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Abstract

Aim :

Methodology :

Results :

Interpretation :

Antifungal proteins are produced by many plant species and participate in defence mechanisms
against number of fungal pathogens. The main objective of the study was to purify and characterize the
thermo-stable antifungal compound with chitinase activity from mung bean seeds to assess
their antifungal potency.

The antifungal protein was isolated through ammonium sulphate precipitation method
followed by its purification through ion-exchange chromatography. The purified protein was characterized
by evaluating its antifungal efficacy, thermal stability, chitinase activity and SDS PAGE profiling.

Molecular mass of characterized antifungal protein was 50.6 kDa. Purified protein exhibited
antifungal activity against pathogenic fungi and and
sustained its thermo-stability up to 60°C with chitinase activity.

The isolated antifungal proteins showed unique column chromatographic behaviour,
molecular weight, specificity of chitinase activity and relatively high thermo-stability with potent antifungal
activity. It can be used in different biomedical and pharmaceutical applications as bio-pesticides.

Vigna radiata

Macrophomina phaseolina Magnaporthe grisea

Characterization of antifungal protein

Journal Home page : www.jeb.co.in� E-mail : editor@jeb.co.in

Journal of Environmental Biology

Purification and characterization of a

novel thermostable antifungal protein

with chitinase activity from mung bean

Original Research

*Corresponding Author Email :

drpg73@rediffmail.com

Publication Info

Paper received : 23.03.2017
Revised received : 02.08.2017
Accepted : 30.10.2017

Journal of Environmental Biology© , Lucknow (India)Triveni Enterprises 406-412Vol. 39May 2018

Authors Info

D.S. Solanki , S. Kumar ,
K. Parihar , K. Sharma ,
P. Gehlot *, S.K. Singh
and R. Pathak

1 1

1 1

1 2

2

1

2

Mycology and Microbiology
Laboratory, Department of
Botany, JNV University,
Jodhpur - 342 001, India

Division of Plant Improvement and
Pest Management, Central Arid
Zone Research Institute,
Jodhpur-342 003, India

TM

Key words

Antifungal protein
Chitinase activity
Chromatography
SDS-PAGE
Thermostability

Antifungal protein from mung bean

Isolation of protein through ammonium sulphate precipitation

Purification through ion-exchange chromatography

Characterization of antifungal protein

SDS PAGE Efficacy of
antifungal activiyty

Thermal
stability

Chitinase
activity

50.6 kDa
protein

Inhibition of growth of
fungal pathogen

Sustained
at 60 Co

Exhibited

Confirmed a novel antifungal protein

Bio-pesticide



O
nl

in
e 

Co
py

Antifungal protein from mung bean 407

Journal of Environmental Biology, May 2018

antifungal activity was further purified (M2 Fraction) while
remaining fractions were discarded (M1 and M3). M2 fraction
was further purified by the ion exchange chromatography on di-
ethylamino ethyl (DEAE) cellulose (Hi Media, Mumbai, India)
column (1× 15 cm) in 20 mM Tris–HCl (pH 7.2). Flow rate was
maintained at 1 ml min and each fraction of 2 ml was collected.
The un-adsorbed proteins were collected separately and
adsorbed proteins were eluted with buffer containing 1 M NaCl.
Absorbance of each eluted fraction was analyzed for protein
content with a UV-spectrophotometer at 280 mm.

Protein concentration was estimated by dye
binding method
Bradford, 1976).

To
determine purity of protein and its molecular mass, sodium
dodecyl sulphate-polyacrylamide gel electrophoresis (SDS-
PAGE) was carried out. SDS-PAGE was performed according to
the method described by Laemmli (1970) with 12%
polyacrylamide gel. Electrophoresis gel was stained with
Coomassie brilliant blue dye. The molecular mass of purified
protein was determined with the comparison of its electrophoretic
mobility with those of molecular mass marker proteins
(Thermofisher Scientific, USA).

Crude protein, ammonium
sulphate fractions (M1, M2 and M3), ion exchange column
fractions (M2P1 and M2P2) and heat treated proteins (M2P1)
were subjected to assess their antifungal efficacy against
pathogenic fungi and

, obtained from ICRISAT, Hyderabad. The young growing
fungal mycelium inoculums were placed in the center of sterile
Petri plates containing 15 ml potato dextrose agar. After the
mycelium colony established on agar, sterile circular paper disks
(0.5 cm in diameter) were placed one cm away from young
growing fungal mycelium colony rim 10 l aliquot (23.4 μg protein)
of isolated protein was poured on to the disks and then incubated
at 25ºC until the colony mycelia growth from the central disc had
enveloped peripheral disks or formed crescents of inhibition
around disks. Only 10 l Tris–HCl buffer poured disc without
protein was used as control.

