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Abstract

Background: Asoka is an important drug used in many Ayurvedic formulations. The bark of Saraca asoca (Roxb.)
Willd. is the genuine source plant for Asoka. Due to diminishing availability and increasing requirement, the
Ayurvedic industry is facing acute shortage of this crude drug. It is usual that traders try to deceive the consumers
by tendering similar bark of other trees. The unscientific substitution may affect the quality of herbal preparations
adversely. The aim of the present study is to identify a scientifically validated substitute for Asoka.

Results: Phytochemical and pharmacological evaluation has been carried out using plant parts of four medicinal
plants viz, Saraca asoca (AB), Polyalthia longifolia (PB), Shorea robusta (SB), and Trema orientalis (TB). The results of

the study showed that among the tested extracts, AB and SB showed significant dose-dependent protection
against bilateral ovariectomy-induced changes in estrus cycle, uterus weights, and lipid profile. LC/MS analysis
revealed the presence of active catechins in both AB and SB. Polyalthia longifolia, the common adulterant of Asoka,
showed entirely different chemical and biological properties.

Conclusion: This study concluded the possibility of using S. robusta bark as substitute for Asoka.
Keywords: Asoka, HPTLC, HPLC, LC/MS, Estrogenic activity

Background
In Ayurveda, Asoka is used for the treatment of exces-
sive uterine bleeding, gynecological problems, stomach
ache, leucorrhoea, menstrual irregularities, internal piles,
diabetes, dyspepsia, indigestion, burning sensation, blood
disorders, fractures, tumors, bites, ulcerations, skin dis-
coloration, etc. [1]. The bark of Saraca asoca (Roxb.)
Willd. (Leguminosae) is the genuine source plant for
Asoka. It is found throughout India, especially in Himalaya,
Kerala, Bengal, and the whole south region [2].

Ayurvedic texts describe more than 50 preparations of
Asoka for the treatment of a variety of ailments in which
stem bark of S. asoca is used as one of the main
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ingredients. The bark is also useful in treating scorpion-
sting and internal piles [3].

The well-known Ayurvedic medicines “Ashokarishta”
and “Ashokaghrita” are prepared with S. asoca bark as
the primary raw material. A difficulty in the commercial
cultivation of S. asoca is its inherent slow growth rate
and poor yield of bark. Due to dwindling availability and
increasing requirement, the Ayurvedic industry is facing
acute shortage of this crude drug. The original material
has become scarce and the market item is often admixed
with bark of other trees which pass off as Asoka bark. It
is usual that traders try to deceive the consumers by ten-
dering similar bark of other trees. Since these unauthen-
tic materials do not possess the pharmacological effects
of Asoka, the drugs prepared using them are liable to be
non-effective, if not harmful. The most widely used
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adulterant is the bark of Polyalthia longifolia which is
known as “False Asoka” [4, 5].

The aim of the present study was to find out a substi-
tute for bark of S. asoca by evaluating the phytochemis-
try and pharmacology of its stem and root of other
species such as Polyalthia longifolia, Shorea robusta, and
Trema orientalis.

Methods

Chemicals and reagents

Folin-Ciocalteu reagent was procured from Sisco Re-
search Laboratory (SRL), Mumbai, India. LC/MS grade
solvents and analytical standards such as gallic acid and
quercetin were procured from Sigma Chemicals Co.
(Bangalore, India). All other chemicals employed were of
standard analytical grade from Merck India.

Collection of plant materials

Plants such as S. asoca, P. longifolia and T. orientalis
were collected from Herb garden of the Centre. The
bark of S. robusta was collected from Chhattisgarh. All
the materials were authenticated by Plant Systematics
and Genetic Resources division of the Centre, and herb-
arium specimens were deposited in CMPR Herbarium
(CMPR 11252, CMPR 11253, CMPR 11251, and CMPR
11255)

Extraction of materials

The plant materials were shade dried and pulverized.
Five grams each of the sample was successively extracted
with various solvents like n-hexane, chloroform, and
methanol by refluxing for 6 h. Crude extracts were pre-
pared separately with methanol, water, and hydroalcohol
(ethanol:water 50:50) using reflux extraction method.
The process was repeated in triplicates. The final ex-
tracts were pooled and concentrated at 40°C using a
Rotary evaporator (Heidolph, Germany) and it was made
up to 100 ml with respective solvents in standard flasks.
The extracts were kept under refrigeration for various
phytochemical analyses.

