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ABSTRACT
Considering the augmented importance of immunoglobulin’s role in allergic reactions and the underlying
mechanisms of IgY in allergic conditions, the objective of our study is to purify proteins from Parthenium
hysterophorus leaves, IgY antibodies from chicken eggs and to check the immunological activity of the antibodies
with Parthenium hysterophorus allergens. Phytochemical analysis of the constituents in leaves of Parthenium
hysterophorus plant revealed the presence of glycosides and proteins. To elucidate which proteins have been
extracted and thus could contribute to immunological activity, they were subjected to SDS-PAGE analysis by
various staining methods. Later, the leaf proteins were screened for their activity against antibodies for allergic
responses by using ELISA technique, which proved that they are capable of triggering immunological responses by
IgY.
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INTRODUCTION
Parthenium hysterophorus L. belonging to Asteraceae family is an insidious weed commonly known throughout the
world as congress grass, bitter weed, white top, star weed, altamisa, carrot grass and the wild feverfew [1]. Chemical
analysis of Parthenium hysterophorus has indicated that all its parts including pollen contain toxins known as
sesquiterpene lactones [2]. Sesquiterpene lactones when exposed due to direct contact with the plant, with its pollen
leads to allergy [3]. Phytochemical constituents play a key role in the quest to elucidate the pharmacological
functions of any plant, Parthenium hysterophorus in particular has emerged as a key traditional plant for all its parts
exhibiting antimicrobial, antihemolytic, antioxidant, cytotoxic activities [4]. Parthenium dermatitis is a major
problem in urban and rural India where patients suffer with severe allergic rhinitis due to exposure. Control of
Parthenium has been tried by various methods, but no single management option would be adequate to manage
parthenium, and there is a need to integrate various management options [5]. Future distribution of the species may
be limited seasonally by the inability of seed to germinate in soils of low water potential and by the inability of
seedlings to establish and grow at low light intensities [6]. Studies were also conducted on symbiotic enhancement
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of leaf extracts activity of Parthenium hysterophorus against leukemic cell lines of humans. This outcome needs to
be proven in vivo which may then results in production of cancer vaccines for the treatment of various cancer
diseases [7]. Pollens of Parthenium hysterophorus are reported to have Parthenium specific IgE and IgG antibodies
[8]. Antibodies and its overall effect on health and development of resistance to the disease is therefore an important
area of research. IgE [9] and IgG [10] antibodies specific for Parthenium pollen allergens were demonstrable in the
sera of Parthenium-sensitive rhinitis patients. The specificity of these antibodies to Parthenium hysterophorus
allergens was established by ELISA [11]. Because allergens in the extract must undergo frequent analysis, efforts
should be made to reduce the volume of the sample for testing. One way to accomplish this is to increase the
measurement sensitivity for particular target proteins. Thus, an ultrasensitive ELISA assay [12] has been carried out
to check the immunological responses of plant extract towards antibodies. This study is aimed at exploring the
possibility of the fresh leaf of Parthenium weed being allergic [13] or not to the society in addition to its
characterization of extracts for antigenicity nature [14] and also its use in the development of products from
Parthenium hysterophorus for biomedical based industries [15]. We hypothesized that immunological responses
triggered by IgY are responsible for the observed differences in allergic activity. Depending on the allergen
concentration, the interaction of allergen with IgY was either supported or inhibited.
EXPERIMENTAL SECTION
Leaf protein extraction
Leaf proteins were extracted by grinding leaves of the plant with a pestle and mortar in the presence of liquid
nitrogen and or made into smoothie [16]. The material was transferred to a vial and 500µl of 2x IP lysis buffer
(Pierce) was added and the sample was vortexed. Later, the suspension was mixed for one hour at 370C and filtered.
The filtrate was spin at 14,000 rpm (Thermo, MicroCL 21 Microcentrifuge) in cold conditions for 12 min and
supernatant was removed and stored at 40C until further analysis.
Phytochemical analysis of leaf smoothie
Phytochemical analysis [17] was carried out for the leaf extract for detection of alkaloids, flavonoids, phenols,
carbohydrates, glycosides, terpenoids, saponins, proteins and tannins using standard procedures to assess the
behaviour of Parthenium hysterophorus with different chemical reagents.
Extraction of IgY from chicken eggs
Antibodies were isolated from normal egg yolk and double yolk egg of chicken eggs with the use of varying
concentrations of polyethylene glycol [18]. This method consists of two successive precipitations in PEG, by using
3.5% PEG to remove fatty substances, and then 12% PEG to precipitate the IgY and the samples were run on
desalting column (Merck Biosciences) to remove salts and or stored at -20oC until further use.
DEAE purification of IgY
Sample from the desalting column was further purified by using DEAE cellulose ion exchange column (BioRad,
USA). Column was equilibrated with 25mM phosphate buffer pH 8.0. Sample was loaded, washed with phosphate
buffer and eluted with increasing sodium chloride (0-2M) buffer. Elutions were collected with purity and analysed
on 12% SDS-PAGE [19]. Protein concentrations were determined using Bio-Rad protein assay (BioRad, USA)
using bovine serum albumin as a standard.
SDS-PAGE analysis of proteins
Purified proteins were suspended in a sample buffer (4% SDS, 150mMTris HCl (pH 6.7), 20% glycerol, 0.1%
bromophenol blue, 1% beta-mercaptoethanol) and subjected to 12% polyacrylamide gel elctrophoresis (PAGE). All
fractions (washes, elution) collected before, during and after protein elution were diluted 1:1 times with milliQ water
before SDS-PAGE analysis. Puregene molecular weight markers were used according to the manufacturers'
instructions. Protein samples of ~10ug/ml were loaded per lane and migrated with constant volatage at 100V for two
hours. Gel bands were visualized after staining with Ezee blue direct stainer (Merck Biosciences) for one hour at
room temperature [20].
Ponceau S staining
As per manufacturer’s instructions, after gel electrophoresis the nitrocellulose membrane (iBlot, Thermo) was
applied upon the gel and the blotting was mediated at 50 V for one hour. Ponceau S Staining Solution (HiMedia)
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was incubated with the nitrocellulose membrane for ~30 seconds and then removed. After detection the stain was
removed by a number of washes in 1x TBS [21].
Determination of antigen binding towards IgY by ELISA
The 96 well plates (affymetrix eBioscience) were coated with 100µl of plant extract dilution with a concentration of
10µg/ml. Then the plate was incubated for two hours at 37°C. After washing three times with washing buffer 200µl
blocking buffer were loaded into each well. The plate was incubated for one hour at room temperature. IgY
extracted from column method was used as Primary antibody and HRP conjugated mouse anti-chicken-IgE antibody
(Abcam, USA) was added. Subsequently, 100µl of the substrate (TMB, eBiosciences) were loaded into each well
and analysed in ELISA reader at 450nm [22].
RESULTS AND DISCUSSION
Phytochemical analysis of Parthenium hysterophorus leaves
As indicated in the Table 1, tests were found positive for proteins and glycosides. Also, it is clear that the leaf
proteins contain glycosidic bonds as the test was positive for glycosides. The results have shown a remarkable
variation on glycosides compared to proteins. The presence of the constituents was also found to be similar to
those reported for most medicinal plants.
Table 1: Phytochemical constituents in Parthenium hysterophorus leaves
Alkaloids
-

