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ABSTRACT

Background: Grapes (Vitis vinifera) are universally appreciated fruit for their delicacy, nutrition
and accepted as functional food. The objective of the present stugd valuate antioxidant
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@ reports on the antioxidant
antidyslipidemic effects of Vitis vinifera,
1 known that many plants have anti-
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icated in the pathogenesis of a wide variety of
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inical disorders, such as the degenerative diseases,
aging and the progressive decline in the immune
functions. The pathological roles of free radicals have
been implicated in a wide range of inflammatory dis-
eases.” As well as, it has been reported that hypercho-
lesterolemia is increased free radical production and
reduced free radical scavenging effect. Therefore, cer-
tain natural products with antioxidant activities may
have potential anti-hypercholesterolemia actions. So,
the present work was designed to evaluate the anti-
oxidant and anti-hypercholesterolemic potential of
VVME and VVAE of Vitis vinifera leaves.
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MATERIAL AND METHODS

Chemical used

Cholesterol (Hi Media) cholic acid (Hi Media), Simv-
astatin (sample from beta drugs pvt. Itd), Aluminium
chloride (Nice chemicals), Ascorbic acid (Sigma),
DPPH (SD Fine), Folin ciocalteu reagent (Sigma),
Gallic acid, Methanol (Nice chemicals) and spec-
trophotmetric analysis was carried out by using UV
spectrophotometer (Shimadzu). Erba diagnostic kits
were used for estimation of total cholesterol, total tri-
glyceride and HDL levels in serum.

Plant material

Fresh leaves of Vitis vinifera was collected on April
2013 from the Tau Devilal National herbal park,
Khizrabad, Haryana, India and authenticated by Dr.
Shiddamallayya N., National Ayurveda Dietetics
Research Institute, Banglore, India (specimen num-
ber RRCBI-MUS-125).

Preparation of extract

Leaves of Vitis vinifera was washed in water and
shade dried. The dried leaves were grinded into
coarse powder. Then, plant material was packed into
soxhlet and extraction was carried with soxhlation
for 72 hrs using methanol aqueous. The extract was
concentrated using vacuum rotary evaporator at 40°C,
dried and stored in a refrigerator at 4°C throughout

Cite this article: Harde PA, Shah MB. Pharmacognostic Studies and HPLC Analysis of Roots of
Helicteres isora (L.). Pharmacog J. 2017;9(4):565-72.
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the duration of study.’> The % yield of VVME and VVAE was found as
8.4% and 11.2% w/w, respectively.

Qualitative estimation of Phytoconstituents

The qualitative phytochemical screening of VVME and VVAE was car-
ried out to determine phytoconstituents present by using standard test.**

Quantitative estimation of Phytoconstituents

Total phenolic content®

Total phenolic content in the extracts was determined with Folin ciocal-
teau reagent using gallic acid as a standard. Different concentrations (50,
100, 150, 250, and 500 mg/1) of gallic acid solutions were prepared. 1 ml
of solution was taken in 25 ml volumetric flask, 10 ml distilled water was
added to each and then 1.5 ml of the folin ciocalteu reagent was added
and mixed well. After 8-10 min, 4 ml sodium carbonate solution (7.5%
w/v) was added and volume was adjusted upto 25 ml. Solutions was kept
at 40°C for 30 min and absorbance was determined at 765 nm against the
blank and plot absorbance vs concentration. The concentration of total
phenols was expressed as mg/g of gallic acid equivalent dry weight and
experiment was performed in triplicate.

Total flavonoids content’

The aluminum chloride colorimetric method was used to determine the
flavonoid content of plant extracts. 0.5 mg/ml of extract solution was
added into 1.5 ml of methanol. 0.1 ml of 10% aluminium chloride was
added followed by incubation for 5 minutes after which 0.1 ml potassium
acetate (1 M). Finally, 2.8 ml distill water was added and shaked and kept
at room temperature for 30 min. Absorbance of the sample was noted at

as mg/g rutin equivalent dry weight. A yellow color iz
ence of flavonoids. From the standard graph, the a

expressed as rutin equivalents (mg/g).