Estimation of total polyphenolics

The total phenolic content (TPC) was determined using
Folin-Ciocalteu reagent [6, 7]. TPC was expressed as
gallic acid equivalents (GAE) in mg/g of the sample.

Estimation of total catechins

Catechins and other flavonoids were isolated by over-
night shaking at 70°C in incubator shaker. Twenty
grams of powdered materials was macerated with 200 ml
of methanol and kept for overnight shaking at 250 rpm.
The residue was concentrated to dryness under reduced
pressure in rotary evaporator (Heidolph, Germany) and
it was redissolved in LC/MS grade methanol.
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Estimation of total catechins was carried out using di-
azotized sulfanilamide as reported previously [8]. The
absorbance of the samples and standards was measured
at 425nm using spectrophotometer (Shimadzu, Japan)
against reagent blank. The concentration of catechins in
the sample extract was estimated from standard curve of
catechin.

High-performance thin-layer chromatographic (HPTLC)
analysis

HPTLC analysis was performed using CAMAG HPTLC
system (Switzerland). Samples were applied using auto-
matic sample applicator, CAMAG ATS-4 on aluminum-
backed pre-coated silica gel 60F,5, TLC plate (Merck,
India). Mobile phase was standardized as toluene, ethyl
acetate in the ratio of 8:2. The chromatogram was devel-
oped in a saturated Twin Trough chromatographic
chamber (Camag, Switzerland). The developed plate was
visualized under UV at 254 nm and 366 nm and in vis-
ible light after derivatizing with anisaldehyde-sulphuric
acid reagent followed by heating at 105 °C for 5 min.

High-performance liquid chromatography (HPLC) analysis
Comparative HPLC profiling was done using Shimadzu
High-Performance Liquid Chromatographic system
equipped with LC-10ATVP pump, SPD M10AVP Photo
Diode Array Detector in combination with CLASS-VP
6.12 SP5 integration software. The mobile phase used
for the separation was HPLC grade methanol (A) and
0.1% formic acid in water (B) in a gradient elution, with
% B at 0.01-65, 5-50, 8—40, 12-30, 15-20, 18-10, 23—
30, 25-40, 28-50, and 30-60. The column used was
Merck HIBAR Lichrospher RP 18e (5pum) with a Phe-
nomenex guard column (4mm x 2mm id, 5um). The
samples were injected using a 20-pl loop (Rheodyne
Rohnet Park, CA, USA). The flow rate was maintained
at 0.8 ml/min. The PDA signal was recorded at 360 nm.

LC/MS characterization of catechin fractions

LC-ESI/MS analysis of catechin fraction was conducted
on Agilent 6520 accurate mass Q-TOF LC/MS coupled
with Agilent LC 1200 equipped with Extend-C18 col-
umn of 1.8 pm, 2.1 x 50 mm. Gradient elution was per-
formed with LC/MS grade acetonitrile (A) and 0.1%
acetic acid in methanol (B) at a constant flow rate of 0.7
ml/min, with an increase in the volume of B %: 5-20%,
12-30%, 19-40%, 26—50%, and 30-40%. The MS ana-
lysis was performed using ESI in negative mode with the
following conditions: drying gas (nitrogen) flow 5 L/min,
nebulizer pressure 40 psig, drying gas temperature
325 °C, capillary voltage + 3000V, fragmentor volt 125V,
and Oct RF Vpp 750V. The mass fragmentation was
performed with varying collision energy 4V/100 DA
with an offset of 8 V.
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Acute oral toxicity studies of plant extracts

Two hundred and fifty grams of various samples such as
S. asoca bark, S. asoca stem, P. longifolia bark, S. robusta
bark, and T. orientalis bark were extracted with water
using soxhlet extraction method for 72 h. The final ex-
tracts were concentrated to dryness under reduced pres-
sure using rotary evaporator (Heidolph, Germany).

