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Abstract: Objective: Hazelnut oil (HO) is rich in monounsaturated fatty acids and polyunsaturated
fatty acids. This study intended to analyze the effects of hazelnut oil supplementation on the
serum lipid profile and nonalcoholic fatty liver disease in hamsters fed a high-cholesterol (HC) diet.
Methods: Hamsters were fed a basic diet (control group) and an HC diet (HC group) for 16 weeks
(n = 10 in each group). Hamsters were fed an HC diet for four weeks to induce hyperlipidemia
and were then fed an HC diet enriched with 5% (low-dose HC + HO group; n = 10) and 10% HO
(high-dose HC + HO group; n = 10) for 12 weeks. Serum lipid levels, hepatic changes (including
steatosis, inflammation, and fibrosis), and hepatic prooxidant-antioxidant status (malondialdehyde
(MDA), superoxide dismutase (SOD), glutathione peroxidase (GPx), and glutathione S-transferase
(GST)) were evaluated after the treatment period. Results: Hamsters in the control group showed
normal serum lipid profiles, normal liver function, and moderate glycogen storage without hepatic
steatosis. Hamsters in the HC group showed severe hyperlipidemia, severe hepatic steatosis, and
moderate steatohepatitis (mononuclear cell and neutrophil infiltration, oval cell hyperplasia, and
fibrosis). Compared to the HC group, both the low-dose and the high-dose HC + HO groups
showed a significant reduction of hyperlipidemia (serum triglyceride (TG), total cholesterol (TC),
low-density lipoprotein cholesterol (LDL-C), and very-low-density lipoprotein cholesterol (VLDL-C
levels)) and improved liver function (serum glutamic-oxaloacetic transaminase (SGOT) and serum
glutamic pyruvic transaminase (SGPT)). Additionally, compared to the HC group, intrahepatic
triglyceride accumulation (IHTC) was significantly higher in the HC + HO group, while the incidence
of steatohepatitis was significantly lower. The intake of the HC diet was associated with a higher
level of lipid peroxidation (malondialdehyde, MDA) and a lower concentration of hepatic antioxidant
enzymes (SOD, GPx, and GST), and all these factors were partially improved in the low-dose and
high-dose HC + HO groups. Conclusions: Our findings indicate that the intake of HO reduced serum
hyperlipidemia and oxidative stress and ameliorated the progression of nonalcoholic fatty liver
disease in hamsters fed a high-cholesterol diet.
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1. Introduction

Diets rich in saturated fatty acids (FA) can induce metabolic disorders and the development of
coronary heart disease and nonalcoholic fatty liver disease [1,2]. Dietary FA and excess cholesterol
have significant impacts on plasma lipid profiles and are strongly correlated with liver injury [3,4].
Dietary FA content may cause significant changes in the lipoprotein synthesis and lipid composition
of cellular structures [5-7]. High levels of monounsaturated FA (MUFA) and/or polyunsaturated
FA (PUFA) have hypolipidemic effects [8-12]. Hazelnut oil (HO) is rich in MUFA and antioxidants
(vitamin E, phytosterol, vitamin B6, etc.). A hazelnut-rich diet may decrease the atherogenic tendency
of low-density lipoprotein cholesterol (LDL-C) by lowering the susceptibility of LDL-C to oxidation [13].
Furthermore, the consumption of different forms of hazelnuts enriched in unsaturated FA (UFA) can
decrease the levels of serum total triglycerides (TG), total cholesterol (TC), and LDL-C induced by
saturated FA (SFA) [14-18].

Serum high-density lipoprotein cholesterol (HDL-C) is an anti-atherogenic lipoprotein which
plays a role in reversing cholesterol transport from peripheral tissues to the liver. Low HDL-C levels
induce the development of coronary heart disease and cerebrovascular disease. Dietary UFA ingestion
has been shown to be associated with increased serum HDL-C levels in animals and humans [19-21].
One of the most intriguing impacts of dietary UFA on the serum lipid profile is its effect on hepatic lipid
metabolism [3,22]. Considering that diets appropriately enriched in HO could be used to correct serum
and hepatic lipid metabolism, this study aimed to determine the effects of HO in adult hamsters fed with
HC diets. The serum, hepatic, and fecal lipid profiles were measured. Furthermore, histopathological
analysis was carried out on hamster livers to evaluate the changes in hepatic steatosis, inflammation,
and fibrosis.

2. Materials and Methods

2.1. Animals

A total of 40 five-week old male hamsters were used in the study. The animals were acquired
from the Animal Center of the Academia Sinica, Taiwan, and were singly housed in separate boxes
placed in a room at a temperature of 22 °C and under a 12 h light/dark cycle. The animals had free
access to food and water and were allowed to acclimatize for one week prior to the start of the study.
All protocols used in this study were accepted by the ethical committee of the National Yang-Ming
University, Taiwan (ICUC Nr. 201805). This study carefully followed the ethical guidelines of the
National Research Council Guide for the Care and Use of Laboratory Animals (1996).

2.2. Analytical Determination of Supplemented Dietary Fat

Hazelnut oil was purchased from a local manufacturer, and fatty acid methyl esters (FAMEs) from
the oil samples were prepared as described by Issaoui et al. [23]. Individual FAMEs were separated
and quantified by gas chromatography using a Model 5890 Series II instrument (Hewlett-Packard, Palo
Alto, CA, USA) equipped with a flame ionization detector, and a DB-23 fused silica capillary column
(60 m length, 0.32 mm i.d., 0.25 um film thickness; HP-Agilent Technologies, Wilmington, DE, USA).
Table 1 shows the fatty acid composition of the hazelnut oil used in this study.
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Table 1. Fatty acid composition of hazelnut oil.

Type Fatty Acid Name Composition Perc(eo /n)tage Amount (%)
Myristic Acid C14:0 0.03
Pentadecanoic Acid C15:0 0.01
Saturated Fatty Palmitic Acid C16:0 4.96 750
Acid Margaric Acid C17:0 0.04 ’
Stearic Acid C18:0 2.46
Lignoceric Acid C24:0 0.01
Oleic Acid (w-9) C18:1 80.6
MO‘;‘;‘:tnsfggated Palmitoleic Acid Cl6:1 0.15 80.9
Y Gadoleic Acid C20:1 0.19
Polyunsaturated Linoleic Acid (w-6) C18:2 11.2 115
Fatty Acid Linolenic Acid (w-3) C18:3 0.27 ’
Conjugated Linolenic Acid Trans C18:2
Trans Fat Trans-Octadecatrienoic acid Trans C18:3 0.13 0.13

2.3. Experimental Design

The animals were randomly assigned into four groups (n = 10 in each group) and subjected to
the following different dietary regimens: (a) basic diet control group: 10 hamsters were fed with
commercial LabDiet Rodent 5001 rodent feed (Labdiet, St. Louis, MO, USA) for 16 weeks; (b) HC
group: 10 hamsters received regular feed enriched with an HC diet (0.2% cholesterol, 0.2% bile salt,
10% egg yolk powder, and 10% lard) for 16 weeks; (c) low-dose and high-dose HC + HO groups (n = 10
in each group): hamsters were fed with an HC diet for four weeks to induce hyperlipidemia and were
then fed for 12 weeks (5th week to 16th week) with HC plus 5% HO (low-dose HC + HO group) and
HC plus 10% HO (high-dose HC + HO group) diets. All diets were stored at =20 °C and fresh food was
provided to the hamsters every two days. Diets were prepared in pellet form and oils were manually
applied to the pellets. The compositions of the diets are listed in Table 2. The animals’ growth and
food consumption were monitored every working day by recording body weight.

Table 2. Nutrients composition of the control, high cholesterol, and hazelnut oil-enriched diets.

