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Abstract 

 
Dietary intake of high amounts of animal fats can cause hypercholesterolemia whereas plant 
fat like soybean oil reduces serum cholesterol and lipoproteins in mice. The effects of 
animal fat (butter) and plant fat (soybean oil) fortified diet on lipid profile (serum total 
cholesterol, low density lipoprotein-cholesterol (LDL-C), high density lipoprotein 
cholesterol (HDL-C), and triglycerides), body weight, blood glucose and on tissue texture 
were investigated in mice. 30 Swiss albino mice were divided equally into three groups. 
Mice were fed a normal diet (untreated control), a high-fat diet (5% butter) (butter group) 
and an unsaturated fat diet (5% soybean oil) (soybean oil group) for 90 days. Mice of butter 
group showed significantly increased level of total cholesterol, LDL-C and triglycerides and 
decreased level of HDL-C in the serum but not found in mice of soybean fed diet group. 
Body weight and blood glucose were also markedly elevated in mice fed only butter 
enriched diet. Histological analysis of liver at the end of 90 days showed increased fat 
deposition in the mice fed with butter diet than those of control diet and plant fat diet group. 
Mice fed with butter showed an elevation of lipid levels and developed fatty changes in 
liver.  
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1. Introduction 
 
Hypercholesterolemia is a lipoprotein metabolic disorder characterized by high serum low 
density lipoprotein and blood cholesterol and one of the most important risk factors for the 
development of cardiovascular diseases (CVD) and lipid abnormalities [1-3]. Clinical 
trials have demonstrated that intensive reduction of plasma LDL-C levels could reverse 
atherosclerosis and decrease the incidence of CVDs [4, 5]. Continuous ingestion of high 
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amounts of saturated fats and cholesterol are directly related to hypercholesterolemia and 
susceptibility to atherosclerosis [6]. Generally, high-fat diets, high sucrose/fructose diets, 
diets high in saturated fats and restricted in certain essential nutrients, like choline and 
methionine, have been shown to cause obesity and fatty livers in a number of different 
strains and species of rodents. High-fat western diets induce extreme 
hypercholesterolemia and also lead to concomitant features of the metabolic syndrome, 
such as weight gain, decreased HDL levels, obesity, hypertriglyceridemia 
hyperinsulinemia, and insulin resistance. On the other hand, soybean oil reduced serum 
cholesterol and lipoproteins in different aged mice fed on hypercholesterolemic diets [7]. 
This is because of soybean oil is rich in UNSFAs, especially PUSFAs. Polyunsaturated 
fats stimulate the catabolic rate of LDL-cholesterol, thus resulting in the reduction of 
serum LDL-cholesterol. It also improves serum lipid profile [8]. Soybean oil lowers the 
serum cholesterol and low density lipoprotein-cholesterol levels by 41 and 50%, 
respectively [9]. Ingestion of soybean beta-conglycinin suppreses the increase in body fat 
ratio in individuals with a high baseline body fat ratio and reduced relatively high serum 
levels of lipids [10]. Lipid structure, composition, configuration, in addition to excessive 
fat and cholesterol consumption are also believed to affect the lipid profile in the plasma 
[11]. Hypercholesterolemic animals are useful models for studies on cholesterol 
homeostasis, and drug trials to better understand the relationship between disorders in 
cholesterol metabolism, atherogenesis as well as possible treatments for the reduction of 
circulatory cholesterol levels [12, 13].Therefore, the present study was aimed to 
investigate the effect of the inclusion of butter and soybean oil in the diet on 
hypercholesterolemia and fatty changes in the liver in mice. We found that mice fed with 
a high-fat diet (butter) showed an elevation of lipid levels and developed fatty change but 
not by soybean oil. 
 
2. Materials and methods 
 
2.1. Animals 
 
Two months old 30 male Swiss Albino mice (Mus musculus) with an average body weight 
of 18-25g were obtained from ICDDR,B, Dhaka, Bangladesh. Before being used in the 
experiment, mice were adapted for 3 days in order for them to get used to the 
environment. All mice were maintained in the animal care facilities according to 
university animal care and use guidelines. 
 
