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Abstract

Imidacloprid is a chloronicotinyl insecticide used widely to control biting and sucking in-
sects. The over accumulation of this pesticide in environment requires higher awareness
about this pesticide. Present investigation was carried out to analyze the effect of imida-
cloprid on antioxidant enzymes such as superoxide dismutase, catalase and peroxidase in
soil isolate Bacillus weihenstephanensis isolated after laboratory and field studies on the
toxic effect of imidacloprid. Further, the genes for the three enzymes involved in the anti-
oxidant defense process in soil isolate Bacillus weihenstephanensis were sequenced and
identified. Study on the effect of 107 to 10 molar concentrations of imidacloprid for a
period of 24, 48, 72 and 96 h on three antioxidant enzymes superoxide dismutase, catalase
and peroxidase in Bacillus weihenstephanensis showed that there was an increase in the ac-
tivity of all the three antioxidant enzymes. The enzyme activity increased with an in-
crease in the concentration of insecticide proving that the inhibitory effect is dose-
dependent. Further, sequencing revealed that Fe/MnSOD (sod A), hydroxyperoxidase
HP(I) (Kat E) and glutathione peroxidase genes were expressed in response to stress in-
duced by imidacloprid treatment in Bacillus weihenstephanensis. The present investigation
indicates that imidacloprid induces the expression of antioxidant enzymes in the soil iso-
late Bacillus weihenstephanensis. The synthesis of antioxidant enzymes may be helping Ba-
cillus weihenstephanensis in resisting the toxic effects of imidacloprid.

Keywords: Imidacloprid, Bacillus weihenstephanensis, Antioxidant enzymes, Genomics

1. Introduction

The insecticides have been used over the past 40 years for protection of crops against insects.
Most insecticides cause pollution of air, soil and water due to application by spraying in large
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quantities. The use of pesticides has become an integral part of the modern agricultural system.
It is estimated that 4 million tons of pesticides have been applied to world crops annually for
pest control [1]. The residual pesticides may become the contamination sources and pose a
serious threat to the soil and groundwater environment through the rainfall infiltration
process. Some pesticides act on biochemical processes that are common to many animals,
plants and microorganisms, and thus are a greater hazard to non-target organisms. Imidaclo-
prid is a systemic chloronicotinyl insecticide and is used for soils, seeds and foliar applications
for the control of sucking insects, including rice hoppers, aphids, thrips, whiteflies, termites,
turf insects, soil insects and some beetles [2]. The active chemical works by interfering with
the transmission of stimuli in the insect’s nervous system [3]. Imidacloprid is a Category II
acute toxicant, and thus, is classified as a General Use Pesticide. Imidacloprid is hazardous to
the insects, especially honeybees, and also to fish, birds and algae.

In humans it is linked to reproductive and mutagenic effects and is considered neurotoxic.
Reproductive toxicity testing also showed that imidacloprid is an agonist to the acetylcholine
receptors that regulates the endocrine system in the brain [4]. The over accumulation of this
pesticide in environment requires higher awareness about this pesticide. Imidacloprid is
reported to have different impacts on soil bacterial community and also cluster analyzing
clearly showed that imidacloprid has significant negative impact on soil bacterial diversity in
highly polluted farms and soil microbial balance has been gradually upset by the application
of more pesticide.

Oxidative stress is a misbalance between reactive oxygen species (ROS) generation and
detoxification, resulting in increased levels of enzyme activity. ROS are of increasing interest
in environmental toxicity as they may provide insights to toxicity mechanisms and may
identify novel biomarkers. ROS can modify and inactivate proteins in a variety of ways. It is
commonly recognized that Escherichia coli is the most suitable model system for the investiga-
tion of the cell response to oxidative stress. When organisms or cells are exposed to low levels
of certain harmful physical or chemical agents, the organisms acquire an induced tolerance
against the adverse effects. The effect of hydrogen peroxide on the activity of Sox RS and Oxy
R regulon enzymes in different strains of Escherichia coli has been studied. Exposure to
acetamiprid in Escherichia coli, Pseudomonas and Bacillus subtilis resulted in synthesis of stress
enzymes [5].

