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Preface	
 

“Let food be thy medicine and medicine be thy food” 

There has been a large shift from the infectious diseases to non-communicable or 

degenerative diseases in the present century. Often these disorders are closely 

associated with daily lifestyle of people and hence it is popular as Lifestyle diseases 

or lifestyle associated diseases. An array of chronic degenerative diseases exists, 

which include cardiovascular diseases and stroke, obesity and type-2 diabetes, various 

forms of cancers, neurodegenerative diseases as well as diseases associated with drug 

abuse. The predominant risk factors that lead to the development of degenerative 

diseases include unhealthy food habits, lack of physical activity, disturbed biological 

clock due to stress and substance abuse. 

Among the risk factors mentioned, unhealthy dietary habit seems to be universally 

applicable and hence the most important. Healthy diet is often regarded as the 

medicine, and hence the quality and composition of the diet determines its biological 

effects. Several diets, especially Mediterranean diet, that contain natural antioxidants 

from sea weeds and high content of omega-3 fatty acids, are well-known for healthy 

lifestyle. On the contrary, dietary practices such as western diet, which is rich in sugar 

and fried fats, or high calorie junk food, are unhealthy. 

The main constituents of Western diet or junk foods are fats and sugars, especially 

fried foods and sugar sweetened beverages. Mainly animal fat especially of chicken, 

beef or pork are the content in these food items, which are rich sources of long chain 

saturated fatty acids. Increased intake of dietary fats, especially red meat risks 

dyslipidemia and associated disorders in body. Current trends show an increased use 

of repeatedly heating or reusing of edible oils and fat in the fast food industry. 

Thermal oxidation of oil/fat induces various chemical and physical changes in them 

and makes them unhealthy for dietary purpose. However, due to lack of knowledge 

and negligence, industries reuse these oils several times and are being consumed by 

people regularly. 

In addition to these, high content of fructose present in sugar sweetened beverages (6-

7% of the drink) further raise the health risk of the dietary regimen. Fructose or other 

sugars induce insulin resistance in the body. Since, insulin resistance is crucial in the 

development of type-2 diabetes, obesity and metabolic syndrome such as fatty liver 
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and also various forms of cancers, the high fat/ high sugar diet possibly raise the risk 

factor. 

In Indian scenario, consumption rate of sugar sweetened beverages and fried foods are 

being considerably increased. In addition, epidemiological studies indicated an 

increasing trend for the incidences of nonalcoholic fatty liver disease and colorectal 

cancer. Hence, it is necessary to evaluate the effect of common edible oils used for 

frying purposes with respect to general health. Thus, the present study has chosen 

coconut oil, mustard oil, sunflower oil, and lard (pork fat) as well as their thermally 

oxidized products for evaluation. The study aims to evaluate the effect of above 

mentioned dietary oils/fats on high fructose diet induced insulin resistance and 

subsequent changes that correlated with atherogenic dyslipidemia, hepatosteatosis, 

and changes in colorectal epithelia. 
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Abstract 

Over the recent decades, there has been a considerable increase in the incidence of various 

chronic degenerative diseases such as cancers, cardiovascular diseases, fatty liver, and 

neurological disorders. Obesity and associated insulin resistance are reported to be the 

driving forces behind each of these disorders. Further, lack of physical activity and substance 

abuse aggravates these ailments. It is generally considered that the dietary pattern, especially 

the intake of fat and sugars, have close association with obesity and insulin resistance and 

epidemiological evidence have indicated that dietary regimen which containing sugar 

sweetened beverages and fried fats can induce insulin resistance and metabolic syndrome. In 

Indian scenario, several different edible oils are used for cooking purposes, where deep frying 

is a common event. The commonly used edible oils in Indian populations are medium chain 

saturated fatty acid rich coconut oil (CO), monounsaturated fat rich mustard oil (MO), 

polyunsaturated fatty acid containing sunflower oil (SO) and animal long chain saturated/ 

polyunsaturated fat containing lard (LD). Thus, the present study evaluated the possible 

health hazard of these edible oils or their thermally oxidized forms together with a high 

fructose diet (which is the predominantly used sugar in beverages) upon consumption. The 

experimental diet consisted of fructose (60%), fat source (10%), protein (20%) and various 

other micronutrients. Among these, in each experimental animal group, the fatty acid source 

was supplemented with either of these aforementioned edible oils or their respective 

thermally oxidized forms (TCO, TMO, TSO, and TLD). 

The physico-chemical analysis of the edible oils observed significant changes during thermal 

oxidation. The unsaturated fatty acid rich edible oils were more prone to oxidative 

modification and generated various lipid peroxidation products such as conjugated diene 

(CD), thiobarbituric acid reactive substances (TBARS), and aldehydes. On contrary, MCFA 

rich CO was more resistant to these oxidative modifications; however, spectroscopic studies 

indicated the possible formation of triglyceride polymerization products during thermal 

oxidation in TCO. Supporting our results, previous studies had reported the formation of the 

cyclic fatty acid monomers (CFAM) during the thermal oxidation of edible oils including SO 

(Romero et al., 2006). These molecules generated by thermal oxidation and polymerization 

were shown to interfere with various metabolic processes such as enzyme activities and lipid 

metabolism in the body (Lamboni et al., 1998; Martin et al., 1997). Thus our study went on 

to analyze the physiological effects of these edible oils on high fructose induced metabolic 



Abstract	
 

dysregulation in animals that may have a possible link to hepatosteatosis and colon 

carcinogenesis. 

High fructose diet has been used as a model for metabolic syndrome in animals, especially 

Wistar rats. Fructose intake impairs glucose metabolism and induces hepatic lipogenesis, 

subsequently leading to the development of hepatosteatosis (the beginning stage of 

Nonalcoholic fatty liver disease (NAFLD)). In our study, dietary supplementation with TCO 

had no significant effect on high fructose induced insulin resistance and glucose intolerance 

(as depicted by HOMA indices); whereas, dietary TSO and TLD intake significantly (p<0.01) 

exacerbated in these animals. The hyperglycemia associated with insulin resistance had been 

reported to trigger the polyol pathway enzymes. In accordance with these, TSO, TLD and 

TMO containing diet fed animals had a significant increase in the activities of aldose 

reductase and sorbitol dehydrogenase, however the activation was comparatively lower in 

TCO containing diet fed animals. Insulin resistance  is often associated with hepatic and 

peripheral dyslipidemia; likewise, the TLD containing diet fed animals had significantly 

elevated serum and hepatic triglycerides as well as reduced HDLc levels. Though there was 

the development of dyslipidemia in TCO, TMO and TSO fed groups, the intensity was 

comparatively lower. It is expected that the increased dyslipidemic status in TLD may be due 

to the cholesterol content present in the lard; whereas being vegetable oils, SO, MO and CO 

lack raw cholesterol. The hepatic redox balance, especially reduced glutathione level (GSH) 

as well as activities of superoxide dismutase (SOD) and catalase, was also diminished in HFr 

diet fed animals. Supplementation of thermally oxidized edible oils exacerbated these 

changes to a more severe extent, with the order TSO>TLD>TCO>TMO. In contrast with this, 

grading of NAFLD indicated a higher incidence of microvesicles and lipogranuloma    in 

TCO containing diet fed rats followed by TSO, TLD and TMO. 

A similar redox imbalance was also induced by HFr diet in the colon epithelial tissues of rats; 

where thermally oxidized edible oils significantly augmented the effects. However, in 

contrast with the pattern observed in the hepatic tissue, the toxic insults were more profound 

in the TLD and TSO containing diet fed animals, which was followed by TMO; TCO 

containing diet fed animals. These animals had the least effect on their colon epithelial 

tissues. This oxidative imbalance was well corroborated with the elevated LDH and GGT 

activities in colon tissues of these animals (p<0.01). Apart from the oxidative stress, chronic 

inflammatory condition as indicated by the overexpression of IL-6 and TNF-α, was observed 

in the colon epithelial tissues of TLD, TSO and TMO containing diet fed animals, whereas 
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CO, SO and TCO had very little effects. Together with this, diminished expression of PPARγ 

and increased Wnt-1 and Akt expression (p<0.05) also indicated a possible cell proliferative/ 

survival potential. Reports have indicated that thermal oxidation of linoleic acid, the 

predominant fatty acid in SO and LD, generates pro-inflammatory molecules such as 9- and 

13-hydroxyoctadecadienoic acids (9-HODE and 13-HODE) (Mabalirajan et al., 2013; 

Patwardhan et al., 2010); which are present in high levels in the neoplastic colorectal tissues 

(Silverman et al., 1996). Apart from the linoleic acid oxidation products, the cholesterol 

present in Lard is also susceptible to oxidative modifications, yielding various oxysterols 

(Orczewska-Dudek et al., 2012); these molecules have been found to promotes the 

carcinogenic process in colorectal tissues (Rossin et al., 2017). Thus, the study concludes that 

together with the redox imbalance and chronic inflammation, altered expression of cell 

proliferation/ survival genes in the colon epithelial tissues of animals fed with TLD and TSO 

diet possibly indicates a pro-carcinogenic risk over long run. 

The study thus observed significant oxidative damages in the edible oils during thermal 

treatment which are directly proportional to their unsaturation. Further, consumption of these 

thermally oxidized oils, especially those with higher level of unsaturation TSO&TLD) have 

been shown to exacerbate the HFr induced insulin resistance and glucose intolerance. 

Together with this, increased dyslipidemia and oxidative imbalance were also evident in the 

hepatic and colon epithelial tissues of experimental animals. TCO exacerbated the HFr 

induced hepatosteatosis; on the other hand TSO, TLD and TMO were more damaging to 

colorectal tissues. The study thus proposes a close association of thermally oxidized oils and 

high sugar diet with the hepatosteatosis and initiation events of colon carcinogenesis; in 

addition, it provides a possible mechanistic basis for the epidemiological correlation between 

the western diet and the chronic degenerative diseases. In view of these, high dietary fried 

foods and sugar sweetened beverages by pre-diabetic/ diabetic people are cautioned. 
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1.1 INTRODUCTION 

Non-communicable diseases (NCDs) are becoming a concern for public health as well 

as socio-economic sectors all over the world, especially in developing countries like 

India. Chronic degenerative diseases or lifestyle associated diseases contribute to a 

major portion of NCDs. Cardiovascular diseases, diabetes mellitus and cancers 

account for about 59% of the annual mortality and approximately 45.9% of global 

disease morbidity. They share common risk factors such as obesity, hyperglycemia, 

insulin resistance and dyslipidemia. In addition, each of these diseases acts as an 

independent risk factor for the development of other NCDs. Drug abuse; alcoholism 

and smocking are also known risk factors for NCDs. 

Obesity and insulin resistance are the two complementary and predominant risk 

factors which drive these NCDs. Under obese conditions, increased oxidative 

damages to cellular macromolecules occur, which in turn contribute to the 

dysregulation of various metabolic pathways in the body. Further, chronic 

inflammatory conditions prevailing in the obesity and insulin resistance drive the 

changes associated with cell cycle regulation and proliferation. These changes lead to 

the development of maladaptations in various tissues of the body, thereby triggering 

the onset and progression of diseases including fatty liver, hypertension and cancers. 

Since the dietary changes are important determinants of obesity and insulin resistance, 

the changes in dietary habits may have a predominant role in these diseases.  

Changes associated with modern lifestyle are increasing in the developing countries 

(Naicker et al., 2015). Among these, food habits such as westernized diet and lack of 

physical activity are the major concerns. Mediterranean diets which are rich sources 

of antioxidants and polyunsaturated fats reduce the risk of developing lifestyle 

associated diseases (Caretto and Lagattolla, 2015). On the contrary, a plethora of 

scientific evidence from epidemiological, ecological and interventional studies have 

reported that western diets, rich in saturated fats and sugars, increases the NCD risk in 

populations (Ezzati  and Riboli 2013; Hariharan et al., 2015; Manzel et al., 2014). 

Experimental evidence has indicated that a high fat- high sugar diet accelerated cancer 

progression (Healy et al., 2016; Kimura and Sumiyoshi, 2007), cardiovascular 

(DiNicolantonio et al., 2016) and neurodegenerative diseases (Freeman et al., 2014) 

in animal models. Changes associated with the culinary system are important factors 
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that control the biological effects of food. There is could be due to a shift from the 

earlier culinary processes such as boiling and baking to fast food cultures of deep 

frying in the recent years. Studies have come up with the observations that deep fried 

foods especially thermally oxidized edible oils increase the risk for various metabolic 

and lifestyle associated diseases (Gadiraju et al., 2015; Narayanankutty et al., 2016a). 

1.2 OBESITY, INSULIN RESISTANCE AND TYPE-2 DIABETES 

As indicated earlier, the incidence of various degenerative disorders are increasing 

every year, and each of them acting as an independent risk factor for the remaining. In 

these, the obesity is the primary and pace-setting condition for the development of 

subsequent disorders. The prevalence of obesity has gained much attention since its 

widespread occurrence, irrespective of age, sex or races. About two third of the world 

population suffers the risk of obesity. The obesity is closely related to the 

development of type-2 diabetes (T2D). Globally, around 171 million peoples are 

diabetic at present, and it is expected to be 366 million by the next 10 years.  

Insulin resistance is the common factor that is linking obesity and Type 2 diabetes 

(T2D). The majority of all diabetes, i.e. about 85-95% is T2D. The prevalence of 

diabetes for all age-groups worldwide is estimated to be 2.8% in 2000 and 4.4% in 

2030. The total number of people with diabetes is projected to rise from 171 million 

in 2000 to 366 million in 2030 (Wild et al., 2004). Prevalence of T2D is higher in 

underdeveloped countries and lower in developed countries.  India has the most 

diabetic patients, with a current figure of 50.8 million, followed by China with 43.2 

million. 

Usually, under physiological condition, the pancreatic beta cells produce insulin 

which helps in the uptake of glucose by cells and later proceeding to the metabolic 

conversion products. Even though there is a mild insulin resistance, the beta cells 

increase insulin secretion to overcome the hyperglycemia induced by lack of insulin 

sensitivity. However, in individuals with obesity, increased levels of non-esterified 

fatty acids (NEFA) exist in the serum, which in turn induces beta cell dysfunction and 

thereby increasing the susceptibility for type 2 diabetes (Mas et al., 2010; Mihalik et 

al., 2010). The elevated NEFA level during obesity causes a competitive inhibition of 

glucose metabolism by the enzymes pyruvate dehydrogenase, hexokinase and 

phosphofructokinase. Further, the increased level of lipolytic byproducts including 
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DAG and acetyl CoA inhibits Phosphoinositide 3-kinase (PI3K) activation, mediated 

by the phosphorylation of Insulin receptor substrate 1 and 2 (IRS-1, 2). This results in 

the reduced insulin receptor signaling and thereby inducing insulin insensitivity. 

Studies have also reported that treatment with Acipimox, an agent blocking lipolysis, 

has been considerably increased glucose uptake and metabolism (Fulcher et al., 1993; 

Saloranta et al., 1993). 

Changes in the adipocyte microenvironment are another important factor that 

promotes the obesity-induced type-2 diabetes. The secretions from adipocytes include 

NEFA, glycerols derivatives, leptin and adiponectin as well as various pro-

inflammatory immunocytokines. Retinol-binding protein 4 (RBP4) is one of the 

common and most important adipocytokine, which is known to induce insulin 

resistance by increasing tumour necrosis factor alpha (TNF-α) and leptin expression. 

Further, it also regulates PI3K signalling and phosphoenolpyruvate carboxykinase 

enzyme activity and thereby promoting insulin insensitivity. Adiponectin is another 

factor, however, which has a protective role in insulin resistance. It enhances 5' 

adenosine monophosphate-activated protein kinase (AMPK) and peroxisome 

proliferator-activated receptors (PPARs) dependent fatty acid oxidation and thereby 

increasing insulin sensitivity. 

Tumour necrosis factor alpha (TNF-α) is another molecule which acts dependent on 

Retinol-binding protein-4 (RBP4). TNF-α together with pro-inflammatory cytokines 

IL-6 and monocyte chemoattractant protein-1 (MCP-1) induce peripheral and hepatic 

insulin resistance. These molecules induce chronic inflammation by enhancing the 

expression of JNK/IKK/NF-kB pathways, which in turn reduce insulin sensitivity and 

beta cell functioning. Inducible nitric oxide synthase (iNOS) also acts as an 

independent promoting factor for insulin resistance under obese conditions. 

1.2.1 Type-2 Diabetes contribute to oxidative stress and inflammation 

Type-2 diabetes conditions are a suitable platform for the development of oxidative 

radicals and thereby the development of inflammation. Hyperlipidemia and 

hypertriglyceridemia also can cause chronic inflammatory conditions (Xu et al., 

2003). It is evident that the level of Lipoprotein lipase (LPL) also associated with 

hypertriglyceridemia, hypercholesterolemia and cancer (Mutoh et al., 2009; Mutoh et 

al., 2006). The role of fatty aldehyde dehydrogenase (FALDH) in the regulation of 
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oxidative stress is also evident (Demozay et al., 2004), FALDH is an enzyme that acts 

on the fatty aldehydes and converts them to less toxic carboxylic acids. Under several 

human cancers and T2D, aldehyde dehydrogenases are underexpressed (Traverso et 

al., 2002). 

1.2.2 Fat and insulin resistance 

Body fat deposition and distribution determine the insulin sensitivity, for instance, 

lean individuals have higher insulin sensitivity than obese individuals. In lean 

individuals, the body fats are distributed peripherally; whereas in obese individuals fat 

distribution is largely abdominal or central (Carey et al., 1996; Cnop et al., 2002).  

The roles of dietary fat in the development of insulin resistance and associated 

complications have also been studied for a long time. A high-fat diet has shown to 

enhance the expression of PI3K/AKT (Protein kinase B), which eventually leads to 

the development of insulin resistance (Yang et al., 2014a). The study also revealed 

that the reversal of genes associated with glycolysis and gluconeogenesis by the up-

regulation of Nuclear factor (erythroid-derived 2)-like 2 (NRF2)/ antioxidant response 

element (ARE) expression can help to ameliorate the high fat-induced insulin 

resistance. Further, consumption of high-fat diet throughout pregnancy period has 

shown to reduce the insulin receptor tyrosine kinase activity, leading to the decreased 

insulin sensitivity in the adult offspring (Elton et al., 2002). 

The saturated, monounsaturated, and omega 6 fats have shown to develop insulin 

resistance in rats; whereas a diet rich in omega 3 fats could effectively improve the 

insulin resistance (Albert et al., 2014; Storlien et al., 1991; VanWinden et al., 2017). 

Among these, saturated fats are shown to reduce insulin action; in comparison, 

monounsaturated fats, as well as ω-6 PUFA, have a lesser influence on insulin 

resistance development (Koska et al., 2016; Riccardi et al., 2004). Recent studies 

have also indicated that not all saturated fatty acid impair insulin resistance, among 

that medium chain saturated fats are shown to have insulin-sensitizing effects (Silvia 

et al., 2009). 

1.2.3 Fats and chronic inflammation 

Inflammation is part of the normal host response to infection and injury. However, 

excessive or inappropriate inflammation contributes to a range of acute and chronic 
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human diseases including diabetes, cancer, Alzheimer’s, and atherosclerosis. 

Inflammation is characterized by the production of inflammatory cytokines, 

eicosanoids (prostaglandins, thromboxanes, leukotrienes, and other oxidized 

derivatives), other inflammatory agents (e.g., reactive oxygen species), and adhesion 

molecules. 

Evidence from a number of studies has reported that SFA stimulates an inflammatory 

response by a pathway involving Toll-like receptors (TLR). TLR have significant 

roles in the development of inflammation and insulin resistance. Studies had shown 

that the TLR deficient mice were failed to develop the insulin resistance modulated by 

the pro-inflammatory pathways (Saberi et al., 2009). Further, SFA also acts through 

in TLR independent manner by the production of reactive oxygen species (ROS). 

ROS are responsible to activate the nucleotide-binding domain, leucine-rich repeat 

containing family, pyrin domain-containing 3 (NLRP3) inflammasome (Dostert et al., 

2008). NALP3 forms a complex with apoptotic speck protein (ASC), called NALP3- 

ASC inflammasome complex, which controls the cleavage of IL-1β from pro-IL-

1β (Franchi et al., 2009). As the larger amounts of IL-1β is secreted, which leads to 

the decreased insulin sensitivity in the tissues (Nov et al., 2010). 

In contrast to the saturated fat, Omega 3 fatty acids are acting both directly and 

indirectly on the Lipoxidase mediated inflammatory mechanism. The n-3 fatty acid 

replaces arachidonic acid (an eicosanoid substrate) and thereby inhibits the 

arachidonic acid catabolism. They act indirectly through modulation of the major 

inflammatory genes and thus reducing the production of inflammatory molecules in 

the body. Resolvins are a family of anti-inflammatory molecules generated from the 

omega 3 fatty acids, which can also effectively inhibit the pro-inflammatory activity 

in the body (Hong and Lu, 2013). 

1.3 FRUCTOSE: ROLE IN OBESITY AND INSULIN RESISTANCE 

Fructose is a common natural hexose sugar found mostly in fruits. Though it is less 

consumed in Indian traditional scenario, fructose has been a predominant sugar in 

Western diet (Lambertz et al., 2017). Since fructose is sweeter compared to 

equivalent amounts of table sugar and glucose, the use of fructose is promoted as a 

bulk sweetener (Ramirez, 1996). High fructose corn syrup is the major source of 

fructose for artificial sweetening purpose, and the use of which has been considerably 
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increased over the last three decades. Dietary fructose has been associated with 

various types of health issues and the majority of fructose intake was in the form of 

sugar-sweetened beverages or soft drinks containing high fructose corn syrup (HFCS) 

(Rippe and Angelopoulos, 2013). Compared to other sweeteners such as glucose/ 

sucrose, the metabolism of fructose is highly varied and unchecked, making it a more 

aggressive and health damaging sugar (Figure 1.1). 

A volume of information is available on the role of high fructose intake and the 

pathophysiology of various metabolic syndromes, primarily NAFLD (Bantle, 2009). 

Compared to other organs, the liver is primarily affected by the consumption of 

fructose and the difference is due to the presence of fructose specific transported 

protein GLUT 5. Tissues like adipocytes, kidney and intestine also possess a low level 

of GLUT 5. Intestinal GLUT5 helps in the trans-luminal transport of fructose to the 

portal vein and thereby contributing to the hepatic accumulation of fructose. 

1.3.1 Hepatic metabolism of fructose 

Compared to glucose, fructose metabolism has been entirely controlled in the hepatic 

tissue by fructokinase (Km: 0.5 mM), however, the former can be metabolized by 

glucokinase uniformly in almost all tissues (Km: 10mM) (Rizkalla, 2010). Further, 

the hepatic metabolism of fructose and other hexose sugars are highly varied. 

Primarily, the fructose metabolism is independent of insulin levels and also it can 

bypass the glycolytic pathway (Basciano et al., 2005). 

Hepatic metabolism of glucose begins with the conversion to glucose-6-phosphate by 

glucokinase, followed by subsequent conversions into fructose -6-phosphate. The key 

regulatory step in glycolysis is as the level of Phosphofructokinase, an enzyme that 

controls the conversion of fructose -6-phosphate to fructose 1,6-bisphosphate, is 

inhibited by ATP as well as citrate. Later, fructose 1,6-bisphosphate is converted to 

pyruvate by series of enzymatic reactions prior to the entry of TCA cycle. 

On the contrary to glucose, fructose is rapidly converted to triose-Phosphates by an 

insulin-independent pathway. Since fructokinase bypass the regulatory step in 

glycolysis controlled by phosphofructokinase, feedback inhibition by ATP or citrate is 

negotiated in fructose metabolism and thereby enabling continuously entering the 

glycolysis (Sun and Empie, 2012). The lower Km value of fructokinase for fructose 
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also aids this rapid conversion. Majority of triose phosphates produced from fructose 

is converted to glucose and later to glycogen via gluconeogenesis pathway. A portion 

continues the classical glycolytic pathway and still another portion is converted to 

lactic acid and enters circulation (Jang et al., 2018). In addition to these, a fraction is 

used for the synthesis of free fatty acids which in turn increases the re-esterification of 

fatty acids and VLDL (Schwarz et al., 2015). In conclusion, rapid and uncontrolled 

metabolism of fructose produces glucose, lactic acid and pyruvate, which provides 

large quantities of glycerol and acyl portions for hepatic synthesis of triglyceride 

which is incorporated to VLDL particles. 

 

Figure 1.1 Hepatic metabolism of fructose and glucose (Stanhope et al., 2009) 

1.3.2 Fructose consumption and insulin resistance 

Insulin resistance is a condition in which the cells lack the sensitivity even though 

insulin is present in sufficient quantities. It is a common risk factor for several 
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degenerative diseases (Roberts et al., 2013). Several preclinical and epidemiological 

studies have indicated the close association of fructose intake with the development of 

hepatic and muscle insulin resistance (Stanhope, 2016). A significant decrease in 

glucose uptake and insulin sensitivity is observed in animals fed with a diet 

containing 40- 60% fructose (Baena et al., 2016; Wong et al., 2016). Chronic intake 

of fructose diet has also been shown to reduce the β-cell mass by increasing apoptotic 

cells (Zhang et al., 2017). Moreover, it has been reported that in the hepatic tissue of 

fructose-fed rats insulin receptor phosphorylation has been found reduced (Bezerra et 

al., 2000). Further, decreased phosphorylation of tyrosine residues in the insulin 

receptors and IRS-1 has also observed in the neural tissues of fructose-fed hamsters. 

The initial metabolite of fructose, the fructose-1-phosphate is shown to activate 

mitogen-activated protein kinase (MAPK8) (Liu et al., 2000). Further, the 

diacylglycerol another product of fructose metabolism activates the hepatic protein 

kinase C (Geraldes and King, 2010). Both these enzymes together inactivate IRS-1 

via phosphorylation of its serine residues, which subsequently results in the 

development of insulin resistance (Aguirre et al., 2002). 

1.3.3 Fructose consumption and obesity 

Increased fructose intake either as raw fructose or in the form of HFCS has been 

reported to be promoting adiposity and obesity (Lakhan and Kirchgessner, 2013). 

Laboratory studies in animal models have shown that high fructose intake increases 

body weight compared to the equal amount of sucrose feeding. Moreover, prolonged 

fructose intake of fructose results in an increased abdominal adiposity and increased 

triglycerides in the blood. It has been reported that fructose also contributes to 

increased food consumption by modulating central nervous system. Fructose 

stimulates AMPK activity by reducing malonyl CoA levels in the hypothalamus, 

which in turn drives food intake (Cha et al., 2008). Further, free fatty acids produced 

as a result of fructose metabolism are incorporated to VLDL, which causes 

dyslipidemia and subsequently increase the risk of obesity (Crescenzo et al., 2014). 

1.3.4 Fructose and fatty liver 

Lack of inhibition on fructose metabolism results in constitutive activation of 

glycolysis and which in turn leads to a substrate overload in the form of acetyl CoA in 



Review	of	Literature	
 

Pa
ge
9	

liver (Softic et al., 2016). The citrate formed from the acetyl CoA forms the substrate 

for de novo lipid biosynthesis. Further, malonyl CoA formed by the dimerization of 

acetyl CoA inhibits mitochondrial β-oxidation of fats (Foster, 2012). This 

overwhelmed production of lipids and diminished lipid clearance results in 

intrahepatic accumulation of lipids, resulting in lipotoxicity and hepatosteatosis. 

1.4 NON ALCOHOLIC FATTY LIVER DISEASE (NAFLD) 

Nonalcoholic fatty liver disease or generally known as the fatty liver is the most a 

frequent form of the chronic hepatic disorder, which is characterized by the 

accumulation of triacylglycerol primarily in the liver (Pagano et al., 2002). It is also 

described as the hepatic manifestation of metabolic syndrome, estimating for about 

24-42% of the general population globally and 9-32% in India (Fung et al., 2015; 

Kalra et al., 2013) (Figure 1.2). 

 

Figure 1.2 Prevalence of nonalcoholic fatty liver disease (NAFLD) (Copyright Order 

No. 4319171150086) (Younossi et al., 2018) 

NAFLD is a broad terms that comprises of simple accumulation of lipids, known as 

steatosis or hepatosteatosis and nonalcoholic steatohepatitis (NASH) (advanced 

steatosis with inflammatory activation). These conditions often progress to cirrhosis 

and ultimately up to hepatocellular carcinoma. Insulin resistance, impaired 
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carbohydrate and lipid metabolism, obesity and chronic inflammation are the 

hallmark of hepatosteatosis (Huang, 2009). In the past few decades, the severity of 

NAFLD has paralleled to that of type-2 diabetes and insulin resistance associated with 

obesity. 

1.4.1 The ‘Two-Hit’ and “Multiple-Hit” theories of NAFLD 

The two hit theory explains the onset and progression of NAFLD, where the initial or 

first hit involves the excessive lipid influx in the form of increased de novo 

lipogenesis, hepatic lipid accumulation, and reduced lipid clearance due to the 

inhibition of β-oxidation of fatty acids in the mitochondria. These processes are aided 

by insulin resistance and hyperglycemia, especially in fructose consumption 

(Dowman et al., 2010). At this stage, the steatosis is reversible by co-ordinated 

treatments and physical exercise. 

The second hit, which is less prevalent and involves a further progression of 

hepatosteatosis in nonalcoholic steatohepatitis. Micronutrient deficiencies, associated 

redox imbalance and chronic oxidative stress accelerate the second hit in patients. In 

this condition, increased cytokine activation from hepatic stellate cells leads to lobular 

inflammation, hepatocellular ballooning and peri-sinusoidal fibrosis (Huang, 2009). 

This condition usually progresses to cirrhosis within a few years, if untreated. 

The two-hit theory of NAFLD was formed from a limited and narrow aspect view as 

well as it failed to represent the complexity of NAFLD. Compared to the cell culture/ 

animal models, human NAFLD is more complex with the synergistic or additive 

interaction of multiple parallel factors (Paschos and Paletas, 2009). Thus, a multiple-

hit hypothesis has been proposed which incorporates the genetic predispositions for 

NAFLD together with the exogenous factors promoting the disease. 

The “Multiple-hit” hypothesis provides an overall view of the various risk factors 

(hits) that regulate the onset as well as the progression of NAFLD. In addition to the 

lipid accumulation in the hepatocytes (first hit) and subsequent redox imbalance as 

well as a chronic inflammatory cascade (second hit) that drives the NAFLD, the role 

of dietary habits, genetic predisposition and environmental factors have been 

considered in the multiple-hit hypothesis. As described in the previous sections, 

insulin resistance and high sugar consumption increase the risk for NAFLD. Insulin 
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resistance increases the de novo lipogenesis and adipocyte lipolysis mediated fatty 

acid influx to the liver. Further, intake of a high-fat diet also induces hepatic 

lipotoxicity by increasing hepatic triglyceride accumulation (Described in detail in the 

coming section). In addition to these dietary factors and gut-microbiota also influence 

the fatty liver incidence by regulating fatty acid absorption in the intestine (Ma et al., 

2017). The genetic predisposition or epigenetic modifications influence the NAFLD 

by regulating the lipotoxicity (apoptotic) pathways and hepatic stellate cell activation 

(Buzzetti et al., 2016). 

1.4.2 Metabolic and dietary risk factors 

Other than genetic predispositions, several exogenous factors influence the 

development of hepatosteatosis. Among these, dietary habits, metabolic factors and 

sedentary lifestyle have prime importance. Increased adiposity, obesity and insulin 

resistance are the basic risk factors involved in the onset of NAFLD. Changes in the 

hepatic inflammatory cytokine/ adipokine interplay are also a necessary factor in 

NAFLD (Streba et al., 2015). 

Diet rich in fats and sugar as in western countries are known to promote the lifestyle 

disorders including the development of hepatosteatosis (Mirmiran et al., 2017). It has 

been also verified that reduced intake of dietary fats and lowered intestinal absorption 

of cholesterol have brought down the frequency of hepatosteatosis (Ushio et al., 2013) 

indicating the role of dietary fats in the development of the disease. High-fat diet 

feeding is known to induce changes in lipid metabolism thereby leading to 

hepatosteatosis (Meli et al., 2013; VanSaun et al., 2009; Yang et al., 2014b). 

Fructose, which is known to up-regulate the hepatic lipogenesis also becomes an 

independent risk factor for hepatosteatosis.  High fructose diet is widely being used as 

an experimental dietary model to induce insulin resistance (Prakash et al., 2011; 

Prakash et al., 2014; Singh et al., 2015b). As reports indicate, consumption of 

fructose enhances hepatic lipid biosynthesis and thereby leading to hyperlipidemic 

conditions (Moore et al., 2014; Samuel, 2011). Epidemiological studies have also 

reported higher rates of mortality associated metabolic disorders and fructose 

consumption (Ruff, 2015; Singh et al., 2015a). 

1.4.3 Dietary fat and NAFLD 
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The liver is the predominant site of lipid metabolism, which makes a close association 

of dietary lipids with hepatic disorders including NAFLD. Numerous studies have 

identified the beneficial and adverse effects of dietary fats on the initiation and 

progression of NAFLD. Mainly long chain saturated fatty acids have been described 

as the deleterious forms compared to unsaturated. In vitro studies have identified the 

role of palmitic acid in inducing mitochondrial dysfunction and subsequent 

development of lipotoxicity and NAFLD like symptoms (García-Ruiz et al., 2015; 

Yao et al., 2011). A study by Zhang et al. (2012) has shown that compared to linoleic 

acid (PUFA), palmitic acid induces endoplasmic reticulum (ER) stress and leading to 

the development of lipotoxicity in hepatoma cells. In animal models, high fat diet has 

been shown to mimic a condition of human over-nutrition and lack of physical 

activity (Kakimoto and Kowaltowski, 2016). 

Animal model studies have also confirmed the development of hepatosteatosis under 

high-fat diet feeding (Kakimoto and Kowaltowski, 2016). Increased plasma 

homocysteine levels have been observed under animal models of hepatosteatosis, 

which is partly contributed by the reduced homocysteine breakdown enzyme activities 

under high-fat feeding (Bravo et al., 2011). Further, increased production of hepatic 

triglycerides and very low-density lipoprotein (VLDL) mediated by the 5-

hydroxytryptamine-2 receptor (5-HT 2) is also noted under high-fat feeding (Li et al., 

2018). Compared to these studies, where a high cholesterol/ fat was used, intake of 

polyunsaturated (Borengasser et al., 2012) and monounsaturated fatty acids (Hanke et 

al., 2013) have shown to ameliorate the hepatosteatosis in animals. On contrary, 

saturated fats have shown to increase the endoplasmic reticulum stress and thereby 

exacerbating diet-induced hepatosteatosis (Wang et al., 2006). However, later studies 

have indicated a relation of the chain length of saturated fatty acids with NAFLD, 

where medium chain saturated fatty acids (MCFA) has been shown to offer a 

mitigating effect (Ronis et al., 2013; Wang et al., 2017). Further, there observed a 

correlation between western diet and NAFLD incidence (Roberts et al., 2015), where 

the high fat and fried foods have been described as the culprits (Mollard et al., 2014). 

1.4.4 Insulin resistance and fatty liver 

Under the diabetic condition, an increased incidence of NAFLD has been reported 

and the possible involvement of insulin resistance is suggested. Insulin has significant 
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involvement in the regulation of hepatic lipogenesis process by regulating the 

activation of transcription factors such as sterol regulatory element-binding protein 

(SREBP-1). SREBP-1 is a transcriptional factor which activates the de novo 

lipogenesis in the liver, which is regulated by an insulin receptor- insulin receptor 

substrate-2 (Schreuder et al., 2008). During insulin resistance, the IRS-2 is down-

regulated, subsequently resulting in the overexpression of SREBP-1 and thereby 

increased de novo lipogenesis. Together with this, reduced beta-oxidation of fatty 

acids under insulin resistance is also contributing towards the hepatic lipid 

accumulation (Postic and Girard, 2008a; Postic and Girard, 2008b). 

1.4.5 Association of NAFLD with colorectal carcinogenesis 

There are very limited reports on the association of non-alcoholic fatty liver disease 

and risk of colorectal cancer. Reports have indicated the spectrum of NAFLD that 

ranges from simple steatosis to steatohepatitis, cirrhosis and even to the development 

of hepatocellular carcinoma. However, evidence has indicated that the burden of 

NAFLD is also broad to extra-hepatic diseases, including colon tumours (Adams et 

al., 2017; Kim et al., 2018). According to the study by Kim et al. (2018), a 15 fold 

increase in hepatocellular carcinoma has been observed in patients with NAFLD; 

further, there is a 2 fold increase for colorectal cancers in men and 1.9 fold increase 

for breast cancer in women. 

Both NAFLD and colorectal cancers share common metabolic risk factors such as 

insulin resistance, obesity and associated inflammation (Figure 1.3) (Sanna et al., 

2016; Tilg and Moschen, 2014). Previously, studies conducted by Shen et al. (2014a) 

and Ding et al. (2015) has also reported a close association of NAFLD with that of 

colorectal cancers. However, in these studies NAFLD was diagnosed based on the 

liver function marker enzymes, thus the studies were not conclusive. Recent studies 

by Pan et al. (2017) and Mantovani et al. (2018) further confirmed the association of 

NAFLD and CRC; where the diagnosis of NAFLD was carried out through 

ultrasonography, liver biopsy as well as by biochemical liver function marker assays, 

and therefore found more reliable. Though clinical and epidemiological evidence 

suggests an association between NAFLD and colon cancer, there is no clear 

information on the mechanism is available yet. 
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Figure 1.3 Association of type-2 diabetes, non-alcoholic fatty liver and colorectal 

cancers (Adapted from http://dx.doi.org/10.1155/2012/637538) 

1.5 COLORECTAL CANCERS 

Genetic analysis shows that essentially colon and rectal tumours are genetically same 

cancer and hence known as colon cancer or colorectal cancers. CRC accounts for over 

9% of all cancer incidences (Figure 1.4). It is the third most common cancer 

worldwide and the fourth most common cause of death. In the Indian scenario, CRC 

is the fourth common cancer type. Overall, the lifetime risk of developing colorectal 

cancer is about 1 in 20 (5%). This risk is slightly lower in women than in men. CRC is 

highly prevalent in the countries of Australia, New Zealand and countries of Western 

Europe and lower in Africa. In 2008, 1.23 million new cases of colorectal cancer were 

clinically diagnosed, and that it killed 608,000 people globally (Ferlay et al., 2010). 

Global colon cancer status in men and women are shown in Figure 1.5 & 1.6. 
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Figure 1.4 Global death rates associated with various cancers (WHO, 2015 data) 

 

Figure 1.5 Worldwide colorectal cancer incidences in men (WHO, 2015 data) 

 

Figure 1.6 Worldwide colorectal cancer incidences in women (WHO, 2015 data) 
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1.5.1 Dietary fat in Colon cancer 

Several studies have shown that the dietary fat has a direct role in the development 

and progression of colon cancers. The saturated fat has shown to sustain the induction 

of Benzopyrene biotransformation enzymes, leading to the generation and 

accumulation of B(a)P metabolites in the liver and colon rather than the unsaturated 

fats (Diggs et al., 2013). This, in turn, leads to DNA and protein adducts formation in 

the colon which eventually increases the risk of colon cancer development. The 

animal model studies conducted by Reddy et al (Reddy, 2002) explains the possible 

role of dietary fat composition on the tumorigenesis and progression. The study 

reveals that saturated and omega 6 fats rich diet may have a role in the progression of 

colon cancers in rats, whereas the DHA and EPA composed diet shown to reduce the 

risk. The study was supported by the finding that elevated ras-p21 expression and 

increased colon cancer incidences in animals fed a diet rich in omega 6 fats, on the 

counterpart the omega 3 fats rich diet showed to increase the membrane localization 

of RAS (a small GTPase)- p21 (cyclin-dependent kinase inhibitor) and decreased 

expression of COX-2 leading to decreased tumor occurrence (Singh et al., 1997a). 

The composition of the fat is also an important factor, which promotes the CRC. The 

level of heme in the fat is shown to be in direct correlation with colon cancer risks 

(Sesink et al., 2000). 

Bile acids appear to be of particular importance in colon cancer. The bile acid 

deoxycholic acid (DOC) is increased in the colonic contents of humans in response to 

a high-fat diet (Reddy et al., 1980).  Studies show that exposure of colon cells to high-

level concentrations of DOC increases the formation of reactive oxygen species, 

causing oxidative stress and also that exposure of cells to bile acids increases DNA 

damage (Payne et al., 2009). DOC can increase DNA damage in colonic cells and 

also reported to elevate the levels of NF-kB and AP-1. It is also reported that COX-2 

signalling is activated by DOC and a high-fat diet, which have a significant role in the 

proliferation and invasiveness of colon cancer cells (Zhu et al., 2012). Studies 

conducted by Reddy et al also confirms the role of fat in the activation of deoxycholic 

acid and lithocholic acid (Reddy, 1981; Reddy et al., 1977). Amount and type of 

dietary fats have a central role in the etiology of colorectal cancer under 

Azoxymethane induced animal models (Reddy and Maeura, 1984). 
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Role of fat in cancer metastasis is not studied in detail. But available studies suggest a 

possible relation of dietary fat and composition with cancer invasiveness. Breast 

cancer metastasis is shown to be increased with a high-fat diet through 

cyclooxygenase mediated activity (Rose and Connolly, 1997). In contrast with the 

omega 6 fatty acids, Eicosapentaenoic acid, an omega 3 PUFA are shown to inhibit 

the human breast cancer invasions (Senzaki et al., 1998). However, in the colorectal 

cancers, there was an increase in the metastatic rate and fat consumption. In contrast 

with the breast cancer metastasis, consumption of fat have irrespective of its 

composition found to increase the metastasis to liver, in the animal models(Griffini et 

al., 1998; Klieveri et al., 2000). High fat feeding was also shown to elevate the levels 

of growth factors, transcription factors and the expression of genes involved in the 

inflammation, angiogenesis, and cellular proliferation in the CT26 colon cancer cells 

(Park et al., 2012). Even though more references are not available, by considering the 

possible roles of fats in inflammatory and oxidative stress signalling, it can be said 

that high-fat consumption can lead to increased rate of colorectal cancer metastasis, 

especially under the favourable conditions prevailing under diabetes. 

1.5.2 Association of T2D and colorectal cancers 

Increased cancer incidences are reported in diabetic people. The obesity and 

associated chronic inflammation result in the induction of insulin resistance, thereby 

leading to T2D (Usui and Tobe, 2011). People with T2D have also been shown to be 

at a greater risk for developing colon cancer (Djiogue et al., 2013; Yang et al., 2005), 

even though the reason is not fully understood. A recent study says that diabetic 

patients are at a 38% higher risk of developing colon cancer than those do not have 

diabetes (Yuhara et al., 2011). 

Diabetes and colorectal cancers have several risk factors in common, even though the 

exact pathophysiology remains unknown (Giovannucci et al., 2010). It is suggested 

that the factors that may link T2D with colorectal cancer may be hyperinsulinemia, 

hyperglycemia or higher levels of molecules like IGF-1, NF-kB etc. One of the 

possible mechanisms is the elevated levels of insulin in Type 2 diabetes, affecting 

cells and promoting the growth of tumours (Giovannucci, 1995). A direct role for 

insulin to induce cancer cell proliferation and metastasis is also been suggested 

(Zhang et al., 2010). If this holds true, diabetic patients receiving insulin will have a 
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higher propensity for cancer development. To date, no such information is available 

(Tseng, 2012). Another study explains that the level of IGF-1 and overexpression of 

its receptor IGF-1R promotes colorectal cancer (Shiratsuchi et al., 2011). It is 

proposed that an elevated level of blood glucose is another factor that may induce 

colon cancer (Michaud et al., 2005). All these factors enhance colon cancers, still, the 

actual signalling molecule that may drive these changes to colon carcinogenesis is still 

not clear. 

One of the possible mechanisms is the elevated levels of insulin in diabetes, which 

affects cell division and apoptosis, leading to tumour promotion (Giovannucci, 1995). 

A direct role for insulin to induce cancer cell proliferation and metastasis is also been 

identified (Wang et al., 2013). However, under such a condition, those diabetic 

patients who are undergoing insulin treatment will have higher chances for colon 

cancer development, yet no such information is available (Tseng, 2012). Elevated 

levels of IGF-1 and overexpression of its receptor IGF-1R under diabetes can another 

factor that promotes colorectal cancer incidences (Shiratsuchi et al., 2011). In 

addition, western diets which are high in insulinotropic dairy have contributed to 

lifestyle diseases through activation of IGF-1 and insulin signalling (Melnik et al., 

2011). Although all these factors promote colonic neoplasias, it remains still unclear 

that which of the molecules initiate the changes that lead to colon carcinogenesis. 

Supporting these evidence, fatty aldehyde dehydrogenases which are involved in the 

detoxification of fatty aldehydes are found to be reduced under diabetes, insulin 

resistance and cancers (Demozay et al., 2004; Traverso et al., 2002). In chronic 

diabetes, hyperplasia and hypertrophy in the colorectal epithelial tissues have also 

been observed (Zoubi et al., 1995). In addition, enhanced uptake of sugars and 

proteins (Fedorak, 1990) and increased synthesis of cholesterol and triacylglycerol 

(Feingold et al., 1990) in the colon was also observed. These changes in colonic 

epithelium may be attributed to the oxidative damages occurred in the tissue.  

1.5.3 Roles of fats in linking diabetes and colon cancer 

As we know, diabetes itself provides an inflammatory condition, in addition to the 

above when the fatty acids of saturated and n- 6 class is ingested, it will make the 

situation more complicated. The possible role of insulin resistance, hyperglycemia, 
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hypertriglyceridemia, and in addition to these the levels of fatty acids and their 

derivatives can contribute to increased mutation rates. 

The dietary fatty acids can affect the bile acid production, which may also alter the 

inflammatory and stress condition prevailing in diabetes. The polyunsaturated and 

monounsaturated fat has shown to increase the expression of cholesterol 7 alpha-

hydroxylase (CYP7alpha1) and thereby increasing the secretion of bile acids, whereas 

saturated fat-rich diet reduced the bile acid pool by decreasing the same (Li et al., 

2005). The secondary bile acids which are a known to induce cellular damages and 

may also produce genotoxicity and can increase the mitochondrial reactive oxygen 

species, and also known to promote colorectal cancers (Nagengast et al., 1995). 

