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ABSTRACT

Cotton mealybug, Phenacoccus solenopsis (Tinsley) and cowpea aphid Aphis
craccivora (Koch) are notorious polyphagous, hemipteran sap sucking insect pests. A
recombinant toxin gene ‘LqqIT1’ from the scorpion Leiurus quinquestriatus
quinquestriatus (Ehrenberg) was cloned in the pAL1 fungal expression vector and
then expressed in the entomopathogenic fungus Beauveria bassiana (Balasmo) using
genetic modification techniques. The genetically transformed B. bassiana strain
(BbLqqIT1-3) and its un-transformed parent strain (Bb-C) were screened to infect
the third instar nymphs of P. solenopsis and first instar nymph of A. craccivora
through leaf treatment and topical application (spray) method at 1 * 107 spores per
ml concentration. The recombinant strain BbLqqIT1-3 was highly pathogenic
against A. craccivora but non pathogenic to P. solenopsis. BbLqqIT1-3 induced 72
and 43.33% mortality in A. craccivora nymphs 96 h after leaf treatment and topical
application, respectively. The nymphs of A. craccivora infected with BbLqqIT1-3
displayed classical neurotoxic symptoms such as sluggishness, solublize and
liquification of the body. Crude soluble toxin protein, BbLqqIT1a-CSE and Bb-WT-
CSE was extracted from the BbLqqIT1-3 and Bb-C, respectively using ammonium
sulphate precipitation method, and their oral toxicity was analyzed at 5 pg/ml
concentration. The survival of the studied insects was negatively affected by the crude
soluble toxin extracts. The LT5, values of BbLqqIT1a-CSE against P. solenopsis and
A. craccivora were 22.18 and 17.69 h, respectively. Exposure to crude soluble toxin
extracts also accounted for the imbalance of ionic concentrations in the hemolymph
of treated insects such as hyperpotassemia (3.53-8.18 meq/ml) in the P. solenopsis
and hypopotassemia (7.52-0.47 meq/ml) in A. craccivora. The transformed fungus
BbLqqIT1-3 strain exhibited promising results in invitro study.
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INTRODUCTION

Phenacoccus solenopsis (Tinsley) and Aphis craccivora (Koch) are the most economically
important polyphagous insect pests prevalent in the Indian subcontinent. P. solenopsis is a
well-known sap-sucking insect pest which attacks agricultural and vegetable crops all over
the world (Khuhro et al., 2012). The phloem-feeding of host plants by this insect pest has
been documented to inflict significant economic losses. P. solenopsis are generally found
near to the terminal stem, leaves, and fruits of plants, however due to their cryptic lifestyle,
which entails hiding in crevices, beneath the bark, leaf whorls, and on the roots where
pesticides cannot reach them, they are challenging to control chemically (Watson, 2016).
P. solenopsis have waxy substance around their body that repels water and inhibits
water-based pesticide treatments from penetrating their bodies (Hemalatha et al., 2018).
A. craccivora causes direct damage by feeding on plant phloem, as well as indirect damage
through the excretion of honeydew and the transmission of viruses that cause leaf
shrinkage and impaired growth (Obopile, 2006). Both immature and adult stages are
accounted for the serious damage during all the stages of the plants (Saranya et al., 2010).
Control of sucking insect pests is challenging due to their polyphagous nature, short life
cycle and high reproductive rate (Suresh, Khan ¢» Prasanna, 2012). Rapid killing speed and
ability to kill any insect pests drives us to use broad spectrum synthetic chemicals as a first
line of defense against dreaded insect pests such as P. solenopsis and A. craccivora, but this
strategy is very limited due to development of insecticide resistance in aphids and
mealybugs and their ill effects on the environment (Jackai & Adalla, 1997). The use of
conventional pesticides to combat P. solenopsis and A. craccivora has been dominated
much of the research. In terms of long-term chemical control of insect pests,
entomopathogens are generally regarded as useful and promising. Entomopathogens such
as entomopathogenic fungi (EPF) are one of the most well-known and promising
biological control agents currently being studied and used. EPFs viz., Metarhizium
anisopliae (Metchnikoff) Sorokin, Beauveria bassiana (Balasmo) Vuillumin, Lecanicillium
lecanii (Zimmermann), efc., have been used extensively due to their pathogenicity and
broad host range (Thomas ¢ Read, 2007). The EPFs are little bit slow compared to
synthetic insecticides in killing insect pests (St Leger et al., 2009). Therefore, the killing
efficiency of EPFs could be improved for higher effectiveness through a variety of means,
like increasing fungal toxin production and by incorporating insect-specific neurotoxins
derived from scorpion/spider, which operate within the insects (Peng ¢ Xia, 2014). A
variety of EPFs have been shown to release insecticidal, antifeedant, and insect specific
bioactive metabolites in liquid cultures which could be purified or extracted (Quesada-
Moraga, Carrasco-Diaz & Santiago—Alvarez, 2006). The use of microbial bio-active
metabolites in modulating insect behaviour has already been described by many researches
(Strasser, Vey ¢ Butt, 2000). Several researchers have reported the insecticidal activity of
secondary metabolites viz., beauvericins, bassianolides, bassiacridin, destruxins, oosporein,
oxalic acid, and tenellin from EPFs (Quesada-Moraga ¢» Vey, 2004; Farooq ¢ Freed, 2018).

According to Murugan ¢ Saini (2019), rLqqIT1 is a sodium activated channel toxin
which leads to rapid paralysis and physiological impairment in Spodoptera litura
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(Fabricius) and Helicoverpa armigera (Hubner) larvae. By causing recurrent firing in the
motor neurons, LqqIT1 causes acute spastic paralysis in the target species (Eitan et al.,
1990). In this study, LqqIT1 gene was introduced and integrated into the B. bassiana to
check whether the expression of LqqIT1 gene enhances the pathogenicity of B. bassiana
towards third instar of P. solenopsis and first instar nymph of A. craccivora.

Hemolymph circulates in the insect body cavity and hence contributes considerably to
proper physiological activities (Gillott, 1995). Many cellular activities are influenced by the
direct or the indirect action of inorganic ions in bodily fluids (Treherne, Buchan ¢» Bennett,
1975). Extensive research into the mode of action of secondary metabolites from the
entomopathogenic bacteria such as Bacillus thuringiensis (Berliner) on insects revealed
that it alters the ionic concentrations of hemolymph and the pH of the gut (Tiwari &
Mehrotra, 1981). Keeping all these in view, the studies were planned to screen the
enhanced pathogenicity of engineered B. bassiana (BbLqqIT1-3) against third instar
nymph of P. solenopsis and first instar nymph of A. craccivora using two different bioassay
methods viz., leaf treatment and spray method, and to elucidate the toxicological effects of
fungal crude soluble toxin extracts (BbLqqIT1a-CSE and Bb-WT-CSE) on P. solenopsis
and A. craccivora and, to evolve the change in the hemolymphic inorganic cationic (K" and
Na") activity of the P. solenopsis and first instar nymph of A. craccivora when treated with
the BbLqqIT1a-CSE and Bb-WT-CSE.

MATERIALS AND METHODS

The present experiments were conducted in the Biological control laboratory of Division of
Entomology, ICAR- IARI, New Delhi ICAR-IARI, Pusa, New Delhi. Model insect
populations were maintained at 27 = 1 °C and 65 + 5% RH with a 16 h of photoperiod in
environmental control chamber throughout the course of experimentation.

Insect collection, rearing and maintenance

Initially, P. solenopsis was collected from the China rose, Hibiscus rosa- sinensis (Linnaeus)
and cotton field, Gossypium hirsutum (Linnaeus) from the fields of the division of
Entomology, ICAR-IARI, Pusa campus, New Delhi. Then, reared on sprouted potato
tubers and subsequent generations were used for the experiment. The freshly moulted
third instar nymphs were used for the bioassay (Suroshe, Gautam ¢» Fand, 2016).

A. craccivora were collected from the infested cowpea (Vigna unguiculata (Linnaeus)
Walpers) plants from the fields of ICAR-IARI, Pusa, New Delhi. Aphids were reared on to
the 3-5 days old, fresh and tender cowpea seedlings grown in the plastic jars (15.5 cm ©O)
using absorbant cotton (Kumar et al., 2023). This population was maintained as a stock
culture throughout the study period. First instar nymphal stage (224 h old) was used for
bioassay.

Fungus culture

Genetically engineered B. bassiana along with parent (untransformed) strain was procured
from Dr. Gurvinder Kaur Saini, Professor, Department of Biosciences and Bioengineering,
IIT Guwahati, Assam, India and multiplied in the Biological Control Laboratory, ICAR-

Rajput et al. (2023), PeerdJ, DOI 10.7717/peerj.16030 3/22


http://dx.doi.org/10.7717/peerj.16030
https://peerj.com/

Peer/

IARI, Pusa, New Delhi for conducting pathogenic experiments on selected insect pests.
Originally, B. bassiana (MTCC 984, untransformed (Bb-C)) culture was obtained from the
Microbial Type Culture Collection and Gene Bank (MTCC, Chandigarh, India), and it was
kept on SDA (Sabroud Dextrose Agar) medium at 28 °C. After incubating for 7-10 days on
SDA, spores were collected.

