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Antioxidant activity and radioprotective effects of oral 
administration of vitis vinifera L. seed in wistar rats following 

fractionated whole-brain irradiation. 

INTRODUCTION 

Electromagnetic radiation is commonly used to 
treat brain malignancies (1,2). However, this treatment 
can cause brain injury induced by ionizing radiation 
(3,4). The severity of the injury can range from mild 
short-term memory loss to severe cognitive                
disabilities that can be life-threatening (5,6). Prolonged 
exposure to high levels of electromagnetic radiation 
can impair the ability of cells to repair themselves (7). 
This occurs because the radiation depletes the cells' 
natural antioxidant enzymes, causing chronic             
oxidative stress (8). As a result, reactive oxygen              
species (ROS) produced by the photons can interact 
with cells and damage important organelles within 
them (9). This can eventually lead to mutations that 
compromise the cell's functional phenotype (7). 
Therefore, radiation-induced brain injury is often 
preceded by chronic oxidative stress (10).                           
Interventions that aim to reduce free radical cell        
fixation have been suggested to limit                                
radiation-induced brain injury during treatment (9). 
Mammalian cells contain enzymes known as                
superoxide dismutase (SOD), which play an essential 
role in eliminating harmful superoxide radicals (11). 
SODs are the primary defense mechanisms against 

oxygen radicals in human cells (12,13). The harmful 
effects of electromagnetic radiation-cell interaction 
and the consequent role of free radicals in                   
radiation-induced brain injuries highlight the need 
for a readily available natural free radical scavenger 
that can help ameliorate ROS. 

Vitis vinifera L., the common grape vine,                     
originates from the Mediterranean region,                    
southwestern Asia, and central Europe (14). The seed 
of the plant is known for its antioxidative properties 
(16,17), which are attributed to the presence of active 
components such as flavonoids, proanthocyanidins, 
procyanidins, polyphenols, and anthocyanins (18,19). 
Studies have revealed that these constituents are 
more effective in scavenging free radicals when            
compared to vitamins C, E, and carotene (20). In a 
study by Castillo et al. (21) Vitis vinifera L. seed was 
reported to prevent chromosomal damage induced 
by X-ray in mice exposed to a dose of 48 cGy. A study 
by Devi et al. showed that administering Vitis vinifera 
L. seed significantly reduced the incidence of lipid 
peroxidation in the central nervous system of aged 
rats (22). Vitis vinifera L. seed was reported to protect 
the heart and pancreas tissues of rats exposed to 5 Gy 
of gamma radiation from oxidative damage induced 
by ionizing irradiation (23). In another study, Muresan 
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radioprotective effects of Vitis vinifera L. seed in Wistar rats following fractionated 
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rats had a higher total brain protein concentration (P > 0.05), correlative average brain 
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et al. found that Vitis vinifera L. seed enhanced the 
plasma antioxidant capacity in pregnant Wistar rats 
(24). Similarly, Ragab et al. showed that Vitis vinifera L. 
seed inhibited oxidative stress in rats' livers treated 
with Carbon Tetrachloride (25). In addition, Vitis              
vinifera L. seed extracts were found to inhibit                  
vascular impairment induced by oxidative stress in 
the pulmonary arteries of rats with diabetes (26). 

Although a preponderance of evidence supports 
the hypothesis that Vitis vinifera L. seed is an                 
antioxidant, there is a significant lack of research on 
its effects as an antioxidant on brains exposed to  
electromagnetic radiation. Hence, this study aims to 
investigate the antioxidant and radioprotective               
effects of Vitis vinifera L. seed in Wistar rats that have 
undergone fractionated whole-brain irradiation 
(fWBI). The findings of our work might provide               
evidence for a naturally available ROS scavenger that 
will assist the brain in its effort to mitigate                     
radiation-induced brain injuries. 

