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Abstract

benefits of the leaves and bark of S. palghatense.

biological properties tested.

Background: The plants belonging to the genus Syzygium has received much attention since ancient times due to
its multidimensional uses for mankind. These plants in general, reported to contain a wide array of phytomolecules
with a broad spectrum of biological activities that include antihypoglycemic, antioxidant, anti-inflammmatory,
anticarcinogenic, and antihypertensive properties. The pharmacological potential of S. palghatense which is
endemic to Western Ghats has not yet been investigated. The present study was intended to examine the potential

Results: Morpho-anatomical studies of S. palghatense provided useful details for the identification. The
pharmacological characterization of the plants shows significant results in their studied parameters. The total
phenolic and flavonoid contents were higher in methanolic extracts of leaves and bark of S. palghatense.
Methanolic extract of the leaves and bark have superior antioxidant capacity when compared with the chloroform,
ethyl acetate, and distilled water extracts. A significant result in alpha amylase and alpha glucosidase enzyme
activity was exhibited when antidiabetic study was performed.

Conclusion: The current study showed that the methanolic extract of S. palghatense leaves and bark have
significant pharmacognostic properties and potential antioxidant and antidiabetic compounds. Phytochemical
studies portray the presence of several biologically active secondary metabolites, including essential oil, alkaloid,
glycosides, carbohydrate, tannins, reducing sugar, phenolics, and saponins, which may be the reason for its
biological properties. As compared to bark, leaves of S. palghatense possess significant activity toward all the
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Background

Syzygium palghatense Gamble belongs to the family
Mpyrtaceae, endemic to Western Ghats were seen in
Parambikulam Wildlife Sanctuary, which is the third lar-
gest protected area in Kerala. The sanctuary is bordered
by Vazhachal forest division in the South, Chalakkudy in
the West, Nelliampathy Ghats continuous to the Palghat
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gap on the North, and the Indhira Gandhi Wildlife Sanc-
tuary on the East. The evergreen and shola forests in the
high ranges of the Western Ghats are ideal habitats for
Syzygium species with a high rate of endemism [1].
Phytochemical studies have attracted the attention of
plant scientists due to the development of new and so-
phisticated techniques. Phytochemicals could exhibit
bioactivities such as antimutagenic, anticarcinogenic,
antioxidant, antimicrobial, and anti-inflammatory prop-
erties [2]. Different species of Syzygium have been
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previously investigated in several pharmacological activ-
ities such as antibacterial, antifungal, analgesic, anti-
inflammatory, antihypoglycemic, antioxidant, anticarci-
nogenic, and antihypertensive properties. These plant-
derived phytochemicals with therapeutic properties
could be used as single therapeutic agent or as combined
formulations in drug development.

Tracing the available current literature, it was found
that there is no information on the pharmacological
characters of S. palghatense. Therefore, the following
work has been planned to examine the pharmacological
and biological activities to find out the potential benefits
of the plant under investigation.

Methods

Plant material: collection and identification

Leaves and bark of the S. palghatense were collected
from Nelliyampathy region of Nemmara forest division,
Palakkad, Kerala, India. The material was identified and
authenticated by Dr. P. Sujanapal, Scientist, Silviculture
Department, Kerala Forest Research Institute, Peechi,
Thrissur and Dr. A.K. Pradeep, Assistant Professor, De-
partment of Botany, University of Calicut. Collected
samples of leaves and bark were dried under shade and
powdered separately. The voucher specimen was depos-
ited in the Calicut University Herbarium, Department of
Botany, with accession number 7054.

Morpho-anatomical characterization

The shape of leaf, margin, color, and nature of bark were
examined. For studying, stomatal morphology and ven-
ation pattern, paradermal sections, as well as clearing of
leaf with 5% sodium hydroxide or epidermal peeling by
partial maceration employing Jeffrey’s maceration fluid
[3] were prepared. A rotary microtome has been used to
section the paraffin-embedded leaf and bark of the plant
sample. The sections were 10-12 pum thick. Toluidine
blue has been used to stain the sections [4].

Pharmacognostic characterization

Powder microscopy

Cell structure and behavior of the leaf and bark powders
were observed using standard procedures. The powder
form of leaf and bark sieved, stained with safranin, mounted
in glycerin, and observed under microscope [5, 6].