Generation of the recombinant strain (BbLqqlIT1-3)
Following techniques were followed for the development of recombinant B. bassiana

LgqlT1 gene synthesis

Protein sequence of LqqIT1 was obtained from National Center for Biotechnology
Information (NCBI) database with the accession number: P19856.1 followed by its reverse
translation into DNA sequence using European Molecular Biological Laboratory (EMBL)-
EMBOSS Backtranseq software (Rice, Longden ¢ Bleasby, 2000). The reverse translated
DNA sequence LqqIT1 was codon optimized for bacterial expression. Further, the codon
optimized DNA sequence was synthesized and cloned in plasmid-pUC57 flanking Eco RI
and HindlII restriction sites (Genscript, Piscataway, NJ, USA) (Murugan ¢ Saini, 2019).

LqqlT1 codon optimization for expression in B. bassiana

Based on the native toxic protein sequence, corresponding gene sequence was codon
optimized for the expression in B. bassiana. In addition to the toxic gene sequence 5’
untranslated region (UTR, Kozak sequences) and Mcl1 signal peptide (Mcllss) was
included at the 5" region from Metarhizium collagen like protein, to transport the protein
of interest to hemolymph. The sequence was codon optimized using Beauveria bassiana
codon usage table (http://www.kazusa.or.jp/codon/). Codon optimized gene was
synthesized (Genescript, Piscataway, NJ, USA) and cloned in pUC57 cloning vector

(2.7 kbp) within KpnI and Bam HI restriction sites. The size of the codon optimized gene
(376 bp) was confirmed by transforming the vector pUC57 harboring LqqIT1 gene into
Escherichia coli (Castellani & Chalmers) DH5a chemical competent cells, and then
isolated plasmids were subjected to double digestion with Kpnl and Bam HI restriction
enzymes.

Vector construction and fungal transformation

Along with LqqIT1, 5’ untranslational region and Metarhizium collagen like protein signal
peptide sequence was also codon optimized and cloned in pUC57 vector which resulted in
pUC-5"UTR-Mcllsp-LqqIT1 plasmid which was further confirmed by restriction enzyme
digestion and PCR amplification of LqqIT1 gene sequence. After codon optimization and
cloning, 5" UTR-Mcl1sp-LqqIT1 fragment was amplified, and fused downstream of
Metarhizium collagen like protein promoter (PMcll) to express the LqqIT1 protein in
soluble form in B. bassiana when induced with hemolymph conditions. To deliver the
protein into the insect cavity during the infection process, LqqIT1 was tagged N-terminally
with Metarhizium collagen like protein signal peptide sequence (Mcll-sp) along with 5’
untranslational region (5" UTR). Expression was confirmed by restriction enzyme
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digestion and PCR confirmation. In this way pMcl1-LqqIT1 expression system was
developed.

The pAL1-PMcl1-LqqIT1a (3-10 ug) plasmid was transformed into B. bassiana using
protoplast cum electroporation mediated transformation method and fungal protoplast
was prepared following the protocol by Pfeifer ¢ Khachatourians (1987) with
modifications. Vector pMcl1-LqqIT1 (3-10 pg) was mixed with 150 ul of B. bassiana
protoplast (1 * 10 protoplast/ml) and incubated on ice 15-30 min in 0.2 cm
electroporation cuvette. A nine hundred voltage was used in transferring the plasmid DNA
into protoplast. Colony growth was observed after 10 days post selection plating in Czapek
Dox agar (K,HPO,-1 gm/l, FeSO,.7H,0-0.01 gm/l, MgSO,.7H,0-0.5 gm/l, KCI- 0.5 gm/l,
NaNOs-3 gm/l, sucrose- 30 gm/l, (NH,4),SO, and 200 pg/ml) glufosinate-ammonium
(Sigma-Aldrich, St. Louis, MO, USA).

Analysis of genomic integration

To verify the expression of the Mcllss-LqqIT1 fused gene within the hemolymph of insect,
total RNA was extracted from mycelia on the SDB medium using optimized extraction
procedure (RNAiso plusKit; Takara, Shiga, Japan). One microgram of total RNA was used
for cDNA synthesis (Superscript'™ III first strand synthesis system, Invitrogen, Carlsbad,
CA, USA). Synthesized cDNA was used for semi quantitative RT-PCR analysis based on
LqqIT1 specific primers. Integration of LqqIT1 transgene into the genomic DNA of

B. bassiana was tested by analysing the inducible expression of transgene in hemolymph
using semi quantitative RT-PCR and western blot.

Sub-culturing of engineered B. bassiana

Genetically transformed B. bassiana was subcultured as per the previously described
method (Kumar et al., 2023). Procured fungal source (aqueous fungal suspension) was
subcultured on standard Sabouraud Dextrose Agar medium (SDA) (Himedia) in full
darkness at 27 + 1 °C and 80 + 5% RH. Conidial suspension for the pathogenicity test was
obtained from 25 to 30 days old fungal colonies. Conidia were harvested using 10 ml sterile
distilled water containing 0.02% Tween 80 and filtered through sterile cheese cloth to
remove mycelial mat (Chan-Cupul et al., 2010). Obtained filtrates were preserved at 4 °C
for further bioassay and extraction of crude soluble toxin extract (CSE). Before using the
preserved aqueous fungal suspension was shaken vigorously. The conidial concentration of
the resulting ‘stock’ suspension was estimated using an improved Neubauer
hemocytometer (Marienfeld) under a Nikon ECLIPSE 80i microscope (400 x
magnifications) and number of spores present per ml was estimated using the formula by
Aneja (1996).

Extraction of crude filtrate
Production and extraction of crude soluble toxin extract (CSE) in Czapek Dox
broth medium

Crude soluble toxic extract (CSE) was extracted as per the method described by Quesada-
Moraga, Carrasco-Diaz & Santiago-Alvarez (2006) and Farooq & Freed (2018) with some
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modifications. Czapek Dox liquid (enriched with 1% yeast and 0.5% peptone) medium was
used to make a primary culture. All processes for the extraction of crude toxin were carried
out at 4 °C.

Protein concentration of crude soluble toxic extract

Protein concentration of the toxic crude extracts was estimated by the Bradford method
using Bovine serum albumin (BSA) as standard (Bradford, 1976). Absorbance was
measured at 280 nm (Quesada-Moraga ¢ Vey, 2004).

Bioassay procedure

The entomopathogenic activity of un-transformed (Bb-C) and transformed (BbLqqIT1-3)
strain and their crude soluble extract (BbLqqIT1a-CSE and Bb-WT-CSE) was evaluated
and compared using two methods. All fungal experimental trials were carried out under
aseptic conditions inside a laminar air flow chamber sterilized with UV radiation.

An improved Neubaur Hemocytometer under a compound microscope at 400 x
magnification was used to arrive at number of spores present per ml as per the formula
described by Aneja (1996).

Leaf treatment method (for fungus and crude soluble extract)

Cotton mealybug, P. solenopsis

The virulence of the transformed fungal strain was examined by leaf treatment method
(Insecticide Resistance Action Committee, 2009) (Method No-019) with a little
modification. Fresh cotton leaves with petioles were cut from the potted plants (25-30 days
old), then washed thoroughly with tap water and then allowed to dry in the shade.
Thousand microlitre of testing solutions (fungal suspensions at 1 * 10” spores/ml and
crude soluble extract at 5 ug/ml) was applied onto both sides of the leaf (1,000 pl testing
solution per leaf) after shade drying on paper towel, and then kept on the agar bed (1.5%)
in Petri dish (90 mm ©). On each, 10 third-instar nymphs were released. Mortality was
measured every 24 h interval up to 168 h after treatment.

Cowpea aphid, A. craccivora

The pathogenicity of the transformed fungal strain was examined by leaf treatment dip
bioassay method with the suitable modification (Moores et al., 1996). We selected cowpea
leaves that were in the trifoliate stage. Before treatment, leaves were rinsed with sterile
water, dipped in the 1 * 10 spores/ml fungal aqueous suspension (2.5 ml for five leaves)
and then allowed to dry on sterile filter paper at room temperature. After that, the treated
leaves were placed upside down on an agar bed (1.5%) in Petri dish (90 mm ©). Ten first
instar nymphs were released in each Petri dish using a soft hairbrush of zero size. Mortality
was noted every 24 h up to 168 h after treatment.

