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ABSTRACT

Aim: The present study was undertaken to establish the potential role of Achyranthes
aspera Linn for cure of skin diseases.

Study Design: The plant is traditionally used by various tribes for curing a wide range of
diseases. A 50% ethanolic extract of the leaves was subjected to phytochemical studies
and further investigated for in vitro antioxidant and antibacterial activities.

Place and Duration of Study: CSIR-National Botanical Research Institute (NBRI),
Lucknow, between December 2012 and November 2013.

Methodology: /n vitro antioxidant activity was determined by DPPH free radical
scavenging assay, hydroxyl radical scavenging activity, B-Carotene-linoleic acid assay
and reducing power assay. Antibacterial activity was studied by agar well diffusion
method.

Results: The total phenol and flavonoid content was estimated to be 3.363% and 6.36%
respectively. The HPTLC analysis showed the presence of oleanolic acid, lupeol and B-
sitosterol. The free radical scavenging activity of the extract was concentration dependent
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and 1C5o was observed at a concentration of 62.24ug/ml for DPPH free radical scavenging
activity and 68.32ug/ml for hydroxyl radical scavenging activity. The extract showed
significant total antioxidant activity and reducing power. Antibacterial activity was studied
by well diffusion method and the MIC was recorded at 0.75 mg/ml for S. aureus, 0.8
mg/ml for M. luteus, 2.75 mg/ml for E. coli and 0.8 mg/ml for P. aeruginosa.

Conclusion: The results obtained from current study demonstrate that the leaf extract of
Achyranthes aspera L possess significant antioxidant and antibacterial properties.
Presence of various classes of phytocompounds e.g. Phenols, flavonoids, saponins,
alkaloids etc. contribute highly to its medicinal values, thus indicating its potential for cure
of skin diseases.

Keywords: Achyranthes aspera; skin diseases; DPPH; antioxidant; antibacterial; reducing
power.

1. INTRODUCTION

Medicinal plants used by traditional healers have long served mankind as the primary source
of therapeutic aids. In spite of the great march of synthetic products in to modern medicine,
half of the world’s medicinal compounds are still derived or obtained from plants. Mostly
herbs contain secondary metabolites like polyphenols, flavonoids, triterpenoids etc. which
have significant antioxidant and antibacterial properties. About 17000-18000 flowering plant
species are known in India, out of which about 6000-7000 have been known to be used as
folk medicines [1]. Some of the most important drugs which have revolutionized the modern
medicare systems have been isolated first from the medicinal plants used by primitive or
ancient societies. These wonder drugs include the curare alkaloids, penicillin and other
antibiotics, cortisone, reserpine, podophyllotoxin and other therapeutic agents. Drugs or
pharmaceutical products isolated from plants are at times found to be less costly than
synthetic drugs. Well known examples of such products are atropine, digoxin and morphine
[2]. Natural products may also be used as building blocks for the synthesis of ‘semi synthetic’
drugs; this is the case with plant saponins that can be extracted and easily altered
chemically to produce sapogenins for the manufacture of steroidal drugs. Furthermore, the
medicinal plants may give the chemical blueprints for the development of related synthetic
drugs; for example cocaine from Erythroxylum coca which provides the chemical structure
for the synthesis of procaine and other related local anaesthetics.

Achyranthes aspera Linn (Prickly chaff flower) (Amaranthaceae) is traditionally known to
cure various diseases. It is pungent, antiphlegmatic, antiperiodic, diuretic, purgative and
laxative, useful in oedema, dropsy, piles, boils and eruptions of skin etc. Infusion of plant is
taken during pneumonia; infusion of roots is a mild astringent during bowel complaints. Plant
inflorescence is boiled in water and sieved and taken orally to cure jaundice. Paste of roots
in water is used to cure ophthalmia and opacities of cornea [3]. Triterpenoid saponins
possessing olealonic acid as aglycone, alkaloids, sterols and phenols are the major class of
phytoconstituents present in the plant [4]. An alkaloid achyranthine, amino acids, arginine,
histidine, lysine, cystine, threonine, methionine, lucine, isolucine, phenylalanine, tryptophan
and carbohydrate, valine, arhamnopyranosyl, 3-D gluuronopyranosyl, 3-D galactopyranosyl,
galactose, xylose, rhamnose and glucose, large amount of potash, hormones, ecdysterone
and inokosterone have been reported in the plant [5-8]. The plant shows antibacterial [9],
anti-inflammatory [10] and abortifacient activity [11]. A. aspera elevates thyroid hormone
level and is also reported to have anticoagulant, antiarthritic, antitumor and anti-
hepatocarcinogenic activity. The plant is also reported to possess antidepressant, wound
healing and antinoniceptive activity [12].
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The current study aims to establish the potential of A. aspera for curing skin diseases. Skin
disease is a common disorder of predominantly the superficial layers of skin which affects all
age groups. Infectious skin diseases like scabies, pediculosis capitis, tinea capitis, contact
dermatitis and non-infectious skin ailments like dermatitis are of common occurrence in India
due to low socioeconomic status, climatic factors and poor hygiene. An important group of
skin pathogens are Staphylococcus aureus, Streptococcus pyogens, Pseudomonas
aeruginosa, Micrococcus luteus, Candida species etc. Understanding the potential of
A.aspera as a cure for skin diseases can help in development of cost effective medicine as
the plant is abundantly grown and has been traditionally used by various tribes.