2.2. Experimental protocol and diets 
 
After arrival, animals were allowed free access to a basal diet of commercial rodent ration 
and water for 3 days to allow adaptation to the environment. Baseline values of serum 
total cholesterol were measured. Further, these basal serum total cholesterol values were 
used to assign animals into 3 groups. The control group continued to be fed the normal 
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rodent diet. The other groups (n =10) were fed with 5% butter and 5% soybean oil with 
free access to water and food for 90 days. Body weight was measured at 45 and 90 days. 
Blood samples were collected at 45 days of experiments from food-deprived mice (14 
hours) anesthetized with 3 μL of 5 mg/mL acepromazine from the lateral saphenous vein 
using a sterile 23 gauge needle. At the end of the experimental period (90 days), the mice 
were euthanized by carbon dioxide asphyxiation and blood was withdrawn by cardiac 
puncture using a 22 gauge needle and a 5 mL syringe. Cardiac blood was transferred into 
serum separator tubes and allowed to clot prior to placement on ice. 
 
2.3. Serum cholesterol, triglyceride and glucose measurements 
 
 The blood was allowed to clot at 23°C for 30 minutes and subsequently placed at 4°C 
until centrifugation. Serum was separated by low-speed centrifugation at 2000 g for 20 
min at 4°C temperature. Serum was frozen at −85°C until further analysis. Serum total 
cholesterol, HDL cholesterol, triglycerides, and glucose were measured on the Hitachi 911 
automated analyzer using reagent kits supplied by Roche Diagnostics (Laval, QC, 
Canada). The precision performance of these assays was within the manufacturer’s 
specifications. LDL cholesterol was calculated by the Friedewald equation [14].  
 
2.4. Histology 
 
The whole liver was excised from each animal, immersed in chilled phosphate-buffered 
saline and blotted dry. A 4 mm section of the liver was placed into a histological cassette. 
The cassette containing the liver section of each animal was individually immersed in a 
10% (v/v) buffered formalin phosphate solution for fixing and subsequent staining. The 
formalin-fixed, paraffin-embedded tissue samples were ultra sectioned (4–5 μm 
thickness), stained with hematoxylin and eosin and examined under a light microscope. 
 
2.5. Statistical analysis 
 
All data were expressed as mean ± SD, and differences among the groups of animals were 
compared using one-way ANOVA with post-hoc Duncans test. Statistical significance 
was set at p < 0.05. Statistical analysis was performed using SPSS software version 17 
(SPSS Inc., Chicago, IL, USA). 
 
3. Results 
 
The animals consumed the daily rations satisfactorily and grew well during the study. 
Changes in body weight of animals at 45 days interval in each group were presented in 
Fig. 1. At the end of the feeding period, mice fed with butter had significantly higher 
(p<0.01) body weight than normal diet fed mice after 90 days of experiment. We found 
mice fed with soybean oil diet showed significantly lower growth response similar with 
normal fed rats. 
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Table 1. Effect of butter and soybean oil on body weight (g) and blood glucose (mmol/L) in mice. 

Groups Body weight Blood glucose 
Day 45 Day 90 Day 45 Day 90 

Untreated control  26.25±1.16b 32.31±2.76b 4.57±1.04b 4.83±0.66b 

Butter  29.50±1.92a 37.81±1.85a 5.75±0.52a 7.83±2.19a 

Soybean oil 26.25±1.03b 32.98±2.73b 4.57±0.58b 4.87±0.64b 

 

Data are shown as mean±SD of n=10 samples per group. 
Values in the same column with different superscript letters are significantly different, p<0.01.  
 
 
Table 2. Effect of butter and soybean oil on lipid profile (mg/dl) in mice. 
 

