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Abstract
Background: Fusarium oxysporum causes vascular wilt diseases in a wide variety of economically important crops. Control of plant
diseases  still  relies  mainly  on  the  use  of  synthetic fungicides, but environmental and health concerns and the development of
fungicide-resistant pathogens have stimulated the search for alternative control strategies. Materials and Methods:  Fusarium  oxysporum
isolated from the roots of diseased mung bean plans collected from Aga district, Dahahlia, Egypt (F1) recorded the highest values of wilt
disease incidence (50%) in the pathogenicity test. Results: Cytokinins at concentrations of 25, 50, 100 and 200 ppm and β-sitosterol at
10G1, 10G3, 10G5 and 10G7 M slightly reduced the linear growth of  F.  oxysporum  on PDA solid medium. In the greenhouse experiment,
the β-sitosterol at 10G5 M was the most effective treatment in reducing the incidence of wilt (11.38e) in mung bean plant infected with
Fusarium  oxysporum. The growth parameters of mung bean plants (root length, shoot length, root fresh and dry weight, shoot fresh and
dry  weight  and  No.  of  leaves  per  plant)  were significantly increased at the treatments cytokinins at the concentration 100 ppm and
β-sitosterol at the concentration 10G5 M. Similarly, the photosynthetic pigments (chlorophyll a, chlorophyll b, carotonoids and total
pigments) as well as the defense enzymes (peroxidase, polyphenoloxidase and catalase) activity and the content of total phenols were
significantly increased by the same treatments. Also, the yield parameters (No. of pods per plant, weight of pods per plant, No. of seeds
per plant and weight of seeds per plant) were significantly increased in mung bean plants non-infected and infected with Fusarium
oxysporum  treated with cytokinins at the concentration 100 ppm or β-sitosterol at the concentration 10G5 M. Conclusion: It is evident
from the above results that, the resistance of mung bean plant to the used pathogenic fungi (Fusarium  oxyspurm) was more or less
improved by priming the seeds in kinetin and β-sitosterol specially in response to 100 ppm kinetin and 10G5 M β-sitosterol, these plant
growth regulators could be used, as safe compounds to improve the resistance of mung bean plant to fungal pathogens.
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INTRODUCTION

The mung bean (Vigna radiata) is a member of the
legume family (Fabaceae). This family is a wide spread family
as it occupies the third largest family of flowering plants, with
approximately 650 genera and nearly 20,000 species1. Mung
bean has many local names “mung bean, mash, golden gram
or green gram”. The species ranges from large tropical canopy
trees to small herbs found in temperate zones, humid tropics,
arid zones, high lands, savannas and low lands2.

Fusarium oxysporum Schlecht. causes vascular wilt
diseases in a wide variety of economically important crops3.
Control of plant diseases still relies mainly on the use of
synthetic fungicides, but environmental and health concerns
and the development of fungicide-resistant pathogens have
stimulated the search for alternative control strategies4,5. One
approach involves the activation of natural plant defenses to
protect crops from losses caused by plant diseases6. Plant
growth hormones, auxin (Indole-3-acetic acid) and cytokinin
(kinetin), suppress H. maydis in culture media and in a
detached root assay. Kinetin and even more auxin caused
significant suppression of fungus spore germination7.

Cytokinins are phytohormones derived from adenine and
are involved in the regulation of root and shoot growth and
leaf   longevity.   Evidence  suggests  that  CK  is  involved  in
the regulation of plant defense responses against some
pathogens8.  Moreover,  sterols  play  an  important  role in
plant development including cell expansion, vascular
differentiation, etiolation and reproductive development9,10.
Wheat and rice grains soaked in sterols gave the highest
values of root length, shoot length, dry weight of shoot and
root and also in germination percentage11.

The present study aimed at investigating the efficacy of
the  growth  regulators  cytokinins  and  β-sitosterol  in
controlling  the  wilt  disease  of  mung  bean  caused  by
Fusarium  oxysporum  and their capability to improve the
fitness and yield quantity of the plant.

MATERIALS AND METHODS

Isolation, purification and identification of Fusarium
oxysporum: Diseased mung bean plants showing different
degrees of wilt disease were collected from different regions
of Dakahlia governorate, (Mansoura, Aga, Sinebellawen and
Sherbeen). The affected roots were washed and cut into small
portions, immersed in sodium hypochlorite (5% chlorine) for
1 min,  washed  with  distilled  water  and  finally  dried
between two sterilized filter papers. Then they were directly

placed   into    petri    dishes    containing    Potato   Dextrose
Agar  (PDA)  medium  and incubated at 28EC for 3-5 days. All
the isolated  fungi  were  purified  using  single  spore  or  the
hyphal tip techniques suggested by Dhingra and Sinclair12.
The purified fungi were identified according to their
morphological features according to Booth13. Stock cultures
were  maintained  on  PDA plants and kept in a refrigerator at
5-10EC   and   were   sub-cultured   on   fresh   medium   every
6-8 weeks.

