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Foreword

The current agro-food system failed to feed the world population and to eradicate rural
poverty. The environmental and social problems caused by such an agricultural production
model are well known and widespread. The most dramatic environmental damage is caused
by climate change, loss of biodiversity and ecosystem functions, soil erosion and degradation,
and pollution from fertilizers and pesticides.

Climate change, population growth and competing demands for land and resources are
putting great pressure on the world’s food systems. The world’s population is set to reach nine
billion by 2050. To feed them it is needed to produce 70% more food, and do so without
destroying our environment. The successful management of agricultural resources for meeting
the changing human needs, while maintaining or enhancing the quality of the environment
and conserving natural resources, isimperative for a stable food production.

Agriculture is a the core of sustainable development. Ecological agriculture,
agroecological practices and sustainable agricultural production are alternative farming
methods to address the environmental consequences of conventional agriculture dependent on
intensive chemical inputs. Sustainable agriculture is not only atechnological solution but also
an approach that embodies a shift in agricultural paradigms. Sustainable food systems should
integrate the economic, social and environmental dimensions of sustainable development.

Appropriate agricultural and rura development strategies in the Balkan area and
beyond should ensure food and nutrition security - through the sustainable and eco-functional
intensification of crop and animal production systems - while conserving the natural resource
base. They should also contribute to the eradication of rural poverty and improvement of
livelihoods and quality of life of rural populations.

Innovative and responsible measures - based on sound and accurate scientific
knowledge - are required to respond to the multiple food-related challenges of the New
Millennium in a resource-constrained world. During four days; October 23-26, 2014; the 5™
International Scientifc Agricultural Symposium “AGROSYM 2014” made an important
contribution to the improvement of knowledge in agriculture, environment and rural
development fields. In fact, 430 contributions were presented by scientists from 56 countries
(Albania, Algeria, Australia, Austria, Azerbaijan, Belarus, Belgium, Benin, Bosnia and
Herzegovina, Bulgaria, Burundi, Burkina Faso, Cameroon, Croatia, Czech Republic, Egypt,
Germany, Ghana, Hungary, Greece, India, Indonesia, Iran, Iraqg, Italy, Japan, Kazakhstan,
Latvia, Lithuania, Republic of Macedonia, Mauritania, Montenegro, Morocco, Nepal, Niger,
Nigeria, Norway, Pakistan, Philippines, Poland, Portugal, Romania, Russia, Saudi Arabia,
Serbia, Slovenia, South Africa, Spain, Syria, Sweden, Switzerland, Tgjikistan, Thailand, The
Netherland, Tunisia, Turkey, Vietnam). This publication comprises 180 accepted full papers
while selected papers will be published in the International Journal “Agriculture and
Forestry”.

The success of the symposium was made possible thanks to the unconditional
commitment and invaluable contributions of a wide range of partners and sponsors. Much
appreciation is due to the authors of all papers submitted to and presented at the symposium,
the reviewers for their sound comments and feedback as well as to all the symposium
participants for ideas, insights and contributions.

Academician Dusan Kovacevic Prof. VesnaMilic Mr. Cosimo Lacirignola
President of the Scientific President of the Organization Director, MAIB
Committee Committee Secretary General, CIHEAM
NMusids oo g
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Abstract

Pseudomonas chlororaphis is a bacterium used as a soil inoculant in agriculture and
horticulture. It can act as a biocontrol agent against certain phytopathogenic fungi via
production of phenazine type antibiotics. Phytopathogenic fungi are responsible for severa
plant diseases in different medicinal plants and cause very important economic losses in
Serbian plantation. Among them, Alternaria sp., Phoma sp. and Drechslera tetramera are
known as major plant pathogens, whereby at least 20% of agricultural spoilage is caused by
Alternaria species. In this study, we examined the antifungal activity of indigenous
Pseudomonas chlororaphis isolates against the phytopathogenic fungi Alternaria sp., Phoma
sp. and Drechdera tetramera, which had infected anise (Pimpinella anisum L., fam.
Apiaceae), using in vitro inhibition tests. The obtained results showed that studied antibiotic-
producing Ps. chlororaphis isolates inhibited the tested fungi as follows: D. tetramera in the
range from 3.85-69.23%, Alternaria sp. in the range from 5-50%, and Phoma sp. in the range
from 0-50%. In general, it has been concluded that studied P. chlororaphis isolates have
potential in controlling plant diseases caused by phytopathogenic fungi Alternaria sp., Phoma
sp. and D. tetramera, whereby the bacterial isolates with the highest inhibitory potential will
be selected for further experiments.

