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ABSTRACT: : A continuous and widespread use of medicinal plants throughout the world has enhanced the
concern over their safety, efficacy and quality of natural products. Thus a proper knowledge of the
phytochemical constituents of the plants is important, because this information will be desirable for
synthesis of new pharmaceutical products.The present study is derivatization fingerprinting analysis of the
Amaranthus tricolorleavesusing HPTLC methods. The leaves methanol extracts were subjected to column
chromatography and elutes were collected. The collected elutes were analysed using HPTLC.The collected
elutes were showed the presence of different compounds in the HPTLC analysis, further proved the presence
themaximum % area 43.70 of 0.60 maximum Rf values are before derivatization at 366nm and 36.78
maximum % area present of 0.58maximum Rf values after derivatization at 366nm from HPTLC. There are
different Rf values were identified. With the above Rf values we have concluded the presence of different
phytoconstituents compounds.
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INTRODUCTION
A continuous and widespread use of medicinal plants throughout the world has enhanced the
concern over their safety, efficacy and quality of natural products. Thus a proper knowledge of the
phytochemical constituents of the plants is important, because this information will be desirable for
synthesis of new pharmaceutical products.Chromatography techniques are tools for the separation and
identification of the bioactive compounds. High performance thin layer chromatography can be applied for
this identification. HPTLC finger print analysis help in the identification of the phytochemical constituents of
the plant. Plants are well known for the primary and secondary metabolites like carbohydrates, proteins and
amino acids and flavonoids, phenolics, glucosides, saponins, tannins, terpenoids and coumarins etc. These
secondary metabolites impart medicinal properties to the plants.Therefore, it is mandatory to resolve the
type of secondary metabolites, nature and their pharmacological, antimicrobial and clinical research, to
enhance the purity of the pharmacologically important active compounds.
Amaranthus tricoloris widely distributed in the regions Maharashtra. The methanolic extracts of the
plant possess antidiarrheal, antibacterial and antioxidant.Ethno medicinally the Amaranthusplant is used as
a source to treat several disorders. The juice of the leaf is used to treat fevers, urinary troubles, d iarrhoea
and dysentery. The seed is used as a poultice for broken ribs. With the above information the present study
was focused towards the HPTLC finger printing analysis of the medicinally important weed Amaranthus
tricolor.
MATERIALS AND METHODS
Collection of plant material and preparation of crude extract
Fresh plant leaves of Amaranthus tricolor were collected fromAhmednagar. The leaves are
thoroughly washed through tap water and dried under shade for 3-5 days. The dried leaves are ground to
fine powder and stored in polythene bags for further use.
Preparation of methanolic extract
Sample preparation: 1.0 g powder (of each sample) was extracted in 10 mL methanol. It was sonicated for
10 min and kept standing overnight, filtered using Whatmann filter paper No.1. The individual filtrate
obtained was further used for HPTLC analysis.
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Optimized chromatographic conditions:
Parameters
Stationary Phase
Plate size
Mode of separation
Mobile phase
Development chamber
Chamber saturation
Sample applicator
Syringe
Band width
Space between the bands

Description
Merck Silica gel 60 F254 HPTLC pre-coated plates
9.0 cm x 10.0 cm
Normal phase
Toluene : ethyl acetate (8: 2, v/v)
Camag twin trough chamber
20 min
CamagLinomat V
Hamilton, 100.0 µL
8.0 mm
8.0 mm

Distance from the edges of the plate

14.0 mm

Rate of sample application

150 µL/sec

Development distance

85.0 mm

Densitometric scanner

Camag Scanner IV equipped with win CATS Planar
Chromatography manager software version 1.4.7

Lamp and wavelength

Before derivatization: Mercury (366 nm), after derivatization;
Mercury (366nm)

Derivatizing reagent

10% Methanolic Sulphuric acid.

RESULTS AND CONCLUSIONS
The HPTLC profile was shown in graph 1 and table 1. The different coloured bands showed in the
chromatogram under mercury light before derivatization. Identified with differentseven Rf values, the Rf
values are 0.04, 0.12, 0.16, 0.46, 0.51, 0.60, 0.77 of the peaks 1,2,3,4,5,6,7 respectively. The Rf value peak and
area were given in the table 1.
The HPTLC profile was shown in graph 2 and table 2. The different coloured bands showed in the
chromatogram under mercury light after derivatization. Identified with different eleven Rf values, the Rf
values are 0.05, 0.08, 0.15, 0.21, 0.32, 0.38, 0.48, 0.55, 0.65, 0.71, 0.81 of the peaks 1,2,3,4,5,6,7,8,9,10,11
respectively. The Rf value peak and area were given in the table 2.
The presence the maximum % area 43.70 of 0.60 maximum Rf values are before derivatization at
366nm and 36.78 maximum % area present of 0.58maximum Rf values after derivatization at 366nm from
HPTLC methods. With the above Rf values we have indicated that the presence of different
phytoconstituents in Amaranthus tricolor of leaves. The Rf helped in evaluation of Phytochemical diversity
leaves of Amaranthus tricolor. HPTLC fingerprinting profiling of toluene, ethyl acetate, methanolic extract of
leaves has been given an idea about the present of various phytochemicals in their reported parts. The
HPTLC spots provided valuable clue regarding presence or absence of various phytochemicals or
metabolites of the plants.
Figure 1.
HPTLC plate beforederivatization at 366 nm:

Graph 1
694𝗂

Table 1
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HPTLC plate after derivatization at 366 nm:

Graph 2

Table 2

REFERENCES
1.
2.
3.
4.
5.
6.
7.
8.

Amani M, El-Mousallamy D. (1998).Leaf flavonoids of Albizialebbeck. Phytochemistry 48(4): 759 -761.
Ashok Kumar and et.al.(2010). Estimation of gallic acid, Rutin and Quercetin in Terminalia chebula by
HPTLC.Jorden Journal of Pharmaceutical Sciences, Volume3, No.1.
Karthikeyan S, Sivakumar A, Anbalagan M, Nalini E and Gothandam K M, (2013).Finger Printing of
Alkaloids, Steroids and Flavonoids using HPTLC of Leucas aspera L. Whole Plant Methanolic Extract J. Pharm.
Sci. & Res.; Vol.5(3), 67 – 71.
Prabavathy D and vallinachiyar c, (2013).Antimicrobial and antidiabetic activity of an endophytic fungi
isolated from AdathodabeddomeiInternational Journal of Pharmacy and Pharmaceutical Sciences; Vol 5, Issue
3.
Rohini RM and Amit Kumar Das, (2011). Determination of lupeol, B-sitosterol and quercetin from ethyl
acetate extract of Rhizophora mucronata bark by HPTLC technique. Asian Journal of Pharmaceutical and
clinical research., Vol.4 issue1, ISSN-0974-2441.
SajeethC.I, Manna P.K. and et.al. (2010). Quantitative estimation of Gallic acid, Rutin and Quercetin in
Certain herbal plants by hptlc method.
Swarnalatha Y and Lakshmi Komminent (2014). Finger printing analysis of the alkaloids from
Sphaeranthusamaranthoids leaves using HPTLC analysis.Vol 7, Suppl. 2, 2014 ISSN - 0974-2441.
VermaS.C., VashishthE.anset.al. (2014).comparative phytochemical study of stem barkVersussmall branches
of Ficusreligiosalinn. Using High performance thin layerchromatographic ultraviolet detectionmethod.World
journal of pharmaceutical research.vol.3 issue9, 1154-1162.,ISSN 2277-7105.

Research Paper

IJRAR- International Journal of Research and Analytical Reviews 695𝗂