Pathogenicity test of  Fusarium  oxysporum: Earthen ware
pots (20 cm in diameter) were sterilized by immersing them in
5% formalin solution for 15 min and covered overnight with
plastic sheets, then left to dry in the open air. Soil sterilization
was  carried  out by autoclaving. Susceptible mung bean
(Vigna  radiate  L., Wilczek) seeds obtained from Horticulture
Research Institute, ARC, Giza were used in this experiment.
Mung bean seeds were surface sterilized with 1% sodium
hypochlorite for 1 min. Then, they were washed in several
changes of sterilized water and left to dry. The surface
sterilized seeds were sown in sterilized soil and irrigated with
water for 30 days. Bottles containing sand-barley medium
were autoclaved and then inoculated with the fungal isolate.
After incubation at 28EC for 2 weeks, the fungus was
thoroughly mixed with sterilized light loam soil at the rate of
1 g inoculum per 100 g soil. Inoculated pots were watered
regularly for a week before planting. Pots used for control
were filled with the same soil and mixed only with the same
rate of fungus free-sand barley medium and treated in the
same way14. The transplants were transferred into sterilized
infested soil and planted. Other transplants were planted in
sterilized uninfested soil. After 30 days from cultivation of
transplants the disease incidence was recorded as follows:

No. of wilting plants
Disease incidence 100

Total No. of plants
 

Effect of cytokinins and  β-sitosterol on the linear growth of
Fusarium  oxysporum in  vitro: The appropriate amount of
cytokinins  or  β-sitosterol  were  prepared  by  mixing  it  with
50 mL PDA medium in each flask just before solidification to
give end concentrations of 200, 100, 50 and 25 ppm of
cytokinins and 10G1, 10G3, 10G5 and 10G7 M of β-sitosterol.
Twenty milliliters of each PDA medium was poured in each
petri dish and then they were inoculated with 6 mm discs of
fungal growth and incubated at 25±2EC. Three replicates
were used per each treatment. Petri dishes having no
treatments were served as control treatment.
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Greenhouse experiment: From the preliminary experiment
the  concentrations  100  and  50  ppm  for  kinetin  and  10G3

and 10G5 M for β-sitosterol were selected to be used in field
experiment. Two sets of similar pots filled with equal amounts
of garden soil (prepared by mixing clay to sand, 2:1, v/v) were
prepared.

A homogenously-sized lot of  Vigna  radiata  L., Wilczek.
(mung bean) seeds were selected then surface sterilization
was carried out by soaking the seeds in 0.01% HgCl2 solution
for 3 min. The seeds were washed thoroughly with tap water.
For each set of pots the seeds were divided into five equal
groups, soaked for 2 h as follow; the first soaked in water
whereas the other four groups were soaked separately in the
first kinetin concentration (100 ppm), second kinetin
concentration   (50   ppm),   first   β-sitosterol  concentration
(10G3 M) and second  β-sitosterol concentration (10G5 M)
respectively.

The pots of one set was inoculated with Fusarium
oxysporum, while the other set not infected. The inoculum
was prepared by growing it in glass bottles containing
sterilized sorghum grain medium (100 g of sorghum seeds
mixed with sand at a ratio of 2:1 (v/v) and moisten with water,
transferred  to  conical  flasks  and  autoclaved  at  121EC  for 
20  min),  then  incubated  at  25±2EC  for  15  days.  Soil
infestation  was  achieved  by  mixing  the  inoculums  of
Fusarium oxysporum  fungus at a rate of 4% (w/w). To make
the  pots  ready  for seeding, they were irrigated every 2 days
for  a  period  of  a  week  to  insure  fungi  adaptation.  Six
healthy-looking mung bean seeds were sown in each pot. Five
pots were used as replicates for each treatments. All seeds of
Vigna  radiate  were cultivated at 25th of June, 2014 and the
pots were kept in the greenhouse under a normal day per
night conditions and irrigated as usual practice with equal
amounts of tap water when required. At 1st of September,
2014  samples  from  treated  and  untreated,  infected  and
non-infected plants in the fruiting stage were collected for
different estimations.

Estimation of photosynthetic pigments: The plant
photosynthetic pigments (chlorophyll a, chlorophyll b and
carotenoids)   were   determined   at   different   stages   of
plant growth using the spectrophotometric method as
recommended by Arnon15 for chlorophylls and Horvath et al.16

for carotenoids as adopted by Kissimon17. A known fresh
weight of plant leaves was cut in an ice cold porcelain mortar,
some quartz sand was added and a little amount of Na2CO3

powder were also to reduce acidity. The leaves were ground
with 80% acetone for 5 min. After grinding, the extract was
transferred    to    a    centrifuge    tube   and   the   volume   was

completed to 8 mL by acetone. Centrifugation at 1000 rpm for
3 min, the color was measured immediately against a blank of
pure 80% aqueous acetone at 3 wavelengths of 480, 644 and
663 nm using spectrophotometer, model (21 D). Taking into
consideration the dilutions made, the concentration of the
pigment fractions were calculated as :g mLG1 using the
following equations:

Chlorophyll a = 10.3 E663-0.918 E644 = µg mLG1

Chlorophyll b = 19.7 E644-3.87 E663 = µg mLG1

Carotenoids = 5.02 E480 = µg mLG1

Then, the fractions were calculated as µg gG1 dry weight
of the differently treated plant leaves.