Studies have reported that the levels of secondary bile acids and 12 alpha-hydroxylase 

(CYP8B1) was increased in patients with type two diabetes mellitus (Haeusler et al., 

2013). 

 

Figure 1.7 Lipid Metabolism, Metabolic Syndrome, and Cancer (Hu et al., 

2013)DOI: 10.5772/51821 

 



Review	of	Literature	
 

Pa
ge
20
	

Under the diabetic condition, consumption of higher n- 6 fat may lead to the increased 

secretion of insulin leading to impaired insulin metabolism and finally to insulin 

resistance (Lardinois et al., 1987; Storlien et al., 1986). The increased insulin 

resistance may further activate downstream molecules such as Phospholipase A2, 

leading to the release of the membrane-bound fatty acids. The free fatty acids 

especially the n- 6 fats, acts as the substrates for inflammatory signal amplification 

mediated by lipoxygenase and cyclooxygenase (Figure 1.7). In addition to the above, 

this may result in the enhanced production of reactive oxygen and other free radicals 

(Berry, 2001). The dietary modification induced changes along with the genetic 

predisposition for cancer may enhance the risk of developing and promoting colon 

cancers. 

1.6 COOKING OILS AND THERMAL OXIDATION 

1.6.1 Cooking oils 

Edible oils are the important source of essential and non- essential fatty acids to the 

body. Different types of edible oils are being used all over the world, which differ in 

their fatty acid composition, micronutrient status, phenolic content as well as several 

other physicochemical and health properties. Based on the nature of fatty acids 

present, the edible oils are divided into saturated (SFA), monounsaturated (MUFA) 

and polyunsaturated fatty acids (PUFA). Among the saturated fat-rich oils, there is 

medium chain saturated fat (MCSFA) containing oil (coconut oil) and long-chain 

saturated fat containing oil (palm oil). Similarly, based on the nature of fatty acids 

present, PUFA are again divided into omega 3 fat (fish and shark liver oil) and omega 

6 fats (sunflower oil). 

1.6.1.1 Coconut oil 

Coconut oil (CO) is the generally consumed form of edible oil in south India. It is rich 

in medium chain saturated fat reaching up to 90% of the total, with lauric acid as the 

predominant fatty acid (50%). Coconut oil possesses several health benefits, it 

includes neuroprotection (Nafar and Mearow, 2014) and improvement of lipid 

metabolism in pre-menopausal women (Feranil et al., 2011). At the same time, reports 

indicate an increased incidence of cardiovascular diseases when saturated fat intake is 

high indicating its possible health hazard (Sakata and Shimokawa, 2013; Siri-Tarino 
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et al., 2010; Wallstrom et al., 2012). Also, coconut oil as a fatty acid source in high 

fructose diet induces hyperglycemia and oxidative stress in murine (Shawky et al., 

2014) and lead to hepatosteatosis like symptoms (Narayanankutty et al., 2016b). 

1.6.1.2 Mustard oil 

Mustard oil is among the most common edible oil in India, which is rich in 

monounsaturated fats especially, erucic acid. Biological effects of dietary mustard oil 

have been identified. In acute myocardial infarction patients, mustard oil has shown to 

induce placebo effect and effectively modulates the lipid metabolism and reducing 

oxidative stress (Singh et al., 1997b). It has been also shown that mustard oil 

possesses anti-mutagenic effect as indicated by a reduction in chromosomal breaks 

(Choudhury et al., 1997) and chemopreventive effects on colon tumours possibly due 

to its polyunsaturated fat content (Dwivedi et al., 2003). Though the beneficial effects 

have been reported, because of the higher monounsaturated fatty acid content, these 

fats raise some health concerns also. It has been documented that dietary mustard oil 

can induce hyperalgesia (Jiang and Gebhart, 1998) and neurologic inflammation 

(Banvolgyi et al., 2004). In addition, the MO has shown to enhance hepatic pre-

neoplastic foci development in rats (Shukla and Arora, 2003). Consumption of 

mustard oil increase the serum triglycerides with a reduction in mitochondrial 

cardiolipin content (Sen and Gupta, 1980). Due to high erucic acid contents, it is also 

known to induce cardiac fibrosis and vacuolation (Gopalan et al., 1974). 

1.6.1.3 Sunflower oil 

Sunflower oil (SO) is one among the commonly consumed edible oil in various parts 

of India. They are had gained much popularity due to their high polyunsaturated fatty 

acid content. About 63% of the total fatty acid content is formed by linoleic acid. 

Sunflower oil is shown to reduce hyperlipidemia in rats with fatty liver by improving 

hepatic lipid metabolism, in comparison with palm oil (Go et al., 2015). Similar 

observations also made by Trautwein et al. (1999) and Trautwein et al. (1997). 

However, recent studies have indicated that deep frying of the SO increases its 

peroxide contents as well as the free fatty acid and polymerized triglycerides 

(Carbonera et al., 2014). Further, several animal model studies have also indicated 

that consumption of thermally oxidized sunflower oil (TSO) over a short period of 
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time, increases the oxidative damage in the body (Olivero David et al., 2010; Wang et 

al., 2016). 

1.6.1.4 Lard (Pork fat) 

Lard is an animal fat which is rich in monounsaturated fatty acids, often used in 

cooking as well as baking purposes. In addition to these triglycerides, it contains 

considerable amounts of cholesterol also as it is of animal origin, which makes its 

biological effects different from other plant-derived PUFAs. Lard has shown to 

accentuate the obesity associate changes including insulin resistance and 

accumulation of visceral as well as subcutaneous fat mass, compared to the 

hydrogenated vegetable oils (Kubant et al., 2015). The oil is often used as a 

component in high-fat-diet-induced hepatosteatosis by inducing mitochondrial 

dysfunction (Apolzan and Harris, 2012; Lionetti et al., 2014; Pranprawit et al., 2013; 

Vendel Nielsen et al., 2013). In addition to its effects on hepatic tissue, high-fat diets 

that contain lard as the primary source of fat leads to thyroid dysfunction, which is not 

reversible even after replacement from the modified diet for 6 weeks (Shao et al., 

2014). Similarly, neurological problems including impairment of hippocampal-

dependent place recognition memory are noted in the short-term feeding of lard and 

sucrose (Beilharz et al., 2014). 

Biological functions of these oils are varied, which includes physiological, nutritional 

and pharmacological functions. Based on the chemical nature of the fatty acids, they 

differ in their biological activities also. Among these fatty acids, PUFA and MUFA 

are well described for its health promoting effects such as hypolipidemic, 

hypoglycemic, anticancer and lipid trafficking abilities. On the other hand, SFA is 

often described as unhealthy especially relating to cardiovascular health. However, 

recent studies indicated that compared to long chain saturated fatty acids (LCSFA), 

MCSFA is being emerged as a nutraceutical. 

Though these edible oils are healthy in their fresh form, thermal oxidation or deep 

frying of these fats are known to generate noxious products that cause deleterious 

changes in them. This makes the edible oils not suitable for edible purposes and 

makes health problems. There are several physical and chemical changes involved 

during the process of deep frying. Under these frying conditions, the temperature, 



Review	of	Literature	
 

Pa
ge
23
	

atmospheric oxygen as well as the moisture content of oil makes up a unique reaction 

system, where the triglycerides and free fatty acids become the reactants. 

1.6.2 Chemistry of thermal oxidation 

During the process of frying, the edible oils are exposed to a high temperature usually 

above 160oC. Previously, Choe and Min (2007) and Warner (1999) have well 

described the chemistry of edible oils during thermal oxidation. The oxidation of 

lipids during the process of frying is a complex process that is aided mainly by heat 

and also by free radicals. As shown in figure 1, the common chemical changes that 

are taking place during the thermal oxidation process include hydrolysis, oxidation 

and polymerization reactions (Figure 1.8) (Warner, 1999). The primary lipid 

peroxidation products formed during the process of deep frying include peroxides, 

conjugated diene structures. Due to their reduced stability and high reactivity, they 

undergo auto-decomposition yielding highly toxic secondary oxidation products such 

as aldehydes and ketone bodies. Ammouche et al. (2002) have reported that the 

thermal oxidation of the sunflower oil increases its peroxide value and free fatty acids 

content. Studies have also observed elevated levels of triacylglycerol polymers and 

dimers in these oils (Bastida and Sánchez-Muniz, 2001). Recently, Romero et al. 

(2006) have reported the presence of high levels of cyclic fatty acid monomers 

(CFAM) in thermally oxidized edibles oil, especially that contain unsaturation. 

1.6.2.1 Oxidation 

Oxidation reactions are aided by the atmospheric oxygen, which reacts under high 

temperature with the unsaturation of oils. It is a process that is similar to auto-

oxidation, however resulting in a rapid increase in the levels of epoxides and 

peroxides of saturated or monounsaturated nature. It results in the increase in peroxide 

values, colour viscosity and polymers of triglycerides. Other than temperature, the 

presence of metals, reactive radicals and light also increase the oxidative 

modifications in oils. Compared to the saturated fatty acid rich oils, unsaturated fatty 

acid containing edible oils are more prone to oxidative modifications (Figure 1.9). 
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Figure 1.8 Physicochemical changes in the edible oils with respect to time of thermal 

oxidation (Choe and Min, 2007) 

 

Figure 1.9 Common products formed during the thermal oxidation of oils  (Choe and 

Min, 2007) 

1.6.2.2 Hydrolysis 

Other than the atmospheric oxygen, moisture content present in the oil as well as 

atmosphere interacts with the fatty acids. This results in a series of complex chemical 
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reactions resulting in the formation of diglycerides and free fatty acids, this results in 

the increase in acid value and polar contents (Figure 1.9). 

1.6.2.3 Polymerization and isomerization 

Polymerization reactions are the results of crosslinking of two or more triglycerides in 

thermally oxidized oils. In addition, thermal oxidation results in the formation of high 

molecular weight compounds that are formed by cyclization (formation of cyclic 

structures such as CFAMs) or dimerization (formation of intra-strand crosslinking 

between two different fatty acids). Usually saturated fatty acid rich oils undergo 

polymerization reactions during the high-temperature treatments (Figure 1.9). 

1.6.3 Fried oils and health problems 

As discussed above, the usual physicochemical nature of edible oils and fats 

drastically changes during the process of deep frying. Though consumption of the oils 

seems to be beneficial in various aspects of health, the deep fried oils are reported to 

be unhealthy. This is due to the newly formed reactive as well as toxic molecules and 

their metabolism in the body, which is being discussed in the coming sessions.  

1.6.3.1 Fried oils and its association with hypertension and cardiovascular diseases 

Cardiovascular health is often associated with the type and nature of the edible oil 

consumed. Several edible oils are found to be protective in cardiovascular diseases. In 

Mediterranean diets a reduced cardiovascular disease risk is observed, where olive 

and sunflower oil are the predominant forms (Guallar-Castillon et al., 2012); whereas 

an independent study conducted by Djoussé et al. (2015) indicated that, people 

following a western dietary style are at high risk for developing coronary heart 

disease especially heart failure. The use of fried oils and fats in western diets, as well 

as the lack of dietary antioxidants as in the Mediterranean diet, could be the possible 

explanation for this observation. A volume of studies has identified a positive 

association between fried oil intake and hypertension (Kamisah et al., 2016; Kamisah 

et al., 2015; Leong et al., 2010). In a cross-sectional anthropometric study, there 

observed an increased association between hypertension and intake of thermally 

oxidized sunflower oil, especially that is rich in polar compounds (Soriguer et al., 

2003). Similar results are also shown by an independent study carried out by Kang 

and Kim (2016). Reduction in the vasorelaxation ability of thoracic aorta occurs 
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during prolonged consumption of fried oils, which could be another factor that leads 

to hypertensive disorders (Leong et al., 2009). Vascular inflammatory changes are 

often associated with reduced vasorelaxation ability, which is partially mediated by 

endothelial VCAM-1 (vascular cell adhesion molecule-1) and ICAM (intercellular 

cell adhesion molecule). Corroborating with these, there are reports that consumption 

of repeatedly heated soybean and palm oil increases the VCAM-1 and ICAM levels in 

rats (Ng et al., 2012a; Ng et al., 2012b). Hence, it can be ascertained that the 

alterations in the vascular thickening and vascular inflammation leads to hypertensive 

disorders during thermally oxidized edible oil feeding. 

Results from the clinical or cohort studies also indicated an association of various 

cardiovascular disease risk factors to the thermally oxidized oil consumption. The 

positive association between a western style diet and acute myocardial infarction is 

also noticed in INTERHEART study (Iqbal et al., 2008). However, a separate study 

by Sayon-Orea et al. (2014) observed increased adiposity as well as hypertension 

during thermally oxidized oil intake, whereas no positive association with metabolic 

syndrome. Further, the risk for developing the adiposity/obesity is directly related to 

the frequency of intake of fried food in a Mediterranean diet (Sayon-Orea et al., 

2013). Supporting the above, results from a Spanish cohort study showed an increased 

risk for general and central obesity in thermally oxidized sunflower oil intake 

(Guallar-Castillon et al., 2007) however, it has no association with coronary heart 

diseases associated mortality (Guallar-Castillon et al., 2012). 

1.6.3.2 Fried oils and its association with obesity, insulin resistance and 

dyslipidemia 

Role of thermally oxidized edible oils has been studied in the development of obesity 

and insulin resistance (Table 1.1). A study conducted by Guallar-Castillón et al. 

(2007) have observed a positive correlation between thermally oxidized oil intake and 

the development of obesity in Spanish populations. Obesity is often associated with 

the reduced glucose tolerance and insulin resistance. Liao et al. (2008) indicated that 

consumption of 20% frying oil induces hyperinsulinemia and insulin resistance in 

rats. On the contrary, observations by Chao et al. (2007) indicate that rats fed with 

fried oil (20%) have reduced insulin secretion thereby resulting in glucose intolerance, 

which is mediated through PPAR alpha signalling. Later studies revealed that 
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consumption of fried oil induces oxidative damages to the islets of the pancreas, 

thereby reducing the insulin secretion, which might be responsible for the observed 

glucose intolerance developed in the animals (Chiang et al., 2011). With regards to 

the adiposity, controversial results exist. Bautista et al. (2014) observed an increase in 

abdominal adiposity in animals fed with a fried canola oil diet over a period of 10 

weeks. On the contrary, studies conducted by Chiang et al. (2011) and Chao et al. 

(2007) shown that the fried oils are less adipogenic compared to the fresh oils. 

Table 1.1 Effect of different thermally oxidized edible oils consumption on the lipid profile in 

animal model experiments. 

Edible oil 
Dose and 
Duration 

Changes in lipid profile Reference 

Palm oil 
10% of diet 
for 30 days 

Increase in TC and LDL, 
reduction in TG and HDL 

Falade et al. 
(2015) 

Palm oil 

15% oil and 
2% 
cholesterol 
for 4 
months 

Increase in TC, TG and 
LDL, reduced HDL 

Adam et al. 
(2008) 

Sesame, 
Groundnut and 
Coconut oil 

20% oil for 
2 months 

Increased TC and LDL, 
reduced HDL, TG and 
VLDL 

Srinivasan and 
Pugalendi (2000) 

Peanut, Sesame 
and Coconut oil 

20% oil for 
20 weeks 

Increased TC, reduced TG 
and HDL 

Narasimhamurthy 
and Raina (1999) 

Sunflower oil 
5% oil for 
90 days 

Increase in TC & reduced 
TG 

Ammouche et al. 
(2002) 

Palm oil 
15% oil for 
20 weeks 

Reduced TC and an increase 
in TG levels 

Kamsiah et al. 
(2001) 

Obesity and insulin resistance are often linked with serum and hepatic dyslipidemia. 

Similarly, a number of studies have identified the dyslipidemic properties of fried oils, 

which is given in Table 1. General tendency observed in these studies include the hike 

in serum total cholesterol and LDL levels, with a subsequent reduction in the HDLc 

and triglycerides level. However, some studies also indicated the higher level of 

triglycerides in the fried oil fed animals (Kode et al., 2005), which may be attributed 

to the increased free fatty acid levels in these oils as well as the lipase inhibitory 
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activities of CFAMs derived from the oxidized edible oils. Together with the presence 

of CFAM, the duration of feeding fried oils also depends on these trends, where long-

term feeding increase the TG levels in the experimental animals (Adam et al., 2008; 

Kamsiah et al., 2001). 

1.6.3.3 Fried oils and its association with genotoxicity, mutagenesis and cancer 

Fried oils generate a volume of toxic substances which are both volatile and non-

volatile in nature. Mainly these compounds come under the classes of polycyclic 

aromatic hydrocarbons (PAHs), nitro polycyclic aromatic hydrocarbons and aromatic 

amines (Table 1.2). 

Table 1.1 Mutagenic or carcinogenic oxidation products formed during thermal 
oxidation of various edible oils 

Edible Oils Mutagen/ carcinogen Reference 

Safflower, olive, coconut, 
mustard, vegetable and corn 
oils 

benzo[a]pyrene, 
dibenz[a,h]anthracene, 
benzo[b]fluoranthene, 
benzo[a]anthracene 

Chiang et al. 
(1999b) 

Sunflower, sesame, palm oil, 
soya, canola, mustard and 
peanut oils 

Benzo[a]pyrene, 
Benz[a]anthracene and 
chrysene 

Alomirah et 
al. (2010) 

Soybean and Peanut oil 
Benz[a,h]anthracene and 
benz[a]anthracene 

Chiang et al. 
(1997) 

Lard, sunflower and vegetable 
oils 

2-naphthylamine and 4-
aminobiphenyl 

Chiang et al. 
(1999a) 

Lard, soybean and peanut oils 
1-nitropyrene and 1,3-
dinitropyrene 

Wu et al. 
(1998) 

Peanut oil trans-trans-2,4-decadienal 
Wu and Yen 

(2004b) 

Peanut oil 

trans-trans-2,4-decadienal, 
trans-trans-2, 4-nonadienal, 
trans-2-decenal and trans-2-
undecenal 

Wu et al. 
(2001) 

Lard, Soybean and sunflower 
oil  

trans-trans-2,4-decadienal, 
trans-trans-2,4-nonadienal, 
trans-2-decenal and trans-2-
undecenal 

Dung et al. 
(2006) 



Review	of	Literature	
 

Pa
ge
29
	

Preliminary studies on Salmonella SV50 strains indicated the genotoxic effects of 

soybean and rapeseed oil fumes, however, the addition of BHC reduced these 

genotoxic effects (Chen et al., 1992; Qu et al., 1992). Later, cell culture-based studies 

also shown the DNA damaging and apoptotic effect of fried oil fumes (Che et al., 

2014; Lin et al., 2002). Further studies conducted by Chiang et al. (1999b) indicated 

the presence of various toxic and carcinogenic compounds such as benzo[a]pyrene 

and benzo[a]anthracene in safflower, olive, coconut, mustard, and corn oils. Trans-

trans-2,4-decadienal, a derivative during frying of peanut oil, is shown to induce 

genotoxicity mediated by the formation of reactive oxygen species and reduction of 

cellular glutathione content (Wu and Yen, 2004a). 1-nitropyrene and 1,3-

dinitropyrene are the derivatives of lard, soybean and peanut oils (Wu et al., 1998). 

DNA damage induced by these compounds is well evident from the increased 

formation of 8-hydroxy-2'-deoxyguanosine and subsequent expression of Human 8-

oxoguanine DNA glycosylase-1 in cells (Cherng et al., 2002). Pro-inflammatory and 

proliferative ability of these compounds are also reported (Chang et al., 2005). 

Further, it has been shown that these fumes improve cell viability of lung cancer cells 

by increasing the anti-apoptotic gene c-IAP2 and downregulating p21 and caspase 3 

(Hung et al., 2005; Hung et al., 2007). 

Animal model studies have also supported these observations, where the consumption 

of repeatedly heated coconut oil induce hepatic foci and pre-neoplastic lesions in rats 

treated with diethylnitrosamine (Srivastava et al., 2010a). Similarly to these, boiled 

sunflower and mustard oil are shown to have genotoxic and carcinogenic effects in 

murine models (Shukla and Arora, 2003; Srivastava et al., 2010b). Compared to these 

studies where the fried oils are administered with a pro-carcinogen, our recent study 

has shown that a diet containing high fructose diet with fried coconut and mustard oils 

induce lipotoxicity and fatty liver incidence in male Wistar rats (Narayanankutty et 

al., 2016a). The toxic effects are also mediated by the upregulation of polyol pathway 

activation as well as by altering redox balance. 

Clinical evidence for the association of fried oil intake and cancer risk are also 

available. Cooking oil fumes are reported to have a higher correlation with lung 

cancer incidence (Lee and Gany, 2013; Metayer et al., 2002; Xue et al., 2016). A 

possible explanation for this is come up with the observations that fried oil fumes 
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inactivated DNA strand break repair systems such as ataxia-telangiectasia mutated 

(ATM) gene (Shen et al., 2014b). Further, fried oil intake showed a positive 

correlation with cancers of the larynx (Bosetti et al., 2002), oropharynx and 

oesophagus (Galeone et al., 2005). Prostate cancer risk is also associated with dietary 

practices (Lippi and Mattiuzzi, 2015), where a high intake of white fish especially 

those following the methods of frying, broiling and grilling heightened the risk, 

whereas no risk is observed while using low temperatures (Joshi et al., 2012); studies 

by Stott-Miller et al. (2013) also supported this hypothesis. 

It is thus concluded that even though cooking and frying are usual processes involved 

in the preparation of food items, it has been associated with increased damages to oils 

and fats. Repeated heating of these edible oils, especially of unsaturated nature, are 

known to generate a wide array of compounds which are genotoxic, mutagenic and 

carcinogenic in nature. Saturated fatty acids upon thermal oxidation yields 

polymerized triglycerides and cross-linked compounds, which induce toxic insults to 

the body. Thus, consumption of high amounts of fried oil containing products as part 

of a changing lifestyle such as fast foods and junk foods may increase the risk of 

metabolic disorders including diabetes, fatty liver and various forms of cancers. 
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2.1 MATERIALS 

2.1.1 Chemicals 

Name of Chemical Manufacturer 

Acetic acid Merck (New Jersey, United States) 

Acetone -do- 

Agarose Sisco Research Laboratories (India) 

Ascorbic acid Merck (New Jersey, United States) 

Bovine Serum Albumin (BSA) Sisco Research Laboratories (India) 

Chloroform Merck (New Jersey, United States) 

Copper sulfate penta hydrate -do- 

Diethyl pyro carbonate (DEPC) -do- 

Dithiobis (2-nitro benzoic acid) (DTNB) Sisco Research Laboratories (India) 

Dithiothreitol (DTT)  -do- 

Ethidium bromide -do- 

Ethylene diamine tetra acetic acid -do- 

Ferrous ammonium sulfate -do- 

Folin’s Ciocalteau reagent Sisco Research Laboratories (India) 

Formaldehyde -do- 

Gel loading dye Promega (Wisconsin, United States) 

Glutathione oxidized (GSSG)  Sisco Research Laboratories (India) 

Glutathione reduced (GSH) -do- 

Hydrochloric acid Merck (New Jersey, United States) 

Hydrogen peroxide -do- 

Isoamyl alcohol -do- 

Isopropanol -do- 

Methanol Spectrochem (Mumbai, India) 

Nicotinamide adenine dinucleotide 

Phosphate oxidized (NADP) 
Sisco Research Laboratories (India) 

Nicotinamide adenine dinucleotide 

Phosphate reduced (NADPH) 
-do- 

Nitrobluetetrazolium (NBT) -do- 
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PCR Master mix Promega (Wisconsin, United States) 

Potassium chloride (KCl) Merck (New Jersey, United States) 

Potassium dihydrogen phosphate -do- 

Silica gel 60 F254 TLC plate -do- 

Sodium acetate -do- 

Sodium Azide -do- 

Sodium bicarbonate -do- 

Sodium dihydrogen phosphate dehydrate -do- 

Sodium dodecyl sulfate -do- 

Sodium hydroxide  -do- 

Sodium potassium tartrate -do- 

Sulfuric acid -do- 

Thiobarbituric acid (TBA) Hi-Media (Mumbai, India) 

Tris Buffer Merck (New Jersey, United States) 

Tris-HCl -do- 

Trizol reagent  Invitrogen (California, United States) 

β-mercaptoethanol Merck (New Jersey, United States) 

2.1.2 Diagnostic kits and reagents 

Name of the Diagnostic Kit Manufacturer 

Alanine transaminase kit Span Diagnostics, Surat, India 

Alkaline phosphatase kit Span Diagnostics, Surat, India 

Aspartate transaminase kit Span diagnostics, Surat, India 

Hemoglobin kit Agappe Diagnostics Ltd 

Gamma glutamyl transferase kit Agappe Diagnostics Ltd 

Glucose kit Agappe Diagnostics Ltd 

High-density lipoprotein kit Euro Diagnostic Systems, India 

Rat Interleukin- 6 (IL-6) PeproTech, Germany 

Rat Insulin Mercodia, Uppsala, Sweden 

Total bilirubin kit Span Diagnostics, Surat, India 

Total cholesterol Span Diagnostics, Surat, India 

Total protein Span Diagnostics, India 



Methodology	
 

Pa
ge
33
	

Triglycerides kit Euro Diagnostic Systems, India 

 

2.1.3 Instruments 

Name of the Instrument Make 

Deep freezer (-70& -20ºC) Remi Laboratory Instruments, India 

Double distillation Unit (Quartz) Borosil, India 

Electronic balance Schimadzu, Genzo Shimadzu 

Electrophoresis unit Genei, Bangalore, India 

ELISA Reader ThermoScientific, Waltham, USA 

FTIR spectrophotometer PerkinElmer, Massachusetts, USA 

Gel documentation system Remi Laboratory Instruments, India 

High-speed cooling centrifuge Remi Laboratory Instruments, India 

Horizontal Laminar flow hood CleanAir, Chennai, India 

Hot air oven Rotex Instruments Pvt Ltd, India 

Incubator Beston Instruments, India 

Inverted microscope Magnus INVI, Bangalore , India 

LC-MS/MS Agilent biotech, California, USA 

Microcentrifuge Tarsons Products Private Limited 

Multi dispenser Eppendorf, Hamburg, Germany 

PCR (Thermal cycler) Eppendorf, Hamburg, Germany 

pH meter Eutech, Waltham, USA 

Phase contrast microscope Magnus INVI, Bangalore, India 

Quantitative real-time PCR Applied Biosystems, Waltham, USA 

Tissue homogenizer Yorco Scientific, Chennai, India  

Ultra low Deep freezer (-80ºC) New Brunswick, Eppendorf, Germany 

UV/Visible Spectrophotometer PG Instruments Ltd; Systronics India 

Vacuum concentrator Eppendorf, Hamburg, Germany 

2.1.4 Software 

Name of the Software Purpose 

Adobe Photoshop CS 5.0, Image processing 

Endnote X5 Reference Manager 
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Graphpad prim 7.0 Statistics & Graph preparation 

Graphpad Instat 3.0 Statistical analysis 

IS Capture 3.6.6 Microscope image capture 

Applied Biosystems 7300 software Real-time PCR analysis 

MS Word 2010 Text preparation 

MS Excel 2010 Calculation 

MS Powerpoint 2010 Presentation and artworks 

Adobe acrobat DC Pro Preparation and edit PDF files 

Image J 1.48 Biological image processing 

UV Win spectrophotometer 

software 
Spectroscopic measurement 

2.1.5 Edible oils and thermal oxidation 

Coconut oil (KLF), mustard oil (RK enterprise), sunflower oil (Gold winner), and lard 

was purchased from the local market and kept under refrigerated conditions in order 

to avoid auto-oxidation. A portion of these oils was used for thermal oxidation 

according to the methods described by González-Muñoz et al. (2003). Briefly, 100 

mL each of the edible oils was heated in a conical flask for one hour (with intermittent 

shaking) and the process was repeated for 6 hours. The thermally oxidized oils were 

kept at -20 oC to avoid further oxidative changes. 

2.1.6 Animals 

Male Wistar rats weighing 140-160g were purchased from the Small Animal 

Breeding Station, Kerala Veterinary and Animal Sciences University, Mannuthy, 

Thrissur. They were housed in the animal house facility of Amala Cancer Research 

Centre, Thrissur in polypropylene cages with proper bedding. They were fed on a 

non-purified rat chow from Sai Durga Feeds (Bangalore, India) and filtered water for 

two weeks to get acclimatized. All the experimental procedures had prior permission 

from the institutional animal ethical committee, Amala Cancer Research Centre 

[Approval No. ACRC/IAEC/15/06-(2)] and all procedures were humanly adhering to 

the strict regulations of Committee for the Purpose of Control and Supervision of 

Experiment on Animals, Ministry of Environment, Forest, and Climate change, Govt. 

of India. 
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2.2 METHODOLOGY 

2.2.1 EXPERIMENTAL DESIGN AND MODIFIED DIETS 

Experimental animals were divided into different groups, each containing eight rats; 

the grouping and respective diet composition is as shown in Table 2.1. Animals were 

maintained in their respective diets for a period of 30 weeks. All animals had free 

access to their respective food and water throughout the experimental period. 

Table 2.1 Composition of the experimental diets and reference diet (normal). 

Components 

(g/100 g) 

Experimental diet 

Reference 

diet 
HFr 

Fresh oil 

(CO/MO/S

O/LD) 

Thermally oxidized 

oil 

(TCO/ TMO/ TSO/ 

TLD) 

Protein 20.0 20.0 20.0 20.0 

Corn starch 60.0 0.0 0.0 0.0 

Fructose 0.0 60.0 60.0 60.0 

Ground nut oil 10.0 10.0 – – 

Fresh unheated oil – – 10.0 – 

Thermally oxidized 

oil 
– – – 10.0 

Vitamin 1.5 1.5 1.5 1.5 

Mineral 3.5 3.5 3.5 3.5 

Fiber 5.0 5.0 5.0 5.0 

Total (g) 100 100 100 100 

At the end of 30 weeks, animals fasted overnight and oral glucose tolerance was 

measured as per standard protocols as described previously (Narayanankutty et al., 

2016). Next day, animals were euthanized under CO2 anesthesia, blood was collected 

in EDTA free tubes and serum was separated by centrifugation (7500g, 20 min). The 

liver and colon tissues were excised, washed in ice-cold saline, a portion was cut 
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immediately and preserved in buffered formalin (8%) for histological analysis and the 

remaining tissues were frozen under -80 oC until use. 

2.3. PHYSICOCHEMICAL PARAMETERS 

2.3.1 Thin later chromatography (TLC) 

Initially, TLC plates (10x10 cm) were cleaned by a pre-run using the solvent system 

and dried in the oven. The edible oils (10 µL) were diluted using acetone to 1.0 mL 

and 10 µL from this were spotted on the TLC plate approximately 1 cm above the 

bottom surface. The solvent system used was hexane: ethyl acetate: formic acid 

(85:15:1 v/v/v). The plates were then visualized under UV light and later developed 

under iodine exposure for 10 minutes. 

2.3.2 UPLC-Q-TOF-MS analysis 

Ultra high pressure liquid chromatographic (UPLC) analysis was carried out using 

Acquity UPLC H class (Waters) system with a diode-array detector (DAD). For the 

analysis, a C18 column with dimensions 50 mm × 2.1 mm × 1.7 μm (Waters, USA) 

was used. Gradient elution was conducted using the mobile phase acetonitrile (A) and 

methanol (B) (flow rate 0.5 mL/ min) as follows; 

0-1 min - 0 % A 

1-3 min - 15 % A 

3-5 min - 30 % A 

5-7 min - 50 % A 

7-9 min - 80% A 

9-10 min - 100 % A 

Detection was achieved at a wavelength of 210 - 360 nm. 

The mass spectral data was obtained using Xevo G2 (Waters, USA) Quadruple – 

Time-of-Flight (Q-TOF) system. MS specifications were; capillary voltage of 2.5 kV 

(-ve and +ve ionization mode) and cone voltage of 30 V. The source and desolvation 

temperatures were 135oC and 35oC and the respective gas flows were 50- 900 Ltr/ h. 

2.3.3 GC-MS analysis 
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GC-MS analysis was carried out using a GC model-7890A (Agilent Technologies, 

USA). The column used for the study was DB-5 with dimensions 30 m x 0.25 mm x 

0.25 µm. The MS detector used was Agilent, 5975C Inert XL MSD. The injection 

volume was 1.0 µL and the injection temperature was 250oC. The Column Oven 

initial Temperature was 60o C with an increment at a rate of 5oC/ min.  The detector 

was set at a temperature of 250oC. 

2.3.4 Thiobarbituric acid reactive substances (TBARS) (Pegg, 2004) 

Principle: Lipid carbonyls formed during thermal oxidation of edible oils react with 

thiobarbituric acid under acidic conditions to form pink colored complex, which is 

estimated as the absorbance at 532 nm. 

Procedure: Approximately 100 µL of edible oil was mixed with 200 µL each of 

butanol and sodium dodecyl sulfate (8%), 1.25 mL of thiobarbituric acid (0.8% in 

butanol) and 1.25 mL of 20% acetic acid (pH 3.5). The mixture was incubated in a 

boiling water bath for 1 hour and cooled. The absorbance was measured at 532 nm 

against a reagent blank. A standard was prepared similarly using malondialdehyde 

(MDA) and plotted on graph, which was used for the calculation of slope. 

2.3.5 Conjugated diene (CD) and conjugated triene (CT) (Pegg, 2004) 

Principle: CD and CT are the initial lipid peroxidation products formed, that have 

characteristic UV absorbance maxima at 234 and 269 nm. 

Procedure: The oils samples (30 µL) were diluted to 3.0 mL using isooctane and the 

absorbance of each sample was measured at 234 and 269 nm. Sample with absorbance 

above 0.800 was appropriately diluted and the dilution factor was applied while 

calculation. The level of CD and CT are calculated using the molar extinction 

coefficient of linoleic acid hydroperoxide (2.525 × 104 M−1 cm−1) and expressed as 

nmoles of linoleic acid hydroperoxide equivalents/ Kg of oil. 

2.3.6 p- Anisidine value (Tompkins and Perkins, 1999)  

Principle: The levels of non-volatile aldehydes and ketones were detected by the 

condensation reaction of p-Anisidine to form Schiff bases. The products formed have 

a characteristic absorption at 350 nm. 
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Procedure: About 500 mg of the fresh and thermally oxidized edible oils were mixed 

with 24.5 mL of isooctane in a 25-mL Erlenmeyer flask. The initial absorbance (Ab) 

was measured against isooctane blank at 350 nm. Then, 1 mL of p-Anisidine (0.25% 

in glacial acetic acid) was mixed with 5 mL of the initial oil-isooctane mixture and 

incubated for 10 minutes. The absorbance (As) of the sample was again measured 

against the reagent blank. The p-Anisidine value is calculated using the formula; 

p-Anisidine value = 25 ×
As-Ab

mass of sample
	

2.4 DETERMINATION OF INSULIN RESISTANCE 

2.4.1 Fasting blood glucose level 

Principle: Glucose oxidase initially oxidize glucose to gluconic acid and H2O2, and 

the peroxide then reacted with phenol and aminoantipyrene (AP) to form red colored 

quinonimine dye. 

݁ݏܿݑ݈ܩ  ܱଶ → ݀݅ܿܽ	ܿ݅݊ܿݑ݈ܩ    ଶܱଶܪ

2	H2O2+	Phenol	+	4AP→	Red	Quinonimine+	4H2O	

Procedure: Approximately 10 µL of lysis free serum was mixed with 1 mL of reagent 

and incubated for 5 minutes. The color developed was measured using a 

spectrophotometer set at 505 nm. The concentration of blood glucose was estimated 

using the formula; 

Fasting blood glucose ቀ
mg

dL
ቁ=

OD of Sample

OD of Standard
×	Conc. of Standard 

2.4.2 Fasting plasma insulin level 

Principle: The reaction depends on the selective biding of insulin to its antibody 

immobilized on the ELISA plate and subsequent determination of the bound insulin 

using ABTS coloring kit. 

Procedure: Pre-coated ELISA plate was procured from Mercodia (Uppsala, Sweden). 

The hemolysis free plasma samples 100 µL were added to each well and incubated for 

10 minutes. The wells were washed and secondary antibody was added (100 µL) and 
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further incubated for 30 minutes. After incubation, the unbound antibodies were 

washed off and ABTS coloring reagent was added. After 1 hour of incubation, the 

color formed was read at 450 nm using a ELISA reader (Thermoscientific, USA). The 

concentration of insulin was calculated as; 

Conc. of insulin	 ൬
pmols

L
൰=

OD of sample

Slope of the standard curve
 

2.4.3 Oral glucose tolerance 

Procedure: The animals were fasted overnight and initial fasting glucose was 

measured using commercially available strips (One Touch select, India). The animals 

were administered 2 g/Kg glucose orally and blood glucose was measured at 30, 60, 

90, and 120 minute intervals. The graph was plotted using blood glucose level against 

the time and the area under the curve was calculated using MS office excel 2010. 

2.4.4 Calculation of HOMA indices (Levy et al., 1998) 

The Homeostasis Model Assessment (HOMA) estimates steady state beta cell 

function (%B), insulin resistance (IR) and insulin sensitivity (%S), as percentages of a 

normal reference population. The three indices were calculated as follows; 

HOMA %B	=	
20×	Fasting plasma insulin (pM)

Fasting plasma glucose (mM)-	3.5
 

HOMA IR=	
Fasting plasma insulin	ሺpMሻ×	Fasting plasma glucose (mM)

22.5
 

HOMA %S=	
1

HOMA IR
×100 

2.5 DETERMINATION OF LIPID PROFILE 

2.5.1 Serum total cholesterol 

Principle: Cholesterol esters in serum are hydrolysed by cholesterol esterase 

(CHE).The free cholesterol produced is oxidized by cholesterol oxidase to form 

Cholest 4en-3-one and hydrogen peroxide (H2O2). The hydrogen peroxide oxidatively 

couples with 4- aminoantipyrine (4-AP) and phenol in the presence of peroxidase 

(POD) to yield a   red chromophore. 
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Cholsterol ester+H2O	→	Free cholesterol+Fatty acid	

Cholesterol+O2→Cholesterol-3-one+H2O2	

H2O2+	Phenol	+	4AP→Quinonimine+4H2O	

Procedure: From unhemolysed serum sample, 10 µL was added to 1 mL of reagent 

containing Phenol (26 mmol/L), Cholesterol esterase (1000 U/L), Cholesterol oxidase  

(300  U/L), Peroxidase (650 U/L) and 4-Aminophenazone (0.4 mmol/L) in 90 

mmol/L of PIPES buffer (pH 6.9). This was mixed well and incubated at 37 °C for 5 

min and read against reagent blank at 505 nm. 

Cholesterol	 ቀ
mg

dL
ቁ= ൬

Ab of sample

Ab of standard
൰×Conc. of Standard 

2.5.2 Serum Triglycerides 

Principle: Triglycerides in sample when incubated with lipoprotein lipase (LPL), 

liberate glycerol and free fatty acids. Glycerol is converted to glycerol-3-phosphate 

(G3P)   and adenosine-5-diphosphate (ADP) by glycerol kinase and ATP. Glycerol -

3- phosphate (G3P) is then converted by glycerol phosphate dehydrogenase (GPO) to 

dihydroxyacetone phosphate (DAP) and hydrogen peroxide (H2O2), which in turn 

reacts with 4-aminophenazone (4-AP) and p-chlorophenol in presence of peroxidase 

(POD) to give a red coloured dye: 

Triglycerides+H2O → Glycerol + Fatty acid 

Glycerol + ATP → Glycerol 3 phosphate + ADP 

G3P + O2→ DAP + H2O2 

H2O2 + p-Chlorophenol + 4AP → Quinone+H2O 

Procedure: From unhemolysed serum sample, 10 µL was added to 1 mL of reagent 

containing p- chlorophenol (2 mmol/L), lipoprotein lipase (150000 U/L), glycerol 

kinase (500  U/L), glycerol 3-oxidase (3500 U/L), ATP (0.1 mmol/L) and 4-

Aminophenazone (0.1 mmol/L). This was mixed well and incubated at 37°C for 5 min 

and read against reagent blank at 505 nm. 
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Triglycerides	 ቀ
mg

dL
ቁ= ൬

Ab of sample

Ab of standard
൰×Conc. of Standard	

2.5.3 Serum High Density Lipoprotein 

Principle: HDL-c is released using a detergent that solubilizes only HDL. HDL-c 

interacts with cholesterol esterase, cholesterol oxidase and chromogens to give colour. 

Non HDL lipoproteins like LDL, VLDL and chylomicrons are inhibited from reacting 

due to absorption of detergents on their surface. 

Procedure: From unhemolysed serum sample, 10 µL was added to 450 µL of reagent 

1 containing DSBmT (1mM) and Cholesterol oxidase (1000 U/L) in GOOD buffer    

(pH 7). This was incubated for 5 minutes at 37°C after which 150 µL of reagent 2 

containing Cholesterol esterase (1500 U/L), Detergent (2%), Ascorbic oxidase (3000 

U/L), Peroxidase (1300 U/L) and 4-Aminoantipyrine (1mM) in GOOD buffer (pH 7). 

This was mixed well and incubated at 37°C for 5 min and read against reagent blank  

at 650 nm. 

HDL cholesterol	 ቀ
mg

dL
ቁ= ൬

Ab of sample

Ab of standard
൰×	Conc. of Standard 

2.5.4 Low density lipoprotein and atherogenic index 

Since all the values obtained are expressed in mg/dL, the LDL value was calculated 

from these results by the formula by Friedewald et al. (1972): 

LDL cholesterol=Total cholesterol-HDLc- ൬
Triglycerides

5
൰ 

2.5.5 Extraction of liver lipids  

Approximately,1 gm of liver tissue  was homogenized with  20 mL of chloroform   

and methanol (2:1) (239). The homogenate was mixed well, kept at room temperature 

for 20 minutes. It was centrifuged for 15 minutes at 1500 rpm. The precipitate was 

discarded and the supernatant was then washed with 4 mL of 0.9 % sodium chloride. 

The reaction mixture was vortexed and again centrifuged for 15 minutes. From the  

two layers formed, the upper layer was discarded, the lower layer separated and 

evaporated to dryness. To this, 2 mL of alcohol: acetone (1:1) mixture was added. 



Methodology	
 

Pa
ge
42
	

After thorough mixing, it was centrifuged at 1800 rpm for 10 minutes, transferred   

into clean tubes and stored below -20ºC. This was used for estimation of cholesterol 

and phospholipid content of liver tissue. 

2.5.6 Total liver cholesterol 

Lipid extract (100 µL) from tissue homogenate was taken and evaporated to dryness. 

To this 50 µL of alcohol: acetone (1:1) and 4.950 µL of 0.05% ferric chloride-acetic 

acid reagent and 3 mL sulphuric acid were added (Manalil et al., 2015). The reaction 

mixture was kept for 20-30 minutes at room temperature and absorbance was read at 

570 nm. Value was obtained from standard graph of cholesterol. 

2.6 ESTIMATION OF LIVER FUNCTION MARKERS 

2.6.1 Aspartate transaminase (AST) activity (Reitman and Frankel, 1957) 

Principle: Aspartate aminotransferase (AST), also known as Glutamate Oxaloacetate 

Transaminase (GOT) catalyzes the transamination between L-aspartate and α- 

ketoglutarate resulting in the formation of oxaloacetate and L-glutamate. In the assay 

system, the unstable oxaloacetate will get coupled to 2,4-Dinitrophenylhydrazine (2, 

4-DNPH) color reagent forming an equivalent hydrazone. The absorbance of the 

resultant brown colored complex can be determined at 505 nm under alkaline 

conditions. 

Procedure: Four reaction systems - blank, standard, test (for each serum sample) and 

control (for each serum sample) were maintained. To each test tube, 250 µL of 

buffered aspartate - α- ketoglutarate substrate (pH 7.4) was added. 50 µL of serum and 

50 µL of working pyruvate standard (8 mM) were added to the test and standard 

respectively and mixed well. All the tubes were incubated at 37ºC for 60 min, 

followed by the addition of 250 µL of 2,4-DNPH color reagent. Then, 50 µL distilled 

water and 50 µL of each serum sample was added to the blank and the serum control, 

respectively and incubated at room temperature for 20 min. Then, 2.5 mL of NaOH 

solution (0.4 N) was added to all tubes, mixed thoroughly and the absorbance was 

spectrophotometrically determined against distilled water as blank at 505 nm within 

15 min. The enzyme activity was calculated using the formula: 



Methodology	
 

Pa
ge
43
	

AST activity (
IU

L
)=

Ab Test-Ab Control

Ab Standard-Ab Blank
×Conc. of Standard 

2.6.2 Alanine transaminase (ALT) activity (Reitman and Frankel, 1957) 

Principle: Alanine aminotransferase/glutamate pyruvate transaminase (GPT) 

catalyzes the formation of pyruvate and L-glutamate by the transamination between 

L- alanine, and α-ketoglutarate. In the assay system, the unstable pyruvate formed 

will get coupled with 2,4 – Dinitrophenylhydrazine (2, 4-DNPH) color reagent to 

form a corresponding hydrazone, The absorbance of the resulting brown colored 

complex can be spectrophotometrically determined at 505 nm under alkaline 

conditions. 

Procedure: Four reaction systems - blank, standard, test (for each serum sample) and 

control (for each serum sample) were maintained. To each test tube, 250 µL of 

buffered alanine - α- ketoglutarate substrate (pH 7.4) was added. 50 µL of serum and 

50 µL of working pyruvate standard (8 mM) were dispensed into the test and 

standard respectively, and thoroughly mixed. All the tubes were incubated at 37ºC for 

30 min, followed by the addition of 250 µL of 2,4-DNPH color reagent. Then, 50 µL 

of distilled water and 50 µL of each serum sample were added to the blank and the 

serum control, respectively. The mixture was incubated at room temperature for 20 

min. Then, 2.5 mL of NaOH solution (0.4 N) was added to all test tubes, mixed 

properly and the absorbance was spectrophotometrically determined against distilled 

water in a spectrophotometer at 505 nm within 15 min. The enzyme activity was 

calculated using the formula:- 

ALT activity	 ൬
IU

L
൰=

Ab Test-Ab Control

Ab Standard-Ab Blank
×Conc. of Standard 

2.6.3 Alkaline phosphatase (ALP) activity (Kind and King, 1954) 

Principle: Alkaline phosphatase in serum converts phenyl phosphate to inorganic 

phosphate and phenol at pH 10.0. In alkaline medium, the phenol thus formed reacts 

with 4-aminoantipyrine in the presence of the oxidizing agent potassium ferricyanide. 

