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ABSTRACT

Tobacco production is affected by the need to reduce the use of pesticides due to strict standards in recent years.
Therefore, all methods and means to control the harmful agents with minimal environmental impact and economic
consequences are included.

Biological control is a modern, environmentally friendly approach in plant protection, which is easily incorporated
into the system of Integrated Pest Management. In plant pathology, the term biocontrol usually is concerning to the
use of microbial antagonists to suppress diseases.

Trichoderma strains are the most known biocontrol agents, mostly against many soil pathogens. Rhizoctonia solani
is a very destructive pathogenic fungus, the causing agent of a damping off in tobacco seedlings. Therefore, our
aim was to examine the impact of several Trichoderma isolates obtained from rhizosphere of tobacco plants
against this pathogen.

Investigations were carried out under in vitro conditions, using the method of dual cultures. Relative growth of the
pathogen in the presence of biocontrol agent and the percentage of reduction of the radial growth of the pathogen
were estimated. The relative growth was the weakest in PT1 and PT2 isolates (40.8 and 40.3%). These isolates
showed the best results with the percentage reduction of pathogen 59.2 and 59.7%. PT3 and PT4 showed smaller
effect (49.4 and 54.6% reduction).

These investigations confirmed the role of this biocontrol agent control of the pathogenic fungus R. solani.
Further research should be lead to the true determination of the species, as well as intended biocontrol effect on
this pathogen. We believe that this research open the way for the application of Trichoderma species, with mass
multiplication or commercial products.
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OIEHA HA BUOKOHTPOJIHUOT E®EKT HA HEKOU TRICHODERMA
N30JIATHU BP3 RHIZOCTONIA SOLANI

[Ipon3BONCTBOTO HAa TYTYH MOPaAW CTPOTHUTE CTAHIAP/M, BO TOCICIHUBE TOIMHHU € 3aCerHaTo of rmorpedara
3a HaMaJlyBarbe Ha ynoTpebara Ha MECTULIMAN. 3aToa, Ce BKIYYyBaaT CHTE METOIM M CPEJCTBA 3a KOHTPOJa Ha
LITETHUTE areHCH CO MHHUMAITHO BIIMjaHUE BP3 )KUBOTHATA CPSIMHA M eKOHOMCKH MOCIICIUIIN.

Buononikara 6opba mpercTaByBa COBPEMEH, CKOJOLIKM MPUCTaH BO pACTHTEIHATA 3aINTHTA, KOja JIECHO ce
HWHKOPIIOPUpA BO CHCTEMOT Ha MHTErpaliHa 3aiTuTa. Bo ¢puronaronorujara, TepMuHOT OHOJIOMIKA 60pOa HajuecTo
ce oiHeCyBa Ha ynoTpeba Ha MHKpOOHH aHATATOHUCTH 3a Cy30HBambe Ha MATOTCHUTE.

Trichoderma BUOOBUTE Ce HAJIIO3HATH OMOKOHTPONHH arcHCH, HAjueCTO MPOTHB OpOjHU TIOYBEHH MATOTCHU.
Rhizoctonia solani e MolIHe TeCTPYKTHBHA NaTOreHa rada, MPeIn3BUKyBad Ha 0oJiecTa ceuemne Kaja TYTYHCKHOT
pacan. 3aroa, Hamiata e Oelle Ja ce WCIHTA BIHMjaHUETO Ha HEKONKy Irichoderma w3omatw NOOWEHH O
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pusocdepara Ha TyTYHCKH pacTeHHUja BP3 OBOj I1aTOTeH.

HcnutyBamara Oca BPIICHU BO in Vitro YCJIOBH, 10 METOJOT HA JBOjHU Kyl1Typu. OnpenyBan Oeliie peaTHBHHOT
Pa3B0j Ha MATOTCHOT BO MPHUCYCTBO HA OMOKOHTPOJIHUOT areHC, KaKo M MPOICHTOT HAa PEAYKIHja HA PaijaTHHOT
pa3Boj Ha mMaToreHoT. PenatuBHUOT pa3Boj Oere Hajcinad kaj neara usonaru [1T1 u [1T2 (40,8 u 40,3%). Tue nBa
W30JIaTH TIOKaXkaa HajA00pHu pe3ysITaTH, co MPOLEHT Ha peayknuja 59,2, oqHocHo 59,7% Bo cniopenda co I[1T3 u

TIT4 (49,4 u 54,6%).