Low Dose High Dose
Per100 g Control HC HC + HO HC + HO
Energy (Kcal) 409 480 496 513
Protein (g) 29.39 26.8 253 23.8
Total Fat (g) 5.78 20.1 239 27.7
Saturated Fatty Acid (g) 1.22 6.6 7 74
Unsaturated Fatty Acid (g) 2.89 2.3 5.9 9.6
Monounsaturated Fatty Acid (g) 1.2 1 42 7.5
Oleic Acid (g) 0 0 3.3 6.6
Polyunsaturated Fatty Acid (g) 1.69 1.3 1.7 2.1
Linolenic Acid (g) 1.54 1.2 1.6 2
Alpha-Linolenic acid (g) 0.13 0.1 0.1 0.1
Cholic Acid (g) 0.22 0.38 0.36 0.35
Cholesterol (g) 0.03 0.22 0.22 0.22
Phytochemicals (g) 0 0 0.005 0.01
Carbohydrate (g) 59.84 48.04 45.04 42.05
Fiber (g) 41 3.26 3.06 2.85
Sodium (mg) 260 219 206 193
Vitamin E (mg-«TE) 4.1 3.2 47 6.2

Control: basic diet control group; HC: high-cholesterol diet group; low-dose HC + HO: high-cholesterol diet
enriched with a low dose (5%) of hazelnut oil; high-dose HC + HO: high-cholesterol diet enriched with a high dose
(10%) of hazelnut oil. HC: high cholesterol. HO: Hazelnut oil.
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2.4. Sample Collection and Preparation

Blood was collected from all animals via periorbital puncture at the start day of the study
(Initial), at 5 weeks (WKO0), 9 weeks (WK4), 13 weeks (WKS), and at the end of 16 (WK12) weeks.
Twenty-four h after the last day of treatment, the animals were anesthetized after an overnight fast
(16 h). Blood samples were transferred into anticoagulant-free vials and allowed to stand for 30 min
to clot. Afterwards, the vials were centrifuged at 300 g for 10 min and the resultant serum was used
for further analysis. At the end of the feeding time (16 weeks), the animals were fasted overnight
and anesthetized with sodium pentobarbital (50 mg/kg, i.p.). Blood was collected in tubes containing
EDTA by cardiac puncture. Plasma samples were obtained by centrifugation and stored at —70 °C
until analysis. The livers were rapidly removed, washed in 0.9% NaCl, and kept on ice. Portions of
the liver were fixed in 10% buffered formalin for 24 h, dehydrated in a gradual series of alcohols and
diaphanous in xylene for paraffin embedding. Paraffin blocks were sectioned at 4 um and stained with
hematoxylin and eosin for histological examination by optical microscopy.

2.5. Determination of Serum Lipid and Lipoprotein Cholesterol

Blood samples were collected via non-heparinized capillary tubes into Eppendorf tubes. The whole
blood was left at room temperature for 30 min and serum was then harvested after centrifugation at
1500x g at4 °C for 20 min. Concentrations of serum TC, TG, HDL-C, LDL-C, GOT (glutamic-oxaloacetic
transaminase), and GPT (glutamic pyruvic transaminase) were measured by a TOSHIBA-C16000
automated clinical chemical analyzer (Toshiba Corporation, Tokyo, Japan) using commercial kit for TC,
HDL-C (HDL-EX), LDL-C (HDL-EX; Denka Seiken Co., Tokyo, Japan), GOT (GOT-JS; Denka Seiken
Co., Tokyo, Japan), GPT (GPT; Denka Seiko Co., Tokyo, Japan), and TG (triglycerides liquid; Sentinel
CH SpA, Milan, Italy). The very-low-density lipoprotein cholesterol (VLDL-C) value in this experiment
was calculated by the formula VLDL-C = TC — (LDL-C + HDL-C).

2.6. Hepatic and Fecal Lipid Analysis

Liver lipids were extracted according to the method of Folch [24]. A total of 2 g of liver tissue
and 1 g of lyophilized feces were homogenized with chloroform/methanol (2/1, v/v) to a final volume
of 20 times the volume of the tissue sample (1 g in 20 mL of solvent mixture) in an ice bath. The
homogenate was filtered using Whatman No. 1 filter paper to obtain the liquid phase, whose volume
was then replenished to 10 mL. The extract was dried under N, and resuspended in isopropanol. Liver
and fecal TC and TG levels were measured using a TOSHIBA-C16000 automated clinical chemical
analyzer and the aforementioned commercial kits.

2.7. Liver Antioxidant and Paroxidant Analysis

Liver portions were homogenized in ice-cold 0.15 M KCL (10%, w/w). Lipids were then extracted
with chloroform:methanol (2:1). After extraction and evaporation, hepatic livers were re-dissolved in
isopropanol and hepatic cholesterol and triglyceride levels were assayed by SGPT (serum glutamic
pyruvic transaminase) Activity Assay Kit and AST (aspartate aminiotransferase) Activity Assay Kit
(Sigma-Aldrich, Darmstadt, Germany). The level of malondialdehyde (MDA) in the liver was assessed
by the thiobarbituric acid test (thiobarbituric acid reactive substances (TBARS) Assay Kit; Cayman
Chemical Company, Ann Arbor, MI, USA). The breakdown product of 1,1,3, 3-tetraethoxypropane
was used as a standard. Hepatic superoxide dismutase (SOD) activity was assayed by its ability to
increase the effect of riboflavin-sensitized photooxidation of orthodianisidine in postmitochondrial
fractions (Superoxide Dismutase Assay Kit; Cayman Chemical Company). Glutathione peroxidase
(GSH-Px) and glutathione transferase (GST) activities were measured using cumene hydroperoxide and
1-chloro-2,4-dinitrobenzed as substrates, respectively, in postmitochondrial fractions. Protein levels
were determined using bicinchoninic acid. (Glutathione Peroxidase and Glutathione S-Transferase
Assay Kit; Cayman Chemical Company, Ann Arbor, MI, USA).
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2.8. Histopathological Analysis

Livers were fixed with 10% formalin for 24 h before being cut into pieces with a length of 4 pm
for paraffin sections and being stained with hematoxylin-eosin (HE) reagent. The degree of lesions
stained with HE was graded from one to five depending on severity according to the scoring system
from Shackelford et al.: 1 = minimal (<1% lesions); 2 = slight (1-25%); 3 = moderate (26-50%);
4 = moderate/severe (51-75%); 5 = severe/high (76-100%) [25].

2.9. Statistical Analysis

The results were expressed as mean + SD. The data were analyzed by two-way ANOVA,
followed by the Kruskal-Wallis test when appropriate, using Prism software (GraphPad Software
Inc., San Diego, CA, USA). The histopathological results were analyzed by Kruskal-Wallis, Wilcoxon,
and Mann-Whitney U tests. The Cochran Q test was used to determine the location in the acinar
hepatic zones. A p-value < 0.05 was considered to indicate a statistically significant difference among
the groups.

3. Results

3.1. Food Ingestion and Weight Gain

Different treatment regimens were associated with significantly different weight gain and food
consumption among the hamsters (Table 3). The food consumption of the basic diet control group
remained constant, with the animals exhibiting steady weight gain. The food consumption of the
HC group remained constant, with the animals exhibiting less weight gain than the control group.
Compared to the HC group, food consumption was significantly lower in the two HC + HO groups.
Additionally, compared to the HC group, the two HC + HO groups exhibited significantly lower
weight gain (13.9%). Compared to the control group, the feed efficacy was significantly lower in the
HC group and slightly higher in the high-dose HC + HO group.

3.2. Serum Lipid Profile

Compared to the control group, the serum levels of TC, TG, LDL-C, and VLDL-C were significantly
higher in the HC group. Additionally, after four weeks of the high-cholesterol diet, the serum lipid
profiles of the two HC + HO groups were significantly higher than that of the HC group. Furthermore,
compared to the HC group, the serum lipid profiles (TG, TC, LDL-C, and VLDL-C) and LDL-C/HDL-C
ratios of the low-dose and high-dose HC + HO groups were significantly lower at 4, 8, and 12 weeks
(Table 4). Compared to the lipid profile in the HC group, both the low-dose and high-dose HC + HO
groups had significantly higher levels of HDL-C.