The experiment was conducted on Wistar rats (females)
weighing 147 to 204 g and aged 8 to 9 weeks obtained
from the Animal House, J.S.S. College of Pharmacy, Oota-
camund, Tamil Nadu, India. The rats were distributed
into 5 groups with 6 animals in each group. The experi-
mental procedures relating to the animals were autho-
rized by the Committee for the Purpose of Control and
Supervision of Experiments on Animals (CPCSEA) (ap-
proval no. JSSCP/IAEC/OT/Ph.D/Ph.Cology/06/2017-
18) before starting the study and were conducted under
the internationally accepted principles for laboratory
animal use and care [9].

The extracts were prepared from a plant material hav-
ing a high safety margin, and hence it was decided to
use 2000 mg/kg (limit test) for this study. The test item
was prepared immediately prior to administration on
respective treatment days. A quantity of 2 g of the test
item was dissolved in distilled water and the volume was
made up to 10ml to get a test item concentration of
200 mg/ml. Homogeneity of the test item in the vehicle
was maintained during treatment by constant stirring
and mixing. The test substance was administered soon
after preparation.

The prepared test item solutions were administered
once orally as gavage to the fasted (16-18 h) rats at the
dose volume of 10 ml/kg b.wt. to deliver a dose of 2000
mg/kg b.wt. Food was offered about 3—4 h after dosing.
Water was not withheld.

The treated rats were observed five times during day 1
(day of administration) i.e, at 30 min and four times
hourly (post-administration) intervals and once daily,
and thereafter for a total of 14 days. The clinical signs
were recorded on all working days. The body weights of
rats were recorded on test day 1 (pre-administration),
day 8 (7 days post-administration), and day 15 (14 days
post-administration). The rats were euthanized by using
diethyl ether anesthesia and necropsied.

Evaluation of estrogenic activity

The samples, Saraca asoca bark (AB), Saraca asoca stem
(AS), Polyalthia longifolia bark (PB), Shorea robusta bark
(SB), and Trema orientalis bark (TB), were studied for their
estrogenic activity in ovariectomized Wistar rats [10].

The experiment was conducted on 72 numbers of Wistar
rats (females) weighing 64 to 99 g and aged 4 weeks ob-
tained from the Animal House, ].S.S. College of Pharmacy,
Ootacamund, Tamil Nadu, India . The rats were distributed
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into 5 groups with 6 animals in each group. The experi-
mental procedures relating to the animals were authorized
by the Committee for the Purpose of Control and Supervi-
sion of Experiments on Animals (CPCSEA) (JSSCP/IAEC/
OT/Ph.D/Ph.Cology/05/2017-18) before starting the study
and were conducted under the internationally accepted
principles for laboratory animal use and care.
Animals were divided into 12 groups of 6 each.

I.  Groups 1 and 2 served as sham and control,
respectively, and received distilled water (10 ml/kg, p.o.).

II. Groups 3 and 4 received AB extract at a dose of
200 and 400 mg/kg, p.o., respectively.

III. Groups 5 and 6 received AS extract at a dose of 200
and 400 mg/kg., p.o., respectively.

IV. Groups 7 and 8 received PB extract at a dose of 200
and 400 mg/kg., p.o., respectively.

V. Groups 9 and 10 received SB extract at a dose of
200 and 400 mg/kg., p.o., respectively.

VL Groups 11 and 12 received TB extract at a dose of
200 and 400 mg/kg., p.o., respectively.

Bilateral ovariectomy was performed in all the groups,
except sham group via dorsolateral approach under gen-
eral anesthesia. In sham group animals, only placebo
surgery was performed. After 1week of recovery, ani-
mals were given respective treatments for a period of 8
weeks. The estrogenic activity of the test items was
assessed by analyzing the estrus cycle, uterine weight,
uterine glycogen content, serum lipid profile, and histo-
pathology of the uterus.