Spray method (only for fungus)

Cotton mealybug, P. solenopsis

Cotton leaves (25 to 30 days old) were used for the treatment. To increase the life span of
the leaves, the base of the petiole was wrapped with sterile, damp cotton. Fresh cotton
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leaves were placed in Petri dish (90 mm ©) and 2 h starved third nymphs of P. solenopsis
were released using a soft hairbrush @ 10 per leaf. Once the nymphs got settled, each was
sprayed with fungal spore suspension (1 * 107 spores/ml) (10 ml for five leaves) using an
atomizer. Control batch of nymphs were sprayed with sterile distil water having 0.02%
Tween 80 (positive control) and untransformed parent strain (Bb-C). Fungus treated
insects were incubated in separate growth chamber @ 28 + 1 °C and 80 + 5% RH. At each
24 h interval up to 7 days (168 h), mortality, mobility of treated insects and fungal
development was examined and recorded. At each 24 h interval or as per the need old
leaves were replaced by fresh and untreated leaves.

Cowpea aphid, A. craccivora

A total of 5 day old cowpea seedlings were used for the experiment. One day old nymphs
were released on the cowpea seedlings using zero size camel hairbrush @ 10 per seedling.
Once the aphids settled, the fungal spore suspension (1 * 10” spores/ml and 10 ml for five
seedlings) was sprayed using an atomizer. Old and wilted seedlings were replaced with
fresh and untreated one. Mortality was measured at each 24 h interval up to 168 h after
spray. Dead nymphs were immediately placed in the sterile Petri plate with damp sterile
filter paper for mycosis and sporulation. Each experiment was carried out independently.
The experiment was repeated four times. Five independent replications with thirty insects
per replication were maintained for each treatment. The treated insect was declared dead if
no coordinated movement was noticed to the external stimulus (i.e., when gently touched
with a fine paint brush) under Nikon stereo binocular microscope having camera attached
with the software VIMAGE 2016.

Sample preparation for flame photometry (cationic activity)

To reveal the impact of crude soluble toxin on hemolymphic Na™ and K" levels, we
assessed changes at 24, 48, 72 and 96 h after treatment. We examined hemolymph samples
collected from treated insects. For that, 100 pg of treated insects were taken in 2 ml
eppendroff tube and homogenized by using hand held plastic pestle in 900 pl of phosphate
buffer saline. The homogenate was centrifuged at 10,000 rpm for 15 min at 4 °C.

The supernatant was collected and used as hemolymph source for the estimation of
cations. Change in ionic concentration was estimated by the method of Malik ¢ Malik
(2009) with a little modification. One ml of supernatant (hemolymph), 10 ml of diacid in
9:4 ratio (nitric acid and percholic acid) was added and was digested using digestion
chamber until a clear solution (volume 2-5 ml) was obtained. The solution was filtered
through Whatman No-1 filter paper. The cations were measured from the aliquots of
filtrate. Sodium and potassium ions were measured by using flame photometer
(SYSTRONIC 128%€). The change in ionic concentration was analyzed at 48, 72 and 96 h
after treatment at 5 ug/ml concentration of crude extract. Cationic concentration was
expressed as millimole per microlitre (mm/ml) or (meq/ml) per ml of hemolymph, using
sodium chloride (Nacl) and potassium chloride (Kcl) as standards.
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Statistical analysis
The experiment was conducted in a Completely Randomized Design (CRD). The data was
analysed by probit analysis (Finney, 1971) and the median lethal concentration (LCs,) and
the median lethal time (LTs) values were estimated by using SPSS version 21 (IBM Corp,
2012). The mean values of hemolymphic cations were subjected to WASP (version 2.0)
online available statistical tool and the mean differences between the treatments were
tested by ANOVA at 5% level of significance and the level of significance (a) was set at 0.05
(P <0.05).

The percent reduction in population was calculated by using Henderson and Tilton’s
formula (Henderson ¢ Tilton, 1955).

RESULTS

Biotoxicity of un-transformed (Bb-C) and transformed (BbLqqIT1-3) strain and their
crude soluble extract (BbLqqIT1a-CSE and Bb-WT-CSE) was screened against the
nymphs of P. solenopsis and A. craccivora in term of the LCsq and LT, The toxic effect
increased with the increment in the exposure time as presented in below sections.
However, some natural mortality was observed in control batch also which was corrected
by using Abbott’s formula (Abbott, 1925). It was noted that presence of toxic gene LqqIT1
provoked a hyperpotassemia in the P. solenopsis while in A. craccivora hypopotassemia was
seen.

Efficacy of transformed B. bassiana, BbLqqlT1-3 against P. solenopsis
The recombinant strain BbLqqIT1-3 integrated with scorpion neurotoxin LqqIT1 was
evaluated against third instar P. solenopsis nymph via leaf treatment and spray method.
BbLqqIT1-3 caused 6.67 and 36.67% mortality after 72 and 168 h of treatment whereas it
was 13.33 and 46.67%, respectively in untransformed strain (Bb-C) (Fig. 1). P. solenopsis
treated with BbLqqIT1-3 by leaf treatment showed LT5, of 188.13 h, which was 1.09-fold
higher than that of mealybug treated with the un-transformed strain (Bb-C) (171.9 h)
()(2 =2.9,df =2, P> 0.05) (Table 1). In the leaf treatment and spray experiments,

P. solenopsis treated with BbLqqIT1-3 had lower mortality than P. solenopsis treated with
the untransformed strain (Bb-C) (Tables 1 and 2, Fig. 2) at 168 h after treatment. Same
trend was observed in spray method.

Efficacy of transformed B. bassiana ‘BbLqqlT1-3’ against A. craccivora
The results demonstrated that the survival of first instar nymph of A. craccivora infected
with BbLqqIT1-3 was significantly lower than that of those infected with un-transformed
strain ‘Bb-C’ at 7 day after treatment (98.11 + 3; 26.84 + 7.94) at constant spore load

1 * 107 spores/ml (Table 3). Highest per cent reduction in the survival of A. craccivora
nymphs was imposed by BbLqqIT1-3. The mean mortality rate increased with the increase
in the time interval. In leaf treatment method, BbLqqIT1-3 strain produced 50% mortality
at 96 h of treatment; while Bb-C required more than 168 h to achieve the same results
(Fig. 3). Likewise, in spray method BbLqqIT1-3 strain caused 53.37% mortality after 96 h
of treatment, which was 1.60-fold higher as compared to the Bb-C (33.34) (Fig. 4).
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Figure 1 Mortality of P. solenopsis third instar nymphs post infection of fungal strains Bb-C and
BbLqqIT1-3 of B. bassiana via leaf treatment. The error bars represents the standard error of the
mean, different lowercase letters at the top of each bar shows significant differences using Duncan’s

multiple range test (DMRT) at 5% level.
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Table 1 Mean cumulative mortality and LTs, after infection of genetically transformed and un-transformed strains of B. bassiana in

P. solenopsis third nymphs via leaf treatment.

Strain Mean cumulative mortality LTs, (h) Slope + SE Fiducial x2 value P-value
@ 1 x 107 spores/ml (Mean + SE) 95%
(LL-UL)
Tween-C 1445 + 0.6 519.25 2.36 £ 0.7 467.5-644.17 4.509 0.105
Un-transformed Bb-C 46.67 + 0.7 171.9 0.011 + 0.001 157.8-192.2 1.33 0.52
Transformed 36.66 + 0.77 188.13 0.013 + 0.002 173.09-210.5 2.9 0.24
(BbLqqIT1-3)
Note:

Values are presented in Mean * SE (standard error of the mean), every % mortality value represents the mean of the five independent replications, df = 2, lower LT5,

equivalent to higher pathogenecity; LTsy, median lethal time (hours); fiducial limit at 95%; LL, lower limit; UL, upper limit; X, chi square value: P < 0.05 indicate

significant differences among the treatment.

Table 2 Mean cumulative mortality and LT, after infection of genetically transformed and un-transformed strains of B. bassiana in

P. solenopsis third nymphs via spray method.

Strain Mean cumulative mortality LTs, (h) Slope + SE Fiducial x2 value P-value
@1 x10 spores/ml Mean *+ SE 95%
(LL-UL)
Tween-C 15.96 + 0.504 517.9 273 + 144 418.106-717.44 1.2 0.549
Un-transformed 26.66 + 0.503 219.8 0.010 + 0.001 193.7-265.3 5.69 0.065
Bb-C
Transformed 16.67 + 0.49 247.43 0.010 + 0.002 212.82-315.4 5.09 0.79
(BbLqqIT1-3)
Note:

Values are presented in Mean * SE (standard error of the mean), every % mortality value represents the mean of the five independent replications, df = 2, lower LT5,

equivalent to higher pathogenecity, LTsp, median lethal time (hours); fiducial limit at 95%; LL, lower limit; UL, upper limit; X, chi square value; P < 0.05 indicate

significant differences among the treatment.