3.3. Liver Function

Compared to the control group, the liver functions (serum glutamic-oxaloacetic transaminase
(SGOT) and serum glutamic pyruvic transaminase (SGPT)) in the HC group were significantly impaired
(Table 5). A significant improvement in liver function was observed at 4, 8, and 12 weeks after the
ingestion of the low-dose and high-dose HC + HO diets.
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Table 3. Body weight and food ingestion of each group.
Group Initial WKO WK4 WKS WK12
Control 115.04 + 6.13 140.05 +12.812 157.59+15.56 @ 170.43+19.54 @ 175.08 +17.66 2
Body weight HC 120.16 £ 6.04 135.25 +5.51@ 152.99+9.39 2 154.44+8.00 &P 154.82 £9.78 b
(g Low dose HO + HC 114.6 +12.2 14393 £ 8422 144.62 + 10.88 P 147.70 £ 12.65P 144.55 + 11.38P
High dose HO + HC 1289 +7.6 150.05 + 10.52 2 154.84 + 10.98 &b 175.61 +13.69 @ 184.26 +13.832
Control 7.33 +0.95 8.43+0.62 b 7.45+0.71 ab 7.77+0.89 2 7.56+0.68 2
b a a a
Ingestion of food (g) HC 8.13 £ 0.13 9.62 + 0.66 8.08 + 0.86b 7.56 £ 0.92b 7.48 +1.03 i
Low dose HO + HC 10.3 £ 1.39 11.84 £+ 0.502 6.67 = 0.51 6.49 = 0.39 529 £0.73 %
High dose HO + HC 9.2 +0.07 11.81 £ 0472 P 487 +1.77" 7.25 +1.01 2P 6.26 +0.442
Control 297 +1.16 2.36 +0.72 1.65 +0.58 0.62 = 0.52
- HC 1.57 +£0.61 220+1.18 0.19 £1.16 0.05 £ 0.42
Feed efficiency
Low dose HO + HC 2.55 +1.07 0.11 = 0.77 0.46 = 0.57 -0.57 £ 0.46
High dose HO + HC 1.79 + 0.49 1.10+1.34 2.78 +1.06 1.37 £ 0.73

Data are expressed as mean + SD (1 = 10 hamsters per group). Control: basic diet control group; HC: high-cholesterol diet group; low-dose HC + HO: high-cholesterol diet enriched with a
low dose (5%) of HO; high-dose HC + HO: high-cholesterol diet enriched with a high dose (10%) of HO; WK: week. Comparisons between groups were made using Duncan’s multiple
range test. Superscript letters (*°) indicate significant differences between groups (p < 0.05).

Table 4. Serum lipid profile in different groups.

Group Initial WKO WK4 WK8 WK12
Control 148.00 + 20.67 108.50 + 22.83 117.80 + 22.07 88.50 +5.91 9590 +7.11
TC (mg/dL) HC 143.3 £ 18.87 595.00 + 158.41 b 749.60 + 133.07 2 729.20 + 116.322 700.20 + 106.26 2
Low dose HC + HO 146.3 £ 12.38 885.20 + 245.06 2 395.10 + 125.29 b 336.30 + 94.18 P 451.80 + 127.56 ©
High dose HC + HO 144.2 £ 17.61 1028.00 + 327.41 2 279.50 + 30.87 € 339.30 + 58.23 P 400.20 + 83.65P
Control 186.60 + 76.09 154.20 £ 51.23 142.70 + 63.64 116.50 + 48.72 151.10 + 40.22
TG (mg/dL) HC 142.90 + 49.48 223.4 +£27.7794 971.7 + 146.7485 576.2 £ 221.73 475.9 + 190.9092
Low-dose HC + HO 81.99 + 34.09 1008.50 + 496.96 2 371.20 + 252.58 2P 262.10 +163.20 € 224.50 + 142.73 b
High-dose HC + HO 127.37 £ 98.72 1474.20 + 734.42 2 313.40 + 65.71° 384.40 + 59.45 363.80 + 141.04 2
Control 20.31 + 7.87 14.29 £ 6.72 19.64 £ 6.99 9.85+1.43 13.70 £ 3.04
LDL-C ( HC 18.70 £ 4.73 205.80 £90.13 2 229.58 +40.06 2 228.83 +£37.68% 223.92 +38.06 2
-C (mg/dL) L a b b b
ow-dose HC + HO 41.30+7.70 239.20 £ 72.79 75.60 + 44.96 59.67 + 33.05 117.80 + 60.29
High-dose HC + HO 38.80 +9.84 302.62 +£132.52° 2873 £8.17 ¢ 67.19 + 24.67 91.95 +33.36 ©
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Group Initial WKO WK4 WKS WK12
Control 71.91 + 9.43 59.69 + 8.03 58.01 + 4.58 55.00 + 3.89 53.35 + 3.83
b b b
HDL-C (mg/dL) HC 74.15 + 5.60 88.85 + 5.77 2 86.50 + 8.47 102.29 + 7.61 106.62 + 5.08
Low-dose HC + HO 95.61 + 8.94 82.71 + 8.40 ab 12347 +11.352 12427 +12.092 119.11 + 11.372
High-dose HC + HO 89.39 + 8.51 79.39 + 8.64 P 131.00 + 11.08 2 117.89 + 12.26 2 117.90 + 11.222
Control 0.28 + 0.83 024 +084° 0.34 + 0.53 0.18 +0.37P 0.26 +0.79 b
b a a a
LDL-C/HDL-C Ratio HC 0.25 + 0.84 235+ 1.14 . 2.70 + 0.64 : 2.26 + 0.49 : 2.10 + 0.38 :
Low-dose HC + HO 0.43 + 0.86 290 +1.14% 0.62 + 0.37 0.49 + 0.28 1.01 + 0.55
High-dose HC + HO 043 +1.16 3.98+2.102 022 +0.07°¢ 0.58 + 0.24 P 0.79 +032b
Control 55.78 + 14.95 34.52 +10.99 ¢ 40.15 + 14.03 ¢ 23.65 +3.65 ¢ 28.85 £3.77 ¢
VIDL-C HC 50.46 + 11.06 300.35 + 116.30 2P 43352 £102.252 398.08 + 86.03 2 369.66 + 72.25 2
Low-dose HC + HO 9.37 + 6.27 563.29 + 179.58 2 196.03 + 82.08 P 152.36 + 63.65 P 214.89 +72.94b
High-dose HC + HO 15.98 + 13.38 645.99 + 207.69 2 119.77 + 2891b 154.22 +37.22b 190.35 + 53.39 P

Data are expressed as mean + SD (1 = 10 hamsters per group). Control: basic diet control group; HC: high-cholesterol diet group; low-dose HC + HO: high-cholesterol diet enriched with a
low dose (5%) of HO; high-dose HC + HO: high-cholesterol diet enriched with a high dose (10%) of HO; TC: total cholesterol; TG: total triglyceride; LDL-C: low-density lipoprotein
cholesterol; HDL-C: high-density lipoprotein cholesterol; WK: week. Comparisons between groups were made using Duncan’s multiple range test. Superscript letters (*~) indicate

significant differences between groups (p < 0.05).

Table 5. Serum liver enzymes in different groups.

Group Initial WKO WK4 WKS WK12
Control 54.60 + 10.96 61.10 + 9.69 63.40 + 7.81 56.10 + 6.40 50.50 + 6.29
GOT (/L) HC 59.9 +24.5 172.90 + 80.78 2 137.30 + 36.17 2 113.90 + 23.36 2 96.70 + 16.23 2
Low dose HC + HO 58.5 + 8.80 90.80 + 26.55 P 58.90 + 17.34 b 63.70 + 18.82 P 71.70 + 24.84
High dose HC + HO 61.9 + 12.53 81.00 £ 21.10" 51.60 + 13.18 P 58.10 + 12.42 b 62.60 + 27.01 b<
Control 85.80 + 40.18 81.00 + 25.94 84.10 + 22.44 66.80 + 13.65 81.90 + 24.07
GPT (U/L) HC 784 +21.17 688.00 + 269.41 2 452.60 +142.17 2 379.40 +94.72 2 311.00 + 83.76 2
Low dose HC + HO 95.3 + 23.44 349.30 + 110.07 P 151.50 + 57.80 b 189.40 + 73.45b 226.80 £ 91.77b
High dose HC + HO 102.8 + 28.19 349.70 + 141.63 P 93.50 + 20.39 P 168.60 + 35.15b 156.80 + 38.18 ¢

Data are expressed as mean + SD (n = 10 hamsters per group). Control: basic diet control group; HC: high-cholesterol diet group; low-dose HC + HO: high-cholesterol diet enriched with a
low dose (5%) of HO; high-dose HC + HO: high-cholesterol diet enriched with a high dose (10%) of HO. GOT: aspartate aminotransferase; GPT: alanine aminotransferase; WK: week.

