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Abstract: It has been well documented that hypercholesterolemia represents
both a common and a dominant, although non-obligatory, risk factor in the progression
of atherosclerosis. Research was conducted upon experimentally induced hyperlipidemic
animals by means of a custom-tailored atherogenic diet. Cell susceptibility to nonenzy-
me-induced oxidative stress appears to be influenced by membrane fatty acid composition.
This study was undertaken to determine whether differences in lipid peroxidation in steady-
state and induced lipid peroxidation is a result of a different fatty acid supplementation.

Adult Wistar strain rats of male gender were exposed to an atherogenic diet for
a period of 160 days, before randomization into 6 dietary groups with different intragas-
tral oil supplementation. Lipid peroxidation products were measured in 2.5% (w/v) of
fresh liver homogenates (Tris-HCI, pH 7.4), by the assay of a thiobarbituric acid reac-
tive substances (TBARS) formation using the procedures described by Okhawa (1979),
including modifications (1989) in three different experimental conditions: steady-state
(which corresponds to concentration of lipid peroxides in vivo ), spontaneous and metal-
stimulated lipid peroxidation. Results were expressed as nmol TBARS per g of liver ho-
mogenate, calculated from the absorbency at 532 nm, using TEP as an external stan-
dard. This study shows that prolonged atherogenic dietary treatment causes moderate
hypercholesterolemia and enhanced hypertriglyceridemia (+34.1% and +114.8, p <
0.001, respectively). Despite the lowering effects of the lipoprotein profiles, resulting
from a fatty acid supplementation, at the end of each supplementation period, -6 fatty
acids (soybean and corn oil) revealed an enhancement in the production of lipid peroxi-
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des (TBARS formation) measured in steady-state levels (+22.9%, p < 0.05 and +22.6%,
p < 0.05, respectively). When liver homogenates were exposed to Fe*" and ascorbic
acid-induced oxidative stress, lipid peroxidation (LPO) was enhanced in the group
treated with soybean oil (@-6) and fish oil (©-3; +48.4 %, p < 0.001 and +44.1%, p <
0.001, respectively), but not in the group receiving corn oil. The achieved results sup-
port the hypothesis that the process of lipid peroxidation is not always in correlation
with the number of double bonds in fatty acids esterified in phospholipid molecules.
Consequently, it can be concluded that supplementation of unsaturated fatty acids, in the
therapy of cardiovascular diseases, should include the administration of antioxidants, in
order to prevent fatty acid decomposition in the case of oxidative insult.

Kew words: rats, hypercholesterolemia, lipoproteins, lipid peroxidation (LPO), induc-
tive fero-ascorbate system, ®-6, ®-3 fatty acids, liver.

Introduction

Alteration in lipoprotein metabolism in circulating blood plays an im-
portant role in the pathogenesis of atherosclerosis. The etiology of this progres-
sive and degenerative disease, despite the influence of existing determinants (con-
genital hyperlipoproteinemias, metabolical hyperlipidemia, gender, age, arterial
hypertension and diabetes; Bergeron and Havel, 1997; Fielding, 1997; Mc Gill,
1998; Hanna, 1998), includes the impact of lipid peroxides as metabolites which
enhance the risk of atherosclerosis (Rankin et al., 1991; Reaven et al., 1993; Rea-
ven and Witztum, 1996; Brown and Goldstein, 1989, according to McKenney
and Hawkins, 2001). The latter are a product of the peroxidation of unsaturated
fatty acids and their esters, triggered by activated oxygen species, transition metal
ions and the breakdown of primary lipid hydroperoxides. Thus formed lipid peroxi-
des are cytotoxic products which cause damage to and destruction of the cell's
membrane apparatus (Hatefi and Hanstein, 1970; Hasselbach and Migala, 1975;
Haliwell and Gutteridge, 1985).

There has been a considerable increase in scientific research over the
last two decades into the potential role of lipid peroxidation and peroxidation pro-
ducts in the process of degeneration, associated with aging acceleration, and in
the pathogenesis of several clinically significant diseases such as: Alzheimer's
and Parkinson's diseases (neurodegenerative diseases), Amyloidosis, Amyotrophic
lateral sclerosis, Cataracts, Diabetes Mellitus, Bloom syndrome and Fanconi's
anaemia, including the two most common diseases: Cancer and Atherosclerosis
(Plaa and Witschi, 1976; Burk, 1979; Litov et al., 1981; Gee and Tapel, 1981; Pri-
lipko et al., 1982, 1983; Poli et al., 1985; Janero, 1990, Esterbauer and Ches-
sman, 1990). Namely, the experiments of Cosgrove et al. (1987) demonstrate
that the sensitivity of endothelial membrane phospholipids to lipid peroxidation
correlates with the unsaturation index (a measure based upon the concentration
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and number of double bonds). In support of the above is the study of Hidgon et al.
(2000), which suggests that a diet relatively rich in unsaturated fatty acids might
cause controversial effects, as it causes pronounced cellular prooxidative acti-
vity, despite its favorable effect on lipoprotein profiles.

Scientific controversy over the potential role of nutritional factors in the
prevention of atherosclerosis was both a challenge and motive to the authors in
their effort to highlight the consequences of peroxidative decomposition of unsa-
turated fatty acids which yield reactive lipid peroxides as key factors in the
development of this degenerative disease.

This study examines the degree of lipid peroxidation evaluated in the
liver homogenates of rats with experimentally induced moderate hyperlipidemia,
and evaluates lipid peroxidation products incubated in the presence and absence
of a peroxidation initiator.