Key words: Pseudomonas chlororaphis isolates, phytopathogenic fungi, Pimpinella anisum,
antifungal activity.

Introduction

Pathogenic microorganisms affecting plant health are a mgjor and chronic threat to food
production and ecosystem stability worldwide. As agricultural production intensified over the
past few decades, producers became more and more dependent on agrochemicals as a
relatively reliable method of crop protection helping with economic stability of their
operations. However, increasing use of chemical inputs causes several negative effects, i.e.,
development of pathogen resistance to the applied agents and their non-target environmental
impacts (Compant et al., 2005). An answer to this problem is replacing chemicals with
biological approaches, which are considered more environment friendly in the long term. One
of the emerging research areas for the control of different phytopathogenic agents is the use
of biocontrol activities of microorganisms, which are capable of suppressing or preventing
the damages caused by phytopathogens (Nihorembere et al., 2011).

Phytopathogenic fungi, as the most common plant pathogens, are capable of infecting
different types of plant tissues. Among the main aims in agriculture is finding adequate
strategies for their suppression. One of these strategies is biological control (biocontrol) of
plant diseases that relies on the use of natural antagonists of phytopathogenic fungi (Heydari
and Pessarakli, 2010). A specia place among the natural antagonists of phytopathogenic
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fungi belongs to rhizobacteria that show beneficia effects on plant growth (PGPR) (Zehnder
et al., 2001). These bacteria use various mechanisms for their action: production of plant
hormones, asymbiotic fixation of N2, antagonism towards phytopathogenic microorganisms
and the ability to solubilize mineral phosphates and other nutrients (Cattelan et al., 1999).
Different isolates of fluorescent Pseudomonas species take prominent place in this respect.
Fluorescent Pseudomonas species are present in temperate and tropical soils, often dominant
among rhizobacteria (Ayyadurai et a., 2007). They belong to PGPR because of the ability to
colonize the roots of plants and stimulate growth by decreasing the frequency of diseases.
Suppression of diseases includes the inhibition of pathogens by competition and/or by
antagonism (Couillerot et a., 2009). The prominent feature of fluorescent Pseudomonas
species is the production of antibiotics as inhibitory compounds that play a role in the
suppression of diseases caused by phytopathogenic fungi (Haas and Défago, 2005). One of
the best-studied antibiotics of fluorescent Pseudomonas species are phenazines,
nitrogencontaining heterocyclic compounds (Fernando et a., 2005). The only known natural
producers of phenazines are bacteria (Pierson 11l and Pierson, 2010). Among fluorescent
Pseudomonas species a bacterium Pseudomonas chlororaphis is used as a soil inoculant in
agriculture and horticulture. 1t can act as a biocontrol agent against certain phytopathogenic
fungi via production of phenazine type antibiotics (Maddula et al., 2008; Shen et a., 2012).
Phytopathogenic fungi are responsible for severa plant diseases in different medicinal plants
and cause very important economic losses in Serbian plantation. Among them, Alternaria sp.,
Phoma sp. and Drechdera tetramera are known as major plant pathogens, whereby at |east
20% of agricultural spoilage is caused by Alternaria species. The genus Alternaria is widely
distributed in nature and its species are among the most common fungi on the phyllosphere
(Lopes and Martins, 2008). It includes both plant-pathogenic and plant-saprophytic species
that may damage crops in the field or cause post-harvest decay (Griffin and Chu, 1983),
causing considerable economic losses for farmers and food industries. In addition, the genus
produces mycotoxins and phytotoxins. The toxins aternariol, aternariol methyl ether,
altenuene, and tenuazonic acid are known as possible food contaminants with potential
toxicological risk (Pose et al., 2004). Most Phoma species are saprobes, but have plant
pathogenic potential causing numerous diseases of vegetables and other annual plants
(Schwartz and Mohan, 1999; Boerema et al., 2004). Phoma sp. infects subterranean organs
directly and aerial parts of the plants indirectly (Boerema et a., 2004). The species
Drechdera tetramera was first described causing foot rot in winter wheat (McKinney, 1925).
It was reported to cause crown and root rot disease, leaf spot (Singh and Lal, 1965; Naphade,
1968) and storage disease in many plants (Rao, 1967). The species was also observed on
seeds of many crops (Chidambaram et al., 1973). One of the hosts of Alternaria sp., Phoma
sp. and Drechdlera tetramera is anise (Pimpinella anisum L., fam. Apiaceae). Anise is an
aromatic plant which is used in traditional medicine (especidly its fruits) as carminative,
aromatic, disinfectant and galactagogue (Shojaii and Abdollahi Fard, 2012). Regarding the
widely distribution and phytopathogenicity of Alternaria sp., Phoma sp. and Drechslera
tetramera, as well as the capability of Pseudomonas chlororaphis isolates to inhibit the
phytopathogenic fungi, the aim of this study was to examine the antifungal activity of thirteen
indigenous P. chlororaphis isolates against the phytopathogenic fungi Alternaria sp., Phoma
sp. and Drechdera tetramera, which had infected anise (Pimpinella anisum L., fam.
Apiacese).