The purified antifungal protein (M2P1) was
incubated at different temperature (10, 20, 30, 40, 50, 60, 70, 80,
90 and 100 C) for 10 min to check its thermo-stability according to
the method described by Sawasdipuska (2011). After
incubation, samples were cooled down at room temperature and
then antifungal efficacy was re-confirmed.

Colloidal chitin was
prepared from chitin flakes following the method of Hsu and
Lockwood (1975) with some modification. Colloidal chitin (1%)
agar plates were prepared containing 15 ml of colloidal chitin agar
media. After solidification of media, three sterile paper discs were
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Protein estimation :

Characterization of antifungal protein by SDS PAGE :

Assay of antifungal activity :

Thermal stability :

Agar plate assay for chitinase activity :

using bovine serum albumin (BSA) as standard
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Introduction

Materials and Methods

Isolation of protein :

Mung bean [ (L.) Wilczek] is a valuable grain
legume, widely cultivated in tropical and subtropical regions of
Asia (Poehlman, 1991). Among legumes, it is the main source of
amino acids, proteins, dietary fiber, unsaturated fatty acid and is
used worldwide for human consumption, cattle feed and possess
medicinal properties (Jo ., 2006; Kulsum ., 2007; Sharma
and Mishra, 2009). It is used for the treatment of various ailments
like hepatitis, gastritis, heart rash etc. (Huijie ., 2003; Leung,
2007) due to its antihypertensive, antidiabetic and anticancer
properties (Yang ., 2008; Kumar and Singhal ., 2009).
The proximate composition of mung bean revealed that it posses
high amount of antifungal proteins and their isolation may
enhance its industrial applications.

Antifungal proteins are widely produced by many plant
seeds used as food including legume seeds (Ye and Ng, 2000;
Klomklao ., 2011) and serve as a protective function against
fungal invasion to the host (Kondori ., 2010). These proteins
participate in defence mechanisms against number of fungal
pathogens (Ferrira ., 2007). A number of antifungal proteins
from legume seeds have also been purified and characterized by
earlier researchers (Ajesh and Sreejith 2014; Kabir ., 2016).
During germination mung bean seeds secrete antifungal
compounds that act as a potential protective role against fungal
pathogens through proteolytic process, cell wall degradation, un-
established plasma membrane, membrane pore formation,
ribosomal destruction and participate in defence mechanisms,
that antifungal compounds can be used as biofungicides (Ferrira

., 2007; Klomklao ., 2011).

The thermostable antifungal proteins with chitinase
activity have not been studied in mung bean, therefore the
present study was undertaken to purify and characterize thermo-
stable antifungal compound with chitinase activity from mung
bean seeds grown in arid and semi arid regions of Rajasthan,
India for their antifungal potency.

Mung bean seeds were obtained from
Agriculture University, Mandore, Jodhpur. Twenty-five gram
seeds were soaked in distilled water for 24 hrs at room
temperature and homogenized in 100 ml of 20 mM Tris–HCl
buffer (pH 7.2). The homogenate was centrifuged to obtain
crude extract. The crude extract was subjected to 0-30%, 30-
60% and 60-90% ammonium sulphate fractionation following
the method of Klomklao . (2011) as M1, M2 and M3,
respectively. These residues were collected through
centrifugation in different centrifuge tube and were dissolved in
20 mM Tris–HCl buffer (pH 7.2) and dialysed against distilled
water in dialysis tubing (Sigma Aldrich). Each fraction was
subjected to preliminary check for protein content and their
antifungal activity and the ammonium sulphate fraction showing
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antifungal activity up to 60 C for 10 min and subsequently
decrease in antifungal activity was observed form 70 to 100 C.
Purified protein M2P1 was also investigated for its chitinase
activity on colloidal chitin agar plates and found that it showed
clear zone surrounding paper disc when iodine solution was
used which indicated good chitinase activity of purified protein
M2P1 (Fig. 5). Chitinase activity was also observed after heat
treatment of purified protein. The protein yield of different
fractions of mung bean seeds at purification stage revealed that
the protein in 30-60% ammonium sulphate precipitation fraction
(M2) and DEAE cellulose fraction (M2P1) of seed was 6.5 and
0.1872 mg g , respectively. Ammonium sulphate precipitation
method was used for protein isolation and purification by ion
exchange chromatography on DEAE cellulose in the present
study. Many researchers have also used this method for
isolating seed protein (Shahid ., 2008; Sawasdipuksa .,
2011; Ajesh and Sreejith, 2014).