Materials and methods

Four-month-old white Wistar strain rats of male gender (n = 72), wei-
ghing 277 £+ 30 g. each at the start of the experiment were used in this experi-
mental research. The animals were obtained from the animal facility of the De-
partment of Physiology and Biochemistry of the Faculty of Natural Sciences
and Mathematics, Skopje. Prior to the start of the experiment all the animals
were fed a commercial pellet diet (Zemun, Republic of Serbia and Montenegro).
Except for the fatty acid supplementation, all the rats (exclusive of the control
group) received a custom-tailored atherogenic diet (a modification of the origi-
nal ICN Atherogenic diet for Mice diet; Research Diets Cat. No. 900865) sup-
plied by Coopens, International, B.V., Helmond, Holland. The commercial ani-
mal feed for rats contained approximately 1300 Cal/kg of diet. Bearing in mind
that the required dose of feed is 10g of pelleted diet, specifically 13 Cal/100g
body weight/day (according to the American Institute of Nutrition AIN-76;
http://www.-icnpharm.com), the amount of calories received by the groups with
atherogenic treatment was thus three times higher and amounted to 42.6 Cal/100
g body weight/day. In the suplementary period the rats were fed intragastrally
2.0 ml of oil/day for a period of 20 days and had ad libitum access to commer-
cial feed and water throughout the experiment. Different oils (with the excep-
tion of the commercial soybean oil) were obtained from Sigma Chemicals Co.

Experimental design The rats were randomized in 6 groups of 12 animals each:
(1) intact rats receiving commercial laboratory feed throughout the experiment
(Group K — control animals); (2) rats receiving an atherogenic diet for 160
days, with no oil supplement (Group A); (3) rats receiving the same diet as the
afore-mentioned, followed by intragastral supplementation with olive oil, for a
period of 20 days (Group B); (4) rats treated with an atherogenic diet for a

TIpunosn, Opp. 6uon. mexn. Hayku XXVII/1 (2006) 67-86



70 Jasmina Dimitrova-Sumkovska, Bozidarka Pogi¢-Markovska et al.

period of 160 days, followed by intragastral corn oil supplementation for a
period of 20 days (Group C); (5) rats exposed to an atherogenic diet for the
same period of time as the previous groups, followed by fish oil supplementation
(Group D) and (6) rats treated with an atherogenic diet supplemented with soybean
oil (Group E).

The animals were sacrificed by decapitation, without sedative (due to pos-
sible lipolitic effects). All tissues were harvested between 10-11 a.m., except for
those animals which died during the experiment. Lipoprotein levels in circula-
ting blood were determined by means of diagnostic kits (enzyme-colorimetric test)
at 20-day intervals. Blood samples were collected in tubes after an overnight fast of
12 hours. Lipid peroxidation products were measured in 2.5% (w/v) of liver
homogenates, measuring the concentration of thiobarbituric acid reactive sub-
stances according to a method described by Okhawa, including modifications
by Stroev and Makarova (1989). Dehydrated paraffin-treated fresh liver slices
fixed in 10% neutral formalin were used for histological section analysis. The
Sum paraffin sections were treated with classical staining procedure for light-
microscopy (Haematoxylin & Eosin).

Statistical data processing for lipoprotein profiles was performed using
multiple analyses of variance for repeated measurements (MANOVA-Duncan's
multiple range tests). Differences between groups with different numbers of
animals were tested using a t-test for independent samples ( p < 0.05 value was
considered significant).

Results

Cholesterol and triglycerides fluxes during atherogenic diet Conside-
ring the fact that all the animals were treated equally until day 160, when they were
divided into different groups according to supplementation (of the same age and
with approximately equal body mass), the average values presented in figures 1
and 2 respectively apply to all of the groups. There follows our analysis of lipopro-
tein levels until the start of the supplementation period for a duration of 160 days.

The results, as shown in Figure 1, indicate similar fluctuations of chole-
sterol and triglyceride values, with significant enhancement of concentrations thro-
ughout the atherogenic treatment in comparison with the control group. The posi-
tive coefficient of correlation (r = 0.7318) reveals a significant reliance between
the two parameters. Cholesterol concentrations measured every 20 days did not
correlate with the function of time, regardless of the significant enhancement accor-
ding to the baseline (r = 0,0727). The obtained results, as per Figure 1, show a hig-
her level of cholesterol concentration on the 40th day of treatment, followed by
significant enhancement of the triglyceride level (40:k +68.7% for cholesterol,
40:k" +65.81% for TG). However, the TG level reached its peak at the end of
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the atherogenic treatment (day 160), increasing by +114.8% with respect to the
control, or specifically by +17.2% according to the level attained on day 40. In
general terms the data acquired during the atherogenic dietary treatment (for a
period of 160 days) showed moderate hypercholesterolemia (+34.1%) and enhanced
hypertriglyceridemia (+114.8%). The group exposed to an extended atherogenic
diet (160+20) did not reveal significant alterations in the two measured parameters as
compared to day 160 of the dietary treatment (a:160 n.s.; a':160 n.s.).
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Figure and Table 1 — Time-course of cholesterol and triglycerides fluxes in male rats
serum treated with atherogenic diet for a period of 160 days, followed by intragastral
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supplementation with different types of oil; *p < 0.05. Fig. 1a. Concentrations of circu-
lating cholesterol and triglycerides after supplementary period of 20 days.

Legend 1: k — control value (baseline) of cholesterol, k” — control value of triglycerides
(TG); a, a' — achieved values of cholesterol and triglycerides respectively, of animals
treated with atherogenic diet for a period of 160 days (group A); m, m' — achieved
values of cholesterol and TG respectively, after the supplementary period with olive oil
(group B); p, p' — achieved values of cholesterol and TG respectively, after the supple-
mentary period with corn oil (group C); r, r' — achieved values of cholesterol and TG
respectively, after the fish oil supplementation group D); s, s' — achieved values of cho-
lesterol and TG respectively, after the soybean oil supplementation (group E).

I'pacp. m Tab. 1 — KomnapaTtuBeH nmpuka3 Ha (pAyKTyallMUTE Ha XOJIECTEPOJ U
TPUALMIITIEPONIA BO CEPYM Kaj Malllku cTaopiu Tpetupanu 160 neHa co atepo-
TeHWYHa AueTa 1o Koja cienn 20. MHEBEH UHTPAracTpajeH TPETMaH CO PA3INIHA
pueTHU Macna; *p < 0.05. I'pad. la. Konuenrpanun Ha xonecrepona u TG mo 20.
[HEBHA CyIJIEMEHTallFja CO pa3IuyHM Macla.