Total phenols: Fresh leaves of mung bean plants were
collected to determine their contents of the total phenols
using Foline-ciocalteau reagent18. Samples (2 g per each) were
homogenized  in  80%  ethanol, centrifuged at 10000 rpm for
15 min and the supernatant were collected. The obtained
residues were re-extracted twice in 80% ethanol and the three
collected supernatant was placed into evaporating dishes at
room temperature until complete dryness. The residue was
dissolved in 5 mL distilled water and 100 µL of the extract was
re-diluted in 3 mL of distilled water followed by adding 0.5 mL
of Foline-ciocalteau reagent. Three minutes, later 2 mL of 20%
sodium carbonate was added and the mixture was vortexed
thoroughly and left for 1 h. The developed color was
measured  photometrically  at  650  nm  length  and  catechol
was used for calibration. The final results were expressed as
milligram (mg) catechol per 100 g fresh weight.

Assay of defense related enzymes activity
Enzyme extraction: Mung bean leaves were collected 72 h
after each treatment and directly immersed in liquid nitrogen,
lyophilized and then milled to a fine powder with a mortar and
pestle. The powder (0.1 g) was extracted using 5 mL sodium
phosphate buffer (0.05 M, pH 6.5) for 2 h at 4EC and then
centrifuged at 20,000xg for 15 min at 4EC. After centrifugation,
the supernatant was saved. The supernatant was designated
as the crude leaf extract and its protein content was
determined  in  comparison  with  a  Bovine  Serum  Albumin
(BSA) standard19.

Peroxidase activity (POD): Peroxidase activity was estimated
following the method of Mahadevan and Sridhar20. Five
milliliters of freshly prepared pyrogallol reagent (prepared by
mixing  10  mL  of 0.5 M pyrogallol solution and 12.5 mL of
0.66  M  phosphate  buffer  and  the  volume  made  to 100  mL
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with distilled water) and 1.5 mL of the enzyme extract were
mixed   in   a   spectrophotometer   tube   and   the  mixture
was immediately adjusted to zero absorbance of a
spectrophotometer. About 0.5 mL of 1% H2O2 solution was
added to it and the content was mixed by inverting the tube.
The reaction was initiated by the addition of H2O2. Enzyme
activity was recorded as the change in absorbance per minute
()A minG1) at 430 nm immediately after the addition of
substrate. Similarly, control of non-enzymatic oxidation was
maintained by heating at 100EC, where the activity was always
measured zero indicating its complete inactivation by the heat
treatment.

Polyphenol oxidase enzyme activity (PPO): Polyphenol
oxidase  activity  was  measured  by  the  method  of
Sadasivam and Manickam21. Two milliliter of enzyme extract
and 3 mL of distilled water were mixed together in a
spectrophotometer tube and adjusted to zero absorbance of
a  spectrophotometer.  One  milliliter  of   catechol  solution
(0.4 mg mLG1) was added to the above mixture and the
reactants were quickly mixed. The enzyme activity was
measured as the change in absorbance per minute ()A minG1)
at 490 nm immediately after the addition of catechol solution
which initiated the reaction. Control in similar manner was
maintained by heating at 100EC which always showed zero
absorbance.

Catalase enzyme activity: The estimation of the enzyme was
carried out according to Devi22. One milliliter of the extract was
placed in a test tube and 2 mL of 0.1 M H2O2 and 3 mL of the
phosphate buffer were added. One milliliter of 0.7 N H2SO4 (or
10 mL of 2%) was added, to stop the reaction after 5 min.
Incubation for 5 min at 27EC and titration the residual H2O2

against 0.01 N KMnO4 (taken in the burette). The end point
recorded when the pink colour appears and persists for 30 sec.
Titration  of  a  blank takes place (1 mL of enzyme extract and
2 mL of H2O2 were added to 1 mL of 0.7 N H2SO4 immediately
and 3 mL of the phosphate buffer) and the titration value
recorded. The amount of H2O2 destroyed by catalase is
calculated by the equation:

25 0.85
Catalse activity V/W

2


 

Where:
W = Weight of material used
V = Volume of KMnO4 utilized (Blank-sample value)

The catalase activity presented as enzyme units per gram leaf
material. One unit of catalase is defined as that amount of
enzyme, which breaks down 1 mmol of H2O2 minG1.

RESULTS

Pathogenicity test: The results demonstrated that all isolates
were   pathogenic   and   produced   typical  symptoms  of  wilt
disease  Fusarium  oxysporum  isolated from Aga  (F1) recorded
the highest values of disease incidence (50%) (Table 1). So this
isolate was considered to be the most aggressive one and
used for further studies.

