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The effects of different solvent systems (methanol, ethanol, acetone, and their 50% aqueous
concentrations) and extraction procedures (microwave, ultrasound, Soxhlet and maceration) on the
antioxidant activity of aerial parts of Potentilla atrosanguinea were investigated by three different
bioassays: 2,2′-azino-bis(3-ethylbenzothiazoline-6-sulfonic acid) diammonium salt (ABTS), 2,2′-
diphenyl-1-picrylhydrazyl (DPPH) radical scavenging assays and ferric reducing antioxidant potential
(FRAP). The 50% aqueous ethanol extracts exhibited strong antioxidant activity measured in terms
of Trolox equivalent antioxidant capacity (TEAC) [(54.34 to 122.96, 29.82 to 101.22 and 13.64 to
41.43) mg of Trolox/g] with ABTS•+, DPPH• and FRAP assays, respectively. In general, TEAC of
Soxhlet extracts was found to be 1.8 and 3 times higher than ultrasound and maceration but slightly
(1.2 times) higher than microwave. A positive correlation (r2 ) 0.931 to 0.982) was observed between
total polyphenol (TPC) and total flavonoid (TFC) contents which ranged between 26.7 to 30.7 mg/g
gallic acid equivalent and 16.8 to 20.8 mg/g quercetin equivalent respectively, with antioxidant activity.
In addition, some of its bioactive phenolic constituents which contribute largely toward antioxidant
potential such as chlorogenic acid, catechin, caffeic acid, p-coumaric acid and quercetin were also
quantified in different extracts by RP-HPLC.
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INTRODUCTION

Antioxidants and their chemical properties are currently a
subject of intensive research. This is stimulated by the fact that
oxidative stress in vivo may cause various problems, associated
with numerous degenerative aging diseases, such as cancer and
arteriosclerosis (1). Oxidative stress caused by reactive oxygen
species (ROS) is a specific feature in the pathogenesis of various
diseases, including cancer, cardiovascular diseases, diabetes,
tumors, rheumatoid arthritis and epilepsy (2, 3). In recent years,
considerable attention has been paid to antioxidant properties
of plants that may be used for human consumption. Phenolic
compounds of plants are attracting considerable interest in the
field of food, chemistry and medicine due to their promising
antioxidant potential (4). Keeping in view the relevance of free
radical theory of diseases as one of the objective parameters,
the amenability of extracts of Potentilla atrosanguinea was

examined in the present study as no scientific report on
antioxidant activity of this plant is available to date.

Potentilla is a genus of about 500 species of annual, biennial
and perennial herbs of the Rosaceae family, native to most of
the Northern Hemisphere (5). Recent investigations have shown
that some extracts of different parts of plant from Potentilla
species exhibit antioxidant, hypoglycemic, anti-inflammatory,
antitumor and antiulcerogenic potential properties (6-12).
Phytochemical studies have demonstrated the presence of
proanthocyanidins, catechin polyphenols, flavonoids (quercetin
and myricetin glycosides) and secondary metabolites like tannins
of the ellagic-acid type, with monomeric and dimeric ellagi-
tannins, similar to those found in green tea in various species
of Potentilla (13, 14).

Potentilla atrosanguinea Lodd. var. argyrophylla (Wall. ex.
Lehm) is a perennial herb native to western Himalayas and
commonly known as Himalayan cinquefoil (15). The starchy
roots of P. atrosanguinea which are said to taste like parsnips,
sweet potatoes, or chestnuts have served as a human food, while
its leaves are valued as a healthful tea (16, 17) and deserve
attention for their investigation into chemical composition and
antioxidant properties as various bioactive properties of the

* Corresponding author: Dr. Bikram Singh, Scientist F and Head Natural
Plant Products Division, IHBT (CSIR), Palampur, India. Phone: +91 1894-
230426. Fax: +91 1894-230433. E-mail: bikram_npp@rediffmail.com.

† IHBT Publication No. 0842.
‡ Natural Plant Products Division.
§ Hill Area Tea Science Divisions.

J. Agric. Food Chem. 2008, 56, 10129–10134 10129

10.1021/jf802188b CCC: $40.75  2008 American Chemical Society
Published on Web 10/09/2008



plants including antioxidant are attributed to the presence of
phenolic compounds in them. In recent years, many papers have
been published on the extraction of bioactive compounds from
plants for antioxidant activities (18-21) but studies on the
antioxidant activity of P. atrosanguinea are scarce. Hence, the
objective of this work was to investigate the effects of extraction
solvents and methods on phenolic contents and antioxidant
activities in aerial parts of P. atrosanguinea vis-à-vis quantifica-
tion of some of its phenolic constituents [chlorogenic acid
(CA,1); catechin (CN, 2); caffeic acid (CFA, 3); p-coumaric
acid (PCA, 4); and quercetin (QC, 5)] with the help of RP-
HPLC to demonstrate the further correlation of phenolics with
antioxidant activity.