Estimation of uterine glycogen content

Uterine tissue (15 mg) was homogenized in 20 ml 30%
KOH, and heated at 100 °C for 30 min, to inactivate en-
zymes and destroy free glucose. To isolate glycogen,
samples was diluted with 1.2 vol 95% ethanol, frozen at
-80°C for 60min, then thawed and centrifuged at
9600xg for 10 min. The supernatant was discarded and
the pellets dried overnight. To breakdown glycogen to
glucose, 100 ul 1.0 N HCI was added to each tube and
heated at 90-100°C for 2.5h. Glucose concentrations
was measured by using Glucose Assay Kit (120235, M/s.
Erba Mannheim, Transasia Biomedicals Ltd. Solan, HP,
India). The percentage of glycogen is calculated using
the standard formula.

Estimation of lipid profile

The blood sample collected was allowed to clot for 45
min at room temperature. The serum was separated by
centrifugation at 3000 rpm at 30 °C for 15 min and used
for assaying total cholesterol, triglycerides, HDL, and
total protein using Precision Biomed assay kits.
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Histopathological studies

The uterus tissue was fixed in the 10% formalin, dehydrated
in gradual ethanol (50—-100%), cleared in xylene, and em-
bedded in paraffin wax. The sections, with 5-6 pm thick-
ness, were then prepared using rotary microtome and
stained with hematoxylin and eosin dye for microscopic ob-
servation of histopathological changes in the uterus.

Statistical analysis

For determination of significant intergroup differences
of each parameter, one-way analysis of variance
(ANOVA) was carried out. Dunnett’s test was used for
individual comparisons after significant ANOVA results.
The differences with p < 0.05 were considered statisti-
cally significant. Graphpad Prism-6 software (Graphpad
Software Inc., USA) was used for the statistical analysis.

Results

Estimation of total catechins

Total catechins were estimated using spectrophotomet-
ric method with diazotized sulfanilamide. The bark of S.
asoca showed the highest catechin content (21.62)
followed by T. orientalis (16.46). The catechin contents
of other samples are much lower while comparing with
the bark of S. asoca, which is the genuine drug.

Estimation of total phenolic content (TPC)

Total phenolic content (TPC) of selected species was es-
timated for different extracts such as methanol, water,
and hydroalcohol. TPC was calculated from calibration
curve of gallic acid (R? = 0.992). TPC of various species
are presented as Fig. 1. Highest TPC was showed by
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T. orientalis for all the extracts. Hydroalcoholic ex-
tract of T. orientalis provided 113.11 mg equivalent of
phenolics. Phenolic contents of bark of S. asoca are
78.66, 47.77, and 102.11 for methanol, water, and
hydroalcohol, respectively. Phenolic content of S.
asoca stem is much lower than that of its bark.

HPTLC profiling

Thin-layer chromatography is a rapid and reliable tech-
nique for phytochemical comparison. HPTLC provides
advancement such as spectral evaluation, digital docu-
mentation, and densitometry scanning for proper chem-
ical comparison of various compounds separated with
different chromospheres. Comparative HPTLC profiles
were developed for various extracts like n-hexane and
chloroform (Fig. 2). TLC profile of hexane extracts, at
366 nm a common band with R¢ 0.48 was observed in all
the species. Compound at R; 0.08 (blue) is common for
AB, AS, and PB. A blue band at 0.11 (blue) was found to
be present in AB and AS. A band at 0.88 (blue) is present
in Polyalthia bark only. At 254 nm, a common band at R¢
0.54 is present in all the selected species. Bands at R; 0.08
and 0.12 were observed in AB, AS, PB, and TB. Common
band at R¢ 0.24 were found in PB and SB. A common band
at Ry 0.39 was noted in PB and TB. A single band at R; 0.7
is observed in PB, a band at R; 0.78 was observed in SB
and R¢ 0.84 in PB.

