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ABSTRACT

To mvestigate the Ant1 bacterial and Anti fungal activity of crude extract of Petroleum ether, Chloroform and Methanol
obtained from Glycosmis pentaphylla. All the extracts were prepared from Glycosmis pentaphylla fresh leaves
of by hot percolation method in soxhlet apparatus. All the extracts of Glycosmis pentaphylla were tested for
antibacterial efficacy agamnst staphylococcus aureus , Streptococci, Klebisella aerogens , Lischerichia coli and
antifungal ethcacy against Candida albicans and Aspergillus niger. The Antibacterial and Ant1 fungal eftect produced
by Amikacin and Griseofulvin. The Methanolic extract was found to be more effective and showed Anti bacterial
and Antifungal activity against the entire organisms tested.
Key words: Glycosmis pentaphylla, Antimicrobial activity, Petroleum ether extract, Chloroform extract, Methanol
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1.Introduction
Glycosmis pentaphylla (Commom Name :

Anam, Ban nimbu, Ashvashakota) an erect shrub of

0.9 tol.8 m. height. Twigs tomentose, terete. Leaves
alternate, 3-7 foliolate; the rhachis terete, tomentose,
stout up to 18 c¢m long. Leaflets alternate or sub
opposite, 7.5-18 by 3.8-9 cm., elliptic rhomboid or
ovate, acuminate or acute, base cuneate usually acute
and oblique, entire rarely obscurely toothed, pubescent
on both surfaces especially along the nerves, glandular
especially on the leat margin, pellucid-punctate, thinly
coriaceous aromatic when crushed, with about 7-12
pairs of lateral nerves (Yoganarasimhan,2000;
ThewealthofIndia,1956:Kritikar,1996:Indian
pharmacopoeia, 1985). Petiole 1.25-5 mm long.
Flowers Smm diameter, yellowish tetramerous, in
termunal softly pubescent panicles 10-30 cmlong. Juice
of the leaves used n liver complamts. Root decoction
given for facial inflammations. Wood used in snake-
bite. Flowers and leaves used in low fever. Leaves in
the form ofpaste used in skin aftections. Leaves used
m vermifuge. Decoction of leaves 1s antidote for eczema,
skin troubles. Roots have been used for anti
inflammatory. Plant used in anemia, bechic, jaundice.

The plant also having antibacterial, antifungal,
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antiprotozoal activity. Berry 1-1.8 cm long, ovoid, pale
orange, verrucose with tufts of short hair or glabrescent
when ripe. The leaves of G.pentaphylla contain a
olycoside glycosmin and alkaloids like glycosin, arborine,
olycosminine, arbormine, glycolone. Root bark contains
Acridone alkaloids Noracronycine, de-
methylacronycme, quinazoline alkaloid ,Glycophymine,
Glycosolone, glycolone, Amide, glycomide. Flowers
contain alkaloids and amides like glycorine,
clycosmicine, benzamide-2-methylamino, also contains
carbazole alkaloid Mupamine. The presence of
quinazoline bases 1s significant in connection with the
local use of the leaves as a febrifuge(Harbone, 1973;
Akhtar husain, 1992 ;Chopra,1956).
2.Materials and Methods
Plant material

Different parts of Glycosmis pentaphylla were
collected and the parts were cut mto small pieces and
shade dried. The plant materials were collected in the
month of April from Erode district of Tamilnadu. The
plant materials were taxonomically identified and the
voucher specimens have been preserved in our
laboratory for future reference.
Extraction

The whole parts of Glycosmis pentaphylla
were dried in shade and powdered to get coarse
powder. About 225gms of dried powder was extracted
with petroleum ether (40°-60°C) by continuous hot
percolation usmg Soxhlet apparatus. The extraction was
contmued for 72 hours. The petroleum ether extract was
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filtered and concentrated to a dry mass by using vacuum
distillation. A green waxy residue (2.6gms) was obtamed.
[t was again extracted with chloroform for 72 hours.
The chloroform extract was concentrated and a light
brown residue (1.9gms) was obtained.