MATERIALS AND METHODS

Chemicals. 2,2′-Azino-bis(3-ethylbenzothiazoline-6-sulfonic acid)
diammonium salt (ABTS), 2,2′-diphenyl-1-picrylhydrazyl (DPPH),
2,4,6-tris(2-pyridyl)-1,3,5-triazine (TPTZ), ferric chloride, Folin-Cio-
calteu’s phenol reagent, gallic acid, Trolox, quercetin, chlorogenic acid,
(+)-catechin, caffeic acid and p-coumaric acid were purchased from
Sigma-Aldrich Chemie (Steinheim, Germany). All of the extracts and
solvents were filtered through a 0.45 µm membrane filter (Millipore,
Germany) and degassed prior to use. HPLC-grade acetonitrile (MeCN)
and water were purchased from J.T. Baker. All other solvents and
chemicals were of analytical grade and obtained from Merck (Mumbai,
India). Green and black tea were obtained from Institute’s experimental
tea factory.

Plant Material. The aerial parts of P. atrosanguinea weighing 1.0
kg were collected from Kunzum Pass (light intensity, 2500 µEinstein/
m2/s; daytime air temperature, 3-10 °C; altitude, 4517 m; 32° 24′ 20′′
N; 077° 38′ 40′′ E) in Lahaul and Spiti district of Himachal Pradesh in
Western Himalayas of India in the month of September 2006 and
voucher specimens (PLP 4353) collected were identified, processed and
deposited in the Herbarium of Institute of Himalayan Bioresource
Technology (CSIR), Palampur, India. After harvest, the plant material
was air-dried under shade (temperature, 27 ( 2 °C; and relative
humidity, 34 ( 3%) on the laboratory bench for five days and then
pulverized and stored at an ambient temperature (27 °C) in a desiccator
before extraction and analysis.

Extraction of Plant Material. Standardization of Extraction
SolVents for Phenolics. Different solvent systems (methanol, 50%
aqueous methanol, ethanol, 50% aqueous ethanol, acetone, 50% aqueous
acetone) were used to determine the effectiveness of solvent type on
the extraction of phenolics from P. atrosanguinea. The phenolic
compounds were extracted from 1 g of dry sample using 50 mL of
solvent. The mixtures were sonicated with 50 mL solvents in an
ultrasonicator bath (Elma Ultrasonic, Germany) at a controlled tem-
perature (30 ( 5 °C) for 60 min. The mixtures were centrifuged at
10000g for 10 min at 4 °C. Supernatants were filtered through a funnel
with glass wool, which was washed with 3-4 mL of solvent and
concentrated to dryness under vacuum (temperature, 40-45 °C) and
subjected to lyophilization using Savant (Savant, USA) vacuum
concentrator until a constant weight was obtained.

Standardization of Extraction Methods for Phenolics. Different
extraction methods like Soxhlet, microwave, ultrasonic and cold
extraction were used to determine the effectiveness of extraction type
on the extraction of phenolics from P. atrosanguinea.

MicrowaVe-Assisted Extraction (MAE). Five grams of powdered
plant material was extracted with 50 mL of solvent in a domestic
microwave (Solo-M1630N, Samsung: South Korea) for 1-6 min at
450 W microwave power. The samples were heated according to the
preset programs of microwave irradiation. The extract was filtered,
processed and dried as explained in the section ‘Extraction of Plant
Material’.

Ultrasound-Assisted Extraction (UAE). Five grams of powdered plant
material was sonicated with 50 mL of solvent in an ultrasonicator bath
(Elma Ultrasonic, Germany) at a controlled temperature (30 ( 5 °C)
for given certain time. After extraction, the extract was processed as
above for analysis.

Soxhlet Extraction. Five grams of powdered plant material was put
into a 150 mL Soxhlet thimble. The apparatus was fitted with a 500
mL round-bottom flask containing 150 mL of extraction solvent. The
extraction temperature was controlled at 80 °C with a regulator. The
flask was heated for a certain time, and the solvent was refluxed. After
extraction, the extract was similarly processed as above.

Maceration. Five grams of powdered plant material was macerated
overnight in 50 mL of solvent at room temperature (27 ( 3 °C). The
extract obtained was filtered and processed as done previously with
other methods for further analysis.

All of the extractions were performed in triplicate. All extracts were
kept in a nitrogen atmosphere and -20 °C until further use. For
evaluation of antioxidant activity, concentrated extracts were dissolved
in ethanol (analytical grade) to get final sample solutions of 1 mg/
mL.

Determination of Total Polyphenol Contents. Total polyphenol
contents (TPC) in extracts were measured using Folin-Ciocalteu’s
method (22, 23). For preparation of a calibration curve, 20, 40, 60, 80,
and 100 µL aliquots of aqueous gallic acid (0.2%) were mixed with
0.5 mL of 1 N Folin-Ciocalteu’s phenol reagent and 1.0 mL of 35%
Na2CO3 in a 25 mL volumetric flask and the solution was made to 25
mL in distilled water. The absorbance relative to that of the blank
was measured using a Hitachi 150-20 UV spectrophotometer (Hitachi
Corp.; Tokyo, Japan) at 730 nm after 35 min of incubation at an
ambient temperature. The total polyphenol contents of the extracts
were expressed as mg of gallic acid equivalent (GAE)/g of dry plant
material. A total of 50 µL of aqueous ethanol extracts was mixed
with the same reagent as described above, and after 35 min of
incubation, the absorbance was measured at 730 nm for determi-
nation of total polyphenol contents. All determinations were per-
formed in triplicate.

