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ABSTRACT

Medicinal plants play a pivotal role in curing various human ailments. Among the series of medicinal plants, Enicostemma littorale
Blume (E. littorale), a perennial herb belongs to the family Gentianaceae is cosmopolitan in occurrence. Various parts of the plant
have been reported to possess antimicrobial, antiinflammatory, antiulcer, antioxidant and hypoglycemic properties. The present
study was designed to systematically evaluate the free radical scavenging activity of its leaves. Qualitative phytochemical analysis
evidenced the presence of alkaloids, flavonoids, saponins, tannins, phytosterols, triterpenoids, glycosides and phenolic compounds.
The total phenolic and flavonoid contents in the leaves extract were found to be 16.72 + 1.13 ug gallic acid equivalents and 10.05 +
0.16 pg quercetin equivalents, respectively. The carbohydrate content was 4.19+ 0.28 mg/g and the protein content was found to be
2.26+ 0.32 mg/g of the leaves extract. In addition, the leaves extract is rich in minerals like magnesium, calcium, zinc, iron, sodium,
and potassium and phosphorous. The ethanolic leaves extract scavenges DPPH and ABTS radicals in a concentration dependent
manner (79.31 % of DPPH radicals and 77.55 % ABTS radicals). The hydroxyl and hydrogen peroxide radical scavenging potential of
the leaves extract were found to be 76% and 78%, respectively. The nitric oxide and superoxide scavenging potential of the leaves
extract were found to be 75% and 83%, respectively. Likewise, E. littorale leaves extract inhibits the generation of FRAP in a dose
dependent manner. The percent inhibition using the TBARS assay was ranged from 22.00 to 80.44% for the leaves extract. The
results of the present study indicate that E.littorale is a good source of biologically active ingredients and minerals. Since, E. littorale
leaves extract possess significant antioxidant properties, it can be used as an adjunct therapy for the treatment of free radical
mediated diseases such as diabetes, cardiovascular, neurodegenerative diseases and cancer.
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INTRODUCTION World Health Organization (WHO) has consistently
recommended that the traditional medicinal plant
treatments warrant detailed evaluation for their toxicity
and efficacy. Moreover, today it is mandatory to afford
scientific evidence as to whether it is justified to use a
plant or its active principles for therapeutical applications.
Enicostemma littorale Blume, is one such medicinal plants
widely used in the traditional medicine which lack
scientific appraisal for its toxicological, beneficial and
pharmacological properties.

ature is an indispensable system, which shapes
the backdrop for the emergence, evolution and
existence of life and is an extraordinary source for
wide range of harmless and effective medicines. Plants
provide an extraordinary source of natural medicines for
various ailments. The secondary metabolites of plant
origin serve as an invaluable chemical library for drug
discovery in the pharmaceutical industryl. Human
intervention trials have provided evidence for protective

effects of various polyphenol-rich foods against chronic Enicostemma littorale Blume (E. littorale) plays a vital role
diseases including diabetes mellitus, neurodegenerative in human healthcare. The leaves possess antidiabetic,
disorders and cancer’. antioxidant and hepatoprotective properties > E

- . . . littorale exerts  anti-inflammatory,  anticancer and
The demand for medicinal plants is increasing worldwide AS

due to growing recognition of natural products, being
non-toxic, and more efficacies, easily available at
affordable prices. Throughout the world, many traditional
plants have been found successful for the treatment of
several primary and secondary health complications.
Further, most of the marketed medicines are distillations,
combinations, reproductions or variations of substances
that exist in nature. Our forefathers recommended some
of the natural products, which are abundantly found in
nature long before their medicinal values were
demonstrated and proved by scientific validation.
However, few natural products have received medical
scrutiny for their pharmaceutical properties and the

catechins, saponins, steroids, sapogenin, triterpenoids,
flavonoids and xanthones and a new flavone C-glucoside
named as Verticilliside was reported by Jahan et al 2009 g
Monoterpene alkaloids such as enicoflavin, gentiocrucine
were isolated from the leaves of Enicostemma littorale.
Swertiamarin, a secoiridoid glucoside was originally
isolated from the leaves of E. littorale and is an important
constituent of many traditional medicines that are
marketed in Japan ’. Having known the presence and
importance of the phytochemicals present in the leaves
extract, an attempt has been made to systematically
evaluate the free radical scavenging potential of E.
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littorale Blume leaves extract using an array of in vitro
methods.

MATERIALS AND METHODS
Plant material- Identification and authentication

Fresh and matured E. littorale leaves were collected from
Arcot, Vellore District, Tamil Nadu and identified by a
plant taxonomist in CAS in Botany, University of Madras
where a voucher specimen was deposited in the
herbarium.