Tracks: AB, AS, PB, SB, and TB

TLC profile of chloroform extracts at 366 nm, common
bands at Rf 0.47 (fluorescent blue), 0.54 (red), and 0.87
(dark blue) were observed in all the species. Band at R¢
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Fig. 2 HPTLC profiling of n-hexane and chloroform extracts of selected species, (1-5, n-hexane extracts; 6-10 Chloroform extracts)
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0.04 (fluorescent blue) is common for three species AB,
AS, and PB. A band at 0.09 (fluorescent blue) was
found in SB, 0.13 (blue) in PB and 0.15 (blue) in
Asoka bark. At 254 nm, a band at R¢ 0.05 is observed
in AB, PB, and SB. A common band at R¢ 0.54 was
observed in AS, PB, and SB. A band at Rf 0.04 was
visible only in AB. Bands at R¢ 0.26, 0.38, and 0.7
were observed only in PB.

HPLC analysis

HPLC profiling of bark extracts of four selected species
along with stem extract of S. asoca was done using re-
verse phase chromatographic conditions. Retention time
(tr) was recorded at 360 nm. Both the bark and stem of
S. asoca showed some common peaks at tz 3.6, 16.1,
18.1 and 19.9. Most of the similar compounds separated
were confirmed by comparing the retention time and
online UV spectra. Two major peaks with comparatively

higher peak area percentage at 16.3 and 19.3 were ob-
served for S. asoca stem. All the other species selected
have less similarity when compared to the genuine
source plant part (Fig. 3a, b).

HPLC analyses concluded that the different species se-
lected are not comparable with the genuine drug in
terms of phytochemicals separated. However, S. asoca
bark showed a few similar phytochemicals with that of
its stem.

LC/MS analysis of catechin fractions

The fractions were subjected to LC/MS analysis for
detailed characterization. LC/MS analysis was done in
ESI negative mode in order to obtain maximum
ionization. Total ion chromatogram (TIC) obtained
for MS analysis was extracted to Base Peak Chromato-
gram (BPC) and integrated to record all the molecular
ion peaks. The molecular ions with different [M-H]
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values were evaluated and further characterization was
carried out by MS/MS analysis. On MS/MS analysis,
molecular ions were fragmented on collision-induced
dissociation (CID). The tentative structure was assigned
based on MS/MS fragments obtained for each [M-H]
value (Table 1, Fig. 4). Catechins such Catechin (C), Epi-
catechin (EC), Epicatechin-3 gallate (ECG), Gallo catechin
(GC) and Gallocatechin-3-gallate (GCG) were identified
from the bark of S. asoca and the bark of S. robusta. Cat-
echin, Epicatechin, and gallo catechin were found in the
stem of S. asoca and the bark of T. orientalis. Catechins
were not identified in the bark of P. longifolia.

Table 1 LC-MS/MS analysis of catechin fraction of selected species

Evaluation of acute oral toxicity

The acute oral toxicity of various extracts such as AB,
AS, SB, and TB were evaluated in Wistar rats. There
were no toxic signs and pre-terminal deaths. All the rats
gained weight through the observation period. At the
end of the observation period, the rats were sacrificed
using diethyl ether anesthesia and subjected to detailed
necropsy and no abnormality was detected.

Based on the results of the acute oral toxicity
(Acute Toxic Class Method) of the test extracts Wis-
tar rats, the LDsq of the test item may be classified as
GHS category 5 (LD 50 > 2000 mg/kg) as per OECD

Compound Molecular formula m/z MS/MS Present in Reference
[M-H]

Catechin Ci5H1406 289.2902 24830, 203.08, AB, AS, SB, TB [11]

Epicatechin CisH140¢ 289.2902 248.30, 203.08, 109.2 AB, AS, SB, TB [12]

Epicatechin-3 gallate C55H16040 4416401 289.28, 169.14 AB, SB [13]

Gallo catechin CisH140; 305.2614 289.28 AB, AS, SB, TB [11,13]

Gallocatechin-3-gallate CooHig014 4577621 305.26, 169.14 AB, SB [11,14]
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Fig. 4 LC-ESI-MS/MS analysis of Catechin fractions
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guideline no. 423, December 2001, and it is protective
in nature [15].