Determination of Total Flavonoid Contents. Total flavonoid
contents (TFC) in the extracts were measured using a modified
colorimetric method (24). For preparation of calibration curve, 0.5 mL
of 12.5, 25.0, 50.0, 80.0 and 100 µg/mL quercetin in 80% ethanol (v/
v) was mixed with 1.5 mL of 95% ethanol (v/v), 0.1 mL of 10%
aluminum chloride (w/v), 0.1 mL of 1 M potassium acetate and 2.8
mL of water in a 5.0 mL volumetric flask. After incubation at room
temperature for 30 min, the absorbance of the reaction mixture relative
to blank was measured using spectrophotometer at 415 nm. The total
flavonoid contents of extracts were expressed as mg of quercetin
equivalent (QE)/g of dry plant material. Aliquots (0.5 mL) of aqueous
ethanol extracts were mixed with the same reagent as described above,
and after 30 min, the absorption at 415 nm was measured for
determination of total flavonoids. All measurements were done in
triplicate.

Evaluation of Antioxidant Activity. ABTS Radical Cation ScaV-
enging ActiVity. The ABTS radical cation decolorization test is a
spectrophotometric method widely used for assessment of antioxidant
activity of various substances. The experiment was carried out using
an improved ABTS decolorization assay (25). In brief, ABTS was
dissolved in water to a 7 mM concentration. ABTS radical cation was
produced by reacting ABTS stock solution with 2.45 mM potassium
persulphate (final concentration) and allowing the mixture to stand in
the dark at room temperature for 16 h before use. The radical was stable
in this form for more than 2 days when stored in the dark at room
temperature. For the study of P. atrosanguinea extracts, the ABTS•+

was diluted with ethanol to an absorbance of 0.700 ( 0.020 at 734 nm
and equilibrated at 30 °C. After addition of 2.0 mL of diluted ABTS•+

solution (A ) 0.700 ( 0.020) to 50 µL of antioxidant compounds the
absorbance reading was taken exactly after 4 min, appropriate solvent
blank was run in each assay. All determinations were carried out in
triplicate on each occasion and at each separate concentration of the
standard and extracts. The percentage inhibition of absorbance at 734
nm is calculated and plotted as a function of concentration of
antioxidants.

DPPH Radical ScaVenging ActiVity. Radical scavenging activity of
extracts against stable DPPH• was also determined spectrophotometri-
cally. When DPPH• reacts with an antioxidant compound, which can
donate hydrogen, it is reduced. The change in color (from deep-violet
to yellow) was measured at 517 nm. The radical scavenging activity
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of extracts was measured by slightly modified method of Brand-
Williams (26). The extracts of P. atrosanguinea measuring 0.1 mL
were added to 2.9 mL of the 100 µM DPPH• solution prepared in 80%
aqueous ethanol. The mixture was shaken vigorously and allowed to
stand at 23 °C in the dark for 30 min, and decrease in absorbance of
the resulting solution was monitored at 517 nm against a blank consisted
of 0.1 mL of 50% aqueous ethanol and 2.9 mL of DPPH• solution. All
measurements were done in triplicate.

Ferric-Reducing Antioxidant Power Assay (FRAP). The FRAP assay
was carried out according to the procedure of Benzie and Strain (27)
with slight modification. The principle of this method is based on the
reduction of a ferric 2,4,6-Tris(2-pyridyl)-1,3,5-triazine (Fe3+-TPTZ)
to its ferrous, colored form (Fe2+-TPTZ) in the presence of antioxidants.
Briefly, the FRAP reagent was prepared from 0.3 M acetate buffer (pH
3.6), 10 mmol of TPTZ solution in 40 mmol of HCl and 20 mmol of
iron(III) chloride solution in proportions of 10:1:1 (v/v), respectively.
The FRAP reagent was prepared daily and warmed to 37 °C prior to
use. 50 µL of extract was added to 1.5 mL of the FRAP reagent. The
absorbance of the reaction mixture was then recorded at 593 nm after
4 min against blank. All measurements were done in triplicate.

Trolox Equivalent Antioxidant Capacity (TEAC). Trolox standard
curves that relate the concentration of Trolox and the amount of
absorbance reduction caused by it were obtained using the ABTS•+

and DPPH• assays (28, 29). The absorbance reduction at 734 and 517
nm of Trolox was measured at various concentrations by ABTS and
DPPH assay respectively. For preparation of a calibration curve, 0.025%
ethanolic solution of Trolox in various concentrations (2.5, 5, 10, 15,
20, 25, 30, 35, 40, 45, and 50 µL) was mixed with 2.0 mL of diluted
ABTS•+ solution (A ) 0.700 ( 0.020) and the absorbance reading
was taken exactly 4 min after initial mixing at 734 nm. A similar
experiment was performed with the DPPH radical, wherein 0.05%
ethanolic solution of Trolox in various concentrations (10, 20, 30, 40,
50, 60, 70, and 80 µL) was mixed with 2.9 mL of 100 µM DPPH•

solution. The mixture was shaken vigorously and allowed to stand at
23 °C in the dark for 30 min. The decrease in absorbance of the resulting
solution was monitored at 517 nm at 30 min. The radical scavenging
activity was calculated by the formula % inhibition ) [(AB - AA)/AB]
× 100, where AB ) absorption of blank sample and AA ) absorption
of tested extract solution.