Fluorescence analysis

The powders of both leaves and bark of S. palghatense
was treated with several reagents such as acetone, aceto-
nitrile, methanol, and distilled water. It was further ob-
served under UV and visible light (254 nm and 366 nm)
to note the color produced after treatment and fluores-
cence character were studied [7, 8].
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Physicochemical characterization

Various physicochemical parameters (water-soluble ex-
tractive, alcohol-soluble extractive, petroleum ether ex-
tractive, ethyl acetate-soluble extractive, crude fiber,
vitamin A, vitamin C, minerals, heavy metals, total ash,
acid insoluble ash, water-soluble ash, and sulphated ash)
were investigated on the powdered sample of both leaves
and bark of S. palghatense [9-15].

Phytochemical characterization

Extraction

The collected leaves and bark of S. palghatense were
separately shade dried and powdered. Soxhlet extraction
method was used to extract leaves and bark of the plant
sample and were performed using different solvents in-
cluding, chloroform, ethyl acetate, methanol, and dis-
tilled water. After the extraction, the solvent was
evaporated using a rotary evaporator [16]. The total ex-
tractive values were calculated on dry weight basis by
the following formula:

Percentage extractive value (yield%)
Weight of dry extract

= x 100
Weight of the plant sample taken for extraction

The dried extracts were stored in refrigerator for fur-
ther studies.

Qualitative phytochemical analysis

Preliminary phytochemical investigations for secondary
metabolites were carried out using standard procedures.
The metabolites tested were alkaloids, flavonoids, glyco-
sides, saponins, carbohydrate, tannins, reducing sugar,
starch, phenolics, anthraquinone, fats and oils, essential
oils, proteins, aminoacids, steroids, and coumarin [16—22].

Quantitative phytochemical analysis

Alkaloids

Alkaloids in a plant sample were measured quantitatively
[17, 23]. In a 250 ml beaker, 2.5 g of the plant sample
was treated with 200 ml of 10% glacial acetic acid in
ethanol and allowed to stand for 4 h for extraction. The
extract was then concentrated in a water bath until it
was reduced to 1/4™ of its original volume. Concen-
trated ammonium hydroxide solution was added drop
wise till complete precipitation was achieved. The super-
natant was discarded after 3 h of sedimentation, and the
precipitate was washed with dilute ammonium hydrox-
ide and filtered. In an oven, the residue was dried and
measured. The percentage of alkaloid content in a given
amount of sample was determined using the following
formula,



Snehalatha and Rasmi Future Journal of Pharmaceutical Sciences

Weight of alkaloid

100
Weight of sample

Percentage of alkaloid =

Flavonoids

The aluminum chloride colorimetric assay was used to
determine total flavonoid content. In a 10 ml volumetric
flask, a reaction mixture of 1 mg/ml extract and 4 ml dis-
tilled water was prepared. To the flask, 0.30 ml of 5% so-
dium nitrite was treated and after 5 min, 0.3 ml of 10%
aluminum chloride was mixed. Two milliliters of 1 M so-
dium hydroxide was treated and diluted to 10 ml with dis-
tilled water after 5 min. A set of quercetin reference
standard solutions (20, 40, 60, 80, and 100 g) were pre-
pared. An UV/Visible spectrophotometer was used to
measure the absorbance of the test and standard solutions
against the reagent blank at 510 nm. The total flavonoid
content of the extract was calculated as pg/mg [24].

Glycosides

One milliliter extract and 1 ml Baljet’s reagent (freshly pre-
pared 95 ml 1% picric acid and 5 ml 10% NaOH, blended
immediately before use and filtered through a sintered glass
funnel) are combined and allowed to stand for 1 h. The so-
lution was diluted with 2 ml distilled water and mixed thor-
oughly. A spectrophotometer was used to measure the
color intensity against a blank at 495 nm [25].

Saponins

Ten milligrams diosgenin was dissolved in 16 ml metha-
nol and 4 ml distilled water to make a standard saponin
solution. Vanillin reagent (8%, 0.25 ml) was applied to
the aliquots for each tube, and sulfuric acid (72% v/v, 2.5
ml) was progressively added on the inner side of the
tube wall. The solutions were thoroughly combined be-
fore being moved to a 60 °C water bath. After 10 min of
incubation, the tubes were cooled for 3—4 min in an ice
cold water bath. Against a reagent blank, the absorbance
was measured at 544 nm. In aqueous methanol (80%, 0.1
ml), 0.1 g of freeze-dried sample was dissolved. At 544
nm, 0.25 ml aliquot was taken for spectrophotometric
determination of total saponins [26].