The absorbance of the resulting orange-red colored complex can be measured at 510 

nm. The color intensity is proportional to the enzyme activity. 
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Procedure: The working solution for the substrate was prepared by reconstituting 

buffered substrate provided in the kit using 2.2 mL of water. Four reaction systems - 

blank, standard, test (for each serum sample) and control (for each serum sample) 

were maintained. 0.5 mL of working buffered substrate and 1.5 mL of distilled water 

was dispensed to all the test tubes, mixed well and incubated at 37ºC for 3 min. 50 

µL of serum into and 50 µL of phenol standard were dispensed into the test and 

standard respectively, mixed well and incubated for 15 min at 37ºC. Thereafter, 1 mL 

of chromogen reagent was added to all tubes. Serum (0.05 mL) was added to the 

corresponding control tubes and mixed well. The absorbance was read against 

distilled water in a spectrophotometer at 510 nm within 15 min. The enzyme activity 

was calculated using the formula: 

ALP activity	 ൬
IU

L
൰=

Ab Test-Ab Control

Ab standard-Ab Blank
×10×7.1 

2.7 MARKERS OF PROLIFERATION AND TOXICITY 

2.7.1 Gamma glutamyl transferase (GGT) activity 

Principle: Gamma glutamyl-3- carboxy p-nitroanilide and glycylglycine combine to 

form 5-amino-2-nitrobenzoic acid, which has a characteristic absorption at 405 nm. 

GLUPA-C+Glycylglycine →L-γ glutamylglycine+5 amino2-nitrobenzoic acid 

Procedure: About 25 µL of sample was mixed with 500 µL of reagent 1 in the kit and 

immediately read the change in absorbance at 405 nm for 175 seconds. Change in 

absorbance per minute (ΔA/min) was calculated and the activity is estimated as; 

GGT activity	 ൬
IU

L
൰=∆A per minute ×2211 

2.7.2 Lactate dehydrogenase (LDH) activity (McQueen, 1975) 

Principle: Lactate dehydrogenase catalyzes the reduction of pyruvate with NADH to 

form NAD. The rate of oxidation of NADH to NAD is measured as a decrease in 

absorbance, which is proportional to the LDH activity in serum. 

Pyruvate+NADH+H+ →L-Lactate+NAD+ 
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Procedure: Working reagent was prepared by mixing reagent 1 [Tris buffer (pH 7.4, 

80 mM), pyruvate (1.6 mM) and sodium chloride (200 mM)] with reagent 2 [NADH 

(240 µM)] in 4:1 ratio. 10 µL of serum was added to 1 mL of the working reagent, 

mixed well and incubated for 1 min at 37⁰C. The change in absorbance was measured 

per minute for 3 min at 340 nm. The enzyme activity was calculated using the 

formula; 

LDH	activityൌ ൬
∆OD
min

൰ൈ16030 

2.7.3 Ornithine decarboxylase (ODC) activity (Ngo et al., 1987) 

Principle: The reaction is based on the principle that the product of enzymatic activity 

of ODC, putrescine reacts with 2, 4, 6 trinitrobenzene sulfonic acid (TNBS) to form a 

colored product, which has an absorbance at 420 nm. 

Procedure:  

Putrescine standards were prepared in 0.1 M phosphate buffer (pH 7.0). One mL of 4 

N NaOH was added and mixed vigorously to 0.5-mL aliquots of standards. Two 

milliliters of were mixed vigorously for 20 s with a Vortex mixer. After the emulsions 

were centrifuged for 5 min at 2000 rpm, 1 mL of the upper (organic) phase was 

transferred to test tubes 8.0) and were mixed briefly. One milliliter of 8.0) and were 

mixed briefly. One milliliter of 10 mM TNBS dissolved in 1-pentanol was added to 

each tube, and the samples were mixed for 20 s with a Vortex mixer; 2 mL of DMSO 

were then added to each tube and the samples were mixed for an additional 20 s. The 

phases were separated by centrifuging he sample for 5 min at 2000 rpm, and the 

absorbance of the organic phase of each sample was measured against a reagent blank 

at 420 nm. 

2.8 ESTIMATION OF POLYOL PATHWAY ENZYMES (Jang et al., 2010) 

2.8.1 Aldose reductase (AR) activity 

Principle: The reaction is based on the oxidation of the DL-glutaraldehyde by AR 

enzyme using NADPH. The extinction coefficient of NADPH is used for the 

calculation. 
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Procedure: AR activity was assayed in 0.1 M sodium phosphate buffer (pH 6.8) 

containing 0.4 mM of ammonium sulfate (0.4 mM), EDTA (0. mM), DL-

glutaraldehyde (20 µM), and NADPH (25 µM). The reaction was initiated by the 

addition of 100 µL tissue sample, and the rate was measured as the change in 

absorbance at 340 nm for 2 minutes. 

2.8.2 Sorbitol dehydrogenase (SDH) activity 

Principle: The reaction is based on the oxidation of the substrate by SDH enzyme 

using NADH. The extinction coefficient of NADH is used for the calculation. 

Procedure: SDH activity was measured in100mM triethanolamine buffer (pH 7.4). 

The reaction was based on the oxidation of NADH (12mM) by SDH using fructose 

(1.1M) as a substrate in the tissue sample at 340 nm for 2 minutes. 

2.9 ANALYSIS OF TISSUE REDOX PARAMETERS 

2.9.1 Preparation of tissue homogenate 

The tissues were collected and washed thoroughly in ice-cold saline, followed by 

heparinized PBS to remove complete traces of blood. A 25% tissue homogenate was 

prepared in 0.1M Tris buffer (pH 7.4) using an electrical Polytron homogenizer. The 

homogenate was centrifuged at 10,000g for 30 minutes at 4oC to yield clarified 

supernatant, which was used for the subsequent biochemical assays in tissues, 

including lipid peroxidation (Ohkawa et al., 1979) and protein carbonyls (Levine et 

al., 1990). The enzymatic and non-enzymatic antioxidants such as GSH (Moron et 

al., 1979), SOD (McCord and Fridovich, 1969), catalase (Beers and Sizer, 1952) and 

GR (Carlberg and Mannervik, 1975) were also assayed. 

2.9.2 Reduced glutathione (GSH) content (Moron et al., 1979)  

Principle: GSH is measured by its reaction with DTNB, which yields a yellow 

colored complex with maximum absorption at 412 nm. 

Procedure: About 200 µL of clarified tissue homogenate was mixed with 50 µL of 

25% TCA (final concentration of 5% or less) and kept at 25oC for 5 minutes. 

Further, the mixture was centrifuged at 3000 g for 10 min and from the supernatant, 

100 µL was mixed with 900 µL of 0.2 M sodium phosphate buffer (pH 8.0) and 2.0 
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mL DTNB (0.6 mM). The mixture was then incubated at room temperature for 20 

minutes and absorbance was measured at 412 nm. A standard curve for reduced 

glutathione was plotted and using the slope of the curve, concentration of GSH was 

calculated and expressed as nmol/mg protein. 

2.9.3 Catalase activity (Beers and Sizer, 1952). 

Principle: The catalase activity was assayed by measuring the decomposition of 

H2O2 which has an absorption maximum at 240 nm and this absorption decreases 

with the decomposition of H2O2. The difference in extinction per unit time is used to 

measure the catalase activity. 

Procedure: Clarified tissue homogenate (100 µL) was mixed with 2.8 mL of 0.1 M 

phosphate buffer (pH 7.4). The reaction was initiated by adding 100 µL of 0.3% 

H2O2 solution. The activity was recorded as the decrease in absorbance at 240 nm 30 

seconds interval for 3 min. The catalase activity was calculated using the molar 

extinction coefficient of hydrogen peroxide (43.6 mM-1cm-1) and the specific activity 

at 25 ºC was expressed as mmoles of H2O2 consumed/min/mg of protein. 

Catalase	activity	 ൬
U

mg	protein
൰ൌ

Ab	at
240

min
ൈ1000ൈ3

43.6ൈmg	protein	in	sample
 

2.9.4 Superoxide dismutase (SOD) activity (McCord and Fridovich, 1969) 

Principle: The assay principle lies in the ability of SOD to inhibit the reduction of 

nitro blue tetrazolium (NBT) by superoxide radical, generated during the reaction of 

photo reduced riboflavin with oxygen. 

Procedure: Tissue supernatant (100 µL) was mixed with 2550 µL of 67 mM 

phosphate buffer (pH 7.8). Then 100 µL NBT (0.15mM) and 200 µL KCN (0.0015%) 

was added. To that 50 µL riboflavin (0.12 mM) was added and initial OD was 

measured at 560 nm. Then the test tubes were uniformly illuminated for 15 minutes 

under an incandescent lamp and again the OD was measured at 560 nm. 

Percentage inhibition was calculated as the percentage change of absorbance of the 

test with that of control. The concentration of the sample required to scavenge 50% 

of the generated superoxide anion was considered as 1 unit of enzyme activity and 
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was expressed as U/mg protein. 

Yൌ
100ൈ50ൈmg	protein

%inhibition
x	1/100 

     The results are expressed as SOD (U/mg protein) = 1/ Y 

 

2.9.5 Glutathione peroxidase (GPx) activity (Hafeman et al., 1974) 

Principle: Glutathione peroxidase depletes H2O2 in presence of glutathione (GSH). 

The remaining GSH is measured using 5,5-dithio-bis-(2-nitrobenzoic acid) 

(DTNB), which gives a colored complex. 

H2O22	GSH→GSSG2	H2O  

Procedure: Reaction mixture contained 100 µL (5 mM) GSH, 100 µL of 0.1 M 

phosphate buffer (pH 7.0), 100µL sodium azide (25mM), 100 µL tissue extract and 

100 µL of H2O2 (1.2 mM) in a total volume of 2.5mL.The reaction mixture was 

incubated at 370C for 6 minute. Reaction was stopped by addition of 2.0 mL of 1.67% 

meta- phosphoric acid and centrifuged for 15 minutes at 2500 rpm. To about 2mL of 

supernatant, added 2mL of 0.1 M phosphate buffer containing DTNB (1mM). 

Incubation was carried out at 37ºC for 10 minutes and OD was measured at 412 nm. 

A sample without the tissue was processed in the same way and was kept as the blank. 

The activity is expressed as U/mg protein. 

GPx activity	 ൬
U

mg protein
൰=

OD of Blank-OD of Sample×1000

mg protein×10
 

One unit of enzyme activity was defined as a decrease in log GSH by 0.001/min after 

subtraction of the decrease in log GSH per minute for the non-enzymatic reaction. 

2.9.6 Glutathione reductase (GR) activity (Racker, 1955) 

Principle: The activity of GR was estimated by the amount of NADPH consumed in 

the conversion of oxidized glutathione (GSSG) to reduced glutathione (GSH). The 

reaction catalyzed by GR follows:  
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GSSG+NADPH+H+→2GSH+NADP+ 

Procedure: The reaction mixture contains 100 µL EDTA (10 mM), 100 µL GSSG 

(10 mM), 50 µL of serum and sodium phosphate buffer (1 M, pH 7.0) in a total 

volume of 900 µL. It was then incubated for 5 min at 37 °C, followed by the addition 

of 100 µL NADPH (2 mM) and decrease in optical density was measured at 340 nm 

for 5 min with an interval of one minute. The activity of GR was calculated using the 

molar extinction coefficient of 6.22 mm-1cm-1 and expressed as nanomoles of 

NADPH consumed /min/mg protein. 

2.9.7 Thiobarbituric acid reactive substances (TBARS) (Ohkawa et al., 1979) 

Principle: Lipid peroxidation products, especially malondialdehyde (MDA), 

produced during peroxidation of polyunsaturated fatty acids (PUFAs) can react with 

thiobarbituric acid (TBA) reagent under acidic conditions to form a pink colored 

complex, which has an absorption maximum at 532 nm. 

Procedure: About 200 µL of tissue homogenate was mixed with 600 µL of distilled 

water, 200 µL sodium lauryl sulfate (8%), 1.5 mL each of 20% acetic acid (pH 3.5) 

and thiobarbituric acid (0.8%). The mixture was further incubated at 100°C for 1hr in 

a boiling water bath. The samples were cooled and mixed with 4 mL of pyridine: 

butanol (15:1) and centrifuged at 3000 g for 10 min. The clarified supernatant was 

collected and read at 532 nm against a reagent blank and the concentration of lipid 

peroxidation products were calculated from the standard curve prepared using MDA 

and expressed as nmol of MDA/mg protein. 

2.9.8 Estimation of total protein (Kingsley, 1939) 

Principle: In alkaline solution, proteins form a blue-violet colored complex together 

with copper ions. The intensity of the color formed is directly proportional to the 

quantity of total proteins present in the sample. 

Procedure: To 1 mL of Biuret reagent, 10 µL of sample (serum or tissue sample) 

and 10 µL of protein standard (6 g/dL) were added into the test and standard 

reaction systems respectively, properly mixed and incubated at 37⁰C for 5 min. The 

absorbance was measured at 555 nm within 60 min. The serum total protein was 
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calculated using the formula: 

Total protein	 ቀ
g

dL
ቁ =

Absorbance of Test

Absorbance of Standard
×Conc. of Standard 

2.10 HISTOPATHOLOGICAL ANALYSIS 

The tissues (liver and colon) were washed in PBS and then fixed in 8% buffered 

formalin. The fixed tissue was dehydrated in a series of alcohol with ascending 

strength (10-100%). Further, clearing was done in xylene and impregnated with 

molten wax. Blocks were prepared and serial sections were taken using an automated 

microtome at the thickness of 5µM. The serial sections were spread on fresh glass 

slides and rehydrated using decreasing grades on alcohol. Histological staining was 

carried out using hematoxylin and eosin in Coplin Jar. The slides were again 

dehydrated and permanent slides were prepared using DPX mountant. The slides were 

dried and visualized under Magnus INVI microscope (200X magnification) and 

photographed using IS Capture version 3.6.6. 

Scoring of hepatosteatosis was carried out according to the standard method (Brunt et 

al., 1999). The grade values 1, 2 and 3 represented low, moderate and severe hepatic 

damages respectively. 

2.11 GENE AND PROTEIN EXPRESSION ANALYSIS 

2.11.1 RNA isolation from tissue 

Diethyl pyro carbonate (DEPC) treated glass and plastic wares were used for RNA 

isolation and cDNA synthesis. Approximately, 50 mg of the colon tissue from 

euthanized animals were collected and washed with PBS. About 1.0 mL of TRIzol® 

reagent (Thermo Fisher, USA) was added and homogenized. The homogenate was 

incubated at room temperature for 5 minutes in order to separate nucleo-protein 

complexes. To this mixture, about 200 µL of chloroform was added and mixed well. 

The samples were further incubated for 3 minutes and then centrifuged at 12,000 × g 

at 4°C for 15 minutes. The upper aqueous phase containing the RNA was removed to 

a new tube and 500 µL of chilled isopropanol was added and allowed to precipitate at 

-20oC. The precipitated RNA was collected by centrifuging at 12,000 × g for 10 

minutes (4°C). The supernatant was discarded and RNA pellet was resuspended in in 
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1 mL of 75% ethanol. The resuspended RNA was again centrifuged for 5 minutes at 

7500 × g at 4°C and dissolved in 20 µL of RNase free water and stored at -20o C. The 

integrity of RNA was analyzed by agarose gel electrophoresis and quantified by 

measuring the absorbance ratios of 260/280. 

2.11.2 cDNA synthesis from RNA 

Accurately a 4 µg of RNA sample was used for the synthesis of cDNA using Verso 

First strand cDNA synthesis kit (Thermo Fisher Scientific, United States). The 

reaction mixture was as follows; 

Component Quantity (µL) 

5X cDNA synthesis buffer 4.0 

dNTP Mix 2.0 

Anchored oligo dT 1.0 

RT Enhancer 1.0 

Verso Enzyme Mix 1.0 

Template (RNA) 5.0 

Water, nuclease-free 6.0 

Total 20.0 

The cDNA synthesis was carried out using a thermal cycler set at 42oC for 45 

minutes. Finally inactivation of enzyme was done by a 65oC cycling for 1 minute. 

2.11.3 Real time quantitative PCR 

Selective amplification of the target genes was done in an Applied Biosystems 7300 

qPCR system. The composition of PCR mix was as follows (20 µL); 

Components Quantity (µL) 

PowerUp™ SYBR™ Green Master Mix (2X) 10 

Forward and reverse primers 2 

DNA template  4 

Nuclease-Free Water 4 

Total 20  
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The master mix was then subjected to amplification in the thermal cycler with the 

following temperature settings. 

Steps Temperature Time 

Step 1 95oC 2.0 min 

Step 2 95oC 30 sec 

Step 3 60oC 45 sec 

Go to step 2 and repeat 39 cycles 

Step 5 60oC 1.0 min 

The sequences of the primers used were as follows. 

Gene Forward primer Reverse primer 

Akt TCACCTCTGAGACCGACACC ACTGGCTGAGTAGGAGAACTGG 

IL-6 CCACTGCCTTCCCTACTTCA TGGTCCTTAGCCACTCCTTC 

P53 GACTTCTTGTAGATGGCCATGG ATGGAGGAGTCACAGTCGGATA 

PPAR gamma GCGGAGATCTCCAGTGATATC TCAGCGACTGGGACTTTTCT 

Wnt ATAGCCTCCTCCACGAACCT GGAATTGCCACTTGCACTCT 

Beta catenin GCAATCAGGAAAGCAAGCTC TCAGCACTCTGCTTGTGGTC 

Beta actin AGATTACTGCCCTGGCTCCT ACATCTGCTGGAAGGTGGAC 

Applied Biosystems real time PCR software package was used to calculate the Ct 

values and ΔΔCt values calculated to determine the fold change in expression (Livak 

and Schmittgen, 2001). A positive ΔΔCT value indicates down-regulation and a 

negative ΔΔCT value indicates upregulation (Yuan et al., 2008). 

∆∆CT	=	൫CT	ሺTargetሻ-	CT	ሺActinሻ൯
Normal

-	൫CT	ሺTargetሻ-CT	ሺActinሻ൯
Treated

  

2.11.4 Detection of PCR products (Data Not included in result) 

The PCR product (10 µL) was resolved in 1.2 % agarose gel by electrophoresis. 

Reagents: A 10X TAE buffer was prepared by mixing 48.4 g of Tris base, 11.42 mL 

of glacial acetic acid and 20 mL of 0.5 M EDTA and making up to 1 L using nuclease 

free double distilled water. 
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Procedure: Electrophoresis apparatus was cleaned a n d  s e t  u p  w i t h o u t  

l e a k a g e  a n  a p p r o p r i a t e  gel comb was placed. A 1.2% agarose gel was 

prepared by mixing 0.9 g agarose in 60 mL 1X TAE buffer and 0.5µg/mL 

ethidium bromide (1 µL) was added. The gel was dissolved by gentle heating and 

then carefully poured into the gel tray without trapping air bubbles and allowed to 

solidify. The comb was carefully removed without disturbing the solid gel and tank 

was filled with 1X TAE buffer. The samples were loaded (10 µL) with the gel loading 

dye (2 µL) in individual wells and electrophoresis was performed at 60V. The gel was 

taken out, blotted and observed under UV/ Vis gel documentation system. 

2.11.5 Serum IL-6 level 

Principle: The reaction depends on the selective biding of IL-6 to its antibody 

immobilized on the ELISA plate and subsequent determination of the bound IL-6 

using ABTS kit. 

Procedure: ELISA plates were coated with IL-6 by incubating a mixture of 10 µL of 

primary antibody and 200 µL of coating buffer in each well of a 96-well plate 

(PeproTech, Hamburg, Germany). The hemolysis free plasma samples 100 µL were 

added to each well and incubated for 10 minutes and then the wells were washed with 

washing buffer. Further, the secondary antibody was added (100 µL) and incubated 

for another 30 minutes. After incubation, the unbound antibodies were washed off and 

ABTS coloring reagent was added. After 1 hour of incubation, the color formed was 

read at 450 nm using ELISA reader (Thermoscientific, USA). 

2.12 STATISTICAL ANALYSIS 

The results of the animal study were represented as Mean ± standard deviation of six 

animals per group. All in vitro studies were carried out in three independent 

experiments, each in duplicate and the data were represented as Mean ± standard 

deviation. Statistical analysis of the results was done by One-way ANOVA followed 

by Dunnett's post hoc test was performed using performed using GraphPad Prism 

version 7.00 for Windows (GraphPad Software, La Jolla, California USA). 
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3.1 Introduction 

Edible oils are the important dietary components and a predominant source of 

different fatty acids. Chemically, oils are triacylglycerol, where one glycerol moiety is 

bound to three fatty acid molecules, and upon enzymatic action they release free fatty 

acids. Composition of each edible oil is different based on the nature of fatty acids 

attached to the glycerol, they may be either saturated, monounsaturated or 

polyunsaturated and having a length of short, medium or long. Depending on these 

fatty acid variations in the triacylglycerol composition, the biological effects of each 

of the edible oil vary. In addition, edible oils also contain several other bioactive 

components such as polyphenols and sterols, which are strong antioxidant 

compounds. 

Edible oils are mainly used for cooking purposes, which involves rapid and repeated 

heating at higher temperatures. During the process of frying, the edible oils are 

exposed to high temperature usually above 160oC. Previously, Choe and Min (2007) 

and Warner (1999) have well described the chemistry of edible oils during thermal 

treatments, these include hydrolysis, oxidation and polymerization reactions. Changes 

associated with thermal treatment also determine the biological effects of these edible 

oils after consumption. 

Thermal oxidation, which is aided by the atmospheric oxygen, is a process that is 

similar to auto-oxidation, however resulting in a rapid increase in the levels of 

epoxides and peroxides of saturated or monounsaturated nature. It results in the 

increase in peroxide values, color, viscosity and polymers of triglycerides. Other than 

temperature, presence of metals, reactive radicals and light also increases the 

oxidative modification in oils. Compared to the saturated fatty acid rich oils, 

unsaturated fatty acid containing oils are more prone to oxidative modifications. 

In addition moisture content present in the oil as well as atmosphere can interact with 

the triglycerides resulting in the hydrolysis. This results in a series of complex 

chemical reactions resulting in the formation of diglycerides and free fatty acids, 

thereby increasing the acid value and polar content of the oil. 

Polymerization reactions are crosslinking of two or more triglycerides, which often 

takes place during thermal oxidation of saturated fatty acid rich oils. This may results 



Physico‐chemical	parameters	of	edible	oils	
 

Pa
ge
55
	

in formation of high molecular weight compounds. Further, cyclization (formation of 

cyclic structures such as CFAMs) and dimerization (formation of intra strand 

crosslinking between two different fatty acids) reactions are also taking place during 

the deep frying process of oils. Bastida and Sánchez-Muniz (2001) have observed 

elevated levels of triacylglycerol polymers and dimers in sunflower oil. Recently, 

Romero et al. (2006) have reported the presence of high levels of cyclic fatty acid 

monomers (CFAM) in thermally oxidized edibles oil, especially that contain 

unsaturation. 

The primary lipid peroxidation products formed during the process of deep frying of 

poly unsaturated fatty acids include peroxides, conjugated diene structures. Due to 

their reduced stability and high reactivity, they undergo auto-decomposition yielding 

highly toxic secondary oxidation products such as aldehydes and ketone bodies. 

Ammouche et al. (2002) have reported that thermal oxidation of the sunflower oil 

increases the peroxide value and free fatty acids content. 

Many of the edible oils are reported to contain polyphenols of varying structure and 

composition (Konsoula and Liakopoulou-Kyriakides, 2010). Among the various 

phenolic contents, lignans are the most resistant to thermal oxidation, whereas simple 

phenolic acids and complex phenolics undergo oxidative changes gradually 

(Carrasco-Pancorbo et al., 2007). However, during thermal oxidation, there occurs a 

considerable reduction in their phenolic content (Brenes et al., 2002; Gómez-Alonso 

et al., 2003). The polyphenolic loss is also dependent on the fatty acid composition of 

the oils, where an oil rich in PUFA shows higher loss in phenolics during thermal 

oxidation (Brenes et al., 2002). A portion of the phenolic compounds also undergo 

oxidation resulting in the formation of oxidized phenolics (Armaforte et al., 2007).  

Oxidative modifications of other bioactive components such as beta carotene also 

occur during deep frying. Zeb and Murkovic (2013) have indicated that during 

thermal oxidation of corn oil, β-carotene oxidation occurs and generates 8′-apo-β-

carotenal, 5,6-epoxy-8′-apo-β-carotenal, β-carotene-2,2′-dione and all-E-5,6-epoxy-β-

carotene. These oxidation products further activates the oxidation of triglycerides to 

form epidioxy bis-hydroperoxides and hydroxy bis-hydroperoxides. 

India is a country with diverse food types depending on the regional specificity, 

likewise, the edible oils and fats chosen for the culinary purposes also varies. Coconut 
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oil, which is a medium chain saturated fatty acid rich edible oil, is the common 

ingredient for cooking purpose in Southern parts of India like Kerala, Tamil Nadu and 

Karnataka. Mustard oil, which is monounsaturated fatty acid rich oil, is used all over 

the North- Eastern side of India. Sunflower oil is also being used commonly in Tamil 

Nadu and other South Eastern states and now being promoted as healthy due to their 

high polyunsaturated fatty acid contents. Lard is the most commonly used animal fat, 

especially in food industries, for the preparation of shortening as similar food items.  

Since the health impact of  thermally oxidized products of these representative fatty 

acids are the overall aim of our study, in the current chapter, we analyze the 

representative edible oils used in India for medium chain saturated (coconut oil), 

monounsaturated (mustard oil), polyunsaturated (sunflower oil) and long chain fatty 

acid rich animal fat (lard) as well as the thermal oxidation induced changes in these 

oils and fats. Physico-chemical alterations are studied together with the changes in 

structural and fatty acid composition. 

3.2 Materials and Methods 

3.2.1 Oils and fats used in the study 

The different edible oils used include, medium chain saturated fatty acid rich coconut 

oil (CO), monounsaturated fatty acid containing mustard oil (MO) and 

polyunsaturated fatty acid rich sunflower oil (SO). The animal fat used in the present 

study is lard, which is of porcine in origin. 

3.2.2 Thin later chromatography 

The different edible oils were analyzed by TLC and chromatogram was prepared 

under UV illumination and iodine vapor as described in Chapter 2.3.1. 

3.2.3 UPLC-Q-TOF-MS analysis 

Ultra high pressure liquid chromatographic (UPLC) analysis was carried out using 

Acquity UPLC H class (Waters) system with a diode-array detector (DAD with C18 

column, the details of which are provided in the Chapter 2.3.2. 
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3.2.4 GC-MS analysis 

Gas chromatography-Mass spectrometric analysis of edible oils was conducted as per 

the protocols detailed in the Chapter 2.3.3. 

3.2.5 Thiobarbituric acid reactive substances (TBARS) (Pegg, 2004) 

The reaction based on the formation of lipid peroxides- thiobarbituric acid complex 

under acidic condition was estimated as the absorbance at 532 nm as described 

previously in Chapter 2.3.4. 

3.2.6 Conjugated diene (CD) and conjugated triene (CT) (Pegg, 2004) 

CD and CT are the initial lipid peroxidation products formed, which has characteristic 

UV absorbance maxima at 234 and 269 nm. The detailed protocol has been described 

in Chapter 2.3.5. 

3.2.7 p- Anisidine value (Tompkins and Perkins, 1999)  

The levels of aldehydes are indicated by p-Anisidine value and were detected by the 

condensation reaction of p-Anisidine with these aldehydes to form Schiff bases. The 

procedure is given in Chapter 2.3.6.	

3.3 Results 

3.3.1 Thin later chromatography 

Thin layer chromatographic analysis of CO and TCO revealed similarity with respect 

to bands with Rf values 0.80, 0.72, and 0.50 when stained with iodine (Figure 3.2a). 

However, a new band with Rf value 0.54 was observed in iodine stained TCO (Band 

iii). In long wave UV analysis compound with Rf value 0.15 was found common to 

both CO and TCO was observed whereas two additional bands (Rf values 0.54 and 

0.72) was noted in TCO. (Figure 3.2b). In MO and TMO, iodine staining observed 

three bands in common with respective Rf values of 0.78, 0.70, and 0.10. In TMO, 

iodine staining identified a unique band (Band iii) at Rf value 0.62 (Figure 3.2c). 

Similarly under long wave UV, MO and TMO had a common band at Rf value 0.19; 

however, TMO showed two additional bands (Band i and iii) with Rf values 0.62 and 

0.10 (Figure 3.2d). 
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Sunflower oil and TSO had showed five common bands with Rf values 0.76, 0.70, 

0.64, 0.53, and 0.13; whereas SO possessed two additional bands (Band i and ii) with 

Rf values 0.96 and 0.89 (Figure 3.3a). There was no significant bands were formed 

under long wave UV (Figure 3.3b). In LD and TLD, there were three common bands 

with respective Rf values of 0.85, 0.76 and 0.08; in addition, TLD had a unique band 

at Rf value 0.67 under iodine staining (Figure 3.3c). In the long wave UV, LD and 

TLD showed three common fluorescent bands with Rf values 0.76, 0.16, and 0.08, 

respectively. In addition, TLD showed two additional bands (Band iii and v) with Rf 

value 0.67 and 0.85 under iodine staining (Figure 3.3d). 

3.3.2 FTIR spectroscopic analysis of fresh and thermally oxidized oils 

FTIR spectra of CO and TCO showed striking differences, especially in the region 

around 458, 583, 1111, 1743, and 3500 cm-1. Respective transmittance of CO at these 

regions was 0.940, 0.959, 0.737, 0.513 and 0.995. In TCO, the transmittance at 458, 

583, 1111, 1743, and 3500 cm-1 was 0.912, 0.933, 0.762, 0.596, and 0.977 (Figure 

3.4a). 

In thermally oxidized mustard oil (TMO), the FTIR spectral differences were mainly 

around 3500, 3008, 1744, 1377, 1236, 967, 721, and 455 cm-1. The transmittance of 

MO at these regions was 0.991, 0.944, 0.626, 0.912, 0.864, 0.727, 0.821, and 0.948, 

respectively. The transmittance at the same regions in TMO was 0.985, 0.966, 0.664, 

0.899, 0.857, 0.737, 0.859, and 0.933, respectively (Figure 3.4b). 

In SO and TSO, the striking differences were observed in the regions 3500, 3009, 

1744, 1237, 987, and 455 cm-1. The transmission intensity at these respective regions 

of SO was 0.991, 0.946, 0.621, 0.843, 0.834, and 0.924. The transmittance at the same 

regions in TSO was 0.987, 0.960, 0.624, 0.835, 0.856, and 0.923 (Figure 3.5a). 

FTIR spectra of LD and TLD showed distinct changes in the regions at 3500, 3008, 

1377, 1234, 1161, 1161, 1099, 969, 585, and 461 cm-1. In LD, the respective 

transmittance at these regions was 0.994, 0.949, 0.905, 0.862, 0.731, 0.823, 0.924, 

0.945, and 0.943. In TLD, the transmittance at the same regions was changed to 

0.970, 0.967, 0.885, 0.839, 0.717, 0.824, 0.897, 0.928, and 0.914, respectively (Figure 

3.5b). 
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3.3.3 LC-Q-TOF-MS analysis 

LC-MS analysis of CO identified distinct peaks with m/z ratio ranging from 240.9, 

285.03, 386.83, and 431.09. In TCO, the peaks were mainly at 240.90, 285.03, 

386.83, 431.09, 450.50 and 547.14 (Figure 3.6). 

Mustard oil had m/z ratio 190.92, 241.09, 285.02, 290.89, 335.88, 362.87, 386.83 and 

421.04. In TMO, the m/z ratios were 181.9, 206.99, 221.01, 276.11, 280.05, 305.00, 

352.24, 375.05, 382.16, 409.87, and 485.10. The major peaks at 241.09 and 386.83 in 

MO were completely disappeared in TMO, producing new peaks at 181.9, 206.99 and 

221.01 (Figure 3.7). 

In SO, the main m/z ratio observed was 169.01 followed by 240.90, 191.05 and 

387.11. However, in TSO the numbers of peaks were much larger, which includes 

m/z ratios 160.83, 191.05, 172.05, 215.02, 221.04, 239.07, 331.06, 342.11, 377.08, 

387.11, and 401.12 (Figure 3.8). 

In LD, the main m/z ratios were 180.2, 240.9, 285.03, 386.83, and 545.19. Whereas in 

TLD, the m/z ratios observed were mainly 190.92, 240.9, 285.03, 386.83, and 547.14. 

The m/z ratios 285.03 and 386.83 were considerably increased during thermal 

oxidation of lard (Figure 3.9). 

3.3.4 Fatty acid composition and changes in edible oils during thermal oxidation 

The coconut oil is rich in medium chain saturated fatty acids, especially lauric acid 

(52%). As shown in the Figure 3.10 a, other predominant fatty acids in CO were 

myristic acid and palmitic acid with 19.0 and 11.0 %. However, during thermal 

oxidation, the level of MCFAs such as lauric acid (48.5%), capric acid (4.5%) and 

caprylic acid (4.5) were reduced, with an increase in LCFA such as myristic (20.1%) 

and palmitic acid (13.8%). 

In Mustard oil, the predominant fatty acid was erucic acid (47.0%), oleic acid (22.0%) 

and linoleic acid (14.2). The percentage composition was changed to 42.6% erucic 

acid, 23.5% oleic acid and 12.9% linoleic acid after thermal oxidation (Figure 3.10 b). 

Sunflower oil had higher level of linoleic acid (63.5%) followed by oleic acid (27.5%) 

and the total saturated fatty acid content was 8.0%. Upon thermal oxidation, the 

linoleic acid concentration was reduced to 53.7% and oleic acid content was elevated 
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to 29.8%. Total saturated fatty acid content was also increased to 13.2% of the total 

(Figure 3.10 c). 

In lard, predominant fatty acids were linoleic acid (46.5%), palmitic acid (25.5%), 

stearic acid (13.0), and oleic acid (8.5%). Upon thermal oxidation, the composition 

was changed to linoleic acid (40.1%), palmitic acid (27.8%), stearic acid (13.6), and 

oleic acid (9.2%) (Figure 3.10 d). 

3.3.5 Biochemical changes during thermal oxidation 

3.3.5.1 Thiobarbituric acid reactive substances 

Lipid peroxidation levels as indicated by TBARS were found to be 0.241±0.035 

nmoles/kg in CO, which was increased to 0.861±0.091 nmoles/kg in TCO. Similarly, 

TBARS in MO was 0.365±0.094 nmoles/kg, which elevated to 1.210±0.115 

nmoles/kg in TMO (Figure 3.11). 

Lipid peroxidation level in sunflower oil was 0.299±0.08 nmoles/kg and it elevated 

during thermal oxidation (TSO) to 1.01±0.09 nmoles/kg. In Lard, the level was 

0.229±0.05 nmoles/kg and in TLD it elevated to 1.12 ±0.08 nmoles/kg (Figure 3.11). 

3.3.5.2 Conjugated dienes 

Conjugated diene level in fresh CO was found to be 0.181±0.005 mmol/kg, which 

increased considerably to 0.278±0.012 in TCO. In MO, the CD level was 0.109±0.007 

mmol/kg, which increased to 0.359±0.020 mmol/kg in TMO (Figure 3.11). 

Sunflower oil had a CD level of 0.183±0.01 mmol/kg and which was increased to 

0.422±0.07 mmol/kg in TSO. In LD, the conjugated diene content was 0.202±0.03 

mmol/kg. It was increased to 0.344±0.06 mmol/kg in TLD (Figure 3.11). 

3.3.5.3 Conjugated triene 

CT is another lipid peroxidation marker, which was found to be 0.095±0.012 

mmol/kg in CO, elevated to 0.185±0.027 during thermal oxidation. In MO, the 

conjugated triene level was 0.158±0.041 mmol/kg and increased in TMO to a level of 

0.537±0.068 mmol/kg (Figure 3.11). 
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In fresh SO, the CT level was 0.131±0.01 mmol/kg and which increased to 

0.234±0.09 mmol/kg in TSO. The CT level of LD was 0.122±0.04 mmol/kg and it 

increased upon thermal oxidation to 0.155±0.03 mmol/kg (Figure 3.11). 

3.3.5.4 p- Anisidine value 

In fresh CO, p- Anisidine value was 0.365±0.065 AnV, which increased to 

0.685±0.084 AnV in TCO. Similar increase was also noticed in MO during thermal 

oxidation, where from 1.619±0.314 AnV of fresh MO, it was elevated to 4.320±0.201 

AnV in TMO (Figure 3.11). 

Sunflower oil had a p- Anisidine of 1.449± 0.182 AnV which was elevated in 

thermally oxidized sunflower oil to 4.329±0.408 AnV (Figure 3.11). The lard had a p- 

Anisidine of 1.084± 0.212 AnV which was elevated to 2.881±0.308 AnV in TLD. 

3.3.5.5 Cholesterol levels 

Though other edible oils did not show the presence of cholesterol, LD had significant 

amounts of raw cholesterol in it. The cholesterol level of fresh LD was found to be 

89.6±5.27 mg/dL and it came down to a level of 67.3±7.11 mg/dL in TLD. 

Discussion 

The present study observes that the edible oils undergo severe oxidative damages, 

especially oxidative reactions. The increased level of lipid oxidation structures such as 

conjugated diene, conjugated triene, thiobarbituric acid reactive substances and p-

anisidine values, indicate the oxidative insults in edible oils. The degree of oxidative 

modifications increases with the unsaturation of oil; hence, rendering the 

polyunsaturated fat rich oil most susceptible to the thermal oxidation. 

Compared to the unsaturated fatty acid rich edible oils, medium chain saturated fat 

rich CO is found to have lesser level of oxidation products. However, there observed 

an increase in lipid peroxidation products to a moderate level. FTIR spectra of TCO 

also supported these results as the reduced transmittance in the 3500 cm-1 region, 

which indicate the aldehyde or hydroperoxide groups, and increased accumulation of 

aldehyde groups. This is in accordance with the previous studies conducted by Moros 

et al. (2009) and Zahir et al. (2017). The aldehyde or peroxide content may be 

generated as a result of thermal oxidation of unsaturated fatty acids such as oleic acid 
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and linoleic acid present in coconut oil at 4-6%. Stretches at 1111, 1154, and 1254 

cm-1 indicate saturated acyl groups (Guillén and Cabo, 1997), in our study they 

remained unaltered both during thermal oxidation thus indicating the intact saturated 

fat content. Vilela et al. (2015) identified the region at 3008 cm-1 as an indicative of 

cis- bonds, which is absent in CO or TCO due to their reduced total unsaturation. The 

spectral data from LC-MS as well as the changes in fatty acid profile indicate a 

considerable change induced by thermal oxidation in coconut oil. The increased m/z 

values of thermally oxidized coconut oil possibly indicate the formation of 

triglyceride polymerization products formed from medium chain saturated fatty acids. 

The considerable reduction in the MCFA content, as indicated by fatty acid profile 

also supports this assumption. 

The different unsaturated fatty acid rich edible oils have increased oxidative 

modifications, as indicated by the lipid peroxidation indices of conjugated diene, 

triene and TBARS. This observation is supported by the reduced transmittance at 

3500 cm-1 in TMO, which indicates increased hydroperoxide or aldehyde generation. 

Further, Ali et al. (2017) described the region at 3008 cm-1 as the possible cis- to 

trans- conversion, hence increased transmittance in TMO at this region possibly 

indicates the cis- to trans- conversion occurred during thermal oxidation. Region 1744 

cm-1 is indicative of carbonyl compounds, which is found to be reduced in MO than 

TMO. Since the increased in carbonyl content found in MO may be the presence of 

iso-thiocynates, which got decreased during thermal oxidation. Further, the increased 

formation of minor peaks observed in LC-MS analysis of TMO also indicates the 

possible oxidation of larger fatty acids at their unsaturation points to compounds with 

lesser m/z ratio. 

Similar observations have been made in TSO and TLD at the regions 3500, 3008,  and 

1744 cm-1 indicated the increased hydroperoxides and cis- to trans- conversion 

occurred during thermal oxidation. Further, the regions at 1160 and 1237 cm-1 

indicate saturated acyl groups (Guillén and Cabo, 1997). All the unsaturated fatty 

acids rich edible oils upon thermal oxidation (TMO, TSO and TLD) have shown 

reduced transmittance at these regions, which may due to the conversion of 

unsaturated acyl group to saturated form. This assumption has been well supported by 

the fatty acid composition analysis, where a reduction in the unsaturated fatty acid 
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content with concomitant increase in saturation has been observed in mustard oil, 

sunflower oil as well as lard. 

Further, previous reports have indicated that thermally oxidized vegetable oils contain 

higher levels of cyclic fatty acid monomers (CFAM), especially in unsaturated edible 

oils (Romero et al., 2006). It is thus expected that lipid oxidation in the mustard oil, 

sunflower oil and lard may have resulted in the formation of CFAM. The CFAMs 

formed in the thermally oxidized are known to be unhealthy, they inhibit the 

pancreatic lipase activity in animals (Lamboni et al., 1998). On the contrary, studies 

have reported that a diet rich in medium chain saturated and monounsaturated fatty 

acids enhance the enzymatic activity of lipases (Kris-Etherton et al., 1999; Wang et 

al., 2015). 

Altogether, the thermal oxidation induced changes in the edible oils vary with their 

triglyceride composition. Medium chain saturated fatty acid rich oils have suffered 

less from oxidative modifications, however, higher levels of polymerization products 

are accumulated in the oil. In contrast, unsaturated fatty acid rich edible oils have 

higher level of primary and secondary lipid peroxidation products including peroxides 

and aldehydes. 

Accumulation of lipid oxidation products are often recognized as a risk factor for 

many of the degenerative diseases including non-alcoholic fatty liver (Konishi et al., 

2006; Poli et al., 1987) and colorectal cancers (Skrzydlewska et al., 2005). Studies 

have come up with the observations that deep fried foods especially using thermally 

oxidized edible oils increase the risk for various metabolic and lifestyle associated 

diseases (Gadiraju et al., 2015). In animal models consumption of thermally oxidized 

edible oils have also shown to induce hypertension (Jaarin et al., 2011), dyslipidemia 

and oxidative stress (Adam et al., 2008; Liu et al., 2014), impaired glycerolipid 

metabolism as well as gut microbiota (Zhou et al., 2016). 

Though these studies have indicated the possible toxic effects of thermally oxidized 

oils, the overall aim of our study is to analyze the effect of thermally oxidized oil 

consumption on insulin resistance, and subsequent changes in the extent of 

hepatosteatosis and colon carcinogenesis. It is expected that, due to the higher levels 

of polymerization or oxidation products in thermally oxidized oils, they may induce 

deleterious changes. However, further independent investigations on each of the 
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edible oil using animal models are necessary to understand the actual effects of these 

thermally oxidized edible oils on the extent of hepatosteatosis and colon 

carcinogenesis. 





















 

Figure 3.10 Changes in the 
fatty acid compositions of 
coconut (a), mustard (b), 
sunflower (c) and lard (d) oils 
upon thermal oxidation.  

Abbreviations: 

Cpr A- Capric acid (C10:0); 
Cpy A- Caprylic acid (C8:0); 
DDA- Lauric acid (C12:0); 
MA- Myristic acid (C14:0); 
PA- Palmitic acid (C16:0); 
SA- Stearic acid (C 18:0); 
OA- Oleic acid (C18:1); 
ALA- α-Linolenic acid 
(C18:3; n=3); LA- Linoleic 
acid (C18:2); PLA- 
Palmitoleic acid (C16:1);  
EA- Erucic acid (C22:1): 
BA- Behenic acid (C22:0) 
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Figure 3.11 Changes in the lipid peroxidation indices of different edible oils after thermal oxidation 
(* indicates p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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4. 1 Introduction 

Medium-chain triglycerides (MCT) are rich sources of medium chain fatty acids 

(MCFA), which contain 8- 12 carbons and are mostly saturated. The difference in the 

size and structure usually leads to changes in water solubility, digestion, absorption 

and transport of these fatty acids (Papamandjaris et al., 1998). The MCT are easily 

hydrolyzed by various lipases in the gastrointestinal tract of humans, hence MCT rich 

coconut oils are easily digestible and absorbable (Jorgensen et al., 2001; Pham et al., 

1998). The hydrolysis of MCTs generates 2- monoacyl glycerol or 1- monoacyl 

glycerol. Since coconut oils are rich in lauric acid, this yields sufficient quantity of 

mono lauryl glycerol which subsequently generates monolaurin compounds (Bragdon 

and Karmen, 1960). MCFA are not significantly incorporated into triglycerides since 

the enzyme acyl CoA synthetase is specific to long chains. Instead, they are readily 

absorbed through intestinal villi and enter the circulation through the hepatic portal 

system (Bach and Babayan, 1982; Bragdon and Karmen, 1960; McDonald et al., 

1980; Porsgaard and Hoy, 2000). 