 
 

MATERIALS AND METHODS 
 

Animal care and selection 
Breeder Wistar rats were obtained from the              

animal facility at the Faculty of Basic Medical                  
Sciences, Obafemi Awolowo University, Nigeria. The 
rats were allowed to mate and produce litters.           
Seventy-two male litters were weaned during the 
fourth week and nurtured until they weighed                
between 100-150g. The rats were randomly assigned 
to three different groups, namely groups A, B, and C, 
and were housed in well-ventilated plastic cages. 
They were exposed to natural light and dark cycles 
and were provided with pelleted rat chow and water 
ad libitum. Ethical approval with registration number 
SCP14/15/H/0661 was obtained from the Health 
Research and Ethical Committee of Obafemi Awolowo 
University, Ile-Ife-Nigeria on 3rd February 2016. 

 

Study design  
Seventy-two young adult male Wistar rats that 

weigh between 100-150 grams were randomly              
selected and divided into three groups of 24 rats 
each. The control animals were placed in group A 
while groups B and C were exposed to 40 Gy of             
gamma radiation from a 60Co source. The radiation 
doses were delivered in 8 fractions at 5 Gy per              
exposure for four weeks. In addition to the 60Co            
gamma radiation, group C rats were administered 
100 mg/kg/day of Vitis vinifera L. seed. The Vitis  
vinifera L. seed was encapsulated in gelatin and was 
purchased from Swanson Health Products in Fargo, 
United States of America. Each Vitis vinifera L. seed 
capsule was emptied and dissolved in distilled water 
and administered to the rats through an oral cannula. 
The Vitis vinifera L. seed was administered daily from 
one week before radiation exposure and lasted until 
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the time of sacrifice. At weeks 1, 2, 3, and 4                
post-irradiations, six rats were randomly selected 
from each group and humanely sacrificed by cervical 
dislocation. The brains were then harvested, and the 
rat brain weight, quantification of total brain protein 
concentration, and the specific superoxide dismutase 
activities of the rat brains were routinely determined. 
The study utilized reagents that were procured from 
Sigma-Aldrich Co, USA. 

 

Irradiator 
The GAMMA BEAMX200 research irradiator          

manufactured by Best Theratronics Ltd. in Ontario, 
Canada was used for this study. It is located at the 
National Institute of Radiation Protection and          
Research at the University of Ibadan in Nigeria. The 
irradiator uses 60Co gamma radiation with a               
source-to-surface distance of 80 cm and a field size of 
10 × 10 cm2.. The source's activity during irradiation 
was 292.3 TBq. The dose rates for each irradiation 
procedure were recorded as 15.11 mGy/s, 15.101 
mGy/s, 15.090 mGy/s, 15.063 mGy/s, 15.041 mGy/s, 
15.025 mGy/s, 14.993 mGy/s, 14.972 mGy/s             
respectively. Equation (1) was used to calculate the 
irradiation time for each procedure. 

 
Irradiation time =    (1) 

 
During irradiation, improvised cushioned wooden 

rails were manually designed to position the rats. 
Lead blocks were used to shield their bodies, which 
attenuated the absorbed dose to 263 mSv. 

 

Protein determination 
The Bradford method (36) was employed to              

determine the protein concentration. We added 0.05 
ml of our enzyme sample to 5 ml of Bradford reagent, 
which contains 100 mg of Coomassie Brilliant Blue           
C-250 dissolved in 250 ml of 95% ethanol and 100 ml 
of 85% (w/v) phosphoric acid (Sp. gr. 1.75 g/ml). We 
then diluted the final solution to a volume of 1 liter 
with distilled water. 

The spectrophotometer, manufactured by Thermo 
Fisher Scientific Inc, USA was used to measure the 
absorbance at 595 nm immediately. The protein             
concentration was determined by extrapolating from 
a standard curve using bovine serum albumin. 