Groups Total cholesterol Triglycerides HDL-C LDL-C 

Day 45 Day 90 Day 45 Day 90 Day 45 Day 90 Day 45 Day 90 

Untreated 
control 

68.12 
±2.03b 

73.75 
±3.53b 

89.50 
±1.30b 

91.62 
±2.19b 

35.25 
±3.37a 

50.25 
±4.16a 

34.50 
±0.92b 

35.12 
±1.24b 

Butter 
121.87 
±10.94a 

180.00 
±6.54a 

116.87 
±9.97a 

87.50 
±1.19b 

18.62 
±2.26b 

33.12 
±3.22a 

87.75 
±4.33a 

37.00 
±0.75b 

Soybean  
oil 

66.50 
±2.07b 

72.75 
±3.81b 

151.87 
±16.24a 

90.87 
±3.83b 

21.12 
±2.64b 

48.62 
±6.63a 

120.00 
±10.35a 

33.50 
±1.30b 

 

Data are shown as mean±SD of n=10 samples per group.. 
Values in the same column with different superscript letters are significantly different, p<0.01. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Fig. 1. Effect of butter and soybean oil on body weight (g) in mice. Mice were fed with butter or 
soybean oil acid for the 90 days of experimental period. At the end, body weights were measured at 
45 and 90 days and values were represented as Mean±SD of 10 mice of each group. UT-untreated 
control.  **p<0.01. 
 
 

Blood glucose was observed to be significantly higher (p<0.01) in the butter fed 
animals compared with the soybean oil-fed and control (Fig. 2). The soybean oil-fed mice 
even had significantly lower blood glucose levels compared to the control. 
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Fig. 2. Effect of butter and soybean oil on blood sugar in mice. Mice were fed with butter or 
soybean oil acid for the 90 days of experimental period. Blood was collected at 45 days and 90 days 
and sugar level of each group was determined using Hitachi 911 automated analyzer according to 
company instruction and values were represented as mean±SD of 10 mice.  **p<0.01. 
 
 

Measurement of serum total cholesterol, serum triglyceride and serum LDL 
concentrations observed that the butter fed mice had significantly higher serum 
cholesterol and triglyceride levels compared with the soybean oil-fed mice and control 
after 45 and 90 days of experiments (Fig.  3) However, serum HDL level had lower value 
in butter fed mice which was significantly different (p<0.01). 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Fig. 3. Effect of butter and soybean oil on blood lipid profile in mice. Mice were fed with butter or 
soybean oil acid for the 90 days of experimental period. Blood was collected at 45 days and 90 days 
and Total cholesterol, triglycerides, HDL-C and LDL-C of each group was determined using Hitachi 
911 automated analyzer according to company instruction and values were represented as mean±SD 
of 10 mice.  **p<0.01. 
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Histopathological analysis of liver samples through H&E and staining show marked 
differences between the groups studied. Hematoxylin and eosin staining demonstrated 
elevated amounts of fat deposits in liver tissue from animals fed on butter compared with 
the normal diet and soybean oil fed diet (Fig. 4). Macro-vesicular deposition of fat and 
hepatocellular ballooning was observed in mice fed on butter (Fig. 4) but not found in 
liver of soybean oil fed mice. Histological analysis confirms the development of fatty 
change in butter fed groups only. However, there were no signs of fibrosis. 
 
 
 
 
 
 
 
 
 
 
Fig. 4. Histopathological changes of liver of mice. Mice were fed with butter or soybean oil both for 
the indicated peroid. Liver of each group were collected and processed for histo-chemistry. 
Photographs were taken under microscope (LABOMED) at 400X magnification. Notify that only in 
butter fed mice, hepatocytes are filled with microvascular and macro vesicular fat deposits, leaving 
the nuclei in a central position, and the hepatocytes have assumed a very foamy appearance. UT-
untreated control. 
 
 