Mitochondrial beta-oxidation is the major catabolic pathway of lipids. MCFA directly 

transported across the mitochondrial membrane (Garlid et al., 1996), producing 

acetyl-CoA for the citric acid cycle. Two of the enzymes, medium-chain acyl-CoA 

dehydrogenase (MCAD) and long-chain acyl-CoA dehydrogenase (LCAD) are 

responsible for the β- oxidation of lauric acid (Christensen et al., 1989). Further, The 

acetyl-CoA formed by the β- oxidation can undergo subsequent modifications to yield 

ketone bodies such as acetoacetate, beta-hydroxybutyric acid and acetone (Nehlig, 

2004; Nonaka et al., 2016). These ketone bodies are later transported to various other 

organs especially to brain, muscles and heart where they form an energy source 

(Owen, 2005). Increased ketosis always raises health concern in conditions such as 

diabetes; however, limited studies are available on the effect of MCT diet on 

ketoacidosis. Studies by Nakamura et al. (1994) showed that MCT diet induces the 

ketosis in experimentally induced diabetic conditions, however, which still remains in 

the acceptable levels. The increased utilization of ketone bodies as an energy source 

or the shuttling of acetyl Co-A to cholesterol synthesis or gluconeogenesis could be 

the possible reason. MCT feeding for a long-term induces de novo fatty acid synthesis 

in the liver while down-regulates cholesterol biosynthesis by inhibiting HMG-CoA 

reductase activity (Hill et al., 1990). 
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Apart from the beta oxidation, Cytochrome P450 4A11 dependent Omega (ω) 

oxidation is also possible (Hoch et al., 2000; Uehara et al., 2016). Together with this, 

CYP 4A1 (lauric acid hydroxylase) and CYP 450 2E1 are the other enzymes that 

catalyze the hydroxylation of lauric acid in liver (Amet et al., 1994; Hardwick et al., 

1987). Desaturation of lauric acid to 12:1n-3 compound is also reported, which is 

believed to be the initial steps in the biosynthesis of alpha linoleic acid (Legrand et 

al., 2002). 

Coconut oil is the generally consumed form of edible oil in south India. Coconut oil 

possesses several health benefits, it includes neuroprotection (Nafar and Mearow, 

2014) and improvement of lipid metabolism in pre-menopausal women (Feranil et al., 

2011). At the same time, reports indicate an increased incidence of cardiovascular 

diseases when saturated fat intake is high indicating its possible health hazard (Sakata 

and Shimokawa, 2013; Siri-Tarino et al., 2010). Also, coconut oil as a fatty acid 

source in high fructose diet induces hyperglycemia and oxidative stress in murine 

model (Shawky et al., 2014) and lead to hepatosteatosis (Narayanankutty et al., 

2016). Though CO these health benefits, due to its high saturated fat content, higher 

risk for cardiovascular diseases are expected (Wallstrom et al., 2012). Limited studies 

are available on the effects of thermally oxidized coconut oil on health. Srinivasan 

and Pugalendi (2000) had shown that ingestion of thermally oxidized coconut oil 

induce oxidative stress and lipid profile changes. However, there are no available 

literatures on thermally oxidized coconut oil. 

Considering the results from previous chapter, the thermally oxidized coconut oil 

contain higher amount of triglyceride polymers, which may prove deleterious. The 

present chapter thus evaluates the effects of long-term consumption of the fresh or 

thermally oxidized coconut oil along with a high fructose diet (60%) on insulin 

resistance and subsequent changes associated with hepatosteatosis and colon mucosal 

redox status in male Wistar rats. 

4.2 Materials and methods 

4.2.1 Animals 

Male Wistar rats weighing approximately 150-160 g on the average were supplied by 

the Kerala Veterinary and Animal Science University. The animals were fed a 
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commercial diet from the Sai Durga feeds (Bangalore, India). The rats were randomly 

assigned into three groups of six rats each, on the basis of their weights using the 

Spiral method which resulted in almost equal total initial weights of groups. The rats 

were maintained at standard conditions and fed water ad libitum. The experimental 

procedure followed the established guidelines for the care and handling of laboratory 

animals by Institutional animal ethical committee and CPCSEA, Government of India 

(Approval No. ACRC/IAEC/15/06-(2)). 

4.2.2 Preparation of the thermally oxidized oil 

Fresh CO was purchased from local market the oil was then divided into two equal 

portions; one portion was stored at 15o C to be used in the fresh oil containing diets 

later on in the experiment, while the other portion was heated at 160o C for 48 h 

(González-Muñoz et al., 2003). For heat treatment, these oils were put in 1 L glass 

beakers which were placed on a heating block set at the intended temperature. The 

thermally oxidized oil was stored at -20o C in order to prevent further oxidation during 

storage before being included in the respective diets. The extent of lipid peroxidation 

in the oil was estimated as TBARS, CD and p-anisidine value (Commission, 1999). 

4.2.3 Diets and experimental procedure 

Experimental diets were prepared as per previously described method. 

(Narayanankutty et al., 2016; Prakash et al., 2014; Singh et al., 2015). The 

composition of diet and grouping of animals were as described in Chapter 2.2.1. 

4.2.4 Estimation of glucose tolerance 

The animals fasted overnight before oral glucose tolerance test. Glucose tolerance was 

measured using the method of Narayanankutty et al. (2016). Briefly, rats were orally 

administered with 2 g/kg glucose following this blood glucose levels were measured 

using glucometer (One touch select, UK) at 0, 30, 60, 90 and 120 min intervals. The 

rate of glucose clearance and area under the curve were also calculated as described in 

Chapter 2.4.3. 

4.2.5 Biochemical analysis 

Various serum parameters such as total cholesterol, HDLc, triglycerides, ALT, AST, 

ALP, blood glucose were determined using commercially available kits Agappe 
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diagnostics (Chennai, India) as per the manufacturer’s instructions. Lactate 

dehydrogenase and gamma-glutamyl transferase activities were determined using 

commercially available kits (Span Diagnostics Ltd., Mumbai). Details have been 

given in Chapter 2. Serum IL-6 was estimated using ELISA kit as per the 

manufacturer’s instructions (Peprotech, Germany). 

4.2.6 Analysis of hepatic redox status  

Liver tissue was excised and washed in ice-cold saline. A small portion of each was 

fixed in 10% buffered formalin for histopathological studies. The liver homogenate 

was prepared (10% w/ v) in Tris HCl buffer (0.1 M, pH 7.4) and used for the 

estimation of lipid peroxidation (Ohkawa et al., 1979). 

The homogenates were prepared by centrifuging at 10000 rpm for 15 min at 4oC. The 

supernatant was collected and used for GSH (Moron et al., 1979), SOD (McCord and 

Fridovich, 1969), catalase (Beers and Sizer, 1952) and GR (Carlberg and Mannervik, 

1975) assays. The detailed description on the methodology has been given in Chapter 

2.9 and its subdivisions. 

4.2.7 Analysis of colonic redox balance 

Colon was excised and washed in ice-cold saline. A small portion of each was fixed in 

10% buffered formalin for histopathological analysis. Colonic epithelium was 

collected and the homogenate was prepared (10% w/ v) in Tris HCl buffer (0.1 M, pH 

7.4). Estimation of lipid peroxidation (Ohkawa et al., 1979) and protein carbonyls 

(Levine et al., 1990) was done in the tissue homogenate. The tissue supernatant was 

prepared by centrifuging at 5000 rpm for 60 min at 4oC, collected and used for the 

assays of GSH (Moron et al., 1979), SOD (McCord and Fridovich, 1969), GPx 

(Kinoshita et al., 1996) and GR (Carlberg and Mannervik, 1975). The detailed 

description on the methodology has been incorporated in Chapter 2.9 and its 

subdivisions. 

4.2.8 Measurement of polyol pathway enzymes and ODC activity 

Polyol pathway enzymes aldose reductase (AR) and sorbitol dehydrogenase (SDH) 

activities were measured by spectrophotometric procedures as described by Jang et al. 

(2010) which has been described in Chapter 2.8. Ornithine decarboxylase activity was 
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determined according to the methods of Ngo et al. (1987) as described in Chapter 

2.7.3.  

4.2.9 Histopathological analysis  

A portion of the formalin-fixed liver and colon tissues were embedded in wax 

following dehydration with series of alcohol. Serial sections of the tissues were then 

taken in a microtome at a thickness of 4 µm and stained with hematoxylin and eosin. 

Histopathological examination was carried out by a pathologist who was blind to the 

plan of this study. Scoring of hepatosteatosis was carried out according to a standard 

method (Brunt et al., 1999). Changes in the colon epithelial histology were examined 

for accessing the incidence of colon carcinogenesis. The detailed outline of 

procedures used is given in Chapter 2.10. 

4.2.10 Real-time quantitative PCR analysis 

Total RNA was isolated from the colon epithelial tissues using TriZol reagent and 

cDNA was synthesized (Chapter 2.11.1 and 2.11.2). Gene expression in the colon 

epithelial tissue was analyzed by qPCR followed by ΔΔCT method. The details of 

primer and PCR cycling are given in Chapter 2.11.3. 

4.2.11 Statistical analysis 

The values are represented as mean ±standard deviation. Statistical analysis of the 

data was done by one way ANOVA followed by Tukey- Kramer multiple 

comparisons test using Graph Pad software (La Jolla, California, USA) (details are 

given in Chapter 2.12). 

4.3 Results 

4.3.1 Hyperglycemia and insulin resistance 

The animals fed with a diet containing high fructose and different edible oils had a 

gradual increase in the blood glucose level in comparison with the normal (reference 

group) rats. Normal animals had an initial blood glucose level of 81.12±12.46 mg/dL, 

which gradually increased to 103.69  ± 5.72 mg/dL over a period of 30 weeks (net 

increase of 21.18±3.21 mg/dL). In the same experimental period, the changes in blood 

glucose level of CO fed animals was from initial 88.53±6.52 mg/dL to a final 
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210.3±7.68 mg/dL (net increase of 114.01±6.45mmg/dL). However, the increase in 

TCO fed group was more profound with a net increase of 145.13±10.24 mg/dL in 

blood glucose (initial 88.72±6.69 and final 225.90±14.0 mg/dL). 

Insulin level in the normal animal was 45.71 ± 10.07 pmols/L, which was elevated to 

66.66 ± 2.04 pmols/L, in high fructose-fed animals (Table 4.1). In CO-containing 

diet-fed animals, the plasma fasting insulin level was found to be 64.19 ± 3.59 

pmols/L and it was comparatively lesser in TCO group of animals (62.38 ± 1.36 

pmols/L). 

HOMA2 %B or percentage of pancreatic beta cell function was found to be 63.8 ± 

13.5% in reference diet fed animals and reduced significantly to 22.0 ± 4.1% in HFr 

group (Table 4.1). In CO-containing diet-fed animals, the HOMA2 %B was reduced 

further to 21. 0 ± 2.0% and in TCO group it was only 18.1 ± 1.6%. 

HOMA2 %S or the % insulin sensitivity in normal animals fed on a reference diet 

was 116.9 ± 27.2% which was considerably reduced to 66.1 ± 0.5 % in HFr group of 

rats (Table 4.1). Compared to HFr, the HOMA2 %S was marginally higher in CO and 

TCO containing diet fed animals (68.9 ± 3.7 and 68.7 ± 1.9 %). 

HOMA2 IR or the insulin resistance of normal animals was 0.89 ± 0.19 which was 

elevated to 1.51 ± 0.01 in HFr feeding (Table 4.1). Fresh CO and TCO containing diet 

fed rats had a HOMA-IR index of 1.45 ± 0.08 and 1.46 ± 0.04, which is 

comparatively lesser than the HFr group. 

4.3.2 Oral glucose tolerance  

Before sacrifice, oral glucose tolerance was assessed in these rats to evaluate the level 

of insulin resistance. All animals were given an oral gavage of 2g/ kg glucose after an 

overnight fasting and blood glucose was estimated at different time intervals (before 

glucose administration, 30, 60, 90 and 120 mins after glucose administration). In 

normal animals, from an initial level 100.12±1.24 mg/dL, blood glucose was elevated 

to 204.69 ± 2.54 mg/dL within 30 min (Figure 4.1). The level returned to normal 

within 120 min (100.23±3.41 mg/dL), with a glucose clearance rate of 52.23  ± 2.39 

mg/dL/h. In the case of CO fed animals, the blood glucose was elevated to 329.24 ± 

12.67 from the initial level 205.26 ± 6.18 mg/dL. Even after 120 min, the levels failed 

to return to their basal glucose levels (251.07 ± 8.59 mg/dL). Blood glucose level in 
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TCO group was also found to be elevated within 30 min of glucose administration 

(2g/Kg) to 335.57±5.61 mg/dL, which was returned to a level of 272.97 ± 8.41 mg/dL 

at 120 min time.  

4.3.3 Effects on serum and hepatic lipid profile 

In normal diet fed animals, the serum total cholesterol was found to be 61.73±6.83 

mg/dL, it was elevated to 89.10±7.60 mg/dL in HFr group (Figure 4.2a). In the CO 

and TCO containing diet-fed animals, serum TC level was further elevated 

(94.61±5.98 and 95.9±5.82 mg/dL). 

Serum triglyceride level of the normal animal was 84.5±16.9 mg/dL and it was further 

elevated to 159.4±11.6 mg/dL in HFr group of animals. In CO-containing diet-fed 

animals, the TG level was 172.1±13.3 mg/dL and in TCO it was 165.5±11.6 mg/dL 

(Figure 4.2a). 

HDLc levels of reference (normal diet fed) and CO fed groups were more or less the 

same (28.06±3.94 and 28.17±6.05 mg /dL). In HFr group, it was 25.9±1.8 mg/dL and 

it was 26.91±5.82 mg/dL in TCO containing diet fed group (Figure 4.2a). 

The LDLc level in normal diet fed rats was 16.8±3.2 mg/dL. An increase in the LDLc 

level was observed in the HFr group (28.9±3.7 mg/dL), CO (32.0±6.2 mg/dL) and 

TCO (32.4±2.0 mg/dL) containing diet fed groups (Figure 4.2a). 

4.3.3 Effects on hepatic lipid profile 

Total cholesterol of the liver tissue was significantly elevated in CO and TCO 

containing diet fed animals compared to reference diet fed group. The TC levels in the 

normal rats were 133.0±7.3 mg/g of tissue. In HFr group of animals, the liver TC was 

199.1 ± 21.6 mg/g tissue (Figure 4.2b). Among the oil fed animals, the CO fed 

animals had the lower TC levels (247.3 ± 19.1 mg/g tissue). Animals fed with a diet 

containing TCO were shown to have elevated liver cholesterol levels (275.1±12.2 

mg/g of tissue). 

Hepatic triglyceride level in normal diet fed animals was 164.89±15.63 mg/g tissue. 

In HFr group of animals, the TC level was 262.5±31.6 mg/g tissue. In CO and TCO 

groups, an increased level of 320.4±23.1 and 302.8±14.1 mg/g of tissue was observed 

(Figure 4.2b). 
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Hepatic HDLc levels showed a reduction from 30.32±1.62 mg/g in normal rats to 

23.2±3.0 and 22.6±2.3 mg/g in CO and TCO group of rats. In HFr group of animals, it 

was estimated to be 23.1±2.8 mg/g tissue (Figure 4.2b). 

4.3.4 Effect on hepatic antioxidants and oxidative stress 

In the present study, animals in the reference diet have a GSH level of 5.91 ± 0.24 

nmoles/ mg protein, which was reduced to 5.18 ± 0.33 nmoles/ mg protein in HFr 

group. In fresh CO-containing diet-fed animals, the level was moderately reduced to 

5.22 ± 0.40 nmoles/ mg protein (Figure 4.3b); whereas a significant reduction was 

noticed in TCO containing diet fed animals (4.19 ± 0.22 nmoles/ mg protein). 

Catalase activity was 73.85 ± 8.90 U/ mg protein in normal animals fed on reference 

diet. High fructose feeding reduced the catalase activity to 54.47 ± 10.60 U/ mg 

protein. The extent of reduction was more significant in CO and TCO, where the 

catalase activity was found to be 48.16 ± 7.86 and 37.40 ± 3.51 U/ mg protein (Figure 

4.3a). 

Superoxide dismutase activity in the liver tissue of normal untreated rats was 6.90 ± 

0.28 U/ mg protein, which was reduced to 4.11 ± 0.28 U/ mg protein in HFr group of 

animals. Animals fed on a modified diet containing CO and TCO as the fatty acid 

source had SOD activities of 4.28 ± 0.13 and 3.14 ± 0.55 U/ mg protein (Figure 4.3a). 

Glutathione reductase activity in normal animals was 23.61 ± 3.26 U/ mg protein, 

which was shown as a mild reduction to 20.81 ± 2.7 U/ mg protein. However, the 

levels remained unaltered in CO or TCO containing diet fed animals (23.44 ± 2.53 

and 23.94 ± 3.19 U/ mg protein) (Figure 4.3a). 

Lipid peroxidation products as measured in terms of thiobarbituric acid reactive 

substances (TBARS) was significantly elevated in experimental diet fed animals. In 

normal animals, the serum and liver TBARS level were found to be 4.21 ± 0.87 and 

4.07 ± 0.85 nmoles/ mg protein. In HFr fed animals, the serum and liver TBARS was 

elevated to 5.19 ± 0.29 and 5.34 ± 0.72 nmoles/ mg protein. In CO-containing diet-fed 

animals, the levels were 5.33 ± 0.93 and 5.49 ± 0.60 nmoles/ mg protein. The increase 

in serum and liver TBARS was most profound in TCO containing diet fed animals 

(6.64 ± 1.37 and 7.65 ± 0.78 nmoles/ mg protein) (Figure 4.3b). 
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4.3.5 Effect on polyol pathway enzymes and ornithine decarboxylase 

In the normal rats, the AR activity was 1.42±0.41 U/mg protein, which was elevated 

to 3.28±0.38 U/mg protein in HFr group. In the CO and TCO containing diet fed rats, 

the respective levels were increased to 2.82±0.46 and 3.59±0.47 U/mg protein (Figure 

4.4a). 

SDH activity was 0.94±0.18 U/mg protein in the normal animals (reference diet) and 

it increased to 1.22±0.19 U/mg protein. In the CO and TCO containing diet fed rats, 

levels were increased to 1.11±0.21 and 1.46±0.29 U/mg protein (Figure 4.4a). 

Ornithine decarboxylase activity was found to be 4.78±0.76 U/mg protein in normal 

rats, which was increased into 6.24±0.31 U/mg protein inHFr group. The CO-

containing diet fed rats had an ODC activity of 5.69±0.52 U/mg protein). In TCO fed 

rats, the level was further raised to 6.42±0.71 U/mg protein (Figure 4.4a). 

4.3.6 Liver function parameters 

In normal animals, the AST activity is found to be 49.7±5.2 IU/L, which was 

increased to 66.3±4.9 IU/L in HFr group of rats. In fresh CO fed animals, the activity 

was elevated significantly to 73.7±6.1 IU/L and in TCO it was 113.5±11.5 IU/L 

(Figure 4.4b). 

Serum ALT activity of the HFr group of animals (44.2±6.1 IU/L) was higher than that 

of the normal animals (32.6±2.8 IU/L). In CO-containing diet fed group, the activity 

was 47.6±3.9 IU/L and it was further elevated to 58.3±7.4 IU/L in TCO group of 

animals (Figure 4.4b). 

Alkaline phosphatase activity was found to be 238.0±10.6 IU/L in normal animals, 

which was elevated to 251.5±25.4 IU/L. In CO group it was elevated to 277.0±7.3 

IU/L and it was 282.3±2.8 IU/L in TCO containing diet fed animals (Figure 4.4b). 

4.3.7 GGT and LDH activity and IL-6 levels 

The GGT activity of the normal animals fed on a reference diet was 30.91 ± 4.85 IU, 

which was increased to 38.50 ± 8.10 IU in HFr group. In CO and TCO containing diet 

fed animals the GGT activity were 38.93 ± 5.33 and 47.83 ± 3.85 IU (Table 4.2). 
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Lactate dehydrogenase activity in the normal animals was 170.80 ± 13.55 IU and it 

was increased to 194.16 ± 9.70 IU in HFr group. In CO-containing diet-fed animals, 

the activity was 208.70 ± 13.86 IU and it was 232.33 ± 10.58 IU in TCO group of 

animals (Table 4.2). 

As shown in the Figure 4.6, the IL-6 levels of Normal animals was 0.54± 0.06 pg/mL; 

in HFr diet fed animals, the level was 1.73± 0.17 pg/mL. In fresh CO containing diet 

fed animals, the serum IL-6 level was 0.66± 0.18 pg/mL and in TCO containing diet 

fed animals, the levels showed a significant (p<0.01) rise to 1.99± 0.55 pg/mL. 

4.3.8 Effect on the colonic antioxidant status 

Reduced glutathione levels in the colon mucosa of normal animals were 25.3 ± 3.2 

nmoles/ mg protein, which was reduced to 14.60  ± 1.30 nmoles/ mg protein in HFr 

group. In fresh CO-containing diet-fed animals, the level was 16.2 ± 0.5 nmoles/ mg 

protein and in TCO containing diet fed animals it was 15.7 ± 1.3 nmoles/ mg protein 

(Figure 4.5a). 

Superoxide dismutase activity in the colon mucosa of normal rats fed with reference 

diet was 7.0 ± 0.9 U/ mg protein, which was reduced in HFr group of animals to 4.90 

± 0.6 U/ mg protein. Animals fed on a modified diet containing CO and TCO had 

SOD activities of 4.4 ± 0.3 and 4.6 ± 0.6 U/ mg protein (Figure 4.5a). 

Glutathione peroxidase activity in normal animals was 156.5 ± 7.2 U/ mg protein, 

which was shown a mild reduction to 144.70 ± 12.10 U/ mg protein. In the CO or 

TCO containing diet fed animals the activity was found to be 133.6 ± 4.0 and 127.1 ± 

3.0 U/ mg protein (Figure 4.5b). 

Thiobarbituric acid reactive substances (TBARS) level in the colon of normal rats was 

46.7 ± 3.9 nmoles/ mg protein. In HFr fed animals, the serum and liver TBARS was 

elevated to 60.2 ± 7.7 nmoles/ mg protein. In CO and TCO containing diet-fed 

animals, the levels were 59.2 ± 3.39 and 69.9 ± 3.1 nmoles/ mg protein (Figure 4.5b). 

4.3.9 Histopathological analysis 

Histopathological analysis of the liver tissues of animals fed with normal diet and 

those fed on high fructose and CO (b) and TCO (d) fed animal are shown in Fig. 4.7. 

The reference diet (normal) fed animals showed normal hepatic architecture with the 



Fresh	&	thermally	oxidized	coconut	oil	
 

 
 

Pa
ge
86
	

normal central venous system, the portal triads, sinusoidal spaces and Kupffer cells. 

However, CO and TCO diet fed groups showed signs of hepatosteatosis, observed as 

microvesicles. TCO containing diet fed animals showed progressed hepatosteatosis 

than those fed with CO diet. Grading of hepatosteatosis in shown in Table 4.3, where 

it was clear that animals fed with TCO had a progressed NAFLD with macrovesicular 

steatosis, hepatocellular ballooning and lipogranulomas. 

Histopathological analysis of colon tissue of untreated animals (Figure 4.8a) and those 

fed with fresh oil diet (Figure 4.8c) showed normal glands and villi, with mucous and 

serosa layer appearing normal. Whereas in animals fed with TCO (Figure 4.8d) 

containing diet had mild and diffused infiltration by lymphocytes, plasma cells and 

polymorphonuclear cells. 

4.3.10 Gene expression profile using qPCR analysis 

Quantitative real-time PCR was used to analyze the expression pattern of genes, 

where fold change of each gene than the Normal rats was represented. In HFr group, 

the IL-6 expression was increased by 25.24 ± 1.47 fold. However, in CO-containing 

diet fed animals the expression was increased by 10.06 ± 2.89 fold; whereas TCO 

group of animals had 28.84 ± 2.89 fold increases in IL-6 expression. Tumour necrosis 

factor α was increased by 16.68 ± 1.30 fold in HFr group of animals. However, it was 

only 6.45 ± 1.46 and 11.24 ± 1.97 fold in CO and TCO containing diet fed rats 

(Figure 4.9). 

Expression of P53 gene was increased 1.88 ± 0.24 fold in HFr group, which was 

increased by 2.28 ± 0.20 and 1.16 ± 0.32 fold in CO and TCO containing diet fed 

animals. In HFr group, Wnt-1 gene expression was increased by 40.84 ± 1.89 fold, 

whereas in CO and TCO containing diet fed rats, it was increased by 13.09 ± 4.10 and 

29.24 ± 2.82 folds (Figure 4.9). Peroxisome proliferator activator receptor-γ 

expression was increased by 45.55 ± 3.22 and 42.52 ± 0.55 fold in HFr and CO group 

of rats. However, in TCO containing diet fed rats, the expression was increased by 

21.11 ± 0.53 fold. Protein kinase B (Akt) expression was increased by 2.94 ± 0.18 in 

HFr group, which was 1.06 ± 0.16 and 1.52 ± 0.20 fold in CO and TCO containing 

diet fed rats (Figure 4.9). 
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4.4 Discussion 

As concluded in Chapter 3, deep frying of CO documented a mild increase in 

peroxide and aldehyde molecules. Copra oil also contains minor amounts of mono 

and polyunsaturated fatty acids (5-9% of Oleic and linoleic acids) accounting for the 

increased lipid peroxidation products, which is observed during its thermal oxidation. 

Compared to reference diet (normal rat chow) fed animals, rats fed with fructose 

alone and fructose along with fresh or thermally oxidized CO containing diet shows 

increased levels of blood glucose and reduced glucose tolerance. Increase in blood 

glucose level and reduced glucose clearance rate are the markers of insulin resistance 

(Wilcox, 2005). Results show that thermally oxidized coconut oil diet significantly 

altered the HFr-induced hike in glycemic conditions and glucose metabolism than the 

fresh oil fed animals. The results have been in concordance with the HOMA indices, 

where a considerable reduction in the beta cell functioning and insulin sensitivity is 

observed in TCO containing diet fed animals. Together, increased HOMA IR values 

also confirm the development of insulin resistance in thermally oxidized oil fed 

animals. However, compared to HFr alone given group, MCFA containing CO has 

been shown to have an improved insulin resistance and sensitivity. Supporting our 

studies, MCFAs has been shown to ameliorate high fat diet induced insulin resistance 

(Wein et al., 2009). Previously, Vessby et al. (2001) have reported that saturated fats 

intake increase insulin resistance than monounsaturated fats, however, in the study the 

saturated fats used are of long chain in nature. 

Associated with this, an increase in TG and reduction in HDLc levels are seen in 

fructose along with fresh or thermally oxidized oil containing diet fed animals. 

According to Song et al. (2015), insulin resistance is manifested by dyslipidemia 

where increased levels of TG and low HDL are evident. Total cholesterol and LDL 

levels are also found to be higher among these groups. Therefore, it is assumed that 

insulin resistance and associated hyperlipidemia might have contributed to the 

progressive hepatosteatosis which is observed in high fructose-containing diet fed 

animals. Dyslipidemia is often known to be involved in several of the hepatic 

disorders. Hypertriglyceridemia is the major contributor to hepatic damages by the 

accumulation of triglycerides in the liver that leads to the vacuolation of hepatocytes 

and disrupting their normal functioning (Perry et al., 2013). Here in this study, 
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animals fed with a diet containing fructose (60%) alone or in conjunction with the 

edible oils (fresh and fried) are shown to have higher triglyceride levels in comparison 

with normal diet fed animals, TCO being most damaging. It is expected that lipid 

oxidation products formed during the deep frying of these oils such as CFAM are 

known to inhibit the lipase activity(Lamboni et al., 1998). This could also be a reason 

for the hypertriglyceridemia observed in this study. On the contrary, studies have 

reported that a diet rich in medium chain saturated and monounsaturated fatty acids 

reduce the triglyceride levels in the body by enhancing the enzymatic activity of 

lipases(Kris-Etherton et al., 1999; Wang et al., 2015). Thus it is also possible that the 

changes observed in these animals may be partially caused by high fructose intake in 

these animals (Briand et al., 2012). 

Prolonged insulin resistant conditions are also reported to have elevated activities of 

LDH (Zappacosta et al., 1995) and GGT (Haghighi et al., 2011). GGT and LDH are 

also indicators of oxidative damages to tissues(Ramos et al., 2013). Thermally 

oxidized oil consumed groups have increased activities of LDH over HFr or CO diet, 

possibly indicating the oxidative damages. Results have already shown that oxidized 

oils have generated peroxides and aldehydes, which could induced oxidative stress 

and carbonyl adducts in the colonic epithelium of diabetic rats. 

Corroborating with this assumption, higher levels of protein carbonyls and lipid 

peroxidative changes are noted in TCO group, which is in line with studies by Adam 

et al. (2008), where increased lipid peroxidation is noted in fried palm oil fed rats. 

Previous reports have indicated that thermally-oxidized vegetable oils contain higher 

levels of CFAM (Romero et al., 2006). Here in this study, TCO contains more lipid 

hydroperoxides and aldehydes than their fresh counterparts. The oxidative and 

inflammatory insults by these oxidation molecules may be responsible for the 

observed increase in lipid peroxidation products in the serum and liver tissue of fried 

oil fed animals. Accumulation of these lipid oxidation products is often recognized as 

a risk factor for many of the liver diseases including non-alcoholic fatty liver (Konishi 

et al., 2006; Poli et al., 1987). 

Providing further insight into this, reduced levels of GSH, which is actively involved 

in the elimination of toxic radicals including peroxides, are observed in TCO fed rats 

than HFr or CO group. Possibly, hyperglycemia associated activation of polyol 
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pathway, as observed in the TCO fed rats may be responsible for the observed 

reduction in GSH levels. Here, an increase in the aldose reductase activity is observed 

in fried oils fed animals. AR, which is a key enzyme involved in Polyol pathway, has 

significant role in maintaining GSH level. It converts excess blood glucose to sorbitol, 

which disturbs oxidative balance by exhausting NADPH (Bravi et al., 1997). On the 

other hand, this depletion in NADPH affects GSH regeneration, as it is necessary for 

the restoration of GSH from GSSG by the action of glutathione reductase (Bravi et 

al., 1997). Along with the reduced level of GSH, the diminished activity of hepatic 

antioxidant enzymes, comprising of superoxide dismutase and catalase, are observed 

in the TCO fed group, which are in line with the previous studies (Narasimhamurthy 

and Raina, 1999; Purushothama et al., 2003). Reduction in the antioxidant enzyme 

activity is also thought to be involved in the progression of NAFLD (Koruk et al., 

2004). These observations are in corroboration with the increased incidence of 

microvesicles, hepatocellular ballooning and lipogranuloma seen in the TCO fed rats. 

These results thus indicate a comparatively higher degree of hepatic damage in the 

animals fed with high fructose and thermally oxidized edible oil possibly indicate the 

progression of steatosis to nonalcoholic steatohepatitis (NASH). 

Further, the reduced SOD activity and GSH levels also observed in the colon 

epithelial tissues. Reduction in the detoxification systems of the body, as observed in 

thermally oxidized oil fed animals, can increase the accumulation of the peroxidation 

products and other free radicals, leading to increased modifications of 

macromolecules including lipids and protein, ultimately promoting inflammation 

(Tabak et al., 2011). Increased oxidative damages often lead to the secretion of pro-

inflammatory cytokines (Elmarakby and Sullivan, 2012). In our study, the increase in 

the level of inflammatory cytokines such as IL-6 and TNF-α over HFr alone fed group 

has been observed in thermally oxidized oil containing diet fed animals. Compared to 

other groups, CO containing diet fed animals had only a marginal increase; the 

phenolic content of coconut oil may be the protective agents against inflammation, 

which may have lost during thermal oxidation in TCO. The increase in inflammatory 

conditions of colon by TCO diet can be correlated with the comparatively lower 

expression of PPARγ than fresh oil fed groups. PPARγ is a gene that is highly 

expressed in the colon epithelial cells (Vidal-Puig et al., 1997), the impaired 
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expression of which leads to chronic inflammation modulated by NF-KB (Dubuquoy 

et al., 2006). 

The chapter thus concludes that, prolonged intake of thermally oxidized coconut oil 

exacerbate HFr induced hyperglycemia and glucose intolerance than its fresh 

counterpart. Further, the thermally oxidized coconut oil exacerbates the 

hepatosteatosis condition possibly proceeding to the nonalcoholic steatohepatitis 

(NASH) level. The possible role of triglyceride polymers may be considered as key 

mediators and need to be further evaluated by isolating these molecules. The effect of 

thermally oxidized coconut oil in the colon epithelial cells has been limited to the 

altered redox imbalance. Hence, it can be concluded that the extensive progression of 

hepatosteatosis during thermally oxidized coconut oil feeding, may indicate the 

possible risk of development of liver cirrhosis and later progression in to the 

hepatocellular carcinoma in long-term. 
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Table 4.1 Changes in the blood glucose level, plasma insulin level and various 

HOMA indices in HFr diet alone fed animals and those fed with CO or TCO 

containing diet over a period of 30 weeks 

Parameters Normal HFr CO TCO 

HOMA2 %B 63.8± 13.5 22.0± 4.1*** 21.0± 2.0*** 18.1± 1.6*** 

HOMA2 %S 116.9± 27.2 66.1± 0.5*** 68.9± 3.7*** 68.7± 1.9*** 

HOMA2 IR 0.89± 0.19 1.51± 0.01*** 1.45± 0.08*** 1.46± 0.04*** 

Glucose 
(mg/dL) 

103.69  ± 5.72 212.97± 21.0 ** 210.3±7.68** 225.90±14.0 ** 

Insulin 
(pmols/L) 

45.71± 10.07 66.66± 2.04*** 64.19± 3.59** 62.38± 1.36** 

 

 

Figure 4.1 Change in the oral glucose tolerance as indicated by the area under the 

curve in HFr diet fed animals (30 weeks) and effect of CO or TCO supplementation 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 4.2: Effect of CO or TCO supplementation as well as HFr alone diet on serum 

(a) and hepatic (b) lipid profile of animals over a period of 30 weeks. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 4.3: Effect of CO or TCO supplementation on HFr induced hepatic redox 

imbalance as indicated by the change in activities of catalase, superoxide dismutase 

and glutathione reductase (a) as well as the levels of GSH and TBARS (b) 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 4.4: Changes in the activities of hepatic polyol pathway enzymes such as 

aldose reductase and sorbitol dehydrogenase (a) and liver function markers enzymes 

such as AST, ALT & ALP, in animals under different experimental diets after 30 

weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 4.5 Changes in the redox parameters such as, GSH level and SOD activity (a) 

as well as of GPx activity and TBARS level (b) in the colon epithelial tissues of 

animals under different experimental diets for a period of 30 weeks. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Table 4.2 Changes in the activities of gamma glutamyl transferase (GGT) and lactate 

dehydrogenase (LDH) enzymes (IU/L) in the serum of animals fed on HFr diet as 

well as those fed with CO or TCO containing diets 

 
Normal HFr CO TCO 

GGT 30.91± 4.85 38.50± 8.10 38.93± 5.33 47.83± 3.85* 

LDH 170.80± 13.55 194.16± 9.70* 208.70± 13.86* 232.33± 10.58* 

 

Table 4.3 Grades of hepatosteatosis in animals fed with HFr alone diet as well as CO 

or TCO supplemented groups 

Characteristics Normal HFr CO TCO 

Micro vesicular steatosis 0 1 1 2 

Hepatocellular ballooning 0 1 1 2 

Portal tract inflammation 0 1 1 1 

Glycogenated nuclei 0 1 1 1 

Lipogranuloma 0 0 0 1 

(0- absence; 1- mild; 2-moderate; 3- severe) 

 

Figure 4.6 Change in the level of serum IL-6 in different experimental diet fed 

animals at the end of 30 weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 4.9 Changes in the expression of various genes in the colon tissues of rats 

analyzed by real time quantitative PCR: IL- 6 (a), TNF-α (b), P53 (c), Wnt-1 (d), 

PPARƳ (e) and Akt-1 (f). 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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5.1 Introduction 

Mustard oil is one among the most common edible oil in India, which is rich in 

monounsaturated fats especially, erucic acid. Biological effects of dietary mustard oil 

have been identified. In acute myocardial infarction patients, mustard oil has shown to 

induce placebo effect and effectively modulates the lipid metabolism and reduce 

oxidative stress (Singh et al., 1997). It has also been shown that mustard oil possess 

anti-mutagenic effect as indicated by reduction in chromosomal breaks (Choudhury et 

al., 1997) and chemopreventive effects on colon tumors possibly due to its 

polyunsaturated fat content (Dwivedi et al., 2003). Though the beneficial effects have 

been reported, because of the higher monounsaturated fatty acid content, these fats 

raise some health concerns also. It has been documented that dietary mustard oil can 

induce hyperalgesia (Jiang and Gebhart, 1998) and neurologic inflammation 

(Banvolgyi et al., 2004). In addition, the MO has shown to enhance hepatic pre-

neoplastic foci development in rats (Shukla and Arora, 2003). Consumption of 

mustard oil increases the serum triglycerides with a reduction in mitochondrial 

cardiolipin content (Sen and Gupta, 1980). 

The biological effects of mustard oil are thought to be due to their higher 

monounsaturated fatty acid content. Compared to the polyunsaturated fatty acids 

(PUFA) having two or more double bonds, MUFA contains a single double bond. It 

can exist either in two forms, the naturally occurring cis- form or the trans- form. In 

the cis form, the hydrogen atoms are located on the same side of the unsaturation. The 

naturally occurring cis-form is widely present among the various edible oils of 

vegetable origin. Oleic acid (18:1) is the most commonly found MUFA followed by 

palmitoleic acid (16:1) and erucic acid (C22:1). Among the trans form of MUFA the 

common are elaidic acid (18:1) and brassic acid (trans C22:1). Mustard oil contains 

higher amount of erucic acid and oleic acid. 

Like other fatty acids, MUFA are almost completely absorbed by the intestine and 

further they are oxidized for energy production, converted into other fatty acids, or 

incorporated into tissue lipids (Kohout et al., 1971). Studies by Murphy et al. (2008) 

has shown that erucic acid is mainly taken up by the liver tissue followed by heart. In 

the liver tissue, the erucic acid is rapidly converted in to saturated fatty acids such as 

stearic acid; whereas in the heart tissue, the fatty acids are incorporated in to the 
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neutral lipids and used for the β-oxidation. However, erucic acid undergoes oxidation 

relatively at a slower rate both in heart and liver mitochondria (Christophersen and 

Bremer, 1972). Consumption of erucic acid rich diet reduced the oxygen uptake in 

heart and liver tissues of rats and the elevation in the levels of long-chain fatty acyl 

CoA has also been reported to be slow. Further studies by Christophersen and Bremer 

(1972) have shown that in addition to the reduced level of metabolism of erucic acid, 

elevated levels of erucylcarnitine further slows down the metabolism of other fatty 

acids such as palmitylcarnitine. This inhibition was uplifted by the presence of malate, 

suggested the inhibitory effect of erucylcarnitine on β-oxidation rather than TCA 

cycle. The inhibition of β-oxidation leads to the accumulation of lipids in the heart 

tissues, thereby inducing lipotoxicity, cardiac fibrosis and vacuolation (Gopalan et al., 

1974). 

Compared to the fresh oils, there occur several oxidative modifications in thermally 

oxidized oils. A recent study has indicated that intake of oxidized mustard oil induces 

lipid accumulation and necrosis in the hepatic tissue of rabbits (Zeb and Rahman, 

2017). Other than that no further information is available on the health impact of 

erucic acid rich oils, especially on hepatotoxicity and health of colon. Hence, the 

present chapter analyzes the effect of long term consumption of the fresh or thermally 

oxidized mustard oils along with a high fructose diet (60%) on insulin resistance and 

development of hepatosteatosis and changes in colon epithelia of male Wistar rats. 

5.2 Materials and methods 

5.2.1 Animals 

Male Wistar rats weighing approximately 200-230 g on the average were supplied by 

the Kerala Veterinary and Animal Science University. The animals were fed a 

commercial diet from the Sai Durga feeds (Bangalore, India). The rats were randomly 

assigned into four groups of six rats each, on the basis of their weights using the 

Spiral method which resulted in almost equal total initial weights of groups. The rats 

were maintained at standard conditions and fed water ad libitum. The experimental 

procedure followed the established guidelines for the care and handling of laboratory 

animals by Institutional animal ethical committee and CPCSEA, Govt. of India 

(Approval No. ACRC/IAEC/15/06-(2)). 
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5.2.2 Preparation of the thermally oxidized oil 

Fresh MO was purchased from local market and divided into two equal portions; one 

portion was stored at 4o C to be used in the fresh oil containing diets later on in the 

experiment, while the other portion was heated at 160o C for 48 h (González-Muñoz et 

al., 2003). For heat treatment, these oils were put in 1 L glass beakers which were 

placed on a heating block set at the intended temperature. The thermally oxidized oils 

were stored at -20o C in order to prevent further oxidation during storage before being 

included in the respective diets. The extent of lipid peroxidation in the oil was 

estimated by assaying TBARS, conjugated dienes and p-anisidine value 

(Commission, 1999). 

5.2.3 Diets and experimental procedure 

Experimental diets for inducing insulin resistance as based on the previous studies 

(Narayanankutty et al., 2016; Prakash et al., 2014; Singh et al., 2015). The 

composition and experimental set up are described in Chapter 2.2.1. 

5.2.3 Estimation of glucose tolerance 

The animals were fasted overnight before oral glucose tolerance test. Glucose 

tolerance was measured using the method described by Narayanankutty et al. (2016). 

Briefly, rats were orally administered with 2 g/kg glucose following this blood 

glucose levels were measured using glucometer (One touch select, UK) at 0, 30, 60, 

90 and 120 min intervals. The rate of glucose clearance and area under the curve were 

also calculated as described in Chapter 2.4.3. 

5.2.4 Biochemical analysis 

Various serum parameters such as total cholesterol, HDLc, triglycerides, ALT, AST, 

ALP, blood glucose were determined using commercially available kits Agappe 

diagnostics (Chennai, India) as per the manufacturer’s instructions. Serum IL-6 was 

estimated by ELISA kit as per the manufacturer’s instructions (Peprotech, Germany). 

5.2.5 Analysis of oxidative stress and antioxidant activity 

Liver tissue was excised and washed in ice cold saline. A small portion of each was 

fixed in 10% buffered formalin for histopathological studies. Liver homogenate was 
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prepared (10% w/ v) in Tris HCl buffer (0.1 M, pH 7.4) and used for the estimation of 

lipid peroxidation (Ohkawa et al., 1979). 

The homogenates were prepared by centrifuging at 10000 rpm for 15 min at 4oC. The 

supernatant was collected and used for GSH (Moron et al., 1979), SOD (McCord and 

Fridovich, 1969), catalase (Beers and Sizer, 1952) and GR (Carlberg and Mannervik, 

1975) assays. The detailed description on the methodology has been given in Chapter 

2.9 and its subdivisions. 

5.2.6 Measurement of polyol pathway enzymes 

Polyol pathway enzymes aldose reductase (AR) and sorbitol dehydrogenase (SDH) 

activities were measured by spectrophotometric procedures as described by Jang et al. 

(2010). The detailed procedure is described in the Chapter 2.8. Ornithine 

decarboxylase activity was determined according to the methods of Ngo et al. (1987), 

details of which are given in Chapter 2.7.3. 

5.2.7 Histopathological analysis 

A portion of the formalin fixed tissues (Liver and colon) were embedded in wax 

following dehydration with series of alcohol. Serial sections of the tissues were then 

taken in a microtome at a thickness of 4 µm and stained with hematoxylin and eosin. 

Histopathological examination was carried out by a pathologist who was blind to the 

plan of this study. Scoring of hepatosteatosis was carried out according to standard 

method (Brunt et al., 1999). The detailed outline of procedures used is given in 

Chapter 2.10. 

5.2.8 Real time quantitative PCR analysis 

Total RNA was isolated using Trizol reagent (Chapter 2.11.1) and cDNA was 

synthesized using Verso cDNA synthesis kit (Chapter 2.11.2). Gene expression in the 

colon epithelial tissue of different experimental groups was analyzed by qPCR 

followed by ΔΔCT method. The details of primer and PCR cycling are given in 

Chapter 2.11.3. Data are represented as fold change of expression with respect to the 

untreated control group. 
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5.2.9 Statistical analysis 

The values are represented as mean ±standard deviation. Statistical analysis of the 

data was done by one way ANOVA followed by Tukey- Kramer multiple 

comparisons test using Graph pad software (La Jolla, California, USA) (details are 

given in Chapter 2.12). 

5.3 Results 

5.3.1 Hyperglycemia and Insulin resistance and oral glucose tolerance 

The animals fed with diet containing high fructose and different edible oils had a 

gradual increase in the blood glucose level in comparison with the normal (reference 

group) rats. Normal animals had an initial blood glucose level of 81.12±12.46 mg/dL, 

which gradually increased to 103.69 ± 5.72 over a period of 30 weeks (net increase of 

21.18±3.21 mg/dL). In MO group of rats, from an initial level of 89.07±8.68, the 

blood glucose was raised to 211.43±12.80 mg/dL (net increase of 122.36mg/dL). In 

the TMO fed animals, blood glucose level had an increase from 89.62±7.08 to 

233.98±8.47 mg/dL (net increase of 144.36mg/dL). 

The fasting plasma insulin level (FPI) of normal animals was 45.71 ± 10.07 pmols/L 

and it was elevated in HFr fed animals to 66.66 ± 2.04 pmols/L. In fresh mustard oil 

fed animals, the FPI level was 71.43 ± 7.98, whereas it reduced in TMO containing 

diet fed animals to 68.47 ± 4.62 pmols/L. 

HOMA indices were measured as the marker of insulin resistance and beta cell 

function. The percentage beta cell function (%B) was found to be 63.8 ± 13.5% in 

normal animals fed on reference diet. It was reduced to 22.0 ± 4.1% during high 

fructose consumption. In MO containing diet fed 18.5 ± 1.4animals, the %B was 23.1 

± 2.1 pmols/L and it further reduced to 18.5 ± 1.4 pmols/L in TMO containing diet 

fed animals (Table 5.1). 

HOMA2 %S or percentage insulin sensitivity in normal animal was 116.9 ± 27.2% 

and it came down to 66.1 ± 0.5% in HFr group of animals. In MO containing diet fed 

animals, the %S was found to be 62.6 ± 7.4% and marginally reduced further in TMO 

group of animals (62.1 ± 4.6%) (Table 5.1). 



Fresh	&	thermally	oxidized	Mustard	oil	
 

 
 

Pa
ge
10
5	

Insulin resistance or HOMA-IR of normal animals was 0.89 ± 0.19 and it was 

elevated significantly to 1.51 ± 0.01 in HFr group of animals. In fresh (MO) and 

thermally oxidized (TMO) mustard oil containing diet fed animals, HOMA-IR was 

found to be 1.62 ± 0.20 and1.62 ± 0.12 (Table 5.1). 