The term “genomics” was first used by Winkler to describe the haploid set of chromosomes
and the genes associated with them. Genomics includes many scientific disciplines [6].
Toxicogenomics is the subdiscipline combining the fields of genomics and toxicology [7]. It
has also been described as the study of genes and their products important in adaptive
responses to chemical-derived exposures. The toxicogenomic approach provides opportuni-
ties to improve understanding of the molecular mechanisms underlying toxic responses to
environmental contaminants [8]. Therefore, the present investigation was carried out to study
the effect of 107 to 10 molar concentrations of imidacloprid for a period of 24, 48, 72 and 96
h on three antioxidant enzymes superoxide dismutase, catalase and peroxidase in Bacillus
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weihenstephanensis. Further, the genes for the three enzymes involved in the antioxidant
defense process in soil isolate Bacillus weihenstephanensis were sequenced and identified.

2. Materials and methods

2.1. Laboratory experiment

The experiment was carried out during the summer of 2011 at the laboratory of Department
of Biotechnology and Microbiology, Karanatak University, Dharwad, Karnataka. The soil
samples were collected from cotton fields around Hubli city. These fields did not have a history
of imidacloprid applications for the past 5 years. Soil was collected at a depth of 15 cm and
samples were passed through a sieve of 2 mm to remove stones and plant debris. One gram
of soil was mixed with 9 ml of sterilized water and mixed by shaking for even distribution of
soil in water. And 1 ml of solution from this test tube was then added to another test tube with
9 ml sterilized water. This gives a dilution of 10 and in the same pattern dilutions up to 10~
were prepared. And 100 ul of solution from 10 dilution was spread on nutrient plates
containing different concentration (125, 250, 500 and 1,000 ppm) of imidacloprid. These plates
were incubated at 37°C for 48 h. After incubation, bacterial colonies were counted using colony
counter and results were expressed as the number of bacteria in 1 g of soil [9].

2.2. Field experiment

Imidacloprid was applied to experimental field at recommended rates and at 1.5x rates on two
plots on same field in replicates, the plot without application served as control. Soil samples
were taken on 7, 14, 21 and 28th day of application. About 1 g of sample was suspended in 9
ml of sterilized water. Serial dilutions were done as mentioned earlier. Then, 100 pl of solution
from 10~ dilution was spread-plated on nutrient agar plates. These plates were incubated at
37°C for 48 h. After incubation, colonies of bacteria were counted using colony counter and
results were expressed as the number of bacteria in per gram of soil [9].

2.3. Preparation of stock solution of imidacloprid

The stock solution of one molar imidacloprid was prepared and further diluted to give 107,
10*, 107, 10 and 107 molar. Soil isolate was isolated and identified from soil as described in
our previous publication. The bacterium was maintained at 4°C on nutrient agar and sub-
cultured every fortnight. The medium used for toxicity testing was an optimized medium
(dextrose — 0.65 g /1: yeast extract — 1.05 g /I, K HPO -0.30 g/1; NaCl - 0.25 g /1) [9].

2.4. Preparation of inoculum

Pre-inoculum was prepared by inoculating a loop full of bacteria from the overnight incubated
nutrient agar slant cultures on a 100 ml sterilized optimized growth medium and incubated
for 24 h at 37°C under static conditions [9].
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2.5. Identification of bacterial isolate

Imidacloprid tolerant colonies isolated and identified morphological, cultural and biochemical
characters and 16S rDNA identification as described in our previous publication. The pure
culture was grown on nutrient agar medium [10].

2.6. Experimental procedures

Five millilitres of the pre-inoculum was inoculated to 250 ml Erlenmeyer’s flask containing
100 ml of sterilized optimized growth medium amended with different molar concentrations
of imidacloprid. The flasks were incubated at 37°C for 96 h under shaking conditions at 120
rpm on a rotary shaker. At regular intervals, sample was taken out from each flask aseptically
for analysis [10].

2.7. Extraction of enzymes

The cells were centrifuged at 8,000 rpm for 3 min and the pellet was dissolved in 0.2 ml of lysis
buffer (50 mM tris-cl and 10 mM lysozyme). The tubes were incubated at 37°C for 10 min and
centrifuged at 10,000 rpm for 10 min. Supernatant was used as the source of enzyme.

2.8. Estimation of stress enzyme activity

The activity of SOD, catalase and peroxidase were assayed using the supernatant from
centrifugation (15,000 rpm) for 12 min at 4°C homogenate by standard methods [11-12].

2.9. Isolation of genomic DNA

The genomic DNA was isolated from soil isolate SP-03 by CTAB method. The DNA stock
samples were quantified using Nanodrop spectrophotometer at 260 and 280 nm using the
convention that one absorbance unit at 260 nm wavelength equals 50 pug DNA per ml. Quality
and purity of DNA were checked by agarose gel electrophoresis. The DNA was used further
for PCR. And 250 pl of the isolated genomic DNA was taken and treated with 1 pl of RNase
enzyme and incubated at 37°C in a water bath for 30 min and further incubated at 60°C for 10
min in the water bath and used as a template with PCR mix [13].