Crude proteins were purified by ion exchange method
and two un-adsorbed peaks were found from fraction M2P1 and
NaCl treated adsorbed fraction M2P2. This may be due to the fact
that the higher salt concentration increased the solubility of
protein, leading to the higher concentration of protein in the
extract and denaturation of mung bean crude protein at high salt
concentration. Benjakul . (2000) reported increased
solubilisation of proteins isolated from cow pea and pigeon pea
when an alkaline solution was used.

Good quantity of antifungal protein (M2P1) with the yield
of 0.187 mg g was purified on DEAE cellulose ion exchange
column chromatography with molecular mass of 50.6 kDa in the
present study, which was within the range of previously reported

o

o

-1
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placed on chitin agar medium then heat treated 10 l (23.4 μg
protein) of ammonium sulphate precipitate (M2 fraction), M2P1
ion exchange column fraction and extraction buffer (as control)
were poured on to discs. Plates were then incubated at 25°C for
48 hrs and then stained with 2% iodine solution. The development
of clear zone around the discs were observed.

The crude protein extract from mung bean seeds was
fractionated by ammonium sulphate precipitation to obtain three
fractions M1 (0-30%), M2 (30-60%) and M3 (60-90%). Each
fraction was evaluated for the antifungal potential against two
phytopathogenic fungi ( and ). Protein
fraction M2 exhibited the maximum antifungal activity as
compared to M3 fraction, while M1 fraction did not exhibit any
antifungal activity against tested phytopathogenic fungi, and
consequently M1 and M3 fraction were discarded. M2 fraction
was further purified by ion exchange chromatography on DEAE-
cellulose resulted into two major UV absorbing peaks (unbound
fraction M2P1 and bound fraction M2P2 protein) (Fig. 1). Both
proteins were further tested for their antifungal potential and found
that M2P1 peak from DEAE cellulose exhibited a crescent shape
zone of inhibition against pathogen and
(Fig. 2a, b) on PDA culture medium, while M2P2 peak could not
check the growth of both pathogenic fungal mycelium and finally
discarded. M2P1 fraction was further characterized by SDS
PAGE and its molecular mass of 50.6 kDa with single band (Fig.
3), representing the purified antifungal protein from mung bean
seeds. The purified yield of M2P1 protein was processed for its
thermo-stability from 10-100 C and incubated for 10 min (Fig.
4). Moreover, this M2P1 protein fraction retained significant

μ

Results and Discussion
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Fig.1: Ionexchangechromatographyofammoniumsulphateprecipitate(30-60%)or isolatedM2fractionofmungbeanonDEAEcellulosecolumn(1×15cm)
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Fig. 2a : Antifungal activity of purified protein (fraction M2P1) against
. (C) Control; 10 μl of 20 mM Tris–HCl buffer. (A); 23.4 μg

purified protein in 10 μl of 20 mM Tris–HCl buffer and (B); 46.8 μg
purified protein in 20 μl of 20 mM Tris–HCl buffer

M.
phaseolina

Fig. 2b : Antifungal activity of purified protein (M2P1) against .
(C) Control; 10 μl of 20 mM Tris–HCl buffer. (A); 23.4 μg purified protein
in 10 μl of 20 mM Tris–HCl buffer and (B); 46.8 μg purified protein in 20 μl
of 20 mM Tris–HCl buffer

M. grisea

In the present study, purified antifungal protein having
chitinase activity remained unadsorbed (unbound) in nature on
ion exchange chromatography on DEAE-cellulose, in contrast to
other studied antifungal chitinase proteins. However, the
chromatographic behavior of antifungal chitinase proteins are
distinct in general. Most of the chitinases were adsorbed on anion
exchangers eg. chitinases (Liu .,
2009). Some are adsorbed on cation exchangers, eg. emperor
banana chitinase (Ho and Ng, 2007). Some are adsorbed on both
kinds of ion exchangers, eg. chitinase (Wang et
al. 2009). In some cases chitinase was purified by affinity
chromatography eg. chitinase (Rao and
Gowda, 2008).