The marc left after the chloroform extraction
was dried and extracted with methanol continued up to
72 hours. The extract was filtered and concentrated by
vacuum distillation. A greenish brown colour residue
(3.9 gms) was obtamed.

Physico- Chemical standards

Physico- chemical parameters of the powdered
drug such as ash value, extractive value, loss on drying
were performed according to the method(The
Ayurvedic pharmacopoeia of India,1996;
Pharmacopoeia of India,1996;Khandalwal, 1999).
Extracts were prepared by various solvents by standard
methods and percentage of dry extract was calculated
in terms of air-dried leaf powder (Table 1, 2, 3).
Fluorescence characteristics

When physical and chemical parameters are
madequate as 1t often happens with the powdered drugs,
the plant material may be identitied from themr adulterants
on basis of fluorescence study(Pratt,1949;
Kokosk1,1958) (Table 4).
Behaviour of leaf powder with different chemical
reagents

Behaviour ofleat ot Glycosmis pentaphylla with

different chemical reagents was performed to detect the
occurrence of phytoconstituents along with colour
changes under ordinary daylight by standard
method(Singh) (Table 5).
Preliminary phytochemical investigation

The qualitative chemucal test of various extracts
of Glycosmis pentaphylla was carried out using
standard procedure(Trease,1983;Kokate, 1996;
Harbone,1973;Plaisted, 1958). Carbohydrates, Tannins,
Alkaloids, Cardiac glycosides, Flavanoids and
Phytosterols were present in all the extracts(Table 6).
Thin Layer Chromatography

About 30gms of silica gel — G was weighed out

and 1t was shaken with 100ml of water to form a
homogenous suspension. The suspension was poured
into a thin layer chromatography applicator which was
adjusted to 0.25mm thickness. 20 to 40 Carrier plates
(20.5cm) were laid down for air drymg. The plates were
kept n the hot air oven at 110°C for one hour to activate
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the silica gel — G. The plates were stirred n a dry
atmosphere and used whenever required. By using the
capillary tube the extracts are spotted on the T.L.C
plates 2cm above the bottom and 1n the chromatogram
m various solvent systems for ditferent compounds. The
spots are developed m solvent system were 1dentified
by means of different Spraying
reagents(Egonstahl 2005;Karel macek, 1972) (Table 7).
HPTLC fingerprinting of alcoholic extract
HPTLC instrumentation

Quantitative and qualitative analysis was
performed with the help of HPTLC instrument
(Seth1, 1996;Gandhimathi,2009). The HPTLC system
(Camag, Muttenz, Switzerland) consists of
(1) TLC scanner connected with a PC running
WmCATS 1.4 .3 software under MS Windows
(2) Lincomat V Sample applicator
(3) Photo documentation system Camag
Spotting of samples

The chromatographic estimation was performed
by streaking the extracts in the form of narrow bands of
8mm length on the percoated silica gel 60 F254
alumimium TLC plate, at a constant apphication rate of
15 uland 100uL was employed with help of Camag
100 ul syringe connected to a Nitrogen tank; using a
Camag Lmomat V (Camag, Muttenz, Switzerland). The
space between three bands was kept 15mm.5u of 1%
concentration solution from each three extracts
(Methanol, Choloroform and Petroleum ether) was
placed as a spot.
Plate development and chromatographic
conditions

After spotting the plate, 1t i1s subjected to linear
ascendmg development n a solvent system of Toluene:
Acetone n the ratio of 9:1 v/v; at Camag Twin Trough
glass chamber, which was saturated with the same
solvent systemat room temperature just 10mmutes prior
to development.
Scanning of plate

TLC plate was dried in flowing air at room
temperature. Densitometric scanning was carried out usmg
Camag TLC Scanner III between wavelength ot 200-
450nm with a sht dimension of 6.00 x 0.30mm, with
scanning speed of 20nm/s and data resolution was at
100um/ step. The source lamps for radiation were deuterum
and tungsten lamps. The chromatograms were generated
usmg WinCAT'S evaluation software (Version 1.4.3).
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