Co oBHE UCTpaKyBama Ce MOTBPIH yJOrata Ha OBOj OMOKOHTPOJICH areHC BO Cy30yBameTO Ha MaroreHara rada
R. solani. TloHaTaMOIIIHUTE UCTpaXXyBama TpeOa 1a BOJAAT KOH TOYHATA JCTCPMHHAIM]a HA BHIOBHTE, KAKO W
OJJICTHUOT OMOKOHTpOJIeH ebekT Bp3 0BOj martoreH. CMmerame Jieka CO OBHE HCTpPaKyBambha Ce OTBOPA IAaTOT Ha
npumeHa Ha Trichoderma BunoBuTe, CO MacoBa MPOIyKIIMja WM KaKO KOMEPLHUjaIHH perapaTH.

Kuayunu 360poBu: OuokoHTposicH edekt, Trichoderma sp., R. solani, penatuBeH pa3Boj, WHXUOHUIUja HA

paanjaIHUOT Pa3Boj

INTRODUCTION

Crop production bears the great losses
because of a number of diseases caused
by various pathogens. Tobacco production
is also affected by several economically
important diseases. Among them, the
diseases caused by pathogenic fungi have
a great part.

Concerning to damages, diseases of tobacco
seedlings are of a greatest importance,
especially the damping off caused by the
pathogenic fungus Rhizoctonia solani.
The importance of a healthy and quality
tobacco seedlings for total production is
known, and hence, the losses caused by this
pathogen are huge. Also, R. solani is known
for its great destructiveness specific to soil
pathogens and a wide range of host plants
(Nunez, 2005).

From the above, it is obvious the need for
protection from the disease. In practice
there are a limited number of fungicides,
which are also used for a long time. The
extended and excessive use of pesticides
cause pathogen resistance and the control
is not always efficient (Benitez et al, 2004;
Hajieghrari et al., 2008). It also causes
harmful effects to human health and
environmental safety (Monte, 2001).

The total production of food, including
agriculture and tobacco production in recent
years is affected by the strict standards
that require reducing the use of pesticides.
Therefore, all methods and means of control
of harmful agents with minimal impact on
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the environment are involved.

Biological control is a  modern,
environmentally friendly approach in
crop protection, which can be easily
incorporated into the Integrated Pest
Management System. It stands out among
the leading components in the development
of many systems for sustainable agricultural
production (Monte, 2001). According
to Brimmer and Boland (2003), it is an
alternative to synthetic pesticides because
it provides higher level of security and
minimal impact on the environment.
Biological control i.e. application of
specific microorganisms that interfere
with plant pathogens and pests is a natural,
environmentally friendly approach to
overcome the problems caused by the
standard method of plant protection (Chet
et al., 2006). In phytopathology, the term
biological control often refers to the use
of microbial anatagonists for control of
pathogens.

Bacterial and fungal biocontrol agents with
strong antagonistic abilities have the power
to control many plant pathogens (Szekeres et
al., 2006). Fungi of the genus Trichoderma
are the most popular biocontrol agents.
The success of Trichoderma species as
biocontrol agents is due to their strong
reproductive capacity, ability to survive in
very unfavorable conditions, the efficiency
of utilization of nutrients, the capacity to
modify rhizosphere, stong aggressiveness
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against  phytopathogenic  fungi  and
efficiency in stimulating the growth of the
plant and its defense mechanisms. These
properties make this genus an unique
inhabitant with a high population densities
in many life unions (Benitez et al., 2004).
As soil inhabitants, they live in the area of
root system where they activate numerous
biocontrol  mechanisms  that  affect
pathogen.  Antibiosis, mycoparasitism
and competition for food and space are
the main in numerous mechanisms of
biocontrol. These are complex, and what
can be defined as a biocontrol, presents
final result of various mechanisms that act
synergistically to achieve protection from a
disease (Howel, 2003).

But various biotic and abiotic environmental
factors may influence the efficiency of

Trichoderma spp. against phytopathogens
(Handelsman and Stabb, 1996; Jaworska
and Dluzniewska, 2007). Therefore, the
various isolates show different biocontrol
activity. Local isolates have the greatest
antagonistic activity towards the pathogen
in the many cases.

The first and quickest way for determining
of mycoparasitism and producing of
antibiotics is method of Petri boxes
(Harman, 2006). Therefore, our aim was
to investigate biocontrol activity of several
local isolates of Trichoderma spp., to
pathogen R. solani at in vitro conditions.
It would allow selection of the best isolate
for further application as biocontrol agent
in tobacco protection from the damping off
disease in tobacco seedling.