Evaluation of estrogenic activity

The results of the study showed that bilateral ovariec-
tomy has produced a significant decrease in uterine
weight, uterine glycogen content, and epithelial thinning
and endometrial atrophy of the uterus. In addition, a sig-
nificant decrease in serum HDL levels and a significant
increase in serum total cholesterol and triglyceride
levels, which also had an acyclic effect on the estrus
cycle, were observed in group 2, control animals when
compared to group 1, sham-operated animals (p < 0.05).
Among the test item treated groups, groups 3 and 4
treated with AB extract and groups 9 and 10 treated
with SB extract show a significant dose-dependent pro-
tection against bilateral ovariectomy-induced changes (p
< 0.05). The results of the study, therefore, conclude that
among the extracts tested, AB and SB extracts show sig-
nificant estrogenic activity under the testing conditions
and the model employed.

Effect of test items on body weight

No significant difference in the body weights was ob-
served with the treated groups (Table 2) when compared
to control group (p > 0.05).

Effect of test items on uterine weight

Bilateral ovariectomy produced a significant decrease in
uterine weights (Table 3) in group 2 control when com-
pared to group 1 sham (p < 0.05). Groups 3 and 4
treated with AB extract and groups 9 and 10 treated
with SB extract show a significant dose-dependent pro-
tection against bilateral ovariectomy-induced changes in
uterine weights (p < 0.05). In addition, Group 6 animals
treated with high dose of AS extract also show a signifi-
cant protection (p < 0.05).

Effect of test items on uterine glycogen content

Bilateral ovariectomy produced a significant decrease in
uterine glycogen content (Table 3) in group 2 control
when compared to group 1 sham (p < 0.05). Groups 3
and 4 treated with AB a non-significant protection
against bilateral ovariectomy-induced changes in uterine
glycogen content (p > 0.05). Other treated groups show
no protection against the ovariectomy-induced changes
in uterine glycogen content (p > 0.05).

Effect of test items on serum lipid profile

Bilateral ovariectomy produced a significant increase in
serum total cholesterol and triglyceride levels and signifi-
cantly decreased serum HDL levels in group 2 control
when compared to group 1 sham (p < 0.05). Among the
treated groups, only high doses of AB, AS, and SB extracts
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show significant protection against the ovariectomy-
induced changes in serum lipid profile (Table 3).

Effect of test items on estrus cycle

Bilateral ovariectomy produced arrest of estrus cycle at
diestrous phase in Group 2 control when compared to
Group 1 sham. Groups 3 and 4 treated with AB extract
and groups 9 and 10 treated with SB extract significantly
restore the acyclic effect of bilateral ovariectomy. Other
treatment shows no or minimal effects against bilateral
ovariectomy-induced acyclic effects.

Effect of test items on histopathology of uterus
Sham-operated animals (group 1) showed normal archi-
tecture of the uterus. Ovariectomized animals (group 2)
showed severe degree of atrophy of uterus characterized
by extensive areas of epithelial thinning and atrophy of
endometrial glands. Groups 3 and 4 treated with AB ex-
tract and groups 9 and 10 treated with SB extract show
a moderate degree of restoration of epithelial thinning
and atrophy of endometrial glands. The other treated
groups show either minimal or no protection against bi-
lateral ovariectomy-induced changes (Fig. 5).

Discussion

According to the National Medicinal Plant Board, Ministry
of AYUSH, Government of India, New Delhi, domestic de-
mand of Asoka bark is more than 100 metric tons per year.
The available cultivation never fulfilled the commercial de-
mands earlier nor can they do so in near future. The plant is
red listed in vulnerable category and is reported to be en-
dangered. Identification of a scientifically validated substitute
for the bark of Saraca asoca is an urgent need of Ayurvedic
industry [16, 17]. The purpose of this study was to identify a
scientifically validated alternative source for Asoka.