Material and methods

The antifungal activity of the following indigenous Pseudomonas chlororaphis isolates. PB4,
PB5, K38, Q34, M28, B25, PBA12, PD5, C7, C8, Q16P, K24, K29 and K35, was examined
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against the phytopathogenic fungi Alternaria sp., Phoma sp. and Drechslera tetramera,
which had infected anise (Pimpinella anisum L., fam. Apiaceae).

The study was carried out in the Genetics Section of the Ingtitute of Soil Science, Belgrade, from
February to April in 2014. The examination was conducted on Waksman agar nutrient media,
using in vitro inhibition tests. Overnight cultures of the tested P. chlororaphis isolates,
optimized to 1-10” cfu/ml were used to examine the influence of extracellular metabolites of
cells (1 ml of cultures was centrifuged at 13000 rpm for 10 min and resuspended in the same
volume of sterile saline solution).

The sowing of Waksman nutrient media with the tested cultures of P. chlororaphis isolates
was done near the edges of Petri dishes and mycelia of the studied phytopathogenic fungi
were placed in the center. Control variants contained only mycelia of phytopathogenic fungi
on Waksman agar plates.

Observation and the measuring of zones of mycelia growth inhibition around bacterial
colonies were performed after seven days of incubation at 25°C (Nair and Anith, 2009). The
percentage of growth inhibition of mycelia of Alternaria sp., Phoma sp. and D. tetramera
was calculated by the formulac % Inhibition = [(Control - Treatment)/Control] x 100
(Ogbebor and Adekunle, 2005).

Results and discussion

Due to the soil-borne nature of the diseases caused by Alternaria sp., Phoma sp. and D.
tetramera the use of chemical methods for the control of disease is rarely successful.
Inconsistencies in biocontrol under varying environmental conditions have been a common
limitation of soil-borne pathogens. The present research was conducted to evauate the
efficacy of indigenous P. chlororaphisisolates against these pathogens.

Table 1 displays the data on in vitro antifungal activity of selected P. chlororaphis isolates
toward Alternaria sp., Phoma sp. and D. tetramera, which had infected anise.