The LT, value in leaf treatment method was 2.56 h for BbLqqIT1-3 strain which was 5.58
times shorter compared to parent ‘Bb-C’ (14.26 h) ()(2 =8.7,df =2, P < 0.05) (Table 3).
Similarly, the LT, after spray was 3.51 h for BbLqqIT1-3 strain which was about 1.76

times less compared with Bb-C (6.15 h) (X2 =9.24,df =2, P <0.05) (Table 4). Perusal of the
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Figure 2 Mortality of P. solenopsis third instar nymphs post infection of fungal strains Bb-C and
BbLqqIT1-3 of B. bassiana via spray method. The error bars represents the standard error of the
mean, different lowercase letters at the top of each bar shows significant differences using Duncan’s
multiple range test (DMRT) at 5% level. Full-size k&l DO 10.7717/peerj.16030/fig-2

Table 3 Mean cumulative mortality and LTs, after infection of genetically transformed and un-transformed strains of B. bassiana in
A. craccivora nymphs via leaf treatment.

Strain Mean cumulative mortality LTs, (h) Slope + SE Fiducial x2 value P-value
@ 1 x 107 spores/ml Mean + SE 95%
(LL-UL)
Tween-C 17.79 £ 2.23 238.62 2.196 + 0.607 162.09-765.9 4.92 0.086
Un-transformed Bb-C 26.84 + 7.94 14.26 1.73 + 0.443 6.91-25.29 5.029 0.0809
Transformed 98.11 + 3.00 2.56 2.13 £ 0.307 1.50-5.81 8.7 0.013
(BbLqqIT1-3)
Note:

Values are presented in Mean * SE (standard error of the mean), every % mortality value represents the mean of the five independent replications, df = 2, lower LT5,
equivalent to higher pathogenecity, LTs,, median lethal time (hours); fiducial limit at 95%; LL, lower limit; UL, upper limit; X, chi square value; P < 0.05 indicate

significant differences among the treatment.
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Figure 3 Mortality of A. craccivora first instar nymphs post infection of fungal strains Bb-C and
BbLqqIT1-3 of B. bassiana via leaf treatment. The error bars represents the standard error of the
mean, different lowercase letters at the top of each bar shows significant differences using Duncan’s
multiple range test (DMRT) at 5% level. Full-size K] DOLI: 10.7717/peerj.16030/fig-3
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Figure 4 Mortality of A. craccivora first instar nymphs post infection of fungal strains Bb-C and
BbLqqIT1-3 of B. bassiana via spray method. The error bars represents the standard error of the
mean, different lowercase letters at the top of each bar shows significant differences using Duncan’s
multiple range test (DMRT) at 5% level. Full-size 4] DOT: 10.7717/peerj.16030/fig-4

Table 4 Mean cumulative mortality and LT, after infection of genetically transformed and un-transformed strains of B. bassiana in
A. craccivora nymphs via spray method.

Strain Mean cumulative mortality LTs, (h) Slope + SE Fiducial x2 value P-value
@1 x10’ spores/ml Mean + SE 95%
(LL-UL)
Tween-C 18.89 + 2,94 249.9 2.36 + 0.698 167.5-986.8 0.698 0.705
Un-transformed Bb-C 48.56 + 2.5 6.15 1.85 £ 0.32 3.94-15.82 5.96 0.05
Transformed 76.66 = 2.2 3.51 1.60 £ 0.304 2.85-4.97 9.24 0.009
(BbLqqIT1-3)
Note:

Values are presented in Mean + SE (standard error of the mean), every % mortality value represents the mean of the five indgpendent replications, df = 2, lower LT
equivalent to higher pathogenecity, LTsy, median lethal time (hours); fiducial limit at 95%; LL, lower limit; UL, upper limit; X, chi square value: P < 0.05 indicate
significant differences among the treatment.

pathogenicity data revealed that the improved mortality by rLqqIT arised after the fungus
entered in the host. These results confirmed that the integration of recombinant toxin gene
(LqqIT1) improved the lethality of B. bassiana towards the nymphs of A. craccivora.

Efficacy of BbLqqlT1a-CSE and Bb-WT-CSE against the P. solenopsis
and A. craccivora

The LT, in P. solenopsis exposed with BbLqqIT1a-CSE was 22.18 h (x° = 9.418, df = 2,
P < 0.05), which was 1.5-fold less compared to Bb-WT-CSE (32.14 h) in P. solenopsis
()(2 = 8.7, df = 2, P < 0.05) (Table 5). Treatment with BbLqqIT1a-CSE produced 59.74%
mortality at 72 h of treatment in P. solenopsis; while Bb-WT-CSE produced only 36.77%
mortality, which was 1.62-fold higher as compare to the Bb-WT-CSE (Fig. 5). At the end of
experiment (seventh day), the maximum per cent mortality (83.34) was recorded in

A. craccivora by BbLqqIT1a-CSE, whereas only 46.7% mortality was observed by Bb-WT-
CSE (Fig. 6). The LT, values for A. craccivora treated with BbLqqIT1a-CSE and Bb-WT-
CSE were 17.69 (x> =7.93, df = 2, P < 0.05) and 51.75, respectively (x° = 5.94, df = 2,
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Table 5 LTS5, of crude soluble toxic extracts of B. bassiana against P. solenopsis third instar nymphs
after 72 h via oral bioassay.

Treatments LTs (h) Slope + SE Fiducial (95%) X’ value P-value
@ 5 pg/ml of protein (LL-UL)

PBS-C 79.7 3.88 £0.7 34.59 + 105.5 5.609 0.06
Bb-WT-CSE 32.14 3.68 £ 0.99 24.74-67.34 8.7 0.013
BbLqqIT1a-CSE 22.84 4.707 £ 1.37 18.39-46.25 9.418 0.009

Note:

Percent Mortality

Values are presented in Mean + SE (standard error of the mean), df = 2, lower LT, equivalent to higher pathogenecity,
LTs50, median lethal time (hours); fiducial limit at 95%; LL, lower limit; UL, upper limit; XZ, chi square value; P < 0.05
indicate significant differences among the treatment.
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Figure 5 Mortality of third instar nymphs of P. solenopsis after treatment of crude soluble toxin
extract (CSE) @ 5 pg/ml. The error bars represents the standard error of the mean, different lower-
case letters at the top of each bar shows significant differences using Duncan’s multiple range test
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Figure 6 Mortality of first instar nymphs of A. craccivora after treatment of crude soluble toxin
extract (CSE) @ 5 pg/ml. The error bars represents the standard error of the mean, different lower-
case letters at the top of each bar shows significant differences using Duncan’s multiple range test
(DMRT) at 5% level Full-size Kl DOTI: 10.7717/peerj.16030/fig-6
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Table 6 LTS5 of crude soluble toxic extracts of B. bassiana against A. craccivora first instar nymphs
after 72 h via oral bioassay.

Treatments LTs (h) Slope + SE Fiducial (95%) x* value P-value

@ 5 pg/ml of protein (LL-UL)

PBS-C 85.48 5.707 £ 0.72 13.2-179 3.094 0.213

Bb-WT-CSE 51.75 0.99 +0.182 19.98-134.015 5.94 0.0513

BbLqqIT1a-CSE 17.69 0.95 = 0.16 7.25-43.17 7.93 0.019
Note:

Values are presented in Mean + SE (standard error of the mean), df = 2, lower LT equlvalent to higher pathogenecity,
LT, median lethal time (hours); fiducial limit at 95%; LL, lower limit; UL, upper limit; X%, chi square value; P < 0.05
indicate significant differences among the treatment.

Table 7 LCs of crude soluble toxic extracts of B. bassiana against P. solenopsis third instar nymphs
after 168 h via oral bioassay.

Treatments LCs (ug/ml) Slope + SE Fiducial (95%) XZ value P-value

@ 5 pg/ml of protein (LL-UL)

PBS-C 79.7 388 £0.7 34.59-105.5 2.26 0.323

Bb-WT-CSE 36.77 0.708 + 0.082 23.77-68.26 6.22 0.045

BbLqqIT1a-CSE 7.78 1.03 + 0.082 6.20-9.96 9.31 0.009
Note:

Values are presented in Mean * SE (standard error of the mean), df = 2, lower LCsg eqmvalent to higher pathogenecity,
LCs¢, median lethal concentration; fiducial limit at 95%; LL, lower limit; UL, upper limit; X chi square value; P < 0.05
indicate significant differences among the treatment.

Table 8 LCsq of crude soluble toxic extracts of B. bassiana against A. craccivora first instar nymphs
after 168 h via oral bioassay.

Treatments LCs (ug/ml) Slope + SE Fiducial (95%) x2 value P-value

@ 5 pg/ml of protein (LL-UL)

PBS-C 85.48 5.707 £ 0.72 13.2-179 1.86 0.4

Bb-WT-CSE 9.87 0.68 + 0.076 7.063-14.64 6.65 0.036

BbLqqIT1a-CSE 2.39 0.887 + 0.81 1.76-3.104 6.39 0.04
Note:

Values are presented in Mean + SE (SE= standard error of the mean), df = 2, lower LCs, equivalents to hlgher
pathogenecity, LCso, median lethal concentration; fiducial limit at 95%; LL, lower limit; UL, upper limit; y*, chi square
value; P < 0.05 indicate significant differences among the treatment.