The calculation of TEAC of each extracts at the various concentra-
tions levels was made using Trolox standard curves (30, 31). For
extracts, properly diluted extracts were assayed by both ABTS and
DPPH models.

For calculation of TEAC in case of FRAP assay, a calibration curve
was prepared by mixing 0.01% ethanolic solution of Trolox in various
concentrations (15, 30, 45, 60, 75, 90 and 105 µL) with 1.5 mL of
FRAP reagent and absorbance of the reaction mixture was then recorded
at 593 nm after 4 min. The results were expressed as mg of Trolox/g
weight of plant material/extracts.

HPLC Analysis. HPLC-DAD analysis was performed with a Waters
HPLC system equipped with 600 quaternary gradient pump, 717 plus
autosampler, 996 PDA detector, and Millennium (32) software (version
3.05.01). The chromatographic separation was performed on Phenom-
enex (Torrance, CA) analytical column (LUNA C18 (2) 250 mm × 4.6
mm i.d.) packed with 5 µm silica. The temperature of the column was
set at 27 °C. Elution of standards and extracts (20 µL) was performed
with gradient solvent program, at a flow rate of 1.0 mL/min for 25
min. The mobile phase consisted of 0.01% (v/v) trifluoroacetic acid
(TFA) in water (A) and acetonitrile (B) with the following gradient:
A-B (80:20), B was gradually increased to 30% at 8 min, to 40% at
12 min, to 50% at 17 min and back to 20% from 17 to 25 min. The
column was than re-equilibrated with the initial conditions for 5 min
before the next injection. The detection wavelength was set at 280 nm
(spectral acquisition in the range 200-400) nm. Identification of
compounds was performed on the basis of the retention time, co-
injections, and diode array spectral matching with standards. For the
preparation of the calibration curve, standard stock solutions of
compounds (1 mg/2 mL) were prepared in methanol, filtered through
0.45 µm filters (Millipore), and appropriately diluted (0.1-500 µg/

mL) to obtain the desired concentrations in the quantification range.
The calibration graphs were plotted after linear regression of the peak
areas versus concentrations.

Statistical Analysis. Results were expressed as mean ( standard
error. Correlation between polyphenol contents, flavonoid contents and
antioxidant activity was established by regression analysis.

RESULTS AND DISCUSSION

Solvent Extraction. In this study, the effect of various
solvents on the efficient extraction of phenolics from aerial parts
of the plant was investigated. Until now, to the best of our
knowledge, there is no such report available that could highlight
the comparative role of various extraction solvents on the
phenolic contents of aerial part of P. atrosanguinea. It was seen
that 50% aqueous concentration of each solvent was found to
be most efficient for extraction of polyphenols in comparison
to other concentrations and 50% aqueous ethanol was more
efficient than all other solvent systems (Table 1). From these
results, it is clear that the addition of some amount of water
enhances the extraction efficiency. A similar result was also
reported previously in microwave-assisted solvent extraction of
effective constituents from Herba epimedii (32). The reason for
the extraction efficiency with aqueous solvents is primarily due
to water soluble nature of plant phenolics enhanced by the
presence of solvent which facilitate solubilization through
penetration in plant cell structure.

Extraction Yields. In this study, the effect of various
extraction methods for the efficient extraction of antioxidative
compounds from aerial parts of P. atrosanguinea was investi-
gated. All the extractions were carried out in 50% aqueous
ethanol solvent system as it results into efficient extraction of
phenolics as optimized (Table 1). On mass yield basis,
extraction time for MAE, UAE, Soxhlet and maceration was
optimized as 4 min, 60 min, 8 and 20 h respectively. During
extraction, it was seen that maximum extraction yield was
achieved with Soxhlet extraction followed by MAE, UAE, and
maceration. However, taking into consideration the solvent
consumption and time needed for extraction, MAE was found
to be the most practical approach for the rapid and efficient
extraction of bioactive phenolic constituents (Table 2). The
slight increase in extraction efficiency seen in case of Soxhlet
extraction is mainly due to extraction for extended period of
time as compared to others.