Comparisons between groups were made using Duncan’s multiple range test. Superscript letters (*°) indicate significant difference between groups (p < 0.05).
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3.4. Hepatic Antioxidant and Prooxidant Analysis

Compared to the control group, MDA levels were significantly higher in the HC group and
remained unchanged in the low-dose and high-dose HC + HO groups. Additionally, compared to the
control group, SOD levels were significantly lower in the HC group. Furthermore, compared to the
HC group, liver SOD levels were significantly higher in both the low-dose and high-dose HC + HO
groups (Figure 1).
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G 20 A % 200 +
0 - 0 -
Ctrl HC Low High Ctrl HC Low High

Figure 1. Hepatic prooxidant-antioxidant status in different groups. (A) Antioxidant superoxide
dismutase (SOD) level; (B) the prooxidant index level of malondialdehyde (MDA); (C) the antioxidant
glutathione S-transferase (GST) level; (D) the antioxidant glutathione peroxidase (GPx) level. Ctrl:
control group; HC: HC group; Low: low-dose HC + HO group; High: high-dose HC + HO group.
Letters a, b, and c indicate that a significant difference was detected by one-way ANOVA with Duncan’s
multiple range test.

Compared to the control group, the level of glutathione peroxidase (GPx) activity was significantly
lower, and the GST level was significantly higher, in the HC group and the low-dose and high-dose
HC + HO groups.

3.5. Liver Histopathology

3.5.1. Microvesicular Steatosis

Liver samples from the control group had no microvesicular steatosis (Figure 2). However, liver
samples from the HC group showed severe/high microvesicular steatosis in hepatocytes cytoplasm.
Additionally, compared to the HC group, the low-dose and high-dose HC + HO groups had a mildly
increased level of microvesicular steatosis.
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Figure 2. Control group (A—C): the liver showed no microvesicular or macrovesicular steatosis and no
infiltration, however it showed severe/high glycogen accumulation (arrow g). HC group (D-F): the
liver presented severe/high microvesicular fatty change (arrow a), moderate infiltration of mononuclear
cells (arrow b) and neutrophils (arrow c), moderate Kupffer cell hyperplasia (arrow d), moderate
oval cell hyperplasia (arrow e), moderate fibrosis (arrow f), slight glycogen accumulation (arrow g),
and minimal hepatocellular necrosis (arrow h). Low-dose HC + HO group (G-I): the liver presented
severe/high microvesicular fatty change (arrow a), minimal macrovesicular fatty change (arrow i),
slight infiltration of mononuclear cells (arrow b) and neutrophils (arrow c¢), moderate Kupffer cell
hyperplasia (arrow d), slight oval cell hyperplasia (arrow e), slight fibrosis (arrow f), minimal glycogen
accumulation (arrow g), and minimal hepatocellular necrosis (arrow h). High-dose HC + HO group
(J-L): the liver presented severe/high microvesicular fatty change (arrow a), slight macrovesicular fatty
change (arrow i), slight infiltration of mononuclear cells (arrow b) and neutrophils (arrow c), slight
Kupffer cell hyperplasia (arrow d), slight oval cell hyperplasia (arrow e), slight fibrosis (arrow f), slight
glycogen accumulation (arrow g), and minimal hepatocellular necrosis (arrow h). Scale bars are 200 pm
for (A,D,G,J); and 50 um for (B,C,E,F,H,IK) and (E,H,L).

3.5.2. Macrovesicular Steatosis

Liver samples from the control group showed no macrovesicular steatosis. Only minimal
macrovesicular steatosis was found in the HC group. Hamsters in the low-dose and high-dose
HC + HO groups had significantly higher levels of macrovesicular steatosis.

3.5.3. Inflammatory Changes

Liver samples from the control group had no inflammatory cell infiltration. However, liver
samples from the HC group had significantly higher mononuclear cell and neutrophil infiltration.
Additionally, liver samples from the two HC + HO diet groups showed significantly lower levels of
neutrophil infiltration. The HC diet was found to activate Kupffer cells in the liver. The activation of
residual Kupffer cells suggested the presence of toxic lipid compounds in adjacent hepatocytes and/or
in the Kupffer cells themselves. Moreover, a significant reduction of mononuclear cell infiltration
and neutrophil infiltration, and a moderate activation of residual Kupffer cells, was observed in both
HC + HO groups (Table 6).
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Table 6. Liver pathological score of each group.

Histopathological Lesions Group

Low-Dose High-Dose

Control HC HC+HO  HC+HO

Fatty change, microvesicular, hepatocyte,

diffuse, moderate/severe to severe/high

Fatty change, macrovesicular, hepatocyte,

multiple, minimal to moderate

Infiltration, mononuclear cell and neutrophil, multiple,

00 49+03? 49+032 44+05P

0+0 1.0 £0.0bc 1.0+0.0° 1.6 + 052

- . 00 224042 19£03%  16+05P¢
minimal to slight
Hyperplasia, Kupffer cell, multiple, minimal to moderate 0£0 22+04°2 20+05%b 2.0+0.0%b
Hyperplasia, oval cell, multiple, minimal to slight 0£0 21+£03? 1.7+0.5P 12+04¢
Fibrosis, multiple, minimal to slight 0£0 21+£03? 1.7+0.5P 12+04¢
Accumulation, glycogen, multiple, minimal to moderate 32+155 21+03? 1.1+0.3P 19+0.72
Necrosis, hepatocyte, focal, minimal 0+0 1.0+002 1.0+002 1.0+002

Control: basic diet control group; HC: high-cholesterol diet group; low-dose HC + HO: high-cholesterol diet
enriched with a low dose (5%) of HO; high-dose HC + HO: high-cholesterol diet enriched with a high dose (10%) of
HO. Superscript letters (*~) indicate that a significant difference was detected by one-way ANOVA with Duncan’s
multiple range test.

3.5.4. Fibrotic Changes

Liver specimens in the control group had no fibrotic changes. Liver specimens in the HC group
showed significant fibrotic changes, including minimal oval cell hyperplasia, hepatic cell necrosis,
minimal fibrosis, and moderate glycogen accumulation (Table 6). Significantly less severe fibrotic
changes were found in both HC + HO groups.

3.5.5. Glycogen Accumulation

Liver specimens from the control group had moderate glycogen accumulation. Liver specimens
from the HC group showed significantly lower glycogen accumulation. Significantly lower glycogen
accumulation was observed in both HC + HO groups.

3.6. Lipid Contents in Liver Parenchymal and Fecal Material

Compared to the control group, the TC and TG contents were significantly higher in the livers
from the HC group (Table 7). Compared to the HC group, the TC contents in the livers from the two
HC + HO groups were unchanged, however, the TG contents were significantly higher. No significant
differences were observed in the fecal lipid levels of TC and TG in the four different groups, however,
mildly elevated fecal lipid levels of TC and TG were observed in both HC + HO groups.

Table 7. Hepatic and fecal lipid of each group.