Total tannin content®

Total tannin content was estimated
Vanillin hydrochloride (mix equ

was added in 5 ml vanillin h
for 20 min. Rutin stoc

Total alkaloids conte
1 mg extract was dissolv&q@a dimethyl sulphoxide (DMSO) and 1 ml of
2 N HCI was added and filt®ed. Transferred the sample into separating
funnel and 5 ml of bromocresol green solution was added and 5 ml of
phosphate buffer (pH 4.7). 1, 2, 3 and 4 ml chloroform was added by
vigorous shaking, collected in volumetric flask (10 ml) and volume was
made up with chloroform. Stock solution of atropine was prepared and
concentrations 20, 40, 60, 80 and 100 pg/ml was prepared in the similar
manner as extract. Absorbance was measured at 470 nm with an UV/
Visible spectrophotometer and expressed as mg of atropine/g of extract.

Total saponins content’®

1 ml of plant extract sample was added in methanol (80%) and 2 ml of
vanillin in ethanol and mixed well. Then, 2 ml H,SO, (70%) was added
and heated at temperature 60°C in water bath for 10 min. Absorbance of
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sample was noted at 544 nm against blank. Diosgenin was used as stan-
dard and calibration curve was prepared. The different concentration
of Diosgenin 10, 20, 40, 80, 150 pg/ml was used for preparing standard
curve. From the standard graph, the amount of saponins in the sample as
per absorbance values was calculated and expressed as diosgenin equiva-
lents (mg/g).

Total steroids content™

1 ml of plant extract sample was added in a 10 ml volumetric flask and 2
ml H,SO, (4 N) and 2 ml ferric chloride (0.5% W/V) was added into the
extract. Then, 0.5 ml potassium hexacyanoferrate (III) solution (0.5%)
was added. The mixture was heated in the water bath at temperature
70£20°C for 30 min. The volume was mg yith distill water and

acid at various concentrations (10-200 pg/ml) was used
grd. The antioxidant activity was calculated as % inhibition using
% inhibition = (A, ~ A /A, * 100

A, .. = absorbance of the control

= absorbance in the presence of the extract.

ample
Superoxide radical scavenging activity™

NBT (Nitro blue tetrazolium reagent) was used to generate the super-
oxide radical by auto oxidation of hydroxylamine hydrochloride and
reduced into nitrite. Different concentrations (20-500 pg/ml) of sample
were prepared and 1 ml of 50 mM sodium carbonate, 0.4 ml of 24 mM
NBT 0.2 ml of 0.1 mM EDTA solution was added. The absorbance was
recorded at 560 nm in 0 min. The reaction starts after adding 0.4 ml of 1
mM hydroxylamine hydrochloride in the above solution and incubated
at 25°C for 15 minute.

Hydroxyl radical scavenging activity™

Hydroxyl radical generation by phenylhydrazine was measured by
2-deoxyribose degradation assay. 1 mM deoxyribose, was added in 50
mM phosphte buffer (pH 7.4) containing 0.2 mM phenylhydrazine
hydrochloride in a test tube. Incubation was terminated after 1 hour. 1 ml
of TCA (2.8%) and thiobarbituric acid (1% w/v) was added in reaction
mixture and mixture was heated for 10-15 min on water bath, cooled and
the absorbance was measured at 532 nm.

Nitric oxide scavenging activity™

For estimation of nitric oxide scavenging activity of extracts, nitrite
detection method was used. Sodium nitroprusside (10 mm) in 0.5 m
phosphate buffer (pH 7.4) used as source of NO in an aqueous solution.
Further, the sample was incubated for 60 min at 37°C and Griess reagent
(a-napthyl-ethylenediamine 0.1% in water and sulphanilic acid 1% in
H,PO, 5%) was added. For the control reagent, same reaction mixture
prepared without the extract but equivalent amount of distilled water.
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Antioxidant activity index’®

Antioxidant activity index (AAI) was determined by the 2,2-diphenyl-
1-picrylhydrazyl method proposed by Scherer and Godoy. Antioxidant
activity index (AAI) was calculated by the formula:

AAI = final concentration of DPPH in control /IC_

According to the AAI scale:

AAIT < 0.5 poor antioxidant activity

0.5 < AAI < 1.0 moderate antioxidant activity

1.0 < AAI < 2.0 strong antioxidant activity

AAT > 2.0 very strong antioxidant activity

Animals

Wistar rats (both sex) were used in the study and experimental protocol
was duly approved by Institutional Animal Ethics Committee (MMCP/
TAEC/13/36). Animals were kept as per the guidelines of committee for
the purpose of control and supervision of experiments on animals (CPC-
SEA) in Department of Pharmaceutical Sciences, Maharishi Markan-
deshwar University, Ambala, India. Animals were fed normal chow diet
and ad libitum under controlled environmental condition of temperature
(24-28°C), relative humidity 60-70% and natural light/dark cycle (12:12).