Total Polyphenol and Flavonoid Content. The total polyphe-
nol contents in different extracts were determined from regres-
sion equation of calibration curve and expressed in gallic acid
equivalent between 26.7 ( 0.11 to 30.7 ( 0.05 mg of GAE/g
of dry plant material (Table 2). Similarly, total flavonoids in
aqueous ethanol extracts were determined from regression
equation of calibration curve and expressed in quercetin
equivalent between 16.8 ( 0.07 to 20.8 ( 0.02 mg of QE/g of
dry plant material (Table 2). It is clear from Table 2 that the
phenolic contents in Soxhlet extracts were highest among all.
Total phenolic levels of these plants used as herbal tea in public

Table 1. Total Polyphenol Contents in Different Solvent Extracts

sr. no. solvent system TPCa

1 methanol 16.86 ( 0.02
2 50% methanol 24.54 ( 0.16
3 ethanol 25.65 ( 0.03
4 50% ethanol 26.72 ( 0.11
5 acetone 1.75 ( 0.09
6 50% acetone 20.44 ( 0.16

a Data expressed as mg of gallic acid equivalent (GAE)/g of plant material (DM
basis).
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are important by reducing the risk of atherosclerosis and
coronary heart disease, which can be caused by oxidation of
low-density lipoproteins (33).

Antioxidant Activity of P. atrosanguinea. In the light of
the differences among the wide number of test systems available,
the results of a single-assay can give only a reductive suggestion
of the antioxidant properties of extracts toward food matrices
and must be interpreted with some caution. Moreover, the
chemical complexity of extracts could lead to scattered results,
depending on the test employed. Therefore, an approach with
multiple assays in screening work is highly advisable (34-36).
Thus, the extracts were subjected to three different antioxidant
bioassays employing ABTS•+, DPPH• and FRAP methods. In
this study, the antioxidant activity was expressed as mg of
Trolox equivalents per gram of plant material on a dry basis as
it is a more meaningful and descriptive expression than assays
that express antioxidant activity as the percentage decrease in
absorbance. As such the results provide a direct comparison of
the antioxidant activity with Trolox. The results of ABTS•+,
DPPH• and FRAP by standard antioxidant Trolox are sum-
marized in Table 2. As displayed in Table 2, the TEAC values
for the extracts had wide variability and ranged between 54.34
( 0.77 to 122.96 mg of Trolox/g by ABTS assay, 29.82 ( 0.42
to 101.22 ( 0.41 mg of Trolox/g by DPPH and 13.64 ( 0.01
to 41.43 ( 0.22 mg of Trolox/g by FRAP assay. The higher
antioxidant activity exhibited by the Soxhlet extracts (Table 2)
over other extraction techniques clearly demonstrates the relative
advantage of SAE for obtaining formulations with high nutra-
ceutical value. On the basis of the results of the ABTS•+,
DPPH•and FRAP assays, the Soxhlet extracts of aerial parts of
P. atrosanguinea obtained using 50% aqueous ethanol were
shown to exhibit significant inhibitory activity against free
radicals, while it was comparatively less in microwave, soni-
cation and maceration, which, in turn, indicates the higher
concentration of antioxidant constituents in Soxhlet extracts. The
antioxidant activity of P. atrosanguinea was also compared with
green and black tea. The TEAC of different samples as
determined by ABTS•+, DPPH• and FRAP assays, decreased
in the order green tea > black tea > P. atrosanguinea as shown
in Table 3. The TEAC of P. atrosanguinea was found to be
2.5- to 3-fold lower than green tea but almost comparable to
that of black tea. A linear relationship was also established
between total polyphenol and flavonoids contents with TEAC
values and it was observed that antioxidant activity increased
proportionally to the polyphenol and flavonoid contents. It will

be relevant to mention here that earlier reports (37, 38) have
demonstrated the correlation between phenolic content of plant
to their antioxidant power. In this study also, the contents of
polyphenols and flavonoids in the extracts positively correlate
with their antiradical activity confirming participation to the
radical scavenging activity of the P. atrosanguinea extracts
(Figures 1 and 2) which in general was observed in other plants
as well (39, 40).

Identification and Quantification of Phenolics by RP-
HPLC. A simple and gradient elution-based RP-HPLC method
was developed for the analysis and quantification of five major
phenolics (1-5) in various extracts. For the development of an
effective mobile phase, various solvent systems, including
different combinations of acetonitrile and water with TFA were
tried. Finally, a solvent system consisting of 0.01% TFA in water
and acetonitrile proved successful because it allows for the
separation of maximum compounds with good resolution. Five
phenolic compounds (1-5) that might contribute to the anti-

Table 2. Extraction Yield, Total Phenolics and Antioxidant Activity of P.
atrosanguinea

sr. no.
extraction
method

yield (wt %) TPCa TFCb TEACc

1 Soxhlet 24.2 ( 0.03 30.7 ( 0.05 20.8 ( 0.02 122.96 ( 0.38 *
101.22 ( 0.41 **
41.43 ( 0.22 ***

2 microwave 21.8 ( 0.28 29.1 ( 0.27 19.6 ( 0.04 103.40 ( 0.69 *
88.70 ( 0.53 **
26.88 ( 0.05 ***

3 ultrasonic 18.8 ( 0.14 27.8 ( 0.15 17.4 ( 0.04 78.51 ( 0.48 *
55.04 ( 0.46 **
19.41 ( 0.03 ***

4 maceration 17.2 ( 0.21 26.7 ( 0.11 16.8 ( 0.07 54.34 ( 0.77 *
29.82 ( 0.42 **
13.64 ( 0.01 ***

a Data expressed as mg of gallic acid equivalent (GAE)/g of plant material (DM
basis). b Data expressed as mg of quercetin equivalent (QE) /g of plant material
(DM basis). c Data expressed as mg of Trolox equivalent/g of plant material (DM
basis). (*) TEAC assayed by ABTS method. (**) TEAC assayed by DPPH method.
(***) TEAC assayed by FRAP method.