MATERIAL AND METHODS

Pathogenic fungus Rhizoctonia solani was
isolated from infected plant material.
Trichoderma isolates were obtained from
the root zone of the rhizosfere of healthy
tobacco plants from region of Prilep, using
the method of dilution. 1ml of dilution of 10
“ was was thrown into Chapeck agar as the
most suitable medium for fungi. Reisolation
and the maintainance of the pure cultures
were on potatto medium.

In vitro investigations were conducted
by the method of dual cultures. 5 mm
fragments both from the 10-day culture
of the pathogen and Trichoderma isolates
were placed in the center of each half of the
Petri dish on PDA (potato dextrose agar) as

nutrient medium.

Pure cultures of R. solani and of each
Trichoderma control agent were used as a
check. Biocontrol effect of the four isolates
(PT1-PT4) was researched.

The experiment was set up in three
replications, with five Petri dishes for the
check and dual cultures. Incubation was
performed at 25° C and the diameter of the
colony was measured each day during the
10-day incubation interval.

Relative growth of the pathogen was
calculated by the method of Mello (2000),
based on the values of pathogen’s diameter
in the presence of biocontrol agent.

RD = [(GP in the presence of BCA) / (GP in the control)] x100

RD = relative development of a pathogen in a presence of biocontrol agent (%)

GP = growth of the pathogen
BCA = biocontrol agent
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The percentage of reduction of pathogen’s growth was determined according to the

formula of Mishra (2010).

PIRG = [(C-T) / C] x100

PIRG = percentage inhibition of radial growth of the pathogen (%)

C =radial growth of pathogen in the absence of biocontrol agent (control)

T = radial growth of pathogen in the presence of biocontrol agent

Estimation was made by taking the values
for diameter of pathogen‘s colony in the
presence of biocontrol agent at the time of

placing the pathogen in the control Petri
dishes, i.e. on the sixth day. Evaluation was
continuing to 10™ day.

RESULTS AND DISCUSSION

Damping off disease in tobacco seedling
causes significant economic losses. It is
manifested by the appearance of infections
in the small group of plants. Spreading of

' ) T

Fig. 1 Symptoms of damping-off disease
in tobacco seedlings

Biocontrol agent Trichoderma shows
extremely fast radial growth (Table 1).
It has be seen in all isolates. The poorest
development is shown by the isolate PT3.

PT1 PT2

the disease, the percentage of infected area
is increasing (Fig. 1). It is caused by the
pathogenic fungus R. solani (Fig. 2).

Fig. 2 Causing agent of damping off —
R. solani (pure culture)

Sporulation (beginning of forming the
spores and intensity) is the lowest in the
same isolate (PT3) (Fig. 3)

PT3

Fig 3. Pure cultures of the biocontrol agent Trichoderma — isolates PT1, PT2, PT3 and PT4
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Table 1. Growth of colonies during incubation (mm)

Diameter (mm)

Variant Days

1 2 3 4 5 6 7 8 9 10
RosolaniinPTL 444 596 345 438 442 449 458 485 485 485
R solaniinPT2 138 30,0 41,9 437 440 443 450 451 451 45,
R solaniinPT3 159 322 451 514 544 557 560 560 560 560
R solaniinPT4 149 28,7 39,5 436 456 499 524 525 525 525
O R. solani 120 458 598 83,7 1066 1100 1100 1100 1100 1100
o PTI 206 67,0 1100 1100 1100 1100 1100 1100 1100 110,0
O PT2 13,0 541 1091 110,0 1100 1100 1100 110,0 1100 110,0
O PT3 144 577 1067 1100 1100 1100 1100 1100 1100 110,0
0 PT4 194 621 1091 110,0 1100 1100 1100 110,0 1100 110,0

In a pure culture, R. solani radially develops
and fills Petri box on 6™ day (Table 1). But
in the dual cultures, in the presence of
the biocontrol agent, its non inpediment
development is seen only the first day. On
the second day the contact of both cultures
occurs (Fig. 4a-7a). From that moment the
colony gets distorted form and development
of the pathogen is difficult. The diameter of
the colony is nearly 30% lower compared
to that of control (Table 1). The pathogen
continues to grow slightly, but measuring
its diameter is nearly impossible, because
of fulfilled Petri box by Trichoderma.
R. solani colony seemed to “trapped by
biocontrol agent. This situation is observed
in the presence of tested four Trichoderma
isolates.