Preparation of ash

The E .littorale leaves were shadow dried and finely
powdered using an electrical grinder. One hundred gram
of finely powdered leaves were taken in a viterosil
crucible and placed over night in an electrical muffle
furnace  maintaining its temperature  between
430-450°C because the loss of zinc may occur at >450° C
and loss of potassium occur, if the temperature is too
high (>480° C). The ash was stored in a vacuum
desiccator. The ash content in the powdered leaves was
found to be 13.03g/100g.

Total Ash

The ash values, following ignition of plant materials can
be determined by different methods, which measures
total ash, acid insoluble ash and water-soluble ash g, 2g of
the ground air-dried material was weighed in a previously
ignited and tarred silica crucible. The content was spread
in an even layer and ignited by gradually increasing the
heat to 450°C until it turns white colour indicating the
absence of carbon. The contents were stored in a
desiccator.

Determination of water soluble ash

The total ash obtained was boiled with 25 ml of deionized
distilled water for 5 minutes. The insoluble matter was
collected on an ash less filter —paper, washed with hot
water and ignited to constant weight at low temperature.
The weight of the insoluble matter was subtracted from
the weight of total ash, represents the water soluble ash.
The percentage of water soluble ash was calculated with
reference to the air dried drug. The result was calculated
with reference to the air dried drug.

Determination of acid insoluble ash

The total ash obtained was boiled with 25 ml of dilute
hydrochloric acid for 5 minutes. The insoluble matter was
collected on tarred silica crucible, washed with hot
acidulated water, ignited, cooled and weighed. The
percentage acid insoluble ash was calculated with
reference to the air dried drug.

Trace element analysis

2g of ash was digested with a triple acid mixture
comprising of nitric acid, sulphuric acid and perchloric
acid in the ratio of 11:6:3 respectively for the complete
removal of organic content. The digested sample was
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made up to 100 ml using deionized water and this sample
is used for the assay of trace elements through atomic
absorption spectroscopy (AAS) using hollow cathode
lamps.

Instrumentation and analytical procedures

The determination of trace elements in the E. littorale
leaves was carried out using an atomic absorption
spectrometer (GBC-Avanta, Australia).

Preparation of Enicostemma littorale leaves extract

E. littorale leaves were washed and dried in a hot air oven
at 40°C and subsequently ground into powder in an
electrical grinder, which was stored in an airtight brown
container at 5°C until further use. The powdered leaves
were delipidated with petroleum ether (60-80°C) for
overnight. It was then filtered and soxhalation was
performed with 95% ethanol. Ethanol was evaporated in
a rotary evaporator at 40-50°C under reduced pressure.
The yield was around 13.5 % of dry weight.

Preliminary phytochemicals screening

The ethanolic extract of E. littorale leaves was subjected
to phytochemical screening for the qualitative analysis of
various phytoconsituents such as Alkaloids, Flavonoids,
Glycosides Saponins, Tannins, Phytosterols, Triterpenoids,
Anthraquinones and Phenols” *°.

DETERMINATION OF TOTAL PHENOLIC CONTENT

Total phenolic content in the ethanolic extract of
E.littorale leaves was determined according to the Folin-
Ciocalteu colorimetric method ™" ™. A standard curve was
drawn with gallic acid reference solutions. 2 to 10 ml of
standard aqueous gallic acid solution (100 pg /ml) was
pipetted into a 100 ml volumetric flask containing 70 ml
of distilled water. Folin-Ciocalteu reagent (5 ml) and 10 ml
of saturated sodium bicarbonate solution were added
and the volume was made up to 100 ml with distilled
water. The solution was thoroughly mixed. The blank was
prepared in the same manner, but without gallic acid.
After 1 h of incubation at room temperature, the
absorbance was measured at 760 nm. The samples were
prepared in triplicates for each analysis and the mean
value was calculated. For the determination of total
phenolic content of E. littorale leaves, aqueous solutions
at the final concentration of 20ug/ml were used;
proceeding in the same manner described for the
reference solutions and the total phenolic content was
expressed as mg per gram of gallic acid equivalents.

Determination of Total Flavonoid Content

Total flavonoid content in the ethanolic extract of
E.littorale leaves was determined according to the
method of Quettier- Deleu et al.,, (2000) with minor
modifications A standard curve was built with
quercetin reference solutions. 2 to 8 ml of standard
quercetin (50ug/ml) were pipetted into 25 ml volumetric
flasks containing 1 ml of 2% aluminum chloride dissolved
in ethanol and the volume was made up with ethanol.
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The blank was prepared by diluting 1 ml of 2% aluminum
chloride dissolved in ethanol in a 25 ml volumetric flask
with ethanol. After 1 hour at room temperature, the
absorbance was measured at 420 nm. E. littorale leaves
extract were evaluated at a final concentration of
20ug/ml, proceeding in the same manner described for
the reference solutions and the total flavonoid content
was calculated as quercetin equivalents from a calibration
curve. The experiments were prepared in triplicate for
each analysis and the mean value of absorbance was
recorded.