Flavonoids
-

Carbohydrates
-

Glycosides
+

Terpenoids
-

Saponins
-

Proteins
+

Tannins
-

SDS-PAGE analysis of leaf proteins
SDS-PAGE analysis revealed four major bands of Parthenium leaf extract (200ug/ml) with molecular weight
33KDa, 23KDa, 20KDa and 18KDa (Figure 1) against 5ul of protein marker (0.1mg/ml). Various fractions (flowthrough, wash, elution) collected before, during, and after protein elution were diluted 1/2 with milliQ ultrapure
water before SDS-PAGE and protein determination. It was noteworthy that all the four bands were less than 40 KDa
which can be characterized as allergenic protein bands.

Figure 1: Analysis of the leaf proteins using SDS-PAGE: Protein marker (Puregene) along with leaf extract (lane 1 and 2) were loaded on
12% gel indicating the molecular weight of allergens as 33KDa, 23KDa, 20KDa and 18KDa respectively
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SDS-PAGE analysis of IgY
SDS-PAGE analysis showed two major bands indicating the heavy chain and light chain for the purified IgY from
both normal egg and double yolk egg. The bands were observed at molecular weights of ~68KDa and ~25KDa
(Figure 2) indicating both heavy and light chains respectively. The control IgY (Genei, Bangalore) and the purified
IgY is found similar with respect to the molecular weights of the heavy chain and light chain.

Figure 2: SDS-PAGE analysis of purified immunoglobulin Y on 12% gel after PEG purification. Samples: M — Protein marker, 1 —
Control IgY (Genei); 2 — IgY extracted from normal egg; 3 — IgY extracted from double yolk egg

ELISA for IgY against antigen
ELISA experiment was performed using increasing concentration of antibodies with a constant concentration of
antigen. The concentration of antibody increases from 1µg/ml to 96µg/ml and antigen at constant concentration of
10µg/ml. A complete 96 well ELISA plate was performed and at 450 nm filter the readings were noted. It has been
clearly observed that IgY has maximum concentration at 50ng/ml for normal egg antibodies and 60ng/ml for double
yolk antibodies. The binding assay results clearly show that protein in extract showed specific direct binding to IgY.
Similarly, PBS used as a negative control showed no affinity for IgY (Figure 3).

Figure 3: Activity of leaf proteins towards IgY by ELISA
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Ponceau Stain of Nitrocellulose Membrane
Briefly, proteins from SDS-PAGE gel were transferred onto nitrocellulose membrane at 50V for 2hours and then
stained with Ponceau red (HiMedia, Mumbai). This staining is reversible and rapid method of detecting proteins
with a clear background and red protein bands. By increasing the contrast of the surface of interest (LunaPic Photo
Editor), the 23KDa, 20KDa and 18KDa bands clearly appeared on the membrane in contrast to Ezee Blue stainer
(Figure 4).