Total carbohydrate

One hundred milligrams of the sample was taken in a
boiling tube and hydrolyzed for 2—3 h with 5 ml of 2.5
N HCI in a boiling water bath before being cooled to
room temperature. Until the effervescence ceased, neu-
tralized it with solid sodium carbonate. The volume was
made up to 100 ml, centrifuged, and the supernatant
was collected, and 0.2 to 1 ml was taken for analysis.
The standards were prepared by taking 0.2—-1 ml from
the working standard of glucose (10 mg/100 ml) with
distilled water to make up to 1 ml. One milliliter water
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serves as a blank; fill the tubes with distilled water to 1
ml, then add 4 ml anthrone reagent and heat in a boiling
water bath for 8-10 min. The glucose concentration in
the sample was determined [27].

Tannin

The Folin-Ciocalteu method was used to determine the
amount of tannin in the sample. The measurement of
blue color produced by the reduction of phosphotung-
stic molybdic acid by tannin-like compounds in an alka-
line medium is used to colorimetrically estimate tannins.
With distilled water, 1 ml of extract and a standard solu-
tion of tannic acid (20-100 pg) were made up to 7.5 ml.
After that, 0.5 ml Folin-Ciocalteu reagent and 1 ml so-
dium carbonate solution (35%) were added. The volume
was made up to 10 ml with distilled water and the ab-
sorbance was assessed at 700 nm [28].

Reducing sugar

Homogenized sample (100-500 mg) was transferred to a
beaker. Then, 5 ml warm ethyl alcohol was added and
mixed for 15-20 min with a glass rod. In a centrifuge
tube, the supernatant was decanted. The residue was re-
extracted for two times with 3 ml portion of ethyl alco-
hol. The supernatant was combined in a centrifuge tube,
and the ethanol was evaporated on a water bath (70-80
°C) until the residue was dry. The sugar was dissolved in
10 ml distilled water. Centrifuged for 15-20 min at
1000-1200 rpm. Pipette the standard solutions of 0, 0.5,
1.0, 1.5, 2.0, 2.5, and 3.0 ml into clean numbered test
tubes. In two numbered test tubes, a 1 ml alcohol ex-
tract of the sample was taken. Further, 3.0 ml solution
volume prepared by adding 3.0, 2.5, 2.0, 1.5, 1.0, and 0.5
ml distilled water to the appropriate numbered tubes.
Three milliliters of alkaline dinitrosalicylic acid reagent
was added. For 5 min, all test tubes are placed in a boil-
ing water bath. One milliliter sodium potassium tartrate
solution was added to all tubes while they were still hot.
The absorbance of orange red color was measured at
510 nm after proper mixing and cooling [29].

Phenol

The aliquot of sample was pipetted out and the volume
in tube was increased to 3 ml with distilled water. Then,
0.5 ml Folin-Ciocalteau reagent and 2 ml sodium bicar-
bonate solution (20%) were added; the tubes were
immersed in boiling water bath for 1 min. In a spectro-
photometer, the absorbance was measured at 750 nm
after the tubes were cooled [30].

In vitro antioxidant activity

DPPH radical scavenging assay

Different solvent extracts (chloroform, ethyl acetate,
methanol, and distilled water) of leaves and bark of S.
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palghatense were tested for its scavenging activity
against the stable free radical DPPH (2,2-diphenyl-1-
picrylhydrazyl). When DPPH is in its radical form, it
has a 517 nm absorption band that disappears when
it is reduced. Different concentrations of the sample
were added to 0.375 ml of freshly prepared DPPH so-
lution in methanol. The volume was made up to 2 ml
with respective solvents. The absorbance of the reac-
tion mixture was measured at 517 nm after 20 min
of incubation in the dark. The percentage inhibition
was calculated and concentration needed for ICs, was
estimated [31].

Superoxide radical scavenging assay

Superoxide scavenging activity of the different solvent
extract of the plant sample was determined by nitro-
blue tetrazolium (NBT) reduction method [32]. It de-
pends on the light-induced superoxide generation by
riboflavin and the corresponding reduction of NBT.
Various concentrations of the plant extracts was
added to the reaction mixture consisting of 0.1 M
ethylene diamine tetra acetic acid (EDTA) containing
0.3 mM NaCN, 0.12 mM riboflavin, 1.5 mM NBT,
and 0.067 M phosphate buffer making up the volume
to a total of 3 ml. The tubes were uniformly illumi-
nated with an incandescent lamp for 15 min and the
optical density was measured at 560 nm before and
after the illumination. The percentage inhibition was
evaluated by comparing the absorbance values of the
control and the experimental tubes [32].