Group Hepatic Lipid (mg/g Liver) Fecal Lipid (mg/g Feces)

TC TG TC TG
Control 249 +1.19 1.69 + 0.44 1.62+£0.042 1.35 + 0.31 2P
HC 13.59 +2912 3.26 +0.85°¢ 157 +0.76 2 1.08 £ 0.41°
Low-dose HC + HO 13.51 £3.59 2 5.69 +153P 333+241°% 2.05+0.182
High-dose HC + HO 11.87 +4.102 7.49 +2.70 2P 1.70 £ 0.67 2 1.25 + 0.70 2P

Control: basic diet control group; HC: high-cholesterol diet group; low-dose HC + HO: high-cholesterol diet
enriched with a low dose (5%) of HO; high-dose HC + HO: high-cholesterol diet enriched with a high dose (10%)
of HO; TC: total cholesterol; TG: total triglyceride. n = 10 in each group. Letters (*°) indicate that a significant
difference was detected by one-way ANOVA with Duncan’s multiple range test.

4. Discussion

Hazelnut is a fatty food and its regular consumption can theoretically be expected to lead to body
weight gain. In this study, the hamsters in the control group showed steady weight gain. However,
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in the HC group and the high-dose HC + HO group, no significant changes in body weight were
observed throughout the study period. Significantly lower body weight was observed in the low-dose
HC + HO diet group. This result is concordant with the results of other investigators who observed an
inverse relationship between frequent nut consumption and body mass index (BMI) [26,27].

4.1. Serum Lipid Profile in the HC + HO Groups

In this study, we used hamsters fed with a high-cholesterol diet as a model to investigate the
effects of hazelnut consumption on blood lipid profiles in hamsters with hyperlipidemia. It was found
that diets containing different doses of hazelnut oil were associated with lower levels of serum TC
and LDL-C and higher levels of serum HDL-C. The main reason for this effect on serum cholesterol
profiles could be the unique lipid content of hazelnuts. The hazelnut o0il used in this study contains
a high content of MUFA (77%), mainly consisting of oleic acid (18:1), and low contents of PUFA
(17%) and saturated fatty acids (8%). This lipid content can explain most of the lowering of serum
LDL-C levels, as has previously been observed for olive oil. Oleic acid has been clearly shown to
reduce serum cholesterol levels [28]. The additional micronutrients and bioactive substances present
in hazelnut oil—including vitamin E (45 mg/100 mg), phytosterols, L-arginine, polyphenols, and
folate—further reduce serum hyperlipidemia. The reduction of serum lipid profile caused by hazelnut
consumption is similar to that found for a variety of other nuts [29,30]. Encouraging results have been
obtained regarding the benefits of diets rich in unsaturated fatty acids [5,11,12,31,32]. Previous studies
revealed that a diet rich in cholesterol and oleic acid reduced serum LDL-C levels in hamsters [33,34].
Additionally, a previous study also showed that MUFA-containing oils had beneficial effects for lipids
and lipid peroxidation [35]. The effect of HO consumption on serum lipids and lipid peroxides
has not been clearly established [16,17,28,35]. The steady-state balance of hepatic triglycerides is
controlled by the consumption of fatty acids via mitochondrial beta-oxidation [36]. Previous studies
have found that the daily dose and duration of dietary hazelnut intervention is crucial for producing a
significant reduction of serum levels of TG, LDL-C, VLDL-C, and TG [37,38]. Our results suggest that
the antioxidant effect of hazelnut oil on the liver also plays an important role. This study revealed that
low-dose (5%) hazelnut oil supplementation in hamsters, equivalent to the daily required amount in
humans of 25 g, was able to ameliorate the change in serum lipid profile induced by cholesterol-rich
diets within four weeks. This study also found that the reduction of serum hyperlipidemia caused by
dietary HO was not dose dependent, and that excess intake of HO did not have any further effect on
serum lipid profiles.

4.2. Hepatic Steatosis in the HC + HO Groups

Hepatic steatosis is related to intrahepatic triglyceride (IHTG) accumulation. Liver steatosis
consists of micro- and macrovesicular steatosis and results in an imbalance between hepatic triglyceride
storage and lipid turnover [39]. Microvesicular steatosis is defined as a centrally located nucleus with
the cytoplasm replaced by bubbles of fat [30]. Macrovesicular steatosis is defined as severe steatosis that
is distinguished by the presence of large-droplet steatosis, which involves the presence of bubbles of fat
in the cytoplasm with displacement of the nucleus to the edge of the cell. Macrovesicular steatosis alone
is considered to have a good long-term prognosis, with rare progression to fibrosis or cirrhosis [40]. In
our study, the HC diet was found to be associated with severe and diffused microvesicular steatosis with
minimal macrovesicular steatosis. Dietary supplementation with a low dose (5%) of hazelnut oil did
not change the status of hepatic steatosis, however supplementation with a high dose (10%) of hazelnut
oil increased the degree of macrovesicular steatosis. Dietary supplementation with monosaturated
fatty acids has been found to have beneficial effects for organisms, however it has also been found
to concomitantly increase the levels of hepatic lipids, especially triglycerides [41-44]. It has been
proposed that an increased level of intrahepatic triglyceride accumulation is a biomarker for protection
against liver damage including inflammatory changes and fibrosis [45,46].
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4.3. Steatohepatitis in the HC + HO Groups

Chronic injury conditions in the liver are usually associated with the induction of inflammation,
while lymphocytes and inflammatory responses have also been suggested to play a role. The
composition of fatty acids delivered to and stored within the liver is an independent risk factor for
progression to nonalcoholic steatosis hepatitis (NASH) [47]. In this study, hamsters showed abnormal
liver function following four weeks of HC diet ingestion. Liver function impairment improved
significantly following four weeks of HC + HO diet ingestion. Kupffer cells play an important role in
the pathogenesis of inflammatory liver diseases leading to fibrosis [48,49]. Toxic lipid compounds can
activate resident macrophages (Kupffer cells) and recruit blood-derived monocytes and neutrophils,
which have been identified as key elements for the initiation and progression of hepatitis. In the
present study, histopathological findings in the HC group revealed slight neutrophil infiltration of mild
inflammatory and fibrotic changes and interference with the accumulation of glycogen in the liver.
Oval cells are used specifically in rodents, however cells with similar characteristics have been reported
in human nonalcoholic fatty liver disease [50]. In humans, these cells are usually referred to as hepatic
progenitor cells or intermediate hepatic biliary cells. Oval cells are related to hepatic regeneration and
are activated by different hepatic injuries. In this study, it was found that oval cell hyperplasia was
significantly higher in the HC group and significantly lower in the high-dose HC + HO group, which
is concordant with the attenuated toxic effect of saturated fatty acids.

The hallmarks of nonalcoholic fatty liver disease are impaired suppression of hepatic glycogen
production and increased intrahepatic triglyceride content [50]. In this study, we found that hepatic
glycogenesis was severely depressed in the HC group and significantly increased in both of the
HC + HO groups. Our results suggest that, although hazelnut oil increased hepatic lipid accumulation,
it nevertheless normalized hepatic metabolic function and glycogenesis dysfunction. The oxidative
stress, lipotoxicity, and inflammation of saturated fatty acids play a key role in the progression of
hepatic steatosis to steatohepatitis [51,52]. The action of superoxide dismutase on the secondary
breakdown products of oxidative stress is related to the activity of the antioxidant defense system.
Glutathione peroxidase is related to the antioxidant activity and detoxication ability [15,53]. In our
study, the HC diet was found to be associated with oxidative stress in hamsters, leading to significant
decreases in the levels of the antioxidant SOD and GPx, and a significant increase in the levels of the
prooxidant MDA, in the liver. It was also found that abnormal prooxidant-antioxidant levels can be
significantly converted by the concomitant ingestion of hazelnut oil.

5. Conclusions

The results of our study indicate that the HC diet contributes to hypercholesterolemia, hepatic
steatosis, and steatohepatitis. The two HC + HO diets effectively reduced the serum levels of LDL-C,
VLDL-C, and TC, which may be due to the recovery of hepatic antioxidant function. Despite the
aggregation of hepatic steatosis in hamsters fed a low-dose or high-dose HC + HO diet, inflammatory
and fibrotic changes were significantly diminished with normalized hepatic glycogenesis.