Table 3. Comparison of Antioxidant Activity among Soxhlet Extract of P.
atrosanguinea, Green and Black Tea

sr. no. samples ABTSa DPPHa FRAPa

1 green tea 352.56 ( 0.24 272.13 ( 0.56 172.90 ( 0.40
2 black tea 139.84 ( 0.64 108.09 ( 0.46 47.60 ( 0.47
3 P. atrosanguinea 122.96 ( 0.38 101.22 ( 0.41 41.43 ( 0.22

a Data expressed as mg of Trolox equivalent/g of plant material (DM basis).

Figure 1. Correlation between total polyphenol contents and TEAC
measured by [, ABTS; 2, DPPH; b, FRAP assays in different extracts
of P. atrosanguinea.

Figure 2. Correlation between total flavonoid contents and TEAC
measured by [, ABTS; 2, DPPH; b, FRAP assays in different extracts
of P. atrosanguinea.
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oxidant behavior of the plant were identified in extracts in
varying concentrations as evident from parts A-D of Figure
3. Quantification was carried out by integration of the peak using
an external standard method, and results are presented in Table
4. The calculated amount is given in mg/g of the dry plant
material for three replicate injections. It is also clear from Table
4 that the Soxhlet extracts were found to display highest content
of five identified phenolics, which further corroborates the
observed trends in total phenolic contents and antioxidant
activity. It may also be mentioned here that an earlier
paper (13, 14) has also reported certain polyphenolic compounds
such as chlorogenic acid, caffeic acid, quercetin, catechin and
its dimers in other Potentilla species. In addition to compounds
1-5 some of the unidentified peaks in the HPLC chromatogram
of aerial parts of P. atrosanguinea extracts, especially in the
region of 12-18 min, showed UV maxima around 254 and 360
nm, which is characteristic of flavonols. Thus, the identity of
these peaks could be attributed to these flavonol glycosides,

which was further confirmed by the disappearance of the above
peaks when the extracts were subjected to acid hydrolysis.
However, further studies in this direction need to be targeted
for their identification and determination of their role toward
higher antioxidant behavior of P. atrosanguinea.

To conclude, Soxhlet assisted extraction of aerial parts of P.
atrosanguinea was found to be a better approach than ultrasound
and maceration but almost comparable to that of microwave.
The use of microwave imparted almost similar antioxidant
activity besides ensuring low solvent consumption, ease, and
rapidity of the overall method compared to Soxhlet and other
extraction methods; therefore, for large scale extraction and
evaluation of antioxidants from P. atrosanguinea, MAE is a
better approach over Soxhlet. Owing to excellent protective
features exhibited in antioxidant activity tests comparable to
that of black tea, the aerial parts of P. atrosanguinea could be
concluded as a natural source that can be freely used in the
food industry as a culinary herb, but, first, immediate and
necessary measurements should be taken for the protection of
these plant species; otherwise their bioactive properties and
secrets could be lost forever without being tapped.

ACKNOWLEDGMENT

We gratefully acknowledge Director, IHBT (CSIR), Palampur
for his keen interest and encouragement in this work.

LITERATURE CITED

(1) Halliwell, B.; Gutteridge, J. M. C.; Cross, C. E. Free radicals,
antioxidants and human disease: where are we now. J. Lab. Clin.
Med. 1992, 119, 598–620.

(2) Halliwell, B.; Gutteridge, J. M. C. In Free radical in biology and
medicine, 2nd ed.; Oxford University Press: Oxford, 1989.

(3) Ho, C. T.; Chen, Q.; Shi, H.; Zhang, K. O.; Rozen, R. T.
Antioxidative effect of polyphenol extract prepared from various
Chinese teas. PreV. Med. 1992, 21, 520–525.

(4) Okuda, T.; Valentine, V. A.; Shapiro, D. N.; Downing, J. R.
Cloning of genomic loci and chromosomal localization of human
PATAIRE-1 and -3 protein kinase genes. Genomics 1994, 21,
217–221.

(5) Delgado, L.; Gallego, F.; Rico, E. Karyosystematic study of
Potentilla L. subgen. Potentilla (Rosaceae) in the Iberian Peninsula.
Bot. J. Linn. Soc. 2000, 132, 263–280.

(6) Choi, Y. H.; Kim, M. J.; Lee, H. S.; Yun, B. S.; Hu, C.; Kwak,
S. S. Antioxidative compounds in aerial parts of Potentilla
fragarioides. Korean J. Pharmacogn. 1998, 29, 79–85.