The obtained results imposed that all studied antibiotic-producing P. chlororaphis isolates
showed more or less pronounced antifungal activity and inhibited the tested fungi as follows:
D. tetramera in the range from 3.85-69.23%, Alternaria sp. in the range from 5-50%, and
Phoma sp. in the range from 0-50%.

The highest percentage of growth inhibition was caused by the following P. chlororaphis
isolates: K24 (from 50.00% toward Phoma sp. and Alternaria sp. to 69.23% toward D.
tetramera), K35 (from 40.00% toward Alternaria sp. to 69.23% toward D. tetramera), K29
(from 40.00% toward Alternaria sp. to 65.38% toward D. tetramera), Q16P (from 40.00%
toward Alternaria sp. to 69.23% toward D. tetramera) and M28 (from 35.00% toward
Alternaria sp. to 61.54% toward D. tetramera).

The lowest percentage of inhibition was caused by P. chlororaphis isolates PD5 (from 0.00%
toward Phoma sp. to 15.00% toward Alternaria sp.) and PBA12 (from 0.00% toward Phoma
sp. to 30.00% toward Alternaria sp.).

In general, D. tetramera showed the highest sensitivity to antibiotic-producing P.
chlororaphisisolates.

Figures 1 and 2 display the zones of inhibition, caused by the most active P. chlororaphis
isolates toward Phoma sp. and D. tetramera.

More or less pronounced antifungal activity of indigenous Pseudomonas isolates toward
phytopathogenic fungi Alternaria sp. and D. tetramera was aso confirmed in other
investigations (JoSi¢ et al., 2012; 2012a; 2012b). In addition, in vitro assays in previous
studies (Lovic et al., 1993; Avinash and Ravishankar Rai, 2014) revealed that PGPR strains
showed good antifungal activity against Phoma sp. As pronounced by other authors (Haas
and Défago, 2005; Couillerot et a., 2009; Karimi et a., 2012), PGPR can be used in the
biocontrol of phytopathogens.
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Table 1. Antifungal activity of selected Pseudomonas chlororaphisisolates toward
phytopathogenic fungi Alternaria sp., Phoma sp. and Drechslera tetramera

Pseudomon.as'. Alternaria sp Phoma sp Drechslera
chlororaphisisolates ' ' tetramera
PB4 10.00 10.00 26.92
PB5 10.00 15.00 30.77
K38 20.00 10.00 23.08
Q34 30.00 15.00 26.92
M28 35.00 45.00 61.54
B25 15.00 10.00 26.92
PBA12 30.00 0.00 11.54
PD5 15.00 0.00 3.85
Cc7 15.00 20.00 61.54
Ccs8 5.00 20.00 61.54
Q16P 40.00 45.00 69.23
K24 40.00 50.00 69.23
K29 40.00 50.00 65.38
K35 50.00 50.00 69.23

“Inhibition (in %).

Figure 1. Zones of inhibition caused by Figure 2. Zones of inhibition
P. chlororaphis isolates toward caused by P. chlororaphis isolates
Drechslera tetramera toward Phoma sp.
Conclusion

Biological control of phytopathogenic fungi Alternaria sp., Phoma sp. and D. tetramera,
causing considerable economic losses in cultivation of medicinal plants in Serbia, is an
ecological method of plant protection. In this regard, different isolates of fluorescent P.
chlororaphis species have been intensively studied.

Our investigation confirmed more or less pronounced antifungal activity of all tested P.
chlororaphis isolates, whereby the most pronounced activity was observed for K24, K35,
K29, Q16P and M28 strains. Regarding the studied phytopathogenic fungi, the highest
sensitivity to antibiotic-producing P. chlororaphis isolates was observed for D. tetramera.
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Our findings impose that the studied P. chlororaphis isolates have potential in controlling
plant diseases caused by phytopathogenic fungi Alternaria sp., Phoma sp. and D. tetramera,
whereby the bacterial isolates with the highest inhibitory potential will be selected for further
experiments.
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