (2009). Clinical pharmacokinetics of tyrosine kinase inhibitors. Cancer Treat. Rev., 35:692-706


Von mach, M. A.; Hermanns, C.M.; Koch, I.; Hengstler, J. G.; lauter bach, M.; Kaes, J. and weilemann, L. S. (2005) Experiences of a poison centre netweork with renal insufficiency in acetaminophen over does: An analysis of 17 cases. Clin. Toxicol. 43: 31-37.


Wold, R. S; Lopez, S. T; Yau, L. and Butter, L. M. (2005). Increasing trends in elderly person's use of nonvitamin, non-mineral dietary supplements and concurrent use of medications. J. AM. Diet. Assoc., 105:54 - 63.