The molecular weight (50.6 kDa) and chitinase activity
of the novel antifungal protein purified and characterized under
present study is unique protein as compared to previously
reported antifungal proteins having chitinase activities due to
different molecular weights. The molecular masses of most of
the chtinase proteins reported so far ranges between 30kDa to
60KDa. However, chitinase with different molecular masses
have been reported earlier. The molecular mass of small
chitinase eg. chitinase (Lam and Ng, 2001) is as
low as 15 kDa. The molecular mass of some chitinase are
higher eg. chitinase (Molinari .,
2007) and chitinase (Kabir ., 2006) are 75

Aeromonass chubertii et al

Bacillus cereus

Tamarindus indica

Panax ginseng

Oreochrom isniloticus et al
Bombex mori et al

antifungal proteins and higher from the earlier reported antifungal
protein from mung bean seeds. Ye . (1999) characterized
thaumatin like antifungal protein from French beans (
cv kentucky wonder) having molecular mass 20 kDa. Ye and Ng
(2000) designated Mungin protein (18 kDa), isolated from

seed. A 67 kDA homodimeric lectin protein has been
reported from by Ye . (2001). Proteins Phasein A
and Phasein B were isolated form cv. Pinto and
characterized by Ye and Ng (2002) with their molecular weight of
28 and 32 kDa, respectively.

In the present study, 10 l aliquots of purified protein (23.4
μg) were used against pathogenic fungi to check antifungal
assay. Similarly, 0.5 to 25 mg ml concentration of proteins was
ascribed by Osborn . (1995) and Almeidia . (2000).
Praxedes . (2011) used concentration ranging from 12.4 to
28.2 mg ml . In their experiment, protein isolated and purified
from mung bean seeds showed strong antifungal activity against
phytopathogens and .
Correspondingly, Ye and Ng (2000) isolated Mungin protein from
mung bean seed which exhibited an inhibitory action

and .
Wang . (2005) reported mung bean chitinase which inhibited
the growth of , ,

and
.

et al
P. vulgaris

P.
mungo

P. vulgaris et al
P. vulgaris

et al et al
et al

i.e., M. phaseolina M. grisea

against
Coprinus comatus, Rhizoctonia solani Botrytis cinerea

et al
Fusarium solani Fusarium oxysporum

Mycoshaerella arachidicola, Pythium aphanidermatum
Sclerotium rolfsii
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Fig. 5 : Chitinase activity on colloidal chitine agar media. (C) : Control; (A)
Ammonium sulphate precipitate fraction (M2); (B) Ion exchange column
fraction (M2P1)

1              2            3              4
kDa

66.2

45

35

25

14.4

Fig. 3 : Sodium dodecyl sulphate polyacrylamide gel electrophoresis (SDS-PAGE) of isolated fraction M2P1. From left to right; lane 1: molecular marker,
lane 2 : Crude Protein, lane 3: 30-60% ammonium sulphate fraction, Lane 4 : Ion exchange fraction

Fig. 4 : Thermostability test of purified protein (M2P1) against
with 10 C to 100 C (10 C interval for 10 min.) with 23.4 μg in

10μl buffer and control (C: only buffer)

M.
phaseolina

o o o

been isolated from seeds having molecular mass of
67 kDa. Wang . (2008) purified and characterized chitinase
from peanut ( ) and demonstrated that
chitinase protein exhibited a molecular mass of 34.4 kDa.

P. vulgaris
et al
Arachis hypogaea

kDa. Lam and Ng (2010) characterized Acaconin, a chitinase
like antifungal protein, from seeds having
molecular mass of 32 kDA. Ye . (2001) characterized
antifungal lectin exhibiting sequence similarity to chitinase has

Acacia confuse
et al



O
nl

in
e 

Co
py

Antifungal protein from mung bean 411

Journal of Environmental Biology, May 2018

Kabir, S. R., M. M. Rahman, S. Tasnim, M. R. Karim, N. Khatun, I. Hasan,
R. Amin, S.S. Islam, M. Nurujjaman, M. A. H. Kabir, N.K. Sana, Y.
Ozeki andA.K.M.Asaduzzaman : Purification and characterization
of a novel chitinase from seed with antifungal
activity. ., , 62–68 (2016).

Kabir, K.E., H. Sugimoto, H. Tado, K. Endo, A. Yamanaka, S. Tanaka and
D. Koga : Effect of chitinase against Japanese pine
sawyer ( ) adult as a biopesticide.

., , 219–229 (2006).
Klomklao, S., S. Benjakul, H. Kishimura and M. Chaijan : Extraction,

purification and properties of trypsin inhibitor from Thai mung bean
( (L.) R. Wilczek). ., , 1348–1354 (2011).

Kondori, N., L. Baltzer, G.T. Dolphin and I. Mattsby-Baltzer: Fungicidal
activity of human lactoferrin-derived peptides based on the
antimicrobial region. , , 51–57
(2010).

Kulsum, M.U., M.A. Baque and M.A. Karium: Effects of different nitrogen
levels on the morphology and yield of blackgram. ., , 125-
130 (2007).