Jlerenpa 1: k — KOHTpOJIHA BPETHOCT 32 XOJECTEPOII, kK’ — KOHTPOIIHA BPETHOCT 3a
TPUALMIITIUIEPOIIU; a — BPEAHOCT 3a XoJjiectepous Ha 160. IeH off TpeTMaHOT cO
aTeporeHa aueTa; a’ — BpegHocT 3a TG Ha 160. feH o aTeporenaTa gueTa, rpymna
A), m, m' — BpeIHOCT 3a XoJiecTepodl, ofHOocHO TG 1o MeproioT Ha CyIuIeMeHTa-
Uja co MacIuHOBO Macio (rpyna B); p, p' — BpeHocCT 3a xosnecrepon (TG) mo rme-
PHOMIOT Ha CyIUIEMEHTanuja co mIeHKapHo Macio (rpyma C); r, ' — BpeTHOCT 3a
xonecrepon (TG) mo nmepuofoT Ha CylJIeMeHTanuja co pubuHo Macio (rpyma D);
s, s' — BpegHOCT 3a xosecrepost (TG) Mo mepuogoT Ha CyIUIEMEHTAIMja CO COMHO
Mmacrno (rpyna E).

Fatty acid supplementation (Fig.1a) The dietary treatment with olive
oil for a period of 20 days resulted in a successful decrease of total cholesterol
concentration (m: 160, p < 0.005, —22.8%) as well as a decrease in trigycerides
(m":160, p < 0.025, —23.9%) by Y4 of the value achieved before the supplemen-
tary period. A greater decrease of TG level was registered with the group treated
with corn oil (w-6 fatty acids), achieving a similar value to the control group (p":
k’, n.s.), but lower than the value achieved on day 160 by — 48.3% (p':160, p <
0.001). In contrast, circulating cholesterol values remained unchanged follo-
wing supplementation. The intragastral supplementation of fish oil (0-3 fatty
acids) provoked a decrease in cholesterol concentration (34.942 mg/dl + 3.576),
achieving a value lower by 36.7% compared to day 160 (r:160, p < 0.001).
Triglycerides levels remained unchanged (1':160 n.s). With regard to the results
measured in the group with soybean supplementation (-6 fatty acids), the
concentration of cholesterol was close to the level achieved by fish oil
supplementation (35.261 mg/dl &+ 8.004), but lower than that achieved in groups
receiving a corn and olive oil diet (-29%; —17.3 %, respectively). TG levels in
the same experimental group decreased by 1/4 in comparison to day 160 (s':160
—22.3%, p < 0.0025). Attained TG values amounted to 55.424 mg/dl + 15.568,
and are approximately equal to that with olive oil supplementation (+2.2%), and
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lower than that with fish oil (-26.3%), but increasingly higher than the conce-
ntrations with corn oil supplementation (+50%).

Circulating lipoprotein fluxes during the atherogenic diet Lipopro-
tein measurements (Fig. 2) indicate a considerable variance of the parameters
measured with, primarily, a significant increase in the values atttained in compa-
rison with the baseline. The measured parameters relevant to the time of exposure
show a low coefficient of correlation (r =—0.1112 for LDL and r = -0.1511 for
HDL), with a moderate correlation between lipoproteins (LDL:HDL r = 0.5773).
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Figure and Table 2 — Time-course of circulating lipoprotein fluxes in male rats treated
with atherogenic diet for a period of 160 days, followed by intragastral supplementation
with different types of oil; *p < 0.05. Fig. 2a. Lipoprotein concentration after supple-
mentary period of 20 days.
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Legend 2: k — control value (baseline) of LDL particles, k> — control value of HDL
particles; a, a' — chieved values of LDL and HDL lipoproteins respectively, of animals
treated with atherogenic diet for a period of 160 days (group A), m, m'— ieved values of
LDL and HDL lipoproteins respectively, after the supplementary period with olive oil
(group B); p, p' — achieved values of LDL and HDL lipoproteins respectively, after the
supplementary period with corn oil (group C); r, ' — achieved values of LDL and HDL
lipoproteins respectively, after the fish oil supplementation (group D); s, s' —achieved
values of LDL and HDL lipoproteins respectively, after the soybean oil supplementation
(group E).

I'padp. m Tab. 2 — KomnapatuBeHn nprka3 Ha (PIYKTyalUATE HA TUPKYITUPAUKUTE
JIMTIOTIPOTEWHN BO CEPYM Kaj MaIIKu craopiu Tpetupanu 160 neHa co ateporeHu-
YHa JjueTa 1o Koja ciuenan 20 mHEBEH MHTparacTpajieH TPeTMaH CO Pa3IudHu [u-
eTHu Macia; *p < 0.05. I'pac. 2a. KoHuenrpauuu Ha naunonporteuHute no 20
[HEBHA CyIJIEMEHTallFja CO pa3IuyHM Macla.

Jlerenpa 2: k — KoHTpOsNHa BpepHOCT 3a LDL, k’ — KoHTponHa BpegHOCT 3a HDL; a,
a' — BpepHoctu 32 LDL u HDL coopiBeTHO, Ha 160-THOT fieH O TPETMaHOT CO aTe-
porena nueta (rpyma A), m, m' — BpegaocT 3a LDL, ogHocHo HDL 110 neprogoT Ha
CyIUIeMeHTallija co MacimHOBO Macno (rpyma B); p, p' — BpemnocT 3a LDL,
ogrocHo HDL mo meprofoT Ha cymyieMeHTalnumja co maeHkapao macio (rpyma C);
r, I' — BpegHOcT 3a LDL, ogHocHo HDL mo mepuojoT Ha cyluieMeHTandja co
pubuHo macio (rpyma D); s, s' — BpegaocT 3a LDL, ogHocrHo HDL mo nmepuofoT Ha
CyImieMeHTaImja co comHo Macino (rpyna E).