Antioxidant activity (in vivo)"”

Both extracts were administered in experimental animals for 7 days with
different doses (100, 200 and 400 mg/kg) and serum was separated with
centrifugation at a speed of 3000 rpm for 10 min. The level of reduced
glutathione and catalase was measured in serum.

Estimation of reduced glutathione'®

Reduced glutathione level was estimated by Moran et al.
method. 1 ml of serum was added in 6 ml phosphate buffer 0.2
8.0) and 1 ml DTNB 0.6 mM. Then, mixture was incubated at room

expressed as pg/mg of protein.

Estimation of catalase activity'

The reaction mixture (2 ml) was con
mM phosphate buffer (pH 7.0).
tion started. The absorbance
(50 mM, pH 7.0) was use
mM-1cm™ was used and

was added and reac-

phosphate buffer

of catalase is define
H,0, per min at
10.3t09.2 m

Induction of h

Wistar Albino rat
ronmental condition

0-220 g) were procured under controlled envi-
erosclerosis was induced by administration
of cholesterol diet (choleSterol 2% w/w and cholic acid 0.5% w/w along
with basal diet) for 21 days. Simvastatin (dose 10 mg/kg), VVME and
VVAE (dose 100 mg/kg, 200 mg/kg and 400 mg/kg) were administered
for 21 days.

Changes in body weight

The change in the body weights was recorded weekly and % change in
body weights was calculated using formula:

% change in weight = (final weight- initial weight)/initial weight * 100

Biochemical estimations

At the end of study, blood was collected via retro-orbital plexus and cen-
trifuged at 3000 rpm for 10 min and serum was separated. The serum
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glucose, triglycerides, total cholesterol and HDL level was measured
using enzymatic kits. The levels of LDL and VLDL were calculated using
Friedewald equation.

Liver functions test?

The levels of SGOT and SGPT were also analysed in the blood samples at
the end of study using diagnostic kits.

Histopathological studies

Then, animals were sacrificed and heart was isolated for histopathology.
A portion of heart tissue was dissected out and fixed in 10% formalin
solution and histopathological studies were carried out.

Atherogenic Index?

Atherogenic index and % protectig@@vas alsoO@lculated at the end of

study using formulas:

Statistical analysis

All the data were show;
Statistical analysis w:
using Graph pad

gented as mean+SEM.
Multiple comparison tests
sion 3.10). In statistical anal-

uantitative estimation of phytoconstituents

revealed that flavonoids, phenolic, tannins, saponins,
noids were present. Moreover, alkaloids were present
able 1). In VVME, total tannins content, total flavonoids

In vitro antioxidant activity of VWVME and VVAE

In DPPH scavenging assay, 500 pg/ml of VVME and VVAE produced
68.25% and 62.08% inhibition. Whereas, in hydroxyl radical scavenging
activity, 500 ug/ml of VVME and VVAE produced 54.06% and 52.75%
inhibition, respectively. In superoxide radical scavenging assay ascorbic
acid, VVME and VVAE produced 76.15%, 60.50% and 54.92% inhibi-
tion, respectively. In nitric oxide radical assay, ascorbic acid, VVME and
VVAE have 86.20%, 65.07% and 56.09% inhibition, respectively. Anti-
oxidant effect of VVME in different assay is in following order: DPPH >
Nitric oxide > Superoxide > Hydroxyl radicals. VVME was found to have
strong antioxidant effect than VVAE. The antioxidant effect was found in
following order: ascorbic acid > VVME > VVAE.

