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The six promising isolates of B. bassiana (NBAII-Bb-5a, 7, 14, 19, 23 and 45)
were examined for Environmental Scanning Electron Microscopy studies (ESEM) and
two B. bassiana isolates (NBAII Bb-5a and Bb-45) were used for Transmission Electron
Microscopy (TEM) studies for their endophytic colonization in maize leaf tissues. All the
six isolates showed the conidial germination and penetration after 5 days of treatment in
maize leaf tissues through Environmental Scanning Electron Microscopy (ESEM) studies.
Conidia of Bb-5a and Bb-45 isolates were observed inside the parenchymatic cells through
Transmission Electron Microscopy (TEM) studies. This indicates the endophytic
establishment of B. bassiana in maize leaf tissues.
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Beauveria bassiana (Balsamo) Vuillemin
(Ascomycota: Hypocreales) isthemost extensively
researched entomopathogenic fungus for
biological control of awide range of insect pests.
Endophytes are the microorganisms (bacteria or
fungi) which live within the plant system has
immense diversity and varied rolesin controlling
plant pathogens and insects (Saikkonen et al.,
2006; Arnold and Lutzoni 2007). B. bassiana has
also been established as an endophyte by artificial
inoculationin certain cropslike, maize (Vakili, 1990),
tomato (Leckie, 2002), cotton (Jones, 1994), opium
poppy (Quesada-Moraga et al., 2006), cocoa
(Posadaand Vega, 2005), date palm (Gomez-Vidal
etal., 2006), coffee (Posadaand Vega, 2006), banana
(Akelloetal., 2008), jute (Biswaset al., 2012) and
sorghum (Reddy et al., 2009 and Teferaand Vidal
2009). It has also been used as a biocontrol agent
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for management of insect pestslike European corn
borer (Ostrinianubilalis) in corn (Bing and Lewis
1991, 1992) and banana weevil (Cosmopolites
sordidus) in banana(Akello et al., 2008). In India,
six indigenous isolates of B. bassiana were
established as endophytes in maize stem and |eaf
tissues through foliar application of the aqueous
conidial suspension and it was confirmed through
plating technique and PCR studies (Renukaet al.,
2016). The current study was taken up to confirm
the colonization of B. bassianain maize leaf tissues
through electron microscopic studies.

MATERIALS AND METHODS

Host plant and fungal inoculation

Seeds of maize variety Nithyashree
(University of Agricultural Sciences, Bengaluru,
Karnataka, India) were surface sterilized with 3%
sodium hypochlorite for two minutes, then with
70% ethanol for two minutes followed by three
times rinsing with sterile distilled water. The
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surface sterilized seeds were dried and then sown
in plastic pots of 30cm diameter containing sterile
sandy loam soil and watered regularly. The plants
weremaintained in the greenhouse at 25-28°C, 60—
80% RH, and with a 12-h photoperiod. Six
indigenousisolates of B. bassiana (NBAII Bb-5a,
7,14, 19, 23 and 45), which were established as
endophytes in maize leaf tissues (Renuka et al.,
2016) were selected for this study. Conidiaof each
isolate were produced on rice and the conidial
suspension (1x108 spores/ml) was prepared in
sterile distilled water with 0.01% Tween 80. The
conidial suspensionwasapplied asfoliar spray @
5ml/seedling on 15 days old maize seedlingsusing
an atomizer. Untreated control plantswere sprayed
with sterilewater containing 0.01% Tween 80.
Microscopic Sudies
Samplecollection for ESEM

The leaf samples for Environmental
Scanning Electron Microscope (ESEM) were
collected at 48 and 120 hrs after treatment for
observation on conidial attachment and
germination on maizeleaf surface. Theleaf samples
from the treated plants were collected randomly,
cut into 3mm? size bits and were placed on the
aluminum stub for ESEM observation (Pathan et
al., 2008). The specimenswere observed on ESEM
(Quanta-200 SEM) at Department of Microbiology
and Cell Biology, Indian Institute of Science,
Bengaluru, India and the images were taken at
magnification range of 2000x - 4000x (20K ilo-volts).
Samplepreparation for TEM