P < 0.05) (Table 6). When compared to the Bb-WT-CSE, the LCs, values of BbLqqIT1a-
CSE got reduced by about 4.72 and four folds at 5ug/ml of extract concentration for
P. solenopsis and A. craccivora, respectively (Tables 7 and 8).

Effect of LqqlT1 on the hemolymphic potassium and sodium ions in
P. solenopsis

Treatment of third instar nymph of P. solenopsis with BbLqqIT1a-CSE led to the
fluctuation in sodium and potassium concentrations compared to Bb-WT-CSE and PBS
control (Table 9). In case of PBS control and Bb-WT-CSE, ionic concentration decreased
gradually, while treatment of BbLqqIT1a-CSE led to increase in potassium ions in by 9.22
from 3.53 meq/ml (F, ¢ = 215.02, P = 0.000) at 48 h of treatment and subsequently
decreased by 5.07 from 9.22 meq/ml at 72 h (F, s = 48.702, P = 0.001). A marked decline in
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Table 9 Effect of crude soluble toxic extracts of B. bassiana @ 5 pg/ml protein on hemolymphic inorganic cations (K" and Na*) in P. solenopsis.

Treatments K* (meq/ml) Na* (meq/ml)

24h 48 h 72 h 96 h 24h 48 h 72 h 9 h
PBS(C) 415+0.11°  329+0.16° 1.89+032°  255+039° 462+022° 327+017° 216+017° 25+039°
Bb-WT-CSE 443 £ 016 344 £0.09° 1.5+0318° 149 +022° 407 £ 003 3303 +024° 1.18 £0.194° 1.78 +0.34°
BbLqqIT1a-CSE ~ 3.57 + 0.14* 922 +033* 507 +0.39* 815+ 034> 125+0.04° 057+031° 392+055 827+ 035"
Df 2.6 2.6 2.6 2.6 2.6 2.6 2.6 2.6
CD @ 0.05 0.68 0.55 0.83 0.46 0.89 0.78 1.38 0.79
F cal 30.06 215.02 48.702 200.82 57.6 26.01 3527 85.14
P-value 0.122 0.000 0.001 0.001 0.001 0.001 0.001 0.001

Note:

Mean * SE (SE = standard error of the mean), every mean value represents the average of the three independent replications, means in vertical column with same
superscript letters are not significant at 5% level of significance by Duncan’s multiple range test (DMRT). Df, degree of freedom; CD, critical difference at 0.05; P < 0.01
indicate significant differences among the treatment.

sodium concentration was observed after 48 h of treatment. There was significant increase
of sodium concentration as compared to the control after the 72 and 96 h of treatment.

Effect of LqqiT1 on the hemolymphic potassium and sodium ions in
A. craccivora

A significant drop was measured in the level of potassium ion (7.52 to 0.47 meq/ml)
(Fo6 = 127.8, P = 0.001) due to the exposure of BbLqqIT1a-CSE at 96 h of treatment
(F,6 = 5.68, P = 0.0004). Likewise sodium ion level due to BbLqqIT1a-CSE gradually drop
(3.05 to 0.62 meq/ml) (F,¢ = 22.98, P = 0.002) at all the time intervals (Table 10).

DISCUSSION

Improved pathogenicity of B. bassiana due to integration of LqqlT1
neurotoxin

The findings clearly demonstrated that the integration of LqqIT1 peptide in B. bassiana
genome enhanced the infection ability against the A. craccivora by shortening the median
lethal time. As an insect voltage gated sodium channel toxin, LqqIT1 causes paralysis and
severe diseases in insects. At a concentration of 1 * 10”spore/ml, EPF, B. bassiana stacked
with the recombinant gene ‘LqqIT1” from scorpion was found to be lethal to A. craccivora
and mild toxic to P. solenopsis. The peptide sequence LqqIT1a is an excitatory insect
specific toxin from the Buthidae family scorpion Leiurus quinquestriatus quinquestriatus
(Ehrenberg), with 70 amino acid residues and no methionine or tryptophan (Murugan &
Saini, 2019). By inducing repetitive firing in the voltage-gated sodium channels (VGSCs),
this toxin causes flaccid paralysis in targeted insects (Zlotkin et al., 1985). The AalT protein
is an insect-specific neurotoxin from the buthid scorpion, Androctonus australis
(Linnaeus) with 70 amino acid residues that has been used to improve the efficacy of EPF
M. anisopliae. The LCs, for M. anisopliae expressing AalT was 22, 9, and 16-fold lesser in
Manduca sexta (Linnaeus), Aedes aegypti (Linnaeus), and Hypothenemus hampei (Ferrari),
respectively, than wild-type M. anisopliae infections in those insect species (Wang ¢ St
Leger, 2007; Pava-Ripoll et al., 2008). Similarly, B. bassiana expressing the AalT
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Table 10 Effect of crude soluble toxic extracts of B. bassiana @ 5 pg/ml protein on hemolymphic inorganic cations (K* and Na") in

A. craccivora.

Treatments K* (meq/ml) Na* (meq/ml)
24h 48 h 72 h 96 h 24h 48h 72 h 9 h
PBS(C) 249 £024°  12+042°  162+02° 057+012° 245+0296° 12+045  166+039° 0.6+ 024°
Bb-WT-CSE 414 +0109° 332+02°  279+024* 123+04% 437 +033 364 +025 435+04>  1.34+034°
BbLqqIT1a-CSE  7.52 + 026* 243 +033° 0.69 £ 020° 047 +023° 3.05+055° 228+038> 266 +023° 062+ 0205
Df 2.6 2.6 2.6 2.6 2.6 2.6 2.6 2.6
CD @ 0.05 0.997 0.57 0.89 0.58 0.506 0.39 0.62 0.52
F cal 127.8 37.8 19.53 5.68 28.5 75.22 32.92 22.98
P-value 0.001 0.001 0.002 0.0004 0.001 0.002 0.001 0.002
Note:

Mean + SE (SE = standard error of the mean), every mean value represents the average of the three independent replications, means in vertical column with same
superscript letters are not significant at 5% level of significance by Duncan’s multiple range test (DMRT). Df, degree of freedom; CD, critical difference at 0.05; P < 0.01
indicate significant differences among the treatment.

demonstrated 15-times improvement in the insecticidal activity in Dendrolimus punctatus
(Walker) (Lu et al., 2008). According to our findings, the LTs, of B. bassiana was reduced
by 5.58 and 1.76 times, after leaf treatment and spray technique, respectively in

A. craccivora. Similarly, the median lethal time of genetically modified M. anisopliae
(MaLqqIT1-7) was reduced by 2.83 and 3.06 times against the S. litura and A. craccivora,
respectively at 10" conidia/ml fungal concentration (Kumar et al., 2023). However, the
LT5o of L. lecanii expressing BmKit from Buthus martensii (Karsch) reduced by 26.5%
against Aphis gossypii (Glover) (Xie et al., 2015). This probably may be due to the different
mode of action of toxin molecules which acts preferably on different target sites in different
insect pests.

It is well established that EPFs kill the host by breaching the cuticle and proliferates in
the host’s hemolymph (St Leger ¢ Wang, 2010). Thus the pathogenicity of EPFs is
primarily dependent on the proliferation of hyphal bodies (specialized yeast like cell
phenotype) from the fungal mycelium in the host’s hemocoel (Pedrini, 2022). In sap
sucking insects, like, A. craccivora, microbial insecticides especially EPF work really
effectively (Purandare ¢» Tenhumberg, 2012). Laboratory trials demonstrated that
transformed B. bassiana expressing ‘LqqIT1” was not significantly virulent than the
un-transformed parent strain against the P. solenopsis. The mean figures of cumulative
mortalities of BbLqqIT1-3 and Bb-C were not significantly different (P = 0.122) in
P. solenopsis. This suggests that the spores of BbLqqIT1-3 were unable to penetrate the
waxy and hydrophobic cell wall of the P. solenopsis. On getting exposed to any foreign
molecules (pathogen or protein molecule) host’s body activates its immune system and
mediates the detoxification mechanisms (Serebrov et al., 2006). Rapid ecdysis in
P. solenopsis may be another important contributing factor for the poor pathogenicity of
BbLqqIT1-3. However, the lower median lethal time (LTs5,) of BbLqqIT1-3 indicated its
boosted virulence against A. craccivora. As a result, LqqIT1 could be advocated as a
promising candidate for improving the efficacy of other entomopathogens in general and
EPFs in particular.
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In cadavers, mycosis and sporulation appeared to be influenced by the mode of
exposure and conidial concentration (Tefera ¢ Pringle, 2003). The survival of spores on
leaf surfaces until they encounter the host is ascribed to the leaf exposure approach, and
the actual dose of conidia per insect is enhanced as the insect moves across the treated leaf
surface (Fernandez et al., 2001). Compared to the spray method (46.67%), the leaf
treatment method (53.37%) had the highest mean cumulative mortality at 96 h.