DPPH generate free radical and widely used to determine the antioxidant
potential of various drugs and plant extracts. The inhibition mechanism
of lipid oxidation is one of the known free radical scavenging activity that
occurs exogenously in human body.*** Although superoxide anion is a
weak oxidant and has important role in the generation of other ROS, like
hydroxyl radical, hydrogen peroxide, or singlet oxygen which contribute
to oxidative stress in living systems. > The present study suggested that
there is a strong correlation between superoxide and hydroxyl radical
scavenging activity and phenolics (22.27£1.69), flavonoid (34.10+0.26)
and tannins (33.27+0.32) contents of VVME. Nitric oxide (NO) scaven-
gers from the extracts compete with oxygen, leading to reduced produc-
tion of nitrite ions. There is no significant correlation was found between
NO radicals scavenging activity and phenolics. Hence, bioactive sub-
stances other than phenolics, tannins and flavonoids may be the reason
for scavenging activity in extracts.

IC,, values of ascorbic acid, VVME and VVAE is shown in table 3. IC,, is
used to express the concentration or amount of samples/extracts desired
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to scavenge 50% of the free radicals. The scavenging activity of a sample/
extract is inversely proportional to the IC_; value.

Antioxidant Activity Index (AAI) of ascorbic acid, VVME and VVAE
was found to be 4.43>2.05>1.48 respectively. According to AAI both
ascorbic acid and VVME lies into very strong category and VVAE lies
into strong antioxidant category. '

In vivo antioxidant activity

Administration of different doses of VVME and VVAE significantly ele-
vated the serum catalase level and serum reduced glutathione level. The
increase in the amount of serum catalase was found to be dose depen-
dent. In VVME 400 mg/kg, the level of reduced glutathione and catalase
was found maximum (6.32+1.12 pug/mg of protein and 7.55+2.66 puM/
min/mg of protein) as compared to other groups (Table 4). As a prelimi-
nary step towards unveiling the mechanism of actions of these extracts
in oxidative stress, their effects on common oxidative stress marker
enzymes such as serum glutathione and catalase was estimated. The sig-
nificant increase in serum GSH suggested that the activation of the GSH
synthetic pathway does not occur as outcome of an increased produc-
tion of free radicals and with non-significant depletion of the total pro-
tein.? Also, it could be indirect pathway that one or more constituents
of extract probably have some biochemical action on GSH production
or affect the reduction process of GSSG to GSH. In addition, molecular
evidence also suggest that the ability of some phenolic compounds to
activate c-glutamylcysteine synthetase (a rate-limiting enzyme in GSH
synthesis).” According to a study, due to plant bioactive secondary
metabolites, the increment in GSH concentration contributes to the che-
moprevention against environmental carcinogens.?® Glutathione is vital
intracellular free radicals scavenging agent and co-substrate for varig

and other toxic compounds and protects the cells. GS
into metabolism, catalysis and transportation. In kj

the other hand, catalases have heme pr
toxic effects of ROS. They convert
gen. During aerobic metabolism,

then H,0, is converted to
extracts enhanced the antioxi
in a dose dependent 1y
may offer an effec

free radicals 2

Finally it can be 8 ondary metabolites act as small
molecular weight anti&@dants and perform directly as antiradical agent
or break chain reaction J%iee radical and interact with transition met-
als. Plants secondary metab®8lites can act indirectly include inhibition of
ROS-generating enzymes such as xanthine oxidase or induce nitric oxide
synthase or up-regulate the SOD or other enzymes activity.*’ Phenolic
compounds have the capability to adsorb or neutralize or quench ROS.
Also, flavonoids or related compounds exhibit in vitro and in vivo anti-
oxidant potential.*

Change in body weight of experimental animals

Hyperlipidemia or hypercholesterolemia in rats can be induced by sup-
plementing cholesterol diet (sub-acute model).”® Excessive cholesterol
feeding leads to susceptibility to hypercholesterolemia and arteriosclero-
sis and further promotes the development of obesity and dyslipidemia in
both humans and rodents by altering the plasma cholesterol and triglyc-
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eride levels.* According to literature, hypercholesterolemia animals are
used to study the cholesterol homeostasis as convenient models. As well
as, to understand the association between cholesterol metabolism disor-
ders, a therogenesis or possible treatments to reduce lipid levels in drug
trials.*® Also, administration of cholesterol diet significantly changes in
the body weight of rats during the experimentation. The body weights
of animals were measured weekly during 21 days of treatment. The %
change in body weight of VVME 100 mg/kg, 200 mg/kg and 400 mg/kg
group animals were found to be 14.6%, 12.9% and 13.2%, respectively.
The % change in body weight of VVAE 100 mg/kg, 200 mg/kg and 400
mg/kg groups were found to be 23.8%, 23.7% and 19.8% respectively.