5.3.2 Oral glucose tolerance 

In normal animals, from an initial level 100.12±1.24 mg/dL, blood glucose was 

elevated to 204.69 ± 2.54 mg/dL within 30 min (Figure 5.1). The level returned to 

normal within 120 min (19.96±1.0 AUC), with a glucose clearance rate of 52.23 ± 

2.39 mg/dL/h. In HFr group, the OGT was 36.26±2.14 AUC. MO diet fed animals 

had reduced glucose tolerance (36.74 ± 1.84 AUC) than the TMO fed group (38.44 ± 

1.92 AUC). 

5.3.3a Effects on serum lipid profile 

In normal diet fed animals, the serum total cholesterol was found to be 61.73±6.83 

mg/dL and it was elevated to 89.1±7.6 mg/dL in HFR (Figure 5.2a). The TC level in 

MO and TMO containing diet fed animals (96.0 ± 5.8 and 96.3±6.0 mg/dL). 

Triglycerides in normal diet fed rats were 84.46±16.92 mg/dL, and increased to 159.4 

± 11.6 mg/dL in HFr group. The TG level was increased to 189.7 ± 13.6 mg/dL and 

195. 7 ± 13.2 mg/dL in MO and TMO containing diet fed groups (Figure 5.2a). 

HDLc level of reference (normal diet fed) groups was 28.06±3.94 mg /dL which was 

reduced to 25.9 ± 1.8 mg/dL in HFr group. In MO and TMO containing diet fed 

groups the HDLc levels reduced to 26.9 ± 5.8 and 26.8 ± 4.2 mg/dL (Figure 5.2a). 

5.3.3b Effects on hepatic lipid profile 

The TC levels in the normal rats were 128.86±3.34 mg/g of tissue, which was 

significantly elevated in the HFr group to 199.1±21.6 mg/ g of tissue. In MO and 

TMO containing diet fed animals, the levels were 282.0±6.9 and 279.6±12.8 mg/g of 

tissue (Figure 5.2b). 

Hepatic triglyceride level in normal diet fed animals was 164.89±15.63 mg/g tissue 

and elevated to 262.5±31.6 mg/ g of tissue in HFr group. The hepatic TG levels in 
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MO and TMO containing diet fed animals were 336.2±21.9 and 304.0±20.1 mg/g of 

tissue (Figure 5.2b). 

The HDLc level in normal animal was 30.32±1.62 mg/g of tissue and reduced in HFr 

group to 23.1±2.8 mg/ g of tissue. In MO and TMO containing diet fed animals, the 

levels were 22.6±2.3 and 25.3±2.3 mg/g of tissue (Figure 5.2b). 

5.3.4 Hepatic redox balance 

Reduced glutathione levels in the untreated normal animal were 5.91 ± 0.24 

nmoles/mg protein. It was reduced to 5.18 ± 0.33 nmoles/mg protein HFr diet fed 

animals. Animals fed with fresh or thermally oxidized mustard oils had 4.99 ± 0.22 

and 4.28 ± 0.39 nmoles/mg protein (Figure 5.3b). 

Catalase activity in the hepatic tissue of normal animals was found to be 73.85 ± 8.90 

U/mg protein and it was reduced to 54.47 ± 10.60 U/mg protein in HFr group of rats. 

In MO containing diet fed animals, the catalase activity was 47.44 ± 3.84U/mg 

protein and it was further reduced to 31.94 ± 3.75 during dietary modification with 

TMO (Figure 5.3a). 

Superoxide dismutase activity in normal animals fed with reference diet was 6.90 ± 

0.28 U/mg protein (Figure 5.3a). In HFr group of animals, the activity was reduced to 

4.11 ± 0.28 U/mg protein. In MO containing diet fed animals, the SOD activity was 

4.87 ± 0.38 U/mg protein and it among the experimental group TMO had the least 

SOD activity (3.07 ± 0.18 U/mg protein). 

The GR activity in normal and HFr groups were found to be 23.61±3.26 and 20.81 ± 

3.9 U/mg protein. GR activity of MO group was reduced marginally to 20.87±0.82 

U/mg protein; whereas in TMO containing diet fed animals, the GR activity was 

elevated to 27.46±0.9 U/mg protein (Figure 5.3a). 

Serum and liver TBARS levels were found to be 4.21 ± 0.87 and 4.07 ± 0.85 

nmoles/mg protein in reference diet fed animals. In HFr group, it was elevated to 5.19 

± 0.29 and 5.34 ± 0.72 nmoles/mg protein in serum and liver tissue. In MO containing 

diet fed animals, there was a respective increase in these parameters to 5.61 ± 1.15 

and 6.49 ± 0.87 nmoles/mg protein. TMO containing diet fed animals had the highest 
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levels of lipid peroxidation products; in serum and hepatic tissue the levels were 6.77 

± 0.88 and 7.16 ± 0.94 nmoles/mg protein (Figure 5.3b). 

5.3.5 Effect on polyol pathway enzymes and ornithine decarboxylase 

In the normal rats the AR activity was 1.42±0.41 U/mg protein and it was elevated in 

HFr group of animals to 3.28±0.38 U/mg protein. In MO and TMO containing diet 

fed rats, there was a marginal increase in the activity (3.12±0.49 and 3.69±0.66 U/mg 

protein, respectively) (Figure 5.4a). 

A similar increase in SDH activity of HFr group (1.22±0.19 U/mg protein) was noted 

from the normal animals (0.94±0.18 U/mg protein). The SDH activities in MO and 

TMO group of animals were 1.42±0.18 and 1.49±0.41 U/mg protein (Figure 5.4a). 

Ornithine decarboxylase activity was found to be 4.78±0.76 U/mg protein in normal 

rats and it was increased to 6.14±0.31 U/mg protein in HFr group. The activity was 

elevated in the MO and TMO containing diet fed rats to 5.95±0.95 and 6.37±0.29 U/ 

mg protein (Figure 5.4a). 

5.3.6 Liver function parameters 

The liver function marker enzyme AST activity was found to be 49.7±5.2 IU/L in 

normal animals. In HFr group, AST activity was increased to 66.3±4.9 IU/L. In MO 

containing diet fed animals, it was elevated to 69.9±5.3 IU/L and in TMO containing 

diet fed animals it was 107.1±1.6 IU/L (Figure 5.4b). 

Alanine transaminase activity in normal rats was 32.6±2.8 IU/L. and further increased 

in HFr group to 44.2±6.1 IU/L. In MO containing diet fed group, it was increased to 

47.7±2.3 IU/L and further elevated to 64.0±3.6 IU/L in TMO containing diet fed rats. 

Alkaline phosphatase activity of the normal group of rats was 238.0±10.6 IU/L, which 

was increased to 251.5±25.4 IU/L in HFr alone fed group of animal. The activity was 

further elevated to 263.4±4.0 in MO containing diet fed group. In TMO containing 

diet fed animals, ALP activity was 288.4±10.2 IU/L (Figure 5.4b). 

5.3.7 GGT and LDH activity and IL-6 levels 

The GGT activity of the normal animals fed on a reference diet was 30.91 ± 4.85 IU, 

which was elevated marginally to 38.50 ± 8.10 IU in HFr group. In MO containing 
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diet fed animals the activity was 38.29 ± 5.48 IU and it was significantly elevated to 

47.56 ± 6.11 IU in TMO containing diet fed animals (Table 5.2). 

Lactate dehydrogenase activity in the animals fed on a reference diet was 170.80 ± 

13.55 IU and it was increased to 194.16 ± 9.70 IU in HFr group. In MO and TMO 

containing diet fed animals, the activities were 214.73 ± 7.75 IU and it was 235.82 ± 

17.11 IU (Table 5.2). 

Serum IL-6 level of normal animal was 0.54± 0.06 pg/mL (Figure 5.6), which was 

increased significantly to 1.73± 0.17 pg/mL by 30 weeks of HFr diet feeding. In fresh 

MO containing diet fed animals, the level was increased to 1.22± 0.14 pg/mL and a 

further elevated IL-6 level was noticed in TMO containing diet fed animals (4.97± 

0.82 pg/mL). 

5.3.8 Colon redox balance 

As shown in Figure 5.5a, the reduced glutathione level of colon epithelial cells in the 

normal animal was 25.3 ± 3.2 nmoles/mg protein, which was reduced in HFr fed 

animals to 14.60 ± 1.30 nmoles/mg protein. In MO containing diet fed animals, there 

was 12.0 ± 0.7 nmoles/mg protein of GSH; and in TMO group it was 12.0 ± 1.2 

nmoles/mg protein. 

Superoxide dismutase activity in the normal animal fed on a reference diet was 7.0 ± 

0.9 U/mg protein. In high fructose diet group a reduced SOD activity of 4.90 ± 0.6 

U/mg protein was estimated. It was further reduced to 2.7 ± 0.2 and 2.9 ± 0.3 U/mg 

protein in MO and TMO containing diet fed animals (Figure 5.5a). 

The glutathione peroxidase activity in the colon epithelial cells of normal rats was 

156.5 ± 7.2 U/mg protein and it was reduced to 144.7 ± 12.10 U/mg protein in HFr 

diet fed animals. It was reduced further in MO group to 113.4 ± 5.4 U/mg protein and 

in TMO group it was 110.4 ± 4.5 U/mg protein (Figure 5.5b). 

The lipid peroxidation products, TBARS, were estimated to be 46.7 ± 3.9 nmoles/mg 

protein in normal animals. In HFr group of rats, it was increased to 60.22 ± 7.70 

nmoles/mg protein. In MO containing diet fed animals, 59.4 ± 2.9 nmoles/mg protein 

of TBARS was estimated and it was significantly increased to 79.4 ± 5.0 nmoles/mg 

protein, in TMO containing diet fed animals (Figure 5.5b).  
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5.3.9 Histopathological analysis 

Histopathological analysis of the liver tissues of animals fed with normal diet  a), Hfr 

group (b) and those fed on high fructose and MO (c) and TMO (d) fed animal are 

shown in Figure. 5.7 The reference diet (a) fed animals showed normal hepatic 

architecture with normal central venous system, the portal triads, sinusoidal spaces 

and Kupffer cells. However MO and TMO diet fed groups showed signs of 

hepatosteatosis, observed as microvesicles. TMO containing diet fed animals showed 

progressed hepatosteatosis than those fed with MO diet. Grading of hepatosteatosis in 

shown in the Table 5, where it was clear that animals fed with TMO had a progressed 

NAFLD with macrovesicular steatosis and hepatocellular ballooning. 

Colon histology of untreated animals (a) and those fed with fresh oil (c) containing 

diet showed normal intestinal glands and villi, with mucous and serosa layer 

appearing normal. In HFr group and those fed with TMO containing diet (d) had mild 

and diffused infiltration of lymphocytes, plasma cells and polymorphonuclear cells 

indicating possible inflammatory changes (Figure 5.8). 

5.3.10 Gene expression profile using qPCR analysis 

IL-6, a pro-inflammatory cytokine expression was increased by 25.24 ± 1.47 fold in 

HFr group. In fresh MO containing diet fed animals, there was 9.85 ± 1.58. However, 

in TMO containing diet fed animals the expression was increased by 58.49 ± 2.17 

fold. Tumor necrosis factor α expression in HFr group was increased by 16.68 ± 1.30 

fold, which was increased by11.88 ± 0.82 and 17.39 ± 2.25 fold in MO and TMO 

containing diet fed animals. 

Expression of P53 gene in HFr group was increased by 1.88 ± 0.24 fold. In MO and 

TMO containing diet fed animals, the increase was 1.27 ± 0.10 and 1.64 ± 0.12 fold. 

In HFr group, Wnt-1 gene expression was 40.84 ± 1.89 fold higher than the normal 

rats, whereas in MO and TMO group, it was increased by 11.88 ± 3.30 and 41.64 ± 

1.82 fold. In HFr group of animals, expression of peroxisome proliferator activator 

receptor-γ (PPAR γ) was increased by 45.55 ± 3.22 fold. In MO and TMO containing 

diet fed animals, the increase was 35.51 ± 0.15 and 12.30 ± 1.96 fold. Protein kinase 

B (Akt) expression in HFr was increased by 2.94 ± 0.18 fold, which was 1.31 ± 0.12 

and 3.58 ± 0.15 fold in MO and TMO groups. 
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5.4 Discussion 

Natural edible oils are rich sources of medium and long chain saturated or unsaturated 

fatty acids. Heating of these oils, especially containing unsaturated fatty acids, 

generates fatty acid decomposition products mostly carbonyl molecules. These fatty 

acid derived molecules are known to induce toxic and inflammatory signaling in the 

body (Ramana et al., 2013). In addition to these, studies reported the formation of 

triacylglycerol polymers and dimers (Bastida and Sánchez-Muniz, 2001) and also 

toxic cyclic fatty acid monomers (CFAM) in deep fried vegetable oils (Lamboni et 

al., 1998). Our study has documented that deep frying of MO increases peroxide and 

aldehyde molecules (Chapter 3). 

In this study, compared to reference diet (normal rat chow) fed animals, rats fed with 

fructose and fresh or thermally oxidized MO containing diet shows increased levels of 

blood glucose and reduced glucose tolerance. Consumption of the thermally oxidized 

or fresh oils along with high fructose results in hyperglycemia and development of 

insulin resistance. Associated with this, an increase in TG and reduction in HDLc 

levels are seen in fructose along with fresh or thermally oxidized oil containing diet 

fed animals. According to Song et al. (2015), insulin resistance is manifested by 

dyslipidemia where increased levels of TG and low HDL are evident. Total 

cholesterol and LDL levels are also found to be higher among these groups. 

Therefore, it is assumed that insulin resistance and associated hyperlipidemia might 

have contributed to the progressive hepatosteatosis which is observed comparatively 

high in fructose and TMO containing diet fed animals. 

Dyslipidemia is often known to be involved in several of the hepatic disorders. 

Hypertriglyceridemia is the major contributor of hepatic damages by the accumulation 

of triglycerides in liver leads to the vacuolation of hepatocytes and disrupting their 

normal functioning (Perry et al., 2013). Here in this study, animals fed with a diet 

containing fructose (60%) and the mustard oils (fresh and fried) shown to have higher 

triglyceride levels in comparison with normal or HFr alone diet fed animals. It is 

expected that lipid oxidation products formed during the deep frying of these oils such 

as CFAM are known to inhibit the lipase activity (Lamboni et al., 1998). This 

probability should also be considered while explaining the hypertriglyceridemia 

observed in this study. On the contrary, studies have reported that a diet rich in 
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medium chain saturated and monounsaturated fatty acids reduces the triglyceride 

levels in body by enhancing the enzymatic activity of lipases (Kris-Etherton et al., 

1999; Wang et al., 2015). Thus it is also possible that the changes observed in these 

animals may be partially caused by high fructose intake in these animals (Briand et 

al., 2012). 

Prolonged insulin resistance conditions are also reported to have elevated activities of 

LDH (Zappacosta et al., 1995) and GGT (Haghighi et al., 2011), which are the 

indicators of oxidative damages to tissues (Ramos et al., 2013). In our study, 

thermally oxidized mustard oil consumed groups have increased levels of LDH, 

indicating a possibly higher oxidative damages compared to HFr alone or MO 

containing diet fed animals. Corroborating with this, higher levels of lipid 

peroxidative changes are noted in TMO group, which is in line with studies by Adam 

et al. (2008), where increased lipid peroxidation is noted in fried palm oil fed rats. 

Previous reports have indicated that thermally oxidized Sunflower and Peanut oils 

contain higher levels of CFAM (Romero et al., 2006). Here in this study TMO 

contain more lipid hydroperoxides and aldehydes than their fresh counterparts. The 

oxidative and inflammatory insults by these oxidation molecules may be responsible 

for the observed increase in lipid peroxidation products in the serum and liver tissue 

of fried oil fed animals. Accumulation of these lipid oxidation products are often 

recognized as a risk factor for many of the liver diseases including non-alcoholic fatty 

liver (Konishi et al., 2006; Poli et al., 1987). 

Providing further insight in to this, comparatively higher reduction in the level of 

GSH is observed in TMO fed rats. Intra cellular tripeptide GSH is actively involved in 

the elimination of toxic radicals including peroxides. Polyol pathway is an important 

determinant of GSH level especially AR, which is a key enzyme involved in Polyol 

pathway, has significant role in maintaining GSH level (Bravi et al., 1997). Here in 

this study, an increase in the aldose reductase activity is observed in TMO fed 

animals. Possibly, hyperglycemia associated activation of polyol pathway, as 

observed in the TMO fed rats may be responsible for the observed reduction in GSH 

levels. 

Along with the reduced level of GSH, the diminished activity of hepatic antioxidant 

enzymes, comprising of superoxide dismutase and catalase, are also observed in the 
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TMO groups, which are in line with the previous studies (Narasimhamurthy and 

Raina, 1999; Purushothama et al., 2003). Reduction in the antioxidant enzyme 

activity is thought to be involved in the progression of NAFLD (Koruk et al., 2004). 

These observations are in corroboration with the increased incidence of microvesicles 

and hepatocellular ballooning seen in the TMO fed rats. These results thus indicate a 

comparatively higher degree of hepatic damage in the animals fed with high fructose 

and thermally oxidized edible oil.  

Similar increase in the TBARS level with a concomitant reduction in the SOD activity 

and GSH levels are also observed in the colon tissues of TMO containing diet fed 

animals. Antioxidants are molecules which protects the body from the oxidative 

damages caused by various free radicals and oxidative molecules (Powers and 

Jackson, 2008). Reduction in the detoxification systems of the body, as observed in 

thermally oxidized MO fed animals, can increase the accumulation of the 

peroxidation products and other free radicals, leading to increased modifications of 

macromolecules including lipids and protein, in these animals. Lipid carbonyls and its 

protein adducts are known to promote inflammation in the colon tissues (Tabak et al., 

2011). In comparison with fried coconut oil fed animals (Chapter 4), those who are 

fed with a diet containing thermally oxidized mustard oil had higher TBARS level in 

the colon epithelium. This might be due to the increased levels of oxidative 

modifications taken place in the MO during thermal oxidation due its high unsaturated 

fat content, such as erucic acid (C22:1) and alpha-linoleic acid (C18:3). 

Increased oxidative damages often lead to the secretion of pro-inflammatory 

cytokines (Elmarakby and Sullivan, 2012). In our study, the increase in the level of 

inflammatory cytokines such as IL-6 and TNF-α has been to a greater extent in TMO 

groups. The increase in inflammatory conditions of colon in TMO can be correlated to 

the comparatively lower expression of PPARγ than fresh oil fed groups. PPARγ is a 

gene that is highly expressed in the colon epithelial cells (Vidal-Puig et al., 1997), the 

impaired expression of which leads to chronic inflammation modulated by NF-KB 

(Dubuquoy et al., 2006). Reduction in the PPARγ expression also leads to a 

subsequent reduction in the expression of another tumor suppressor gene, PTEN, 

which inhibits Akt activation in colon cells (Patel et al., 2001). It is thus possible that 

the increase in Akt-1 & Wnt-1 expression in TMO containing diet fed animals may be 
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due to the reduced activation of PPARγ, and may have a key role as a pro-

carcinogenic response over long term. 

Previously, MCFA rich CO during thermal oxidation has been found to generate 

triglyceride polymerization products (Chapter 3). Further, the consumption of TCO 

exacerbated the HFr induced hepatosteatosis in the rats though it is less damaging to 

the colon epithelial tissues (Chapter 4). In contrast, TMO with its higher oxidative 

stress and chronic inflammation is more damaging to Colon tissues than liver tissues. 

Further, the elevated expression of proliferative genes and reduction in anti-

proliferative genes in Colon tissues of animals fed TMO feeding, possibly indicate a 

pro-carcinogenic potential over time. The role of erucic acid oxidation products may 

be key in the toxic effects of MO; however further studies are necessary to ascertain 

this fact. In conclusion, the use of unsaturated fat containing edible oils may be 

cautioned for culinary purposes, where deep frying is involved. 
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Table 5.1 Changes in the blood glucose level, plasma insulin level and various 

HOMA indices in animals fed with HFr alone as well as CO or TCO containing diet 

over a period of 30 weeks 

Parameters Normal HFr MO TMO 

HOMA2 %B 63.8± 13.5 22.0± 4.1*** 23.1± 2.1*** 18.5± 1.4*** 

HOMA2 %S 116.9± 27.2 66.1± 0.5*** 62.6± 7.4*** 62.1± 4.6*** 

HOMA2 IR 0.89± 0.19 1.51± 0.01*** 1.62± 0.20*** 1.62± 0.12*** 

Glucose 
(mg/dL) 

103.69 ± 5.72 212.97± 21.08** 211.43±12.8** 233.98±8.47** 

Insulin 
(pg/L) 

45.71± 10.07 66.66± 2.04** 71.43± 7.98*** 68.47± 4.62** 

 

 

Figure 5.1 Effect of MO or TMO supplementation on HFr diet induced oral glucose 

intolerance 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 5.2: Serum (a) and hepatic (b) lipid profile of animals fed with the reference 

diet, HFr alone diet and those supplemented with MO or TMO for a period of 30 

weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 5.3: Effect of MO or TMO supplemented diet on HFr induced hepatic redox 

imbalance as indicated by the alterations in the activities of catalase, superoxide 

dismutase and glutathione reductase (a) activities as well as by the variation in the 

levels of hepatic GSH and TBARS 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 5.4: Changes in the activities of hepatic polyol pathway enzymes such as 

aldose reductase and sorbitol dehydrogenase (a) as well as liver function markers 

enzymes (AST, ALT & ALP) in animals under different experimental diets after 30 

weeks. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 5.5 Changes in GSH and TBARS level and activities of SOD and GPx in the 

colon epithelial tissues of animals under different experimental diets over a period of 

30 weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Table 5.2 Changes in the activities of gamma glutamyl transferase (GGT) and lactate 

dehydrogenase (LDH) enzymes (IU/L) in the serum of animals fed on reference as 

well as different experimental diets 

 
Normal HFr MO TMO 

GGT 30.91± 4.85 38.50± 8.10 38.29± 5.48 47.56± 6.11* 

LDH 170.80± 13.55 194.16± 9.70* 214.73± 7.75** 235.82± 17.11** 

 

Table 5.3 Grade of hepatosteatosis in reference diet and different experimental diets 

containing MO or TMO 

Characteristics Normal HFr MO TMO 

Micro vesicular steatosis 0 1 1 2 

Hepatocellular ballooning 0 1 1 2 

Portal tract inflammation 0 1 1 1 

Glycogenated nuclei 0 1 1 1 

Lipogranuloma 0 0 0 0 

(0- absence; 1- mild; 2-moderate; 3- severe) 

 

Figure 5.6 Change in the level of serum IL-6 (pg/ mL) in different experimental diet 

fed animals at the end of 30 weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 5.9 Changes in the gene expression pattern in the colon tissues of rat under 

different experimental diets. Gene expression was analyzed by real time quantitative 

PCR; IL- 6 (a), TNF-α (b), P53 (c), Wnt-1 (d), PPARƳ (e) and Akt-1 (f). 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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6.1 Introduction 

Polyunsaturated fatty acids are the well-known class of dietary fats with two or more 

double bonds in their carbon chain. They include omega-3 and omega-6 class of fatty 

acids, which are named based on the position of their first double bond from the 

omega end. The primary sources of PUFA are the marine foods and also in various 

vegetable oils from canola, corn, soybean, walnuts and sunflower. The predominant 

form of omega 6 fatty acids in humans is linoleic acid (LA), which is an essential 

fatty acid. The common omega 3 fats include alpha linolenic acid (ALA), 

docosahexaenoic acid (DHA) and eicosapentaenoic acid (EPA). Among these, LA 

and ALA are known as essential fatty acids, since the body can’t synthesize them de 

novo. However, by the desaturase enzyme activities, LA and ALA can be converted 

to arachidonic acid, DHA or EPA. 

Generally, PUFA area considered being healthy; however, the actual determinants of 

health are the ratio between omega 3 and 6 fatty acids in the body. Higher levels of 

omega 6 fatty acids are not recommended, since the increased n-6 PUFA may lead to 

the generation of its oxidation products, which are inflammatory in nature. In contrast, 

the biological roles of n-3 PUFA oxidation product still remain controversial. Studies 

have indicated that, 4- Hydroxy hexenal (4-HHE) is the common aldehyde derived 

from omega-3 fatty acid oxidations EPA and DHA. HHE has been shown to improve 

heme oxygenase 1 mRNA and protein levels in the vascular endothelial cells 

(Ishikado et al., 2010), suggesting the possible involvement of Nrf2 /Keap 1 axis. 

However, studies by Lee et al. (2004) has reported that, HHE induces the expression 

of various pro-inflammatory cytokines and thereby initiating apoptotic events in the 

vascular endothelial cells. Further, increased levels of HHE in the intestinal tissues of 

rats fed with oxidized omega-3 fat have been noticed (Awada et al., 2012). Similar 

results are also shared by Bradley et al. (2012) in several of the neurodegenerative 

disorders. Lee et al. (2004) has further extend studies to show the profound effect of 

HHE redox system challenged body. It is thus clear that lipid oxidation products of 

PUFA are being reported to be unhealthy. 

Sunflower oil (SO) is one among the commonly consumed edible oil in various parts 

of India. About 63% of the total fatty acid content is formed by linoleic acid. 

Sunflower oil is shown to reduce hyperlipidemia in rats with fatty liver by improving 
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hepatic lipid metabolism, in comparison with palm oil (Go et al., 2015). Similar 

observations also made by Trautwein et al. (1999) and Trautwein et al. (1997). 

However, recent studies have indicated that deep frying of the SO increases its 

peroxide contents as well as the free fatty acid and polymerized triglycerides 

(Carbonera et al., 2014). Further, several animal model studies have also indicated 

that consumption of thermally oxidized sunflower oil (TSO) over a short period of 

time, increases the oxidative damage (Olivero David et al., 2010; Wang et al., 2016). 

This chapter describes the effect of prolonged consumption of fresh or thermally 

oxidized sunflower oil along with a high fructose diet over a period of 30 weeks. 

Changes in insulin resistance, incidence and extent of hepatosteatosis as well as 

changes in the colon epithelium are analyzed. 

6.2 Materials and methods 

6.2.1 Oils, thermal oxidation and TLC analysis 

Sunflower oil was purchased from the local market and kept under refrigerated 

conditions in order to avoid auto-oxidation. A portion of this oil was used for thermal 

oxidation according to the methods described by González-Muñoz et al. (2003). The 

thermally oxidized oils were kept at -20 oC to avoid further oxidative changes. Thin 

layer chromatographic analysis was performed using hexane: diethyl ether (3:1 v/v) 

using readymade TLC plates (Merck, Bangalore, India). 

6.2.2 Animals 

Thirty six male wistar rats (140-160g) were purchased from the Kerala Veterinary and 

Animal Science University, Mannuthy, Thrissur. Experimental animals were fed on a 

non-purified rat chow from Sai Durga Feeds (Bangalore, India). The rats were 

maintained at standard conditions and fed water ad libitum for 2 weeks as part of 

acclimatization. All the experimental procedures had prior permission from 

institutional animal ethical committee, Amala Cancer Research Centre [Approval No. 

ACRC/IAEC/15/06-(2)]. 

6.2.3 Diets and experimental procedure  

Experimental animals were divided into four groups, each containing six rats; Group 

1 was kept control (rats fed on normal rat chow), group 2, 3 and 4 were fed with a 
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high fructose diet fed containing groundnut oil, fresh sunflower oil and thermally 

oxidized sunflower oil. Animals were maintained in their respective diets for a period 

of 30 weeks. All animals had free access to their respective food and water throughout 

the experimental period. The details of animals feed composition used in the 

experimental diet were as described in Chapter 2.2.1.  

6.2.4 Biochemical analysis 

Serum parameters such as blood glucose, total cholesterol, HDLc and triglycerides 

were determined using commercially available kits Agappe diagnostics (Chennai, 

India). Liver function parameters including ALT, AST and ALP was estimated using 

Span diagnostics kits (Bangalore, India) as per the manufacturer’s instructions. Serum 

IL-6 was estimated using ELISA kit as per standard protocols (Peprotech, USA). 

6.2.5 Estimation of polyol pathway enzymes 

Polyol pathway enzymes aldose reductase (AR) and sorbitol dehydrogenase (SDH) 

was done as per the standard protocol described by Jang et al. (2010) with 

modifications. AR activity was assayed in 0.1 M sodium phosphate buffer (pH 6.8) 

containing 0.4 mM of ammonium sulfate (0.4 mM), EDTA (0. mM), DL-

glutaraldehyde (20 μM), and NADPH (25 μM). The reaction was initiated by the 

addition of 100 μL tissue sample, and rate was measured as the change in absorbance 

at 340 nm for 2 minutes. SDH activity was measured in100mM triethanolamine 

buffer (pH 7.4). The reaction was based on the oxidation of NADH (12mM) by SDH 

using fructose (1.1M) as substrate in the tissue sample at 340 nm for 2 minutes 

(Chapte 2.9). Ornithine decarboxylase activity was determined according to the 

methods of Ngo et al. (1987); the details of which has been incorporated in Chapter 

2.7.3. 

6.2.6 Analysis of oxidative stress and antioxidant activity 

Liver homogenate was prepared (10% w/ v) in Tris HCl buffer (0.1 M, pH 7.4) and 

used for the estimation of lipid peroxidation (Ohkawa et al., 1979) and protein 

carbonyls (Levine et al., 1990). The homogenates were prepared by centrifuging at 

10000 rpm for 15 min at 4oC. The supernatant was collected and used for GSH 

(Moron et al., 1979), SOD (McCord and Fridovich, 1969), catalase (Beers and Sizer, 
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1952) and GR (Carlberg and Mannervik, 1975) assays. The detailed description on the 

methodology has been given in Chapter 2.9 and its subdivisions. 

6.2.7 Histopathological analysis 

Briefly, the tissues were dehydrated in a series of alcohol, impregnated in wax and 

serial sections were taken. Tissues were then stained with hematoxylin and eosin, 

visualized under microscope (200X) and photographed. The detailed outline of 

procedures used is given in Chapter 2.10. 

6.2.8 Real time quantitative PCR analysis 

Total RNA was isolated from colon epithelial tissues of rats and cDNA was 

synthesized using commercial kits; the protocols are described in Chapter 2.11.1 and 

2.11.2. Expression of various genes in the colon epithelial tissues of experimental rats 

was analyzed by qPCR by ΔΔCT method. The primer sequences and PCR cycling are 

given in Chapter 2.11.3. 

6.2.9 Statistical analysis 

The results of the study were represented as mean ±standard deviation. Statistical 

analysis of the results was done by one way ANOVA followed by post-hoc test 

(Tukey- Kramer multiple comparisons test) using Graph pad software (La Jolla, 

California, USA) (details are given in Chapter 2.12). 

6.3 Results 

6.3.1 Insulin resistance and oral glucose tolerance 

The animals fed with diet containing high fructose and different edible oils had a 

gradual increase in the blood glucose level in comparison with the normal (reference 

group) rats. Normal animals had an initial blood glucose level of 81.8 ± 12.5 mg/dL, 

which gradually increased to 95.1 ± 5.7 over a period of 30 weeks (16.3%). In high 

fructose diet fed animals the initial and final blood glucose levels were found to be 

88.8 ± 6.5 and 216.0±17.2 mg/dL (143.2%). In SO fed groups, there was an increase 

from 84.7 ± 5.8 mg/dL to 224.6 ± 17.2 (165.2%). In the thermally oxidized SO 

containing diet fed rats, the change was more profound from an initial level of 78.7 ± 

9.5 mg/dL, blood glucose was elevated to 253.0 ± 9.2 mg/dL (221.5%). 
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Insulin levels in the untreated animals was 45.71 ± 10.07 pmol/L, which was elevated 

in high fructose fed rats to 66.66 ± 2.04 pmol/L. In SO containing diet fed group, the 

level was 69.62 ± 7.78 pmol/ L, whereas in TSO group, it was 80.48 ± 16.40 pmol/L 

(Table 6.1). 

HOMA %B, which is an index of beta cell functioning was found to be 63.8 ± 13.5 % 

in reference diet fed normal animals, which was reduced significantly to 22.0 ± 4.1 % 

in HFr group. In SO containing diet fed rats, the beta cell functioning was 21.2 ± 

4.3%, which was further reduced to 18.7 ± 2.9% in TSO containing diet fed animals 

(Table 6.1). 

Insulin sensitivity or HOMA %S was found to be 116.9 ± 27.2% in normal rats. High 

fructose feeding reduced the sensitivity to 66.1 ± 0.5%. In SO fed animals, HOMA 

%S was 63.0 ± 7.2%, which was considerably reduced to 52.2 ± 10.6% in TSO 

containing diet fed animals (Table 6.1). 

Insulin resistance as measured by HOMA- IR was 0.89 ± 0.19 in normal rats, which 

was elevated significantly by high fructose feeding (1.51 ± 0.01). In SO containing 

diet fed animals HOMA-IR was 1.60 ± 0.18 and which was further elevated to 1.98 ± 

0.41 in TSO group of rats (Table 6.1). 

In the normal animals glucose tolerance level was found to be 19.96±1.96 AUC. In 

the high fructose fed animals, glucose tolerance was reduced to 38.28±4.71 AUC 

(Figure 6.1). In SO containing diet fed animals, glucose tolerance was slightly 

improved (36.74±2.20 AUC). However, TSO containing diet fed rats, the tolerance 

was highly disturbed (40.50±3.60 AUC). 

6.3.2 Effects on serum and hepatic lipid profile 

In the normal diet fed animals, the serum total cholesterol was found to be 66.7 ± 7.4 

mg/dL. High fructose fed animals showed a percentage increase of 30.2 (Table 1). In 

the SO and TSO containing diet fed animals, the TC levels was increased by 33.8 and 

51.2%, respectively. Similarly, the serum triglyceride level in the HFr group was 

97.3% higher than the normal diet fed rats (81.6 ± 10.1mg/dL). Animals fed with SO 

and TSO containing diets had a respective increase of 122.0 and 134.5% in their TG 

levels. In contrast, HDLc levels of animals in HFr, SO and TSO containing diets were 

reduced by 26.5, 18.1 and 25.6% than the normal animals (37.3 ± 6.2) (Figure 6.2a). 
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As shown in (Figure 6.2b), hepatic total cholesterol was also showed a significant 

increase (P<0.01) in all the groups compared to normal rats. In HFr, SO and TSO 

containing diets, the TC was increased from the normal level (133.0 ± 7.3) by 46.4, 

54.4 and 82.9%, respectively. Normal diet fed rats had a TG level of 155.37 ± 

15.5mg/100g tissue. High fructose containing diet fed animals showed an increase of 

55.6% (P<0.01). In the SO and TSO fed animals, more profound increase was 

observed (86.9 and 114.9%). In the case of hepatic HDLc levels, only HFr and TSO 

containing diet fed animals had a significant decrease (P<0.05), where they showed a 

20.4 and 22.2% reduction. In SO fed rats, though the reduction was not statistically 

significant, there observed 15.1% reduction. 

6.3.3 Effect on hepatic antioxidants and oxidative stress 

In the present study, animals in the reference diet has a GSH level of 8.51 ± 0.34 

nmoles/ mg protein, which was reduced to 6.17 ± 0.25 nmoles/ mg protein in HFr 

group. In fresh SO containing diet fed animals, the level was moderately reduced to 

6.80 ± 0.17 nmoles/ mg protein; whereas a significant reduction was noticed in TSO 

containing diet fed animals (4.83 ± 0.24 nmoles/ mg protein) (Figure 6.3b). 

Catalase activity was 87.53 ± 8.73 U/ mg protein in normal animals fed on reference 

diet. High fructose feeding reduced the catalase activity to 51.95 ± 8.38 U/ mg 

protein. The extent of reduction was more significant in SO and TSO, where the 

catalase activity was found to be 57.66 ± 9.30 and 38.97 ± 3.41 U/ mg protein (Figure 

6.3a). 

Superoxide dismutase activity in the liver tissue of normal untreated rats was 6.90 ± 

0.28 U/ mg protein, which was reduced to 4.28 ± 0.13 U/ mg protein in HFr group of 

animals. Animals fed on modified diet containing SO and TSO as fatty acid source 

had SOD activities of 4.87 ± 0.38 and 3.14 ± 0.55 U/ mg protein (Figure 6.3a). 

Glutathione reductase activity in normal animals was 23.73 ± 3.2 U/ mg protein, 

which was shown a mild reduction to 22.44 ± 2.7 U/ mg protein. However, the levels 

remained unaltered in SO or TSO containing diet fed animals (20.87 ± 0.8 and 23.35 

± 3.2 U/ mg protein) (Figure 6.3a).  

Lipid peroxidation products as measured in terms of thiobarbituric acid reactive 

substances (TBARS) was significantly elevated in experimental diet fed animals. In 



Fresh	&	thermally	oxidized	sunflower	oil	
 

Pa
ge
12
9	

normal animals, the serum and liver TBARS level was found to be 3.84 ± 0.32 and 

4.1 ± 0.9 nmoles/ mg protein. In HFr fed animals, the serum and liver TBARS was 

elevated to 4.94 ± 0.26 and 5.50 ± 0.6 nmoles/ mg protein. In SO containing diet fed 

animals, the levels were 5.23 ± 0.68 and 6.5 ± 0.9 nmoles/ mg protein. The increase in 

serum and liver TBARS was most profound in SO containing diet fed animals (5.75 ± 

0.50 and 7.7 ± 0.8 nmoles/ mg protein) (Figure 6.3b). 

6.3.4 Polyol pathway and ornithine decarboxylase activity 

As shown in Figure 6.4 a, fructose feeding for 4 weeks induced hyperglycemia and 

associated activation in polyol pathway. In the normal rats the AR and SDH activities 

were found to be 1.59±0.35 and 0.84±0.11 U/mg protein. In the high fructose fed rats, 

the respective levels were increased to 3.47±0.57 and 1.34±0.27 U/mg protein. In SO 

fed rats, there was a marginal decrease in the activities of AR and SDH, with values 

3.38±0.29 and 1.26±0.19 U/mg protein respectively. However, TSO fed animals 

showed the highest activities for AR and SDH, with values 4.01±0.44 and 1.55±0.61 

U/mg protein. 

Ornithine decarboxylase activity was found to be 5.43±0.29 in normal rats, which 

slightly increased in fructose fed rats (6.07±0.15). In SO fed rats, the level was same 

as that of the normal (5.27±0.21 U/mg protein). Whereas in the TSO fed rats, there 

was an augmentation in ODC activity to 7.34±0.39 U/ mg protein (Figure 6.4a). 

6.3.5 Liver function parameters 

Aspartate transaminase activity in normal rats fed with standard diet had an AST 

activity of 94.4 ± 9.8 IU/L. In HFr group of rats, the activity was increased to 134.5 ± 

6.4 IU/L. In MO and TMO containing diet fed rats, the AST activities were found to 

be 143.5 ± 11.7 and 191.0 ± 16.3 IU/L (Figure 6.4b). 

Alanine transaminase activity of normal rats was 35.8 ± 4.4 IU/L, which was 

increased to 46.8 ± 6.0 IU/L. Whereas in SO containing diet fed animals, it was 

slightly reduced than the HFr group (45.4 ± 3.2 IU/L). TSO group had the highest 

ALT activity than the other experimental groups (55.3 ± 4.3 IU/L) (Figure 6.4b). 

Alkaline phosphatase activity of the normal animal was 196.4 ± 7.4 IU/L, which was 

increased in HFr feeding to 210.4 ± 12.6 IU/L. In SO containing diet fed animals, it 
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was found to be 230.8 ± 9.4 IU/L and further elevated to 261.2 ± 10.5 IU/L in TSO 

containing diet fed animals (Figure 6.4b). 

6.3.6 GGT and LDH activity and IL-6 levels 

Gamma glutamyl transferase activity in the normal animal was 28.65 ± 2.71 IU/L. In 

high fructose fed group (HFr), the GGT activity was elevated to 37.30 ± 8.10 IU/L. In 

SO containing diet fed animals, GGT activity was 38.42 ± 4.70IU/L and it was further 

elevated to 49.61 ± 6.20 IU/L in TSO containing diet fed animals (Table 6.2). 

Lactate dehydrogenase activity in the normal animals was 166.9 ± 21.5 IU/L and it 

increased to 189.6 ± 9.7 IU/L in HFr group. In SO containing diet fed animals, the 

activity was 199.2 ± 14.1 IU/L and further elevated to 227.8 ± 7.8 IU/L in TSO 

containing diet fed group of rats (Table 6.2). 

As shown in Figure 6.6, compared to the normal animals (0.59±0.07 pg/mL), serum 

IL-6 level of HFr diet fed animals showed a four-fold increase (1.97±0.21 pg/mL). In 

SO containing diet fed animals, the IL-6 level was 0.42± 0.04 pg/mL; on contrary, 

TSO containing diet fed animals has a serum IL-6 level of 3.78± 0.15 pg/mL. 

6.3.7 Effect on colonic antioxidant status 

Reduced glutathione levels in the colon mucosa of normal animals was 25.3 ± 3.2 

nmoles/ mg protein, which was reduced to 16.18 ± 0.5 nmoles/ mg protein in HFr 

group. In fresh SO containing diet fed animals, the level was 22.01 ± 2.4 nmoles/ mg 

protein and in TSO containing diet fed animals it was 11.99 ± 0.74 nmoles/ mg 

protein (Figure 6.5a). 

Superoxide dismutase activity in the colon mucosa of normal rats fed with reference 

diet was 6.25 ± 0.6 U/ mg protein, which was reduced in HFr group of animals to 4.40 

± 0.3 U/ mg protein. Animals fed on modified diet containing SO and TSO had SOD 

activities of 4.56 ± 0.6 and 2.67 ± 0.23 U/ mg protein (Figure 6.5a). 

Glutathione peroxidase activity in normal animals was 153.67 ± 8.2 U/ mg protein, 

which was shown a mild reduction to 133.65 ± 4.0 U/ mg protein. However, the 

activity remained unaltered in SO or TSO containing diet fed animals (127.06 ± 3.0 

and 113.42 ± 5.42 U/ mg protein) (Figure 6.5b). 
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Thiobarbituric acid reactive substances (TBARS) level in the colon of normal rats was 

43.87 ± 3.3 nmoles/ mg protein. In HFr fed animals, the serum and liver TBARS was 

elevated to 57.28 ± 4.9 nmoles/ mg protein. In SO and TSO containing diet fed 

animals, they were 49.55 ± 5.5 and 64.05 ± 5.78 nmoles/ mg protein (Figure 6.5b). 

6.3.8 Histopathological analysis 

Histopathological analysis of the liver tissues of animals fed with normal diet (Figure 

6.8 a) and those fed on high fructose (b), SO (c), TSO (d). The normal animals had 

liver tissue architecture with normal central venous system, the portal triads, 

sinusoidal spaces and Kupffer cells. However SO and TSO diet fed groups showed 

signs of hepatosteatosis, observed as microvesicles. TSO containing diet fed animals 

showed progressed hepatosteatosis than those fed with SO diet. 

Histopathological evaluations of colon tissues observed normal intestinal glands and 

villi with normal looking mucosa and serosa layers in untreated group (a) as well as 

SO containing diet fed animals (c). In HFr group (b) and animals fed with TSO 

containing diet (d) had mild and diffused infiltration of inflammatory cells (Figure 

6.8). 

6.3.9 Gene expression profile using qPCR analysis 

Expression of IL-6, a pro-inflammatory cytokine was increased by 24.08 ± 1.48 in 

HFr group, whereas it was increased only by 8.11 ± 0.81 in SO containing diet fed 

rats. However, consumption of thermally oxidized counterpart (TSO) containing diet, 

there was an increase of 54.19 ± 3.55 fold in the IL-6 expression. Tumor necrosis 

factor α expression was increased by 16.11 ± 1.42 fold in HFr group, which was 

increased by 7.57 ± 1.08 and 20.82 ± 1.99 fold in SO and TSO containing diet fed 

animals. 

Expression of anti-proliferative gene P53 was increased 1.84 ± 0.23 fold in HFr 

group. The increase in expression of p53 gene in SO and TSO containing diet fed rats 

were 4.53 ± 0.25 and 2.99 ± 0.11 folds, respectively. Expression of Wnt-1 gene was 

increased by 42.81 ± 2.19 fold in HFr group, whereas in SO and TSO containing diet 

fed rats, it was increased by 13.74 ± 3.95 and 56.10 ± 2.13 fold. Peroxisome 

proliferator activator receptor-γ expression in HFr and SO group was increased by 



Fresh	&	thermally	oxidized	sunflower	oil	
 

Pa
ge
13
2	

42.22 ± 3.61 and 43.11 ± 0.12 fold, however in TSO containing diet fed rats, the 

expression was increased only by 19.84 ± 0.82 fold. Protein kinase B (Akt) is an 

important gene in insulin signaling, whose expression was increased by 2.85 ± 0.14 in 

HFr group. In SO and TSO containing diet fed rats, the expression was increased by 

1.64 ± 0.17 and 1.89 ± 0.16 fold. 

6.4 Discussion 

The physicochemical as well as biochemical changes in sunflower oil generating lipid 

carbonyls and aldehydes during thermal oxidation have been described in Chapter 3. 

Studies by Ammouche et al. (2002) also reported similar oxidative modifications as 

increase in its peroxide value and free fatty acids content. Studies have also observed 

elevated levels of triacylglycerol polymers, dimers and cis- to trans- conversion in 

thermally oxidized sunflower oil (Bastida and Sánchez-Muniz, 2001). Recently, 

Romero et al. (2006) and Barriuso et al. (2015) has reported the formation of cyclic 

fatty acid monomers (CFAMs) and oxysterols during the thermal oxidation of 

sunflower oil; these deleterious changes make the oil unsuitable for edible purpose. 

Compared to reference (normal group), HFr alone and SO containing diet fed animals, 

TSO containing diet fed animals show increased levels of fasting blood glucose as 

well as reduced glucose tolerance. In addition TSO containing diet fed have 

documented significantly increased insulin resistance and reduced beta cell function 

as indicated by the HOMA IR and HOMA B indices. Previous study by Simopoulos 

(1994) has indicated that dietary linoleic acid as well as trans fats can impair insulin 

sensitivity. Further, Alkazemi et al. (2008) has indicated a positive correlation 

between the oxysterols, hyperinsulinemia and insulin resistance in body. It is thus 

possible that the oxysterols and linoleic acid oxidation products together with the 

trans-fats in TSO may have contributed to the exacerbations of high fructose induced 

insulin resistance. 