4. Discussion 
 
We have investigated effect of either animal or plant fat on lipid profile and liver changes 
in mice in relation to cardiovascular diseases. We used butter as animal fat and soybean 
oil as plant fat sources. Serological and histo-pathological changes in mice fed on 
hyperlipidemic diets varying in saturated and unsaturated fatty acids in comparison with a 
normal diet were evaluated during this study. Our results suggest that swiss albino mice 
are a potential model for diet-induced hyperlipidemia and non-alcoholic fatty liver 
disease. The findings with regard to addition of butter agreed with previous studies 
founded that diets high in saturated fat and cholesterol facilitate weight gain, a 
predisposing factor of obesity in various animal model [15]. Saturated fatty acids 
increase total plasma cholesterol, especially LDL-C [16]. Dietary lipids participate 
actively in the development of atherosclerosis which is characterized by elevated 
triglyceride levels in blood plasma [17], these results agreed with our findings. With 
regard to the effect of butter our findings agreed with another researcher [18], who 
reported that butter was found to produce a depression in HDL-C and an elevation of 
VLDL and low LDL-C in the atherosclerosis-susceptible mice. It has been reported that 
the relative content of saturated and poly unsaturated fatty acids (PUFA) in the diet affects 
plasma level of cholesterol [19]. Polyunsaturated Fatty Fcids (PUFA) are well known for 
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their anti-inflammatory and insulin-sensitizing properties, and also cause hypolipidemia 
[20]. Although metabolic studies have shown that consumption of n-6 PUFA lowers 
circulating cholesterol level [2], Increase in LDL-C has been pointed out as one of the risk 
factors for the development of atherosclerosis and related cardiovascular diseases [21]. 
Hence, the result obtained in this study indicated that the dietetic model is suitable for 
studies in atherogenesis. Our results with regard to addition of soybean oil to the diet, 
agreed with previous studies founded that soybean oil reduced serum cholesterol and 
lipoproteins in different aged mice fed on hypercholesterolemic diets [7] and it improves 
serum lipid profile [8]. These results may be possibly explains on the basis that soybean 
oil is rich in UNSFAs, especially PUSFAs. Polyunsaturated fats stimulate the catabolic 
rate of LDL-cholesterol, thus resulting in the reduction of serum LDL-cholesterol [7]. 
Concerning, the effect of butter on serum lipid profile, our findings agreed with previous 
reported showing that, butter produced a significant rise in serum total cholesterol (TC) in 
normocholesterolemic women [22] and increased serum TC, LDL-C and decreased HDL-
C [23]. These results may be explained on basis that the high SFAs and low PUSFAs 
contents in butter, which is an important contributing factor to raising serum cholesterol 
level. The hyperlipidemic effects of the diets were visibly demonstrated in the increased 
body weight and lipid profile of serological samples from mice fed on butter. The animals 
showed hyperglycemia which is commonly associated with metabolic syndrome. In 
addition, histopathological analysis revealed extensive diet-induced hepatocellular fat 
deposition and ballooning in the liver samples from the mice, while the control and 
soybean oil fed mice had normal liver histology. However, the spectrum of conditions 
characterized by fatty change in the liver had not progressed to necrosis, fibrosis, or 
inflammation. In comparison with the normal diet, the hyperlipidemic diets were also 
associated with elevated serum total cholesterol levels, decreased HDL cholesterol, and 
hyperglycemia and hypertriglyceridemia, thereby confirming the induction of metabolic 
syndrome and nonalcoholic fatty liver in the mice. In liver, glycogen synthesis and 
concentration were higher in rats receiving hypercaloricsaturated fat and 
normocaloricsaturated fat [24]. Thus, this study opens up new approaches to investigate 
further the long-term effects of butter on the animal model. This study concluded that 
dietary intake of vegetable oils is more beneficial than animal fats (butter) as they improve 
lipid profile in mice. LDL-cholesterol was significantly reduced on the soybean oil-diet 
compared to the butter-diet [25]. It has been previously shown that constituents of 
soybean oil, such as α-linolenic acid, are capable of reducing cholesterol in 
hypercholesterolaemic patients [26]. Soybean oil, the vehicle of α-LA in this study, had a 
significant effect in lipid profile with a significant reduction of plasma triglycerides, 
cholesterol and phospholipid levels. α-LA and soybean oil significantly reduced both total 
and non-HDL serum cholesterol and triglycerides induced by atherogenic diet [27]. 

In agreement with this work, several studies have reported a lack of effect of soybean 
oil in endothelial function in humans [28].  It is known that fatty acid composition of food 
is more associated with variations in the plasma total cholesterol level.  
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5. Conclusion 
  
This study concluded that dietary intake of vegetable oils, which are rich in unsaturated 
fatty acids, reduces the risk of atherosclerosis and coronary heart disease, while saturated 
fatty acids have the opposite effect. 
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	Hypercholesterolemia is a lipoprotein metabolic disorder characterized by high serum low density lipoprotein and blood cholesterol and one of the most important risk factors for the development of cardiovascular diseases (CVD) and lipid abnormalities ...