Hydroxyl radical scavenging activity

Hydroxyl radical scavenging activity was measured by
the competition between deoxy 2-ribose and plant ex-
tracts. The reaction mixture contained ferric chloride
(100 pM), EDTA (100 puM), deoxy-2-ribose (2800 puM),
phosphate buffer (100 pM, pH 7.4), hydrogen peroxide
(100 pM), ascorbic acid (100 pM), and various volumes
of sample (2—12 pl) in a final volume of 1 ml. Incubated
reaction mixture at 37 °C for 1 h. At the end of incuba-
tion, 1.5 ml of acetic acid (20%, pH 3.5), 0.2 ml of so-
dium dodecyl sulfate (SDS, 8.1%), and 1.5 ml of tertiary
butyl alcohol (TBA, 0.8%) were added to 0.4 ml of reac-
tion mixture. After thorough mixing, the reaction mix-
ture was incubated at 100 °C for 1 h, and the formation
of thiobarbituric acid reactive substances (TBARs) was
determined using a spectrophotometric method at 532
nm. All of the experiments were performed in triplicate,
and the percentage of inhibition was determined using
the following formula: Percentage of inhibition = [A. -
A]/A. x 100; A, and Ay is the absorbance of control and
sample respectively [33].
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Fig. 1 Flowering twig

Ferric-reducing antioxidant power assay

The antioxidant capacity of different extracts was es-
timated. The method measures the ferric reducing
ability (ferric-reducing antioxidant power, FRAP).
When a ferric tripyridyl triazine (Fe III-TPTZ) com-
plex is reduced to ferrous (Fe II) form at low pH, an
intense blue color with an absorption maximum at
595 nm is developed. FRAP reagent (25 ml 300
mmol/L acetate buffer, pH 3.6; 2.5 ml 10 mmol/L
TPTZ (2,4,6-tripyridyl-s-triazine) in 40 mmol/L HCl
and 2.5 ml 20 mmol/L Fecl3.6H,O solution), pre-
pared freshly and 900 pl was mixed with different
concentration of plant extract and made the volume
up to 1 ml using distilled water. The reaction system
was incubated at 37 °C for 20 min. Reading was
taken against distilled water blank at the absorption
maximum 595 nm in spectrophotometer. The per-
centage increase in the ferric reducing activity was
then calculated [34].

Fig. 2 TS. of leaf
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Fig. 3 Stomata

Anti-diabetic activity

Alpha amylase inhibitory assay

One percent phosphate buffer and the starch solution was
prepared and incubated with 500 pl enzyme (a-amylase)
for 10 min at 37 °C. Then, 1 ml of (20, 40, 60, 80, and 100
pg/ml) isolated pooled fractions from methanol extract of
leaves and bark of S. palghatense was added to the enzyme
solution. Further, 2 M of NaOH is applied to stop the re-
action process. One milliliter of dinitro salicylic acid is
mixed and the reaction is maintained in the hot water
bath for 5 min. After completion of incubation, test tubes
were cooled by running tap water, and the final volume of
test solution was to make up to 10 ml using sterile dis-
tilled water and absorbance was measured at 540 nm.
Acarbose was used as a reference substance [35].

Alpha glucosidase inhibitory assay

One milligram of the a-glucosidase enzyme (isolated
from Saccharomyces cerevisiae) was suspended with 100
ml neutral phosphate-buffered saline buffer which con-
tains the 200 mg of bovine serum albumin [36]. The
various concentrations (20, 40, 60, 80, and 100 pug/ml) of

Fig. 4 Epidermal cells with cicatrix
.

Fig. 5 T.S of bark showing a collapsed phloem zone with b dilated
phloem rays

Fig. 6 Phelloderm with prismatic crystals
.
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a
Fig. 7 Powder analysis of S. palghatense leaves (a) and bark (b)
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isolated pooled fractions from methanol extract of leaves
and bark of S. palghatense were added with reaction
mixture (10 pl of pH 6.8 phosphate buffer; 490 pl of 5
mM p-nitro phenyl a-d glucopyranoside (p-NPG)). The
reaction mixture was incubated at 37 °C for 5 min then
added 250 pl of a-glucosidase (0.15 unit/ml) and again
incubated at 37 °C for 15 min. Then reaction mixture
was allowed to cool and added 2 ml of sodium carbonate
(200 mM) to stop the reaction. The activity of enzyme
inhibition was measured at 405 nm and acarbose was
utilized as a reference compound.

Percentage calculation

Percentage of free radical scavenging and a-amylase and
a-glucosidase inhibition was measured using the follow-
ing formula: Percentage Inhibition/scavenging activity =
[(Acontrol - Asample)/(Acontrol)] x 100. Where A =
absorbance.