In contrast, spray method caused higher mortality in Aphis nerii (Boyer de Fonscolombe)
as compared to the leaf dip method (Shivakumara, Keerthi ¢» Polaiah, 2022). This could be
explained by the fact that moving on treated leaves while feeding is probably the most
important means of contact leading to infection in case of contact pesticides.

Entomotoxic activity of crude soluble toxic extract

Apart from their efficacy, several EPFs produced a variety of metabolically active toxin
compounds that impede the defense mechanisms of the host (Zhang ¢» Xia, 2009; Gibson
et al., 2014). Insecticidal activity was previously reported for M. anisopliae and B. bassiana
crude extracts and their purified entomotoxic fractions when given or injected to several
insect pests (Sahayaraj & Tomson, 2010; Freed et al., 2012; Keerio et al., 2020, Tomson
et al., 2021). The current study exhibited the sub-lethal effect of crude soluble toxic protein
(CSE) extracted from transformed B. bassiana against P. solenopsis and A. craccivora and
its effect on the concentration of hemolymphic Na* and K" levels in them. As we know,
P. solenopsis and A. craccivora are both sap sucking insects, hence the crude soluble extract
was applied to the leaf surface superficially. In the case of phloem feeders, oral exposure to
insecticides can result in rapid mortality since the toxin molecules reach the target region
in the insect’s body immediately. In comparison to the topical spray method, the insect
received the same dosage of toxicant in the dietary toxicity test (Sadeghi et al., 2009).
Fungal derived crude extract are fully loaded with bioactive molecules, perhaps these
bioactive chemicals helps to increase cellular permeability and leads to ionic leakage as the
membranes are destroyed. EPFs have been reported to secret a wide range of bioactive
metabolites in liquid culture or in vitro. Beauveria spp. are known to produce toxic
metabolites including organic acids (oxalic acid), polyketides (oosporein), macrolactones
(cephalosporolides), alkaloids (tennelin, bassianin, beauversetin, efc.), and cyclic
depsipeptides (beauvericins, beauverolides, etc.), (Strasser, Vey & Butt, 2000; Quesada-
Moraga & Vey, 2004). The composition of the liquid culture filtrate (crude toxins) from
B. bassiana is complex. A cyclodepsipeptide (bassianolide) from B. bassiana and V. lecanii
were reported as the main bioactive molecule (Ortiz-Urquiza et al., 2010). However, the
main insecticidal substance in the crude soluble extract and the mechanism by which CSE
was able to kill the P. solenopsis and A. craccivora require further investigations.

At 5ug/ml crude toxin concentration, the mean mortality rate of P. solenopsis for the
BbLqqIT1-CSE was 80% at the conclusion of treatment, but the highest mortality was
83.34% in A. craccivora for the BbLqqIT1-CSE. Similarly, earlier findings have revealed the
strong sub-lethal and toxic effects of crude toxins isolated from M. anisopliae and
B. bassiana (un-transformed) on phloem feeders such as Dysdercus cingulatus (Fabricius)
(Sahayaraj & Tomson, 2010), A. gossypii (Gurulingappa, McGee & Sword, 2011), Plutella
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xylostella (L.) (Freed et al., 2012), Bemisia tabaci (Gennadius) (Keerio et al., 2020).
Likewise, Tomson et al. (2021) reported 61.7% mortality in P. solenopsis by the application
of fractionized fungal filtrate of B. bassiana. After 10 days of treatment, the transformed
B. bassiana fungal strain (BbLqqIT1-3) could cause only 39% mortality in P. solenopsis at
1 * 10” spore/ml; and the survived 61% nymphs could live for further 14 days (data not
presented). At the end of treatment, P. solenopsis infected with the parent strain (un-
transformed) Bb-C caused 46.7% mortality at 7 days after treatment, whereas crude extract
of the same strain caused 53.33% mortality at 5ug/ml after 3 days of treatment.

The BbLqqIT1-CSE was toxic with LTs, values of 22.84 and 17.69 h for P. solenopsis and
A. craccivora, respectively. As a result of the findings, it is clear that BbLqqIT1a-CSE was
more lethal than recombinant BbLqqIT1-3 strain. If the conditions are unfavorable for
spore germination, the crude soluble extracts may be an excellent alternative for biological
control.

Inorganic constituents viz., Na*, K", and Ca™" are essential because of its significance in
the insect’s neurophysiology and its levels inside and outside the nerve membrane, must be
maintained for the impulse propagation (Roeder, 1953). It is well known that after being
infected with pathogens, the level of these cations is being dramatically stimulated, and
small changes in the level of hemolymphic inorganic ions can disrupt the cellular
homeostatic environment and intracellular pH. Sudden change in the ionic concentration
of hemolymph was responsible for its increased pH leading to general paralysis by
B. thuringiensis in Plodia interpunctella (Hubner) (Aboul-Ela et al., 1991). A significant
decline in sodium and potassium concentration was observed in Spodoptera littoralis
(Boisduval) due to the treatment of B. thuringiensis (Salama, Sharaby ¢ Ragaei, 1983).
However, we observed that the levels of potassium and sodium ions in the third instar
nymph of P. solenopsis got fluctuated at most of the observed time. At 48 h results showed
significant increase of potassium ions and after 72 h of treatment it significantly decreased
compared to control. But after 96 h, the concentration of both ions (Na* and K*) was
gradually and significantly increased in P. solenopsis. No significant changes observed in
sodium and potassium ion concentration in A. craccivora treated with BbLqqIT1-3. As per
our knowledge, no data is available on the effect of crude soluble toxin extract from
transformed EPF and other insecticides on the levels of inorganic ions in the hemolymph
of hemipteran insects, but other order such as lepidoptera is well studied (Tiwari e
Mehrotra, 1981; El-aziz, Nahla & Fahmy, 2015).

CONCLUSIONS

Present study documents about the boosted pathogenicity of recombinant strain
(BbLqqIT1-3) against the A. craccivora and high insecticidal activity of crude soluble toxic
extract (BbLqqIT1a-CSE) derived from engineered B. bassiana against the P. solenopsis
and A. craccivora. Since only the enhanced efficacy of BbLqqIT1-3 was studied against the
P. solenopsis and A. craccivora under in-vitro conditions, future studies are inevitable in
order to ascertain the effectiveness and stability of engineered EPF/scorpion neurotoxin
under the field/environmental conditions to prove that the genetically transformed

B. bassiana (BbLqqIT1-3) is toxic to insect pests in general or to a selective group of insect
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pests. Toxicity through oral mode is of direct practical implication in the natural condition.
Furthermore, characterization and identification of these CSE would pave the way for
developing effective formulations for sustainable insect pest management. For better
understanding of a mode of action, histo-pathological studies must be performed in near
future. A field evaluation of the toxic effects of the CSE from BbLqqIT1-3 would provide
useful information for the bio-rational plant protection initiatives.

ACKNOWLEDGEMENTS

The authors are highly thankful to Head, Division of Entomology Pusa Campus, ICAR-
IARI, Pusa, New Delhi for providing facilities to conduct the trials.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding

This work was financially supported by the University Grant Commission (CSIR-UGC)
New Delhi, India in the form of a Junior Research Fellowship. The funders had no role in
study design, data collection and analysis, decision to publish, or preparation of the
manuscript.

Grant Disclosures

The following grant information was disclosed by the authors:

University Grant Commission (CSIR-UGC) New Delhi, India in the form of Junior
Research Fellowship.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions

e Sonam Rajput conceived and designed the experiments, analyzed the data, prepared
figures and/or tables, authored or reviewed drafts of the article, and approved the final
draft.

e Sachin S. Suroshe Suroshe conceived and designed the experiments, performed the
experiments, analyzed the data, prepared figures and/or tables, authored or reviewed
drafts of the article, and approved the final draft.

e Purnmasi Ram Yadav analyzed the data, prepared figures and/or tables, and approved
the final draft.

e Anoop Kumar analyzed the data, prepared figures and/or tables, and approved the final
draft.

e Gurvinder Kaur Saini analyzed the data, prepared figures and/or tables, and approved
the final draft.

Data Availability
The following information was supplied regarding data availability:
The raw data are available in the Supplemental File.

Rajput et al. (2023), PeerdJ, DOI 10.7717/peerj.16030 18/22


http://dx.doi.org/10.7717/peerj.16030#supplemental-information
http://dx.doi.org/10.7717/peerj.16030
https://peerj.com/

Peer/

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.16030#supplemental-information.

REFERENCES

Abbott WS. 1925. A method of computing the effectiveness of an insecticide. Journal of Economic
Entomology 18:265-267.

Aboul-Ela R, Kamel MY, Salama HS, El-Moursy A, Abdel-Razek A. 1991. Changes in the
biochemistry of the hemolymph of Plodia interpunctella after treatment with Bacillus
thuringiensis. Journal of Islamic Academy of Sciences 4:29-35.

Aneja KR. 1996. Experiments in microbiology. In: Plant Pathology, Tissue Culture. Second Edition.
New Delhi: Vishwa Prakashan, A division of Wiley Eastern Limited, 31-34.