Determination of Carbohydrate and Protein Content

The carbohydrate content in the leaves extract was
estimated by the 3, 5-dinitrosalicylic acid method " and
the estimation of proteins was carried out by the Lowry et
al. (1951) ** method.

Free Radical Scavenging Assays

The in vitro antioxidant activity was determined by DPPH,
ABTS, superoxide radicals, nitric oxide, hydroxyl radicals,
H,0, scavenging reducing power, ferric reducing
antioxidant power assay (FRAP) and lipid peroxidation
inhibition assay. All the analysis was performed in
triplicates and average values were taken.

DPPH radical scavenging assay

DPPH radical is scavenged by antioxidants through the
donation of proton forming the reduced DPPH. The colour
change from purple to yellow after reduction can be
qguantified by the decrease in absorbance at wavelength
517nm. The free radical scavenging capacity of the
ethanolic extract of E.littorale leaves was determined
using DPPH'®. DPPH (200puM) solution was prepared in
95% methanol. From the stock leaves extract solution
200, 400, 600, 800 and 1000 pg/ ml were taken in five
test tubes. 0.5ml of freshly prepared DPPH solution was
incubated with the leaves extract and after 10 minutes,
absorbance was taken at 517 nm in a spectrophotometer.
Standard ascorbic acid was used as reference.

ABTS assay

ABTS decolourization assay involves the generation of the
ABTS" chromophore by the oxidation of ABTS with
ammonium persulphate. The scavenging activity of the
leaves extract on ABTS radical cation was measured at
734nm. ABTS radical scavenging activity of ethanolic
extract of E. littorale leaves was determined according to
the method of Re et al., 1999". Briefly, ABTS radical
cation was produced by mixing ABTS stock solution (7
mM in water) with 2.45 mM potassium persulphate and
allowing the mixture to stand in the dark at room
temperature for 12-16 h before use. Then, ABTS™
solution was diluted with ethanol to an absorbance of 0.7
at 734 nm. To 3.0 ml of diluted ABTS™" solution, different
concentrations (200-1000 pg/ ml) of leaves extract in
ethanol was added and after 1 min, the decrease in
absorbance was measured at 734 nm
spectrophotometrically
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Hydroxyl Radical Scavenging Assay

Hydroxyl Radical Scavenging Assay was performed
according to the method of Smirnoff and Cumbes (1989)
8 Hydroxyl radicals were generated from FeSO, and
hydrogen peroxide and detected by their ability to
hydroxylate salicylate. The hydroxylated salicylate
complex formation was measured at 562nm.The reaction
mixture (3ml) contained 1m, FeSO, (1.5mM), 0.7ml
hydrogen peroxide (6mM), 0.3ml sodium salicylate
(20mM) and varying concentrations of the leaves extract.
After incubation for 1hour at 379C, the absorbance of the
hydroxylated salicylate complex was measured at 562nm.
The percentage scavenging effect was calculated as,

Scavenging activity = [1-(A;-A,)/Aq] X 100%

where A, was the absorbance of the control (without
extract) and A; was the absorbance in the presence of the
extract, A, was the absorbance without sodium salicylate.

Hydrogen Peroxide Scavenging Activity

Hydrogen Peroxide Scavenging Activity was performed
according to the method of Ruch et al., (1989)19.The H,0,
scavenging activity was measured in terms of decrease in
the absorbance at 230nm in spectrophotometrically. A
solution of H,0, was prepared in phosphate buffer.
Various concentrations of ethanolic leaves extract was
added to H,0, and incubated for 10 min. The absorbance
at 230nm was determined against a blank containing
phosphate buffer without H,0,. The percentage of
scavenging of H,0, by leaves extract and standard
compound was calculated using the formula.

% scavenging of H,0, = (A (control) - A (sample) / (A
(control)) X 100

Nitric oxide scavenging activity

Sodium nitroprusside in aqueous solution, at physiological
pH, spontaneously generate nitric oxide, which interacts
with oxygen to produce nitrite ions that can be estimated
spectrophotometrically at 546nm. Sodium nitroprusside
(5 mM) in phosphate buffer pH 7.7 was incubated with
200-1000 pg/ml concentrations of leaves extract
dissolved and the tubes were incubated at 25°C for 120
minutes. At intervals, 0.5ml of incubation solution was
removed and diluted with 0.5 ml of Griess reagent. The
absorbance of the chromophore formed during
diazotization of nitrite with sulphanilamide and
subsequent N-napthyl ethylenediamine was measured at
546 nm .