Increase in the activities of gamma glutamyl transferase and lactate dehydrogenase 

has been observed in animals fed with a diet containing thermally oxidized edible oils. 

It has been previously reported that GGT activity increase in response to insulin 

resistance (Bonnet et al., 2011). Further, reports have also indicated that increased 

LDH expression and activity reduce beta cell functioning and increase insulin 

resistance (Ainscow et al., 2000; Wu et al., 2016). Prolonged diabetic conditions are 
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reported to have elevated levels of LDH (Zappacosta et al., 1995) and GGT (Haghighi 

et al., 2011). GGT and LDH are also indicators of oxidative damages to tissues 

(Ramos et al., 2013), therefore it can be presumed that thermally oxidized oils 

consumption may have increased the oxidative damages in colon tissues of rats. 

Associated with this an increase in TG level and reduction in HDLc levels are seen in 

the liver tissues of HFr alone and SO diet fed animals, however with higher degree in 

TSO group animals. According to Song et al. (2015), insulin resistance is also 

manifested by dyslipidemia condition, wherein increased level of triglycerides and 

reduced HDLc are obvious. Under dyslipidemic conditions, triglycerides tend to 

accumulate in liver and thereby leading to vacuolation and disruption of the normal 

physiological functioning (Perry et al., 2013). Deursen et al. (2008) reported that 

sugars such as glucose and fructose increases hepatic lipase (HL) expression via 

elevation of upstream stimulatory factors (USF), USF1 and USF2, which is 

responsible for the development of the dyslipidemic conditions. As already 

established, due to its phospholipase activity, HL is associated with reduced plasma 

HDL2 levels, thus contributing towards chronic dyslipidemia (Deeb et al., 2003). 

Further, hepatic expression of lipogenic enzymes such as fatty acid synthase (FAS) 

and acetyl-CoA carboxylase (ACC-1) following a high sugar exposure is shown to be 

driven by the activation of the hexosamine biosynthesis pathway (HBP) and HBP-

related metabolites (Hirahatake et al., 2011). It is thus possible that the observed 

increase in triglycerides in this study may be partially contributed by the 

fructose/glucose exposure; however, exacerbation of this condition by TSO could be 

due to its oxidation products. 

Together with hyperglycemia and dyslipidemia, increased levels of lipid peroxidation 

products are noted in TSO group comparatively in high proportion than the other 

group of animals. In several of the degenerative disorders, including non-alcoholic 

fatty liver, increased lipid oxidation products are recognized as a risk factor (Konishi 

et al., 2006; Poli et al., 1987). Corroborating with these observations, a diminished 

activities of hepatic antioxidant enzymes including catalase, superoxide dismutase and 

glutathione peroxidase are observed in TSO fed animals. Koruk et al. (2004) have 

reported that reduced activities of antioxidant enzymes often accelerate the 

progression of NAFLD. Together with this, a reduced level of GSH in the TSO fed 

rats is also observed. The observed reduction in GSH levels may due to the increase in 
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the polyol pathway enzymes such as aldose reductase in TSO fed rats. Aldose 

reductase is a rate limiting enzyme in polyol pathway; under hyperglycemic 

conditions it converts excess blood glucose to sorbitol on expense of NADPH (Bravi 

et al., 1997). On the other hand, this depletion in NADPH affects GSH regeneration, 

as it is necessary for GSH from GSSG by the action of glutathione reductase (Bravi et 

al., 1997). Additionally, thermally oxidized oils are shown to reduce the hepatic 

isocitrate dehydrogenase activities, which is essential for the generation of NADPH 

required for GSH biosynthesis (Koh et al., 2004). 

The observed hepatic dyslipidemia and redox imbalance in the TSO containing diet 

fed group may have subsequently induced hepatotoxicity, which is manifested by the 

increase in the hepatic function marker enzyme activities such as AST, ALT and 

ALP. Justifying the increased activities of liver function marker enzymes, hepatic 

histology showed an increased frequency of microvesicles and higher degree of 

hepatocellular ballooning in the TSO containing diet fed rats. 

In connection with these, diminished enzymatic as well as non-enzymatic antioxidant 

systems have been also observed in the colon tissues of TSO containing diet fed 

animals. A concomitant increase in the levels of lipid peroxidation products is also 

documented. This supports the assumption that TSO consumption worsens the HFr 

mediated oxidative stress conditions in the colon epithelial tissues. Together with the 

diminished endogenous antioxidant defense, higher levels of lipid peroxides detected 

in the TSO as a result of thermal oxidation might have contributed towards the 

increased levels of lipid peroxidation products and associated oxidative stress. 

In addition to the oxidative damages, higher expression of pro-inflammatory 

cytokines such as IL-6 and TNF-α has also been observed in the colon epithelial 

tissues of thermally oxidized oil fed animals. Since SO is rich in linoleic acid, heat 

induced oxidation of linoleic acid may be expected in both the oils. Previous reports 

have been shown that thermal oxidation of linoleic acid generates 9- and 13-

hydroxyoctadecadienoic acids (9-HODE and 13-HODE) (Patwardhan et al., 2010). 

Numerous studies have indicated the pro-inflammatory potentials of both 9- and 13-

HODE in different tissues (Dandona et al., 2010; Mabalirajan et al., 2013; Spindler et 

al., 1997). Further, clinical studies have reported a reduced expression of 13-HODE 

dehydrogenase (an enzyme involved in the detoxification of HODE to 13-
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oxooctadecadienoic acid) in colorectal cancers (Silverman et al., 1996). Increased 

expression of cell survival or proliferative genes such as Wnt-1 and Akt, 

concomitantly reduced PPARγ expression possibly indicate a pro-carcinogenic 

potential of these thermally oxidized edible oils. 

Altogether the study suggests that thermally oxidized PUFA rich edible oils together 

with high sugar diet induce lipotoxicity in liver upon long term feeding. Further, the 

increased oxidative stress, chronic inflammation and elevated expression of 

proliferative/ cell survival genes in colon together indicate a possible pro-carcinogenic 

potential of thermally oxidized sunflower oil in colon epithelial tissues over long-term 

consumption. Hence, in comparison with, MCFA rich Coconut oil (Chapter 4) and 

MUFA rich mustard oil (Chapter 5), TSO has been shown to be deleterious to both 

hepatic and colon tissues. The toxic insults to colon cells are significantly higher than 

the TCO and TMO. The higher levels of linoleic acid oxidation products and the 

phytosterol oxidation products may be the driving molecules. Hence, the chapter 

concludes that increased intake of diet containing Thermally oxidized polyunsaturated 

rich edible oils along with high sugar may increase the risk of both hepatic and 

colorectal cancers. 
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Table 6.1 Effect of SO and TSO on High fructose induced alterations in the blood 

glucose level, plasma insulin level and various HOMA indices  in rats over a period of 

30 weeks 

Parameters Normal HFr SO TSO 

HOMA2 %B 63.8± 13.5 22.0± 4.1*** 21.2± 4.3*** 18.7± 2.9*** 

HOMA2 %S 116.9± 27.2 66.1± 0.5*** 63.0± 7.2*** 52.2± 10.6*** 

HOMA2 IR 0.89± 0.19 1.51± 0.01** 1.60± 0.18** 1.98± 0.41*** 

Glucose 
(mg/dL) 

95.1± 5.7 216.0± 17.2*** 224.6± 17.2*** 253.0± 9.2*** 

Insulin 
(pg/L) 

45.71± 10.07 66.66± 2.04** 69.62± 7.78** 80.48± 16.40*** 

Figure 6.1 Change in the oral glucose tolerance in animals fed with different 

experimental diets in different experimental diet fed animals at the end of 30 weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 6.2: Serum (a) and hepatic (b) lipid profile of animals fed with the reference 

diet as well as different modified diets for a period of 30 weeks. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 6.3: Changes in the hepatic redox status parameters such as catalase, 

superoxide dismutase and glutathione reductase (a) as well as GSH, serum and liver 

TBARs in animals fed with reference diet and modified experimental diets. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 6.4: Changes in the activities of hepatic polyol pathway enzymes such as 

aldose reductase and sorbitol dehydrogenase (a) and liver function markers enzymes 

such as AST, ALT & ALP, in animals under different experimental diets after 30 

weeks. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 



Pa
ge
14
0	

Figure 6.5 Changes in the redox parameters such as, GSH level and SOD activity (a) 

as well as of GPx activity and TBARS level (b), colon epithelial tissues of animals 

under different experimental diets for a period of 30 weeks. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Table 6.2 Effect of SO or TSO supplementation on the HFr diet induced alterations in 

gamma glutamyl transferase (GGT) and lactate dehydrogenase (LDH) enzyme 

activities in rats expressed as IU/L. 

 Normal HFr SO TSO 

GGT 28.65± 2.71 37.30± 8.10 38.42± 4.70* 49.61± 6.20** 

LDH 166.9± 21.5 189.6± 9.7** 199.2± 14.1** 227.8± 7.8*** 

Table 6.3 Changes in the extent of hepatosteatosis induced by HFr diet by the 

supplementation of SO or TSO 

Characteristics Normal HFr SO TSO 

Micro vesicular steatosis 0 1 1 2 

Hepatocellular ballooning 0 1 1 2 

Portal tract inflammation 0 1 1 1 

Glycogenated nuclei 0 1 1 1 

Lipogranuloma 0 0 0 0 

(0- absence; 1- mild; 2-moderate; 3- severe) 

Normal HFr SO TSO
0

1

2

3

4

5

pg
/m

L

Normal HFr SO TSO

**

***

Figure 6.6 Change in the level of serum IL-6 (pg/ mL) in different experimental diet 

fed animals at the end of 30 weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figrure 6. 7 Photomicrography of the hematoxylin- eosin stained sections 
of liver tissues of reference diet (A), HFr (B), sunflower oil (C), and 
thermally oxidized sunflower oil (D) containing diet fed animals. 
Photographs were taken under 200x magnification in Magnus INVI 
microscope (Chennai, India). 
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Figure 6.9 Quantitative real-time PCR analysis of IL- 6 (a), TNF-α (b), P53 (c), Wnt-

1 (d), PPARƳ (e) and Akt-1 (f) expression in the colon tissues of rats. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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7.1 Introduction 

Previous chapters have described the health impact of saturated and unsaturated 

edible oils of plant origin. Apart from these, oils and fats of animal origin have also 

been used for edible purpose. Compared to the edible oils and fats of vegetable in 

origin, these animals’ fats contain cholesterol. Saturated animals fats especially of red 

meet have been shown to contribute to hepatosteatosis and colon carcinogenesis 

(Alexander et al., 2015; Freedman et al., 2010). Possibly the iron present in red meat 

triggers the oxidation of cholesterol and thereby results also leads to the formation of 

cholesterol oxidation products such as oxysterols (Brandsch et al., 2002). The 

cholesterol may also get oxidized under various cooking conditions (Ferguson, 2010; 

Sugimura, 2000). Studies have indicated the ill effects of cholesterol oxidation 

products in hepatosteatosis as well as colorectal cancers (Hur et al., 2014; Rossin et 

al., 2017). These cholesterol oxidation products has been shown to exacerbate the 

colorectal carcinogenesis by modulating the TGF-β pathway (Biasi et al., 2008). 

Lard is an animal fat which is rich in monounsaturated fatty acids, often used in 

cooking as well as baking purposes. In addition to these triglycerides, it contains 

considerable amounts of cholesterol also as it is of animal origin, which makes its 

biological effects different from other plant derived PUFAs. Lard has shown to 

accentuate the obesity associate changes including insulin resistance and 

accumulation of visceral as well as subcutaneous fat mass, compared to the 

hydrogenated vegetable oils (Kubant et al., 2015). Lard is often used as a component 

in high fat diet induced hepatosteatosis (Apolzan and Harris, 2012; Pranprawit et al., 

2013; Vendel Nielsen et al., 2013) by inducing mitochondrial dysfunction (Lionetti et 

al., 2014). In addition to the effects of hepatic tissue, high fat diets that contain lard as 

primary source of fat, leads to thyroid dysfunction, which was not reversible even 

after removal from the modified diet for 6 weeks (Shao et al., 2014). Similarly, 

neurological problems including impairment of hippocampal dependent place 

recognition memory are noted in short term feeding of lard and sucrose (Beilharz et 

al., 2014). 

Several studies have been conducted on the physiological effects of lard alone or 

along with a sugar diet for short periods, however, no logical studies on the effect of 

long term consumption of thermally oxidized lard and high sugar diet is not yet 
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available. This chapter describes the effect of consumption of LD/TLD together with 

a high fructose diet over a period of 30 weeks, on insulin resistance, hepatosteatosis 

and colon epithelial changes. 

7.2 Materials and methods 

7.2.1 Oils and thermal oxidation procedure 

Lard was obtained from the local market and maintained under low temperature. 

About 500mL of the oil was used for thermal oxidation according to the method 

described by González-Muñoz et al. (2003). After the oxidation process, the oils were 

stored under refrigeration to avoid further oxidative modifications. 

7.2.2 Animals 

Twenty four male Wistar rats (140-160g) were procured from the Small Animal 

Breeding Station (SABS) under Kerala Veterinary and Animal Science University, 

Mannuthy, Thrissur. Animals were acclimatized and maintained in the animal house 

facility of Amala Cancer Research Centre, they were fed on a non-purified rat chow 

from Sai Durga Feeds (Bangalore, India). All the experimental procedures had prior 

permission from institutional animal ethical committee, Amala Cancer Research 

Centre (Approval No. ACRC/IAEC/15/06-(2)). 

7.2.3 Diets and experimental procedure 

As shown in the table 2.1, the experimental diet was composed of 60% fructose, 20% 

protein and 10% vitamin and mineral mixture. The other 10% was formed of either 

groundnut oil (reference and HFr diet), LD or TLD as fat source. 

The animals were grouped into four, each containing six rats (1) untreated normal rats 

(reference group), (2) high fructose diet fed group, (3) fresh lard fed group and (4) 

thermally oxidized lard containing diet fed group. Animals were continued their 

respective diets over a period of 30 weeks. The details of groups and feed 

composition are described in Chapter 2.2.1. 

7.2.4 Estimation of glucose tolerance 

Oral glucose tolerance of the animals under the experiment was carried out before 

sacrifice (Narayanankutty et al., 2016). Briefly, the animals were starved overnight, 
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and then orally administered with 2 g/kg glucose. Blood glucose levels were 

monitored at regular intervals using glucometer (One touch select, UK). A graph was 

plotted taking blood glucose levels against time interval. The change in the glucose 

tolerance was represented as the area under the curve as described in Chapter 2.4.3. 

7.2.5 Biochemical analysis 

Serum parameters such as blood glucose, total cholesterol, HDLc and triglycerides 

were determined using commercially available kits Agappe diagnostics (Chennai, 

India). Liver function parameters including ALT, AST and ALP was estimated using 

Span diagnostics kits (Bangalore, India) as per the manufacturer’s instructions. 

Inflammatory cytokine, IL-6, was estimated using commercially available ELISA 

Kits (PeptroTech, Hamburg, Germany).  

7.2.6 Analysis of oxidative stress and antioxidant activity 

Liver tissue was excised and washed in ice cold saline. A small portion of each was 

fixed in 10% buffered formalin for histopathological studies. Liver homogenate was 

prepared (10% w/ v) in Tris HCl buffer (0.1 M, pH 7.4) and used for the estimation of 

lipid peroxidation (Ohkawa et al., 1979) and protein carbonyls (Levine et al., 1990). 

The homogenates were prepared by centrifuging at 10000 rpm for 15 min at 4oC. The 

supernatant was collected and used for GSH (Moron et al., 1979), SOD (McCord and 

Fridovich, 1969), catalase (Beers and Sizer, 1952) and GR (Carlberg and Mannervik, 

1975) assays. The detailed description on the methodology has been given in Chapter 

2.9 and its subdivisions. 

7.2.7 Measurement of polyol pathway enzymes 

Polyol pathway enzymes aldose reductase (AR) and sorbitol dehydrogenase (SDH) 

activities were measured by spectrophotometric procedures as described by Jang et al. 

(2010), which is detailed in the Chapter 2.8. ODC activity was determined as 

described in Chapter 2.7.3, according to the methods of Ngo et al. (1987). 

7.2.8 Histopathological analysis 

Histological studies on the tissues were carried out using hematoxylin and eosin 

staining. The stained slides were observed under 20x magnification of microscope 



Fresh	&	thermally	oxidized	Lard	
 

Pa
ge
14
8	

(Magnus, INVI) and photographed. Histopathological examination and scoring of 

steatosis was done as per the standard method (Brunt et al., 1999) by an expert who is 

unknown to the results of the present study. The detailed outline of procedures used is 

given in Chapter 2.10. 

7.2.9 Real time quantitative PCR analysis 

Total RNA isolated from the colon epithelial tissue was used for the synthesis of 

cDNA, the details of which are described in Chapter 2.11.1 and 2.11.2. Gene 

expression in the colon tissue of various experimental groups was analyzed by qPCR 

according to the ΔΔCT method and data were expressed as fold change in expression 

compared to that of untreated normal animals. Details of RNA isolation, cDNA 

synthesis, sequences of primer used and PCR cycling were given in Chapter 2.11. 

7.2.10 Statistical analysis 

The results of the study were represented as mean ±standard deviation with the help 

of Microsoft office excel 2010 (New Mexico, USA). Statistical analysis was done by 

one way ANOVA following Tukey- Kramer multiple comparisons test using Graph 

pad software (La Jolla, California, USA) (details are given in Chapter 2.12). 

7.3 Results 

7.3.1 Insulin resistance and glucose tolerance 

The animals fed with diet containing high fructose and different edible oils had a 

gradual increase in the blood glucose level in comparison with the normal (reference 

group) rats. Normal animals had an initial blood glucose level of 81.8 ± 12.5 mg/dL, 

which gradually increased to 95.1 ± 5.7 over a period of 30 weeks (16.3%). In high 

fructose diet fed animals the initial and final blood glucose levels were found to be 

88.8 ± 6.5 and 216.0±17.2 mg/dL (143.2%). In LD fed groups, there was an increase 

from 89.6 ± 7.1mg/dL to 259.7 ± 9.5 (189.8%). In the TLD containing diet fed rats, 

the change was more profound from an initial level of 79.2 ± 10.3 mg/dL, blood 

glucose was elevated to 287.0 ± 16.9 mg/dL (262.4%). 

In normal animals, fasting insulin level was found to be 45.71 ± 10.07 pmols/L, which 

was elevated to 66.66 ± 2.04 pmols/L, in HFr alone fed group. In LD containing diet 
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fed animals, the FPI level was 64.35 ± 4.67 pmols/L and further elevated to 71.43 ± 

4.51 pmols/L in TLD containing diet fed animals (Table 7.1). 

HOMA index of beta cell function (HOMA-%B) of normal animal was 63.8 ± 13.5% 

and reduced to 22.0 ± 4.1 during high fructose feeding. In LD containing diet fed 

animals, it was reduced to a level of 15.1 ± 1.5% and in TLD group, it was 14.1 ± 

1.8% (Table 7.1). 

Insulin sensitivity among the normal animals fed on a reference diet was found to be 

116.9 ± 27.2% and came down to a level of 66.1 ± 0.5% in HFr diet feeding. In LD 

containing diet fed animals, it was reduced again to 62.2 ± 3.9% and a further decline 

in insulin sensitivity was observed in TLD containing diet fed animals (50.4 ± 5.2%). 

HOMA-IR or insulin resistance of normal untreated animals was 0.89 ± 0.19 and it 

increased to 1.51 ± 0.01 in HFr group. In LD containing diet fed animals, it was 

elevated to 1.61 ± 0.10. Compared to others, a profound increase to 2.00 ± 0.21 has 

been observed in TLD containing diet fed animals (Table 7.1).  

At the end of the experimental period, glucose tolerance level in the normal animal 

was found to be 19.96±1.96 AUC. In the high fructose fed animals, glucose tolerance 

was reduced to 38.28±4.71 AUC (Fig. 7.1). In LD containing diet fed animals also 

glucose tolerance was disturbed (38.4±2.84 AUC). However, TLD containing diet fed 

rats showed slight improvement in glucose tolerance than LD (36.7±1.94 AUC). 

7.3.2 Serum and hepatic lipid profile 

In the normal diet fed animals, the serum total cholesterol was found to be 66.7 ± 7.4 

mg/dL. High fructose fed animals showed a percentage increase of 30.2 (Figure 7.2a). 

In the LD and TLD containing diet fed animals, the TC levels was increased by 75.96 

and 91.5%, respectively. Similarly, the serum triglyceride level in the HFr group was 

97.3% higher than the normal diet fed rats (81.6 ± 10.1mg/dL). Animals fed with LD 

and TLD containing diets had a respective increase of 122.9 and 166.3% in their TG 

levels. In contrast, HDLc levels of animals in HFr, LD and TLD containing diets were 

reduced by 26.5, 30.4 and 31.9% than the normal animals (37.3 ± 6.2). 

As shown in Figure 7. 2b, hepatic total cholesterol was also showed a significant 

increase (P<0.01) in all the groups compared to normal rats. In HFr, LD and TLD 
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containing diets, the TC was increased from the normal level (133.0 ± 7.3) by 46.4, 

78.4 and 102.0%, respectively. Normal diet fed rats had a TG level of 155.37 ± 

15.5mg/100g tissue. High fructose containing diet fed animals showed an increase of 

55.6% (P<0.01). In the LD and TLD fed animals, more profound increase was 

observed (96.4 and 106.8%). In the case of hepatic HDLc levels, only HFr, LD and 

TLD containing diet fed animals had a significant decrease (P<0.05), where they 

showed a 20.4, 20.2 and 22.2% reduction. 

7.3.3 Hepatic antioxidants and oxidative stress 

The hepatic GSH content of normal animals fed on the reference diet was 8.51 ± 0.34 

nmoles/mg protein and it was reduced to 6.17 ± 0.25 nmoles/mg protein in the HFr 

group. In LD containing diet fed animals, the level was 6.27 ± 0.61 nmoles/mg 

protein and reduced significantly to 5.32 ± 0.96 nmoles/mg protein in TLD group 

(Figure 7.3b). 

The catalase activity in the hepatic tissue of animals in the normal group was 87.53 ± 

8.73 U/mg protein. In HFr group, it was significantly reduced to 51.95 ± 8.38 U/mg 

protein. In LD and TLD containing diet fed rats, the hepatic catalase activity was 

52.57 ± 6.29 and 42.98 ± 5.41 U/mg protein (Figure 7.3a). 

Superoxide dismutase activity of the HFr group of animals (4.28 ± 0.13 U/mg protein) 

was significantly lower than the normal animals (6.90 ± 0.28 U/mg protein). In LD 

and TLD containing diet fed animals, the activities were 3.07 ± 0.18 and 4.01 ± 0.25 

U/mg protein (Figure 7.3a). 

The glutathione reductase activity of the normal animals was 23.73 ± 3.2 U/mg 

protein and it remained similar in all the groups. In HFr, LD and TLD group of rats, 

the GR activity was 22.44 ± 2.7, 26.98 ± 1.1 and 24.36 ± 1.6 U/mg protein, 

respectively (Figure 7.3a). 

The thiobarbituric acid reactive substance levels in normal animals were 3.84 ± 0.32 

and 4.1 ± 0.9 nmoles/mg protein in the serum and hepatic tissue. It was increased to 

4.94 ± 0.26 and 5.5 ± 0.6 nmoles/mg protein in HFr group. In LD containing diet fed 

animals, the TBARS level was 4.96 ± 0.93 and 4.8 ± 0.4 nmoles/mg protein in the 

serum and liver. It was further elevated to 6.35 ± 0.88 and 7.2 ± 0.9 nmoles/mg 

protein in the serum and liver of TLD containing diet fed animals (Figure 7.3b). 



Fresh	&	thermally	oxidized	Lard	
 

Pa
ge
15
1	

7.3.4 Polyol pathway enzymes and ornithine decarboxylase activity 

As shown in Figure 7.4 a, fructose feeding for 4 weeks induced hyperglycemia and 

associated activation in polyol pathway. In the normal rats the AR and SDH activities 

were found to be 1.59±0.35 and 0.84±0.11 U/mg protein. In the high fructose fed rats, 

the respective levels were increased to 3.47±0.57 and 1.34±0.27 U/mg protein. In LD 

fed rats, there was a marginal decrease in the activities of AR and SDH, with values 

3.45±0.36 and 1.48±0.31 U/mg protein respectively. However, TLD fed animals 

showed the highest activities for AR and SDH, with values 3.97±0.59 and 1.58±0.32 

U/mg protein. 

Ornithine decarboxylase activity was found to be 5.43±0.29 in normal rats (Figure 3 

b), which slightly increased in fructose fed rats (6.07±0.15). In LD fed rats, the level 

was same as that of the normal (6.17±1.2 U/mg protein). Whereas in the TLD fed rats, 

there was an augmentation in ODC activity was observed (6.03±0.48 U/ mg protein). 

7.3.5 Liver function parameters 

The AST activity in the normal untreated animals was 94.4 ± 9.8 IU/L, which was 

increased to 134.5 ± 6.4 upon 30 weeks of fructose feeding. In the LD group of rats, 

the AST activity was 131.0 ± 12.3 IU/L and in TLD containing diet fed rats an 

elevated activity of 170.5 ± 14.6 IU/L was observed (Figure 7.4 b).  

Similar increase was observed in ALT activity also, where the animals fed with HFr, 

LD and TLD containing diet had 46.8 ± 6.0, 59.9 ± 2.3 and 60.8 ± 1.5 IU/L compared 

to the normal diet fed animals (35.8 ± 4.4 IU/L). Alkaline phosphatase activity of the 

normal rats was 196.4 ± 7.4 IU/L. The activities were increased in HFr, LD and TLD 

containing diet fed rats respectively to 210.4 ± 12.6, 225.5 ± 6.2, and 231.1 ± 10.2 

IU/L (Figure 7.4 b). 

7.3.6 GGT and LDH activity and IL-6 levels 

In the reference diet fed normal animals, GGT activity was 28.65 ± 2.71 IU/L. It was 

elevated to 37.30 ± 8.10 IU/L in HFr group. GGT activity in LD and TLD containing 

diet fed animals was 44.39 ± 5.10 and 48.70 ± 2.10 IU/L (Table 7.2). 
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Lactate dehydrogenase (LDH) activity in the HFr group (189.6 ± 9.7 IU/L) was 

higher than that of the normal animals (166.9 ± 21.5 IU/L). In LD and TLD 

containing diet fed rats, the LDH activity was further elevated to 204.7 ± 17.1 and 

229.60 ± 18.1 IU/L (Table 7.2).  

The serum IL-6 level of normal animals was 0.59± 0.07 pg/mL and the same in HFr 

diet fed animals was 1.97± 0.21 pg/mL. In fresh lard fed animals, the serum IL-6 level 

was near normal (0.54± 0.08 pg/mL), whereas in TLD containing diet fed animals, the 

same was 2.5± 0.04 pg/mL (Figure 7.6). 

7.3.7 Effect on colonic antioxidant status 

Reduced glutathione levels in the colon mucosa of normal animals was 25.3 ± 3.2 

nmoles/ mg protein, which was reduced to 16.18 ± 0.5 nmoles/ mg protein in HFr 

group. In fresh LD containing diet fed animals, the level was 19.61 ± 0.9 nmoles/ mg 

protein and in TLD groups it was 14.33 ± 2.0 nmoles/ mg protein (Figure 7.5.a). 

Superoxide dismutase activity in the colon mucosa of normal rats fed with reference 

diet was 6.25 ± 0.6 U/ mg protein, which was reduced in HFr group of animals to 4.40 

± 0.3 U/ mg protein. Animals fed on modified diet containing LD and TLD had SOD 

activities of 5.08 ± 0.3 and 4.86 ± 0.4 U/ mg protein (Figure 7.5.a). 

Glutathione peroxidase activity in normal animals was 153.67 ± 8.2 U/ mg protein, 

which was shown a mild reduction to 133.65 ± 4.0 U/ mg protein. However, the 

activity remained unaltered in LD or TLD containing diet fed animals (138.77 ± 9.0 

and 110.40 ± 4.5 U/ mg protein) (Figure 7.5.b). 

Thiobarbituric acid reactive substances (TBARS) level in the colon of normal rats was 

43.87 ± 3.3 nmoles/ mg protein. In HFr fed animals, the serum and liver TBARS was 

elevated to 57.28 ± 4.9 nmoles/ mg protein. In LD and TLD diet fed animals, the 

levels were 55.95 ± 3.1 and 62.94 ± 6.3 nmoles/ mg protein (Figure 7.5.b). 

7.3.8 Histopathological analysis 

Histopathological analysis of the liver tissues of animals fed with normal diet (Figure 

7.7 a) and those fed on high fructose (b), LD (c), TLD (d). The normal animals had 

liver tissue architecture with normal central venous system, the portal triads, 

sinusoidal spaces and Kupffer cells. However LD and TLD diet fed groups showed 
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signs of hepatosteatosis, observed as macrovesicles. TLD containing diet fed animals 

showed progressed hepatosteatosis than those fed with LD diet. 

In normal animals (a), the colon mucosal and serosa layers found to be normal and 

unchanged intestinal glands. However, in HFr group (b), and those animals fed with a 

diet containing LD (c) or TLD (d), mild infiltration of inflammatory cells had been 

observed (Figure 7.8). 

7.3.9 Gene expression profile using qPCR analysis 

Interleukin- 6 expression was increased in HFr group of rats by 24.08 ± 1.48 fold. In 

LD and TLD containing diet fed animals, the expression was increased by 20.82 ± 

2.46 and 43.71 ± 7.08 folds. Expression of another pro-inflammatory cytokine, TNF-

α, was increased by 16.11 ± 1.42 fold in HFr group. It was increased by 16.91 ± 1.22 

and 36.25 ± 1.20 fold in LD and TLD containing diet fed animals. 

Expression of P53 gene was increased by 1.84 ± 0.23 fold in HFr group, whereas in 

LD and TLD containing diet fed rats the p53 expression was increased by 1.92 ± 0.19 

and 3.20 ± 0.44 fold. Expression of Wnt-1 gene in HFr group was increased by 42.81 

± 2.19 fold. In LD and TLD containing diet fed rats, the expression was increased by 

16.11 ± 2.84 and 46.21 ± 1.93 folds. In HFr group, the expression of PPAR-γ was 

increased by 42.22 ± 3.61. The increase in expression of the PPAR-γ gene in LD and 

TLD containing diet fed groups was 32.45 ± 0.28 and 28.44 ± 1.46 folds. Another 

proto-oncogene, protein kinase B (Akt), expression was increased by 2.85 ± 0.14 in 

HFr group, which was 1.06 ± 0.15 and 5.06 ± 0.25 folds in LD and TLD fed group of 

rats. 

7.4 Discussion 

Thermal oxidation Lard has been shown to increase in the peroxide and aldehyde 

contents as described in Chapter 3. The increase in the aldehydes is comparatively 

higher than the plant derived saturated and monounsaturated oils. Possibly, the 

oxidation and hydrolysis reactions act at the unsaturated fatty acids leading to the 

breakage as well as polymerization of triglycerides. Further, oxidation of linoleic acid 

(which is present in comparatively lesser quantity than that of SO), the predominant 

fatty acid in lard, can generate various toxic aldehydes and other byproducts. In 
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addition, cholesterol rich lard may also undergo oxidative modifications generating 

large quantities of oxysterols (Hur et al., 2007). Supporting our results, Monika et al. 

(2017) has also shown the formation of oxysterols during thermal processing of 

cholesterol containing meat. Therefore, it is possible that oxidized cholesterol content 

may be high in TLD which make it unique from the other vegetable oils studied. 

Consumption of TLD has been shown to exacerbate the hyperglycemia and glucose 

intolerance induced by high fructose diet over time, when compared to its fresh form 

(Lard). Further, increased insulin resistance, as indicated by HOMA-IR indices, has 

also been observed in animals fed with TLD. Studies by Alkazemi et al. (2008) has 

previously indicated a positive correlation between the oxysterols formation and 

insulin levels in body. Moreover PUFA content is lower in the LD than that of SO; it 

is thus possible that, together with the high fructose diet, the oxysterols present in 

TLD may have contributed to the significantly higher insulin resistance and 

associated hyperglycemia observed. 

Increase in the activities of gamma glutamyl transferase and lactate dehydrogenase 

has been observed in animals fed with a diet containing thermally oxidized lard. It has 

been previously reported that GGT activity increase in response to insulin resistance 

(Bonnet et al., 2011). Further, reports have also indicated that increased LDH 

expression and activity reduce beta cell functioning and increase insulin resistance 

(Ainscow et al., 2000; Wu et al., 2016). GGT and LDH are also indicators of 

oxidative damages to tissues (Ramos et al., 2013), therefore it can be presumed that 

TLD containing diet fed animals may have increased the oxidative damages. 

Increased hyperglycemic conditions in the body eventually lead to increased 

lipogenesis in the liver. As in the case of TLD fed rats, significantly higher levels of 

triglycerides and cholesterol accumulation is noted in this study. Though fresh LD fed 

rats also had dyslipidemic conditions, it was advanced to a greater extent in the TLD 

fed rats. Dyslipidemia is also confirmed in terms of the reduced levels HDLc in the 

serum and liver tissues of the animals. Similar results have been obtained in previous 

studies conducted with other edible oils (Aruna et al., 2005a; Aruna et al., 2004; 

Aruna et al., 2005b; Lamboni and Perkins, 1996). This increase in the total 

cholesterol and triglyceride levels can be due to the endogenous cholesterol and free 

fatty acid content in lard. Partially the increase in TG and TC may be contributed by 
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the CFAMs, which have shown to alter the activity of hepatic lipid metabolizing 

enzymes (Lamboni et al., 1998). Further, CFAMs has been previously shown to down 

regulate the protein and mRNA expression of Carnitine palmitoyl transferase (CPT), 

an enzyme involved in the transport and mitochondrial oxidation of fatty acids. In 

addition, Flickinger et al. (1997) has indicated that CFAMs diminish the activity of 

calcium dependent ATPase activity, whose inhibition is often correlated to hepatic 

lipid accumulation and hepatosteatosis (de Oliveira et al., 2011). 

The level of lipid peroxidative changes are noted in TLD group animals, which is in 

line with studies by Adam et al. (2008), where increased lipid peroxidation in fried 

palm oil fed rats. Elevated accumulation of these lipid oxidation products are often 

recognized as a risk factor for many of the liver diseases including non-alcoholic fatty 

liver (Konishi et al., 2006; Poli et al., 1987). Providing further insight in to this 

increased lipid peroxidation product accumulation, hepatic antioxidant defense system 

comprising of the superoxide dismutase and catalase is shown to be diminished in 

activity in the TLD groups. Reduction in the antioxidants enzyme activities is also 

suggested to be involved in the progression of NAFLD (Koruk et al., 2004). These 

observations are in corroboration with the increased incidence of microvesicles and 

higher degree of hepatocellular ballooning in the liver tissues of TLD fed rats. These 

results thus indicate a comparatively higher degree of hepatic damage in the animals 

fed with high fructose and thermally oxidized lard containing diet. 

In connection with these, reduced level of enzymatic as well as non-enzymatic 

antioxidants has also been observed in the colon tissue of TLD containing diet fed 

animals. Enhanced polyol pathway enzyme activities during hyperglycemia is a factor 

that contribute to the oxidative stress in these animals (Narayanankutty et al., 2017). 

The increased levels of lipid peroxidation products formed in the edible oil during 

thermal oxidation may have also contributed towards the increased oxidative stress in 

TLD containing diet fed animals. Among the thermally oxidized vegetable oils 

studied, TCO has shown significant deleterious effect to Hepatic tissue that even 

projected lipogranuloma. TLD has more or less equivalent hepato toxic potential 

however no animals in this group develop lipogranuloma. 

Along with the oxidative damages, higher expression of pro-inflammatory cytokines 

such as IL-6 and TNF-α has also been observed in the colon epithelial tissues of TLD 
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fed animals. The pro-oxidant and inflammatory potential are higher in magnitude that 

previously described TSO (Chapter 6). Since both the edible oils are rich in linoleic 

acid, heat induced oxidation of linoleic acid may be expected in both the oils 

generating the pro-inflammatory 9- and 13-hydroxyoctadecadienoic acids, however, 

with a lesser amount in TLD (9-HODE and 13-HODE) (Dandona et al., 2010; 

Mabalirajan et al., 2013; Patwardhan et al., 2010; Spindler et al., 1997). Additionally, 

the cholesterol oxidation products in TLD may also contribute to the inflammation 

and oxidative damages. Heat induced alterations in the cholesterol leads to the 

formation of oxysterols which includes α, β-epoxycholesterol, 20α-

hydroxycholesterol, 25-hydroxycholesterol, and 7-ketocholesterol (Orczewska-Dudek 

et al., 2012). These cholesterol oxidation products have been found to induce toxicity 

in colon epithelial cells under in vitro conditions (J. et al., 2003). They also has 

significant roles in inflammation and carcinogenesis in colorectal tissues (Rossin et 

al., 2017). Increased expression of cell survival or proliferative genes such as Wnt-1 

and Akt, concomitantly reduced PPARγ expression possibly indicate a pro-

carcinogenic potential of these thermally oxidized lard. Possibly oxidized PUFA and 

oxysterols might have contributed to these pathological changes. 

The study thus concludes that consumption of animal based fats is unhealthy; the 

deleterious effect could be due to the large amount of oxysterols and toxic fatty 

aldehydes derived carbonyls generated in the oil during thermal oxidation. Increased 

hepatic damage as observed in the TLD group is a clear indication of the ability of 

thermally oxidized lard in inducing metabolic disorders of liver over their fresh 

counterparts. However, though dyslipidemia and redox imbalance is elevated in TLD, 

the extent of NAFLD incidence has been higher in TCO containing diet fed animals 

(Chapter 4). Further, increased oxidative stress, chronic inflammation and elevated 

expression of proliferative/ cell survival genes in colon of TLD groups of rats together 

indicate a possible pro-carcinogenic potential over long-term consumption. Compared 

to other edible oils of vegetable origin (Chapter 4, 5& 6), TLD contains higher 

amounts of cholesterol oxidation products or oxysterols. The increased deleterious 

effects of TLD may be contributed by these oxysterols. 
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Table 7.1 Variation in the levels of blood glucose and plasma insulin as well as 

HOMA indices in rat under HFr diet and LD/TLD supplementation. 

Parameters Normal HFr LD TLD 

HOMA2 %B 63.8± 13.5 22.0± 4.1*** 15.1± 1.5*** 14.1± 1.8*** 

HOMA2 %S 116.9± 27.2 66.1± 0.5*** 62.2± 3.9*** 50.4± 5.2*** 

HOMA2 IR 0.89± 0.19 1.51± 0.01** 1.61± 0.10** 2.00± 0.21*** 

Glucose 
(mg/dL) 95.1± 5.7 216.0±17.2*** 259.7± 9.5 *** 287.0 ± 16.9 *** 
Insulin 
(pg/L) 45.71± 10.07 66.66± 2.04** 64.35± 4.67** 71.43± 4.51*** 

Figure 7.1 Change in the oral glucose tolerance as indicated by the change in area 

under the curve in different experimental diet fed animals at the end of 30 weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 7.2: The serum (a) and liver (b) lipid profile of animals in the different 

experimental groups fed on a reference diet (normal) and modified experimental diet 

containing lard or thermally oxidized lard as fatty acid source for 30 weeks. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 7.3: Changes in the hepatic redox status parameters such as catalase, 

superoxide dismutase and glutathione reductase (a) as well as GSH, serum and liver 

TBARs in animals fed with reference diet and modified experimental diets. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 7.4: Changes in the activities of hepatic polyol pathway enzymes such as 

aldose reductase and sorbitol dehydrogenase (a) and liver function markers enzymes 

such as AST, ALT & ALP, in animals under different experimental diets after 30 

weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Figure 7.5 Changes in the redox parameters such as, GSH level and SOD activity (a) 

as well as of GPx activity and TBARS level (b), colon epithelial tissues of animals 

under different experimental diets for a period of 30 weeks. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Table 7.2 Changes in the activities of gamma glutamyl transferase (GGT) and lactate 

dehydrogenase (LDH) in animals fed with HFr diet as well as LD or TLD 

supplementation. 

 Normal HFr LD TLD 

GGT 28.65± 2.71 37.30± 8.10 44.39± 5.10** 48.70± 2.10*** 

LDH 166.9± 21.5 189.6± 9.7* 204.7± 17.1** 229.60± 18.1*** 

Table 7.3 Grades of hepatosteatosis in HFr diet fed animals and the effect of LD or 

TLD on the extent of hepatosteatosis. 

Characteristics Normal HFr LD TLD 

Micro vesicular steatosis 0 1 1 2 

Hepatocellular ballooning 0 1 1 2 

Portal tract inflammation 0 1 1 1 

Glycogenated nuclei 0 1 1 1 

Lipogranuloma 0 0 0 0 

(0- absence; 1- mild; 2-moderate; 3- severe) 

pg
/m

L

Figure 7.6 Change in the level of serum IL-6 in different experimental diet fed 

animals at the end of 30 weeks 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 





Figrure 7. 8 Histomorphometry of the H&E stained colon tissues of 
animals fed with reference diet (A), HFr alone diet (B), lard (C), or TLD 
(D) containing. Photos were taken in Magnus INVI microscope (Chennai,
India) at 200x magnification � 
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Figure 7.9 Expression of various genes such as IL- 6 (a), TNF-α (b), P53 (c), Wnt-1 

(d), PPARƳ (e) and Akt-1 (f) in the colon epithelial tissues of experimental rats fed 

with reference and modified diets. The data represented fold changed in expression 

with respect to the untreated reference diet fed animals. 

(* indicates significant difference at p<0.05; ** indicates p<0.01; *** indicates p<0.001) 
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Conclusion 

Edible oils are the essential sources of fatty acids and various other bioactive 

components such as polyphenols, tocopherol and other micronutrients. Intake of these 

oils at a normal level is necessary to maintain body health. The biological effects of 

oils vary with the changes in their physicochemical composition and thus different 

edible oils produce differential effects. Since most culinary processes involve heating 

and frying, the oils tend to undergo severe oxidative modifications such as hydrolysis, 

oxidation and polymerization, which make them unhealthy for consumption. 

The study has identified the ill effects of consuming a high fructose- high-fat diet over 

prolonged periods. High fructose alone diet is found to induce insulin resistance 

dyslipidemia hepatotoxicity redox imbalance and inflammatory changes specifically 

in colon tissues. All the edible oils incorporated in the fructose diet in its thermally 

oxidized form exacerbated these deleterious effects, however, varied depending on the 

fatty acid composition and structure. In general, unsaturated fatty acid rich oils, 

especially polyunsaturated fatty acid rich SO  as well as animal fat lard are found to 

exert a more deleterious effect. With respect to the insulin resistance, coconut oil and 

it’s thermally oxidized form is found to be least toxic, owing to their medium chain 

saturated fat content. However, the hepatotoxic effect of TCO has been found to be 

predominant over other thermally oxidized edible oils and there observed a higher 

extent of NAFLD development. Since NAFLD raises the overall risk for the 

development of hepatocellular carcinoma, consumption of thermally oxidized 

saturated fat containing diet may be cautioned in these aspects. 

Further, the HFr induced redox imbalance in colon tissue has been worsened by the 

incorporation of TSO and TLD into the diet fed than that of TMO and TCO. 

Consequently increased inflammatory insults are also evident in TSO and TLD fed 

group animals. The possible involvement of cholesterol oxidation products in TLD 

and plant sterol oxidation products in TSO is expected to be the actual driving 

molecules of oxidative imbalance and chronic inflammation. Together with this, 

upregulated expression of cytoprotective/ proliferative genes in the TLD and TSO 

containing diet fed animals possibly indicate a neoplastic conversion in the colon 

tissues.  This possibility is found high with TLD. Therefore, it is assumed that the 
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consumption of unsaturated fat containing edible oil that contains cholesterol 

oxidation products possibly increase the risk for colorectal carcinogenesis. 

The actual molecules behind these deleterious effects are not identified; however, the 

physicochemical analysis together with biochemical estimations has been helpful to 

make certain assumptions. The MCFA rich coconut oil tends to undergo triglyceride 

polymerization than oxidation. However, unsaturated fatty acid-rich edible oils have 

been shown to undergo oxidation, generating lipid carbonyls and aldehydes. Further, 

the formation of phytosterol oxidation products in TSO, as well as the formation of 

oxysterols in TLD, is possible during thermal oxidation. 

Overall the study has identified two major setbacks over the consumption of edible 

oils, especially in their thermally oxidized forms. Since high fructose induces insulin 

resistance and dyslipidemia, a condition similar to that of Type 2 diabetes, the present 

study cautions that the continued use of thermally oxidized oils by diabetic 

individuals may increase the chance of fatty liver disease and colorectal cancer. 

Further, the dietary pattern of high fructose as well as high thermally oxidized edible 

oils and fats, used in the present study, may be equated to the current fast food habits 

and westernized diet that may be responsible for the current increase in the incidence 

of various degenerative disorders, especially NAFLD and colorectal cancer. 



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Chapter 9 
Bibliography 

 

 

 



Bibliography	
 

Pa
ge
16
8	

Reference 

Adam S K, Soelaiman I N, Umar N A, Mokhtar N, Mohamed N, et al. (2008). Effects 

of Repeatedly Heated Palm Oil on Serum Lipid Profile, Lipid Peroxidation and 

Homocysteine Levels in a Post-Menopausal Rat Model. McGill Journal of Medicine : 

MJM, 11, 145-151. 

 

Adams L A, Anstee Q M, Tilg H, and Targher G. (2017). Non-alcoholic fatty liver 

disease and its relationship with cardiovascular disease and other extrahepatic 

diseases. Gut, 66, 1138-1153. 

Aguirre V, Werner E D, Giraud J, Lee Y H, Shoelson S E, et al. (2002). 

