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ABSTRACT

Diseases caused in wheat by Helminthosporium spp. have led to considerable yield and production losses.
Different speciesin this genus are associated with wheat seeds. In Brazil, spot blotch in wheat is caused by
Bipolaris sorokiniana (Sacc) Schoem, and another fungus Bipolaris bicolor (Mitra) Shoem that has been
also isolated from wheat seeds. The current study was undertaken to identify the most frequent fungus
species that normaly infects wheat seeds and compared them with B. sorokiniana. The fungus Bipolaris
bicolor (Mitra) Shoem., isolated from wheat seeds cultivar IAPAR, wasidentified by taxonomic methodsand
compared with the fungus Bipolaris sorokiniana (Sacc.) Shoem., in relation to growth characteristics on the
seeds, aswell asto growth characteristicsin PDA and morphology of the structures. Type of colony observed
on the seedsisimportant for the differentiation between the fungus species. Bipolaris sorokiniana presented
black colonies, which were well-adherent to the seeds, whereas B. bicolor presented grayish, aerial, cotton-
like colonies. The size of the conidiaalso differed in length and width, and B. bicolor presented the smallest
dimensions. In relation to septa, B. bicolor conidia presented deep ones, with dark color bases, but seldom
presented dark apex. Bipolaris sorokiniana presented homogenous color.
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INTRODUCTION

Helminthosporiosis causes many lossesin wheat cultures.
Thediseaseis caused by Helminthosporium spp, and different
species in this genus are associated with wheat seeds.
Helminthosporium differs from Bipolaris, Drechslera and
Exserohilum by forming parallel-walled, erect conidiophores
and Bipolaris presents bipolar germination of conidia. In
Brazil, spot blotch in wheat is caused by Bipolaris
sorokiniana (Sacc) Schoem. Another fungi has been isolated
from wheat seeds as Bipolaris bicolor (Mitra) Shoem that
causes as well spot blotch but with minor lesions and can be
the most deleterious disease for the producers (7,8,10).
Morphological characteristics such conidia (size, shape, and
septation) are used as the primary characters for the practical

and working identification of Bipolarisgenus(1). The present
work was conducted to study morphological and cultural
characters from wheat seed isolates such as B. bicolor and
compared with B. sorokiniana.

MATERIALSAND METHODS

Sanitary analysis of the wheat seeds cultivar IAPAR was
performed using thefilter paper method and freezing, procedure
recommended by the Standard Methods for Seed Analysis (4).
After incubation, the identification of the fungi from the seeds
was performed by meansof mycelial growth, usingaWild M400
stereomicroscope (Wild mod WM S02 and with Wild MPS 55
automatic camera) and conidia, conidiophores by light
microscopy (Carl Zeiss, SV-11).
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Conidia of each isolates were transferred to a Petri dish
containing solid medium PDA (potato dextrose agar), incubated
at 25°t0 28°C, under dternating light (12h white fluorescent light
/ 12h dark). Six plates of PDA were produced for each species.

Onthe 7" day of incubation, conidiawere removed fromthe
substrate using distilled water and placed on glass slides in
order to assess the origin of the hilum and to determine the
average size of 100 conidia and conidiophores, using a Carl
Zeiss light microscope (x400 to x800). Colonies were also
described in relation to their growth on the culture medium, in
order to draw a comparison between the species studied. The
key proposed by Ellis (6) and the report by Chidambaram (5)
were used in the identification of the species.

RESULTSAND DISCUSSION

Bipolaris was observed in wheat seeds originated from
different places under microscopy and then obtained 10 isolates
from B. sorokiniana and six isolates from B. bicolor. After 7
daysin medium PDA were observed the aspect of devel opment
inmedium.

M acr oscopic mor phology
B. sorokiniana and B. bicolor colonies were differentiated
on wheat seeds (Fig. 1 A, B) and the following characteristics

: 7 =5
[A]- B. sorokiniana and arrow indicating the conidia on the seeds
with short conidiophores, black and shiny conidia;

|B]- B. bicolor and arrow indicating the conidia on the seeds with
abundant aerial mycelium and sparse conidia on the mycelium;
|Cl- B. sorokiniana, aspect of conidia;

[D]- B. bicolor, aspect of conidia.

20 um

were used: B. sorokiniana—black, velvet-like colonies, mycelium
practically absent, and close to the seed, short conidiophores,
black and shiny conidia. B. bicolor —gray, cotton-like colonies,
abundant aerial mycelium, sparse conidiaon the mycelium.

Bipolaris colonies grow rapidly in PDA media, reaching a
diameter of 3to 9 cm following incubation at 25°C for 7 dayson
potato dextrose agar. The colony becomes maturewithin 5 days.

Observations on petri plates were:

Bipolaris sorokiniana — colonies were velvet-like, dark
olive; plane, totally covered by short conidiophores, with black
conidiain their apex. Conidia reflected the light and gave the
colony ashiny appearance. The reverse side of the colony was
dark olive (Fig. 2A).

Bipolaris bicolor presented two types of colony. The type
| - velvet-like, dark olive, plane colonies, totally covered by
conidia. Mycelium was absent. Colonies were very similar to
what is generally described for B. sorokiniana. Reverse side
presents different zones, with alternation of dark olive and light
brown sections (Fig. 2 B), and thetype |l —dark olive and dlight
cotton-like colonies. The reverse side was the same color, and
presents a grayish dark olive halo involving the central area
(Fig. 2C). Coloniesin PDA presented somedifferences. However,
the characteristic of the colony could not be used as a

[A]- B. sorokiniana with black
conidia and microscopy (800x);

[B]- B. bicolor type I that presented
plane colonies, totally covered by
black conidia. Microscopy (400x);
[C]- B. bicolor type 11 that presented
plane and slight cotton-like colonies.