Results

Morpho-anatomical features

S. palghatense is a small tree up to 15 m in height.
The bark is smooth, grayish outside, and muddy
brown within. The leaves are simple, opposite, or

Table 1 Fluorescence analysis of S. palghatense leaves and bark

sub-opposite. Flowers are bisexual, white in terminal
or axillary cymes. The leaf has plano-convex midrib
and smooth lamina. The vascular strand consists of
an arc of collateral xylem-phloem tissues. The xylem
consists of elliptical thick-walled and lignified cells.
The stomata are tetracytic or pentacytic (cyclocytic).
Some of the epidermal cells were modified into epi-
dermal trichomes. The peculiar features of the epider-
mal cells are presence of several radiating cells, called
rosette cells. The entire structure is called cicatrix.
The calcium oxalate crystals are seen deposited along
the veins. The crystals are prismatic type. The indi-
vidual prismatic crystals are located in each cell and
the crystals are in vertical row.

The bark is wide with rough and fissured surface and
consists of very thick periderm, well-developed cortex,
and wide secondary phloem. There is presence of ligni-
fied phelloid layers in the phellem region. It acts as dead
portion of periderm and function as protective barriers.
Secondary phloem is the major component of the bark
and calcium oxalate crystals are abundantly seen in the
phloem cells. Secondary phloem is differentiated into
two different zones, collapsed phloem, and uncollapsed
phloem. The crystals are prismatic in shape. They are

S. palghatense 254 nm UV light 366 nm UV light Visible light

leaf and bark . Leaves Bark Leaves Bark Leaves Bark
powders treated with,

Acetone Dark Dark Bluish black Bluish black Dark green Dark green
Acetonitrile Dark Dark Dark blue Dark blue Green Green
Methanol Black Black Blackish blue Blackish blue Greenish black Greenish black
Distilled water Black Black Bluish black Bluish black Blackish green Blackish green
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Table 2 Physicochemical analysis of S. palghatense leaves and

bark
Parameters Values

Leaves Bark
Total ash 3.30% 5.30%
Water soluble ash 2.54% 1.82%
Acid insoluble ash 0.53% 0.21%
Sulphated ash 3.67% 743%
Water soluble extract 30.51% 32.87%
Alcohol soluble extract 31.86% 3243%
Petroleum ether extract 17.87% 10.51%
Ethyl acetate soluble extract 13.72% 8.11%
Crude fiber 15.39% 13.10%
Vitamin C 6.19% Absent
Calcium 1.8% 3.50%
Potassium 0.52% 0.31%
Sodium 0.21% 1.23%
Copper 48.28 mg/kg 49.23 mg/kg
Zinc 10.82 mg/kg 7.55 mg/kg
Manganese 4.60 mg/kg 2.55 mg/kg

mostly cuboidal in shape. They occur in ray parenchyma
cells, phelloderm cells, and marginal cells of ray cells
(Fig. 1, 2, 3, 4, 5, and 6).

Powder analysis

The powder analysis plays a significant role in identifica-
tion of crude drug. These characters will help in the iden-
tification of right variety and search for adulterants. This
is one of the simplest and cheapest methods to start
with for establishing the correct identity of the source
materials. It is useful for further pharmacological and
therapeutic evaluation along with the standardization
of plant material. In the present investigation, powder
microscopic studies revealed the presence of stomata
on epidermal cells, sclereids, fibers and vessels, starch
grains, and crystals in leaves. In bark, septate fiber
with starch grains, crystal fiber associated with starch
grains, stone cells, fiber-associated crystals, fiber with
starch grains, and sclereids were found (Fig. 7).

(2021) 7:147

Page 7 of 13

Florescence analysis

Various chemical constituents present in plant material
exhibit fluorescence. In daylight, some fluoresce in the
visible range. Many natural products that do not fluor-
esce in daylight develop fluorescence when exposed to
ultraviolet light. Even though some compounds are not
fluorescent, they can be transformed into fluorescent de-
rivatives using various chemical reagents, enabling us to
evaluate the quality of some crude drugs using fluores-
cence, which is the most significant parameter in phar-
macognostical evaluation.

The leaves and bark of S. palghatense were analyzed
for their fluorescent properties, and color variations
were observed under visible and ultra-violet light. The
results are presented in Table 1. The fluorescence
analysis of leaf and bark powder of S. palghatense
showed dark (254 nm UV light) and bluish black (366
nm UV light) color when treated with acetone. Green
color was observed in acetonitrile under visible light.
Various colors like greenish black, bluish black, and
dark green were also observed under different light
conditions.