6. Limitation and Future Works

Compared to other groups, the animals from the low-dose HC + HO group had a significant low
concentration of TG and high concentration of LDL-C in the initial stage, which is probably due to the
wide normal range of serum lipids in hamsters. Although the animals in the low-dose HC + HO group
successfully induced hyperlipidemia after feeding with an HC diet for 4 weeks at the same starting
point (5th week) as other groups, this should be considered as a limitation of this experiment.

This experiment focused on the efficacy of dietary supplementation with different doses of HC + HO
diet to reduce serum hyperlipidemia and fatty liver disease in hamsters with a high-cholesterol diet.
The effect of HO supplementation with normal diet on blood lipids and fatty liver disease remains
unclear. Further studies using different doses of HO with a normal diet might reveal the effect of HO
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itself on serum lipid profile and prevention of nonalcoholic fatty liver disease (NAFLD) to NASH. The
efficacy of HO can be further evaluated by comparison studies with other dietary oils such as olive oil
(rich in MUFA) and soybean oil (rich in PUFA).

Author Contributions: Conceptualization, J.-H.L.; Data curation, K.H. and C.-H.L.; Funding acquisition, J.-H.L.;
Investigation, K.H., C.-H.L., H.-Y.Y. and M.-H.L.; Methodology, C.-C.C.; Writing—original draft, J.-H.L.

Funding: This investigation was partially supported by I-Mei-VGHTPE cooperative study R16002 and R16003.

Conflicts of Interest: The authors have no conflicts of interest to declare.

References

1.

10.

11.

12.

13.

14.

15.

Siri-Tarino, PW.; Sun, Q.; Hu, F.B.; Krauss, R.M. Saturated fatty acids and risk of coronary heart disease:
Modulation by replacement nutrients. Curr. Atheroscler. Rep. 2010, 12, 384-390. [CrossRef] [PubMed]
Seppanen, C.M.; Cho, H.; Csallany, A.S. Comparison between High-PUFA and Low-PUFA Fats on Lipid
Peroxidation and LDL Oxidation. Food Nutr. Sci. 2013, 4, 572-579. [CrossRef]

Serviddio, G.; Bellanti, F.; Villani, R.; Tamborra, R.; Zerbinati, C.; Blonda, M.; Ciacciarelli, M.; Poli, G.;
Vendemiale, G.; Iuliano, L. Effects of dietary fatty acids and cholesterol excess on liver injury: A lipidomic
approach. Redox Biol. 2016, 9, 296-305. [CrossRef] [PubMed]

Barona, J.; Fernandez, M.L. Dietary cholesterol affects plasma lipid levels, the intravascular processing of
lipoproteins and reverse cholesterol transport without increasing the risk for heart disease. Nutrients 2012, 4,
1015-1025. [CrossRef] [PubMed]

Ooi, EM.; Watts, G.E; Ng, TW.; Barrett, PH. Effect of dietary Fatty acids on human lipoprotein metabolism:
A comprehensive update. Nutrients 2015, 7, 4416-4425. [CrossRef]

Mawatari, S.; Ohnishi, Y.; Kaji, Y.; Maruyama, T.; Murakami, K.; Tsutsui, K.; Fujino, T. High-cholesterol
diets induce changes in lipid composition of rat erythrocyte membrane including decrease in cholesterol,
increase in alpha-tocopherol and changes in fatty acids of phospholipids. Biosci. Biotechnol. Biochem. 2003,
67,1457-1464. [CrossRef] [PubMed]

Lawrence, G.D. Dietary fats and health: Dietary recommendations in the context of scientific evidence. Adv.
Nutr. (Bethesda, MID) 2013, 4, 294-302. [CrossRef]

Ishiyama, J.; Taguchi, R.; Akasaka, Y.; Shibata, S.; Ito, M.; Nagasawa, M.; Murakami, K. Unsaturated FAs
prevent palmitate-induced LOX-1 induction via inhibition of ER stress in macrophages. J. Lipid Res. 2011, 52,
299-307. [CrossRef]

Siri-Tarino, PW.; Chiu, S.; Bergeron, N.; Krauss, R.M. Saturated Fats Versus Polyunsaturated Fats Versus
Carbohydrates for Cardiovascular Disease Prevention and Treatment. Annu. Rev. Nutr. 2015, 35, 517-543.
[CrossRef]

Hooper, L.; Martin, N.; Abdelhamid, A.; Smith, G.D. Reduction in saturated fat intake for cardiovascular
disease. Cochrane Database Syst. Rev. 2015, 6, CD011737. [CrossRef]

Thomas, J.; Thomas, C.J.; Radcliffe, J.; Itsiopoulos, C. Omega-3 Fatty Acids in Early Prevention of Inflammatory
Neurodegenerative Disease: A Focus on Alzheimer’s Disease. BioMed Res. Int. 2015, 2015, 172801. [CrossRef]
[PubMed]

Varela-Lopez, A.; Quiles, ]J.L.; Cordero, M.; Giampieri, F.; Bullon, P. Oxidative Stress and Dietary Fat Type in
Relation to Periodontal Disease. Antioxidants (Basel, Switzerland) 2015, 4, 322-344. [CrossRef] [PubMed]
Yucesan, F.B.; Orem, A.; Kural, B.V,; Orem, C.; Turan, I. Hazelnut consumption decreases the susceptibility of
LDL to oxidation, plasma oxidized LDL level and increases the ratio of large/small LDL in normolipidemic
healthy subjects. Anadolu Kardiyol. Derg. 2010, 10, 28-35. [CrossRef] [PubMed]

Lima, R.PA.; do Nascimento, R.A.F; Luna, R.C.P; Persuhn, D.C.; da Silva, A.S.; Gongalves, M.D.R;
de Almeida, A.T.C.; de Moraes, R.M.; Junior, E.V.; Fouilloux-Meugnier, E.; et al. Effect of a diet containing
folate and hazelnut oil capsule on the methylation level of the ADRB3 gene, lipid profile and oxidative stress
in overweight or obese women. Clin. Epigenet. 2017, 9, 110. [CrossRef] [PubMed]

Hatipoglu, A.; Kanbagli, O.; Balkan, J.; Kucuk, M.; Cevikbas, U.; Aykac-Toker, G.; Berkkan, H.; Uysal, M.
Hazelnut oil administration reduces aortic cholesterol accumulation and lipid peroxides in the plasma, liver,
and aorta of rabbits fed a high-cholesterol diet. Biosci. Biotechnol. Biochem. 2004, 68, 2050-2057. [CrossRef]
[PubMed]


http://dx.doi.org/10.1007/s11883-010-0131-6
http://www.ncbi.nlm.nih.gov/pubmed/20711693
http://dx.doi.org/10.4236/fns.2013.45074
http://dx.doi.org/10.1016/j.redox.2016.09.002
http://www.ncbi.nlm.nih.gov/pubmed/27639112
http://dx.doi.org/10.3390/nu4081015
http://www.ncbi.nlm.nih.gov/pubmed/23016129
http://dx.doi.org/10.3390/nu7064416
http://dx.doi.org/10.1271/bbb.67.1457
http://www.ncbi.nlm.nih.gov/pubmed/12913287
http://dx.doi.org/10.3945/an.113.003657
http://dx.doi.org/10.1194/jlr.M007104
http://dx.doi.org/10.1146/annurev-nutr-071714-034449
http://dx.doi.org/10.1002/14651858.CD011737
http://dx.doi.org/10.1155/2015/172801
http://www.ncbi.nlm.nih.gov/pubmed/26301243
http://dx.doi.org/10.3390/antiox4020322
http://www.ncbi.nlm.nih.gov/pubmed/26783708
http://dx.doi.org/10.5152/akd.2010.007
http://www.ncbi.nlm.nih.gov/pubmed/20150001
http://dx.doi.org/10.1186/s13148-017-0407-6
http://www.ncbi.nlm.nih.gov/pubmed/29046732
http://dx.doi.org/10.1271/bbb.68.2050
http://www.ncbi.nlm.nih.gov/pubmed/15502349

Nutrients 2019, 11, 2224 14 of 15

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.
28.

29.

30.

31.