Contents Volume (ul)
10x Taq Assay buffer 1.0
MgCl, 0.5
Template 2.0
Primers (Forward + Reverse) (10 pM) 1+1
dNTP mix 0.4
Taq DNA polymerase 0.3
HPLC grade water 3.8

Table 1. Composition of PCR mix
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SL. No. Antioxidant enzyme Primer

1 Superoxide dismutase (SOD) Forward- 5-atagcttggcagagcgacat

Reverse- 5-tatacgcctcattgcagcag

2 Catalase (CAT) Forward -5-ggaaaccactggcaggtaaa

Reverse- 5-ctgccgatctcacttcatca

3 Peroxidase (POX) Forward- 5-tcacaaaccgttcatttcca

Reverse- 5-ccagagctgcttcgtaatcc

Table 2. Primers of stress enzymes

Steps Temperature (°C) Time Cycles
Initial denaturation 95 2 min 1
Final denaturation 94 30 sec
Annealing* 30 sec 30
Extension 72 90 sec
Final extension 72 10 min 1

*mentioned in text

Table 3. PCR Conditions
The annealing temperatures for catalase peroxidase and for superoxide dismutase were 46°C.

2.10. Statistical analysis

Statistic significance between the control and the experimental data were subjected to analysis
of variance (ANOVA) followed by post-hoc Dunnett’s test (P < 0.05) [9].

3. Results

3.1. Effect of imidacloprid on soil bacterial populations in laboratory studies

The result of the laboratory study is given in Table 1. Application of imidacloprid at 125, 250,
500 and 1,000 ppm resulted in 9.80, 08.40, 6.73 and 5.60 x 10~ colonies (P <0.05) when compared
to 11.05 x 10 in control plates (Graph 1).

3.2. Effect of imidacloprid on soil bacterial populations in field studies

In the field studies, imidacloprid was applied in both recommended and x1.5 rates and the
results are given in Graph 2. The results showed that imidacloprid-treated fields at recom-
mended and x1.5 rates showed significant (P < 0.05) decline in bacterial counts at different
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post-application intervals when compared to control, but the colony count increased with the
time.

12

10

Bacterial count
[+3]

H Control ®125 &i250 HE500 & 1000

*Significant

Graph 1. Effect of imidacloprid on bacterial populations in the soil under laboratory conditions

3.3. Identification of soil isolate

The bacterial strain SP-03 isolated from soil was a rod-shaped, Gram-positive bacterium,
facultatively anaerobic, grows at 5-40°C, at pH 6-7; produce subterminal ellipsoidal endo-
spores; white-colored colonies; positive for catalase activity, Voges-Proskauer, starch hydrol-
ysis and oxidase; and negative for methyl red, gelatin liquefaction, production of indole and
citrate. The 165rDNA gene of SP-03 was isolated and sequenced. This 165 rDNA gene sequence
was then compared with previously published 16S rDNA gene sequences and based on
matches the strain was classified as a member of the genus Bacillus. The sequence of strain
SP-03 displayed the highest identity (100%) with the 16S rDNA gene of Bacillus weihenste-
phanensis KBAB4 (GenBank Accession Number: HG 486214.1) (Figure 1, 2). The Bacillus
weihenstephanensis showed highest growth at 22°C and at pH of 7.0.

3.4. Effect of imidacloprid on antioxidant enzymes in Bacillus weihenstephanensis

On exposure of Bacillus weihenstephanensis to various molar concentrations (10~ to 107) of
imidacloprid for 24, 48, 72 and 96 h, there was a significant (P < 0.05) increase in the activity of
antioxidant enzymes studied. There was a significant increase (P < 0.05) in the activity of
superoxide dismutase (Graph 3), catalase (Graph 4) and peroxidase (Graph 5) in all the treated
groups. The antioxidant enzyme activity increased with an increase in the concentration of
imidacloprid.