Superoxide Anion Radical Scavenging Assay

This method is based on the inhibition of production of
nitroblue tetrazolium of superoxide ion by the leaves
extract and is measured spectrophotometrically at
560nm. The Superoxide radical scavenging activity of E.
littorale leaves was measured by the method of Fontana
et al., (2001)*". In this method, the activity is measured by
reduction of riboflavin/light/NBT (Nitro blue tetrazolium).
The 1 ml of reaction mixture contain phosphate buffer,
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NADH, NBT and various concentrations of leaves extract.
The method is based on the generation of superoxide
radical by autooxidation of riboflavin in presence of light.
The superoxide radical reduces NBT to a blue coloured
formazon that can be measured at 560 nm.

Ferric reducing antioxidant power (FRAP) assay

The total antioxidant potential of leaves extract was
determined using the ferric reducing ability of plasma
FRAP assay as a measure of antioxidant power. FRAP
assay measures the change in absorbance at 593nm
owing to the formation of a blue coloured Fe lI-tripyridyl
triazine compound from colourless oxidized Fe Il by the
action of electron donating antioxidants. The ability to
reduce ferric ions was measured using the method®
described by Benzie and Strain (1996). The FRAP reagent
was produced just before use by mixing 300 mM sodium
acetate buffer (pH 3.6), 10.0 mM TPTZ (tripyridyl triazine)
solution and 20.0 mM FeCl;.6H20 solution in a ratio of
10:1:1 in volume. Leaves extract at different
concentrations (200-1000 pg/ ml) were then added to 3
ml of FRAP reagent and the reaction mixture was
incubated at 37 C for 30 min. The increase in absorbance
at 593 nm was measured. Fresh working solutions of
FeSO4 were used for calibration. The antioxidant capacity
based on the ability to reduce ferric ions of leaves extract
was calculated from the linear calibration curve and
expressed as mmol FeSO, equivalents per gram of leaves
extract. The optical density was read at 593 nm.

RESULTS

The phytochemical analysis of E. Littorale leaves extract is
presented in Table 1. The ethanolic leaves extract is found

to contain alkaloids, flavonoids, saponins, tannins,
phytosterol, triterpenoids, glycosides and phenolic
compounds.
Phytoconstituents Inference
Alkaloids +
Flavonoids +
Saponins +
Tannins +
Phytosterols +
Triterpenoids +
Glycosides +
Anthraquinones -
Phenolic .
compounds

The total phenolic and flavonoid contents were found to
be 16.72 + 1.13 pug gallic acid equivalents and 10.05 + 0.16
ug quercetin equivalents, respectively. The carbohydrate
content was 4.19+ 0.28 mg /g and the protein content
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was found to be 2.26+ 0.32 mg /g of the leaves extract
(Table 2).

Table 2: Quantitative Analysis of E. littorale leaves extract

Constituent Content

16.72 + 1.13 g gallic acid

Phenolic Content .
equivalents

+ .
Flavonoid Content 10.05 + 0.16 pg quercetin

equivalents
Carbohydrate 4.19+ 0.28 mg /g of the
Content leaves extract

2.26t 0.32 mg /g of the

Protein Content
leaves extract

Table 3 represents the mineral content of E.littorale
leaves extract. It has been found that E. littorale leaves
extract is rich in minerals like calcium, magnesium,
sodium, potassium, iron, zinc and phosphorus.

Table 3: Mineral Composition of E.littorale leaves extract

Element Concentation (ug/g)
Calcium (Ca) 253
Magnesium (Mg) 134
Sodium (Na) 120
Potassium (K) 53
Iron (Fe) 300
Phosphorus (P) 56
Zinc (Zn) 50

The results obtained for the ash values determined by
standardized protocols can be used for the quality control
purposes for E. littorale in various pharmacological
interventions. The mean, range and standard error values
of ash contents of E. littorale that resulted from analyses
are summarized in

Table 4: Ash Content

Constituent Content
Total Ash 11.88 +0.20
Water soluble Ash 4.53 £ 0.08
Acid soluble ash 4.00£ 0.10

Figure 1 and 2 shows the dose dependent effect of E.
littorale leaves on the percentage inhibition of DPPH and
ABTS radicals present in the reaction mixtures,
respectively. The ethanolic extract of E. littorale leaves
scavenges DPPH and ABTS radical in a concentration
dependent manner. The leaves extract of E. littorale
significantly and concentration dependently reduced
DPPH and ABTS radicals. However, at a concentration of
1000ug/ml, the extract significantly scavenged 79.31 % of
DPPH radicals and 77.55 % ABTS radicals. The hydroxyl
(76% hydroxyl scavenging) and hydrogen peroxide
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scavenging potential (78 % hydrogen peroxide radical) of
the leaves extract is depicted in figure 3 and 4,
respectively. The nitric oxide and superoxide scavenging
potential of the leaves extract is depicted in figure 5 and
6, respectively. The leaves extract exhibited a maximum
of 75% nitric oxide scavenging potential and 83%
superoxide scavenging activity. The radical scavenging
activity was compared with standard ascorbic acid.