 

Superoxide dismutase activity (SOD)                        
determination 

We used the Mccord and Fridovich method (37) to 
measure the antioxidant activity. We added 30 mM 
EDTA, 2 mM of pyrogallol, and 75 milliliters of tris 
HCL buffer (pH = 8.2). The spectrophotometer              
recorded the increase in absorption at 420 nm for 3 
minutes. A unit of enzyme activity is defined as the 
amount of enzyme that causes 50% inhibition of the 
rate of antioxidant activity of pyrogallol, which is  
determined by the change in absorbance per minute 
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at 420 nm. Equation (2) represents an expression for 
evaluating the increase in absorbance per minute 
while equation 3 represents an expression for                 
evaluating the % inhibition. The activity of SOD is 
expressed as γ mg/ml. 

 

Increase in absorbance per minute =  (2) 
 

Where Ao is the absorbance at 30 s and A3 is the 
absorbance at 150 s. 

 

% inhibition = 100 -  
(100(      ) ) (3) 

 
A unit of SOD activity is the amount necessary to 

inhibit the oxidation of adrenaline by 50%, as shown 
in equation 4. 

 

γ = (                ) (γ mg/ml)   (4) 
 

The specific superoxide dismutase activity was 
calculated by dividing the measured superoxide               
dismutase activity by the total protein concentration.  

 

Statistical analysis 
We presented the data as the mean with the 

standard error of the mean. To investigate the               
statistical significance, we performed a t-test using 
Stata (Version 12, USA) and a one-way analysis of 
variance (ANOVA) using GraphPad Prism (Version 
5.03, GraphPad Inc, USA). A p-value of less than 0.05 
was chosen to indicate a significant difference                  
between the two groups. 

 

 

RESULTS 
 

The effects of 40 Gy fractionated irradiation on Rat 
brain weights in the presence or absence of Vitis 
vinifera L. seeds 

The average weight of the brains in each group of 
rats was measured and recorded for four weeks after 
irradiation, as shown in table 1. Data analysis                
revealed significant differences in the average brain 
weight between groups A and B (P = 0.0033) and  
between groups B and C (p = 0.028). However, no 
significant difference was found in the average brain 
weight between groups A and C rats. The weekly 
comparison of the average brain weights within each 
rat group showed no significant difference, except in 
group C rats, where a significant difference was              
observed between week 1 and week 4 (p = 0.0032). 
Over the four-week study period, the results showed 
that group A rats had the highest average brain 
weight, while group B rats had the lowest.  

 
The effects of 40 Gy fractionated irradiation on Rat 
brain protein concentration in the presence or  
absence of Vitis vinifera L. seeds 

The  protein  concentration  of  the brains of all rat  

groups was measured and recorded at weeks 1, 2, 3, 
and 4 after irradiation (as shown in table 2). The data 
revealed variations in the average total brain protein 
concentration values for all the rat groups.                 
Comparing groups, A and B rats showed significant 
differences at week 2 (p = 0.011). Significant                 
differences were also recorded at week 1 (p = 0.016), 
week 2 (p = 0.030), and week 4 (p = 0.019) in group B 
rats when compared with group C rats. However, no 
significant difference was found in group A rats as 
compared to group C rats (p = 0.102). During the             
4-week study period, the data showed that group C 
rats had the highest average total brain protein             
concentration value, while group B rats had the            
lowest. 

 

The effects of 40 Gy fractionated irradiation on the 
specific superoxide dismutase activity of Rat brain, 
in the presence or absence of Vitis vinifera L. seeds 

