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ABSTRACT

The main objective of my present research work fntd out the good pharmacological properties fromadicinal
plants with their preliminary phytochemical studydaalso to evaluate the analgesic activity of Ansges latifolia
belongs to combretaceae family on mice by acetid aecd formalin induced pain model. Dose was selkétom
the literature and the dose chosen for the stu®0®& mg/kg, a small trial on acute toxicity wasdise confirm the
dose by using 3000 mg/kg, and there was no martalitnd, so 1/10of this dose was chosen for analgesic activity.
Normally herbal drugs are free of side effects @wdilable in low cost. The methanolic extract ofo§eissus
latifolia at 300 mg/kg showed a significant anaigeactivity in acetic acid and formalin induced deb when
compared to that of standard drug.
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INTRODUCTION

In the history of medicine for the relief of paimany medicinal herbs has been used as naturalgsogvhich
contain many active principles are believed to hidnegr potiential therapeutic value. Taking intacaent that the
most important analgesic prototypes (Salicylic aaidl morphine) were originally derived from planueces, the
study of plants species traditionally used as pdlers should still be seen as a fruitful reseasttategy in the
search of new analgesic drugs. Early human useseéd remedies from any materials due to the proldém
uncontrolled pain. Herbal drugs are consideredet@ad effective as synthetic drugs with lesser efterts. Herbal
medicines are in line with nature, with less haaasdreactioh Pain usually occurs when peripheral nociceptoes a
stimulated during tissue injury, visceral distems&nd other factors. During such situation, paincggtion is a
normal physiologic system which is mediated by tigahervous system. The world health organizatiefingd
health as a complete state of mental, physicalsactl well being and not merely the absence @fatis. In recent
studies focusing on plant research has an incraad@on steroidal anti inflammatory drugs consgituiost widely
used classes of drugs. Since past decades, tradisgstem of medicine has become a topic of globpbrtance.
Medicinal plants form the backbone of traditiongtems of medicine in India.
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MATERIALS AND METHODS

Anogeissus latifolia D®elonging to combretaceae family is a large or matéesized tree which is available in dry
deciduous forests and available throughout Indize Tree has been studied for antioxidant activitydrogen
donating ability, nitric oxide, super oxide scaviemgactivity and hydrogen peroxide decompositiotivity?.
Leaves are opposite or sub-opposite. Bark is smeithgrey- white colour and exfoliating in irregulthin scales.
A variety of substance which contributes to hepaitgetive activity has been identified in the egtsaof
Anogeissus latifoliavhich includes tannifsgallic acid, ellagic acid and flavanoids sucHeasin, quercetin which
are known as potential antioxidants. The bark efglant has also reported to have several biolbgutévities such
as anti ulcer, anti microbial and wound healingvéteés®. The hydroalcoholic extract @nogeissus latifolizhas
reported to have chemoprotective activity in pat@o®| induced toxicity in rat model. Thus, the emsstudy was
undertaken for the investigation of analgesic égtief methanolic extract oknogeissus latifolia®.

Collection and authentification of plant materials: The plant material was collected in the monthwofel2011
from Srichalam hills and a specimen was droppethénherbarium and the leaves was authenticatedrddfgd3or
Dr. Madhavachetty S. V. University, Trupathi. Td@lected powdered material was shade dried andepaéd.

Solvent used for extraction:Petrolium ether and methanol

Preparation of the extract: The dried powders of leaf of Anogeissus latifolieere defatted with petroleum ether
(60-80°c) in a Soxhlet Apparatus by continuous petcolation. The defatted powder material (manastobtained
was further extracted with methanol with same metfidne solvent was removed by distillation undev fressure
and evaporation. The resulting semisolid mass veasivum dried by using rotary flash evaporator. Tésultant
dried extracts were used for further study.

Phytochemical Screening The screening was carried out in accordance wéhstndard protocol as described by
Trease and Evans (1983).

Test for reducing sugars (Fehling’s test)The aqueous ethanol extract (0.5 g in 5 ml of Wwaiemdividual plants
was added to boiling Fehling’s solution (A and B)itest tube. The solution was observed for aucakaction.

Test for anthraquinonesThe individual plant extract (0.5 g) was boiledwi0 ml of sulphuric acid (}$0;) and
filtered while hot. The filtrate was shaken withr® of chloroform. The chloroform layer was pipeit¢o another
test tube and 1 ml of dilute ammonia was added.rébelting solution was observed for colour changes

Test for terpenoids (Salkowski testfio 0.5 g each of the individual extract was addethl2of chloroform.
Concentrated 50, (3 ml) was carefully added to form a layer. A risthdorown coloration was confirmed for the
presence of terpenoids.