A prominent enhancement of LDL lipoprotein fraction was measured on
the 20th day of the supplementation period (20:k +72.3%, p < 0.001), maintai-
ning a plateau for an additional 20 days, but with a tendency to decline, achie-
ving a 24% higher value compared with the control (160:k +23.0%, p < 0.0025).
The latter is the lowest achieved value (34.978 mg/dl) following the atherogenic
treatment (although the achieved concentration of TG was the highest measured
since the baseline, +114.8%). With reference to HDL levels, the latter achieved
a significant increase (from +17 to +21%), with a peak of +21.2% on day 160
(160 (2’): k’, p < 0.001). The HDL fraction as a percentage of the total choleste-
rol amounted to 25.06% at the start of the experiment, reaching 22.58% at the
end of the supplementary period (% HDL,¢ = 22.58%).

In the group with extended atherogenic treatment (160+20), there was
established a significant enhancement of LDL levels (a:160 +25.3%, p < 0.001),
achieving high value equal to that on days 60 and 120, respectively, but 50%
higher than the control group (a:k +54.7%, p < 0.001). The coefficient of correlation
indicates a moderate correlation between the two measured parameters (r = 0.5466).

Circulating lipoprotein fluxes during the supplementary period (Fig.
2a) In the group with intragastral supplementation with olive oil, there was
established an approximately 50% decrease in the LDL fraction (m:160 -42.8 %,
p < 0.001), achieving a value of 17.8433 mg/dl. Despite LDL levels, HDL lipo-
proteins remained unchanged, with a similar value to the control group (m':160
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n.s.). The HDL fraction, as a percentage of the total cholesterol, showed an
insignificant alteration in comparison with the start of the experiment (25% of
total cholesterol). A moderate positive correlation was established between the
two parameters (LDL and HDL), expressed by the coefficient of correlation,
which was statistically significant (r = 0.5635). In the animals treated with corn
oil, the LDL fraction remained unchanged relative to day 160 (p: 160 n.s.). The
corn oil administration revealed a negative side-effect upon HDL levels, redu-
cing it by 45%, which represents the lowest value as a percentage of total cho-
lesterol (with a 13% share of total cholesterol concentration). The intragastral
fish oil administration over a period of 20 days provoked a rapid decrease in
LDL levels of ca. 2/3 (r:160, —65.6%), or more precisely a decrease of 57%
according to the baseline (r:k, p < 0.001). The LDL values of lipoprotein frac-
tion achieved at the end of the supplementary period is even lower than the
achieved HDL fraction, amounting to11.635 mg/dl (HDL = 18.538 mg/dl). The
superiority of the administered fish oil is attributed to the high yield of HDL lipo-
roteins, which increased to 48.7 % in comparison to day 160 (r':160, p < 0.001),
by 53.05% of total cholesterol (the highest measured value compared with the
groups exposed to dietary treatment). A moderately negative correlation was
established between the two measured parameters (LDL:HDL, r = —0.6267).
Consequently, the LDL fraction in the group receiving an additional soybean oil
diet (for 20 days), achieved 18.47 mg/dl, which is 47% less than the value attai-
ned on day 160 (s:160, p < 0.001). The latter value was insignificant as compa-
red to the value achieved in the group treated with olive oil, which represents a
higher yield in contrast to the group with fish oil supplementation (+64%), but
lower than the value attained in the group with the corn oil diet (—51%). The
HDL level in the same group of animals was insignificant (s':160 n.s.) both prior
to and following the supplementary period (20 days), maintaining a plateau of
34.11% of total cholesterol.

Lipid peroxide production in groups of animals treated with varied
fatty acid supplementation Figure 3 presents the results of the lipid peroxide
values in liver homogenates, measured as thiobarbituric reactive substances
(TBARS or MDA - equivalent). Namely, the first histogram (i) represents a
steady-state concentration which coresponds to lipid peroxide formation in vivo;
histogram (ii) marks the reaction of spontaneous oxidation of liver homogenate
(with an incubation time of 20 minutes), while the third bar (iii) represents the
generated or induced reaction of lipid peroxidation triggered by the ferro-ascor-
bate system. Based on the obtained results of steady-state levels of lipid peroxi-
des (i) it is posssible to assess that groups with corn oil and soybean supplemen-
tation marked a 22% increase in comparison with the untreated group (C:K
+22.6%, E:K, +22.9%, p < 0.05). Lipid peroxide levels, measured in the same
type of incubation, were insignificant in groups without supplementation and in
groups receiving olive and fish oil. Spontaneous oxidation of liver homogenates
of male rats (ii) showed a significant decrease only in the group treated with
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olive oil (B:K —56.6%, p < 0.001). Lipid peroxide formation in Group A, treated
with saturated dietary fatty acids, remained unchanged throughout the different
protocols of incubation. When homogenates were exposed to a peroxidation ini-
tiator (Fe*"-ascorbic acid induced oxidative stress), lipid peroxidation products
were enhanced by 44% in the group with fish oil supplementation (D:K, p <
0.001) and by 48% in the group treated with soybean oil (E:K, p <0.001).
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E:K p<0.05 (+22.9) |E:K n.s. E:K p<0.001 (+48.4)

Figure and Table 3 — TBARS formation in liver homogenates of male rats treated with
different dietary fatty acid supplement (i) histogram represents real concentration of
lipid peroxides in tissue sample without incubation of probe (steady-state reaction); (ii)
histogram represents concentration of lipid peroxides after incubation of probe: either
without (spontaneous) or (iii) with 4 x 10-5 M Fe2" —2.6 mM ascorbic acid (stimulated
or generated lipid peroxidation). Incubation was performed for 20 minutes at 37°C
under air. K — control value, *significant changes in TBARS concentration compared
with control group, p < 0.050;