Bradford MM. 1976. A rapid and sensitive method for the quantitation of microgram quantities of
protein utilizing the principle of protein-dye binding. Analytical Biochemistry 72:248-254
DOI 10.1006/abio.1976.9999.

Chan-Cupul W, Ruiz-Sanchez E, Cristobal-Alejo J, Pérez-Gutiérrez A, Munguia-Rosales R,
Lara-Reyna J. 2010. In vitro development of four Paecilomyces fumosoroseus isolates and their
pathogenicity on immature whitefly. Agrociencia 44:587-597.

Eitan M, Fowler E, Herrmann R, Duval A, Pelhate M, Zlotkin E. 1990. A scorpion venom
neurotoxin paralytic to insects that affects sodium current inactivation: purification, primary
structure, and mode of action. Biochemistry 29:5941-5947 DOI 10.1021/bi004772009.

El-aziz A, Nahla M, Fahmy NM. 2015. Influence of abamectin on some inorganic ions in the
hemolymph of the cotton leafworm, Spodoptera littoralis (Biosd.). Egyptian Journal of Biological
Pest Control 25:421.

Farooq M, Freed S. 2018. Insecticidal activity of toxic crude proteins secreted by
entomopathogenic fungi against Musca domestica L. (Diptera: Muscidae). Kuwait Journal of
Science 45(2):64-74.

Fernandez S, Groden E, Vandenberg JD, Furlong MJ. 2001. The effect of mode of exposure to
Beauveria bassiana on conidia acquisition and host mortality of Colorado potato beetle,
Leptinotarsa decemlineata. Journal of Invertebrate Pathology 77(3):217-226
DOI 10.1006/jipa.2001.5022.

Finney DJ. 1971. Probit analysis. Third Edition. Cambridge, UK: Cambridge University Press.
Freed S, Feng-Liang J, Nacem M, Shun-Xiang R, Hussian M. 2012. Toxicity of proteins secreted

by entomopathogenic fungi against Plutella xylostella (Lepidoptera: Plutellidae). International
Journal of Agriculture and Biology 14(2):291-295.

Gibson DM, Donzelli BG, Krasnoff SB, Keyhani NO. 2014. Discovering the secondary metabolite
potential encoded within entomopathogenic fungi. Natural Product Reports 31:1287-1305
DOI 10.1017/80953756204009724.

Gillott C. 1995. The circulatory system. In: Entomology. The Netherlands: Springer, 493-511.

Gurulingappa P, McGee PA, Sword G. 2011. Endophytic Lecanicillium lecanii and Beauveria
bassiana reduce the survival and fecundity of Aphis gossypii following contact with conidia and
secondary metabolites. Crop Protection 30:349-353 DOI 10.1016/j.cropro.2010.11.017.

Hemalatha D, Prabhu S, Rani WB, Anandham R. 2018. Isolation and characterization of toxins
from Xenorhabdus nematophilus against Ferrisia virgata (CKkll.) on tuberose, Polianthes tuberosa.
Toxicon 146:42-49 DOI 10.1016/j.toxicon.2018.03.012.

Rajput et al. (2023), PeerdJ, DOI 10.7717/peerj.16030 19/22


http://dx.doi.org/10.7717/peerj.16030#supplemental-information
http://dx.doi.org/10.7717/peerj.16030#supplemental-information
http://dx.doi.org/10.1006/abio.1976.9999
http://dx.doi.org/10.1021/bi00477a009
http://dx.doi.org/10.1006/jipa.2001.5022
http://dx.doi.org/10.1017/S0953756204009724
http://dx.doi.org/10.1016/j.cropro.2010.11.017
http://dx.doi.org/10.1016/j.toxicon.2018.03.012
http://dx.doi.org/10.7717/peerj.16030
https://peerj.com/

Peer/

Henderson CF, Tilton EW. 1955. Tests with acaricides against the brown wheat mite. Journal of
Economic Entomology 48(2):157-161 DOI 10.1093/jee/48.2.157.

IBM Corp. 2012. IBM SPSS statistics for windows, version 21.0. Armonk: IBM Corp.

Insecticide Resistance Action Committee. 2009. Susceptibility test methods series no. 19, version-
3. Available at www.irac-online.org (accessed 20 June 2019).

Jackai LEN, Adalla C. 1997. Pest management practices in cowpea: a review. In: Advances in
Cowpea Research. Ibadan: co publication of International Institute of Tropical Agriculture
(IITA) and Japan International Research Centre for Agricultural Sciences (JIRCAS), 240-258.

Keerio AU, Nazir T, Anwar T, Zeeshan Majeed M, Abdulle YA, Jatoi GH, Gadhi MA, Qiu D.
2020. Sub-Lethal effects of partially purified protein extracted from Beauveria bassiana
(Balsamo) and its presumptive role in tomato (Lycopersicon esculentum L.) defense against
whitefly (Bemisia tabaci Genn.). Insects 11:574 DOI 10.3390/insects11090574.

Khuhro S, Lohar M, Abro G, Talpur M, Khuhro R. 2012. Feeding potential of lady bird beetle,
Brumus suturalis Fabricius (Coleopteran: Coccinellidae) on cotton mealy bug Phenacoccus
solenopsis (Tinsley) in laboratory and field. Sarhad Journal Agriculture 28:259-265.

Kumar A, Suroshe SS, Sonam, Saini GK, Singh J. 2023. Efficacy of genetically transformed
Metarhizium anisopliae against Spodoptera litura and Aphis craccivora. Saudi Journal of
Biological Sciences 30:103493 DOI 10.1016/j.5jbs.2022.103493.

Lu D, Pava-Ripoll M, Li Z, Wang C. 2008. Insecticidal evaluation of Beauveria bassiana
engineered to express a scorpion neurotoxin and a cuticle degrading protease. Applied
Microbiology and Biotechnology 81:515-522 DOI 10.1007/s00253-008-1695-8.

Malik MA, Malik FA. 2009. Ontogenic changes in haemolymph biochemical composition in the
Silkworm, Bombyx mori L. under thermal stress. Academic Journal of Entomology 2:16-21.

Moores GD, Gao X, Denholm I, Devonshire AL. 1996. Characterisation of insensitive
acetylcholinesterase in insecticide-resistant cotton aphids, Aphis gossypii Glover (Homoptera:
Aphididae). Pesticide Biochemistry and Physiology 56(2):102-110 DOI 10.1006/pest.1996.0064.

Murugan D, Saini GK. 2019. Cytotoxic and lethal effects of recombinant -BUTX-Lqqla peptide
against Lepidopteran insects and cell lines. Toxicology Invitro 60:44-50
DOI 10.1016/j.tiv.2019.05.005.

Obopile M. 2006. Economic threshold and injury levels for control of cowpea aphid, Aphis
crassivora Linnaeus (Homoptera: Aphididae) on cowpea. African Plant Protection 12:111-115
DOI 10.10520/EJC87791.

Ortiz-Urquiza A, Riveiro-Miranda L, Santiago-Alvarez C, Quesada-Moraga E. 2010. Insect-
toxic secreted proteins and virulence of the entomopathogenic fungus Beauveria bassiana.
Journal of Invertebrate Pathology 105:270-278 DOI 10.1016/j.jip.2010.07.003.

Pava-Ripoll M, Posada FJ, Momen B, Wang C, Leger RS. 2008. Increased pathogenicity against
coffee berry borer, Hypothenemus hampei (Coleoptera: Curculionidae) by Metarhizium
anisopliae expressing the scorpion toxin (AalT) gene. Journal of Invertebrate Pathology
99:220-226 DOI 10.1016/}.jip.2008.05.004.

Pedrini N. 2022. The entomopathogenic fungus Beauveria bassiana shows its toxic side within
insects: expression of genes encoding secondary metabolites during pathogenesis. Journal of
Fungi 8(5):488 DOI 10.3390/j0f8050488.

Peng G, Xia Y. 2014. Integration of an insecticidal scorpion toxin (BjaIT) gene into Metarhizium
acridum enhances fungal virulence towards Locusta migratoria manilensis. Pest Management
Science 71:58-64 DOI 10.1002/ps.3762.

Pfeifer TA, Khachatourians GG. 1987. The formation of protoplasts from Beauveria bassiana.
Applied Microbiology and Biotechnology 26:248-253 DOI 10.1007/BF00286318.

Rajput et al. (2023), PeerdJ, DOI 10.7717/peerj.16030 20/22


http://dx.doi.org/10.1093/jee/48.2.157
www.irac-online.org
http://dx.doi.org/10.3390/insects11090574
http://dx.doi.org/10.1016/j.sjbs.2022.103493
http://dx.doi.org/10.1007/s00253-008-1695-8
http://dx.doi.org/10.1006/pest.1996.0064
http://dx.doi.org/10.1016/j.tiv.2019.05.005
http://dx.doi.org/10.10520/EJC87791
http://dx.doi.org/10.1016/j.jip.2010.07.003
http://dx.doi.org/10.1016/j.jip.2008.05.004
http://dx.doi.org/10.3390/jof8050488
http://dx.doi.org/10.1002/ps.3762
http://dx.doi.org/10.1007/BF00286318
http://dx.doi.org/10.7717/peerj.16030
https://peerj.com/

Peer/

Purandare SR, Tenhumberg B. 2012. Influence of aphid honeydew on the foraging behaviour of
Hippodamia convergens larvae. Ecological Entomology 37:184-192
DOI 10.1111/j.1365-2311.2012.01351 .x.