32.

33.

34.

35.

36.

Perna, S.; Giacosa, A.; Bonitta, G.; Bologna, C.; Isu, A.; Guido, D.; Rondanelli, M. Effects of Hazelnut
Consumption on Blood Lipids and Body Weight: A Systematic Review and Bayesian Meta-Analysis.
Nutrients 2016, 8, 747. [CrossRef] [PubMed]

Mercanligil, S.M.; Arslan, P.; Alasalvar, C.; Okut, E.; Akgul, E.; Pinar, A.; Geyik, P.O.; Tokgozoglu, L.; Shahidi, F.
Effects of hazelnut-enriched diet on plasma cholesterol and lipoprotein profiles in hypercholesterolemic
adult men. Eur. J. Clin. Nutr. 2007, 61, 212-220. [CrossRef] [PubMed]

Tey, S.L.; Brown, R.C.; Chisholm, A.W.; Delahunty, C.M.; Gray, A.R.; Williams, S.M. Effects of different forms
of hazelnuts on blood lipids and alpha-tocopherol concentrations in mildly hypercholesterolemic individuals.
Eur. J. Clin. Nutr. 2011, 65, 117-124. [CrossRef] [PubMed]

Hodson, L.; Skeaff, C.M.; Chisholm, W.A. The effect of replacing dietary saturated fat with polyunsaturated
or monounsaturated fat on plasma lipids in free-living young adults. Eur. J. Clin. Nutr. 2001, 55, 908-915.
[CrossRef]

Poorghasemi, M.; Seidavi, A.; Qotbi, A.A.; Laudadio, V.; Tufarelli, V. Influence of dietary fat source on
growth performance responses and carcass traits of broiler chicks. Asian Aust. |. Anim. Sci. 2013, 26, 705-710.
[CrossRef]

Yanai, H.; Katsuyama, H.; Hamasaki, H.; Abe, S.; Tada, N.; Sako, A. Effects of Dietary Fat Intake on HDL
Metabolism. J. Clin. Med. Res. 2015, 7, 145-149. [CrossRef] [PubMed]

Tufarelli, V.; Bozzo, G.; Perillo, A.; Laudadio, V. Effects of feeding different lipid sources on hepatic
histopathology features and growth traits of broiler chickens. Acta Histochem. 2015, 117, 780-783. [CrossRef]
[PubMed]

Issaoui, M.; Dabbou, S.; Mechri, B.; Nakbi, A.; Chehab, H.; Hammami, M. Fatty acid profile, sugar composition,
and antioxidant compounds of table olives as affected by different treatments. Eur. Food Res. Technol. 2011,
232, 867-876. [CrossRef]

Folch, J.; Lees, M.; Stanley, G.H.S. A simple method for the isolation and purification of total lipides from
animal tissues. J. Biol. Chem. 1957, 226, 497-509. [PubMed]

Shackelford, C.; Long, G.; Wolf, J.; Okerberg, C.; Herbert, R. Qualitative and quantitative analysis of
nonneoplastic lesions in toxicology studies. Toxicol. Pathol. 2002, 30, 93-96. [CrossRef] [PubMed]

Natoli, S.; McCoy, P. A review of the evidence: Nuts and body weight. Asia Pac. . Clin. Nutr. 2007, 16,
588-597.

Sabate, . Nut consumption and body weight. Am. J. Clin. Nutr. 2003, 78, 6475-650S. [CrossRef]

Piscopo, S. The Mediterranean diet as a nutrition education, health promotion and disease prevention tool.
Public Health Nutr. 2009, 12, 1648-1655. [CrossRef]

Mukuddem-Petersen, J.; Oosthuizen, W.; Jerling, ].C. A systematic review of the effects of nuts on blood lipid
profiles in humans. J. Nutr. 2005, 135, 2082-2089. [CrossRef]

Hansen, K.S.; Ballmer-Weber, B.K.; Sastre, J.; Lidholm, J.; Andersson, K.; Oberhofer, H.; Lluch-Bernal, M.;
Ostling, J.; Mattsson, L.; Schocker, E; et al. Component-resolved in vitro diagnosis of hazelnut allergy in
Europe. J. Allergy Clin. Immunol. 2009, 123, 1134-1141.e3. [CrossRef]

Laudadio, V.; Ceci, E.; Lastella, N.M.B.; Tufarelli, V. Dietary high-polyphenols extra-virgin olive oil is effective
in reducing cholesterol content in eggs. Lipids Health Dis. 2015, 14, 5. [CrossRef] [PubMed]

Tufarelli, V.; Laudadio, V.; Casalino, E. An extra-virgin olive oil rich in polyphenolic compounds has
antioxidant effects in meat-type broiler chickens. Environ. Sci. Pollut. Res. Int. 2016, 23, 6197-6204.
[CrossRef] [PubMed]

Daumerie, C.M.; Woollett, L.A.; Dietschy, ]. M. Fatty acids regulate hepatic low density lipoprotein receptor
activity through redistribution of intracellular cholesterol pools. Proc. Natl. Acad. Sci. USA 1992, 89,
10797-10801. [CrossRef] [PubMed]

Spady, D.K.; Woollett, L.A.; Dietschy, ]. M. Regulation of plasma LDL-cholesterol levels by dietary cholesterol
and fatty acids. Annu. Rev. Nutr. 1993, 13, 355-381. [CrossRef] [PubMed]

Gorinstein, S.; Zachwieja, Z.; Katrich, E.; Pawelzik, E.; Haruenkit, R.; Trakhtenberg, S.; Martin-Belloso, O.
Comparison of the contents of the main antioxidant compounds and the antioxidant activity of white
grapefruit and his new hybrid. LWT Food Sci. Technol. 2004, 37, 337-343. [CrossRef]

Kawano, Y.; Cohen, D.E. Mechanisms of hepatic triglyceride accumulation in non-alcoholic fatty liver disease.
J. Gastroenterol. 2013, 48, 434—441. [CrossRef] [PubMed]


http://dx.doi.org/10.3390/nu8120747
http://www.ncbi.nlm.nih.gov/pubmed/27897978
http://dx.doi.org/10.1038/sj.ejcn.1602518
http://www.ncbi.nlm.nih.gov/pubmed/16969381
http://dx.doi.org/10.1038/ejcn.2010.200
http://www.ncbi.nlm.nih.gov/pubmed/20877394
http://dx.doi.org/10.1038/sj.ejcn.1601234
http://dx.doi.org/10.5713/ajas.2012.12633
http://dx.doi.org/10.14740/jocmr2030w
http://www.ncbi.nlm.nih.gov/pubmed/25584098
http://dx.doi.org/10.1016/j.acthis.2015.08.001
http://www.ncbi.nlm.nih.gov/pubmed/26277050
http://dx.doi.org/10.1007/s00217-011-1455-3
http://www.ncbi.nlm.nih.gov/pubmed/13428781
http://dx.doi.org/10.1080/01926230252824761
http://www.ncbi.nlm.nih.gov/pubmed/11890482
http://dx.doi.org/10.1093/ajcn/78.3.647S
http://dx.doi.org/10.1017/S1368980009990504
http://dx.doi.org/10.1093/jn/135.9.2082
http://dx.doi.org/10.1016/j.jaci.2009.02.005
http://dx.doi.org/10.1186/s12944-015-0001-x
http://www.ncbi.nlm.nih.gov/pubmed/25739907
http://dx.doi.org/10.1007/s11356-015-5852-1
http://www.ncbi.nlm.nih.gov/pubmed/26606933
http://dx.doi.org/10.1073/pnas.89.22.10797
http://www.ncbi.nlm.nih.gov/pubmed/1438279
http://dx.doi.org/10.1146/annurev.nu.13.070193.002035
http://www.ncbi.nlm.nih.gov/pubmed/8369151
http://dx.doi.org/10.1016/j.lwt.2003.10.005
http://dx.doi.org/10.1007/s00535-013-0758-5
http://www.ncbi.nlm.nih.gov/pubmed/23397118