Effect   of   cytokinins   and   β-sitosterol   on   the  linear
growth  of  Fusarium   oxisporum  in vitro: Table 2 showed
that cytokinins at concentrations of 25, 50, 100 and 200 ppm
and β-sitosterol at 10G1, 10G3, 10G5 and 10G7 M, slightly reduced
the linear growth of F. oxysporum, isolated from mung bean
roots. It was also noticed that the reduction in the linear
growth was correlated to the increase in the concentration of
the tested growth regulator.

Table 1: Pathogenicity test for different isolates of  F. oxysporum
Isolates Location Disease incidence* (%)
F1 Aga 50
F2 Sherbeen 46
F3 Sinebellawen 42
F4 Mansoura 40
*Each value represent the mean values of 3 replicates

Table 2: Effect of different concentrations of cytokinins and β-sitosterol growth
regulators on the linear growth of  Fusarium  oxyspom

Diameter of fungal growth (cm)
----------------------------------------------------------

Treatments Control 9.00a

Cytokinins 25 ppm 8.33ab

50 ppm 7.57a-c

100 ppm 7.06bc

200 ppm 5.86cd

β-sitosterol 10G7 M 8.69ab

10G5 M 7.49a-c

10G3 M 6.49cd

10G1 M 5.16d

Means followed by different letter(s) in the column are significantly different
according to Duncan's multiple range test at p = 0.05

Table 3: Effect of cytokinins and β-sitosterol on wilt disease of mung bean plant
non-infected and infected with Fusarium oxysporum

Treatments Wilt disease incidence (%)
Control (non-infected) Water 27.69a

Cytokinins (50 ppm) 23.69b

Cytokinins (100 ppm) 8.31d

β-sitosterol (10G3 M) 20.61c

β-sitosterol (10G5 M) 0.00e

Fusarium oxysporum Water 50.15a

Cytokinins (50 ppm) 46.15b

Cytokinins (100 ppm) 26.77d

β-sitosterol (10G3 M) 30.77c

β-sitosterol (10G5 M) 11.38e

Means followed by different letter(s) in the column are significantly different
according to Duncan's multiple range test at p = 0.05
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Table 4: Effect of cytokinins and β-sitosterol on the growth parameters of mung bean plants non-infected and infected with  F.  oxysporum
Root length Shoot length Root fresh Root dry Shoot fresh Shoot dry No. of leaves

Treatments (cm) (cm) weight (g) weight (g) weight (g) weight (g) per plant
Control (non-infected) Water 5.78e* 45.33d 19.00d 1.65e 33e 5.49e 11.67e

Cytokinins (50 ppm) 6.20d 48.67c 23.00c 1.99d 46d 7.61d 13.33d

Cytokinins (100 ppm) 6.84b 53.67b 25.33b 2.20b 66b 10.97b 16.67b

β-sitosterol (10G3 M) 6.58c 51.67b 23.33c 2.04c 55c 9.12c 14.67c

β-sitosterol (10G5 M) 7.53a 59.00a 28.33a 3.43a 84a 14.04a 21.67a

Fusarium  oxysporum Water 3.93e 30.67e 11.33e 0.98e 27.33e 4.55e 8.33e

Cytokinins (50 ppm) 4.32d 33.67d 13.00d 1.14d 32.67d 5.46d 10.67d

Cytokinins (100 ppm) 5.08b 39.67b 16.00b 1.44b 34.67b 7.13b 12.33b

β-sitosterol (10G3 M) 4.59c 36.00c 14.67c 1.27c 34.00c 6.49c 11.33c

β-sitosterol (10G5 M) 5.32a 41.67a 18.67a 1.60a 35.00a 8.07a 17.67a

*Means followed by different letter(s) in the column are significantly different according to Duncan's multiple range test at p = 0.05

Table 5: Effect of cytokinins and β-sitosterol on the content of the photosynthetic pigments (mg gG1 fresh weight) in mung bean plants non-infected and infected with
F. oxysporum

Total Chlorophyll a/ Total
Treatments Chlorophyll a Chlorophyll b chlorophyll Chlorophyll b ratio Carotenoid pigments

Control (non-infected) Water 4.03d 3.31d 7.34d 1.22d 1.75c 9.09e

Cytokinins (50 ppm) 5.57c 3.49c 9.06c 1.60c 1.79c 10.85d

Cytokinins (100 ppm) 7.77b 4.89b 12.66b 1.59c 2.01b 14.67b

β-sitosterol (10G3 M) 5.88c 3.50c 9.38c 1.68b 1.86c 11.24c

β-sitosterol (10G5 M) 9.70a 5.46a 15.16a 1.78a 2.33a 17.49a

Fusarium oxysporum Water 2.48d 2.38d 4.86d 1.04d 0.96d 5.82e

Cytokinins (50 ppm) 3.58c 2.46c 6.04c 1.46c 1.51c 7.55d

Cytokinins (100 ppm) 4.82b 3.08b 7.90b 1.56b 1.81b 9.71b

β-sitosterol (10G3 M) 3.71c 2.73bc 6.44c 1.36cd 1.71b 8.15c

β-sitosterol (10G5 M) 6.63a 3.30a 9.93a 2.01a 2.09a 12.02a

Means followed by different letter(s) in the column are significantly different according to Duncan's multiple range test at p = 0.05