Physicochemical analysis

The physico-chemical values of leaves and bark of S.
palghatense were studied and tabulated. The determin-
ation of ash value gives an idea of the sandy or earthy
matter, the inorganic composition, and other impurities
present along with the drug. The total ash value is useful
to exclude drugs, which have been adulterated with
chalk, lime, or calcium sulfate. It is a valuable test to ver-
ify the quality of drug and any variation in the compos-
ition may cause a change in the extractive values. Thus,
it helps in the determination of exhausted or adulterated
drugs. Both leaves and bark of S. palghatense show high
nutritional values (Table 2).

Phytochemical studies

Methanolic and distilled water extracts of S. palghatense
leaves and bark shows higher percentage of yield as
compared to other solvent extracts (Table 3). In this
study, the extractive values were observed to increase
with increasing polarity of the solvent used.

Table 3 Percentage of yield of different extracts of S. palghatense leaves and bark

Solvents Weight Color of extract Weight of Extractive
of plapt Leaves Bark dried extract (g) value (%)
material (g)

Chloroform 20 Light green Light brown 0.2 1

Ethyl acetate 20 Pale green Light yellow 0.28 14

Methanol 20 Dark green Brownish yellow 4.5 225

Distilled water 20 Dark green Dark brown 4.8 24
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Table 4 Phytoconstituents present in the different solvent extracts of S. palghatense leaves and bark

Qualitative Solvent extracts
analysis Chloroform Ethyl acetate Methanol Distilled water
SPL SPB SPL sPB SPL SPB SPL sPB

Alkaloids - - - - + + + +
Flavonoids - - - - - - — _
Glycoside - - - - + + — _
Saponins - - - - - - + +
Carbohydrate - - - - + + + +
Tannin - - - - + + + +
Reducing sugar - - - - + + + +
Starch - - - - - - — _
Phenolics - - - - + + + +
Anthraquinone - - - - - - — _
Fatty oil - - - - - — _ _
Essential oil + + + + + + + +
Proteins - - - - - - — _
Amino acids - - - - - — _ _
Steroids - - - - - - — _
Coumarin - - - - - - _ _

SPL Syzygium palghatense leaves, SPB Syzygium palghatense bark; —: Absent; +: Present

Qualitative analysis

Methanolic and distilled water extracts of both leaves
and bark of S. palghatense contains more phytoconstitu-
ents as compared to chloroform and ethyl acetate ex-
tracts (Table 4). The essential oil, alkaloid, glycosides,
carbohydrate, tannins, reducing sugar, and phenolics
were present in both methanol and distilled water ex-
tracts of S. palghatense. Saponin present in distilled
water extracts of leaves and bark of S. palghatense.

Quantitative analysis

S. palghatense leaves and bark contain significant
amount of phytoconstituents (Table 5). Methanol ex-
tracts of leaves of S. palghatense contain 128.8 pg/mg

alkaloid, 180 pg/mg flavonoids, 318.5 pug/mg glycosides,
and 237.4 pg/mg tannin. Bark contains 130 mg/g total
carbohydrates. Both leaves and bark of plant have higher
amount of phytoconstituents in the methanol and dis-
tilled water extracts.

Antioxidant activity

Leaves and bark of S. palghatense shows scavenging
effects toward DPPH, hydroxyl, and superoxide radi-
cals. A significant activity was also found in the
ferric-reducing antioxidant power assay. The scaven-
ging compounds were expressed in terms of its
hydrogen donating ability. In DPPH assay, a dose-
dependent scavenging activity was observed in the

Table 5 Quantitative amount of phytoconstituents present in the leaves and bark of S. palghatense

Parameters Leaves (ug/mg gallic acid equivalent) Bark (ng/mg gallic acid equivalent)
Methanol Distilled water Methanol Distilled water

Alkaloids 128.8 ug/mg 88.8 ug/mg 40 ug/mg 177.7 ug/mg

Flavonoids 180 pg/mg 146.25 pg/mg 141.25 pg/mg 61.25 pg/mg

Glycosides 3185 pg/mg 2345 pg/mg 147.5 pg/mg 123 yg/mg

Saponin 145.5 pg/mg 42.25 pg/mg

Total carbohydrate 81.25 mg/g 130 mg/g

Tannin 2374 pyg/mg 250 pg/mg 186.5 pg/mg 130 pg/mg

Reducing sugar 28 mg/g 4.77 mg/g

Phenol 1003 pg/mg 100.5 pg/mg 86 ug/mg 804 ug/mg
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Table 6 DPPH radical reducing activity of different solvent
extracts of S. palghatense leaves and bark