Phosphorylation of Ser307 in Insulin Receptor Substrate-1 Blocks Interactions with 

the Insulin Receptor and Inhibits Insulin Action. Journal of Biological Chemistry, 

277, 1531-1537. 

Ainscow E K, Zhao C, and Rutter G A. (2000). Acute overexpression of lactate 

dehydrogenase-A perturbs beta-cell mitochondrial metabolism and insulin secretion. 

Diabetes, 49, 1149-1155. 

Albert B B, Derraik J G B, Brennan C M, Biggs J B, Smith G C, et al. (2014). Higher 

omega-3 index is associated with increased insulin sensitivity and more favourable 

metabolic profile in middle-aged overweight men. Scientific Reports, 4, 6697. 

Alexander D D, Weed D L, Miller P E, and Mohamed M A. (2015). Red Meat and 

Colorectal Cancer: A Quantitative Update on the State of the Epidemiologic Science. 

J Am Coll Nutr, 34, 521-543. 

Ali M A, Nargis A, Othman N H, Noor A F, Sadik G, et al. (2017). Oxidation stability 

and compositional characteristics of oils from microwave roasted pumpkin seeds 

during thermal oxidation. International Journal of Food Properties, 20, 2569-2580. 

Alkazemi D, Egeland G, Vaya J, Meltzer S, and Kubow S. (2008). Oxysterol as a 

Marker of Atherogenic Dyslipidemia in Adolescence. The Journal of Clinical 

Endocrinology & Metabolism, 93, 4282-4289. 



Bibliography	
 

Pa
ge
16
9	

Alomirah H, Al-Zenki S, Husain A, Sawaya W, Ahmed N, et al. (2010). 

Benzo[a]pyrene and total polycyclic aromatic hydrocarbons (PAHs) levels in 

vegetable oils and fats do not reflect the occurrence of the eight genotoxic PAHs. 

Food Addit Contam Part A Chem Anal Control Expo Risk Assess, 27, 869-878. 

Amet Y, Berthou F, Goasduff T, Salaun J P, Le Breton L, et al. (1994). Evidence that 

cytochrome P450 2E1 is involved in the (omega-1)-hydroxylation of lauric acid in rat 

liver microsomes. Biochem Biophys Res Commun, 203, 1168-1174. 

Ammouche A, Rouaki F, Bitam A, and Bellal M M. (2002). Effect of ingestion of 

thermally oxidized sunflower oil on the fatty acid composition and antioxidant 

enzymes of rat liver and brain in development. Ann Nutr Metab, 46, 268-275. 

Apolzan J W, and Harris R B. (2012). Differential effects of chow and purified diet on 

the consumption of sucrose solution and lard and the development of obesity. Physiol 

Behav, 105, 325-331. 

Armaforte E, Mancebo-Campos V, Bendini A, Desamparados Salvador M, Fregapane 

G, et al. (2007). Retention effects of oxidized polyphenols during analytical extraction 

of phenolic compounds of virgin olive oil. Journal of Separation Science, 30, 2401-

2406. 

Aruna K, Rukkumani R, Suresh P, and Menon V P. (2005a). Expression pattern of 

matrix metalloproteinases in alcohol- and thermally oxidized sunflower oil-induced 

toxicity: protective role of an aminothiazole derivative. J Med Food, 8, 242-245. 

Aruna K, Rukkumani R, Sureshvarma P, and Menon V P. (2004). Role of an 

aminothiazole derivative on ethanol- and thermally oxidized sunflower oil-induced 

toxicity. Pol J Pharmacol, 56, 233-240. 

Aruna K, Rukkumani R, Varma P S, and Menon V P. (2005b). Therapeutic role of 

Cuminum cyminum on ethanol and thermally oxidized sunflower oil induced toxicity. 

Phytother Res, 19, 416-421. 

Awada M, Soulage C O, Meynier A, Debard C, Plaisancie P, et al. (2012). Dietary 

oxidized n-3 PUFA induce oxidative stress and inflammation: role of intestinal 

absorption of 4-HHE and reactivity in intestinal cells. J Lipid Res, 53, 2069-2080. 



Bibliography	
 

Pa
ge
17
0	

Bach A C, and Babayan V K. (1982). Medium-chain triglycerides: an update. Am J 

Clin Nutr, 36, 950-962. 

Baena M, Sangüesa G, Dávalos A, Latasa M-J, Sala-Vila A, et al. (2016). Fructose, 

but not glucose, impairs insulin signaling in the three major insulin-sensitive tissues. 

Scientific Reports, 6, 26149. 

Bantle J P. (2009). Dietary Fructose and Metabolic Syndrome and Diabetes. J Nutr, 

139, 1263S-1268S. 

Banvolgyi A, Pozsgai G, Brain S D, Helyes Z S, Szolcsanyi J, et al. (2004). Mustard 

oil induces a transient receptor potential vanilloid 1 receptor-independent neurogenic 

inflammation and a non-neurogenic cellular inflammatory component in mice. 

Neuroscience, 125, 449-459. 

Barriuso B, Ansorena D, Poyato C, and Astiasarán I. (2015). Cholesterol and 

stigmasterol within a sunflower oil matrix: Thermal degradation and oxysterols 

formation. Steroids, 99, 155-160. 

Basciano H, Federico L, and Adeli K. (2005). Fructose, insulin resistance, and 

metabolic dyslipidemia. Nutr Metab (Lond), 2, 5. 

Bastida S, and Sánchez-Muniz F J. (2001). Thermal Oxidation of Olive Oil, 

Sunflower Oil and a Mix of Both Oils during Forty Discontinuous Domestic Fryings 

of Different Foods. Food Science and Technology International, 7, 15-21. 

Bautista R, Carreon-Torres E, Luna-Luna M, Komera-Arenas Y, Franco M, et al. 

(2014). Early endothelial nitrosylation and increased abdominal adiposity in Wistar 

rats after long-term consumption of food fried in canola oil. Nutrition, 30, 1055-1060. 

Beers R F, Jr., and Sizer I W. (1952). A spectrophotometric method for measuring the 

breakdown of hydrogen peroxide by catalase. J Biol Chem, 195, 133-140. 

Beilharz J E, Maniam J, and Morris M J. (2014). Short exposure to a diet rich in both 

fat and sugar or sugar alone impairs place, but not object recognition memory in rats. 

Brain Behav Immun, 37, 134-141. 

Berry E M. (2001). Are diets high in omega-6 polyunsaturated fatty acids unhealthy? 

European Heart Journal Supplements, 3, D37-D41. 



Bibliography	
 

Pa
ge
17
1	

Bezerra R n M N, Ueno M, Silva M S, Tavares D Q, Carvalho C R O, et al. (2000). A 

High Fructose Diet Affects the Early Steps of Insulin Action in Muscle and Liver of 

Rats. J Nutr, 130, 1531-1535. 

Biasi F, Mascia C, and Poli G. (2008). The contribution of animal fat oxidation 

products to colon carcinogenesis, through modulation of TGF-β1 signaling. 

Carcinogenesis, 29, 890-894. 

Bonnet F, Ducluzeau P-H, Gastaldelli A, Laville M, Anderwald C H, et al. (2011). 

Liver Enzymes Are Associated With Hepatic Insulin Resistance, Insulin Secretion, 

and Glucagon Concentration in Healthy Men and Women. Diabetes, 60, 1660-1667. 

Borengasser S J, Rector R S, Uptergrove G M, Morris E M, Perfield J W, et al. 

(2012). Exercise and Omega-3 Polyunsaturated Fatty Acid Supplementation for the 

Treatment of Hepatic Steatosis in Hyperphagic OLETF Rats. Journal of Nutrition and 

Metabolism, 2012, 268680. 

Bosetti C, Talamini R, Levi F, Negri E, Franceschi S, et al. (2002). Fried foods: a risk 

factor for laryngeal cancer? Br J Cancer, 87, 1230-1233. 

Bradley M A, Xiong-Fister S, Markesbery W R, and Lovell M A. (2012). Elevated 4-

hydroxyhexenal in Alzheimer's disease (AD) progression. Neurobiol Aging, 33, 1034-

1044. 

Bragdon J H, and Karmen A. (1960). The fatty acid composition of chylomicrons of 

chyle and serum following the ingestion of different oils. J Lipid Res, 1, 167-170. 

Brandsch C, Ringseis R, and Eder K. (2002). High dietary iron concentrations 

enhance the formation of cholesterol oxidation products in the liver of adult rats fed 

salmon oil with minimal effects on antioxidant status. J Nutr, 132, 2263-2269. 

Bravi M C, Pietrangeli P, Laurenti O, Basili S, Cassone-Faldetta M, et al. (1997). 

Polyol pathway activation and glutathione redox status in non-insulin-dependent 

diabetic patients. Metabolism, 46, 1194-1198. 

Bravo E, Palleschi S, Aspichueta P, Buqué X, Rossi B, et al. (2011). High fat diet-

induced non alcoholic fatty liver disease in rats is associated with 



Bibliography	
 

Pa
ge
17
2	

hyperhomocysteinemia caused by down regulation of the transsulphuration pathway. 

Lipids Health Dis, 10, 60-60. 

Brenes M, García A, Dobarganes M C, Velasco J, and Romero C. (2002). Influence of 

Thermal Treatments Simulating Cooking Processes on the Polyphenol Content in 

Virgin Olive Oil. J Agric Food Chem, 50, 5962-5967. 

Briand F, Thieblemont Q, Muzotte E, and Sulpice T. (2012). High-fat and fructose 

intake induces insulin resistance, dyslipidemia, and liver steatosis and alters in vivo 

macrophage-to-feces reverse cholesterol transport in hamsters. J Nutr, 142, 704-709. 

Brunt E M, Janney C G, Di Bisceglie A M, Neuschwander-Tetri B A, and Bacon B R. 

(1999). Nonalcoholic steatohepatitis: a proposal for grading and staging the 

histological lesions. Am J Gastroenterol, 94, 2467-2474. 

Buzzetti E, Pinzani M, and Tsochatzis E A. (2016). The multiple-hit pathogenesis of 

non-alcoholic fatty liver disease (NAFLD). Metabolism, 65, 1038-1048. 

Carbonera F, Bonafe E G, Martin C A, Montanher P F, Ribeiro R P, et al. (2014). 

Effect of dietary replacement of sunflower oil with perilla oil on the absolute fatty 

acid composition in Nile tilapia (GIFT). Food Chem, 148, 230-234. 

Caretto A, and Lagattolla V. (2015). Non-communicable diseases and adherence to 

Mediterranean diet. Endocr Metab Immune Disord Drug Targets, 15, 10-17. 

Carey D G, Jenkins A B, Campbell L V, Freund J, and Chisholm D J. (1996). 

Abdominal Fat and Insulin Resistance in Normal and Overweight Women: Direct 

Measurements Reveal a Strong Relationship in Subjects at Both Low and High Risk 

of NIDDM. Diabetes, 45, 633-638. 

Carlberg I, and Mannervik B. (1975). Purification and characterization of the 

flavoenzyme glutathione reductase from rat liver. J Biol Chem, 250, 5475-5480. 

Carrasco-Pancorbo A, Cerretani L, Bendini A, Segura-Carretero A, Lercker G, et al. 

(2007). Evaluation of the Influence of Thermal Oxidation on the Phenolic 

Composition and on the Antioxidant Activity of Extra-Virgin Olive Oils. J Agric 

Food Chem, 55, 4771-4780. 



Bibliography	
 

Pa
ge
17
3	

Cha S H, Wolfgang M, Tokutake Y, Chohnan S, and Lane M D. (2008). Differential 

effects of central fructose and glucose on hypothalamic malonyl–CoA and food 

intake. Proceedings of the National Academy of Sciences, 105, 16871-16875. 

Chang L W, Lo W S, and Lin P. (2005). Trans, trans-2,4-decadienal, a product found 

in cooking oil fumes, induces cell proliferation and cytokine production due to 

reactive oxygen species in human bronchial epithelial cells. Toxicol Sci, 87, 337-343. 

Chao P M, Huang H L, Liao C H, Huang S T, and Huang C J. (2007). A high oxidised 

frying oil content diet is less adipogenic, but induces glucose intolerance in rodents. 

Br J Nutr, 98, 63-71. 

Che Z, Liu Y, Chen Y, Cao J, Liang C, et al. (2014). The apoptotic pathways effect of 

fine particulate from cooking oil fumes in primary fetal alveolar type II epithelial 

cells. Mutat Res Genet Toxicol Environ Mutagen, 761, 35-43. 

Chen H, Yang M, and Ye S. (1992). A study on genotoxicity of cooking fumes from 

rapeseed oil. Biomed Environ Sci, 5, 229-235. 

Cherng S H, Huang K H, Yang S C, Wu T C, Yang J L, et al. (2002). Human 8-

oxoguanine DNA glycosylase 1 mRNA expression as an oxidative stress exposure 

biomarker of cooking oil fumes. J Toxicol Environ Health A, 65, 265-278. 

Chiang T A, Pei-Fen W, Ying L S, Wang L F, and Ko Y C. (1999a). Mutagenicity 

and aromatic amine content of fumes from heated cooking oils produced in Taiwan. 

Food Chem Toxicol, 37, 125-134. 

Chiang T A, Wu P F, and Ko Y C. (1999b). Identification of carcinogens in cooking 

oil fumes. Environ Res, 81, 18-22. 

Chiang T A, Wu P F, Wang L F, Lee H, Lee C H, et al. (1997). Mutagenicity and 

polycyclic aromatic hydrocarbon content of fumes from heated cooking oils produced 

in Taiwan. Mutat Res, 381, 157-161. 

Chiang Y F, Shaw H M, Yang M F, Huang C Y, Hsieh C H, et al. (2011). Dietary 

oxidised frying oil causes oxidative damage of pancreatic islets and impairment of 

insulin secretion, effects associated with vitamin E deficiency. Br J Nutr, 105, 1311-

1319. 



Bibliography	
 

Pa
ge
17
4	

Choe E, and Min D B. (2007). Chemistry of deep-fat frying oils. J Food Sci, 72, R77-

86. 

Choudhury A R, Das T, and Sharma A. (1997). Mustard oil and garlic extract as 

inhibitors of sodium arsenite-induced chromosomal breaks in vivo. Cancer Lett, 121, 

45-52. 

Christensen E, Hagve T A, Gronn M, and Christophersen B O. (1989). Beta-oxidation 

of medium chain (C8-C14) fatty acids studied in isolated liver cells. Biochim Biophys 

Acta, 8, 187-195. 

Christophersen B O, and Bremer J. (1972). Erucic acid—an inhibitor of fatty acid 

oxidation in the heart. Biochimica et Biophysica Acta (BBA) - Lipids and Lipid 

Metabolism, 280, 506-514. 

Cnop M, Landchild M J, Vidal J, Havel P J, Knowles N G, et al. (2002). The 

Concurrent Accumulation of Intra-Abdominal and Subcutaneous Fat Explains the 

Association Between Insulin Resistance and Plasma Leptin Concentrations. Distinct 

Metabolic Effects of Two Fat Compartments, 51, 1005-1015. 

Commission C A. (1999). Food standards programme. In: Codex Alimentarius 

Commission. Codex standards for named vegetable oils. In J. FAO/WHO (Ed.), CX-

STAN (pp. 210). 

Crescenzo R, Bianco F, Coppola P, Mazzoli A, Valiante S, et al. (2014). Adipose 

tissue remodeling in rats exhibiting fructose-induced obesity. Eur J Nutr, 53, 413-419. 

Dandona P, Ghanim H, Chaudhuri A, Dhindsa S, and Kim S S. (2010). Macronutrient 

intake induces oxidative and inflammatory stress: potential relevance to 

atherosclerosis and insulin resistance. Experimental &Amp; Molecular Medicine, 42, 

245. 

de Oliveira M C, Torrezan R, da Costa C E, Ambiel C R, Constantin R P, et al. 

(2011). Changes in calcium fluxes in mitochondria, microsomes, and plasma 

membrane vesicles of livers from monosodium L-glutamate-obese rats. Metabolism, 

60, 1433-1441. 



Bibliography	
 

Pa
ge
17
5	

Deeb S S, Zambon A, Carr M C, Ayyobi A F, and Brunzell J D. (2003). Hepatic 

lipase and dyslipidemia: interactions among genetic variants, obesity, gender, and 

diet. J Lipid Res, 44, 1279-1286. 

Demozay D, Rocchi S, Mas J C, Grillo S, Pirola L, et al. (2004). Fatty aldehyde 

dehydrogenase: potential role in oxidative stress protection and regulation of its gene 

expression by insulin. J Biol Chem, 279, 6261-6270. 

Deursen D, Jansen H, and Verhoeven A J M. (2008). Glucose increases hepatic lipase 

expression in HepG2 liver cells through upregulation of upstream stimulatory factors 

1 and 2. Diabetologia, 51, 2078-2087. 

Diggs D L, Myers J N, Banks L D, Niaz M S, Hood D B, et al. (2013). Influence of 

dietary fat type on benzo(a)pyrene [B(a)P] biotransformation in a B(a)P-induced 

mouse model of colon cancer. J Nutr Biochem, 24, 2051-2063. 

Ding W, Fan J, and Qin J. (2015). Association between nonalcoholic fatty liver 

disease and colorectal adenoma: a systematic review and meta-analysis. Int J Clin Exp 

Med, 8, 322-333. 

DiNicolantonio J J, Lucan S C, and O'Keefe J H. (2016). The Evidence for Saturated 

Fat and for Sugar Related to Coronary Heart Disease. Prog Cardiovasc Dis, 58, 464-

472. 

Djiogue S, Nwabo Kamdje A H, Vecchio L, Kipanyula M J, Farahna M, et al. (2013). 

Insulin resistance and cancer: the role of insulin and IGFs. Endocr Relat Cancer, 20, 

R1-R17. 

Djoussé L, Petrone A B, and Gaziano J M. (2015). Consumption of Fried Foods and 

Risk of Heart Failure in the Physicians' Health Study. Journal of the American Heart 

Association, 4,  

Dostert C, Petrilli V, Van Bruggen R, Steele C, Mossman B T, et al. (2008). Innate 

immune activation through Nalp3 inflammasome sensing of asbestos and silica. 

Science, 320, 674-677. 

Dowman J K, Tomlinson J W, and Newsome P N. (2010). Pathogenesis of non-

alcoholic fatty liver disease. QJM: An International Journal of Medicine, 103, 71-83. 



Bibliography	
 

Pa
ge
17
6	

Dubuquoy L, Rousseaux C, Thuru X, Peyrin‐Biroulet L, Romano O, et al. (2006). 

PPARγ as a new therapeutic target in inflammatory bowel diseases. Gut, 55, 1341-

1349. 

Dung C H, Wu S C, and Yen G C. (2006). Genotoxicity and oxidative stress of the 

mutagenic compounds formed in fumes of heated soybean oil, sunflower oil and lard. 

Toxicol In Vitro, 20, 439-447. 

Dwivedi C, Muller L A, Goetz-Parten D E, Kasperson K, and Mistry V V. (2003). 

Chemopreventive effects of dietary mustard oil on colon tumor development. Cancer 

Lett, 196, 29-34. 

Elmarakby A, A,, and Sullivan J, C,. (2012). Relationship between Oxidative Stress 

and Inflammatory Cytokines in Diabetic Nephropathy. Cardiovascular Therapeutics, 

30, 49-59. 

Elton C W, Pennington J S, Lynch S A, Carver F M, and Pennington S N. (2002). 

Insulin resistance in adult rat offspring associated with maternal dietary fat and 

alcohol consumption. J Endocrinol, 173, 63-71. 

Ezzati  M, and Riboli  E. (2013). Behavioral and Dietary Risk Factors for 

Noncommunicable Diseases. New England Journal of Medicine, 369, 954-964. 

Falade A O, Oboh G, Ademiluyi A O, and Odubanjo O V. (2015). Consumption of 

thermally oxidized palm oil diets alters biochemical indices in rats. Beni-Suef 

University Journal of Basic and Applied Sciences, 4, 150-156. 

Fedorak R N. (1990). Adaptation of small intestinal membrane transport processes 

during diabetes mellitus in rats. Can J Physiol Pharmacol, 68, 630-635. 

Feingold K R, Moser A, Adi S, Soued M, and Grunfeld C. (1990). Small intestinal 

fatty acid synthesis is increased in diabetic rats. Endocrinology, 127, 2247-2252. 

Feranil A B, Duazo P L, Kuzawa C W, and Adair L S. (2011). Coconut oil is 

associated with a beneficial lipid profile in pre-menopausal women in the Philippines. 

Asia Pac J Clin Nutr, 20, 190-195. 

Ferguson L R. (2010). Meat and cancer. Meat Sci, 84, 308-313. 



Bibliography	
 

Pa
ge
17
7	

Ferlay J, Shin H R, Bray F, Forman D, Mathers C, et al. (2010). Estimates of 

worldwide burden of cancer in 2008: GLOBOCAN 2008. Int J Cancer, 127, 2893-

2917. 

Flickinger B D, McCusker R H, Jr., and Perkins E G. (1997). The effects of cyclic 

fatty acid monomers on cultured porcine endothelial cells. Lipids, 32, 925-933. 

Foster D W. (2012). Malonyl-CoA: the regulator of fatty acid synthesis and oxidation. 

J Clin Invest, 122, 1958-1959. 

Franchi L, Eigenbrod T, Munoz-Planillo R, and Nunez G. (2009). The inflammasome: 

a caspase-1-activation platform that regulates immune responses and disease 

pathogenesis. Nat Immunol, 10, 241-247. 

Freedman N D, Cross A J, McGlynn K A, Abnet C C, Park Y, et al. (2010). 

Association of Meat and Fat Intake With Liver Disease and Hepatocellular Carcinoma 

in the NIH-AARP Cohort. JNCI Journal of the National Cancer Institute, 102, 1354-

1365. 

Freeman L R, Haley-Zitlin V, Rosenberger D S, and Granholm A-C. (2014). 

Damaging effects of a high-fat diet to the brain and cognition: A review of proposed 

mechanisms. Nutritional neuroscience, 17, 241-251. 

Friedewald W T, Levy R I, and Fredrickson D S. (1972). Estimation of the 

Concentration of Low-Density Lipoprotein Cholesterol in Plasma, Without Use of the 

Preparative Ultracentrifuge. Clinical Chemistry, 18, 499-502. 

Fulcher G R, Walker M, Farrer M, Johnson A S, and Alberti K G M M. (1993). 

Acipimox increases glucose disposal in normal man independent of changes in 

plasma nonesterified fatty acid concentration and whole-body lipid oxidation rate. 

Metabolism, 42, 308-314. 

Fung J, Lee C K, Chan M, Seto W K, Lai C L, et al. (2015). High prevalence of non-

alcoholic fatty liver disease in the Chinese - results from the Hong Kong liver health 

census. Liver Int, 35, 542-549. 

Gadiraju T V, Patel Y, Gaziano J M, and Djoussé L. (2015). Fried Food Consumption 

and Cardiovascular Health: A Review of Current Evidence. Nutrients, 7, 8424-8430. 



Bibliography	
 

Pa
ge
17
8	

Galeone C, Pelucchi C, Talamini R, Levi F, Bosetti C, et al. (2005). Role of fried 

foods and oral/pharyngeal and oesophageal cancers. British Journal of Cancer, 92, 

2065-2069. 

García-Ruiz I, Solís-Muñoz P, Fernández-Moreira D, Muñoz-Yagüe T, and Solís-

Herruzo J A. (2015). In vitro treatment of HepG2 cells with saturated fatty acids 

reproduces mitochondrial dysfunction found in nonalcoholic steatohepatitis. Disease 

Models & Mechanisms, 8, 183-191. 

Garlid K D, Orosz D E, Modriansky M, Vassanelli S, and Jezek P. (1996). On the 

mechanism of fatty acid-induced proton transport by mitochondrial uncoupling 

protein. J Biol Chem, 271, 2615-2620. 

Geraldes P, and King G L. (2010). Activation of Protein Kinase C Isoforms and Its 

Impact on Diabetic Complications. Circulation research, 106, 1319-1331. 

Giovannucci E. (1995). Insulin and colon cancer. Cancer Causes Control, 6, 164-179. 

Giovannucci E, Harlan D M, Archer M C, Bergenstal R M, Gapstur S M, et al. 

(2010). Diabetes and Cancer: A consensus report. Diabetes Care, 33, 1674-1685. 

Go R E, Hwang K A, Kim Y S, Kim S H, Nam K H, et al. (2015). Effects of palm and 

sunflower oils on serum cholesterol and fatty liver in rats. J Med Food, 18, 363-369. 

Gómez-Alonso S, Fregapane G, Salvador M D, and Gordon M H. (2003). Changes in 

Phenolic Composition and Antioxidant Activity of Virgin Olive Oil during Frying. J 

Agric Food Chem, 51, 667-672. 

González-Muñoz M J, Bastida S, and Sánchez-Muniz F J. (2003). Short-term in vivo 

digestibility assessment of a highly oxidized and polymerized sunflower oil. Journal 

of the Science of Food and Agriculture, 83, 413-418. 

Gopalan C, Krishnamurthi D, Shenolikar I S, and Krishnamachari K A. (1974). 

Myocardial changes in monkeys fed mustard oil. Nutr Metab, 16, 352-365. 

Griffini P, Fehres O, Klieverik L, Vogels I M, Tigchelaar W, et al. (1998). Dietary 

omega-3 polyunsaturated fatty acids promote colon carcinoma metastasis in rat liver. 

Cancer Res, 58, 3312-3319. 



Bibliography	
 

Pa
ge
17
9	

Guallar-Castillón P, Rodríguez-Artalejo F, Fornés N S, Banegas J R, Etxezarreta P A, 

et al. (2007). Intake of fried foods is associated with obesity in the cohort of Spanish 

adults from the European Prospective Investigation into Cancer and Nutrition. Am J 

Clin Nutr, 86, 198-205. 

Guallar-Castillon P, Rodriguez-Artalejo F, Fornes N S, Banegas J R, Etxezarreta P A, 

et al. (2007). Intake of fried foods is associated with obesity in the cohort of Spanish 

adults from the European Prospective Investigation into Cancer and Nutrition. Am J 

Clin Nutr, 86, 198-205. 

Guallar-Castillon P, Rodriguez-Artalejo F, Lopez-Garcia E, Leon-Munoz L M, 

Amiano P, et al. (2012). Consumption of fried foods and risk of coronary heart 

disease: Spanish cohort of the European Prospective Investigation into Cancer and 

Nutrition study. Bmj, 23,  

Guillén M D, and Cabo N. (1997). Characterization of edible oils and lard by fourier 

transform infrared spectroscopy. Relationships between composition and frequency of 

concrete bands in the fingerprint region. J Am Oil Chem Soc, 74, 1281-1286. 

Haeusler R A, Astiarraga B, Camastra S, Accili D, and Ferrannini E. (2013). Human 

insulin resistance is associated with increased plasma levels of 12alpha-hydroxylated 

bile acids. Diabetes, 62, 4184-4191. 

Hafeman D G, Sunde R A, and Hoekstra W G. (1974). Effect of dietary selenium on 

erythrocyte and liver glutathione peroxidase in the rat. J Nutr, 104, 580-587. 

Haghighi S, Amini M, Pournaghshband Z, Amini P, and Hovsepian S. (2011). 

Relationship between gamma-glutamyl transferase and glucose intolerance in first 

degree relatives of type 2 diabetics patients. J Res Med Sci, 16, 123-129. 

Hanke D, Zahradka P, Mohankumar S K, Clark J L, and Taylor C G. (2013). A diet 

high in α-linolenic acid and monounsaturated fatty acids attenuates hepatic steatosis 

and alters hepatic phospholipid fatty acid profile in diet-induced obese rats. 

Prostaglandins, Leukotrienes and Essential Fatty Acids (PLEFA), 89, 391-401. 

Hardwick J P, Song B J, Huberman E, and Gonzalez F J. (1987). Isolation, 

complementary DNA sequence, and regulation of rat hepatic lauric acid omega-



Bibliography	
 

Pa
ge
18
0	

hydroxylase (cytochrome P-450LA omega). Identification of a new cytochrome P-450 

gene family. J Biol Chem, 262, 801-810. 

Hariharan D, Vellanki K, and Kramer H. (2015). The Western Diet and Chronic 

Kidney Disease. Curr Hypertens Rep, 17, 014-0529. 

Healy M E, Lahiri S, Hargett S R, Chow J D Y, Byrne F L, et al. (2016). Dietary 

sugar intake increases liver tumor incidence in female mice. Scientific Reports, 6, 

22292. 

Hill J O, Peters J C, Swift L L, Yang D, Sharp T, et al. (1990). Changes in blood 

lipids during six days of overfeeding with medium or long chain triglycerides. J Lipid 

Res, 31, 407-416. 

Hirahatake K M, Meissen J K, Fiehn O, and Adams S H. (2011). Comparative Effects 

of Fructose and Glucose on Lipogenic Gene Expression and Intermediary Metabolism 

in HepG2 Liver Cells. PLoS One, 6, e26583. 

Hoch U, Zhang Z, Kroetz D L, and Ortiz de Montellano P R. (2000). Structural 

determination of the substrate specificities and regioselectivities of the rat and human 

fatty acid omega-hydroxylases. Arch Biochem Biophys, 373, 63-71. 

Hong S, and Lu Y. (2013). Omega-3 fatty acid-derived resolvins and protectins in 

inflammation resolution and leukocyte functions: targeting novel lipid mediator 

pathways in mitigation of acute kidney injury. Front Immunol, 4,  

Hu F, Zhang Y, and Song Y. (2013). Lipid Metabolism, Metabolic Syndrome, and 

Cancer. In R. V. Baez (Ed.), Lipid Metabolism (pp. Ch. 09). Rijeka: InTech. 

Huang P L. (2009). A comprehensive definition for metabolic syndrome. Disease 

Models & Mechanisms, 2, 231-237. 

Hung H S, Wu W J, Cheng Y W, Wu M F, Chang K L, et al. (2005). Cooking oil 

fumes improve lung adenocarcinoma cell survival through c-IAP2 induction. J 

Toxicol Environ Health A, 68, 1525-1535. 

Hung H S, Wu W J, Cheng Y W, Wu T C, Chang K L, et al. (2007). Association of 

cooking oil fumes exposure with lung cancer: involvement of inhibitor of apoptosis 

proteins in cell survival and proliferation in vitro. Mutat Res, 628, 107-116. 



Bibliography	
 

Pa
ge
18
1	

Hur S J, Nam K C, Min B, Du M, Seo K I, et al. (2014). Effects of Dietary 

Cholesterol and Its Oxidation Products on Pathological Lesions and Cholesterol and 

Lipid Oxidation in the Rabbit Liver. Biomed Res Int, 2014, 598612. 

Hur S J, Park G B, and Joo S T. (2007). Formation of cholesterol oxidation products 

(COPs) in animal products. Food Control, 18, 939-947. 

Iqbal R, Anand S, Ounpuu S, Islam S, Zhang X, et al. (2008). Dietary patterns and the 

risk of acute myocardial infarction in 52 countries: results of the INTERHEART 

study. Circulation, 118, 1929-1937. 

Ishikado A, Nishio Y, Morino K, Ugi S, Kondo H, et al. (2010). Low concentration of 

4-hydroxy hexenal increases heme oxygenase-1 expression through activation of Nrf2 

and antioxidative activity in vascular endothelial cells. Biochem Biophys Res 

Commun, 402, 99-104. 

J. O S A, C. O C Y, A. W J, and M. O B N. (2003). Toxicity of cholesterol oxidation 

products to Caco‐2 and HepG2 cells: modulatory effects of α‐ and γ‐tocopherol. 

Journal of Applied Toxicology, 23, 191-197. 

Jaarin K, Mustafa M R, and Leong X-F. (2011). The effects of heated vegetable oils 

on blood pressure in rats. Clinics, 66, 2125-2132. 

Jang C, Hui S, Lu W, Cowan A J, Morscher R J, et al. (2018). The Small Intestine 

Converts Dietary Fructose into Glucose and Organic Acids. Cell Metabolism, 27, 

351-361.e353. 

Jang S M, Kim M J, Choi M S, Kwon E Y, and Lee M K. (2010). Inhibitory effects of 

ursolic acid on hepatic polyol pathway and glucose production in streptozotocin-

induced diabetic mice. Metabolism, 59, 512-519. 

Jiang M C, and Gebhart G F. (1998). Development of mustard oil-induced 

hyperalgesia in rats. Pain, 77, 305-313. 

Jorgensen J R, Fitch M D, Mortensen P B, and Fleming S E. (2001). In vivo 

absorption of medium-chain fatty acids by the rat colon exceeds that of short-chain 

fatty acids. Gastroenterology, 120, 1152-1161. 



Bibliography	
 

Pa
ge
18
2	

Joshi A D, John E M, Koo J, Ingles S A, and Stern M C. (2012). Fish intake, cooking 

practices, and risk of prostate cancer: results from a multi-ethnic case-control study. 

Cancer Causes Control, 23, 405-420. 

Kakimoto P A, and Kowaltowski A J. (2016). Effects of high fat diets on rodent liver 

bioenergetics and oxidative imbalance. Redox Biology, 8, 216-225. 

Kalra S, Vithalani M, Gulati G, Kulkarni C M, Kadam Y, et al. (2013). Study of 

prevalence of nonalcoholic fatty liver disease (NAFLD) in type 2 diabetes patients in 

India (SPRINT). J Assoc Physicians India, 61, 448-453. 

Kamisah Y, Ang S M, Othman F, Nurul-Iman B S, and Qodriyah H M. (2016). 

Renoprotective effect of virgin coconut oil in heated palm oil diet-induced 

hypertensive rats. Appl Physiol Nutr Metab1-6. 

Kamisah Y, Periyah V, Lee K T, Noor-Izwan N, Nurul-Hamizah A, et al. (2015). 

Cardioprotective effect of virgin coconut oil in heated palm oil diet-induced 

hypertensive rats. Pharm Biol, 53, 1243-1249. 

Kamsiah J, Aziz S N, and Siew S T. (2001). Changes in Serum Lipid Profile and 

Malondialdehyde following Consumption of Fresh or Heated Red Palm Oil. Med J 

Islamic World Acad Sci, 14, 79-86. 

Kang Y, and Kim J. (2016). Association between fried food consumption and 

hypertension in Korean adults. Br J Nutr, 115, 87-94. 

Kim G-A, Lee H C, Choe J, Kim M-J, Lee M J, et al. (2018). Association between 

non-alcoholic fatty liver disease and cancer incidence rate. Journal of Hepatology, 68, 

140-146. 

Kimura Y, and Sumiyoshi M. (2007). High-fat, high-sucrose, and high-cholesterol 

diets accelerate tumor growth and metastasis in tumor-bearing mice. Nutr Cancer, 59, 

207-216. 

Kind P R N, and King E J. (1954). Estimation of Plasma Phosphatase by 

Determination of Hydrolysed Phenol with Amino-antipyrine. Journal of Clinical 

Pathology, 7, 322-326. 



Bibliography	
 

Pa
ge
18
3	

Kingsley G R. (1939). The determination of serum total protein, albumin, and 

globulin by the serum biuret reaction. Journal of Biological Chemistry, 131, 197-200. 

Kinoshita C, Saze K I, Kumata S, Mastuki T, and Homma S. (1996). A simplified 

method for the estimation of glutathione peroxidase activity and selenium 

concentration in bovine blood. J Dairy Sci, 79, 1543-1548. 

Klieveri L, Fehres O, Griffini P, Van Noorden C J, and Frederiks W M. (2000). 

Promotion of colon cancer metastases in rat liver by fish oil diet is not due to reduced 

stroma formation. Clin Exp Metastasis, 18, 371-377. 

Kode A, Rajagopalan R, Penumathsa S V, and Menon V P. (2005). Effect of ethanol 

and thermally oxidized sunflower oil ingestion on phospholipid fatty acid composition 

of rat liver: protective role of Cuminum cyminum L. Ann Nutr Metab, 49, 300-303. 

Koh H-J, Lee S-M, Son B-G, Lee S-H, Ryoo Z Y, et al. (2004). Cytosolic NADP+-

dependent Isocitrate Dehydrogenase Plays a Key Role in Lipid Metabolism. Journal 

of Biological Chemistry, 279, 39968-39974. 

Kohout M, Kohoutova B, and Heimberg M. (1971). The Regulation of Hepatic 

Triglyceride Metabolism by Free Fatty Acids. Journal of Biological Chemistry, 246, 

5067-5074. 

Konishi M, Iwasa M, Araki J, Kobayashi Y, Katsuki A, et al. (2006). Increased lipid 

peroxidation in patients with non-alcoholic fatty liver disease and chronic hepatitis C 

as measured by the plasma level of 8-isoprostane. J Gastroenterol Hepatol, 21, 1821-

1825. 

Konsoula Z, and Liakopoulou-Kyriakides M. (2010). Effect of endogenous 

antioxidants of sesame seeds and sesame oil to the thermal stability of edible 

vegetable oils. LWT - Food Science and Technology, 43, 1379-1386. 

Koruk M, Taysi S, Savas M C, Yilmaz O, Akcay F, et al. (2004). Oxidative Stress and 

Enzymatic Antioxidant Status in Patients with Nonalcoholic Steatohepatitis. Annals 

of Clinical & Laboratory Science, 34, 57-62. 

Koska J, Ozias M K, Deer J, Kurtz J, Salbe A D, et al. (2016). A human model of 

dietary saturated fatty acid induced insulin resistance. Metabolism, 65, 1621-1628. 



Bibliography	
 

Pa
ge
18
4	

Kris-Etherton P M, Pearson T A, Wan Y, Hargrove R L, Moriarty K, et al. (1999). 

High-monounsaturated fatty acid diets lower both plasma cholesterol and 

triacylglycerol concentrations. Am J Clin Nutr, 70, 1009-1015. 

Kubant R, Poon A N, Sanchez-Hernandez D, Domenichiello A F, Huot P S, et al. 

(2015). A comparison of effects of lard and hydrogenated vegetable shortening on the 

development of high-fat diet-induced obesity in rats. Nutr Diabetes, 14, 40. 

Lakhan S E, and Kirchgessner A. (2013). The emerging role of dietary fructose in 

obesity and cognitive decline. Nutr J, 12, 114. 

Lambertz J, Weiskirchen S, Landert S, and Weiskirchen R. (2017). Fructose: A 

Dietary Sugar in Crosstalk with Microbiota Contributing to the Development and 

Progression of Non-Alcoholic Liver Disease. Frontiers in Immunology, 8,  

Lamboni C, and Perkins E G. (1996). Effects of dietary heated fats on rat liver 

enzyme activity. Lipids, 31, 955-962. 

Lamboni C, Sébédio J-L, and Perkins E G. (1998). Cyclic fatty acid monomers from 

dietary heated fats affect rat liver enzyme activity. Lipids, 33, 675-681. 

Lardinois C K, Starich G H, Mazzaferri E L, and DeLett A. (1987). Polyunsaturated 

fatty acids augment insulin secretion. J Am Coll Nutr, 6, 507-515. 

Lee J Y, Je J H, Kim D H, Chung S W, Zou Y, et al. (2004). Induction of endothelial 

apoptosis by 4-hydroxyhexenal. Eur J Biochem, 271, 1339-1347. 

Lee T, and Gany F. (2013). Cooking oil fumes and lung cancer: a review of the 

literature in the context of the U.S. population. J Immigr Minor Health, 15, 646-652. 

Legrand P, Catheline D, Rioux V, and Durand G. (2002). Lauric acid is desaturated to 

12:1n-3 by hepatocytes and rat liver homogenates. Lipids, 37, 569-572. 

Leong X F, Mustafa M R, Das S, and Jaarin K. (2010). Association of elevated blood 

pressure and impaired vasorelaxation in experimental Sprague-Dawley rats fed with 

heated vegetable oil. Lipids Health Dis, 9, 66. 



Bibliography	
 

Pa
ge
18
5	

Leong X F, Najib M N, Das S, Mustafa M R, and Jaarin K. (2009). Intake of 

repeatedly heated palm oil causes elevation in blood pressure with impaired 

vasorelaxation in rats. Tohoku J Exp Med, 219, 71-78. 

Levine R L, Garland D, Oliver C N, Amici A, Climent I, et al. (1990). Determination 

of carbonyl content in oxidatively modified proteins. Methods Enzymol, 186, 464-

478. 

Levy J C, Matthews D R, and Hermans M P. (1998). Correct Homeostasis Model 

Assessment (HOMA) Evaluation Uses the Computer Program. Diabetes Care, 21, 

2191-2192. 

Li X, Guo K, Li T, Ma S, An S, et al. (2018). 5-HT 2 receptor mediates high-fat diet-

induced hepatic steatosis and very low density lipoprotein overproduction in rats. 

Obesity Research & Clinical Practice, 12, 16-28. 

Li Y, Hou M J, Ma J, Tang Z H, Zhu H L, et al. (2005). Dietary fatty acids regulate 

cholesterol induction of liver CYP7alpha1 expression and bile acid production. 

Lipids, 40, 455-462. 

Liao C H, Shaw H M, and Chao P M. (2008). Impairment of glucose metabolism in 

mice induced by dietary oxidized frying oil is different from that induced by 

conjugated linoleic acid. Nutrition, 24, 744-752. 

Lin S Y, Tsai S J, Wang L H, Wu M F, and Lee H. (2002). Protection by quercetin 

against cooking oil fumes-induced DNA damage in human lung adenocarcinoma CL-

3 cells: role of COX-2. Nutr Cancer, 44, 95-101. 

Lionetti L, Mollica M P, Donizzetti I, Gifuni G, Sica R, et al. (2014). High-Lard and 

High-Fish-Oil Diets Differ in Their Effects on Function and Dynamic Behaviour of 

Rat Hepatic Mitochondria. PLoS One, 9, e92753. 

Lippi G, and Mattiuzzi C. (2015). Fried food and prostate cancer risk: systematic 

review and meta-analysis. Int J Food Sci Nutr, 66, 587-589. 

Liu P, Kerr B J, Weber T E, Chen C, Johnston L J, et al. (2014). Influence of 

thermally oxidized vegetable oils and animal fats on intestinal barrier function and 

immune variables in young pigs1. Journal of Animal Science, 92, 2971-2979. 



Bibliography	
 

Pa
ge
18
6	

Liu W, Schoenkerman A, and William L. Lowe J. (2000). Activation of members of 

the mitogen-activated protein kinase family by glucose in endothelial cells. American 

Journal of Physiology-Endocrinology and Metabolism, 279, E782-E790. 

Livak K J, and Schmittgen T D. (2001). Analysis of Relative Gene Expression Data 

Using Real-Time Quantitative PCR and the 2−ΔΔCT Method. Methods, 25, 402-408. 

Ma J, Zhou Q, and Li H. (2017). Gut Microbiota and Nonalcoholic Fatty Liver 

Disease: Insights on Mechanisms and Therapy. Nutrients, 9, 1124. 

Mabalirajan U, Rehman R, Ahmad T, Kumar S, Singh S, et al. (2013). Linoleic acid 

metabolite drives severe asthma by causing airway epithelial injury. Scientific 

Reports, 3, 1349. 

Manalil J J, Baby M, Ramavarma S K, Suseela I M, Padikkala J, et al. (2015). 

Development of an Anti-Atherosclerotic Polyherbal Formulation: GSTC3. J Environ 

Pathol Toxicol Oncol, 34, 237-248. 

Mantovani A, Dauriz M, Byrne C D, Lonardo A, Zoppini G, et al. (2018). Association 

between nonalcoholic fatty liver disease and colorectal tumours in asymptomatic 

adults undergoing screening colonoscopy: a systematic review and meta-analysis. 

Metabolism, 87, 1-12. 

Manzel A, Muller D N, Hafler D A, Erdman S E, Linker R A, et al. (2014). Role of 

“Western Diet” in Inflammatory Autoimmune Diseases. Current allergy and asthma 

reports, 14, 404-404. 

Martin J C, Caselli C, Broquet S, Juaneda P, Nour M, et al. (1997). Effect of cyclic 

fatty acid monomers on fat absorption and transport depends on their positioning 

within the ingested triacylglycerols. J Lipid Res, 38, 1666-1679. 

Mas S, Martínez-Pinna R, Martín-Ventura J L, Pérez R, Gomez-Garre D, et al. 

(2010). Local Non-Esterified Fatty Acids Correlate With Inflammation in Atheroma 

Plaques of Patients With Type 2 Diabetes. Diabetes, 59, 1292-1301. 

McCord J M, and Fridovich I. (1969). Superoxide dismutase. An enzymic function for 

erythrocuprein (hemocuprein). J Biol Chem, 244, 6049-6055. 



Bibliography	
 

Pa
ge
18
7	

McDonald G B, Saunders D R, Weidman M, and Fisher L. (1980). Portal venous 

transport of long-chain fatty acids absorbed from rat intestine. Am J Physiol, 239, 

G141-150. 

Meli R, Mattace Raso G, Irace C, Simeoli R, Di Pascale A, et al. (2013). High Fat 

Diet Induces Liver Steatosis and Early Dysregulation of Iron Metabolism in Rats. 

PLoS One, 8, e66570. 

Melnik B C, John S M, and Schmitz G. (2011). Over-stimulation of insulin/IGF-1 

signaling by western diet may promote diseases of civilization: lessons learnt from 

laron syndrome. Nutr Metab, 8, 1743-7075. 

Metayer C, Wang Z, Kleinerman R A, Wang L, Brenner A V, et al. (2002). Cooking 

oil fumes and risk of lung cancer in women in rural Gansu, China. Lung Cancer, 35, 

111-117. 

Michaud D S, Fuchs C S, Liu S, Willett W C, Colditz G A, et al. (2005). Dietary 

glycemic load, carbohydrate, sugar, and colorectal cancer risk in men and women. 

Cancer Epidemiol Biomarkers Prev, 14, 138-147. 

Mihalik S J, Goodpaster B H, Kelley D E, Chace D H, Vockley J, et al. (2010). 

Increased Levels of Plasma Acylcarnitines in Obesity and Type 2 Diabetes and 

Identification of a Marker of Glucolipotoxicity. Obesity (Silver Spring, Md.), 18, 

1695-1700. 

Mirmiran P, Amirhamidi Z, Ejtahed H S, Bahadoran Z, and Azizi F. (2017). 

Relationship between Diet and Non-alcoholic Fatty Liver Disease: A Review Article. 