The study quantified the specific superoxide             
dismutase activity (SOD) of rat brains at weeks 1, 2, 3, 
and 4 post-irradiations (as shown in figure 1). The 
results revealed that group B had lower values of  
specific SOD activities across the four weeks when 
compared to group A and C. The values of SOD               
activities of rats were significantly reduced in group 
B at week 3 (p = 0.031) and week 4 (p = 0.025). In 
contrast, group C had significantly higher values of 
specific SOD activities when compared to group A 
over the four-week study period (p = 0.011, 0.038, 
0.027, 0.031), respectively. Furthermore, group C 
experienced a significant increase in the values of 
specific SOD activities when compared to group B 
across the study period (p = 0.035, 0.012, 0.018, 
0.022), respectively. Overall, the data revealed that 
group C recorded the highest values of SOD activities, 
while group B recorded the lowest values of SOD  
activities over the four-week study period. 
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Weeks  Group A Group B Group C 
Week 1 1.750±0.050 1.700±0.014 1.700±0.012 
Week 2 1.755±0.002 1.700±0.050 1.750±0.038 
Week 3 1.800±0.050 1.700 ±0.067 1.750±0.020 
Week 4 1.800 ±0.031 1.750±0.050 1.800±0.048 

Table 1. Average brain weight of rats in the presence (Group 
C) or absence (Groups A and B) of Vitis vinifera L. seed and 

exposure to 40 Gy fractionated whole-brain gamma irradiation 
(Groups B and C) from a 60Co radiation source. The data             

represents the average brain weights recorded over four 
weeks’ post-irradiation. 

Table 2. Average total brain protein concentration (mg/ml) in 
rat models in the presence (Group C) or absence (Groups A 

and B) of Vitis vinifera L. seed and exposure to 40 Gy               
fractionated whole-brain gamma irradiation (Groups B and C) 
from a 60Co radiation source. The data represents the average 

brain weights recorded over four weeks’ post-irradiation. 

Weeks  Group A Group B Group C 
Week 1 2.950±0.026 2.820±0.030  3.130±0.030 
Week 2 3.130±0.018  2.890±0.012  3.135±0.005  
Week 3 3.180±0.008  2.925±0.015  3.143±0.021  
Week 4 3.200±0.021  2.980±0.020  3.305±0.015  
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DISCUSSION 
 

The use of ionizing radiation has been proven 
effective in treating malignant brain diseases (2). 
However, exposure to it can cause reversible and 
irreversible damage to the brain (3,4,13). This damage 
occurs due to the high levels of radiation delivered in 
multiple fractions over a period of time (13). The brain 
is a crucial organ that controls bodily functions, and 
any damage to it can lead to significant changes that 
may impact the quality of life and survival of the             
affected person (33,34). Various agents, including              
Lithium, memantine, renin-angiotensin system  
blockers, peroxisomal proliferator-activated receptor 
agonists, small molecule compounds targeting the 
p53 isoform, and anti-inflammatory agents have been 
used to limit radiation-induced brain damage in           
patients (13,29,35-39). These substances work by              
different mechanisms such as increasing the              
survival of glial cells or neurons, ameliorating the 
neurotoxic environment, or promoting the growth of 
new neurons in the hippocampus (29), radiation-
induced brain damage is caused by the involvement 
of multiple cell types (13, 29). As a result, there is a need 
for a substance that can provide comprehensive              
protection to various brain cells during radiation 
therapy. The role of free radicals and the complex 
interplay between different cell types in the            
process of radiation-induced brain damage suggest 
that using antioxidants may be a viable option to 
serve this purpose. Hence, this paper reports                
investigations on the anti-oxidative and                       
radioprotective effects of Vitis vinifera L. seeds on 
irradiated rat brains.  

The results of our study revealed that the               
exposure of rat brain cells to 40 Gy fractionated 

whole-brain gamma irradiation resulted in the loss of 
brain matter (table 1). Since the brain comprises            
neurons and glial cells, the loss of brain matter 
(groups B and C) may be attributed to radiation-
induced apoptosis and necrosis (29,30). Loss of brain 
matter can result in cognitive difficulties, memory 
loss, and impaired daily function, which have been 
observed in patients receiving brain radiation               
therapy (13,40,41). Hence, the loss of brain matter              
presents a useful clinical marker for identifying              
patients who are at the risk of radiation-induced              
cognitive impairments. In addition, the results of our 
study showed that group C recorded higher values of 
average brain weights compared to group B,                
suggesting that Vitis vinifera L. seeds protected and 
preserved the brain matter of the rats. This further 
suggests that the Vitis vinifera L. seeds' may have           
mitigated ionizing-radiation effects that initiate the 
death of normal cells in the rat brain (25,26). Moreover, 
the significant increase in the average brain weight of 
rats in group C at the end of the fourth week,               
compared to the first week, indicated that Vitis            
vinifera L. seeds improved the viability of the rat 
brain matter.  