Table 6: Effect  of  cytokinins  and  β-sitosterol  on  the  peroxidase,  polyphenoloxidase,  catalase activity and the content of the total phenols in mung bean plants
non-infected and infected with F. oxysporum

Polyphenol Catalase  (mg catechol per 
Treatments Peroxidase oxidase Total phenol 100 g fresh weight)

Control (non-infected) Water 0.202c* 0.012e 0.113e 149e

Cytokinins (50 ppm) 0.233c 0.014d 0.191d 192d

Cytokinins (100 ppm) 0.459ab 0.025b 0.283b 306b

β-sitosterol (10G3 M) 0.356bc 0.021c 0.240c 213c

β-sitosterol (10G5 M) 0.570a 0.045a 0.93a 353.3a

Fusarium oxysporum Water 0.084d 0.018d 0.001e 129e

Cytokinins (50 ppm) 0.283c 0.020c 0.007d 161d

Cytokinins (100 ppm) 0.352b 0.027b 0.205b 219.7b

β-sitosterol (10G3 M) 0.285c 0.021c 0.134c 171c

β-sitosterol (10G5 M) 0.394a 0.030a 0.460a 389.7a

*Means followed by different letter(s) in the column are significantly different according to Duncan's multiple range test at p = 0.05

Greenhouse experiment: The recorded data Table 3 cleared
that both cytokinins and β-sitosterol significantly reduced the
percentage   of  the  incidence  of  wilt  disease  of  mung  bean 
infected with F. oxysporum.  Precisely, the β-sitosterol at 10G5

was the most effective treatment in reducing the incidence of
wilt (0.00).

The results represented in Table 4 showed that the
treatment    of    uninfected    (control)    and    infected    with
F.   oxysporum    mung     bean    plants    with    citokinins   or
β-sitosterol significantly increased all the growth parameters
(root length, shoot length, root fresh and dry weight, shoot
fresh  and  dry  weight  and  No.  of   leaves  per  plant)

compared to not treated (control) plants. The increase was
more  apparent  in  case  of  cytokinins  at  the  concentration
100 ppm and β-sitosterol at the concentration 10G5 M.

Data represented in Table 5 showed that all the
determined photosynthetic pigments (chlorophyll a,
chlorophyll b, carotonoids and total pigments) were increased
in mung bean plants (non-infected and infected with
Fusarium  oxysporum)  treated with cytokinins or β-sitosterol.
It was obvious that the increase was more significant in case
of cytokinins 100 ppm and β-sitosterol 10G5 M.

The impact of growth regulator hormones on the
peroxidase,    polyphenoloxidase,    catalase   activity   and   the

190



Res. J. Microbiol., 11 (6): 186-193, 2016

Table 7: Effect of cytokinins and β-sitosterol on the yield attributes of mung bean plants non infected and infected with F. oxysporum
Treatments No. of pods per plant Weight of pods per plant No. of seeds per plant Weight of seeds per plant

Control (non-infected) Control 8.7c* 63.3e 30.3d 52e

Cytokinins (50 ppm) 10.7c 95d 37.7c 78d

Cytokinins (100 ppm) 16.3b 156.7b 58b 129b

β-sitosterol (10G3 M) 15.7b 125.3c 55.3b 103c

β-sitosterol (10G5 M) 19.3a 188a 69a 155a

Fusarium oxysporum Control 8.7c 62.7c 30.3d 51.7e

Cytokinins (50 ppm) 10.3b 67.7c 37cd 56d

Cytokinins (100 ppm) 13.7a 108.7b 48.7ab 89b

β-sitosterol (10G3 M) 11.7b 104.7b 41bc 83.3c

β-sitosterol (10G5 M) 14.3a 141a 51a 116a

*Means followed by different letter(s) in the column are significantly different according to Duncan's multiple range test at p = 0.05

content of total phenols in mung bean plants non-infected
and  infected  with   F.  oxysporum   (Table   6)   revealed   that
β-sitosterol   at   the   concentration  10G5  M   significantly
increased the peroxidase, polyphenol oxidase and catalase
activities as well as total phenols (0.570, 0.045, 0.93 and 353.3,
respectively) in non-infected plants and (0.394, 0.030, 0.460
and 389.7, respectively) in infected plants.