2. MATERIALS AND METHODS
2.1 Sample Collection and Extraction

Leaves of Achyranthes aspera L were collected from Lucknow district, Uttar Pradesh (India)
during the month of January, 2012. The voucher specimen was identified, authenticated and
submitted at CSIR-National Botanical Research Institute, Lucknow (Herbarium No. NBRI
98577). Leaves of the collected plants were washed thoroughly with distilled water and
shade dried for ten days. A 1000 g dried leaves were ground to a fine powder using mixer
grinder and subjected to extraction thrice in 50% ethanol using cold maceration technique.
The extract was concentrated in rotary vacuum evaporator and stored at 4°C until further
use (yield = 8.24%).

2.2 Phytochemical Analysis

2.2.1 Qualitative analysis of phytochemicals

The Achyranthes aspera leaves extract (AALE) was subjected to preliminary phytochemical
screening. Presence of alkaloids (Mayer’s test), flavonoids (alkaline reagent test), tannins
(Braymer’s test) carbohydrates (Molischs test), glycosides (Liebermann’s test), saponins
(Salkowski test), triterpenoids (Liebermann Burchard test), proteins and amino acids
(Ninhydrin test) were tested in AALE.

2.2.2 Identification of phytoconstituents in AALE using HPTLC fingerprinting

The HPTLC plates are coated with high performance silica gel which is of very small and
uniform in size (about 5 ym). These high performance silica gels give more efficient and
reproducible separation than conventional grades of silica gel. A known quantity of test and
standard solutions were applied on a precoated silica gel GF254 plate of uniform thickness
(0.2 mm) with the help of LINOMAT 5 applicator attached to CAMAG HPTLC system. The
plate was developed in the solvent system toluene: ethyl acetate: formic acid (9:1: 0.1). The
plate was scanned densitometrically by CAMAG Scanner 3 by using software WinCats
(3.1.1) and fingerprint profile was recorded. Standard peak of the reference marker
compounds were scanned for their spectral analysis at the range of 200-700 nm wavelength
and Amax was recorded. Identification of all the marker compounds in extract were
confirmed by overlaying absorption spectra at three different levels, i.e. peak start, peak
apex and peak end position of the spot of the respective marker compounds.
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2.2.3 Quantitative analysis of total phenol and total flavonoid content

The total phenol content was determined using Folin-ciocalteau reagent and the total
flavonoid content was estimated using aluminium chloride method [13].

2.3 Determination of in vitro Antioxidant Activity

2.3.1 DPPH free radical scavenging assay

The free radical scavenging activity of AALE on stable radical 1,1-diphenyl-2-picrylhydrazyl
(DPPH) was estimated by method mentioned by Brand-Williams et al. [14]. Briefly, 2 ml of
AALE at varying concentrations (50pug/ml to 250ug/ml) was mixed with 2.0 ml of DPPH
solution in methanol (0.004% w/v). The mixture was allowed to stand at room temperature in
dark for 20 min. Then the mixture was vortexed and absorbance was recorded at 517 nm
using spectrophotometer. Ascorbic acid was used as a reference standard and control
consisted of DPPH solution without extract. The test was performed in triplicate and
percentage scavenging of DPPH free radical by extract was calculated using the equation:
(Acontro- Atest)/Acontror X100, where Aconrol iS the absorbance of control and Ay is the
absorbance in presence of extract or standard.