Solvent DPPH radical scavenging activity (ICso) pg/ml
extracts S. palghatense leaves S. palghatense bark
Chloroform No activity No activity

Ethyl acetate 125 + 0.7071 76 £ 1.044

Distilled water 2.75 £ 0.07 8 + 1.080

Methanol 1625 £ 0.035 445 + 00707

ICsp inhibitory concentration at 50%; values are mean + standard
deviation (SD)

range of 1-5 pg/ml of the methanol extract of both
leaves and bark of the S. palghatense. Due to the sig-
nificant inhibition of methanol extracts of both leaves
and bark of the S. palghatense, it was taken for the
further biological activities instead of other solvents
(Table 6).

Methanoic extracts of both leaves and bark of S.
palghatense shows significant results in the super-
oxide radical scavenging assay, hydroxyl radical scav-
enging activity, and ferric-reducing antioxidant
power assay as compared to chloroform, ethyl acet-
ate, and distilled water extracts (Figs. 8, 9, 10, 11,
and 12). The ICsy value of the methanolic extract of
leaves in DPPH, superoxide radical scavenging assay,
hydroxyl radical scavenging activity, and ferric-
reducing antioxidant power assay was estimated to
be 1.625 + 0.035, 52 + 0.375, 62 + 1.821, and 2.737
+ 0.06 pg/ml respectively and in bark 4.45 + 0.0707,
63 + 1414, 64 + 1.29, and 2.407 * 0.049 pg/ml
respectively.
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Anti-diabetic activity

In alpha amylase and alpha glucosidase inhibitory assay,
significant activity was found in both leaves and bark of
S. palghatense (Tables 7 and 8). Percentage of inhibition
was increasing according to the concentration of sol-
vents used. This shows that the plant possess significant
anti-diabetic activity. Methanolic extracts of both leaves
and bark of S. palghatense exhibited 91.27 + 0.58 and
86.46 t 0.65 percentage of inhibition, respectively in
alpha amylase inhibitory assay. In alpha glucosidase in-
hibitory assay, it shows 87.47 + 0.40 and 82.57 + 0.42
percentages of inhibition in leaves and bark of S. palgha-
tense respectively.

Discussion

Pharmacognostical and phytochemical analysis of the
leaves and bark of Syzygium cumini were studied by dif-
ferent scientists and reported that Syzygium has various
medicinal properties [37]. But there are no reports in the
literature on the bioactive screening and pharmacognos-
tic efficacy of the S. palghatense, which is endemic to
Western Ghats. Thus, present study is the first report on
this plant and unraveling the pharmacognostic studies of
S. palghatense.

Morpho-anatomical studies of the plant provided an
insight into the constructive information with regards
to the identification. Both leaves and bark of S. pal-
ghatense have peculiar features in their plant parts,
which differentiate this plant from other species of
Syzygium.

S. palghatense also shares common anatomical charac-
ters with other Myrtaceae. Some of these features in-
clude the presence of calcium oxalate crystals, internal
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Fig. 8 DPPH radical reducing activity of methanol extracts of S. palghatense leaves and bark. Error bars represent the standard error of observed
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Fig. 9 Ferric reducing antioxidant power activity of S. palghatense leaves and bark. Error bars represent the standard error of observed data in all
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phloem, and schizogenous secretory cavities. Anatomical
characters described here largely agree with other spe-
cies of Syzygium [38]. The function of calcium oxalate
crystals is not completely clear, but has been related to
the regulation of calcium and other minerals [39] as well
as protection against herbivores and pathogens [40, 41].
Powder microscopic studies revealed the quality of
leaves and bark of the S. palghatense and it can be used
for the further drug development. Some chemical con-
stituents present in the extracts shows fluorescent char-
acter under ordinary light and some other chemical
constituents present in the extracts were responsible for
the fluorescence character under ultraviolet light. The