Effect of VWVME and VVAE on glucose level
200 mg/kg and 400 mg/kg of VVME 4

AE 200 mg/kg (140.2 mg/
in the experimental animals
VVME and VVAE significantly

00 mg/kg group (115.5 mg/dl). Similarly,
e significantly elevated in experimental
t doses of VVME and VVAE produced a signifi-

el was found to be decreased in experimental animals
ginistration of different doses of VVME and VVAE significantly
e HDL level after 21 days treatment. (Figure 2-6)

igh cholesterol diets acts as extrinsic inducer and significantly increase
e cholesterol, triglyceride, LDL levels and decrease HDL level. Increase
LDL has been indicated one of the risk factors in development of ath-
erosclerosis and other related cardiovascular disorders. * High triglyc-
eride levels also a marker and important risk factor that influences lipid
deposition and clotting mechanisms. Numerous experimental reports
showed that cholesterol and high dietary fat induce hypercholesterol-
emia in animal models.””*® Similar results were also observed with the
high cholesterol diet animals have increase lipid status and increased
lipid level act as indicator of establishment of hypercholesterolemia in
animal models.

HDL cholesterol is inversely connected with total cholesterol and several
evidences are available regarding this fact. A reduction in HDL level may
impair the clearance of cholesterol from the arterial wall and speed up
the development of atherosclerosis that further lead to ischemic heart
diseases.”

Effect of VWME and VVAE on SGOT and SGPT level

Administration of cholesterol diet resulted in elevation of SGOT and
SGPT levels in cholesterol control animals as compared to normal con-
trol after 21 days. Administration of different doses of VVME and VVAE
significantly attenuated the elevated SGOT and SGPT levels. (Figure 7)
The elevated level in cholesterol control animals may be due to leakage
of the enzymes into the serum and damage the integrity of the heart and
liver. Also, increased level of these enzymes is reported as indicators of
deliberate risk of cardiovascular disease.”’ In case of severe hepatocel-
lular injury, SGOT and SGPT are released into serum. In the absence of
viral hepatitis and alcoholism, increased SGPT level can lead to a higher
risk of cardiovascular disease with more risk in women. Also a high
SGOT content is found in heart which becomes more elevated in myo-
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Figure 1: Effect of VVME and VVAE on glucose level in cholesterol induced
hypercholesterolemia. Values are represented as mean+SEM, n=6. In statis-
tical analysis, p<0.05 was considered to be significant; a = vs normal con-
trol; b = vs cholesterol control; p< 0.05 =*; p< 0.01=A; p< 0.001= #.
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Figure 3: Effect of VVME and VVAE on triglyc
duced hypercholesterolemia. Values are rep
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control; b = vs cholesterol control; p<,
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Figure 5: Effect of VWME and VVAE on VLDL level in cholesterol induced hy-
percholesterolemia. Values are represented as mean+SEM, n=6. In statisti-
cal analysis, p<0.05 was considered to be significant; a = vs normal control;
b = vs cholesterol control; p< 0.05 = *; p< 0.01= A; p< 0.001= #.
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Cholesterol ley el (mg/dl)
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Figure 2: Effect of VVME and VV.
duced hypercholesterolemia.
statistical analysis, p<0.05
control; b = vs choleste

Normal Cholastzrol Simvastatin VVIE 100 VVME 200 VVME 400 VVAE 100 VWVAE 200 VVAE 400
comtrol  comtrol meke megke  mgke  meke meke  meke
Figure 4: Effect of VVME and VVAE on LDL level in cholesterol induced hy-
percholesterolemia. Values are represented as mean=SEM, n=6. In statisti-
cal analysis, p<0.05 was considered to be significant; a = vs normal control;
b = vs cholesterol control; ¢ = vs 100 mg/kg dose; p< 0.05 = *; p< 0.01= A;
p< 0.001=#.