Iran J Public Health, 46, 1007-1017. 

Mollard R C, Senechal M, MacIntosh A C, Hay J, Wicklow B A, et al. (2014). 

Dietary determinants of hepatic steatosis and visceral adiposity in overweight and 

obese youth at risk of type 2 diabetes. Am J Clin Nutr, 99, 804-812. 

Monika S, Barbora P, Jakub F, Lenka K, Diana C, et al. (2017). Formation of 

oxysterols during thermal processing and frozen storage of cooked minced meat. 

Journal of the Science of Food and Agriculture, 97, 5092-5099. 



Bibliography	
 

Pa
ge
18
8	

Moore J B, Gunn P J, and Fielding B A. (2014). The Role of Dietary Sugars and De 

novo Lipogenesis in Non-Alcoholic Fatty Liver Disease. Nutrients, 6, 5679-5703. 

Moron M S, Depierre J W, and Mannervik B. (1979). Levels of glutathione, 

glutathione reductase and glutathione S-transferase activities in rat lung and liver. 

Biochim Biophys Acta, 582, 67-78. 

Moros J, Roth M, Garrigues S, and Guardia M d l. (2009). Preliminary studies about 

thermal degradation of edible oils through attenuated total reflectance mid-infrared 

spectrometry. Food Chemistry, 114, 1529-1536. 

Murphy C C, Murphy E J, and Golovko M Y. (2008). Erucic Acid is Differentially 

Taken up and Metabolized in Rat Liver and Heart. Lipids, 43, 391-400. 

Mutoh M, Komiya M, Teraoka N, Ueno T, Takahashi M, et al. (2009). 

Overexpression of low-density lipoprotein receptor and lipid accumulation in 

intestinal polyps in Min mice. Int J Cancer, 125, 2505-2510. 

Mutoh M, Niho N, and Wakabayashi K. (2006). Concomitant suppression of 

hyperlipidemia and intestinal polyp formation by increasing lipoprotein lipase activity 

in Apc-deficient mice. Biol Chem, 387, 381-385. 

Nafar F, and Mearow K M. (2014). Coconut oil attenuates the effects of amyloid-beta 

on cortical neurons in vitro. J Alzheimers Dis, 39, 233-237. 

Nagengast F M, Grubben M J, and van Munster I P. (1995). Role of bile acids in 

colorectal carcinogenesis. Eur J Cancer1067-1070. 

Naicker A, Venter C S, MacIntyre U E, and Ellis S. (2015). Dietary quality and 

patterns and non-communicable disease risk of an Indian community in KwaZulu-

Natal, South Africa. Journal of Health, Population and Nutrition, 33, 12. 

Nakamura T, Yoshihara D, Ohmori T, Yanai M, and Takeshita Y. (1994). Effects of 

diet high in medium-chain triglyceride on plasma ketone, glucose, and insulin 

concentrations in enterectomized and normal rats. J Nutr Sci Vitaminol, 40, 147-159. 

Narasimhamurthy K, and Raina P L. (1999a). Long-term feeding effect of thermally 

oxidised oils on antioxidant enzymes in rats. Indian J Exp Biol, 37, 1042-1045. 



Bibliography	
 

Pa
ge
18
9	

Narasimhamurthy K, and Raina P L. (1999b). Long term feeding effects of heated and 

fried oils on lipids and lipoproteins in rats. Mol Cell Biochem, 195, 143-153. 

Narayanankutty A, Manalil J, Suseela I, Ramavarma S, Mathew S, et al. (2016a). 

Deep fried edible oils disturb hepatic redox equilibrium and heightens lipotoxicity and 

hepatosteatosis in male Wistar rats. Human & Experimental 

Toxicology0960327116674530. 

Narayanankutty A, Manalil J, Suseela I, Ramavarma S, Mathew S, et al. (2017). Deep 

fried edible oils disturb hepatic redox equilibrium and heightens lipotoxicity and 

hepatosteatosis in male Wistar rats. Hum Exp Toxicol, 36, 919-930. 

Narayanankutty A, Mukesh R K, Ayoob S K, Ramavarma S K, Suseela I M, et al. 

(2016b). Virgin coconut oil maintains redox status and improves glycemic conditions 

in high fructose fed rats. Journal of Food Science and Technology, 53, 895-901. 

Nehlig A. (2004). Brain uptake and metabolism of ketone bodies in animal models. 

Prostaglandins Leukot Essent Fatty Acids, 70, 265-275. 

Ng C Y, Kamisah Y, Faizah O, and Jaarin K. (2012a). The role of repeatedly heated 

soybean oil in the development of hypertension in rats: association with vascular 

inflammation. Int J Exp Pathol, 93, 377-387. 

Ng C Y, Kamisah Y, Faizah O, Jubri Z, Qodriyah H M, et al. (2012b). Involvement of 

inflammation and adverse vascular remodelling in the blood pressure raising effect of 

repeatedly heated palm oil in rats. Int J Vasc Med, 2012, 404025. 

Ngo T T, Brillhart K L, Davis R H, Wong R C, Bovaird J H, et al. (1987). 

Spectrophotometric assay for ornithine decarboxylase. Analytical Biochemistry, 160, 

290-293. 

Nonaka Y, Takagi T, Inai M, Nishimura S, Urashima S, et al. (2016). Lauric Acid 

Stimulates Ketone Body Production in the KT-5 Astrocyte Cell Line. J Oleo Sci, 65, 

693-699. 

Nov O, Kohl A, Lewis E C, Bashan N, Dvir I, et al. (2010). Interleukin-1beta may 

mediate insulin resistance in liver-derived cells in response to adipocyte 

inflammation. Endocrinology, 151, 4247-4256. 



Bibliography	
 

Pa
ge
19
0	

Ohkawa H, Ohishi N, and Yagi K. (1979). Assay for lipid peroxides in animal tissues 

by thiobarbituric acid reaction. Anal Biochem, 95, 351-358. 

Olivero David R, Bastida S, Schultz A, Gonzalez Torres L, Gonzalez-Munoz M J, et 

al. (2010). Fasting status and thermally oxidized sunflower oil ingestion affect the 

intestinal antioxidant enzyme activity and gene expression of male Wistar rats. J 

Agric Food Chem, 58, 2498-2504. 

Orczewska-Dudek S, Bederska-Łojewska D, Pieszka M, and Pietras M. (2012). 

Cholesterol and Lipid Peroxides in Animal Products and Health Implications - A 

Review. Annals of Animal Science, 12, 25. 

Owen O E. (2005). Ketone bodies as a fuel for the brain during starvation. 

Biochemistry and Molecular Biology Education, 33, 246-251. 

Pagano G, Pacini G, Musso G, Gambino R, Mecca F, et al. (2002). Nonalcoholic 

steatohepatitis, insulin resistance, and metabolic syndrome: further evidence for an 

etiologic association. Hepatology, 35, 367-372. 

Pan S, Hong W, Wu W, Chen Q, Zhao Q, et al. (2017). The relationship of 

nonalcoholic fatty liver disease and metabolic syndrome for colonoscopy colorectal 

neoplasm. Medicine, 96, e5809. 

Papamandjaris A A, MacDougall D E, and Jones P J. (1998). Medium chain fatty acid 

metabolism and energy expenditure: obesity treatment implications. Life Sci, 62, 

1203-1215. 

Park H, Kim M, Kwon G T, Lim do Y, Yu R, et al. (2012). A high-fat diet increases 

angiogenesis, solid tumor growth, and lung metastasis of CT26 colon cancer cells in 

obesity-resistant BALB/c mice. Mol Carcinog, 51, 869-880. 

Paschos P, and Paletas K. (2009). Non alcoholic fatty liver disease two-hit process: 

multifactorial character of the second hit. Hippokratia, 13, 128-128. 

Patel L, Pass I, Coxon P, Downes C P, Smith S A, et al. (2001). Tumor suppressor 

and anti-inflammatory actions of PPARg agonists are mediated via upregulation of 

PTEN. Current Biology, 11, 764-768. 



Bibliography	
 

Pa
ge
19
1	

Patwardhan A M, Akopian A N, Ruparel N B, Diogenes A, Weintraub S T, et al. 

(2010). Heat generates oxidized linoleic acid metabolites that activate TRPV1 and 

produce pain in rodents. J Clin Invest, 120, 1617-1626. 

Payne C M, Crowley-Skillicorn C, Holubec H, Dvorak K, Bernstein C, et al. (2009). 

Deoxycholate, an endogenous cytotoxin/genotoxin, induces the autophagic stress-

survival pathway: implications for colon carcinogenesis. J Toxicol, 2009, 785907. 

Pegg R B. (2004). Lipid Oxidation/Stability. In Wrolstad RE, Acree TE, Decker EA, 

Penner MH, Reid DS, Schwartz SJ, Shoemaker CF, Smith DM & S. P (Eds.), 

Handbook of Food Analytical Chemistry (pp. 547–564). Hoboken, NJ, USA: John 

Wiley & Sons. 

Perry R J, Kim T, Zhang X M, Lee H Y, Pesta D, et al. (2013). Reversal of 

hypertriglyceridemia, fatty liver disease, and insulin resistance by a liver-targeted 

mitochondrial uncoupler. Cell Metab, 18, 740-748. 

Pham L J, Casa E P, Gregorio M A, and Kwon D Y. (1998). Triacylglycerols and 

regiospecific fatty acid analyses of philippine seed oils. Journal of the American Oil 

Chemists' Society, 75, 807-811. 

Poli G, Albano E, and Dianzani M U. (1987). The role of lipid peroxidation in liver 

damage. Chem Phys Lipids, 45, 117-142. 

Porsgaard T, and Hoy C E. (2000). Lymphatic transport in rats of several dietary fats 

differing in fatty acid profile and triacylglycerol structure. J Nutr, 130, 1619-1624. 

Postic C, and Girard J. (2008a). Contribution of de novo fatty acid synthesis to 

hepatic steatosis and insulin resistance: lessons from genetically engineered mice. J 

Clin Invest, 118, 829-838. 

Postic C, and Girard J. (2008b). The role of the lipogenic pathway in the development 

of hepatic steatosis. Diabetes Metab, 34,  

Powers S K, and Jackson M J. (2008). Exercise-Induced Oxidative Stress: Cellular 

Mechanisms and Impact on Muscle Force Production. Physiological reviews, 88, 

1243-1276. 



Bibliography	
 

Pa
ge
19
2	

Prakash P, Khanna V, Singh V, Jyoti A, Jain M, et al. (2011). Atorvastatin protects 

against ischemia-reperfusion injury in fructose-induced insulin resistant rats. 

Cardiovasc Drugs Ther, 25, 285-297. 

Prakash P, Singh V, Jain M, Rana M, Khanna V, et al. (2014). Silymarin ameliorates 

fructose induced insulin resistance syndrome by reducing de novo hepatic lipogenesis 

in the rat. Eur J Pharmacol, 727, 15-28. 

Pranprawit A, Wolber F M, Heyes J A, Molan A L, and Kruger M C. (2013). Short-

term and long-term effects of excessive consumption of saturated fats and/or sucrose 

on metabolic variables in Sprague Dawley rats: a pilot study. J Sci Food Agric, 93, 

3191-3197. 

Purushothama S, Ramachandran H D, Narasimhamurthy K, and Raina P L. (2003). 

Long-term feeding effects of heated and fried oils on hepatic antioxidant enzymes, 

absorption and excretion of fat in rats. Mol Cell Biochem, 247, 95-99. 

Qu Y H, Xu G X, Zhou J Z, Chen T D, Zhu L F, et al. (1992). Genotoxicity of heated 

cooking oil vapors. Mutat Res, 298, 105-111. 

Racker E. (1955). Glutathione reductase from Baker's yeast and beef liver. Journal of 

Biological Chemistry, 217, 855-866. 

Ramana K V, Srivastava S, and Singhal S S. (2013). Lipid Peroxidation Products in 

Human Health and Disease. Oxid Med Cell Longev, 2013, 3. 

Ramirez I. (1996). Is Fructose Sweeter Than Glucose for Rats? Physiology & 

Behavior, 60, 1299-1306. 

Ramos D, Martins E G, Viana-Gomes D, Casimiro-Lopes G, and Salerno V P. (2013). 

Biomarkers of oxidative stress and tissue damage released by muscle and liver after a 

single bout of swimming exercise. Appl Physiol Nutr Metab, 38, 507-511. 

Reddy B S. (1981). Diet and excretion of bile acids. Cancer Res, 41, 3766-3768. 

Reddy B S. (2002). Types and amount of dietary fat and colon cancer risk: Prevention 

by omega-3 fatty acid-rich diets. Environ Health Prev Med, 7, 95-102. 



Bibliography	
 

Pa
ge
19
3	

Reddy B S, Hanson D, Mangat S, Mathews L, Sbaschnig M, et al. (1980). Effect of 

high-fat, high-beef diet and of mode of cooking of beef in the diet on fecal bacterial 

enzymes and fecal bile acids and neutral sterols. J Nutr, 110, 1880-1887. 

Reddy B S, and Maeura Y. (1984). Tumor promotion by dietary fat in azoxymethane-

induced colon carcinogenesis in female F344 rats: influence of amount and source of 

dietary fat. J Natl Cancer Inst, 72, 745-750. 

Reddy B S, Mangat S, Sheinfil A, Weisburger J H, and Wynder E L. (1977). Effect of 

type and amount of dietary fat and 1,2-dimethylhydrazine on biliary bile acids, fecal 

bile acids, and neutral sterols in rats. Cancer Res, 37, 2132-2137. 

Reitman S, and Frankel S. (1957). A Colorimetric Method for the Determination of 

Serum Glutamic Oxalacetic and Glutamic Pyruvic Transaminases. American Journal 

of Clinical Pathology, 28, 56-63. 

Riccardi G, Giacco R, and Rivellese A A. (2004). Dietary fat, insulin sensitivity and 

the metabolic syndrome. Clinical Nutrition, 23, 447-456. 

Rippe J M, and Angelopoulos T J. (2013). Sucrose, High-Fructose Corn Syrup, and 

Fructose, Their Metabolism and Potential Health Effects: What Do We Really Know? 

Advances in Nutrition, 4, 236-245. 

Rizkalla S W. (2010). Health implications of fructose consumption: A review of 

recent data. Nutr Metab (Lond), 7, 82. 

Roberts C K, Hevener A L, and Barnard R J. (2013). Metabolic syndrome and insulin 

resistance: underlying causes and modification by exercise training. Compr Physiol, 

3, 1-58. 

Roberts M D, Mobley C B, Toedebush R G, Heese A J, Zhu C, et al. (2015). Western 

diet-induced hepatic steatosis and alterations in the liver transcriptome in adult 

Brown-Norway rats. BMC Gastroenterol, 15, 015-0382. 

Romero A, Bastida S, and Sánchez-Muniz F J. (2006). Cyclic fatty acid monomer 

formation in domestic frying of frozen foods in sunflower oil and high oleic acid 

sunflower oil without oil replenishment. Food and Chemical Toxicology, 44, 1674-

1681. 



Bibliography	
 

Pa
ge
19
4	

Ronis M J, Baumgardner J N, Sharma N, Vantrease J, Ferguson M, et al. (2013). 

Medium chain triglycerides dose-dependently prevent liver pathology in a rat model 

of non-alcoholic fatty liver disease. Exp Biol Med, 238, 151-162. 

Rose D P, and Connolly J M. (1997). Dietary fat and breast cancer metastasis by 

human tumor xenografts. Breast Cancer Res Treat, 46, 225-237. 

Rossin D, Calfapietra S, Sottero B, Poli G, and Biasi F. (2017). HNE and cholesterol 

oxidation products in colorectal inflammation and carcinogenesis. Free Radical 

Biology and Medicine, 111, 186-195. 

Ruff R R. (2015). Sugar-sweetened beverage consumption is linked to global adult 

morbidity and mortality through diabetes mellitus, cardiovascular disease and 

adiposity-related cancers. Evidence Based Medicine 

Saberi M, Woods N B, de Luca C, Schenk S, Lu J C, et al. (2009). Hematopoietic 

cell-specific deletion of toll-like receptor 4 ameliorates hepatic and adipose tissue 

insulin resistance in high-fat-fed mice. Cell Metab, 10, 419-429. 

Sakata Y, and Shimokawa H. (2013). Saturated fatty acid intake and cardiovascular 

risk. Eur Heart J, 34, 1178-1180. 

Saloranta C, Groop L, Ekstrand A, Franssila‐Kallunki A, Eriksson J, et al. (1993). 

Different Acute and Chronic Effects of Acipimox Treatment on Glucose and Lipid 

Metabolism in Patients with Type 2 Diabetes. Diabetic Medicine, 10, 950-957. 

Samuel V T. (2011). Fructose induced lipogenesis: from sugar to fat to insulin 

resistance. Trends Endocrinol Metab, 22, 60-65. 

Sanna C, Rosso C, Marietti M, and Bugianesi E. (2016). Non-Alcoholic Fatty Liver 

Disease and Extra-Hepatic Cancers. Int J Mol Sci, 17, 717. 

Sayon-Orea C, Bes-Rastrollo M, Basterra-Gortari F J, Beunza J J, Guallar-Castillon P, 

et al. (2013). Consumption of fried foods and weight gain in a Mediterranean cohort: 

the SUN project. Nutr Metab Cardiovasc Dis, 23, 144-150. 

Sayon-Orea C, Martinez-Gonzalez M A, Gea A, Flores-Gomez E, Basterra-Gortari F 

J, et al. (2014). Consumption of fried foods and risk of metabolic syndrome: the SUN 

cohort study. Clin Nutr, 33, 545-549. 



Bibliography	
 

Pa
ge
19
5	

Schreuder T C, Verwer B J, van Nieuwkerk C M, and Mulder C J. (2008). 

Nonalcoholic fatty liver disease: an overview of current insights in pathogenesis, 

diagnosis and treatment. World J Gastroenterol, 14, 2474-2486. 

Schwarz J-M, Noworolski S M, Wen M J, Dyachenko A, Prior J L, et al. (2015). 

Effect of a High-Fructose Weight-Maintaining Diet on Lipogenesis and Liver Fat. 

The Journal of Clinical Endocrinology & Metabolism, 100, 2434-2442. 

Sen A, and Gupta K P. (1980). Effect of feeding mustard oil to rats on mitochondrial 

lipid profile of heart tissue. Indian J Exp Biol, 18, 1012-1015. 

Senzaki H, Iwamoto S, Ogura E, Kiyozuka Y, Arita S, et al. (1998). Dietary effects of 

fatty acids on growth and metastasis of KPL-1 human breast cancer cells in vivo and 

in vitro. Anticancer Res, 18, 1621-1627. 

Sesink A L, Termont D S, Kleibeuker J H, and Van Der Meer R. (2000). Red meat 

and colon cancer: dietary haem, but not fat, has cytotoxic and hyperproliferative 

effects on rat colonic epithelium. Carcinogenesis, 21, 1909-1915. 

Shao S-s, Zhao Y-f, Song Y-f, Xu C, Yang J-m, et al. (2014). Dietary high-fat lard 

intake induces thyroid dysfunction and abnormal morphology in rats. Acta 

Pharmacologica Sinica, 35, 1411-1420. 

Shawky N M, Shehatou G S, Abdel Rahim M, Suddek G M, and Gameil N M. (2014). 

Levocetirizine ameliorates high fructose diet-induced insulin resistance, vascular 

dysfunction and hepatic steatosis in rats. Eur J Pharmacol, 740, 353-363. 

Shen H, Lipka S, Kumar A, and Mustacchia P. (2014a). Association between 

nonalcoholic fatty liver disease and colorectal adenoma: a systemic review and meta-

analysis. J Gastrointest Oncol, 5, 440-446. 

Shen L, Yin Z, Wu W, Ren Y, Li X, et al. (2014b). Single nucleotide polymorphism 

in ATM gene, cooking oil fumes and lung adenocarcinoma susceptibility in Chinese 

female non-smokers: a case-control study. PLoS One, 9, e96911. 

Shiratsuchi I, Akagi Y, Kawahara A, Kinugasa T, Romeo K, et al. (2011). Expression 

of IGF-1 and IGF-1R and their relation to clinicopathological factors in colorectal 

cancer. Anticancer Res, 31, 2541-2545. 



Bibliography	
 

Pa
ge
19
6	

Shukla Y, and Arora A. (2003). Enhancing effects of mustard oil on preneoplastic 

hepatic foci development in Wistar rats. Hum Exp Toxicol, 22, 51-55. 

Silverman A L, Bronstein J C, Krymgold S, Kahlon D, and Bull A W. (1996). 

Decreased levels of 13-hydroxyoctadecadienoic acid (13-HODE) dehydrogenase in 

neoplastic tissue of human colon biopsies. Cancer Epidemiology Biomarkers &amp; 

Prevention, 5, 53-56. 

Silvia W, Siegfried W, Jürgen S, Daniela G, Iwar K, et al. (2009). Medium‐chain fatty 

acids ameliorate insulin resistance caused by high‐fat diets in rats. Diabetes Metab 

Res Rev, 25, 185-194. 

Simopoulos A P. (1994). Is insulin resistance influenced by dietary linoleic acid and 

trans fatty acids? Free Radical Biology and Medicine, 17, 367-372. 

Singh G M, Micha R, Khatibzadeh S, Lim S, Ezzati M, et al. (2015a). Estimated 

Global, Regional, and National Disease Burdens Related to Sugar-Sweetened 

Beverage Consumption in 2010. Circulation 

Singh J, Hamid R, and Reddy B S. (1997a). Dietary fat and colon cancer: modulating 

effect of types and amount of dietary fat on ras-p21 function during promotion and 

progression stages of colon cancer. Cancer Res, 57, 253-258. 

Singh R B, Niaz M A, Sharma J P, Kumar R, Rastogi V, et al. (1997b). Randomized, 

double-blind, placebo-controlled trial of fish oil and mustard oil in patients with 

suspected acute myocardial infarction: the Indian experiment of infarct survival--4. 

Cardiovasc Drugs Ther, 11, 485-491. 

Singh V, Jain M, Misra A, Khanna V, Prakash P, et al. (2015b). Curcuma oil 

ameliorates insulin resistance & associated thrombotic complications in hamster & 

rat. Indian J Med Res, 141, 823-832. 

Siri-Tarino P W, Sun Q, Hu F B, and Krauss R M. (2010). Saturated Fatty Acids and 

Risk of Coronary Heart Disease: Modulation by Replacement Nutrients. Current 

Atherosclerosis Reports, 12, 384-390. 



Bibliography	
 

Pa
ge
19
7	

Skrzydlewska E, Sulkowski S, Koda M, Zalewski B, Kanczuga-Koda L, et al. (2005). 

Lipid peroxidation and antioxidant status in colorectal cancer. World J Gastroenterol, 

11, 403-406. 

Softic S, Cohen D E, and Kahn C R. (2016). Role of Dietary Fructose and Hepatic De 

Novo Lipogenesis in Fatty Liver Disease. Dig Dis Sci, 61, 1282-1293. 

Song S, Paik H Y, Park M, and Song Y. (2015). Dyslipidemia patterns are 

differentially associated with dietary factors. Clin Nutr, 19, 00171-00175. 

Soriguer F, Rojo-Martinez G, Dobarganes M C, Garcia Almeida J M, Esteva I, et al. 

(2003). Hypertension is related to the degradation of dietary frying oils. Am J Clin 

Nutr, 78, 1092-1097. 

Spindler S A, Clark K S, Callewaert D M, and Reddy R G. (1997). Role and 

Detection of 9 and 13-Hydroxyoctadecadienoic Acids. In K. V. Honn, L. J. Marnett, 

S. Nigam, R. L. Jones & P. Y. K. Wong (Eds.), Eicosanoids and other Bioactive 

Lipids in Cancer, Inflammation, and Radiation Injury 3 (pp. 477-478). Boston, MA: 

Springer US. 

Srinivasan K N, and Pugalendi K V. (2000). Effect of excessive intake of thermally 

oxidized sesame oil on lipids, lipid peroxidation and antioxidants' status in rats. Indian 

J Exp Biol, 38, 777-780. 

Srivastava S, Singh M, George J, Bhui K, Murari Saxena A, et al. (2010a). Genotoxic 

and carcinogenic risks associated with the dietary consumption of repeatedly heated 

coconut oil. Br J Nutr, 104, 1343-1352. 

Srivastava S, Singh M, George J, Bhui K, and Shukla Y. (2010b). Genotoxic and 

carcinogenic risks associated with the consumption of repeatedly boiled sunflower oil. 

J Agric Food Chem, 58, 11179-11186. 

Stanhope K L. (2016). Sugar consumption, metabolic disease and obesity: The state 

of the controversy. Critical Reviews in Clinical Laboratory Sciences, 53, 52-67. 

Stanhope K L, Schwarz J M, Keim N L, Griffen S C, Bremer A A, et al. (2009). 

Consuming fructose-sweetened, not glucose-sweetened, beverages increases visceral 



Bibliography	
 

Pa
ge
19
8	

adiposity and lipids and decreases insulin sensitivity in overweight/obese humans. J 

Clin Invest, 119, 1322-1334. 

Storlien L H, James D E, Burleigh K M, Chisholm D J, and Kraegen E W. (1986). Fat 

feeding causes widespread in vivo insulin resistance, decreased energy expenditure, 

and obesity in rats. Am J Physiol, 251, E576-583. 

Storlien L H, Jenkins A B, Chisholm D J, Pascoe W S, Khouri S, et al. (1991). 

Influence of dietary fat composition on development of insulin resistance in rats. 

Relationship to muscle triglyceride and omega-3 fatty acids in muscle phospholipid. 

Diabetes, 40, 280-289. 

Stott-Miller M, Neuhouser M L, and Stanford J L. (2013). Consumption of deep-fried 

foods and risk of prostate cancer. Prostate, 73, 960-969. 

Streba L A M, Vere C C, Rogoveanu I, and Streba C T. (2015). Nonalcoholic fatty 

liver disease, metabolic risk factors, and hepatocellular carcinoma: An open question. 

World J Gastroenterol, 21, 4103-4110. 

Sugimura T. (2000). Nutrition and dietary carcinogens. Carcinogenesis, 21, 387-395. 

Sun S Z, and Empie M W. (2012). Fructose metabolism in humans – what isotopic 

tracer studies tell us. Nutr Metab (Lond), 9, 89. 

Tabak O, Gelisgen R, Erman H, Erdenen F, Muderrisoglu C, et al. (2011). Oxidative 

lipid, protein, and DNA damage as oxidative stress markers in vascular complications 

of diabetes mellitus. Clin Invest Med, 34, E163-171. 

Tilg H, and Moschen A R. (2014). Mechanisms behind the link between obesity and 

gastrointestinal cancers. Best Pract Res Clin Gastroenterol, 28, 599-610. 

Tompkins C, and Perkins E G. (1999). The evaluation of frying oils with the p-

Anisidine value. J Am Oil Chem Soc, 76, 945-947. 

Trautwein E A, Kunath-Rau A, Dietrich J, Drusch S, and Erbersdobler H F. (1997). 

Effect of dietary fats rich in lauric, myristic, palmitic, oleic or linoleic acid on plasma, 

hepatic and biliary lipids in cholesterol-fed hamsters. Br J Nutr, 77, 605-620. 



Bibliography	
 

Pa
ge
19
9	

Trautwein E A, Rieckhoff D, Kunath-Rau A, and Erbersdobler H F. (1999). 

Replacing saturated fat with PUFA-rich (sunflower oil) or MUFA-rich (rapeseed, 

olive and high-oleic sunflower oil) fats resulted in comparable hypocholesterolemic 

effects in cholesterol-fed hamsters. Ann Nutr Metab, 43, 159-172. 

Traverso N, Menini S, Odetti P, Pronzato M A, Cottalasso D, et al. (2002). Diabetes 

impairs the enzymatic disposal of 4-hydroxynonenal in rat liver. Free Radic Biol Med, 

32, 350-359. 

Tseng C H. (2012). Diabetes but not insulin is associated with higher colon cancer 

mortality. World J Gastroenterol, 18, 4182-4190. 

Uehara S, Uno Y, Ishii S, Inoue T, Sasaki E, et al. (2016). Marmoset cytochrome 

P450 4A11, a novel arachidonic acid and lauric acid omega-hydroxylase expressed in 

liver and kidney tissues. Xenobiotica, 20, 1-9. 

Ushio M, Nishio Y, Sekine O, Nagai Y, Maeno Y, et al. (2013). Ezetimibe prevents 

hepatic steatosis induced by a high-fat but not a high-fructose diet. Am J Physiol 

Endocrinol Metab, 305, 28. 

Usui I, and Tobe K. (2011). [The role of inflammation in the development of insulin 

resistance in type 2 diabetes]. Nihon Rinsho, 69, 555-562. 

VanSaun M N, Lee I K, Washington M K, Matrisian L, and Gorden D L. (2009). 

High Fat Diet Induced Hepatic Steatosis Establishes a Permissive Microenvironment 

for Colorectal Metastases and Promotes Primary Dysplasia in a Murine Model. Am J 

Pathol, 175, 355-364. 

VanWinden K R, Montoro M, Silverstein E, Ovalle B, Shulman I, et al. (2017). The 

Use of Omega-3 Fatty Acids to Improve Insulin Sensitivity in Pregnancy: A Pilot 

Study of Safety and Tolerability [6Q]. Obstetrics & Gynecology, 129, S174. 

Vendel Nielsen L, Krogager T P, Young C, Ferreri C, Chatgilialoglu C, et al. (2013). 

Effects of Elaidic Acid on Lipid Metabolism in HepG2 Cells, Investigated by an 

Integrated Approach of Lipidomics, Transcriptomics and Proteomics. PLoS One, 8, 

e74283. 



Bibliography	
 

Pa
ge
20
0	

Vessby B, Uusitupa M, Hermansen K, Riccardi G, Rivellese A A, et al. (2001). 

Substituting dietary saturated for monounsaturated fat impairs insulin sensitivity in 

healthy men and women: The KANWU Study. Diabetologia, 44, 312-319. 

Vidal-Puig A J, Considine R V, Jimenez-Liñan M, Werman A, Pories W J, et al. 

(1997). Peroxisome proliferator-activated receptor gene expression in human tissues. 

Effects of obesity, weight loss, and regulation by insulin and glucocorticoids. Journal 

of Clinical Investigation, 99, 2416-2422. 

Vilela J, Coelho L, and de Almeida J M M M. (2015). Investigation of adulteration of 

sunflower oil with thermally deteriorated oil using Fourier transform mid-infrared 

spectroscopy and chemometrics. Cogent Food & Agriculture, 1, 1020254. 

Wallstrom P, Sonestedt E, Hlebowicz J, Ericson U, Drake I, et al. (2012). Dietary 

fiber and saturated fat intake associations with cardiovascular disease differ by sex in 

the Malmo Diet and Cancer Cohort: a prospective study. PLoS One, 7, e31637. 

Wang D, Wei Y, and Pagliassotti M J. (2006). Saturated fatty acids promote 

endoplasmic reticulum stress and liver injury in rats with hepatic steatosis. 

Endocrinology, 147, 943-951. 

Wang J, Wang X, Li J, Chen Y, Yang W, et al. (2015). Effects of Dietary Coconut Oil 

as a Medium-chain Fatty Acid Source on Performance, Carcass Composition and 

Serum Lipids in Male Broilers. Asian-Australasian Journal of Animal Sciences, 28, 

223-230. 

Wang J, Zhang H J, Xu L, Long C, Samuel K G, et al. (2016). Dietary 

supplementation of pyrroloquinoline quinone disodium protects against oxidative 

stress and liver damage in laying hens fed an oxidized sunflower oil-added diet. 

Animal, 3, 1-8. 

Wang L, Cai S, Teng Z, Zhao X, Chen X, et al. (2013). Insulin therapy contributes to 

the increased risk of colorectal cancer in diabetes patients: a meta-analysis. Diagn 

Pathol, 8, 180. 

Wang M-E, Singh B K, Hsu M-C, Huang C, Yen P M, et al. (2017). Increasing 

Dietary Medium-Chain Fatty Acid Ratio Mitigates High-fat Diet-Induced Non-

Alcoholic Steatohepatitis by Regulating Autophagy. Scientific Reports, 7, 13999. 



Bibliography	
 

Pa
ge
20
1	

Warner K. (1999). Impact of high-temperature food processing on fats and oils. Adv 

Exp Med Biol, 459, 67-77. 

Wein S, Wolffram S, Schrezenmeir J, Gasperikova D, Klimes I, et al. (2009). 

Medium-chain fatty acids ameliorate insulin resistance caused by high-fat diets in 

rats. Diabetes Metab Res Rev, 25, 185-194. 

Wilcox G. (2005). Insulin and Insulin Resistance. Clinical Biochemist Reviews, 26, 

19-39. 

Wild S, Roglic G, Green A, Sicree R, and King H. (2004). Global prevalence of 

diabetes: estimates for the year 2000 and projections for 2030. Diabetes Care, 27, 

1047-1053. 

Wong S K, Chin K-Y, Suhaimi F H, Fairus A, and Ima-Nirwana S. (2016). Animal 

models of metabolic syndrome: a review. Nutr Metab (Lond), 13, 65. 

Wu P F, Chiang T A, Wang L F, Chang C S, and Ko Y C. (1998). Nitro-polycyclic 

aromatic hydrocarbon contents of fumes from heated cooking oils and prevention of 

mutagenicity by catechin. Mutat Res, 403, 29-34. 

Wu S-C, and Yen G-C. (2004a). Effects of cooking oil fumes on the genotoxicity and 

oxidative stress in human lung carcinoma (A-549) cells. Toxicology in Vitro, 18, 571-

580. 

Wu S C, and Yen G C. (2004b). Effects of cooking oil fumes on the genotoxicity and 

oxidative stress in human lung carcinoma (A-549) cells. Toxicol In Vitro, 18, 571-

580. 

Wu S C, Yen G C, and Sheu F. (2001). Mutagenicity and identification of mutagenic 

compounds of fumes obtained from heating peanut oil. J Food Prot, 64, 240-245. 

Wu Y, Dong Y, Atefi M, Liu Y, Elshimali Y, et al. (2016). Lactate, a Neglected 

Factor for Diabetes and Cancer Interaction. Mediators Inflamm, 2016, 6456018. 

Xu H, Barnes G T, Yang Q, Tan G, Yang D, et al. (2003). Chronic inflammation in 

fat plays a crucial role in the development of obesity-related insulin resistance. J Clin 

Invest, 112, 1821-1830. 



Bibliography	
 

Pa
ge
20
2	

Xue Y, Jiang Y, Jin S, and Li Y. (2016). Association between cooking oil fume 

exposure and lung cancer among Chinese nonsmoking women: a meta-analysis. 

OncoTargets and therapy, 9, 2987-2992. 

Yang Y, Li W, Li Y, Wang Q, Gao L, et al. (2014a). Dietary Lycium barbarum 

polysaccharide induces Nrf2/ARE pathway and ameliorates insulin resistance induced 

by high-fat via activation of PI3K/AKT signaling. Oxid Med Cell Longev, 2014, 

145641. 

Yang Y, Li W, Liu Y, Sun Y, Li Y, et al. (2014b). Alpha-lipoic acid improves high-

fat diet-induced hepatic steatosis by modulating the transcription factors SREBP-1, 

FoxO1 and Nrf2 via the SIRT1/LKB1/AMPK pathway. J Nutr Biochem, 25, 1207-

1217. 

Yang Y X, Hennessy S, and Lewis J D. (2005). Type 2 diabetes mellitus and the risk 

of colorectal cancer. Clin Gastroenterol Hepatol, 3, 587-594. 

Yao H-R, Liu J, Plumeri D, Cao Y-B, He T, et al. (2011). Lipotoxicity in HepG2 cells 

triggered by free fatty acids. American Journal of Translational Research, 3, 284-291. 

Younossi Z, Anstee Q M, Marietti M, Hardy T, Henry L, et al. (2018). Global burden 

of NAFLD and NASH: trends, predictions, risk factors and prevention. Nat Rev 

Gastroenterol Hepatol, 15, 11-20. 

Yuan J S, Wang D, and Stewart C N. (2008). Statistical methods for efficiency 

adjusted real‐time PCR quantification. Biotechnology Journal, 3, 112-123. 

Yuhara H, Steinmaus C, Cohen S E, Corley D A, Tei Y, et al. (2011). Is diabetes 

mellitus an independent risk factor for colon cancer and rectal cancer? Am J 

Gastroenterol, 106, 1911-1921; quiz 1922. 

Zappacosta B, De Sole P, Rossi C, Marra G, Ghirlanda G, et al. (1995). Lactate 

dehydrogenase activity of platelets in diabetes mellitus. Eur J Clin Chem Clin 

Biochem, 33, 487-489. 

Zeb A, and Murkovic M. (2013). Determination of thermal oxidation and oxidation 

products of β-carotene in corn oil triacylglycerols. Food Research International, 50, 

534-544. 



Bibliography	
 

Pa
ge
20
3	

Zeb A, and Rahman S U. (2017). Protective effects of dietary glycine and glutamic 

acid toward the toxic effects of oxidized mustard oil in rabbits. Food Funct, 8, 429-

436. 

Zhang D-M, Jiao R-Q, and Kong L-D. (2017). High Dietary Fructose: Direct or 

Indirect Dangerous Factors Disturbing Tissue and Organ Functions. Nutrients, 9, 335. 

Zhang H, Fagan D H, Zeng X, Freeman K T, Sachdev D, et al. (2010). Inhibition of 

cancer cell proliferation and metastasis by insulin receptor downregulation. 

Oncogene, 29, 2517-2527. 

Zhang Y, Xue R, Zhang Z, Yang X, and Shi H. (2012). Palmitic and linoleic acids 

induce ER stress and apoptosis in hepatoma cells. Lipids Health Dis, 11, 1-1. 

Zhou Z, Wang Y, Jiang Y, Diao Y, Strappe P, et al. (2016). Deep-fried oil 

consumption in rats impairs glycerolipid metabolism, gut histology and microbiota 

structure. Lipids Health Dis, 15, 86. 

Zhu Y, Zhu M, and Lance P. (2012). Stromal COX-2 signaling activated by 

deoxycholic acid mediates proliferation and invasiveness of colorectal epithelial 

cancer cells. Biochem Biophys Res Commun, 425, 607-612. 

Zoubi S A, Mayhew T M, and Sparrow R A. (1995). The small intestine in 

experimental diabetes: cellular adaptation in crypts and villi at different longitudinal 

sites. Virchows Arch, 426, 501-507. 



Chapter 10 
List of publications 



List	of	Publications	

Pa
ge
20
4	

LIST OF PUBLICATIONS 

1. Sheela DL, Narayanankutty A., Nazeem PA, Raghavamenon AC,

Muthangaparambil SR. (2019) Lauric acid induce cell death in colon cancer cells

mediated by the epidermal growth factor receptor downregulation: An in silico

and in vitro study. Human and Experimental Toxicology. 38(7):753-761

2. Illam S.P., Hussain A, Elizabeth A, Narayanankutty A., Raghavamenon AC

(2019) Natural combination of phenolic glycosides from fruits resists pro-oxidant

insults to colon cells and enhances intrinsic antioxidant status in mice. Toxicology

Reports. 18;6:703-711.

3. Narayanankutty A., Anil A, Illam SP, Kandiyil SP, Raghavamenon AC. (2018)

Non-polar lipid carbonyls of thermally oxidized coconut oil induce hepatotoxicity

mediated by redox imbalance. Prostaglandins Leukotrienes and Essential Fatty

Acids. 138:45-51.

4. Narayanankutty A., Illam S.P., and Raghavamenon A.C. (2018) Health impacts

of different edible oils prepared from coconut (Cocos nucifera): A comprehensive

review. Trends in Food Science & Technology. 80: 1-7.

5. Narayanankutty A., Gopinath M.K., Vakayil M., Ramavarma S.K., Babu T.D.

and Raghavamenon A.C. (2018), Non-enzymatic conversion of primary oxidation

products of Docosahexaenoic acid into less toxic acid molecules. Spectrochimica

Acta Part A: Molecular and Biomolecular Spectroscopy. 203: 222-228.

6. Narayanankutty A., Manalil J.J., Suseela I.M., Ramavarmma S.K., Mathew

S.E., Illam S.P., Babu T.D., Kuzhivelil B.T., and Raghavamenon A.C. (2017)

Deep fried edible oils disturbs hepatic redox equilibrium and heightens

lipotoxicity and hepatosteatosis in rats. Human and Experimental Toxicology 36

(9): 919-930. (DOI 10.1177/0960327116674530).

7. Narayanankutty A., Palliyil D.M., Kuruvilla K. and Raghavamenon A.C. (2017)

Virgin coconut oil reverses hepatic steatosis by restoring redox homeostasis and



List	of	Publications	

Pa
ge
20
5	

lipid metabolism in male Wistar rats. Journal of the Science of Food and 

Agriculture, 98(5):1757-1764. 

8. Narayanankutty A., Kottekkat A., Mathew S.E., Illam S.P., Suseela I.M. and

Raghavamenon A.C. (2017) Vitamin E supplementation modulates the effect of

Omega 3 fatty acids treatment in aged rats, Toxicology Mechanisms and

Methods, 27(3): 207-214 (DOI.101080/15376516.2016.1273431).

9. Narayanankutty A., Mukesh R.K., Ayoob S.K., Ramavarma S.K., Suseela I.M.,

Manalil J,J., Kuzhivelil B.T., and Raghavamenon A.C. (2016). Virgin coconut oil

maintains redox status and improves glycemic conditions in high fructose fed rats.

Journal of food science and technology, 53 (1): 895-901.

10. Narayanankutty A., Vakayil M., Manalil J.J., Ramavarma S.K., Suseela I.M.,

Babu T.D. and Raghavamenon A.C. (2016) Omega 3 fatty acids: Do they raise

health concerns? JSM Biochemistry and Molecular biology, 3(1): 1016.

11. Illam S.P., Narayanankutty A., Mathew S.E., Valsalakumari R., Mannuthy R.,

and Raghavamenon A.C. (2017) Epithelial Mesenchymal Transition in Cancer

Progression: Preventive Phytochemicals. Recent Patents on Anti-Cancer Drug

Discovery 12 (3): 234-246. DOI 10.2174/1574892812666170424150407.

12. Illam S.P., Narayanankutty A., and Raghavamenon A.C. (2017) Polyphenols of

Virgin coconut oil prevent pro-oxidant mediated cell death. Toxicology

Mechanism and Methods 27(6):442-450. DOI 10.1080/15376516.2017.1320458.

13. Sheela, S.D., Nazeem P.A., Narayanankutty A, Muthangaparambil S.R., Davis

S.P., James P., Valsalan R., Babu T.D. and Raghavamenon A.C. (2017). Coconut

phytocompounds inhibits polyol pathway enzymes: Implication in prevention of

microvascular diabetic complications. Prostaglandins, Leukotrienes and

Essential Fatty Acids (PLEFA), 127: 20-24 DOI

10.1016/j.plefa.2017.1010.1004.

14. Roy N., Nazeem P.A., Babu T. D., Abida P.S., Narayanankutty, A., Valsalan R.,

Valsala P.A., and Raghavamenon A.C. (2017). EGFR gene regulation in



List	of	Publications	

Pa
ge
20
6	

colorectal cancer cells by garlic phytocompounds with special emphasis on S-

Allyl-L-Cysteine Sulfoxide. Interdisciplinary Sciences: Computational Life 

Sciences (DOI 10.1007/s12539-017-0227-6). 

15. Lekshmi D.S., Nazeem P.A., Narayanankutty A., Manalil, J.J., and

Raghavamenon A.C. (2016) In Silico and Wet Lab Studies Reveal the Cholesterol

Lowering Efficacy of Lauric Acid a Medium Chain Fat of Coconut Oil. Plant

Foods for Human Nutrition, 71 (4): 410-415 (DOI 10.1007/s11130-016-0577-y).

16. Roy N., Narayanankutty A., Nazeem P. A., Valsalan R, Babu T. D. and Mathew

D. (2016) Plant phenolics ferulic acid and p-coumaric acid inhibits colorectal

cancer cell proliferation by through EGFR down regulation. Asian Pacific

Journal of Cancer Prevention 17(8): 4017-4021.

17. Roy N., Davis S., Narayanankutty A., Nazeem P.A., Babu T. D., Abida P.S.,

Valsala P.A., Raghavamenon A. C. (2016). Garlic phytocompounds possess

anticancer activity by specifically targeting breast cancer biomarkers: An In silico

study. Asian Pacific Journal of Cancer Prevention 17(6): 2883-2888.

18. Manalil J.J., Suseela I.M.., Ramavarma S.K., Narayanankutty A. and

Raghavamenon A.C. (2015). Component Authentication and Standardisation of

an Anti-atherosclerotic Herbal Formulation-GSTC3. Pharmacognosy Journal, 7

(6): 339-343.



Appendix



Urkund Analysis Result 
Analysed Document: 01 Introduction and Review of Literature - Arunaksharan N.pdf 

(D40621723)
Submitted: 7/21/2018 6:47:00 AM 
Submitted By: vinodvmvinod@gmail.com 
Significance: 0 % 

Sources included in the report: 

Instances where selected sources appear: 

0 

U R K N DU



Urkund Analysis Result 
Analysed Document: 02 Materials and Methods - Arunaksharan N.pdf (D40621724)
Submitted: 7/21/2018 6:47:00 AM 
Submitted By: vinodvmvinod@gmail.com 
Significance: 1 % 

Sources included in the report: 

https://www.cdc.gov/nchs/data/nhanes/nhanes_03_04/l13_c_met_lipids.pdf 
https://bmccomplementalternmed.biomedcentral.com/articles/10.1186/1472-6882-13-305 
http://www.ilexmedical.com/files/PDF/Cholesterol_ARC_CHEM.pdf 
https://link.springer.com/content/pdf/10.1186%252Fs40816-017-0042-y.pdf 

Instances where selected sources appear: 

5 

U R K N DU



Urkund Analysis Result 
Analysed Document: 03 Results and Discussion - Arunaksharan N.pdf (D40621725)
Submitted: 7/21/2018 6:47:00 AM 
Submitted By: vinodvmvinod@gmail.com 
Significance: 0 % 

Sources included in the report: 

Instances where selected sources appear: 

0 

U R K N DU