The bark of S. asoca is a rich source for many poly-
phenolic components. The estimation of major phenolics
such as total phenolics, total flavonoids, and total cate-
chins were estimated spectrophotometrically by various
methods. The phenolic profiling of selected barks showed
that S. asoca and T. orientalis contain higher amount of
polyphenolics and it is in agreement with the previous re-
ports [18, 19]. The bark of Shorea robusta also showed
comparatively higher phenolic content. Variation was also
noticed with respect to the nature of the solvent used for
extraction. The highest values were observed for hydroal-
coholic extracts and this might be due to the optimum po-
larity of the alcohol-water combination for extracting
maximum phenolic compounds [20].

Catechin estimation showed that the bark of S. asoca
contains the highest catechins compared all other barks. It
was also noticed that the catechin content of the stem of
S. asoca is very low. Catechins are naturally occurring fla-
vonols and well-demonstrated phytochemicals having a



Page 9 of 11

(2020) 6:10

C. T. et al. Future Journal of Pharmaceutical Sciences

OLLLFPLT LLOLT8E6L SE6TE€89L 0T6FSLSL S6STFLEEL  €T8FOTLLL  SO8FO0VOL  T66 F00¥6  8L6F LLV8 (od 'By/6w 00T) 9L TLD
L08 F8ZLZ 968FSL6L 669 F TL9L T8LF8YL  0SLFSLTL SYLLFOOVLL OTOLF00TOL 9€6FLLL6 LLOLFEELS (od 'By/Bw 00T) 9L :LLD
890L F8€ELT  LLLFSY6L LVOLFOL9L  908FL9¥L 608 F SLTL Y88 F LLLL  L69F0E00L 086 F €816 LLTLFLLT8 (‘od '6%/6w 00p) GS 01D
667L F80LT €9LLFTO06L 9TTLFOEIL 86LFTOPL 6,8 F TSTL €6 FSSLL  08LFO0CTOL 898 F €876 LSOL F€8T8 (od ‘6y/bw 007) 95 6D
6V'SLFLELT 6TTLF8E6L  SOLFTLOL LESTFLLVL  Y9STFLLTL 0€8FTTLL €6 F0L00L OEOLTFLLT6  Lb6F0S18 (od 'By/6w 007) 9d 8D
LOOL FLSLT  LL8F896L SL8F869L EC8FSOSL  L06F ESTL €E8F LYLL  LTLTFO8TOL E€L8FEECE6 €SOL T €8T8 (od 'By/6w 00T) 9d LD
SLOLFS607 €L0LFS88L LL6FSLIL 9T8FESYL  L6LTF8STL TT6 ¥ SOLL LL8 T €866 6L0LF €868 SLOLFST8 (od ‘6Y/bw 00b) SV 9D
LLZLF£607 +6LLFE88L  S9SFOPIL E€TLFSOYL  €9% F €0€L TSLFEELL ¥S6 FSTOL €98 F €868  0C8 F €88 (od '6/bw 00T) SV :$D
OLYL FTSLT STLLFL66L CVLLFOLLL TO9LFEVSL €LTL FTSEL LLZLFTPLL 99€L F €10l 9€VvL ¥€8/8 6LLLFE86L (od ‘6%/6w 00v) GV ¥O
08ZL FLL1T S6ELF8L6L SLLLFOELL 9L8FO0LSL 9SOLFGSSEL  8STLFELLL  L8YLF8SOL  ZEVLFS68 OLYLFLLOS (od ‘6y/Bw 00T) 9V €D
LO8 FTELZ LS8FTV6L  LLSFOVLL OELLFCLSL OLLLFOEEL OLZLFSELL  LOTLFTOOL OLTLFSL8  €L0LFS08 (od'By/wol 3PIYaA) [oRuU0) 7D
88 F LILT  €L9F8T6L YE9OFSTLL  6S9FETSL  6LSTOPEL  S88F000CL 8TOLFO8LOL SSTLFL9S6 LOLLFOST8  (0d 'By/jwoL dPIyan) weys 1o
SREEN JAEEN CREEN SREEI FAEEN € X9 [ EEN REEN 0 oM