Legend 3: K — control group of rats (group 1); A — group of animals receiving athe-
rogenic diet for 160 days (group 2); B — group of rats receiving atherogenic diet follo-
wed by intragastral supplementation with olive oil (group 3); C — group of rats receiving
atherogenic diet followed by intragastral supplementation with corn oil (group 4); D —
group of rats receiving atherogenic diet followed by intragastral supplementation with
fish oil (group 5); E — group of rats receiving atherogenic diet followed by intragastral
supplementation with soybean oil (group 6).
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I'pacp. m Ta6. 3 — TBARS mponykigja BO XOMOreHaT Off Xemap Kaj Malllky cTa-
OpLX TPETUPAHU CO PA3INUEH MACIIEH CYMIEMEHT. (1) XUCTOIPAMCKHU CTOI0 — KO-
JINYECTBO Ha JIMIUHA NePOKCHUIU JoOueHn 6e3 MHKyOarmja Ha cucTeMoT (steady-
state Wi cTomupana peakimja); (ii) XMCTOrpaMCKu CTOJIO — KOJMYECTBO Ha JIH-
MUIHA TIepOKCHAM JoOMeHn 1o mHKyOamnuja: 20 MUHYTHA aepaiyja Ha CHCTEMOT
(crmoHTaHa peaknyja) Kako u (iii) XMCTOTpaMCKH CTOJIO — KONMIESCTBO HA JINMATHA
HNepoKcUAM AoOWEeHM NpU MHAYLNHUpaHa peaknuja co epo-ackopOaTeH CHCTEM
4*¥10° M Fe’” 2.6 mM AA (cTuMysupaHa JTUNmHA MepoKcuaanuja); k — KOHTpo-
Ja, *cUrHU(PUKAHTHU IIPOMEHH BO KOHIeHTpanujaTta Ha TBARS Bo KoMnapanuja
€O coofiBETHATa KOHTpoIa, p < 0.05.

Jlerenna 3: K — xoHTposHE cTaopiu (rpyma 1); A — rpyna craopiy TpeTUpaHd
caMo co aTeporeHa fueta Bo mepuof of 160 nena; B — craopmu Tpetupanu 160.
IeHa co aTeporeHa naueTa + 20 AeHa MHTparacTpaleH TPETMaH CO MacINHOBO Ma-
cio (rpyma 3); C — craopiu Tpetupanu 160 geHa co ateporeHa mueta + 20 meHa
MHTparacTpajieH TpeTMaH CO MUeHKapHO Macio (rpyma 4); D — ctaopuy TpeTupaHu
160 nena co arteporeHa guera + 20 JeHa WHTparacTpajieH TPeTMaH CO pUOWHO
Mmacno (rpyna 5); E — craopum Tpetupanu 160 neHa co ateporena auera + 20 feHa
MHTpAracTpajeH TPeTMaH CO COMHO Macyo (Tpyma 6).

Histopathological analysis of liver tissue samples under chronical ex-
posure to atherogenic diet supplemented by soybean oil Histologic analysis was
conducted as a result of the established enhacement of steady-state levels of lipid
peroxides in the group, responsible for the disruption and disintegration of the
cell, which can be seen in the histological section.

Figure 4 — Extensive necrosis (*asterix) in liver parenchyma of hyperlipidemic rats of
male gender (160 days of treatment with atherogenic diet) followed by 20 days soybean
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oil therapy. Detritus containing necrotic areas are surrounded by hepatocytes with pic-
notic nuclei. Mild lymphocyte infiltration is evident; H&E x 400 (yellow arrow — picno-
tic nuclei; green arrow — lymphocytes).

Cnuka 4 — MacoBHa HEKpO3a Ha XeMaTalHNOT MapeHXuM (*SBEe3MUUKM) Kaj XU-
nepaunuaeMuyny Mamku craopuu (160 nena areporer TperMal) nop 20-aHeBHA
OpaJiHa CyIJIEMEHTalxja CoO COMHO Macio. HeKpOTUYHHUOT PEruoH € UCIIONIHET CO
AETPUTYC U ONKPYKEH CO U3YMPEHU XEaTOUUTH CO MMKHOTUYHY jajapa. [IpucyTHa
e cmaba ymmdpornuTHa nHpIITpanmja; H&E x 400 (3KONTH CTPENKA — MMKHOTAYHA
jampa; 3eJIeHU CTPEJIKU — JTUMQOIIUTH ).

At this stage of tissue damage, a total retreat of lipid steatosis was mar-
ked in hepatocytes, which was a typical reaction for the group undergoing athe-
rogenic treatment (Dimitrova, 2002). However, the above analysis indicates clear
morphological signs of focal and extensive hepatic necrosis, often present in
rats of male gender (Fig. 4).

Discussion

Summarizing the results of the measured lipid parameters of all the
animal groups during the period of the atherogenic diet, it can be assumed that
the applied diet caused moderate hypercholesterolemia (160: k+34.1%) and enhan-
ced triglyceridemia (TG, 160: k* +114.8%, Fig. 1). A prominent enhancement
of the LDL lipoprotein fraction was measured on the 20th day of the supplemen-
tation period (20: k +72.3%, p < 0.001), maintaining a plateau for an additional
20 days, but with a tendency of decline, achieving a 24% higher value compa-
red with the control (160: k +23.0%, p < 0.0025, Fig. 2). The latter is the lowest
achieved value (34.978 mg/dl, Fig. 2) following the atherogenic treatment (although
the achieved concentration of TG was the highest measured since the baseline,
+114.8%). The coefficient of correlation between total cholesterol flux and LDL
lipoprotein fraction in the groups of rats under atherogenic treatment showed a
high ratio of correlation (r = 0.9443), which indicates that the change of flux in
one of the parameters consequently implies similar changes in the other para-
meter. With reference to HDL levels, the latter achieved a significant increase
(from +17 to +21%), with a peak of +21.2% on day 160 (160 (a’): k’, p <
0.001). The HDL fraction as a percentage of total cholesterol amounted to
25.06% at the start of the experiment, reaching 22.58% at the end of the sup-
plementary period. (% HDL;¢ =22.58%). A moderate coefficient of correlation
was registered between the analyzed parameters (HDL:LDL, r = 0.5773).

