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ABSTRACT: Natural products have the potential to be developed into new drugs for the treatment of various diseases. The aim of the present study was to screen the antioxidant activities of Indian Wheat plant (Triticum aestivum). The quantitative analysis of plant extract were performed by Spectroscopic method in which chloroform and ethyl acetate extract of plant were screened by reducing power assay method, in which plant extract is supposed to have reduction potential with potassium ferricynide (Fe3) to Potassium ferrocynide (Fe2), which then react with ferric chloride to form ferric complex that having maximum absorption at 700 nm and compared with standard L-ascorbic acid. Qualitative analysis is carried out by thin layer chromatography (TLC) in which It seems like certain flavonoid compounds are involved in concluding antioxidant activity. Additional studies are warranted to further characterise the compounds responsible for the antioxidant properties of the examined extracts.
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INTRODUCTION
Flavonoids are non-nutritive   chemicals in wheat plantlet   having various biological activity such as   anti-heptotoxic, anti-ulcer, anti-inflammatory etc. Flavonoids are used in protection from various dieses contributing along with antioxidant, vitamins and   enzyme. Flavonoid is having potent anti-allergic, anti-viral and   having   potent   radical scavenging activity it also show protection from cardiovascular mortality. It also show anti-coagulant, anti- hyperlipidamse, anti-nephritic activity (1).It also show vasodilative effect in human being. A free radical is a molecule with one or more unpaired electrons in the outer orbital. Many of  these  free radical  are in from of reactive  and oxygen  nitrogen species , these  can occur , due to oxidative  stress brought  about by the imbalance of the bodily antioxidant  defence system  and free radical  formation  . Oxidative stress has been linked to cancer, aging, ischemic injury, inflammation and neurodegenerative disease i.e Parkinson, Alzheimer. Reactive oxygen species (ROS) such as  superoxide radical (O2) .hydroxyl  radical (OH), peroxyl radical(ROO) and nitric oxide (NO), attack  biological molecule such as lipids, proteins, enzyme, DNA and  RNA .leading to cell injury associated with ageing, atherosclerosis of chronic  dieses relate with cardio and cerebra vascular   system. The antioxidant which 
is synthetic like BHT, BHA, PG etc. having some side effect such as liver damage and  cancer etc. Natural antioxidants with flavonoids content can be used to minimize the loss due to such free radicals.
Types of Flavonoids:
	Flavonoids  subclass
	Example
	Presence

	Flavones
	Luteolin, 
Apigenin
	Grains ,herbs ,red pepper

	Flavonens
	Naringenin ,
Hesperetin
	Orange, mandarines

	Flavonoids
	Quercetin,
Myricetin
	Green tea ,onion ,apples

	Catechins
	Epicatechin,
Gallocatechin
	Apples, pears, grapes

	Anthocyanins
	Delphinidin  
Pelargonidine
	Cherries ,grapes,plumps, aubergine flower

	Isoflavonoid
	Genistine  
Daidzine
	Soybean, legumes


MATERIAL AND METHODS:
Plantlet of wheat (Tritium asetivum L.) which was cultivated in medicinal garden of college of pharmacy pandharpur. In month of august, these plantlets are not treated with any chemical before extraction. Before extraction the green plantlets of the wheat the washed with water. The plantlets were homogenized with 70% acetone twice at room temperature in an electric blender. The combined extract of 70% acetone extract was filtered and concentrated up to 200ml. This  aqueous  extract  was partitioned into  CHCL3  and  water  using  separating  funnel   and then  extracted  with aqueous  saturated  ethyl  acetate. The dry matter was 1.2 g and 9 g respectively in chloroform and ethyl acetate extract. The chloroform and ethyl acetate extract   was quantified with help of UV Spectrophotometer or the determination of the content of the extract (7).

Determination of antioxidant activity:
Various concentrations of the extracts (1to 16 μg/ml) in 1.0 ml of deionized water were mixed with phosphate buffer (2.5 ml) and potassium ferricyanide (2.5 ml). The mixture was incubated at 50 0C for 20 min. Aliquots of trichloroacetic acid (2.5 ml) were added to the mixture, which was then centrifuged at 3000 rpm for 10 min. the upper layer of solution (2.5 ml) was mixed with distilled water (2.5 ml) and a freshly prepared ferric chloride solution (0.5 ml). The absorbance was measured at 700 nm. A blank was prepared without adding extract. Ascorbic acid at various concentrations (1 to 16 μg/ml) was used as standard. Increased absorbance of the reaction mixture indicates increase in reducing power (4).