(6) wbiem Apog

Jusudieal |

s1el Jo 1yblom Apoq Apjam UO Sl 1531 JO 10947 Z djqel



C. T. et al. Future Journal of Pharmaceutical Sciences (2020) 6:10

Page 10 of 11

Table 3 Effect of test items on uterus weight, on uterine glycogen levels, and on serum lipid profile

Treatment Organ weights (g) Uterine glycogen Lipid profile

Uterus level (%w/w) Total cholesterol (mg/dl) Triglycerides (mg/dl) HDL (mg/dl)
G1: Normal 091 + 033 052+ 0.1 10020 + 1038 81.67 + 7.94 4467 + 895
G2: Control 0.34 + 005" 0.38 + 005" 156.50 = 11.15 121.20 + 18.06" 2550 + 561%
G3: AB (200 mg/kg, p.o) 0.80 + 020" 045 + 008 136.50 + 1265 84.50 + 14.79" 3517 + 386
G4:AB (400 mg/kg, p.o.) 102+ 014 0.50 + 0.09 9883 + 14.08" 7917 +11.00° 4450 + 723
G5: AS (200 mg/kg, p.o) 0.36 + 0.08 0.26 + 0.05 14330 + 14.18 111.70 840 2817 + 584
G6: AS (400 mg/kg, p.o) 099 + 011" 0.29 + 006 109.20 + 13.18" 101.30 + 915" 4167 671
G7: PB (200 mg/kg, p.o.) 044 + 014 0.36 + 0.06 151.00 + 1667 106.00 + 8.02 26,00 + 836
G8: PB (200 mg/kg, p.o.) 053+ 0.14 032+ 004 137.70 + 1462 10650 + 1355 2550 + 5.54
G9: SB (200 mg/kg, p.o) 083+017 030 + 0.09 11320 + 18.12" 92.83 +10.80° 3683 + 6.73
G10: SB (400 mg/kg, p.o.) 1.00 + 009" 032 +006 10270 + 1461 8217 + 865 4050 + 900"
G11: TB (200 mg/kg, p.o.) 047 +0.12 032 + 007 149.20 + 1057 104.80 + 10.25 2867 + 1027
G12: TB (200 mg/kg, p.o.) 059 +0.12 034 + 0.05 15300 + 8.19 107.00 + 1035 2500 + 6.54

Values are mean + SD, n = 6, *p < 0.05 when compared to GP1 normal and *p < 0.05 when compared to GP-2 control by ANOVA followed by Dunnett’s post-test

variety of pharmacological properties [8]. Specific cate-
chins from various barks used were also identified by tan-
dem mass spectroscopic analysis. LC/MS analysis showed
that catechins such as Catechin, Epicatechin, Epicatechin-
3 gallate, Gallo catechin, and Gallocatechin-3-gallate were
found to be present in barks of both S. asoca and S. ro-
busta. Estrogenic activity of catechins and isoflavones are
well established [21, 22].

In Ayurveda, Asoka is primarily used for the manage-
ment of female reproductive problems. The estrogenic
activity of Asoka was evaluated in comparison with other
selected bark drugs. The study concluded that both S.
asoca and S. robusta showed significant estrogenic activ-
ity in experimental animals.

Conclusion

Phytochemical and pharmacological evaluation has
been carried out using plant parts of four medicinal
plants viz, S. asoca, P. longifolia, S. robusta and T.
orientalis to find out the substitute for Asoka. On
the basis of overall evaluation, the possibility of
using bark of Shorea robusta as a substitute for
Asoka is suggested for further studies. The present
study also revealed that the bark of P. longifolia
which is the common adulterant in the trading of
Asoka bark has entirely different chemical and bio-
logical properties and hence the adulteration of
Asoka with P. longifolia will adversely affect the
quality of finished formulations.

-

Fig. 5 Histopathology of the uterus of the normal, control, and treated group
.
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