(7) Syiem, D.; Syngai, C.; Kharbuli, B.; Kayang, H.; Khongswir, B. S.
Anti-tumor activity of crude root extract of Potentilla fulgens.
Indian Drugs 2003, 40 (2), 124–125.

(8) Miliauskas, G.; Vanbeek, T. A.; Venskutonis, P. R.; Linssen,
J. P. H.; Waard, P. D.; Sudholter, E. J. R. Antioxidant activity of
Potentilla fruticosa. J. Sci. Food Agric. 2004, 84 (15), 1997–2009.

(9) Bos, M. A.; Vennat, B.; Meunier, M. T.; Pouget, M. P.; Pourrat,
A.; Fialip, J. Procyanidins from tormentil: Antioxidant properties
towards lipoperoxidation and anti-elastase activity. Biol. Pharm.
Bull. 1996, 19, 146–148.

(10) Gurbuz, I.; Ozkan, A. M.; Yesilada, E.; Kutsal, O. Anti-ulcerogenic
activity of some plants used in folk medicine of Pinarbasi (Kayseri,
Turkey). J. Ethnopharmacol. 2005, 101, 313–318.

(11) Leporatti, M.; Ivancheva, S. Preliminary comparative analysis of
medicinal plants used in the traditional medicine of Bulgaria and
Italy. J. Ethnopharmacol. 2003, 87, 123–142.

(12) Tunon, H.; Olavsdotter, C.; Bohlin, L. Evaluation of anti-
inflammatory activity of some Swedish medicinal plants. Inhibition
of prostaglandin biosynthesis and PAF-induced exocytosis. J.
Ethnopharmacol. 1995, 48, 61–76.

(13) Oszmianski, J.; Wojdylo, A.; Zarawska, E. L.; Swiader, K.
Antioxidant tannins from Rosaceae plant roots. Food Chem. 2007,
100 (2), 579–583.

Figure 3. HPLC chromatogram of extracts of P. atrosanguinea (A) Soxhlet
extract, (B) microwave extract, (C) ultrasound extract, and (D) maceration
extract.

Table 4. Phenolic Composition of Extracts of P. atrosanguineaa

extracts CA CN CFA PCA QC

Soxhlet 2.89 ( 0.07 6.72 ( 0.11 0.95 ( 0.06 0.53 ( 0.05
microwave 2.48 ( 0.08 3.02 ( 0.14 0.88 ( 0.07 0.20 ( 0.04 0.21 ( 0.04
ultrasonic 2.15 ( 0.08 3.36 ( 0.06 0.44 ( 0.04 0.11 ( 0.03 0.12 ( 0.03
maceration 1.43 ( 0.05 3.79 ( 0.08 0.48 ( 0.05 0.23 ( 0.03 0.20 ( 0.03

a Amount represented in mg/g of the dry plant material [SD of three replicates].
CA, chlorogenic acid; CN, (+)-catechin; CFA, caffeic acid; PCA, p-coumaric acid;
QC, quercetin.

Antioxidant Activities in Aerial Parts of P. atrosanguinea J. Agric. Food Chem., Vol. 56, No. 21, 2008 10133

http://pubs.acs.org/action/showImage?doi=10.1021/jf802188b&iName=master.img-002.png&w=238&h=357


(14) Zhao, Y. L.; Cai, G. M.; Hong, X.; Shan, L. M.; Xiao, X. H.
Anti-hepatitis B virus activities of triterpenoids saponins com-
pound from Potentilla anserine L. Phytomedicine. 2008, 15 (4),
253–258.

(15) Sahoo, R.; Kumar, S.; Ahuja, P. S. Induction of a new isozyme
of superoxide dismutase at low temperature in Potentilla atro-
sanguinea Lodd variety argyrophylla (Wall. ex. Lehm) Griers. J.
Plant Physiol. 2001, 158, 1093–1097.

(16) Ballabh, B.; Chaurasia, O. P. Traditional medicinal plants of cold
desert Ladakh-used in treatment of cold, cough and fever. J.
Ethnopharmacol. 2007, 112, 341–349.

(17) Turner, N. J. In Food Plants of Coastal First Peoples; UBC Press:
Vancouver, 1995.

(18) Amico, V.; Chillemi, R.; Mangiafico, S.; Spatafora, C.; Tringali,
C. Polyphenol-enriched fractions from Sicilian grape pomace:
HPLC-DAD analysis and antioxidant activity. Bioresour. Technol.
2008, 99, 5960–5966.

(19) Makris, D. P.; Boskou, G.; Andrikopoulo, N. K. Recovery of
antioxidant phenolics from white vinification solid by-products
employing water/ethanol mixtures. Bioresour. Technol. 2007, 98,
2963–2967.

(20) Maksimovic, Z.; Malencic, D.; Kovacevic, N. Polyphenol contents
and antioxidant activity of Maydis stigma extracts. Bioresour.
Technol. 2005, 96, 873–877.

(21) Mezadri, T.; Villaño, D.; Fernandez-Pachon, M. S.; Garcia-Parrilla,
M. C.; Troncoso, A. M. Antioxidant compounds and antioxidant
activity in acerola (Malpighia emarginata DC.) fruits and deriva-
tives. J. Food Compos. Anal. 2008, 21, 282–290.