Fig 1: DPPH RADICAL SCAVENGING ACTIVITY OF E.littorale leaves extaret

100
90
80
70
60
50 e % inhibition of extract

40 w— Ascorbic acid

% SCAVENGING

% SCAVENGING
5 5 8 8 8 3
g
3
3
g
H

30
20
10

200 400 600 300 1000
CONCENTRATION [jig)

Fig 2: ABTS RADICAL SCAVENGING ACTIVITY OF £ littorale leaves extarct
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Fig 3: HYDROXYL RADICAL SCAVENGING ACTIVITY OF E.littorale leaves extarct
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Fig 4: HYDROGEN PEROXIDE SCAVENGING ACTIVITY OF E.ittorale leaves extarct
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Fig 5: NITRIC OXIDE SCAVENGING ACTIVITY OF E./ittorale leaves extarct
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Fig 6: SUPEROXIDE SCAVENGING ACTIVITY OF E.littorale leaves extarct
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Antioxidant activities of the leaves extracts of E. littorale
as determined by the FRAP assay. In the FRAP assay the
absorbance of E. littorale was found to be 0.10, 0.14,
0.20, 0.50 and 1.00 at 200-1000 pg/ml respectively. The
percentage inhibition using the TBARS assay ranged from
22.00 to 80.44% for the leaves extract.

DISCUSSION

Medicinal plants are of immense value to the health and
communities. The therapeutic value of the medicinal
plants lies in some chemical substances that are produced
as secondary metabolites with definite physiological

®

International Journal of Pharmaceutical Sciences Review and Research
Available online at www.globalresearchonline.net

© Copyright protected. Unauthorised republication, reproduction, distribution, dissemination and copying of this document in whole or in part is strictly prohibited.

117



Int. J. Pharm. Sci. Rev. Res., 49(1), March - April 2018; Article No. 18, Pages: 113-120

action on the human body. Medicinal plants are the
reservoirs of ecologically derived secondary metabolites
such as phenolic acids, alkaloids, flavonoids, alkaloids,
saponins, anthocyanins and hydroxycinnamic acid
derivatives. Among the secondary metabolites, the
phenolic classes have gained extensive attention in recent
years due of their physiological functions including free
radical scavenging, antidiabetic, anticarcinogenic and
anti-inflammatory effects *.

The phytochemical screening of the ethanolic leaves
extract of E.littorale showed the presence of biologically
active secondary metabolites such as alkaloids,
flavonoids, glycosides, phytosterols, tannins and phenols.
Earlier studies indicated that the leaves were found to
contain catechins, saponins, steroids, sapogenin,
triterpenoids, flavonoids and xanthones and a new
flavone C-glucoside named as verticilliside®.  Alkaloids
such as enicoflavin, gentiocrucine were isolated from the
alcoholic extract of E. littorale’.

Carbohydrates are of special importance because they are
direct products of photosynthesis and are; therefore, the
primary energy storage compound and the basic organic
substances from which most other organic compounds
found in plants are synthesized. Carbohydrate content of
E. littorale was found to be 4.19+ 0.28 mg /g of the leaves
extract. Our results are in accordance with earlier reports
* The protein content was found to be 2.26+ 0.32 mg /g
of the leaves extract. The extract of E. littorale was found
to be contain amino acids like L-glutamic acid,
tryptophan, alanine, serine, aspartic acid, L-proline, L-
tyrosine, threonine, phenyl alanine, L-histidine
monohydrochloride, methionine, isoleucine, L-arginine
monohydrochloride, DOPA, L-Glycine, 2-amino butyric
acid and valine indicating that E. littorale is a good source
of amino acids that are beneficial to the body25 .

Total, water soluble and acid-insoluble ash contents of
the leaves of E. littorale are important in determining the
purity of an herbal drug. Tanna et al. (2010) reported that
the aerial part of the E. littorale yield 34% of dry alcoholic
extract and 15.7% of ash®. Total ash includes
physiological ash, which is derived from the plant tissue.
Non-physiological ash is derived from environmental
contaminations such as sand and soil. E. littorale, like
other herbal materials, shows a variation in the variety
and contents of compounds according to differences in
growing conditions, such as soil type, climate which may
change the ash content depending upon presence or
absence of various contaminants thus becoming an
important parameter of quality assessment.