HDL level (mefdl)

MNormal Cholesterol SimvastatinVVME 100 VVME 200 VVME 400 VVAE 100 VVAE 200 VVAE 400
control control meke meke meke meke megke meke

Figure 6: Effect of VWME and VVAE on HDL level in cholesterol induced hy-
percholesterolemia. Values are represented as mean+SEM, n=6. In statisti-
cal analysis, p<0.05 was considered to be significant; a = vs normal control;
b = vs cholesterol control; p< 0.05 = *; p< 0.01= A; p< 0.001= #.
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SGOT (U1

SGPT (1U1)

¥ Normal control ¥ Cholesterol control ¥ Simwvastatin
®VVME 100 mgkg @ VVME 200 mgkg @ VVME 400mgkg

HVVAE 100 mgkg M VVAE 200 mgkg & VVAE 400 mgkg

Figure 7: Effect of VVME and VVAE on SGOT and SGPT level in cholesterol
induced hypercholesterolemia. Values are represented as mean+SEM, n=6.
In statistical analysis, p<0.05 was considered to be significant; a = vs normal
control; b = vs cholesterol control; p< 0.05 = *; p< 0.01= A; p< 0.001= #.

Figure 8: Histology of blood
different groups.

cardial infarctio
showed the disruf8
macrophage, increa
cholesterol fed rats.

1 as, in th¥gresent study, histology results
ofd pming in aorta, presence of foamy

ess of lining and cardiovascular distress in

Histopathology of blood ves¥els

The histology of blood vessels (Tunica intima + media thickness) in cho-
lesterol induced atherosclerosis is shown in8. In normal control section,
the layers of artery and endothelial lining appeared intact and tunica
intima, media and adventitia appeared within normal limits. The thick-
ness of tunica intima + media was found to be 25.5 um. In cholesterol
control section, the layers of artery appeared intact except for disruption
of the endothelial lining. Within the tunica intima and media were seen
lipids containing elongated smooth muscle cells in single and aggregates
of foamy macrophages. The tunica intima + media thickness was found
tobe 53.2 um. In Atorvastatin section, the layers of artery and endothelial
lining appeared intact. The tunica intima, media and adventitia appeared
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within normal limits. The thickness of tunica intima + media was found
to be 27.5um. In VVME 400 mg/kg section, the layers of artery appeared
intact and few areas appeared disrupted. There were seen few scattered
lipid containing spindle cells between the tunica intima and tunica
media. Tunica adventitia appeared within normal limits and thickness
was found to be 45.0 um. In VVAE 400 mg/kg section, layers of artery
appeared intact except for disruption of the endothelial lining. Within
tunica intima and media were seen lipids containing smooth muscle cells
in single and aggregates of foamy macrophages. The thickness of tunica
intima + media was found to be 45.25 pm.

Effect on atherogenic index and % protection

berogenic index as com-
400 mg/kg found
ptection as com-

The cholesterol control showed significan

decreased lipid levels mj
atherogenicity of pla

o determine the degree of
ical markers.*

ts.! Grapes are the better source of antioxidative
ns of grape/wine byproducts. Functional ingredi-
e several flavonoids with a phenolic nature such as
avanols, dimeric, trimeric and polymeric procyanidins,
ic acids.®** A few reports also indicated that extract of Vitis
ifera have strong antioxidant activity.” According to literature, flavo-
oids possess many pharmacological activities like antihyperlipidemic,
poglycemic and antidiabetic activities. The presence of tannins and
aponins in medicinal plant causes the inhibition of lipid absorption. So,
it may be concluded that antioxidant and anti-hypercholesterolemic effi-
cacy of Vitis vinifera might be due to presence of antioxidant property
and active phytoconstituents.
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ABBREVIATION USED

AALI: Antioxidant activity index; CVD: Cardiovascular disease; DPPH:
2,2-diphenyl- 1-picrylhydrazyl; DTNB: 5,5&#39;-Dithiobis,2- nitroben-
zoic acid; EDTA: Ethylenediaminetetraacetic acid; GSH: Glutathione;
GSSG: Glutathione disulfide; HDL: High density lipoproteins; LDL:
Low density lipoproteins; NBT: Nitro blue tetrazolium; NO: Nitric
oxide; ROS: Reactive oxygen species; SGOT: Serum glutamic oxaloace-
tic transaminase; SGPT: Serum glutamic pyruvic transaminase; SOD:
Superoxide Dismutase; TCA: Trichloroacetic acid; VLDL: Very low
density lipoproteins; VVAE: Vitis vinifera aqueous extract; VVME: Vitis
vinifera methanolic extract
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