Quesada-Moraga E, Carrasco-Diaz JA, Santiago-Alvarez C. 2006. Insecticidal and antifeedant
activities of proteins secreted by entomopathogenic fungi against Spodoptera littoralis (Lep.-
Noctuidae). Journal of Applied Entomology 130:442-452
DOI 10.1111/j.1439-0418.2006.01079.x.

Quesada-Moraga E, Vey A. 2004. Bassiacridin, a protein toxic for locusts secreted by the
entomopathogenic fungus Beauveria bassiana. Mycological Research 108:441-452
DOI 10.1017/S0953756204009724.

Rice P, Longden I, Bleasby A. 2000. EMBOSS: the European molecular biology open software
suite. Trends in Genetics 16:276-277 DOI 10.1016/S0168-9525(00)02024-2.

Roeder KD. 1953. Insect physiology. Vol. 178. New York: John Wiley and Sons Inc, 432-462.
Sadeghi A, Van Damme EJ, Smagghe G, Cullen E. 2009. Evaluation of the susceptibility of the pea

aphid, Acyrthosiphon pisum, to a selection of novel biorational insecticides using an artificial
diet. Journal of Insect Science 9(1):65 DOI 10.1673/031.009.6501.

Sahayaraj K, Tomson M. 2010. Impact of two pathogenic fungal crude metabolites on mortality,
biology and enzymes of Dysdercus cingulatus (Fab.) (Hemiptera: Pyrrhocoridae). Journal of
Biopesticides 3:163-167.

Salama HS, Sharaby A, Ragaei M. 1983. Chemical changes in the haemolymph of Spodoptera
littoralis (Lep.: Noctuidae) as affected by Bacillus thuringiensis. Entomophaga 28:331-337.

Saranya S, Ushakumari R, Jacob S, Philip BM. 2010. Efficacy of different entomopathogenic fungi
against cowpea aphid, Aphis craccivora (Koch). Journal of Biopesticide 1(Special Issue):138.

Serebrov VV, Gerber ON, Malyarchuk AA, Martemyanov VV, Alekseev AA, Glupov VV. 2006.
Effect of entomopathogenic fungi on detoxification enzyme activity in greater wax moth Galleria
mellonella L. (Lepidoptera, Pyralidae) and role of detoxification enzymes in development of
insect resistance to entomopathogenic fungi. Biology Bulletin 33:581-586
DOI 10.1134/51062359006060082.

Shivakumara KT, Keerthi MC, Polaiah AC. 2022. Efficacy of different biorational insecticides
against Aphis nerii Boyer de Fonscolombe (Hemiptera-Aphididae) on Gymnema sylvestre (R.Br)
under laboratory and field conditions. Journal of Applied Research on Medicinal and Aromatic
Plants 28:100358 DOI 10.1016/j.jarmap.2021.100358.

St Leger RJ, Wang C. 2010. Genetic engineering of fungal biocontrol agents to achieve greater
efficacy against insect pests. Applied Microbiology and Biotechnology 85:901-907
DOI 10.1007/500253-009-2306-z.

St Leger RJ, Wang C, Stock S, Vandenberg J, Glazer I. 2009. Entomopathogenic fungi and the
genomics era. In: Insect Pathogens: Molecular Approaches and Techniques. Wallingford: CABI,
365-400.

Strasser H, Vey A, Butt TM. 2000. Are there any risks in using entomopathogenic fungi for pest
control, with particular reference to the bioactive metabolites of Metarhizium, Tolypocladium
and Beauveria species? Biocontrol Science and Technology 10:717-735
DOI 10.1080/09583150020011690.

Suresh BC, Khan H, Prasanna PM. 2012. Efficacy of different entomopathogenic fungi against

cowpea aphid, Aphis craccivora Koch under laboratory and field condition. International Journal
of Plant Protection 5:68-71.

Rajput et al. (2023), PeerdJ, DOI 10.7717/peerj.16030 21/22


http://dx.doi.org/10.1111/j.1365-2311.2012.01351.x
http://dx.doi.org/10.1111/j.1439-0418.2006.01079.x
http://dx.doi.org/10.1017/S0953756204009724
http://dx.doi.org/10.1016/S0168-9525(00)02024-2
http://dx.doi.org/10.1673/031.009.6501
http://dx.doi.org/10.1134/S1062359006060082
http://dx.doi.org/10.1016/j.jarmap.2021.100358
http://dx.doi.org/10.1007/s00253-009-2306-z
http://dx.doi.org/10.1080/09583150020011690
http://dx.doi.org/10.7717/peerj.16030
https://peerj.com/

Peer/

Suroshe SS, Gautam RD, Fand BB. 2016. Biology of mealybug, Phenacoccus solenopsis (Tinsley)
on Parthenium. Indian Journal of Entomology 78:264-267
DOI 10.5958/0974-8172.2016.00070.5.

Tefera T, Pringle KL. 2003. Effect of exposure method to Beauveria bassiana and conidia
concentration on mortality, mycosis, and sporulation in cadavers of Chilo partellus
(Lepidoptera: Pyralidae). Journal of Invertebrate Pathology 84:90-95
DOI 10.1016/j.jip.2003.08.001.

Thomas MB, Read AF. 2007. Can fungal biopesticides control malaria? Nature Reviews
Microbiology 5:377-383 DOI 10.1038/nrmicrol638.

Tiwari LD, Mehrotra KN. 1981. Effect of Bacillus thuringiensis on the pH of gut and haemolymph
as well as on the sodium-potassium concentration in the haemolymph of Achoea janata L. and
Spodoptera litura F. larvae. Zeitschrift fiir Angewandte Entomologie 92:61-66
DOI 10.1111/j.1439-0418.1981.tb01652.X.

Tomson M, Sahayaraj K, Sayed S, Elarnaouty SA, Petchidurai G. 2021. Entomotoxic proteins of
Beauveria bassiana Bals. (Vuil.) and their virulence against two cotton insect pests. Journal of
King Saud University Science 33:101595 DOI 10.1016/j.jksus.2021.101595.

Treherne JE, Buchan PB, Bennett RR. 1975. Sodium activity of insect blood: physiological
significance and relevance to the design of physiological saline. Journal of Experimental Biology
62:721-732 DOI 10.1242/jeb.62.3.721.

Wang C, St Leger RJ. 2007. A scorpion neurotoxin increases the potency of a fungal insecticide.
Nature Biotechnology 25:1455-1456 DOI 10.1038/nbt1357.

Watson G. 2016. Ferrisia virgata (striped mealybug) CABI compendium. Wallingford: CABI
International.

Xie M, Zhang YJ, Zhai XM, Zhao JJ, Peng DL, Wu G. 2015. Expression of a scorpion toxin gene
BmKit enhances the virulence of Lecanicillium lecanii against aphids. Journal of Pest Science
88:637-644 DOI 10.1007/s10340-015-0644-4.

Zhang C, Xia Y. 2009. Identification of genes differentially expressed in vivo by Metarhizium
anisopliae in the hemolymph of Locusta migratoria using suppression-subtractive hybridization.
Current Genetics 55:399-407 DOI 10.1007/s00294-009-0254-x.

Zlotkin E, Kadouri D, Gordon D, Pelhate M, Marti MF, Rochat H. 1985. An excitatory and a
depressant insect toxin from scorpion venom both affect sodium conductance and possess a
common binding site. Archives of Biochemistry and Biophysics 240:877-887
DOI 10.1016/0003-9861(85)90098-0.

Rajput et al. (2023), PeerdJ, DOI 10.7717/peerj.16030 22/22


http://dx.doi.org/10.5958/0974-8172.2016.00070.5
http://dx.doi.org/10.1016/j.jip.2003.08.001
http://dx.doi.org/10.1038/nrmicro1638
http://dx.doi.org/10.1111/j.1439-0418.1981.tb01652.X
http://dx.doi.org/10.1016/j.jksus.2021.101595
http://dx.doi.org/10.1242/jeb.62.3.721
http://dx.doi.org/10.1038/nbt1357
http://dx.doi.org/10.1007/s10340-015-0644-4
http://dx.doi.org/10.1007/s00294-009-0254-x
http://dx.doi.org/10.1016/0003-9861(85)90098-0
http://dx.doi.org/10.7717/peerj.16030
https://peerj.com/

	Bioefficacy of engineered Beauveria bassiana with scorpion neurotoxin, LqqIT1 against cotton mealybug, Phenacoccus solenopsis and cowpea aphid, Aphis craccivora ...
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusions
	flink6
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