Fortunately, the treatment of both non-infected and
mung bean plant infected with Fusarium oxysporum with
cytokinins (50 and 100 ppm) and β-sitosterol (10G5 and 10G3 M)
significantly increased the yield parameters (Table 7). The
increase in the yield parameters (No. of pods per plant, weight
of pods per plant, No. of seeds per plant and weight of seeds
per plant) was more obvious in case of β-sitosterol 10G5 M
(19.3, 188, 69 and 155, respectively) in  the  non-infected
plants and (14.3, 141, 51 and 116, respectively) in the infected
plants.

DISCUSSION

Control of plant diseases still relies mainly on the use of
synthetic fungicides, but environmental and health concerns
and the development of fungicide-resistant pathogens, have
stimulated the search for alternative control strategies4,5. One
approach involves the activation of natural plant defenses to
protect crops from losses caused by plant diseases6.

Acquired resistance by using abiotic-agents as inducers
seems to be one of alternatives to substitute for or at least to
decrease the use of fungicides in plant disease control.
Excessive and improper use of pesticides including fungicides
presents a menace to the health of human, animal and
environment23. In the present study, it was planning to
investigate the possibility of minimizing the infection with wilt
disease of mung bean using the growth regulators, cytokinins
and β-sitosterolas resistance inducer.

The  obtained  data  revealed  that  both  cytokinins  and
β-sitosterol not only had antifungal activity against  Fusarium
oxysporum  and inhibited its linear growth on PDA plates but

also significantly reduced the percentage of the incidence of
wilt disease of mung bean infected with  F.  oxysporum  in the
greenhouse experiment.

Some   investigations   indicated   that   Naphthalene
Acetic  Acid  (NAA)  is  a  potential  antifungal  agent24-26.
Auxins strongly inhibited mycelium growth, sporulation and
spore germination of  Fusarium  culmorum  in  vitro27. The
NAA, Indole Acetic Acid (IAA), 2,4-diphenol acetic acid (2,4,D)
and abscisic acid (ABA) were exogenously applied to control
Alternaria  solani  caused  early   blight   of   potato.  Auxins
such   as    IAA,   naphthalene   acetic   acid   ethyl   ester  and
N-metatotylphthalamic acid reduced Botrytis blight of cut rose
flowers28.

The  obtained  data  revealed  that  both  citokinins  and
β-sitosterol significantly increased all the growth parameters
(root length, shoot length, root fresh and dry weight, shoot
fresh and dry weight and No. of leaves per plant) of mung
bean plant, non-infected and infected with Fusarium
oxysporum compared to untreated (control) plants. This
results are in agreement with that of Zhang and Schmidt29

who reported that application of Hormone Containing
Products (HCP) on Kentucky blue grass, improved leaf water
status and enhanced root and shoot growth. Furthermore,
kinetin-treated wheat plants subjected to salinity stress,
kinetin ameliorated the deleterious effect of stress30.

Data obtained in the present study indicated that
treatments with hormonal elicitors (cytokinins or β-sitosterol)
markedly affected the efficiency of photosynthetic pigments
(chlorophyll a, chlorophyll b, carotonoids and total pigments)
in non-infected and infected mung bean leaves with a better
potential for resistance. According that, the decrease in
photophosphorylation rate, which usually occurring after an
infection31 can be compensated by an increase in efficiency of
the photosynthetic apparatus. Also, high chlorophyll content
in cytokinins and β-sitosterol treated plants could be
attributed to their stimulatory effect on rubiso activity32.

Data of the present study revealed that the treatment of
both   non-infected    and    mung    bean   plant   infected  with
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Fusarium  oxysporum  in  addition  to   cytokinins   (50  and
100 ppm) and β-sitosterol (10G5 and 10G3 M) significantly
increased the yield parameters (No. of pods per plant, weight
of pods per plant, No. of seeds per plant and weight of seeds
per plant). The increase in yield parameters may be attributed
to the promotion of cell division, nutrient mobilization and leaf
longevity by growth hormones33,34. Also, Kurakawa  et  al.35 and
Ashikari  et  al.36 reported that cytokinins can also increase
grain yield, for example by activating inflorescence meristem
activity in rice (Oryza  sativa). Interestingly, sitosterol also
exhibit bacteriostatic or bactericidal activity against a broad
range of Gram-positive and Gram-negative organisms, as well
as  Candida  albicans37.

This results indicated that, the activity of the resistance
related enzymes (peroxidase, polyphenoloxidase and catalase)
as  well  as  the  total phenol content were significantly
increased by the treatment of mung bean plant non-infected
and   infected    with    F.    oxysporum    with   β-sitosterol  at
the   concentration   10G3   M.    These    results    were    in
agreement with that  of  Choi  et  al.38,  which  revealed  that
plant-originated cytokinins augment plant immunity together
with Salicylic Acid (SA) signaling. Generation of active oxygen
species, i.e., hydrogen peroxidase, superoxide radical and
other activated oxygen species in the plant cell wall and in the
plasma membrane is often considered to be a defensive
oxidative barrier to phytopathogenic fungi39,40.