Kumar, V. L. and A. Singhal: Germinating seeds of the mung bean,
(Fabaceae), as a model for the preliminary evaluation of

cytotoxic effects of drugs. ., , 19-24 (2009).
Laemmli, U.K.: Cleavage of structural proteins during the assembly of the

head of bacteriophase T4. , , 680-685 (1970).
Lam, S.K. and T.B. Ng: Isolation of a novel thermolabile heterodimeric

ribonuclease with antifungal and anti proliferative activities from
roots of the sanchi ginseng .

., , 419–423 (2001).
Lam, S. K. and T.B. Ng: Acaconin, a chitinase-like antifungal protein with

cytotoxic and anti-HIV-1 reverse transcriptase activities from
seeds. , , 299-304

(2010).
Liu, C.L., C.R. Shen, F.F. Hsu, J.K. Chen, P.T. Wu, S.H. Guo, W.C. Lee,

F.W. Yu, Z.B. Mackey, J. Turk, and M.L. Gross : Isolation and
Identification of Two Novel SDS-Resistant Secreted Chitinases
from . ., , 124–134
(2009).

Molinari, L.M., R.B. Pedroso, D.O. Scoaris,T. Ueda-Nakamura,C.V.
Nakarnura and B.P. Dias-Filho : Identification and partial
characterization of a chitinase from Nile tilapia,

. ., ,
81-87 (2007).

Osborn, R.W., G.W. De Samblax, K. Thevissen, I. Goderis, S. Torrekens,
F. Van Leuven, S. Attenborough, S. B. Rees and W. F. Broekaert:
Isolation and characterization of plant defenins from seeds of
Asteraceae, Fabaceae, Hippocastanceae and Saxifragaceae.

., , 257–262 (1995).
Patil, D.N., M. Datta, A. Chaudhary, S. Tomar, A.K. Sharma and P.

Kumar: Isolation, purification, crystallization and preliminary
crystallographic studies of chitinase from tamarind (

) seeds. .
., , 343-345 (2009).

Poehlman, J. M.: . Oxford and IBH Pubication. Co., Pvt.
Ltd. New Delhi, India (1991).

Praxedes, P.G., J. K. Zerlin, L.O. Dias, and R. A. B. Pessoni: A novel
antifungal protein from seeds of (Cav.) Pers.
(Leguminosae-Faboideae). ., , 687-692 (2011).

M.V. Ramos, R.S.B. de Oliveira, H.M. Pereira, F.B.M.B. Morenoc, M.D.P.
Lobo, L.M. Rebelo, J. Brandão-Neto, J.S. de Sousa, A.C.O.
Monteiro-Moreira, C.D.T. Freitas and T.B. Grangeiro: Crystal
structure of an antifungal osmotin-like protein from

and its effects on spores, as revealed by

Trichosanthes dioica
Int. J. Biol. Macromol

Bombyx mori
Monochamus alternatus Biosci.

Biotechnol. Biochem

Vigna radiata FoodChem

Int. J. Antimicrobial Agents

J.Agron

Vigna
radiata

Biocell

Nature

Panax notoginseng Biochem. Biophy.
Res. Comm

Acacia confusa Acta Biochim. Polonica

Aeromonas schubertii Biotechnol. Prog

Oreochrom

isniloticus Comp. Biochem. Physiol. A Mol. Integr. Physiol

FEBS Lett

Tamarindus
indica Acta Crystallogr Sect. F Struct Boil. Cryst.

Commun
The Mungbean

Sesbania virgata

Brazilian J. Biol

Calotropis
procera Fusarium solani

84

70

129

37

6

33

227

285

57

25

146

368

65

71

α β

The heat treatment of purified antifungal protein (M2P1)
was carried out from 10 C to 100 C for 10 min. and it was found
that the purified protein remained thermostable up to 60°C and
exerted inhibitory effect on pathogengic fungal growth, but it was
rapidly inactivated when incubated at temperature above 60 C.
Plants defend themselves against pathogens by producing
secondary metabolites and proteins with antifungal activity. Yan

. (2015) reviewed plant antifungal proteins and their
applications in agriculture emphasizing thermostability and
activity over a wide range of pH as desirable traits of such
proteins. Ramos (2015) purified thermostable
osmotin/thaumatin- like antifungal protein from the latex of

that retained its antifungal activity over a wide
pH range.

This antifungal protein from mung bean seed can be used
as an alternative eco-friendly bio-fungicides and can play a
promising role in different biomedical and pharmaceutical
applications.
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