Test for flavonoids:A portion of the individual plant extract (0.5 gpe heated with 10 ml of ethyl acetate over a
steam bath for 3 min. The mixture was filtered dndhl of the filtrate was shaken with 1 ml of dillaenmonia
solution. A yellow coloration indica tes the preserf flavonoids.

Test for saponinsTo 0.5 g of each plant extract was added 5 ml stilid water in a test tube. The solution was
shaken vigorously and observed for a stable pergistoth. The frothing was mixed with 3 drops ¢i’e oil and
shaken vigorously after which it was observed lier formation of an emulsion.

Test for tannins:About 0.5 g of the individual extract was boiledid ml of water in a test tube and then filtered. A
few drops of 0.1% ferric chloride (FeCI3) was added observed for brownish green or a blue-bladiration

Test for alkaloids:0.5 g of each extract was diluted to 10 ml withdaalicohol, boiled and filtered. To 5 ml of the
filtrate was added 2 ml of dilute ammonia. 5 mkbforoform was added and shaken gently to extrecttkaloidal
base. The chloroform layer was extracted with 10ofrdicetic acid. This was divided into two poroMayer’s
reagent was added to one portion and Draggendoégéigent to the other. The formation of a creanth(\Mayer’s
reagent) or reddish brown precipitate (with Draglpff's reagent) was regarded as positive for thesence of
alkaloids.

112
Scholar Research Library



Uma Vasireddy et al Der Pharmacia Lettre, 2013, 5 (5):111-115

Test for cardiac glycosides (Keller-Killiani testY.o 0.5 g of individual plant extract diluted to 3 m water was
added 2 ml of glacial acetic acid containing ongpdof ferric chloride solution. This was under layéth 1 ml of
concentrated k80Q,. A brown ring at the interface indicated the prese of a deoxysugar characteristic of
cardenolides. A violet ring may appear below thenbr ring, while in the acetic acid layer a greenisig may form
just above the brown ring and gradually spreadutjinout this layer.

Procurement of Experimental Animals: Swiss albino mice (20-25 g) of eitheexand of approximate same age
are used in the present studies were procured Ifsded suppliers of NIN, Hyderabad, India. The aaiignwere fed
with standard pellet diet (Hindustan lever Ltd. Balore) and water ad libitum. All the animals wéused in
polypropylene cages. The animals were kept undernate cycle of 12 hours of darkness and lighe @himals
were acclimatized to the laboratory condition forvdek before starting the experiment. The anima&seviasted for
at least 12 hours before the onset of each actiVihe experimental protocols were approved by tusdinal
Animal Ethics Committe€1447/PO/9/11/CPCSEA)after scrutinization. The animals received the dregtments
by oral gavage tube.

Acute Toxicity Study: The study was carried out according to OECD (Omzgtion of Economic Co-operation and
Development) guidelines 423. Nine female Wistatiralrats weighing 150-200 g were taken and extraeise
administered orally to animals at a dose of 3000kmin 0.3% w/v Carboxy Methyl Cellulose Sodium.eFhthe
animals were observed for mortality and morbidity0a 0.5, 1, 2, 4, 6, 8, 12 and 24 hr. Food wa®mito the
animals after 4 hr of dosing and the body weighs whecked at 6 hr after dosing. Morbidity like colsions,
tremors, grip strength, lethargy, ptosis and pdjpéltion were observed. The animals were obserwézktdaily for
14 days and body weight was noted.

Analgesic Activity:
Analgesic activity was assessed by acetic acid@amdalin induced model.

Writhing Test (Chemical stimulus)

Aspirin like non-narcotic analgesic activity of thest extracts was investigated by the ability totgct a painful
writhing syndrome in mice. The syndrome is chandwée by abdominal torsion, drawing up of hind lsnio the
abdominal wall, marked contraction of the abdomenaa and periodical arching of the back to rubatb@ominal
wall on the glazed surface on which the mouse st.K&/rithing was consistently produced in mouse doy
intraperitoneal injection of 0.6% aqueous acetid.a®vernight fasted, healthy adult male albino $&wmice
weighing between 18 to 25gm in groups of six eaehewtaken for present investigation. Control anel tisst
extracts were administered orally in a dose of 3§Bm body weight respectively to the test groupgnah The
control group of animals were given normal solutio the dose of 10ml/kg body weight. One groupmifnal was
administered with Diclofenac sodium as standardllym a dose of 5mg/kg (b.w). After a gap of 3thates of the
administration of the test extracts, all the groopmiice were given the writhing agent, 0.6% aquseacetic acid, in
a dose of 1ml/100gm (b.w) intraperitoneally. Fivenates after administration of acetic acid the namtif writhing
produced in these animals were counted for nexintutes and the number of writhing produce in treated
grouvp\)is8 were compared with those in the control grand the percentage protection was calculatedhaw s
below .