Mineral analysis revealed the presence of magnesium,
calcium, sodium, iron, phosphorus, zinc and potassium.
Indian Council of Medical Research in its nutritional
report suggests that 100 g of fresh leaves of E. littorale
contains 140 kcal energy, 7 g of protein, 0.7 g of fat, 26.5
g of carbohydrate, 4.2 g of fibre, 8.4 g of minerals, 49.9
mg of iron, 1.641 mg of calcium, 81 mg of phosphorous®’.
Hence, E. littorale fresh leaves are recommended for
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diabetic patients due to their rich nutritious content %
Our studies are on par with the earlier findings.

DPPH and ABTS radical assays have been widely used as
reliable methods for determining the free radical
scavenging efficacy of the lead molecules > *. The
principle of the DPPH free radical scavenging activity
assay is based on the reduction of DPPH radicals in
methanolic solution. Due to the presence of an odd
electron, DPPH gives a strong absorption maximum at 515
nm. It is generally accepted that substances which are
able to donate hydrogen or an electron to DPPH, a
synthetic nitrogen-centered stable radical, can be
considered as antioxidants and therefore free radical
scavengers. E.littorale leaves extract exhibited a
maximum of 79.31% DPPH radical scavenging activity at a
concentration of 1000ug/ml.

ABTS radicals are more reactive than DPPH radicals and
the reaction with ABTS radicals involve a single electron
transfer process. It is applicable for both hydrophilic and
lipophilic compounds. ABTS radical assay is the pre-
formed radical monocation of ABTS radical which is
generated by oxidation of ABTS radicals with potassium
persulfate and is reduced in the presence of such
hydrogen-donating antioxidants. The antioxidant activity
of different lead molecules depends on the number and
location of hydroxyl and other functional groups such as
carboxyl and phenolic ring system 3t E. littorale leaves
extract exhibited a maximum of 77.55% ABTS radical
scavenging activity at a concentration of 1000ug/ml.

The 02" scavenging activity was determined by
phenazine methosulphate/NADH-NBT system wherein
02" derived from dissolved oxygen by phenazine
methosulphate/NADH coupling reaction reduces NBT. The
decrease in absorbance at 560 nm in the presence of
leaves extract indicates the consumption of superoxide
anions in the reaction mixture. E.littorale leaves extract
exhibited a maximum of 83% superoxide scavenging
activity at a concentration of 1000ug/ml. Nitric oxide is
synthesized from L-arginine by the enzyme nitric oxide
synthase (NOS). It plays an important role in N-methyl-D-
aspartate (NMDA) receptor activation and the induction
of significant oxidative stress. NO induced oxidative stress
causes lipid peroxidation and neuronal cell death by DNA
damage 3233 E littorale leaves extract at a concentration
of 1000 pg/ml quenched 75% NO radical.

A simple assay measuring the ferric reducing ability of
plasma, the FRAP assay, is presented as a novel method
for assessing “antioxidant power”. Ferric to ferrous ion
reduction at low pH causes a colored ferrous-
tripyridyltriazine complex to form. FRAP values are
obtained by comparing the absorbance change at 593 nm
in test reaction mixtures with those containing ferrous
ions in known concentration. The reducing properties are
linked with the presence of compounds which exert their
action by breaking the free radical chain by donating a
hydrogen atom*”. In the present study, the absorbance of
E. littorale clearly increased which is due to the formation
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of the Fe** TPTZ complex with increasing concentration as
observed. The leaves extract showed a significant
antioxidant activity. The high percentage inhibition
observed in the TBARS assay indicates the ability of the
leaves extract to inhibit linoleic acid peroxidation. The
antioxidant activity of the leaves extract may be due to
the presence of phenolic compounds with redox
properties which make them act as reducing agents,
hydrogen donors, singlet oxygen quenchers and as well as
potential metal chelators®. The hydroxyl radical is an
extremely reactive free radical formed in biological
systems and has been implicated as a highly damaging
species in free radical pathology, capable of damaging
almost every molecule found in the living cells. Hydroxyl
anion is considered to be an important initiator of lipid
peroxidation process, abstracting hydrogen atoms from
the unsaturated fatty acids®® > *®, In the present study,
the leaves extract scavenged 76% free radicals.

Hydrogen peroxide itself is not particularly reactive with
most biologically important molecule but it is an
intracellular precursor of hydroxyl radicals which is very
toxic to the cell. Although hydrogen peroxide itself is not
very reactive it can sometimes cause cytotoxicity by
generating excessive hydroxyl radicals in the cell 3990 The
efficacy of E.littorale leaves extract in the removal of H,0,
by neutralization was found to be 78%.