2.3.2 Hydroxyl radical scavenging activity

The assay was done as described by Kumar et al. [15]. Hydroxyl radical was generated by
the Fe*"-ascorbate-EDTA-H,0, system (Fenton reaction). The reaction mixture contained, in
a final volume of 1 ml, 2-deoxy-2-ribose (2.8 mM); KH,PO,—KOH buffer (20 mM, pH 7.4);
FeCl; (100 uM); EDTA (100 pM); H,O, (1.0 mM); ascorbic acid (100 uyM) and various
concentrations of AALE and ascorbic acid (50 pug/ml to 250 pyg/ml). The reaction mixture was
incubated for 1 h at 37°C and 0.5 ml of the mixture was added to 1 ml of 2.8% TCA followed
by addition of 1 ml of 1% aqueous TBA and the mixture was incubated at 90°C for 15 min.
The absorbance was recorded at 532 nm. Percentage inhibition was calculated according to
the formula: (Acontroi- Atest)/Acontrol X100, where Aconiol is the absorbance of control and Ay is
the absorbance in presence of extract or standard.

2.3.3 B-Carotene—linoleic acid assay

B-carotene bleaching assay was done according to methods mentioned by Wettasinghe and
Shahidi [16]. A 1 ml of B-carotene solution (0.2 mg/ml in chloroform) was pipetted into a
round bottom flask containing 0.02 ml of linoleic acid and 0.2 ml of 100% Tween 20. The
mixture was evaporated in a rotary vacuum evaporator for 10 min to remove chloroform.
After that the mixture was immediately diluted with 100 ml of distilled water with vigorous
shaking to form an emulsion. Varying concentrations of extract and standard (100 yg/ml to
500 pg/ml) was added to 5 ml of the emulsion in different test-tubes and the mixture was
kept at 37°C for 1 h. Absorbance of sample and control was measured at time t=0 and t=60
min. Total antioxidant activity was calculated based on the following equation:

AA=[1-(Ao- Ac ) 1 (A~ AQ)] x 100
Where AA is antioxidant activity, Aq and AOO are the absorbance values measured at the

initial incubation time for samples and control respectively while A; and Ato are the
absorbance values measured in the samples or standards and control at t=60 min.
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2.3.4 Reducing power assay

The reducing power of AALE was determined by method mentioned by Jayanthi and Lalitha
2011 [17]. Substances possessing reducing power react with potassium ferricyanide (Fe3+)
to form potassium ferrocyanide (Fe2+) which then reacts with ferric chloride to form ferric
ferrous complex that has an absorption maximum at 700 nm. Varying concentrations of plant
extract and standard (50ug/ml to 250ug/ml) were mixed with phosphate buffer (2.5 ml) and
potassium ferrocyanide (2.5 ml). The mixture was kept at water bath at 50°C for 20 min.
After cooling 2.5 ml of 10% trichloroacetic acid was added and centrifuged at 3000 rpm for
10 min. The upper layer (2.5 ml) of the resulting solution was mixed with distilled water
(2.5 ml) and freshly prepared ferric chloride solution (0.5 ml). The absorbance was
measured at 700 nm. Ascorbic acid at various concentration was taken as standard.
Increased absorbance indicated the increased reducing power of extract and standard.

2.4 Determination of In vitro Antibacterial Activity

The antibacterial activity was tested using agar well diffusion method according to Lino A et
al. [18] and Arshad H et al. [19]. The MTCC cultures were obtained from department of
Pharmacognosy, CSIR-NBRI. The AALE was tested for its antibacterial property against
Ecsherichia coli, Staphylococcus aureus, Pseudomonas aeruginosa and Micrococcus luteus.

2.4.1 Agar well-diffusion assay

A 1 ml of test culture (107 CFU/ml) was inoculated into a sterile plate with 20 ml Muller
Hinton agar which was then made to solidify. Three wells of approximately 6 mm diameter
were made on the surface of agar plate using a sterile cork- borer. Stock solution of AALE
was dissolved in DMSO at varying concentrations (0.25 to 1 mg/ml). A 50 pl extract of each
concentration was pipetted in the well. A 50 ul DMSO served as negative control and 10 ug
of streptomycin served as positive control respectively. The plates were then incubated at
37°C for 24 h and the zone of inhibition was recorded.

2.4.2 Determination of minimum inhibitory concentration (MIC)

Minimum inhibitory concentration was estimated by using various concentrations of the
extract (0.5-5 mg/ml) to record the lowest concentration that inhibited the growth of bacteria
giving visible zone of inhibition after incubation of 24 h [20].

2.5 Statistical Analysis

All the data were presented as mean + SEM and analyzed by Wilcoxon Sum Rank Test [21]
and unpaired Student’s t-test for the possible significant interrelation between the various
groups. A value of P <0.05 was considered statistically significant.