Biocontrol agent continues to develope
smoothly despite the presence of the
pathogen. The first, its surrounds the
pathogen and then ,passes” through it,

destroying and deforming his mycelia (Fig.
4b-7b). At the end of incubation, the Petri
box is completely filled by the colony of
Trichoderma (Fig. 4c-7c¢).

While the colony of pathogen in the check
has got the maximum at 6™ day, it is more
than 50% lower in dual cultures, i.e. in the
presence of the biocontrol agent. Thus, all
the tested Trichoderma isolates showed the
biocontrol activity against R. solani. The
relative growth of the pathogenic fungus is
the smallest in the presence of the isolate
PT2, and the greates in the presence of
isolate PT3 (Table 2).

Therefore, the percentage reduction of
the of R. solani growth in the presence
of Trichoderma ranges from 49.4% for
the isolate PT3 to 59.7% for T2 isolate.
Therefore, isolate PT3 showed the weakest,
while isolate PT2 the strongest reducing
effect on the development of R. solani.
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Table 2. Reduction of growth of R. solani with four Trichoderma isolates

Relative growth of the Percentage reduction of patho-
Variant pathogen in the presence of  gen’s growth in the presence of
Trichoderma Trichoderma
R. solani in PT1 40,8 59,2
R. solani in PT2 40,3 59,7
R. solani in PT3 50,6 49,4
R. solani in PT4 45.4 54,6

The results obtained in our investigations
are in accordance with those of Rini and
Sulochana (2007), in which there is a
difference in the percentage inhibition of
R. solani. Among examined 26 isolates
of Trichoderma, 11 have efficacy in the
control of the pathogen. In these studies,
only 7. harzianum TR 20 is characterized
as a class 1 on the 6 th day of incubation.
Despite these data, our tested isolates are
included in class 1 of the mentioned scale
in that paper, which is a good assessment of
biocontrol activity of our local isolates.

Data for differences between isolates is
presented by Foroutan (2013), in which
is highlightened the different inhibition
of mycelial development of Fusarium
graminearum by different isolates as T
harzianum, as well as the T, viride. Also, the
percentage inhibition of radial development

2071012010

a

of Pythium aphanidermatum is different by
Trichoderma species, but different isolates
of the same species, too. For eg. percentage
of reduction among isolates of 7. harzianum
ranges from 52,2 to 72,0% (Mishra, 2010).
According to Grondona et al. (1997),
in a practical situation of biocontrol,
differentiation is required to define the
population in a range of species. Also, it is
necessary to make a selection of the most
effective isolate for each patosistem.

Mishra et al. (2011) pointed that 7. viride
isolate Tr8 due expressed antagonistic
properties can be used for commercial
purposes in local climatic conditions.
According to the results of these
investigations, the isolates PT2 and PT1
can be used for mass propagation and
involvement in the system of integrated
protection of tobacco from diseases.

28/10/2010

Fig. 4 Development of R. solani in a dual culture with Trichoderma - isolate PT1

(a= on the third, b=fourth day, c= the end of incubation)

32



Biljana Gveroska, Evaluation of some Trichoderma isolates for biocontrol effect on Rhizoctonia solani

C

Fig. 5 Development of R. solani in a dual culture with Trichoderma - isolate PT2

(a= on the third, b=fourth day, c= the end of incubation)

Fig. 6 Development of R. solani in a dual culture with Trichoderma - isolate PT3

(a= on the third, b=fourth day, c= the end of incubation)

C

Fig. 7 Development of R. solani in a dual culture with Trichoderma - isolate PT4

(a= on the third, b=fourth day, c= the end of incubation)

CONCLUSIONS

- Four investigated Trichoderma isolates
showed the biocontrol effect against the
causing agent of damping off in tobacco
seedlings- R. solani.

- Relative growth of R. solani at in vitro
conditions ranged from 40,3% in the
presence of isolate PT2 to 50,6% in the
isolate PT3.

- Percentage of reduction of pathogen’s growth
ranged from 49,4% (PT3) to 59,7% (PT2).

- Isolate PT2 showed the highest inhibition
of growth of R. solani.

- Isolate PT2 had the highest reducing effect
on development of pathogenic fungus R.
solani.

- Isolate PT1 had the good reducing effect,
too.

- They can be used in the biological control
against R. solani in tobacco seedling
protection.
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- Identification of Trichoderma species is the best biocontrol effect have the biggest
needful for further development of methods opportunities to use them in biological
of mass propagation. control of damping off in tobacco seedlings.

- Preparations on the basis of the isolate with

10.
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13.

14.

15.
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