The above results concerning the moderate cholesterol levels established
(following atherogenic treatment) correlate with the research of Smith et al.
(1998), which suggests that the relative stability of cholesterol levels in circu-
lation (an increase of ca. 50% in comparison with the baseline) is a result of the
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different mechanisms of metabolizing of chronic exogenous cholesterol influx
vis-a-vis the metabolizing process in humans and rabbits. According to Schaefer
(1997), the rats' response to dietary cholesterol provokes a suppression of its
synthesis and enhances billiary acid production, which provides for the stability
in its concentration. The relatively long time-course of provoking continuous
hyperlipidemia in the rats supports the hypothesis that the liver capacity in the
process of metabolism of cholesterol results in a lesser susceptibility to dietary
cholesterol (Hassel, 1998). In conformity with the above is the frequency of
lipoprotein concentrations achieved, which does not alter linearly with choleste-
rol flux in liver tissue (Fig. 1 and Fig. 2).

Following the intragastral fatty acid supplementation overe a period of
20 days, fish and soybean oil demonstrated the best effects in reducing the levels of
circulating cholesterol (r, s: 160 — 36.7%), while the olive oil supplementation
achieved a lesser effect (m: 160 — 22.8%, Fig.1a). The decrease of total cholesterol,
as a consequence of dietary supplementation with different types of edible oil,
resulted in lower LDL levels. The administration of fish oil resulted in LDL
reduction superiority (r: 160 — 65.6%; Fig. 2a and Tab.2). In support of the
presented results are the studies by Hanna, (1998), Nenster and Drevon (1996),
Chan, S. et al. (1998) in which the latter decreases in LDL are explained by the
fact that reduction of TG and cholesterol levels are the consequence of the
suppressive effect of fish oil upon VLDL production and apoB protein synthesis
in the liver. The effects of fish oil administration in lowering the LDL fraction
were similar to the effect caused by gemfibrosyl.

Although the corn oil supplementation did not alter cholesterol concen-
trations, it showed, in contrast, the best effects in reducing TG levels, reducing
the TG value by half (p": 160 — 48.5%, Fig.1a). Equal effects were registered in the
olive and soybean oil supplementation (m': 160 — 23.95; s':160 — 22.3%, Fig.
and Tab. la), versus the fish oil diet, which did not cause a significant alteration
(r': 160 n.s.).

The results in the present study which refer to the influence of dietary
supplementation with edible oils on TG levels, correspond to the similar studies
by Chan et al. (1998). Hence, the above research suggests that hydrolysis of
lipoprotein particles rich in TG is faster in those particles which contain short-
chain unsaturated fatty acids, whereas triglycerides which contain ®-3 polyun-
saturated fatty acids (e.g. fish oil) hydrolyzed at a lower pace in contrast to the
TG which contain -6 polyunsaturated fatty acids (e.g. corn and soybean oils).
It is assumed therefore that the greater solubility of -6 fatty acids contained in
the surface of emulsified particles makes them susceptible to easy breakdown
and rapid elimination of remnant particles by the enzymatic activity of lipopro-
tein lipase. Differences in the registered values of TG levels between corn and
soybean oil (despite the fact that both oils are of the same group according to
their respective fatty acid composition), are probably a result of the different
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percentages of their fatty acid composition. Namely, the presence of 7% of
linoleic acid (LNA), as an -6 fatty acid, implies a faster hydrolysis of those TG
which contain this type of oil. In contrast, soybean oil contains an approxima-
tely equal percentage of ALA (-3, a-linolenic acid) and 9% of highly saturated
palmitinic acid (according to Guy Inchbald, 29/09/00, http://www.queehill.de-
mon.co.uk/seedoils). Bearing in mind the above findings concerning triglyceri-
des and cholesterol, it may be assumed that the intensive intravascular cataboli-
sation of VLDL in the group under corn oil administration (achieved low levels
of TG in circulating blood) provoked a high LDL concentration.

The superiority of the administered fish oil is attributed to the high
yield of HDL liporoteins, which increased to 48.7 % in comparison to day 160
(r':160, p < 0.001, Fig. 2a, Tab. 2), by 53.05% of total cholesterol (the highest
measured value among the groups exposed to dietary treatment). The HDL level
in the group treated with soybean oil was insignificant (s':160 n.s.) both prior to
and following the supplementary period (20 days), maintaining a plateau of
34.11% of total cholesterol, while corn oil supplementation led to a reduction
by 45%. In support of the above are the results expressed in the research by
Grundy et al., 1986, 1990; Matsson et al., 1985, (according to Reaven 1993), by
which the replacement of dietary polyunsaturated with monounsaturated fatty
acids is recommended, due to the fact that the latter type of oil, by reducing
total cholesterol, does not affect the HDL levels.

Discrepancies in analyzed references of the effects of unsaturated die-
tary fatty acids upon lipid peroxides production (LPO), as well as the fact that
the greater number of scientific analyses refer to the mutual effect of different types
of fatty acids (except for lipid peroxide oxidation products), was the reason for
focusing this research on the potential instability of fatty acids with different
numbers of double bonds (Aust et al., 1982; Bast et al., 1986). The impact of
transitional metals on lipid peroxide production (Magnusson et al., 1994; Ehren-
wald et al., 1994; Ehrenwald i Fon, 1996; Sempos et al., 1994, according to Sto-
cker, 1994) was the reason why Fe-ion was used as the generator of the LPO
process, thus monitoring the stability of the dietary fatty acids administered.