fluorescent analysis of powdered drugs is crucial for
evaluating the drug’s quality and purity.
Physico-chemical properties of the plant sample helps
in the determination of adulterated drugs. In the present
investigation, S. palghatense exhibited higher nutritional
value. Similar studies were carried out in S. cumini [42].
Phytochemicals such as flavonoids, phenols, and pB-
carotene are present in food that we daily intake. The
combined action of phytochemicals through a variety of
mechanism may induce antioxidant capacity. Phenolics
compounds are powerful donors of hydrogen, which
make them good antioxidants [43, 44] and are largest
found compounds which is widely distributed
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Fig. 10 Hydroxyl radical scavenging activity of S. palghatense leaves and bark. Error bars represent the standard error of observed data in all
six replications
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Fig. 11 Inhibition of superoxide radicals-riboflavin photoreduction method of S. palghatense leaves and bark. Error bars represent the standard

phytochemical of plants. In the present study, the phen-
olic content of the methanolic extract of S. palghatense
leaves and bark were 100.03 and 86 pg/mg gallic acid
equivalent respectively. The result reveals that S. palgha-
tense bear high phenolic content and that may the rea-
son behind its antioxidant activity. Saponins are groups
of secondary metabolites found in plants and regarded
as high molecular weight compounds. Saponins were
found to present in aqueous extracts of leaves and bark
of S. palghatense. Alkaloids are natural products that
contain heterocyclic nitrogen atoms which have

significant role in protection and survival of plant [45].
Alkaloids were found to be present in both methanol
and distilled water extracts of leaves and bark of S.
palghatense.

A positive correlation was observed between total anti-
oxidant activity and total phenolic contents. The plants
with high antioxidant and antidiabetic potential have in-
creased amount of polyphenols [46, 47]. The antioxidant
property of the Syzygium species may come in part from
the antioxidant vitamins, phenolics, tannins, and antho-
cyanin compounds present in the plant parts. The
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Fig. 12 ICs, value of the S. palghatense leaves and bark in DPPH radical scavenging assay, hydroxyl radical scavenging activity, and superoxide

SOD
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Table 7 Alpha amylase inhibitory assay of S. palghatense leaves

and bark

Concentration Percentage of inhibition (%)

(kg/pl) Leaves Bark

20 3846 + 1.02 3546 + 1.00
40 49.15 £ 081 46.61 £ 0.89
60 6144 + 0.75 5946 + 0.76
80 82.03 + 0.69 7533 £0.71
100 91.27 £ 0.58 86.46 = 0.65

Values are mean + standard deviation (SD)

observations from the present investigation confirm the
medicinal use of S. palghatense leaves and bark extracts
as a natural antioxidant and justify the ethnobotanical
approach in the search for novel bioactive compounds.
Syzygium species which have a high alpha glucosidase
inhibitory activity are S. cumini and S. syzygoides [48].
The leaves of S. cumini significantly inhibited the alpha
amylase in a dose dependant manner [49]. Similar re-
sults were noticed in the present investigation.

In the present study, potentiality of the plant is due to
the presence of alkaloid, tannin, flavonoids, phenols, and
other phytoconstituents present in the leaves and bark
of S. palghatense.

Conclusion

The first step in determining the identification and de-
gree of purity of herbal materials is to conduct pharma-
cognostic studies. Morpho-anatomical characteristics,
physicochemical analysis, powder characteristics, fluores-
cence analysis, and antioxidant and antidiabetic potential
of S. palghatense leaves and bark were listed in the
current study. This pharmacognostic studies has never
been published before in this plant species, making this
the first report to include an extensive pharmacognostic
profile of S. palghatense, which will aid in the proper
identification and authentication of the species for future
research. The current study discovered that the metha-
nolic extract of S. palghatense leaves and bark has phar-
macognostic properties as well as potential antioxidant
and anti-diabetic compounds. The presence of several

Table 8 Alpha glucosidase inhibitory assay of S. palghatense
leaves and bark

Concentration Percentage of inhibition (%)

(kg/ul) Leaves Bark

20 3750 = 0.74 3346 + 0.80
40 4536 + 0.67 4421 £ 0.71
60 54.84 + 0.51 52.16 = 0.69
80 68.62 + 048 64.31 + 0.54
100 8747 + 040 82.57 + 042

Values are mean + standard deviation (SD)

(2021) 7:147
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biologically active secondary metabolites, including es-
sential oil, alkaloid, glycosides, carbohydrate, tannins, re-
ducing sugar, phenolics, and saponins, which may be the
reason for its biological properties. As compared to bark,
leaves of S. palghatense possess significant activity to-
ward all the biological properties.

Abbreviations

S. palghatense: Syzygium palghatense; DPPH: 2,2-Diphenyl-1-picrylhydrazyl;
ICso: Inhibitory concentration at 50%; FRAP: Ferric reducing antioxidant
power; SPL: Syzygium palghatense leaves; SPB: Syzygium palghatense bark
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