CONCLUSION

The results of the present study has evidenced that the
ethanolic extract of E .littorale leaves contains biologically
active secondary metabolites in addition to significant
amounts of essential trace elements. The data obtained
through various in vitro antioxidant assays clearly
established that the leaves of E. littorale possess
significant antioxidant properties and the leaves may be
considered as an important source for the screening of
natural lead molecules. The synergistic effect of both the
organic and inorganic compounds present in the
E.littorale leaves can play a chief role in preventing free
radical mediated diseases such as diabetes and cancer.
Above all, the present study provides a scientific rationale
for the use of E. littorale leaves in the traditional
medicinal system for the treatment of various human
ailments.

Source of Support: The research fellowship awarded by
the University Grants Commission (UGC), Government of
India to the first author Mr. R. Selvam in the form of UGC-
BSR is gratefully acknowledged.

REFERENCES

1. Chang CL, Chen YC, Chen HM, Yang NS, Yang WC. Natural
cures for type 1 diabetes: a review of phytochemicals,
biological actions, and clinical potential, Curr Med Chem,
20(7), 2013, 899-907.

2. Del Rio D, Rodriguez-Mateos A, Spencer JP, Tognolini M,
Borges G, Crozier A ,Dietary (poly) phenolics in human
health: structures, bioavailability, and evidence of protective

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

ISSN 0976 — 044X

effects against chronic diseases, Antioxid Redox Signal ,
18(14), 2012, 1818-1892.

Gite VN, Pokharkar RD, Chopade VV, Takate SB.
Hepatoprotective  activity  of Enicostemma  axillare in
paracetamol induced hepatotoxicity in albino rats. Int J Phar
life Sci. 1(2), 2010, 50-53.

Leelaprakash G, Mohan Dass S, In-vitro anti-inflammatory
activity of methanol extract of Enicostemma axillare, Int J
Drug Dev Res, 3(3), 2011, 189-196

Nampalliwar AR, Godatwar P, Antidiabetic activity
of Enicostemma littorale leaf extracts in streptozotocin
induced diabetic rats, Int J Ayur Herbal Med, 2(3), 2012,
514-547.

Jhan E, Perveen S, Malik A, Verticilliside, a new flavones C-
glucoside form Enicostemma verticillatum, ) Asi Nat Prod
Res, 11, 2009, 257-260.

Ghosal SS, Sharma AK, Chaudhuri PV, Chemical constituents
of Gentianaceae IX: natural occurrence of Erythrocentaurin
in  Enicostemma hissopifolium and Swertia lawii, )} Pharm
Sci, 63, 1974,944-945

World Health Organization. Traditional Medicine Strategy.
World Health Organization Geneva, England, 2002.

Harborne JB , Phytochemical methods, Chapman and Hall
Int, New York, Third Edition (1998).

Kokate CK, Purohit AP and Gokhale SB, Pharmacognosy,
Thirty-ninth edn, Nirali Prakasham, Pune, 97-132, 2007 ,607-
611.

Singleton VL, Orthofer R, Lamuela-Raventos RM , Analysis of
total phenols and other oxidation substrates and
antioxidants by means of Folin-Ciocalteu reagent, Methods
Enzymol , 299, 1999, 152-78.

Kumazawa S, Taniguchi M, Suzuki Y, Shimura MK, Kwon MS,
Nakayama T, Antioxidant activity of polyphenols in carob
pods, J Agric Food Ch, 50 (2), 2002, 373-7.

Quettier-Deleu C, Gressier B, Vasseur J, Dine T, Brunet C,
Luyckx M, et al, Phenolic compounds and antioxidant
activities of buckwheat (Fagopyrum esculentum Moench)
hulls and flour, J Ethnopharmacol, 72 (1-2) , 2000, 35-42.

Miller GL, Use of dinitrosalicylic acid reagent for
determination of reducing sugar, Analytical Chemistry,
31(3), 1959, 426-428.

Lowry OH, Rosebrough NJ, Farr AL and Randall RJ. Protein
measurement with the Folin phenol reagent. J Biol Chem
193, 1951, 265-275.

Brand-Williams W, Cuvelier ME, Berset C , Use of a free-
radical method to evaluate antioxidant activity, Food Sci
Technol-Leb , 28, 1995, 25-30.

Re R, Pellegrini N, Proteggente A, Pannala A, Yang M, Rice-
Evans C, Antioxidant activity applying an improved ABTS
radical cation decolorization assay, Free Radic Biol Med 26,
(9-10), 1999,1231-1237.

Smirnoff N, and Cumbes QJ, Hydroxyl radical scavenging
activity of compatible solutes, phytochemistry, 28, 1989,
1057-1060

Ruch, R.J., Cheng, S.J., Klaunig, J.E, Prevention of cytotoxicity
and inhibition of intracellular communication by antioxidant

@

International Journal of Pharmaceutical Sciences Review and Research
Available online at www.globalresearchonline.net

© Copyright protected. Unauthorised republication, reproduction, distribution, dissemination and copying of this document in whole or in part is strictly prohibited.