3. RESULTS

3.1 Phytochemical Studies

Preliminary phytochemical estimation showed the presence of sugars, proteins, alkaloids,

tannins, saponins, glycosides, triterpenoids, flavonoids and phenols. Quantitative analysis
(Table 1) showed significant flavonoid, phenol and sugar content while the starch and tannin
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content was comparatively low. The HPTLC profile reveals the presence of oleanolic acid,
B-sitosterol and lupeol at R;0.25, 0.40 and 0.57 respectively (Fig. 1).

Table 1. Quantitative analysis of Achyranthes aspera leaves
(% content in dry leaf powder)

Physicochemical parameters Percentage content
Sugar 3.49+0.277

Starch 0.173+0.015

Tannin 0.501+0.043
Phenols 3.363+0.158
Flavonoids 6.36+0.052

Values are mean + SD of three determinations

AU

00| C

Fig. 1. HPTLC fingerprint profile of Achyranthes aspera leaves (A) under visible light
after derivatization (B) UV 366 nm after derivatization [Lanes: 1-50% ethanolic extract;
2-B-Sitosterol; 3-Lupeol; 4-Oleanolic acid]; (C) densitometric scanning profile of
extract along with oleanolic acid, B-sitosteroland lupeol marker components;

(D) B-Sitosterol; (E) Lupeol structure; (F) Oleanolic acid structure
*Chemical structures sourced from www.chemblink.com
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3.2 In vitro antioxidant activity

The in vitro antioxidant activity was tested by four models and the results suggested
significant antioxidant activity of AALE. The free radical scavenging activity of the extract
was concentration dependent and IC5y was observed at a concentration of 62.24ug/ml for
DPPH free radical scavenging activity and 68.32ug/ml for H,O, free radical scavenging
activity. The DPPH free radical and hydroxyl radical scavenging activity of AALE was
comparable to the standard ascorbic acid (Fig. 2). Total antioxidant activity estimated by -
carotene bleaching assay was found to be significantly high in AALE as compared to
ascorbic acid (Fig. 3). The reducing power of the plant extract increases with increasing
concentration which shows that the antioxidant compounds are electron donors and can
oxidize intermediates of lipid peroxidation process (Fig. 4).

80 1

MAATE
H Ascorbic Acid

DPPH free radical H202 scavenging
scavenging

Fig. 2. The effects of AALE and ascorbic acid (standard) on scavenging of DPPH and
H,O0, free radical. The activity is presented as concentration of AALE and ascorbic
acid required for 50% inhibition of DPPH and H,0, free radicals.

Values are mean + SD of three determinations.

920
80
70
60
50
40
30
20
10

0

% inhibition

100 200 300 400 500

Concentration (ng/ml)

Fig. 3. The effect of varying concentrations of AALE and ascorbic acid on
B-carotene bleaching assay.
Values are mean + SD of three determinations.
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Fig. 4. The reducing power of AALE and ascorbic acid (standard).The absorbance
was plotted against concentration of samples.
Values are mean + SD of three determinations.

3.3 Antibacterial Activity

AALE showed effective antibacterial activity against all four bacterial strains. Highest activity
was observed against S. aureus and lowest activity was observed against E. coli (Table 2).
The extract inhibited the growth of S. aureus at a concentration of 1 mg/ml, thus to calculate
the MIC, the antibacterial effect of extract was observed at 0.25, 0.5 and 0.75 mg /ml. AALE
was found to inhibit the growth of S. aureus at 0.75 mg/ml which was hence recorded as the
MIC. Similarly, the effect of AALE against M. luteus was observed at 0.2, 0.4, 0.6 and 0.8
mg/ml, the growth was inhibited at 0.8 mg/ml. AALE did not inhibit the growth of Gram
negative E. coli up to a concentration of 2 mg/ml, however the extract was effective at a
concentration of 3 mg/ml. Thus the effect of extract on growth inhibition of E. coli was
observed at varying concentrations (2.25, 2.5 and 2.75 mg/ml). The minimum inhibitory
concentration was recorded at 2.75 mg/ml. The MIC of extract against P. aeruginosa was
observed at a concentration of 0.8 mg/ml (Figs. 5 and 6).