Cells depend on proteins for repair, structure and 
tissue building (42-44). This study showed that                
exposure of rats’ brain to 40 Gy fractionated              
whole-brain gamma irradiation resulted in reduced 
values of the total brain protein concentration (table 
2). The reduced values of the total brain protein            
concentration that was recorded in group B           
compared to groups A and C may have occurred due 
to the depletion of the rat’s brain proteins as a           
response to repairing the radiation-induced damage 
to the brain cells. However, the higher values of the 
total brain protein concentration that was recorded in 
group C rats, compared to group B rats, suggests that 
Vitis vinifera L. seeds protected against                            
radiation-induced cell damage and hence the                  
consequent preservation of the rat brain protein.  
Furthermore, the higher brain protein concentration 
that was recorded in group C compared to group A 
indicates that Vitis vinifera L. seeds stimulated           
protein synthesis in the rat brain. However, the    
weekly increase in the average total brain protein 
concentration value in group B shows that the               
radiation-induced loss of brain proteins in rats may 
be reversible. Our results support the hypothesis that 
the early delayed effects of radiation-induced brain 
injury may be reversible (13). 

Animal models are commonly used in drug              
development to test the efficacy of new drugs and 
substances (29,45). Several studies conducted on              
animals have shown that Vitis vinifera L. seeds have 
antioxidant properties that can prevent chromosomal 
damage, lipid peroxidation in the central nervous  
system and protect vital organs such as the heart, and 
liver (21-26). In our study, we investigated the                   
antioxidant effects of Vitis vinifera L. seeds on the 
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Figure 1. Specific superoxide dismutase activity of rat brains in 
the presence (Group C) or absence (Groups A and B) of Vitis 

vinifera L. seed and exposure to 40 Gy fractionated                  
whole-brain gamma irradiation (Groups B and C) from a 60Co 

radiation source. The data represents the average specific 
superoxide dismutase activity recorded over a 4-week                

post-irradiation.  
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brain by measuring the SOD activity of rat brains at 
different intervals after exposure to ionizing               
radiation. The study results showed that the                  
exposure of rat’s brain to 40 Gy fractionated                
whole-brain gamma irradiation resulted in reduced 
brain SOD activity (figure 1). The reduction in SOD 
activity in group B compared to Groups A and C is 
opined to result from the depletion of the antioxidant 
(SOD) proteins in the rat brain as it tries to                 
counteract the superoxide molecules generated by 
electromagnetic radiation (9,11,32). However, the              
higher levels of SOD activity in group C, compared to 
Group B, indicate that Vitis vinifera L. seeds              
preserved brain SOD in rats exposed to gamma             
radiation. Additionally, the superior levels of SOD 
activity that was recorded in group C rats, as             
compared to group A, demonstrated that Vitis               
vinifera L. seeds induced the production of SOD               
enzymes in the rat brains.  

The study's major limitation is the use of a fixed 
dosage of 100 mg/kg/day of Vitis vinifera L. seeds. 
Further research is necessary to determine the               
optimal dosage for brain protection. 

 
 

CONCLUSION 
 

Vitis vinifera L. seeds have anti-oxidative                  
properties and radioprotective effects on the brains 
of rats exposed to ionizing radiation. The anti-
oxidative property is achieved by inducing the              
production of SOD enzymes, while the                            
radioprotective effect is achieved by preserving the 
brain matter. 
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