The leaf samples for Transmission
Electron Microscope (TEM) were collected from
Bb-5a, Bb-45 treated and un-treated control plants
after 20 days of treatment for observation of B.
bassiana colonization in maize leaf tissues. The
leaf samples were cut into small pieces
(approximately 2 x 6mm) for TEM studiesand the
samples were processed as per the protocol of
Wagner and L ewis (2000) with somemodifications.
Leaf sampleswereinitially fixed in phosphate buffer
(pH 7.2) containing 2.5% glutaraldehyde and 2%
paraformaldehydefor 2 hrsat 22to 24°C. Later, the
fixative was decanted and the samples were re-
fixed in afresh fixative solution for 24 hrsat 4°C.
Then, the samples were rinsed three times with
phosphate buffer (10 ml) and post-fixed in 1%
Osmium tetroxide (OsO,) for 2 hrs. The samples
werewashed twicein digtilled water for 30 minutes,
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dehydrated with an acetone series (30, 50, 70, 80,
90and 100 %) and embedded in epoxy resin (SPURR
media). The blockswere placed in an oven at 60°C
for overnight. Ultrathin sections of about 60 nm of
the resin blocks were made with a glass knife on
Ultramicrotome (LeicaUltracut UCT-GA-D/E-1/
00). Sectionswere placed on copper grids, stained
with saturated agueous urenyl acetate, counter
stained with Reynolds lead citrate (LC) and then
observed under TEM (Model: Hitachi, H-7500) at
RUSKA Lab, College of Veterinary Sciences,
Rajendranagar, Hyderabad, Telangana, India.
Imagesweretaken at an 80-kV accelerating voltage.

RESULTS AND DISCUSSION

In ESEM study, the conidial attachment
of B. bassiana on the leaf surface was observed
after 48 hoursof treatment. No conidia germination
was observed on leaf surface at 48hours after
treatment (Fig. 1A). The conidial germination and
penetration of the germ tube was observed after
120 hrs of inoculation. Among the numerous
conidia observed on the leaf surface, only few
showed germination (Fig. 1B). Germ tubes were
gradually elongated and penetrated into the
epidermal cell layer (Fig 1 C). Thegermtubesof a
few germinated conidiashowed gradual elongation
into hyphae and spread across the leaf surface
(Fig. 1D). Nicholson and Epstein, 1991 reported
that attachment of conidia on to the host plant
cuticleisessential for germination, penetration and
colonization. Several fungal pathogens of insects
produce dry conidia which adhere to the
hydrophobic outer surface of their host for
germination and colonization. The germination of
the conidiaon host surface exhibits the formation
of short hyphal growth followed by penetration or
extensive mycelial growth and branching on the
host surface. Wagner and Lewis (2000) reported
that conidia attached to the leaf surface absorb
moisture over a 24 to 48hrs period for the
development of germ tube. Gautam et al., 2016
reported B. bassiana conidial germination,
development and penetration of hyphae on
cauliflower leaf surface. Quesada-Moraga et al.,
(2006) observed B. bassiana conidial attachment
and penetration on theleaf surface of opium poppy
after 24, 48, 72 and 144 hrs of treatment. In the
present study the germination of the conidia was
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TEM Images: E. Conidia of B. bassiana (Bb-5a isolate) inside parenchymatic cells Bar, 3.3 um; F. Conidia of Bb-
45isolate inside parenchymatic cells Bar, 1.0 um; G. Conidia of Bb-45isolate showing germ tube inside the parenchymatic
cells Bar, 1.3um; H. Parenchymatic cells of untreated leaf devoid of hyphae and conidia of B. bassiana Bar, 5.6 um.

Fig. 1. ESEM Images of Bb-5aisolate: A. Conidial attachment of B. bassiana on maize leaf surface; B. Conidial
Germination on leaf surface; C. Penetration of germ tube into the epidermal cells; D. Hyphal ramification on leaf
surface
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observed after 4 days of the treatment on the |eaf
surface of maize. This result indicates that, each
strain of the fungus has its own adaptable
characteristics.

In TEM studies, conidia of Bb-5a and
Bb-45 isolates were observed inside the
parenchymatic cells(Fig. 1E and F). Bb-45isolate
also showed conidial germination inside the
parenchymatic cells (Fig. 1G). No B. bassiana
conidia were observed in parenchymatic cells of
untreated control leaf tissues(Fig. 1H). B. bassiana
showed colonization in the parenchymaand inthe
vascular tissue of datapalm petioles (Gomez-Vidal
et al., 2006). Wagner and Lewis (2000) observed
the hyphae and conidia of B. bassiana in the
parenchyma tissue and xylem vessels in corn
through TEM. In this study, conidia or hyphae of
B. bassiana were not observed in the xylem vessels
of maize|eaf tissues.

The present study confirms the
endophytic establishment of indigenous isolates
of B. bassiana in maize leaf tissues and these
isolates can be further field tested as biocontrol
agentsfor management of stem borer in maize.
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