35 -
SE 77
g 2
EE 15 -
=S 05 - i i i
0 : : :

S.aureus M.luteus E.coli  P.aeruginosa

Fig. 5. Antibacterial activity of AALE recorded in terms of minimum inhibitory
concentration of AALE required for growth inhibition of bacteria
Values are mean £ SD of three determinations
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Fig. 6. Antibacterial activity of AALE against S. aureus at (a) 3 mg/ml; (b) 4 mg/ml;
(c) 5 mg/ml and M. luteus at (a) 1 mg/ml; (b) 2 mg/ml; (c) 3 mg/ml by well-diffusion method

Table 2. Antibacterial effect of AALE against different bacteria

Conc (mg/ml)

Zone of inhibition (mm)

S. aureus

M. luteus

E. coli

P. aeruginosa

S. aureus

M. luteus

E. coli

P. aeruginosa

AP WON_L,OPRPRON_,LP,OPRPON_,PORRON-

8.2+0.52
11.311.24
16.4+2.28
20.4+2.86
21.3+2.65
7.1+1.24
10.2+1.37
14.2+2.36
16.313.24
18.2+2.13
0+0

0+0
6.4+1.32
8.7+1.56
10.3+1.86
6.5+1.25
8.3+1.1
11.312.43
13.5£2.18
15.61£3.24
Streptomycin (10ug)
14.2+0.3
13.6+0.6
11.5+0.8
16.4+0.3
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4. DISCUSSION

At present, the study of ethnomedicinal plants has become increasingly valuable in the
development of health care and conservation programs in different parts of the world.
Medicinal plants used by traditional healers have long served mankind as the primary source
of therapeutic aids. The herbal extracts are known to exert their medicinal effect by
synergistic action of their several constituents acting at single or several target sites [22].
This study provided bases to the folkloric use of Achyranthes aspera leaves for cure of skin
diseases. Over past decades the prevalence of atopic dermatitis and allergic or irritant
contact dermatitis has increased significantly among the general population, causing
considerable economic costs and decreased quality of life [23-25]. Synthetic corticosteroids
used as topical applications have been the first choice therapy for treatment of these
inflammatory skin diseases such as eczema, atopic dermatitis and psoriasis. While effective
in many patients, this form of therapy carries the concern for local and systemic adverse
effects and may induce skin atrophy, especially after long use [26-27]. Triterpenoids
represent a very large class of plant secondary metabolites which have been demonstrated
to exhibit a variety of biological activities including anti-inflammatory activities. Phenols,
flavonoids and tannins are established antioxidants and contribute to human health.

HPTLC studies of AALE indicate the presence of B-sitosterol, lupeol and oleanolic acid.
B-sitosterol is a natural antioxidant. It is one of the most common dietary phytosterols found
and synthesized exclusively in plants. Lupeol, a pentacyclic triterpene, is a biologically active
constituent that has received much attention due to its wide spectrum of medicinal
properties, most importantly, strong anti-inflammatory effects. Lupeol has been extensively
studied for its inhibitory effects on inflammation under in vitro studies and in vivo models of
inflammation [28]. The anti-inflammatory potential of lupeol could be assessed from the
observation that lupeol pre-treatment significantly reduced prostaglandin E2 (PGE2)
production in A23187-stimulated macrophages [29]. Results of these studies support the
view that lupeol present in AALE may play a significant role in curing skin ailments
particularly those related to skin allergy and inflammation. Oleanolic acid was also observed
in AALE; acetate derivative of this phyto-constituent inhibits atopic dermatitis and atopic
contact dermatitis, thus suggesting that it may be effective in treating allergic skin disorders
[30]. Plant extracts containing oleanolic acid are useful in skin care and have been a
constituent of many skin care products. The collagen fibre structure damaged on exposure
to UV-B can be restored by topical application of oleanolic acid [31]. The effect of
antioxidants on DPPH free radical scavenging is thought to be due to their hydrogen-
donating ability. The presence of phenols and flavonoids indicate significant antioxidant
potential of the plant. DPPH is a stable free radical with deep purple colour; after receiving
proton form a proton donor, such as phenolic compounds, it loses its chromophore and
becomes yellow [32]. The B-carotene bleaching assay is based on loss of the yellow colour
of B-carotene due to its reaction with radicals which are formed by linoleic acid oxidation in
an emulsion. The rate of beta carotene bleaching can be slowed down in the presence of
antioxidants. The principal was used in antioxidant activity evaluation of AALE. Though
ascorbic acid is well known polar antioxidant but it showed low antioxidant activity in the (3-
carotene assay. This could be explained by the phenomenon of “polar paradox” which
illustrates the paradoxical behaviour of antioxidants in different media and rationalizes the
fact that polar antioxidants are more effective in less polar media while non-polar
antioxidants are more effective in relatively polar media [33-34]. The polar antioxidants
remaining in the aqueous phase of emulsion are more diluted in lipid phase and are thus
effective in protecting linoleic acid [35].