3.5. Gene isolation and sequencing of the stress enzymes of Bacillus weihenstephanensis on
exposure to imidacloprid

In the present gene sequencing study, different markers of 400, 600, 1,000 and 1,200 bp (Figure)
6) were run along with our test sample. The superoxide dismutase gene was corresponding to
624 bp. This gene was isolated, eluted and sent for sequencing. The sequence was received and
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this was subjected to NCBI BLAST which revealed that the nucleotide sequence was of 624
letters bearing accession number YP_001648011.1 that showed 100% query coverage with
Bacillus weihenstephanensis Fe/MnSOD (sod A) (Figure 3). The gene for catalase corresponded
band at 800 bp. The isolated gene was eluted and sent for sequencing. The received sequence,
subjected to NCBI BLAST revealed that the nucleotide sequence was of 800 letters bearing
accession number YP_001647388.1 and showed 100% query coverage with Bacillus weihenste-
phanensis Hydroxyperoxidase HP(II) (Kat E) (Figure 4). The gene for peroxidase that corre-
sponded to 480 bp was isolated, eluted and sent for sequence analysis (Table 2, 3). The sequence
report was received, which was subjected to NCBI BLAST which revealed the nucleotide
sequence of 480 letters bearing accession number YP_001644822.1 and showed 100% query
coverage with glutathione peroxidase of Bacillus weihenstephanensis (Figure 5).

4. Discussion

4.1. Effect of imidacloprid on soil bacterial populations in laboratory and field studies

Results obtained in laboratory studies showed significant (P < 0.05) decrease in bacterial count
when compared to that of control. A gradual decrease in bacterial count is observed with
increase in concentration of imidacloprid, with minimal count reported at 1,000 ppm. The
results obtained were similar to results reported earlier in a study involving five other
pesticides [14].

The results indicate toxic effect of imidacloprid on bacterial populations. Results obtained from
bacterial enumeration of imidacloprid-treated soils at recommended rate showed significant
(P < 0.05) decrease in bacterial numbers, proving negative effect of imidacloprid on bacteria.
This negative effect reduced after 14 days of treatment. The negative effect of imidacloprid
was vanished by 28th day of application, indicated by bacterial count, which was almost
similar to pre-treatment count. Similar results were reported in a study involving imidacloprid
and five other pesticides; in the study the toxic effect was vanished by 21st day of imidacloprid
application [14].

The different studies have shown that the impact of pesticides application microorganisms
present in soil is variable. The impact depends on interaction between microorganisms and
active substances and formulation. It also depends on surfacing of specific group of microor-
ganisms [15]. The microorganisms can develop the ability to use an applied pesticide as a
source of energy and growth [16].

The initial decrease in bacterial count is expected as pesticides are known to affect the microbial
populations by controlling the survival and reproduction of individual species. Initial
reduction in microbial count is also reported in studies involving different pesticides such as
endosulphan, cypermirithin thiodan, etc. [12, 17-18], and herbicides like glyphosate, atrazine,
simazin and alachlor [19-22] when applied at recommended rates. It has been observed in
many studies that pesticides stimulated the mineralization rate of organic carbon in compar-
ison with control samples [23-24]. Microorganisms susceptible to toxic effects of pesticides are
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removed from the population of soil microflora. The pesticides kill the bacterial cells by
penetration and disturbing the cell metabolism.

14

12

10 »

8 * -

*
6 *

X

4
2
0 E— =

7 14 21 28

Pretreatment

Bacterial count

Days
H Control B Recommended i 1.5X * significant

Graph 2. Effect of imidacloprid on bacterial populations in soil under field conditions

The reduction in the number of sensitive microorganisms and increase in resistant microor-
ganisms lead to reduced soil microbial biodiversity. The increase in bacterial numbers after
14th day may be due to the ability of bacteria to degrade toxic compounds like pesticides [25].
The growth of pesticide-resistant microorganisms may compensate the loss of pesticide-
sensitive microorganisms in the population [24]. The addition of fungicide leads to increase in
bacterial populations due to no competition with fungi or antagonistic inhibition by fungi [26].
Bacteria are known to become resistant to toxic compound with production of specific
degrading enzymes [27].

The application of 1.5x of imidacloprid showed significant (P < 0.05) decrease in bacterial
number. The results were similar to recommended rates, but bacterial numbers increased
slowly. These results were comparable to the results reported in similar studies with pesticides
like metoalchlor, atrazine, dimethoate and endosulfan [20, 22, 28-29].