Figure 1. Observation of conidia in wheat seeds under
microscopy.
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Figure 2. Development of B. sorokiniana and B. bicolor in
solid medium PDA after 7 daysfrom inoculation.



measurable constant standard, once appearance and color
intensity may vary with the isolate, due to the heterokaryotic
condition of fungi in nature.

Micr oscopic mor phology

B. sorokiniana conidia were longer than 75u and less than
20u wide. Pseudosepta were present at any age (Fig. 1C).

B. bicolor conidiasizeranged from 40to 78 long and from
12.1 to 17.3u wide. It presented 5 to 9 pseudosepta, generally
six. They werestraight, ellipsoid, with round edges, occasionally
similar to aninverted club, rarely curve, from medium brown to
dark brown in color. In more advanced developmental stages,
cells from the edges tend to become more hyaline and
pseudosepta in these cells seemed to be thicker, whereas the
central part became almost black and made pseudosepta
impossibleto count (Fig. 1D). Results of the observationson B.
bicolor arein accordance with the description by Morején (9),
who reported the same characteristics of the fungus causing
leaf spot in peachpalm.

Although B. bicolor and B. sorokiniana conidiamay present
some similarities in relation to shape and color, when
microscopically examined for thefirst time, conidiaof the second
species are larger and longer. However, this characteristic may
sometimes be confusing, due to superposition in the variations
among isolates.

Other characteristics that aided the identification for both
were: B. bicolor and B. sorokiniana conidiophores were long,
and reached 400u long and 5.5 - 10y wide. They were as well
flexible, smooth, septated, and medium to dark brown. They
were repeatedly geniculated in the terminal edge, presenting
pores or scars at short intervals, which indicated the sites
conidiophores were produced. They presented conidiogenous
polytretic, integrated, terminal, intercalary and cicatrized cells.

Bipolaris sorokiniana (teleomorph Cochliobolus sativus)
is the causal agent of common root rot, leaf spot disease,
seedling blight, head blight, and black point of wheat and barley.
Thefungusisone of the most seriousfoliar disease constraints
for both crops in warmer growing areas and causes significant
yield losses.

However, we have isolated in wheat seeds B. bicolor which
was considered to be pathogenic in Cuba (9). In that country, it
has beenisolated from leaf lesionsin sugar cane, occuring under
climatic conditions similar to those reported by Mehta (8) and
Reis (10,11), which are the most propitious conditions for the
incidence of helmintosporiosis in wheat. According to
Chidambaram (5), B. bicolor isknowingly pathogenic in some
countries, and may produce coleoptile rot and darkening of the
roots in wheat. Bach et al. (2) demonstrated that five isolates
from B. bicolor, when at 10° conidia suspension was used in
wheat plants in a greenhouse, spot bloth on leaves was
observed. Bach and Kimati (3) also demonstrated that Bipolaris
bicolor from wheat was differentiated from others Bipolaris

Bipolaris sp. in wheat seeds

with esterase electrophoretic analysis. So, the isolates of B.
sorokiniana was the most serious disease in wheat plants in
this country but, isolates of B. bicolor can also presented
pathogenicity when in Brazil the climatic conditions wasideal
for the outbreak of the disease and we have aproblemin aonce
more pathogenic disease.
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RESUMO

Identificacdo de Bipolaris bicolor e Bipolaris
sorokiniana sobre sementes de trigo
(Triticum aestivum L.) no Brasil

Doencas causadas por Helminthosporium spp. em trigo,
causam consideraveis perdas na producdo. Diferentes espécies
do género do fungo podem ser encontradas em sementes. No
caso do Brasil, a manchafoliar do trigo tem sido causada por
Bipolaris sorokiniana (Sacc) Schoem, entretanto, outro fungo
como Bipolaris bicolor (Mitra) Shoem tem sido isolado de
sementesdo trigo. O objetivo do presentetraba hofoi identificar
as espécies de fungo que normal mente infectam sementes de
trigo e comparar com a mais comum B. sorokiniana. O fungo
Bipolarishbicolor (Mitra) Shoem., isolado de sementes detrigo
var. IAPAR, foi identificado por métodos taxonémicos e
comparado com o fungo Bipolaris sorokiniana (Sacc.) Shoem.
em relacdo ao crescimento sobre as sementes bem como as
caracteristicas culturais no meio BDA e morfologia das
estruturas. O tipo de colénia observada sobre as sementes é
importante para diferenciar as espécies entre si. O fungo B.
sorokiniana apresentou coldnias de cor preta sendo bem
aderidas as sementes, enquanto B. bicolor apresentou col6nias
aéreas acinzentadas e com aspecto cotonoso. O tamanho dos
conidiostambém diferenciaram no comprimento elarguraonde
os valores menores corresponderam a B. bicolor. Em relacéo
aos septos, os conidios de B. hicolor apresentavam septo
“profundo”, com coloragdo escura na base e, raras vezes no
apice. Os conidios de B. sorokiniana apresentaram coloracéo
homogénea.

Palavr as-chave: trigo, Bipolarishicolor, Bipolarissorokiniana
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