704



European Journal of Medicinal Plants, 4(6): 695-708, 2014

Reducing power can serve as an indicator of antioxidant potential of the plant. Compounds
possessing reducing power are electron donors and can reduce the oxidized intermediates
of lipid peroxidation, thus acting as both, primary and secondary antioxidants. In this assay
the yellow colour of test solution changes to various shades of green and blue, depending
upon the reducing power of compound. Presence of reducer converts Fe3+/ferricyanide to
ferrous form and its concentration is recorded at 700 nm. A high content of phenols and
flavonoids as confirmed by the phytochemical analysis supports the significant antioxidant
activity of Achyranthes aspera leaves. Phenolics are believed to be capable of acting in
redox-sensitive signalling cascades to inhibit DNA damage. The significant antioxidant
potentials of AALE also substantiate its role as an anticancer agent [36-37].

The antibacterial activity showed that the extract was most effective against S. aureus
followed by M. luteus, (Gram positive) P. aeruginosa and E. coli (Gram negative). The
lipopolysaccharides on the outer membrane of Gram negative bacteria are usually
impermeable to most antibacterial compounds [38]. This explains the low activity of AALE
against P. aeruginosa and E. coli. Greater sensitivity of Gram positive bacteria towards
AALE could be due to the presence of an outer peptidoglycan layer instead of LPS which is
an ineffective permeability barrier. Thus the plant extract can enter more easily in the Gram
positive bacterial cell and disturb the cytoplasmic membrane, the proton motive force (PMF),
electron flow and active transport [19]. B-sitosterol is known to possess moderate to good
antibacterial activity against S. aureus, M. luteus, P. aeruginosa, E. coli [39]. Triterpenoids
(eg. lupeol and oleanolic acid) and flavonoids are known to cure skin diseases mainly due to
their antibacterial activity [12]. The antimicrobial mechanisms of flavonoids can be classified
as inhibition of nucleic acid synthesis, cytoplasmic membrane function and energy
metabolism [40]. Antimicrobial action of phenolic compounds has also been reported. The
action involves the alteration in permeability of cell membrane that could result in the
uncoupling of oxidative phosphorylation, inhibition of active transport and loss of pool
metabolites due to membrane damage [41]. The presence of hydroxyl group in phenolic
compounds might influence their antimicrobial effectiveness by binding to active sites of
enzymes, from hydrogen bonds with enzymes and alter their metabolism, and also the lipid
solubility and stearic hindrance of phenolic compounds might determine their antimicrobial
activity [42].

5. CONCLUSION

The results obtained from current study demonstrate that the leaf extract of Achyranthes
aspera L possess significant antioxidant and antibacterial properties. Presence of various
classes of phytocompounds e.g. Phenols, flavonoids, saponins, alkaloids etc. contribute
highly to its medicinal values, which could one of the reasons for its use in curing a wide
range of diseases. The present study was done with an objective to provide scientific
support to the traditional claims of various tribes regarding curative effects of A.aspera
leaves on skin ailments and it provides a lead for further exploring the herb for drug
development.

705



European Journal of Medicinal Plants, 4(6): 695-708, 2014

CONSENT

Not applicable.

ETHICAL APPROVAL

All authors hereby declare that the protocols were duly approved by Institutional Committee
for Ethical use of Animals and Review Board (106/IAEC/RB/7-11), CSIR-NBRI, Lucknow.

ACKNOWLEDGEMENTS

All authors are thankful to the director, CSIR-National Botanical Research Institute, Lucknow
for providing necessary facilities. One of the authors, Shyam Sundar Gupta is grateful to
Department of Science & Technology (DST), Ministry of Science and Technology, New Delhi
for providing DST-INSPIRE fellowship.

COMPETING INTERESTS

Authors have declared that no competing interests exist.

REFERENCES

1.

@nN

10.

1.

Khan AV, Ahmed QU, Shukla I, Khan AA. Antibacterial activity of leaves extracts of
Trifolium alexandrinum Linn. against pathogenic bacteria causing tropical diseases.
Asian Pac J Trop Biomed 2012;2(3):189-194.

Rates SMK. Plants as source of drugs.Toxicon. 2001;39:603-613.

Srivastava S, Singh P, Mishra G, Jha KK, Khosa RL. Achyranthes aspera-An
important medicinal plant: A review. J Nat Prod Plant Resources. 2011;1(1):1-14.
Shukla A, Bukhariya V, Mehta J, Bajaj J, Charde R. Achyranthes aspera Linn.
(Chirchira): A magic herb in folk medicine. Int J Biomed Adv Res. 2011;2(6):228-240.
Asolkar LV, Kakkar KK, Chakra OJ. Second supplement to glossary of Indian
medicinal plants with active principles. Part | (A-K). Publication and Information
Division, CSIR, New Delhi, India; 1992.

Rastogi RP, Mehrotra BN. Compendium of Indian Medicinal Plants, CDRI, Luknow
and PID, New Delhi, India. 1993;1-3.