The reducing power of the extract was determined by following formula-

% increase in reducing power = 
[A test /A blank-1] ×100.

A test is absorbance of test solution; a blank is absorbance of blank. The antioxidant activity of the extract was expressed and compared with standard.

Potassium Ferricyanide  + Ferric chloride   

                                      Antioxidant
Potassium Ferrocynide + Ferrous chloride.
Qualitative determination of Flavonoids and Phenolic acids:
Thin layer chromatography (TLC) was performed on glass   slide it is coated with silica gel.  Silica gel slide is allowed to activate in hot air oven at 50° C for 30 min. The Extract on the glass slide is applied and allowed to air dry. The mobile phase used is ethyl acetate/formic acid/water (8:1:1) V/V for developing purpose while visualization of the flavonoids and phenolic acids was carried out by spraying the plates with natural product polyethylene glycol reagent (NP/PEG) (Fluka Chemie, Switzerland). Typical intense fluorescence in  UV- light  at  maximum 365 nm is produced immediately where flavonoid  appeared  as orange-yellow bands, where phenolic acid formed blue fluorescent zones.(2)(8)
Fig. 1 Effect of EtoAc & CHCl3 extract of Triticum aestivum plantlets on reducing power assay result:
	Tested

material
	Concentration

(μg/ml)
	% increase in Reducing

power (±SEM)
	EC 50

(μg/ml)

	Ascorbic acid
	1

2

4

8

16
	14.28±0.003
28.57±0.01

42.28±0.007
71.42±0.002
85.71±0.001
	4.8 (μg/ml)

	EtoAc extract of

Triticum aestivum
	1

2

4

8

16
	8.3±0.001

14.3±0.005
25±0.006
66.6±0.005

90±0.004
	6.2 (μg/ml)

	CHCl3 extract of

Triticum aestivum
	1

2

4

8

16
	8.3±0.001

16.6±0.006

25.1±0.005
55±0.004
83.33±0.003
	7.3 (μg/ml)


Fig. 2 Graph indicating reducing power assay.
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Fig. 3TLC plates indicating separation of phenolic acids and flavonoids in ethyl acetate and chloroform extract of plantlets of Triticum aestivum.2
CHCL3 plate                                                      EtoAc plate
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Fig. 4 
Table indicating Rf value and appearance of certain phenolic acids and flavonoids in ethyl acetate and chloroform extract of plantlets of Triticum aestivum.
	Extract
	Rf Value  (Spot Appearance of Phenolic Acid)
	Rf Value  (Spot Appearance of flavonoid)

	CHCL3 Extract
	0.9 (Blue)
	0.9 (Yellow)

	EtOAc Extract
	0.74 (Blue)

	0.94 (Yellow)


RESULT AND DISCUSSION

Reducing power assay:

The reductive capabilities of the ethyl acetate and chloroform extract of plantlets of Triticum aestivum were compared with ascorbic acid for the reduction of the Fe3+ - Fe2+ transformation. The reducing capacity of a compound may serve as a significant indicator of its potential antioxidant activity. However, the antioxidant activity of antioxidants have been attributed to various mechanisms, among which are prevention of chain initiation, binding of transition metal ion catalysts, decomposition of peroxides, prevention of continued hydrogen abstraction, reductive capacity and radical scavenging antioxidant activity. The reducing power of ethyl acetate and chloroform extract of plantlets of Triticum aestivum, increased with increasing amount of sample4.
All the concentration of ethyl acetate and chloroform extract of plantlets of Triticum aestivum showed significant activities when compared to standard ascorbic acid. The EC50

Values were found to be 6.2 (μg/ml), 7.3 (μg/ml) and 4.8 (μg/ml) of ethyl acetate and chloroform extract of plantlets of Triticum aestivum and ascorbic acid respectively See Figure1.(6)(8)
TLC Qualitative analysis:

Typical intense fluorescence in UV- light at maximum 365 nm is produced immediately where flavonoid appeared as orange-yellow bands, where phenolic acid formed blue fluorescent zones. In case of ethyl acetate and chloroform extract it is found that Rf Value of Phenolic acid (spot appearance in blue) is 0.74 and 0.9 respectively,while Rf Value of flavonoids (spot appearance of dirty yellow) is 0.9 & 0.9 respectively which supports certain flavone, flavonones & DHQ may be present to contribute antioxidant activity.1,2,3
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