Figure 4: Ponceau S Stain of the nitrocellulose membrane

CONCLUSION
Although research has identified the Parthenium hysterophorus contain several important chemical constituents as
anticancer [23], antioxidant [24], anti-HIV agents [25], its utility as food and fodder [26], in future it may find an
important place in medicine. We have investigated the role of its allergenicity to decrease the dose exposure and the
risk of developing allergic sensitization and disease. One of the major components of the plant is its leaf proteins
that act as pollen and spread over to damage ecosystem and induce type I hypersensitivity. Evidence has shown that
the incorporation of Parthenium hysterophorus plants to the soil affect the growth and yield of succeeding crops.
Despite increasing evidence that Parthenium hysterophorus provide psychosocial and other possible health benefits
or damages to the crops or society, further studies, mechanistic and epidemiological, are necessary to address the
gaps in the research.
Acknowledgements
The authors gratefully thank the management of K L University for providing the support and encouragement for
conducting this work. We would also like to thank Sudhanshu, senior scientist, SR Biotechnologies, Bangalore for
his comments that greatly improved the manuscript and special thanks are extended to the lab assistants during this
work.
REFERENCES
[1] RE McFadyen. Annual review of entomology., 1998, 43(1), 369-93.
[2] Patel; Seema. 3 Biotech., 2011, 1(1), 1-9.
[3] W Aberer. Journal der Deutschen Dermatologischen Gesellschaft., 2008, 6(1), 15-24.
[4] S Kumar, S Pandey, AK Pandey. BioMed research international., 2014, 1-6
[5] JD Williams, RH Groves. Weed Research., 1980, 20, 47–52.
[6] M Kaur, NK Aggarwal, V Kumar, R Dhiman. International scholarly research notices., 2014, 1-12.
[7] VP Kumar, S Prasanthi, VR Lakshmi, MS Santosh. Acad J Cancer Res., 2010, 3(2),16-21.
[8] C Lakshmi, Srinivas CR. Indian Journal of Dermatology, Venereology, and Leprology., 2007, 73(2), 103-105.
[9] R Rasool, IA Shera, S Nissar, ZA Shah, N Nayak, MA Siddiqi, AS Sameer. Indian journal of dermatology.,
2013, 58(1), 12-17.
[10] FD Popescu. World J Methodol., 2014, 4(1), 26-45.
[11] P Sriramarao, S Nagpal, BS Subba Rao, OM Prakash, PV Subba Rao. Clinical & Experimental Allergy., 1991,
21(1), 55-62.

463

Praveen Kumar Vemuri et al
J. Chem. Pharm. Res., 2016, 8(3):459-464
______________________________________________________________________________
[12] R De La Rica, MM Stevens. Nature nanotechnology., 2012, 7(12), 821-844.
[13] GH Towers, JC Mitchell. Contact Dermatitis., 1983, 9(6), 465-9.
[14] R Anup, PT Sainath, S Padma, MK Sukumaran. International Journal of Current Microbiology and Applied
Sciences., 2015, 4(8), 710-5.
[15] G Ji, SK Shukla, P Dwivedi, S Sundaram, EE Ebenso, R Prakash. International Journal of Electrochemical
Science., 2012, 7(10), 9933-45.
[16] VP Kumar, S Prasanthi, AC Reddy, ND Raj, L Anudeep. Journal of Applied Biosciences., 2010, 36, 24032408.
[17] VR Patel, PR Patel, SS Kajal. Advances in Biological research., 2010, 4(1), 23-6.
[18] SH Tan, A Mohamedali, A Kapur, L Lukjanenko, MS Baker. Journal of immunological methods., 2012,
380(1), 73-76.
[19] MS Uma, MD Dinesh, VM Anjali, R Rechana, S Meenatchisundaram, V Shanmugam. European Journal of
Biological Sciences., 2012, 4(2), 35-39.
[20] P Kumar Vemuri, S Veeravalli. Iranian Journal of Biotechnology., 2014, 12(2), 3-8.
[21] JS Thacker, DH Yeung, WR Staines, JG Mielke. Analytical biochemistry., 2016, 496, 76-8.
[22] PK Reddy, A Shekar, JJ Kingston, MH Sripathy, H Batra. Journal of immunological methods., 2013, 391(1),
31-8.
[23] RP Rastogi, BN Dhawan. Drug development research. 1990., 19(1), 1-2.
[24] Shashank Kumar, Amita Mishra, Abhay K Pandey. BMC Complementary and Alternative Medicine., 2013.,
13(120), 1-9
[25] R Tanvir, I Sajid, S Hasnain. Pak J Pharm Sci., 2013, 26, 277-83.
[26] VB Kushwaha, S Maurya. Journal of Applied and Natural Science., 2012, 4(1), 137-43.

464