Ghani A. Medicinal plant of Bangladesh with chemical constituents and uses, 2nd ed.
Asiatic Society of Bangladesh, Dhaka. 2003;71-72.

Qureshi R, Bhatti GR. Ethnobotanical observations of Achyranthes aspera Linn. and
Aerva spp., with special reference to the people of Nara Desert. Hamdard Medicus.
2006;49(1):43-44.

Aziz A, Rahman M, Mondal AK, Muslim T, Rahman A, Quader A. 3-Acetoxy-6-
benzoyloxyapagamide from Achyranthes aspera. Pharm J. 2005;4:1816-1820.
Vetrichelvan T, Jegadeesan M. Effect of alcohol extract of Achyranthes aspera Linn.
On acute and subacute inflammation. Phytother Res. 2003;17(1):77-79.

Shibeshi W, Makonnen E, Zerihun L, Debella A. Effect of Achyranthes aspera L. on
fetal abortion, uterine and pituitary weights, serum lipids and hormones. Afr Health Sci.
2006;6(2):108-112.

706



12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

20.

European Journal of Medicinal Plants, 4(6): 695-708, 2014

Kartik R, Rao ChV, Trivedi SP, Pushpangadan P, Reddy GD. Amelioration effects
against N-nitrosodiethylamine and CCI(4)-induced hepatocarcinogenesis in Swiss
albino rats by whole plant extract of Achyranthes aspera. Indian J Pharmacol.
2010;42(6):370-375.

Narendhirakannan RT, Nirmala JG, Caroline A, Lincy S, Saj M, Divya Durai.
Evaluation of antibacterial, antioxidant and wound healing properties of seven
traditional medicinal plants from India in experimental animals. Asian Pacific J Trop
Biomed. 2012;S1245-S1253.

Brand-Williams W, Cuvelier ME, Berset C. Use of free radical method to evaluate
antioxidant activity. Lebensm Wiss Technol.1995;28(1):25-30.

Kumar A, Suchetha Kumari N, Divya Bhargavan. Evaluation of in vitro antioxidant
potential of ethanolic extract from the leaves of Achyranthes aspera. Asian J
Pharmaceut Clin Res. 2012;5(3):146-148.

Wettasinghe M, Shahidi F. Antioxidant and Free Radical Scavenging Properties of
Ethanolic Extracts of Defatted Borage (Borago officinalis L.) Seeds. Food Chem.
1999;67:399.

Jayanthi P, Lalitha P. Reducing power of the solvent extracts of Eichhornia crassipes
(Mart.) solms. Int J Pharmacy Pharmaceut Sci. 2011;3(3)3:126-128.

Arshad H, Shadma W, Iffat Z, Sarfaraj H. Antibacterial activity of the leaves of
Coccinia indica (W. and A) Wof India. Adv Biol Res. 2010;4(5):241-248.

Lino A, Deogracious O. The in vitro antibacterial activity of Annona senegalensis,
Securidacca longipendiculata and Steanotaenia araliacea-Ugandan medicinal plants.
Afr Health Sci. 2006;6:31-35.

Alghazeer R, El-Saltani H, Saleh N, Al-Najjar A, Hebail F. Antioxidant and
antimicrobial properties of five medicinal Libyan plants extracts. Nat Sci.
2012;4(5):324-335.

Padmanabha pillai N, Ramaswamy S, Gopalakrishinan V, Ghosh MN. Effect of
cholinergic drugs on acute and chronic morphine dependence. Arch Int Pharmacodyn.
1982;257:147-154.

Haidari M, Ali M, Casscells SW, Madjid M. Pomegranate (Punica granatum) purified
polyphenol extract inhibits influenza virus and has a synergistic effect with oseltamivir.
Phytomed. 2009;16:1127-1136.

Calou IB, Sousa DI, Cunha GM, Brito GA, Silveira ER, Rao VS, Santos FA. Topically
applied diterpenoids from Egletes viscosa (Asteraceae) attenuate the dermal
inflammation in mouse ear induced by tetradecanoylphorbol 13-acetate and
oxazolone. Biol Pharm Bull. 2008;31(8):1511-1516.

Gates T. Atopic Dermatitis: Diagnosis, Treatment and Aeromedical Implications. Aviat
Space Environ Med. 2007;78:29-37.

Ponyai G, Temesvari E, Karpati S. Adulthood atopic dermatitis: epidemiology, clinical
symtoms, provoking and prognostic factors, Orv Hetil. 2007;148(1):21-26.