CONCLUSION

It is evident from the above results that, the resistance of
mung bean plant to the used pathogenic fungi (Fusarium 
oxyspurm)  was more or less improved by priming the seeds
in kinetin and β-sitosterol specially in response to 100 ppm
kinetin and 10G5 M β-sitosterol, these plant growth regulators
could be used, as safe compounds to improve the resistance
of mung bean plant to fungal pathogens. The mechanism of
the used growth regulators in stimulating the plant defense
against fungal pathogens may be due to increasing the
determined photosynthetic pigments, total phenols and
antioxidant enzymes.

REFERENCES

1. Doyle, J.J., 1994. Phylogeny of the legume family: An
approach  to  understanding  the  origins  of  nodulation.
Annu. Rev. Ecol. Syst., 25: 325-349.

2. NRC., 1979. Tropical Legumes: Resources for the Future:
Report of an Ad Hoc Advisory Panel of the Advisory
Committee on Technology Innovation, Board on Science and
Technology for International Development. National
Academy of Science, Washington, DC.

3. Beckman, C.H., 1987. The Nature of Wilt Disease of Plants.
American Phytopathological Society, St. Paul, MN., USA.

4. Benhamou, N., P.J. Lafontaine and M. Nicole, 1994. Induction
of systemic resistance to Fusarium crown and root rot in
tomato plants by seed treatment with chitosan.
Phytopathology, 84: 1432-1444.

5. Knight,  S.C.,  V.M.  Anthony, A.M. Brady, A.J. Greenland and
S.P. Heaney et al., 1997. Rationale and perspectives on the
development   of    fungicides.    Annu.    Rev.   Phytopathol.,
35: 349-372.

6. Oostendorp, M., W. Kunz, B. Dietrich and T. Staub, 2001.
Induced disease resistance in plants by chemicals. Eur. J. Plant
Pathol., 107: 19-28.

7. Kieffer, M., J. Neve and S. Kepinski, 2010. Defining auxin
response contexts in plant development. Curr. Opin. Plant
Biol., 13: 12-20.

8. Walters, D.R. and N. McRoberts, 2006. Plants and biotrophs: A
pivotal role for cytokinins? Trends Plant Sci., 11: 581-586.

9. Clouse, S.D. and J.M. Sasse, 1998. Brassinosteroids: Essential
regulators of plant growth and development. Annu. Rev.
Plant Physiol. Plant Mol. Biol., 49: 427-451.

10. Abdel-Wahed, M.S.A., 2001. Sitosterol stimulation of root
growth,  yield  and some biochemical constituents of maize.
J. Agric. Sci. Mansoura Univ., 26: 2563-2577.

11. Martin, B. and L.D. William, 1992. Structure Activity
Relationship of Brassinosteroids in the Rice Lamina Inclination
Bioassay. In: Molecular Structure and Biological Activities of
Steroids, Bohl, W. and W.L. Duax (Eds.). CRC Press, Boca Raton,
FL., pp: 325-338.

12. Dhingra, O.D. and J.B. Sinclair, 1978. Biology and Pathology of
Macrophomina phaseolina. Imprensa Universitaria,
Universidade Federal de Vicosa, Vicosa, Brazil, Pages: 166.

13. Booth, C., 1985. The Genus Fusarium. 2nd Edn.,
Commonwealth Mycological Institute, Kew, Pages: 237.

14. Shehata, M.M., 2001. Studies on tomato root-rot disease and
their control. M.Sc. Thesis, Faculty of Agriculture, Al-Azhar
University, Cairo, Egypt.

15. Arnon, D.I., 1949. Copper enzymes in isolated chloroplasts.
Polyphenoloxidase in Beta vulgaris. Plant Physiol., 24: 1-15.

16. Horvath, G., J. Kissimon and A. Faludi-Daniel, 1972. Effect of
light intensity on the formation of carotenoids in normal and
mutant maize leaves. Phytochemistry, 11: 183-187.

17. Kissimon, J., 1999. Analysis of the photosynthetic pigment
composition. Proceedings of the International Workshop and
Training Course on Microalgal Biology and Biotechnology.
June 13-26, Mosonmagyarovar, Hungary, pp: 13-26.

18. Singleton, V.L. and J.A. Rossi Jr., 1965. Colorimetry of total
phenolics with phosphomolybdic-phosphotungstic acid
reagents. Am. J. Enol. Viticult., 16: 144-158.

19. Bradford, M.M., 1976. A rapid and sensitive method for the
quantitation of microgram quantities of protein utilizing the
principle of protein-dye binding. Anal. Biochem., 72: 248-254.

192



Res. J. Microbiol., 11 (6): 186-193, 2016

20. Mahadevan, A. and R. Sridhar, 1982. Methods in Physiological
Plant   Pathology.    2nd    Edn.,    Sivakami    Press,   Madras,
pp: 157-159.

21. Sadasivam, S. and A. Manickam, 1996. Biochemical Methods.
2nd  Edn.,  New  Age  International  Pvt.   Ltd.,  Coimbatore,
pp: 108-110.