Figure 3 presents the results of the lipid peroxide values in liver homo-
genates, measured as thiobarbituric reactive substances (TBARS or MDA — eqvi-
valent) in different conditions in vitro. Hence the presented results (Fig. 3) of
TBARS production in liver homogenate indicate alterations both in relation to
the type of incubation, as much as the supplementation applied. Namely, the
first histogram represents the steady-state concentration which corresponds to
the physiological values of lipid peroxide formation (concentration in vivo). Ba-
sed on the obtained results of steady-state levels of lipid peroxides, it is possible
to assess that groups with corn oil and soybean supplementation showed a 22%
increase in comparison with the untreated group (C:K+22.6%, E:K +22.9%, p <
0.05, Fig. 3). Lipid peroxides levels, measured in the same type of incubation,
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were insignificant in groups without supplementation and in groups receiving
olive and fish oil. In tribute to the above results is the supposition that a rapid
infusion with w-6 fatty acids may lead to setting the fatty acid esterification in
the process of sythesis of membrane phospholipids off balance which, in turn, is
attributed to an elevated production of peroxidative catabolites (Chan and
McCowen, 1998). Furthermore, high concentrations of w-6 fatty acids in diets
inhibit neutrofile and macrophage function, suppresing the activity of the reticu-
loendothelium system in the case of rapid and/or masive administration (Chan
et al., 1998). The above is considered as the major cause of increased mortality
provoked by infection of patients whose diet consists, predominantly, of w-6 fats.

In support of the latter asumptions are a number of studies which stress
that a major degradation product of peroxidative decomposition of w-6 polyun-
saturated fatty acids is 4-hydroxynonenal (4-HNE), since it has been shown to pos-
sess cytotoxic, hepatotoxic, mutagenic and genotoxic effects (Esterbauer, 1985;
Esterbauer and Cheesman, 1990; Schaur et al., 1990; Janero and Burghard, B, 1989).

Likewise, our histological slices reveal necrotic regions in the liver of
male rats which received soybean oil (Fig. 4 in Results). Morphological analysis
clearly indicated focal and hepatic necrosis, registered in both genders of the
tested animals, with initial or rare necrotic regions in female rats, vis-a-vis
progressive and frequent changes in male rats (Dimitrova, 2002).

When homogenates were exposed to a peroxidation initiator (Fe** — ascor-
bic acid induced oxidative stress), lipid peroxidation products were enhanced by
44% in the group with fish oil supplementation (D:K, p < 0.001) and by 48% in
the group treated with soybean oil (E:K, p < 0.001). Consequently, it may be as-
sumed that the different respone to dietary supplementation with soybean versus corn
oil is a result of the different percentages of unstaurated fatty acids in the two
types of oil. The authors suggest that the presence of 7% of alpha-linolenic acid
(ALA) in soybean oil is the probable cause of its instability, or, in contrast, the content
of 11% of saturated fatty acids (18:0) in corn oil adds to its stability (composition of
oils as per USDA Nutrient Database of Standard Reference, August 1997).

In conlusion, the results of this study suggest that the administration of
different unstaturated fatty acids in cardiovascular therapy requires, in parallel,
an adequate administration of a quantity of antioxidants, in order to increase the
stability of fatty acids in diets with oil supplementation.

Conclusions

Hereby follow the conclusions as a result of this pilot study:

v" Atherogenic supplementation causes moderate hypercholesterolemia (+34.1%)
and enhanced hypertriglyceridemia (+114.8 %);
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The results indicate similar fluctuations of cholesterol and triglyceride va-
lues, with significant enhancement of concentrations throughout the athero-
genic treatment in comparison with the control group;

The positive coefficient of correlation (r = 0.9443) reveals a significant re-
liance between fluxes of total cholesterol and the LDL lipoprotein fraction;

The correlation coefficient between total cholesterol and HDL fraction is
lower than that achieved between total cholesterol and the LDL fraction,
amounting to r = 0.577;

The HDL fraction as a percentage of total cholesterol amounted to 25.06%
at the start of the experiment, reaching 22.58% at the end of the supplemen-
tary period. (% HDL,¢ =22.58%). The LDL fraction before the start of the
experiment amounted to a 65% share of total cholesterol level, reaching an
increase of 23.5% above the baseline;

Following 20 days of oral supplementation with different types of edible
oil, cholesterol concentration marked a significant decrease which correlates
with a decrease inlipoprotein levels of the LDL fraction in the same order:
fish oil = soybean oil > olive oil > corn oil. The group treated with corn oil
is an exception, due to the fact that the LDL fraction remained unchanged
relative to day 160;

A greater decrease in TG levels was registered in the group treated with
corn oil, with a simultaneous decrease in HDL levels, reducing them by 45%.
In mathematical terms the effects of oil supplementation in the HDL frac-
tion enhancement is as follows: fish oil > soybean oil > olive oil > corn oil;

The superiority of the administered fish oil is aributed to the lower yield of
LDL lipoproteins;

Lipid peroxides levels (steady-state reaction) measured in liver tisssue in
groups with corn and soybean oil supplementation (w-6 fatty acids), expres-
sed as TBARS values, were significantly increased. The histological fin-
dings of necrotic regions in liver slices correlate with the established enha-
cement of steady-state levels of lipid peroxides in the group treated with
soybean oil;

The fact that lipid peroxidation was enhanced more in groups treated with
-6 fatty acids (soybean and corn oil) than that established in the group
treated with ®-3 fatty acids (fish oil) supports the hypothesis that the pro-
cess of lipid peroxidation is not always in correlation with the number of
double bonds in fatty acids esterified in phospholipid molecules.
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Pe3zume

E®EKTOT HA PA3ZJINYHUN MACJIEHU CYINIEMEHTHU BP3 HUBOTO
HA JIUITIOITPOTEUMHUTE U NNPOAYKIINJATA HA JIMIINTHN
NEPOKCHUIN KAJ XUINTEPIUIIUAEMUYHU CTAOPLIN

Jacmuna [{umntposa-lllymkoscka', Boxugapka I'ommnk-Mapkoscka',
Jlanuna 3a¢gmposa-Poranosuk' n Buonera AnacracoBeka’

!Uncitiuinyiu 3a 6uoaozuja, [Ipupooro-maiiemaiviuyku gaxyaitieit,
’Kaunuka 3a Oeiticku 60.aecitiu, Meduyuncku gaxyaitieiti,
Yhueep3auiteit ,,Ce. Kupua u Meitioouj* Ckoiije, P. MaxeooHuja