Formalin induced model:

The method used was similar to that described pusWy (Hunskaar S, Hole K, 1987 he control group received
normal saline (0.1ml/10g) and standard group AsgitioOmg/kg). MEAL(300mg/kg) was orally administérand
after 30 minutes of treatment, 2®f 1% Formalin solution was injected subcutanépirsthe right hind paw of the
mice. The time spent in licking and biting of thifeated paw was noted. The total paw licking resgomwas
measured as early phase (0-5mins) and late ph&s20(hins) after formalin injectidf™ The percentage of pain
inhibition was expressed by the given formula:

Percentage inhibition = [(Control mean-Treated montrolmean] x 100
RESULTS

In the preliminary phytochemical investigation dmetAnogeissus latifolidt reveals the presence of alkaloids,
flavonoids, tannins, saponins, phenols, terpengigspsides and sugars in both the extracts.
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Acetic acid induced writhing test

The methanolic extract used orally at a dose ofi8Rg showed significant (P<0.05) inhibition of paesponses
which was compared with control group (Table 1)e Humber of writhing during the 15mins period shdwg the

all the three groups was calculated and comparéd theé control. The percentage inhibition of pain3mg/kg
diclofenac sodium was found to be more significéfi.62%)and the methanolic extract showed 73.58% a
compared to the control.

Table .1 : Effect of the Methanolic extract of leags ofA.latifolia wall (300 mg/kg) on acetic acid induced writhing irrat

S.No Group Dose (mg/kg)| No.of writhings| Inhibition(%)
1 Control -- 46.2+1.2 --
2 Diclofenac sodium 5 10.8 +2.1* 76.62
3 MEAL 30C 12517 73.5¢

*P < 0.05, ** P < 0.01 vs. control. Values are meaSE from 6 animals in each group.

Formalin induced pain

The formalin induced test produces a inhibitionpafin responses. The extract with dose 300mg/kg ymexti
significant (P<0.05) inhibition in the early phaskthe pain. In the late phase, the extract absedf 300mg/kg
showed a significant (P<0.01) inhibition of paifable 2). Acetyl salicylic acid (100mg/kg) producgdnificant
reduction in pain response when compared with obntr

Table .2 : Effect of the Methanolic extract of leags ofA.latifolia wall (300 mg/kg) formalin induced nociception in mie

Group Dose Licking time (Sec) % Inhibition

1% phase| 2%phase | ¥ phase| 2°phase
Control | 10ml/kg 49.7+5] 825+55 -- --
Aspirin 10C 40.8+f | 23.2+3.C 18 72**
MEAL | 300mg/kg | 29.4+5 28 +4 40 66**

*P < 0.05, ** P < 0.01 vs. control. Values are meaSE from 6 animals in each group.
DISCUSSION

The results obtained from the study revealed that Methanolic extract of anogeissus latifopeoduced a
significant inhibition of pain response. The stamddrugs however showed greater effect than theaextThe
acetic acid induced writhing is basically a revielatof peripheral pai¥ *3 The acetic acid induces release of
different endogenous chemical pain mediators likesgaglandin E2 (PG} substance P, serotonin, histamine,
bradykinin which further causes stimulation of megitive neurort§*’. The extract caused inhibition of this pain,
which is thought to be due to inhibition of releagfeprostaglandins, the mechanism quiet similaAspirin and
other non steroidal anti inflammatory drug (NSAIDB)EAL also exhibited activity in the formalin testhich can
differentiate between the central and peripheral pamponent. Formalin induced pain is biphasicitgan early
phase (0-5mins) and the other late phase (15-20riin€entrally acting drugs show good response in lia¢h
phases, but the peripherally acting drugs act onlyhe late phasE" which is due to inhibition of prostaglandin
synthesis.

CONCLUSION

In conclusion, we can confirm that the methanokicacts of anogeissus latifolia are endowed witthlm@ntral and
peripheral analgesic properties. However, furthedyis needed in order to understand the precisehamism. In
future experiments, studies with purified fractimfshe extract can be conducted for further phaotwgical and
toxicological characterization, such as the researt the mechanisms involved in the central andpperal
analgesic effect.
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