Nutrients 2019, 11, 2224 15 of 15

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

Tey, S.L.; Gray, A.R,; Chisholm, A.W.; Delahunty, C.M.; Brown, R.C. The dose of hazelnuts influences
acceptance and diet quality but not inflammatory markers and body composition in overweight and obese
individuals. J. Nutr. 2013, 143, 1254-1262. [CrossRef]

Damavandi, R.D.; Eghtesadi, S.; Shidfar, F.; Heydari, I.; Foroushani, A.R. Effects of hazelnuts consumption
on fasting blood sugar and lipoproteins in patients with type 2 diabetes. |. Res. Med. Sci. 2013, 18, 314-321.
Conlon, B.A.; Beasley, ].M.; Aebersold, K.; JThangiani, S.S.; Wylie-Rosett, ]. Nutritional management of insulin
resistance in nonalcoholic fatty liver disease (NAFLD). Nutrients 2013, 5, 4093-4114. [CrossRef]

Tandra, S.; Yeh, M.M.; Brunt, E.M.; Vuppalanchi, R.; Cummings, O.W.; Unalp-Arida, A.; Wilson, L.A;
Chalasani, N. Presence and significance of microvesicular steatosis in nonalcoholic fatty liver disease.
J. Hepatol. 2011, 55, 654-659. [CrossRef]

Duavy, S.M.P; Salazar, G.J.T.; Leite, G.O.; Ecker, A.; Barbosa, N.V. Effect of dietary supplementation with
olive and sunflower oils on lipid profile and liver histology in rats fed high cholesterol diet. Asian Pac. .
Trop. Med. 2017, 10, 539-543. [CrossRef] [PubMed]

Ferramosca, A.; Savy, V.; Zara, V. Olive oil increases the hepatic triacylglycerol content in mice by a distinct
influence on the synthesis and oxidation of fatty acids. Biosci. Biotechnol. Biochem. 2008, 72, 62-69. [CrossRef]
[PubMed]

Ruiz-Gutierrez, V.; Perez-Espinosa, A.; Vazquez, C.M.; Santa-Maria, C. Effects of dietary fats (fish, olive and
high-oleic-acid sunflower oils) on lipid composition and antioxidant enzymes in rat liver. Br. J. Nutr. 1999,
82,233-241. [CrossRef] [PubMed]

Giudetti, A.M.; Sabetta, S.; di Summa, R.; Leo, M.; Damiano, F.; Siculella, L.; Gnoni, G.V. Differential effects of
coconut oil- and fish oil-enriched diets on tricarboxylate carrier in rat liver mitochondria. J. Lipid Res. 2003,
44,2135-2141. [CrossRef] [PubMed]

Koliwad, S.K.; Streeper, R.S.; Monetti, M.; Cornelissen, I.; Chan, L.; Terayama, K.; Naylor, S.; Rao, M.;
Hubbard, B.; Farese, R.V,, Jr. DGAT1-dependent triacylglycerol storage by macrophages protects mice from
diet-induced insulin resistance and inflammation. J. Clin. Investig. 2010, 120, 756-767. [CrossRef]
Yamaguchi, K.; Yang, L.; McCall, S.; Huang, J.; Yu, X.X,; Pandey, S.K.; Bhanot, S.; Monia, B.P; Li, Y.X,;
Diehl, A.M. Inhibiting triglyceride synthesis improves hepatic steatosis but exacerbates liver damage and
fibrosis in obese mice with nonalcoholic steatohepatitis. Hepatology (Baltimore, MD) 2007, 45, 1366-1374.
[CrossRef]

Gentile, C.L.; Pagliassotti, M.]. The role of fatty acids in the development and progression of nonalcoholic
fatty liver disease. J. Nutr. Biochem. 2008, 19, 567-576. [CrossRef]

Melgert, B.N.; Olinga, P; van der Laan, ].M.; Weert, B.; Cho, J.; Schuppan, D.; Groothuis, G.M.; Meijer, D.K,;
Poelstra, K. Targeting dexamethasone to Kupffer cells: Effects on liver inflammation and fibrosis in rats.
Hepatology (Baltimore, MD) 2001, 34 Pt 1, 719-728. [CrossRef]

El Latif, H.A. Oval Cells: Potential Role in Liver Regeneration. Biomed. |. Sci. Tech. Res. 2018, 2. [CrossRef]
Geisler, C.E.; Renquist, B.J. Hepatic lipid accumulation: Cause and consequence of dysregulated
glucoregulatory hormones. J. Endocrinol. 2017, 234, R1-R21. [CrossRef]

Yang, J.; Fernandez-Galilea, M.; Martinez-Fernandez, L.; Gonzalez-Muniesa, P.; Perez-Chavez, A;
Martinez, J.A.; Moreno-Aliaga, M.]. Oxidative Stress and Non-Alcoholic Fatty Liver Disease: Effects
of Omega-3 Fatty Acid Supplementation. Nutrients 2019, 11, 872. [CrossRef] [PubMed]

Tilg, H.; Moschen, A.R. Evolution of inflammation in nonalcoholic fatty liver disease: The multiple parallel
hits hypothesis. Hepatology (Baltimore, MD) 2010, 52, 1836-1846. [CrossRef] [PubMed]

Dhibi, M.; Brahmi, F; Mnari, A.; Houas, Z.; Chargui, I.; Bchir, L.; Gazzah, N.; Alsaif, M.A.; Hammami, M.
The intake of high fat diet with different trans fatty acid levels differentially induces oxidative stress and non
alcoholic fatty liver disease (NAFLD) in rats. Nutr. Metab. 2011, 8, 65. [CrossRef] [PubMed]

® © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.3945/jn.113.174714
http://dx.doi.org/10.3390/nu5104093
http://dx.doi.org/10.1016/j.jhep.2010.11.021
http://dx.doi.org/10.1016/j.apjtm.2017.06.001
http://www.ncbi.nlm.nih.gov/pubmed/28756916
http://dx.doi.org/10.1271/bbb.70369
http://www.ncbi.nlm.nih.gov/pubmed/18175925
http://dx.doi.org/10.1017/S0007114599001415
http://www.ncbi.nlm.nih.gov/pubmed/10655970
http://dx.doi.org/10.1194/jlr.M300237-JLR200
http://www.ncbi.nlm.nih.gov/pubmed/14634051
http://dx.doi.org/10.1172/JCI36066
http://dx.doi.org/10.1002/hep.21655
http://dx.doi.org/10.1016/j.jnutbio.2007.10.001
http://dx.doi.org/10.1053/jhep.2001.27805
http://dx.doi.org/10.26717/BJSTR.2018.02.000665
http://dx.doi.org/10.1530/JOE-16-0513
http://dx.doi.org/10.3390/nu11040872
http://www.ncbi.nlm.nih.gov/pubmed/31003450
http://dx.doi.org/10.1002/hep.24001
http://www.ncbi.nlm.nih.gov/pubmed/21038418
http://dx.doi.org/10.1186/1743-7075-8-65
http://www.ncbi.nlm.nih.gov/pubmed/21943357
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Animals 
	Analytical Determination of Supplemented Dietary Fat 
	Experimental Design 
	Sample Collection and Preparation 
	Determination of Serum Lipid and Lipoprotein Cholesterol 
	Hepatic and Fecal Lipid Analysis 
	Liver Antioxidant and Paroxidant Analysis 
	Histopathological Analysis 
	Statistical Analysis 

	Results 
	Food Ingestion and Weight Gain 
	Serum Lipid Profile 
	Liver Function 
	Hepatic Antioxidant and Prooxidant Analysis 
	Liver Histopathology 
	Microvesicular Steatosis 
	Macrovesicular Steatosis 
	Inflammatory Changes 
	Fibrotic Changes 
	Glycogen Accumulation 

	Lipid Contents in Liver Parenchymal and Fecal Material 

	Discussion 
	Serum Lipid Profile in the HC + HO Groups 
	Hepatic Steatosis in the HC + HO Groups 
	Steatohepatitis in the HC + HO Groups 

	Conclusions 
	Limitation and Future Works 
	References