IToarajku of cO3HAHMETO AeKa XUMEepXoJecTepoiieMrjaTa € JOMIHAHTEH,
nako HeoOnuraTopeH (akTop Ha pU3MK BO Pa3BOjOT Ha aTepOCKiIepo3arTa, U3Bp-
IIMBME WCIHTYBama BP3 €KCIEPHMMEHTAIHO WHAYLIUPAHHU XUMEPIANUAEMIYHI CTa-
OpIIH, CO IPUMEHa Ha COTICTBEH MOJell Ha aTeporeHa juera. [locTon yBepyBame
JieKa YyBCTBUTEIIHOCTA Ha KJIETKUTE HA HEeH3UMCKU MHAYIMPaH OKCUAATUBEH CTpEC,
3aBHCH Of CTETIEHOT Ha HE3aCHUTEHOCT Ha MacCHHUTE KHCEJINHH, ECTEPCKH BP3aHHU BO
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toconmumuauTe n munonporenHute. Toa Gellle NpefU3BUK Jja FO UCIUTaMe edek-
TOT Ha AMETHATA CyIJIEMEHTAI{ja CO PA3IMYHU MaCHU KUCEJIUHU BP3 IPOLECOT Ha
JIMNAJIHA NePOKCHIalija BO TKMBEH XOMOT'€HaT, co 1 6e3 IIPUCYCTBO Ha IIPOOKCHIAHCH.

Bo excnepuMmeHTaTHHOT Tiporiec ce Kopucrenu amyntau Wistar craopun
O] MAIIIK¥ TI0J1, TOJIEJICHN BO IIECT IPYIU U M3JIO0KEHN Ha TPETMAaH CO aTeporeHa
pueTa Bo nepuop of 160 nena, mo mro ciepemle 20-gHeBHA UHTparacTpaiHa CyIie-
MeHTaldja co pa3InIHKA BUOBH Macia. JIMMUIHATE TIepOKCHIH Ce OTpefie]IeH! BO
cBeX 2,5% XemaTW4YeH XOMOTEHAT, IIPEKy Mepehe Ha CYNCTAHIUUTE KOM pPeard-
paat co Tmobapourypnara Kucennaa (TBARS), ekcTpaxupanu BO OPraHCKU pacTBO-
pyBad (mo meTont Ha Okhawa, 1979, Mmopudutmpano criopeq Stroev u Makarova, 1989).
[obGuennTe pe3yiaTaTd MOKaxkaa JIekKa TPETMAHOT CO aTepOrcHa JueTa Mpeu3-
BHKa yMepeHa XUIepXoJiecTepolieMuja U N3pa3eHa XurepTrpurimnepuaemu;ja (+34,1%
u +114,8, p < 0.001, coogBeTHO). MeTabosmYKa CymepuOPHOCT BO peryianujata
Ha NUPKYJIUPAYKUTE JTUMONPOTEHHH TIOKakKa aMUHUCTPAIHja CO pUOMHO MACIIO.

Hacnpotr ocTBapeHHOT NOBOJIEH €(IEeKT Bp3 JUINONPOTENHCKUTE (PpaK-
I[M, MacJICHUTE CYMJIEMEHTH ce MOoKaXaa HeCTaOWIIHU BO MPHUCYCTBO Ha reHepa-
TOPH Ha MIPOLECOT Ha JUMUHATA epoKcuaanuja. Bo Toj KOHTEKCT, w-6 (n-6) mac-
HUTE KHUCEINHN MaHH(EeCcTupaa HajrojieMa HeCTaOMIITHOCT MPU PA3INIHA yCIOBH
Ha UHKyOanyja, ITo 6e1le 0coOeHO N3pa3eHo Kaj CTaOpLHTE MOf] aIMIHUCTpaldja co
COMHO Macio (+22,9%, p < 0,05). Xucronoukara cimka co HEKpOTUYHH (POKYCH
BO XEHNATUYHOTO TKUBO KOpEJHUpa CO U3MEPEHOTO BICOKO HUBO HA JIMIUHU IEPOK-
CHA¥ Kaj TpynaTa TpeTupaHa co MCTOTO Macio. Kora xemapHu xoMoreHatu 6ea
M3IIOKEHN Ha (pepo-ackopOaTeH cucTeM (MHIYLUpaH OKCHIATHBEH CTpec), JIVIHA-
HaTa Hepokcuaanyja Oellle 3rojeMeHa Kaj IpyHNHUTe TPETUPAHU CO COMHO U PUOUHO
Mmacio (+48,4% u +44,1%, p < 0,001, coonBeTHO), HO He ¥ Kaj Tpymnara mTo Oerre
Ha [MeTHa CyIUIEMEHTallyja co IMUeHKapHO Macio. [JoOueHuTe pe3yaTaTd ja MOTBp-
MyBaaT XMIOTE3aTa IeKa CTENEHOT Ha JIMIUHA NEPOKCUALja HE € CEKOrall MOBHU-
COK Kaj MacHUTE KHCEJIMHM IIITO COAPKAT MorojeM Opoj Ha ABOjHU Bpcku. Cref-
CTBEHO, C¢ HAaMETHYBa U 3aKJIYUYOKOT fileKa IpUMEHaTa Ha He3aCUTEHU MAcCHU KU-
CEJIMHM BO TepanujaTa Ha KapAMOBACKYJIApHU 3a00JyBama, IIPETIIOCTABYBA U aIMU-
HUCTpalFja CO COOfBETHO KONMYECTBO HA aHTHOKCUJAHCHU, 3aPafH 3TONEMyBambe
Ha CTaOMJIHOCTA Ha MACJI€HUTE CYIJIEMEHTH BO YCIIOBU HA OKCUIATUBEH MHCYIIT.

Kny4ynn 360poBn: cTaopiiy, XUNepaunuaeMuja, JUMONPOTEHHH, JTUMNIHA TTEPOK-
cunanuja (LPO), mHgynmmpauku epo-ackopoaTeH cucreM, w-6, w-3 MacHHU Kuce-
JIMHH, Xemap.
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