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Abstract
The present contribution was aimed to evaluateogidkant potential oRobinia pseudoacaia, Furthermore, this
study was also aimed to estimate quantitativelycttbeavy metalsRobinia pseudoacaia (Fabaceae) is one of
the medicinal plant , Native to north America , coomly distributed in various region of Kashmir. Tilant is
used as an aspasmodic, febrifuge, antioxidant, diuretic, enesiti etc. Antioxidant activity was assessec
free radical scavenging capacity (RSC) towards- diphenyl-1picrylhydrazil (DPPH) radicals. Estimation
toxic heavy metals was performed by using atoabsorption spectrometery. The physicochemical perans
were done by standard procedures. The percentayersying effects of ethyl acetate on DPPH radiczaie
12.89 %, 15.74 %, 19.36 % at 50 pg/ml, 100 pg/®@0 @2g/ml respectively. Whereas methar extract showed
ICso value 210.82 wonl. Total ash was found to 8.4gm% Water soluble ash 6.0gm%, alcohol soluble mi
16.6 gm%, acid insoluble ash % and the moisture content i.e loss of drying & °c was found 6.7 gm%. Tt
quantity of lead, adgmium, cobalt was found 0.042 ppm, 0.002 ppm, Qripespectively Robinia pseudoacaia
possessed significant antioxidant activity and aored safe levels of toxic heavy metals. It shdandchoted suc
study is first report from thBobinia pseudoacaia,
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1. Introduction
A natural product is a chemical compound or sultgtgroduced by living organism, found in nature that usue
has a pharmacological or biological activity foeus pharmaceutical drug discovery and drug defDJ Newman
et al 2007). Many crude drugs were observed by the local heaterhave some medicinal valtMany of these
ageous, ethanolic, distilled, dried and condens#dets did exhibit a real and beneficial effi(Danbensky et al
2009. Natural antioxidants occur in all parts of gkarPlants may contain many different antioxidasmhponent:
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such as phenolic compounds, nitrogen compoundsil¢adls, amines, betalains), vitamins, terpenoidsldding

carotenoids), and some other endogenous metahaolitésh are rich in antioxidant activity (G Cao, 980 RA

Larson, 1988: YS Velioglu, 1998: W Zheng, 2001: €di 2003: AL Branen, 1975). There is currently inmse

interest in natural antioxidants and their rolehmman health and nutrition (Ol Aruoma, 1994). Trs= wf

traditional medicine is widespread and plants gjtiresent a large source of natural antioxiddr@srhight serve as
leads for the development of novel drugs

Robinia pseudoacaia (Fabaceae) is one of the medicinal plant , Nativedrth America , commonly distributed in
various region of Kashmir like Kupwara, Banks of Mabal Lake, Ganderbal, Pulwama(Puchal) (NR Wa&ri2p
etc. It is a medium sized, melliferous tree whiglvgs upto 6 meters. The plant is used as an astispaic,
febrifuge, antioxidant, diuretic, emollient, laxati antitumor and antimicrobial [AF Rosu, 2012]. igapotent
flavonoids has been reported from various partghid plant such as acacetin, secundiflorol, muaiato,
isomucronulato, isovesitol. In ad-dition to thisufooligomeric flavonoids like robinetinidol leucdio-etinidins,
robinetinidol dihydrorobinetins robinetinidolrobitire and robinetinidol flavone has also been rembifé Feifei
2001). Keeping in view, various reported flavonoaddRobinia pseudoacaia, this study was conducted to evaluate
antioxidant potential of the plant. Further it Hzeen documented that plants may contaminate wiic teeavy
metals. Thus the aim of this study was also toredt the toxic heavy metals frdRobinia pseudoacaia.

2. Materials and methods

The plant material was collected from Pulwama (Ri)ctAfter shade dried total ash content was detechand
Sample for heavy metal analysis were prepared mmpthod given in Unani formulary. Then 300gms citenial
was extracted with ethyl acetate and methanol liygusoxhlet and obtainted extract was reduced titrawtary
evaporator and finally dried in decicator.
Determination of Physicochemical properties.
Physicochemical properties of the drug and its edgmts were determined following standard methads
prescribed in the format issued by CCRUM, New Ddldlia.
Determination of DPPH (1-1-diphenyl 2-picryl hydrazyl) radical scavenging activity: The free radical scavenging
activity of theplant ethanolic extract was measured in terms of hydratgnating or radical- scavenging ability
using the stable radical DPPH (Blois, 1958). 0.1 siution of DPPH in ethanol was prepared and 1.0frthis
solution was added to 3.0 ml of extract solutionvater at different concentrations (50-2g@ml). Thirty minutes
later, the absorbance was measured at 517 nm. Biscacid was used as the reference compound. Lower
absorbance of the reaction mixture indicated hidifesr radical scavenging activity. Radical scaveggictivity was
expressed as the inhibition percentage of freeahtly the sample and was calculated using theviiig
Formula:

% inhibition = (AA,) / Ay x 100).
Where A was the absorbance of the control (blank, withedtact) and pwas the absorbance in the presence of
the extract. All the tests were performed in tdpte and the graph was plotted with the mean values
Estimation of Heavy metals
Heavy metal analysis of drug was performed on ataabisorption spectrometer (Thermofisher M Serié§962
VI1.27 model) as per procedures recommended by W98 and AOAC, 2005.. Standard operating paraméters
working elements were set, The operating paramdtgrLead and Cadmium are: instrument techniquamé
technique, wave length (Lead)—219nm, wave lengthd(@ium)—228.8 and wave length(Co)-240.2nm, slit
width—0.5mm, lamp current (Pb)—4.0mA, lamp currd@d)—3.0mA, carrier gas and flow rate—Air and
acetylene, 1.1L/min, flow rate—2ml/min. The coneatibns of analytes were directly obtained fromibration
graphs and all measurements were run in triplifatéhe samples and standard solutions.

Table ; 1 Antioxidant potential of Ethyl acetate and methanolic extract ofRobinia pseudoacaia

Samples Concentration (ug/ml ) % protection
Ethyl acetate extract | 50 12.89
100 15.74
200 IC50 =0.86mg/ml 19.36
250 22.43
Methanolic extract 50 15.80
100 29.92
200 IC50 = 210.82ug/ml | 44.71
250 59.62
Ascorbic Acid 50 74.47
100 78.77
200 86.58
250 89.57
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3. Results and discussion
DPPH is a stable free radical at room temperatnceagcepts an electron or hydrogen radical to becarstable
diamagnetic molecule (Soares et al., 1997). Theatézh capability of DPPH was determined by therdase in its
absorbance at 517 nm, which is induced by antionglaPositive DPPH test suggests that the samptes free
radical scavengers. The scavenging effect of etbgtate (EA), methanolic (M) extract and ascorbid an DPPH
radical was compared. On the DPPH radical, Ext(B#&) had significant scavenging effects with in@ieg
concentration in the range of 50-26§/ml when compared with that of ascorbic acid,dbavenging effect of both
the extract was lower. Further, the DPPH activityhe M extract (50, 100 , 200 , 25@/ml) was increased in a
dose dependent manner, which was found in the rah@8.80 to 59.62% as compared to ascorbic add4{7to
89.57%). (Table 1; Fig 1). The physicochemical paters data shown in (Table 2) below. Total ask feand to
be 8.4 gm%. Water soluble ash 6.0gm%, alcohol $eluatter 16.6 gm%, acid insoluble ash 7.4% andrtbisture
content i.e loss of drying at 106 was found 6.7 gm%. Results of toxic heavy medaéstabulated (Table 3). The
contents of toxic metals like lead (Pb), cadmiurd)(Cobalt (Co) have been analyzed by using Atoifisorption
Spectroscopy. From quantitative estimation by atoatisorption spectroscopy, the concentrations alfyaed toxic
heavy metal such as Lead (0.042), cadmium (0.002ppwbalt (below the 0.1ppm) were found. All themtored
toxic metals in this drug were within the safe tirapproved by WHO limit for drugs. On conclusiorr dimdings
suggest that consumers of this drug would not lp@sed to any health risk generally associated edgtitamination
of analysed toxic metals. It should be noted tkatweated antioxidant potential and estimated tt@avy metals are
the first report from th&obinia pseudoacaia.

Table.2 Physicochemical parameters from the leaved Robinia pseudoacaia

Parameters Obtained
Total ash 8.4%
Water soluble 6.0%
Alcohol soluble 16.6%
Acid insoluble 7.4%
Moisture content 6.7%

Table.3 Analysis of Heavy metals by Atomic absorptin spectroscopy

S.No.| Name of the Toxic Elemeft Results Permisdibtat
1 Lead 0.042 ppm 10 ppm (WHO)
2 Cadmium 0.002 ppm 0.3 ppm (WHO)
3 Cobalt 0.100 ppb 1.0 ppm (API,2008)
100.00 samples
— LA
# _EﬂA
_-#/

30.00 /-—-—- Lines show Mean

60.00
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40.00
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Fig 1. Antioxidant potential of EA, M, AA.
AA; Ascorbic Acid, EA; ethyl acetate, M; methanoégtract; Concentration (ug/ml)
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