(22) Swain, T.; Hillis, E. The phenolic constituents of Prunus domes-
tica. I. The quantitative analysis of phenolic constituents. J. Sci.
Food Agric. 1959, 10, 63–68.

(23) Lin, Y. L.; Juan, I. M.; Chen, Y. L.; Liang, Y. C.; Lin, J. K.
Composition of polyphenols in fresh tea leaves and associations
of their oxygen-radical-absorbing capacity with antiproliferative
actions in fibroblast cells. J. Agric. Food Chem. 1999, 44, 1387–
1394.

(24) Kosalec, I.; Bakmaz, M.; Pepeljnjak, S.; Vladimir-Knezevic, S.
Quantitative analysis of the flavonoids in raw propolis from
northern Croatia. Acta Pharm. 2004, 54, 65–72.

(25) Re, R.; Pellegrini, N.; Proteggente, A.; Pannala, A.; Yang, M.;
Rice-Evans, C. Antioxidant activity applying an improved ABTS
Radical cation decolourisation Assay. Free Radical Biol. Med.
1999, 26, 1231–1237.

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

(27) Benzie, I. F.; Strain, J. J. The ferric reducing ability of plasma
(FRAP) as measurement of “antioxidant power”: The Frap assay.
Anal. Biochem. 1996, 239, 70–76.

(28) Kim, D. O.; Lee, K. W.; Lee, H. J.; Lee, C. Y. Vitamin C
equivalent antioxidant capacity (VCEAC) of phenolic phy-
tochemicals. J. Agric. Food Chem. 2002, 50, 3713–3717.

(29) Miliauskas, G.; Venskutoins, P. R.; Vanbeek, T. A. Screening of
radical scavenging activity of some medicinal and aromatic plant
extracts. Food Chem. 2004, 85, 231–237.

(30) Van den Berg, R.; Haenen, G. R.; Van den Berg, H.; Bast, A.
Applicability of an improved Trolox equivalent antioxidant
capacity (TEAC) assay for evaluation of antioxidant capacity
measurement of mixtures. Food Chem. 1999, 66, 511–517.

(31) Wang, H.; Cao, G.; Prior, R. L. Total antioxidant capacity of fruits.
J. Agric. Food Chem. 1996, 44, 701–705.

(32) Chen, L.; Jin, H.; Ding, L.; Zhang, H.; Li, J.; Qu, C.; Zhang, H.
Dynamic microwave-assisted extraction of flavonoids from Herba
Epimedii. Sep. Purif. Technol. 2008, 59, 50–57.

(33) Shahidi, F.; Wanasundara, P. K. J. Phenolic antioxidants. Crit.
ReV. Food Sci. 1992, 32, 67–103.

(34) Aruoma, O. I. Methodological considerations for characterizing
potential antioxidant actions of bioactive components in plant
foods. Mutat. Res. 2003, 523-524, 9–20.

(35) Sacchetti, G.; Maietti, S.; Muzzoli, M.; Scaglianti, M.; Manfredini,
S.; Radice, M.; Bruni, R. Comparative evaluation of 11 essential
oils of different origin as functional antioxidants, antiradicals and
antimicrobials in foods. Food Chem. 2005, 91, 621–632.

(36) Schlesier, K.; Harwat, M.; Bohm, V.; Bitsch, R. Assessment of
antioxidant activity by using different in vitro methods. Free
Radical Res. 2002, 36, 177–187.

(37) Ruberto, G.; Renda, A.; Daquino, C.; Amico, V.; Spatafora, C.;
Tringali, C.; Tommasi, N. D. Polyphenol constituents and
antioxidant activity of grape pomace extracts from five Sicilian
red grape cultivars. Food Chem. 2007, 100, 203–210.

(38) Gao, X. Q.; Ohlander, M.; Jeppsson, N.; Bjork, L.; Trajkovski,
V. Changes in antioxidant effects and their relationship to
phytonutrients in fruits of sea buckthorn (Hippophae rhamnoides
L.) during maturation. J. Agric. Food Chem. 2000, 48, 1485–
1490.

(39) Javanmardi, J.; Stushnoff, C.; Locke, E.; Vivanco, J. M. Anti-
oxidant activity and total phenolic content of Iranian Ocimum
accessions. Food Chem. 2003, 83, 547–550.

(40) Minoggio, M.; Bramati, L.; Simonetti, P.; Gardana, C.; Iemoli,
L.; Santangelo, E.; Mauri, P. L.; Spigno, P.; Soressi, G. P.; Pietta,
P. G. Polyphenols pattern and Antioxidant activity of different
Tomato lines and cultivars. Ann. Nutr. Metab. 2003, 47, 64–69.

Received for review July 17, 2008. Revised manuscript received
September 5, 2008. Accepted September 8, 2008. K.S. is indebted to
Council of Scientific and Industrial Research (CSIR), New Delhi, India,
for the award of a Senior Research Fellowship.

JF802188B

10134 J. Agric. Food Chem., Vol. 56, No. 21, 2008 Kalia et al.