22. Devi, P., 2007. Principles and Methods of Plant Molecular
Biology,   Biochemistry   and   Genetics.   Agrobios,  India,
ISBN-13: 978-8188826285.

23. Guzzo, S.D., E.A. Back, E.M. Martins and W.B. Moraes, 1993.
Crude Exopolysaccharides (EPS) from Xanthomonas
campestris pv. manihotis, Xanthomonas campestris pv.
campestris and commercial xanthan gum as inducers of
protection   in    coffee   plants   against   Hemileia  vastatrix.
J. Phytopathol., 139: 119-128.

24. Nakamura,  T.,  Y.  Kawanabe,  E. Takiyama, N. Takahashi and
T. Murayama, 1978. Effects of auxin and gibberellin on
conidial germination in Neurospora crassa. Plant Cell Physiol.,
19: 705-709.

25. Tomita, K., T. Murayama and T. Nakamura, 1984. Effects of
auxin and gibberellin on elongation of young hyphae in
Neurospora crassa. Plant Cell Physiol., 25: 355-358.

26. Michniewicz, M. and B. Rozej, 1988. Is the gibberellin limiting
factor for the growth and development of Fusarium
culmorum? Acta Physiologiae Plantarum, 10: 227-236.

27. Michiewiez, M. and B. Rozej, 1987. Further studies on the role
of auxin in the growth and development of Fusarium
culmorum  (W.G.Sm)   Sacc.   Acta   Physiologiae  Plantarum,
9: 219-227.

28. Elad, Y., 1995. Physiological Factors Involved in Susceptibility
of  Plants  to  Pathogens  and  Possibilities  for  Disease
Control-The Botrytis cinerea Example. In: Modern Fungicides
and Antifungal Compounds, Lyr, H. (Ed.). British Crop
Protection Council, UK., pp: 217-233.

29. Zhang, X. and R.E. Schmidt, 1999. Antioxidant response to
harmone-containing product in Kentucky bluegrass
subjected to drought. Crop Sci., 39: 545-551.

30. Gadallah, M.A.A., 1999. Effects of kinetin on growth, grain
yield and some mineral elements in wheat plants growing
under excess salinity and oxygen deficiency. Plant Growth
Regul., 27: 63-74.

31. Hutcheson, S. and B.B. Buchanan, 1983. Bioenergic and
Metabolic Disturbances in Diseased Plants. In: Biochemical
Plant Pathology, Callow, J.A. (Ed.). Wiley and Sons, New York,
pp: 327-345.

32. Khodary, S.E.A., 2004. Effect of salicylic acid on the growth,
photosynthesis and carbohydrate metabolism in salt stressed
maize plants. Int. J. Agric. Biol., 6: 5-8.

33. Matsumoto-Kitano,     M.,     T.     Kusumoto,     P.   Tarkowski,
K.   Kinoshita-Tsujimura,   K.   Vaclavikova,   K.   Miyawaki  and
T. Kakimoto, 2008. Cytokinins are central regulators of
cambial activity. Proc. Natl. Acad. Sci. USA., 105: 20027-20031.

34. Zhao,  Z.,  S.U.  Andersen,  K.  Ljung,   K.   Dolezal,   A.  Miotk,
S.J. Schultheiss and J.U. Lohmann, 2010. Hormonal control of
the shoot stem-cell niche. Nature, 465: 1089-1092.

35. Kurakawa,  T.,  N.  Ueda,   M.   Maekawa,   K.   Kobayashi  and
M. Kojima et al., 2007. Direct control of shoot meristem
activity   by     a    cytokinin-activating     enzyme.    Nature,
445: 652-655.

36. Ashikari,   M.,   H.   Sakakibara,   S.   Lin,   T.    Yamamoto   and
T. Takashi et al., 2005. Cytokinin oxidase regulates rice grain
production. Science, 309: 741-745.

37. Hoffmann, D., 2003. Medical Herbalism: The Science Principles
and Practices of Herbal Medicine. Inner Traditions/Bear and
Company, Rochester, USA., ISBN: 9781594778902, Pages: 672.

38. Choi,  J., S.U.  Huh,  M.  Kojima,  H.  Sakakibara, K.H. Paek and
I. Hwang, 2010. The cytokinin-activated transcription factor
ARR2 promotes plant immunity via TGA3/NPR1-dependent
salicylic acid signaling in Arabidopsis. Dev. Cell, 19: 284-295.

39. Merzlyak, M.N., O.B. Chivkunova, T.B. Melo and K.R. Naqvi,
2002.  Does  a  leaf  absorb  radiation  in  the  near  infrared
(780-900 nm) region? A new approach to quantifying optical
reflection, absorption and transmission of leaves. Photosynth.
Res., 72: 263-270.

40. Galal, A.A. and E. Abdou, 1996. Antioxidants for the control of
fusarial diseases in cowpea. Egypt. J. Phytopathol., 24: 1-12.

193


	Research Journal of Microbiology.pdf
	Page 1