Abma EM, Blanken R, Deheide LJ. Cushing syndrome caused by topical steroid
therapy for psoriasis. Neth J Med. 2002;60(3):148-150.

Abramovits W, Hung P, Tong KB. Efficacy and economics of topical calcineurin
inhibitors for the treatment of atopic dermatits. Am J Clin Dermatol.
2006;7(4):213-222.

Saleem M, Afaq F, Adhami VM, Mukhtar H. Lupeol modulates NF-kappaB and
PI3K/Akt pathways and inhibits skin cancer in CD-1 mice. Oncogene.
2004;23(30):5203-5214.

Fernandez MA, de las Heras B, Garcia MD, Saenz MT, Villar A. New insights into the
mechanism of action of the anti-inflammatory triterpene Lupeol. J Pharm Pharm.
2001;53(11):1533-1539.

707



30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

European Journal of Medicinal Plants, 4(6): 695-708, 2014

Choi JK, Oh HM, Lee S, Park JW, Khang D, Lee SW, et al. Oleanolic acid acetate
inhibits atopic dermatitis and allergic contact dermatitis in murine model. Toxicol Appl
Pharmacol. 2013;269(1):72-80.

Nishimori Y, Kenjoh Y, Matsumoto K, Kawal M. UV-B induced ultrastructural changes
of collagen bundles in hairless mouse skin. J Dermatol Sci. 1997;15:125.

Sanchez Moreno C, Larrauri JA, Sura-Calizto F. Free radical scavenging capacity and
inhibition of lipid oxidation of wires, grape juice and related polyphenolic constituents.
Food Res Int. 1999;32(6):407-412.

Frankel EN, Huang SW, Kanner J, German JB. Interfacial phenomena in the
evaluation of antioxidants: bulk oils versus emulsions. J Agric Food Chem.
1994;42(5):1054-1059.

Koleva Il, van Beek TA, Linssen JPH, Groot AD, Evstatieva LN. Screening of plant
extracts for antioxidant activity: a comparative study on three testing methods.
Phytochem Anal. 2002;13:8-17.

Kulisic T, Radonic A, Katalinic V, Milos M. Use of different methods for testing
antioxidative activity of oregano essential oil. Food Chem. 2004;85:633-640.
Chakraborty A, Brantner A, Mukainaka T, Nobukuni Y, Kuchide M, Konoshima T,
Tokuda H, Nishino H. Cancer chemopreventive activity of Achyranthes aspera leaves
on Epstein-Barr virus activation and two stages mouse skin carcinogenesis. Cancer
Letters. 2002;177:1-5.

Subbarayan PR, Sarkar M, Impellizzeri S, Raymo F, Lokeshwar BL, Kumar P, Agarwal
RP, Ardalan B. Anti-proliferative and anti-cancer properties of Achyranthes aspera:
specific inhibitory activity against pancreatic cancer cells. Journal of
Ethnopharmacology. (Year);31:78-82.

Madikizela B, Ndhlala AR, Finnie JF, Staden JV. In vitro antimicrobial activity of
extracts from plants used traditionally in South Africa to treat tuberculosis and related
symptoms. Evidence based complementary and alternative medicine. 2013;2013:8.
(Article 1D 849719)

Woldeyes S, Adane L, Tariku Y, Muleta D, Begashaw T. Evaluation of antibacterial
activities of compounds isolated from Sida rhombifolia Linn (Malvaceae). Nat Prod
Chem Res. 2012;1(1);8.

Hendra R, Ahmad S, Sukari A, Shukor MY, Oskoueian E. Flavonoid analyses and
antimicrobial activity of various parts of Phaleria macrocarpa (Scheff.) Boerl fruit. Int J
Mol Sci. 2011;12:3422-3431.

Gautam MK, Gangwar M, Nath G, Rao Ch V, Goel RK. In-vitro antibacterial activity of
human pathogens and total phenolic, flavonoid contents of Murraya paniculata Linn.
Leaves. Asian Pacific J Trop Biomed. 2012;S1660-S1663.

Salawu SO, Ogundare AO, Ola-Salawu BB, Akindahunsi AA. Antimicrobial activities of
phenolic containing extracts of some tropical vegetables. Afric J Pharm Pharmacol.
2011;5(4):486-492.

© 2014 Pandey et al.; This is an Open Access article distributed under the terms of the Creative Commons
Attribution License (http://creativecommons.org/licenses/by/3.0), which permits unrestricted use, distribution, and
reproduction in any medium, provided the original work is properly cited.

Peer-review history:
The peer review history for this paper can be accessed here:
http://www.sciencedomain.org/review-history.php ?iid=433&id=13&aid=3859

708