119



Int. J. Pharm. Sci. Rev. Res., 49(1), March - April 2018; Article No. 18, Pages: 113-120

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

catechins isolated from Chinese green tea, Carcinogenesis ,
10, 1989, 1003.

Marcocci L, Maguire JJ, Droylefaix MT, Packer L, The nitric
oxide scavenging properties of Ginkgo biloba extract EGb
761, Biochem Biophys Res Commun , 201, 1994,748-55.

Fontana M, Mosca L, Rosei MA, Interaction of enkephalines
with oxyradicals, Biochem Pharmacol 2001,61,1253-7.

Benzie IF1, Strain JJ. The ferric reducing ability of plasma
(FRAP) as a measure of "antioxidant power": the FRAP assay.
Anal Biochem. 239(1), 1996, 70-6.

Manthey, J.A, Biological properties of flavonoids pertaining
to inflammation. Microcirculation 2000, 7 (1), S29-534

Abirami P. and Gomathinayagam M, A Review on
Enicostemma littorale, Pharmacologyonline, 1, 2011, 75-83.

Sathiskumar R, Lakshmi PTV, Annamalai A, Comparative
analyses of non enzymatic and enzymatic antioxidants
of Enicostemma littorale Blume, Int J Pharma Bio Sci, 1(2),
2010, 1-16.

Tanna S, Shukla VJ, Prajapati PK, Physico-phytochemical
evaluation of aqueous extract of Mamajjaka Enicostemma
littorale, Int J Pharm Bio Arch, 1(3), 2010, 309-312.

Sathishkumar R, Lakshmi PTV, Annamalai A. Effect of drying
treatment on the content of antioxidants in Encostemma
littorale Blume, Res J Med Plant, 3(3), 2009, 93-101.

Upadhyay UM, Goyal RK. Efficacy of E. littorale in type 2
diabetic patients. Phyto Res, 18, 2004, 233-235.

Kang HS, Kim KR, Jun EM, Park SH, Lee TS, Suh JW, et al ,
Cyathuscavins A, B, and C, new free radical scavengers with
DNA protection activity from the Basidiomycete
Cyathusstercoreus, Bioorg Med Chem Lett, 18, 2008, 4047-
50.

LG JM, Lin PH, Yao Q, Chen C, Chemical and molecular
mechanisms of antioxidants: Experimental approaches and
model systems, J Cell Mol Med, 14, 2010, 840-60.

30.

31.

32.

33.

34,

35.

36.

37.

38.

39.

ISSN 0976 — 044X

Pham-Huy LA, He H, Pham-Huy C, Free radicals, antioxidants
in disease and health. Int J Biomed Sc, 4(2), 2008, 89-96.

Su JH, Deng G, Cotman C W , Neuronal DNA damage
precedes tangle formation and is associated with up-
regulation of nitrotyrosine in Alzheimer's disease brain,
Brain Res, 774 , 1997, 193-199

Torreilles F, Salman-Tabcheh S, Guerin M, Torreilles J ,
Neurodegenerative disorders: the role of peroxynitrite,
Brain Res Rev, 30, 1999,153-163

Duh P, Du P, Yen G, Action of methanolic extract of mung
bean hull as inhibitors of lipid peroxidation and non-lipid
oxidative damage. Food Chem. Toxicol. 37,1999, 1055-1061

Pietta, P.G, Flavonoids as antioxidants, J. Nat. Prod, 2000,
63, 1035-1042.

Singh RP, Chidambara Murthy KN, Jayaprakasha GK, Studies
on the antioxidant activity of pomegranate (Punica
granatum) peel and seed extracts using in vitro models, J
Agric Food Chem, 50(1), 2002, 81-6.

Gow-Chin Y, Pin- Der D, Hui-Ling T. Antioxidant and
prooxidant properties of ascorbic acid and gallic acid, Food
Chem, 79(3), 2002, 307-13.

Lee J, Koo N, Min DB, Reactive oxygen species, aging and
antioxidative nutraceuticals ,Compr Rev Food Sci Food
Safety, 2004, 3(1), 21-33.

Nabavi SM, Ebrahimazadeh MA, et al, Free radical
scavenging activity and antioxidant capacity of Eryngium
caucasium Trautv and Froripia subpinata, Pharmacolonline,
3, 2008, 19-25.

Bhalodi M, Shukia S et al, In vitro antioxidant activity of the
flowers of Ipomoea aquatic forsk, Pharmacog Mag, 4, 2008,
226-230.

Conflict of Interest: None.

®

International Journal of Pharmaceutical Sciences Review and Research
Available online at www.globalresearchonline.net

© Copyright protected. Unauthorised republication, reproduction, distribution, dissemination and copying of this document in whole or in part is strictly prohibited.

120