Figure 1. Bacillus weihenstephanensis
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4.2. Identification of soil isolate

The bacterial strain SP-03 isolated from soil was a rod-shaped, Gram-positive bacterium,
facultatively anaerobic, grows at 5-40°C, at pH 6-7; produce subterminal ellipsoidal endo-
spores ; white-colored colonies; positive for catalase activity, Voges-Proskauer, starch hydrol-
ysis and oxidase; and negative for methyl red, gelatin liquefaction, production of indole and
citrate. The 165rDNA gene of SP-03 wasisolated and sequenced. This 16SrDNA gene sequence
was then compared with previously published 165 rDNA gene sequences and based on
matches the strain was classified as a member of the genus Bacillus. The sequence of strain
SP-03 displayed the highest identity (100%) with the 16S rDNA gene of Bacillus weihenstepha-
nensis KBAB4 (GenBank Accession Number: HG 486214.1). The Bacillus weihenstephanensis
showed highest growth at 22°C and at pH of 7.0.

— i 444304116
_[gi 343200561
gi 444304029

— g1 343202909

— g1 485099110

gi 444439611

91 810975016
{gi 219856878
Sample—3

gi 444439599
gi 219878234
gi 343198499

91 219857651

gi 219856872
gi 343204416
[gi 219878372
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Figure 2. Phylogenetic tree of Bacillus weihenstephanensis

4.3. Antioxidant enzymes

Partial reduction of oxygen to water during microbial respiration gives rise to reactive oxygen
intermediates, e.g. superoxide radicals, hydrogen peroxide and hydroxyl radicals. Microor-
ganisms have developed efficient enzymatic and nonenzymatic mechanisms to eliminate these
toxic and mutagenic reactive oxygen species. Superoxide is eliminated by dismutation to
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H,0, catalyzed by superoxide dismutase and accumulation of H,O, is prevented by the action
of catalases and peroxidases [30].

Numerous pesticides such as paraquat, DDT, PCB, Arochlor, etc. have been used as model
factors inducing oxidative stress both in vivo and in vitro [31]. The tissue damage occurs due
to conversion of pesticides to free radicals or superoxide radical during their metabolism.
Organisms exposed to different concentrations of xenobiotics have the risk of carcinogenic
effect, neurological actions and brain damage [32]. The organisms have developed some
mechanisms to control the amount of hydroxyl and superoxide radicals generated to overcome
the toxic effects of xenobiotics. Antioxidants quickly scavenge the hydroxyl and superoxide
radicals generated. The antioxidants can be enzymatic or nonenzymatic which safely interact
with free radicals and terminate the chain reactions before vital molecules are damaged. The
antioxidant enzymes include catalase, superoxide dismutase (SOD), glutathione reductase,
glutathion-S-transferase and glutathione peroxidase [33].

0.06
0.05

0.04

Activity (u)
o @
s 8

o
(=]
—

(=]

24 48 Time (hrs) 72 96
Concentration (M)

i Control @ 1077 & 10° & 10° W 10™* w 1073

* significant

Graph 3. Effect of imidacloprid on SOD activity in Bacillus weihenstephanensis

Significant increase in activity of SOD compared with the control may be due to the toxic effects
of imidacloprid. ROS depends on the oxidative metabolism of xenobiotics or endogenous
compounds. The antioxidant defense systems work by lowering the concentrations of xeno-
biotics rather than complete elimination. When the ROS generated exceeds the antioxidants’
capability of that cell, it results in oxidative stress [34].

The stress-mediated cytotoxicity results due to oxidative processes and loss of key antioxidant
enzymes. Escherichia coli, Salmonella typhimurium and mammalian cells induce antioxidant
proteins in response to oxidative stress [35]. It is suggested that an increase in SOD and CAT
might be in response to increased oxidative stress or might be due to compensatory response
to oxidative stress induced by this xenobiotic. Superoxide dismutase, catalase and peroxidase
are the enzymes that participate in the protection against reactive oxygen species.

Catalase is one of the most efficient antioxidants known so far. It is present in peroxisomes of
nearly all aerobic cells and protects the cells from the toxic hydrogen peroxide effects by
catalyzing its decomposition into molecular oxygen and water without the production of free
radicals. In addition, catalase is known to act on toxic compounds by per oxidative reactions.
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It is demonstrated that acetamiprid-induced oxidative stress on Escherichia coli, Pseudomonas
sp and Bacillus subtilis resulted in elevated superoxide dismutase and catalase activities to
antagonize oxidative stress [5].

Activity(u)
&

24 48

72 96
Time hrs

Concentration (M) * significant

Control @ 1077 & 10°°* ® 10™° & 10™* & 1073

Graph 4. Effect of imidacloprid on catalase activity in Bacillus weihenstephanensis

The present study revealed that the catalase activity was significantly increased in all the
groups with increase in the dose and durational exposure of imidacloprid to Bacillus weihen-
stephanensis. Similarly, it has been reported that induction of major antioxidant enzymes, such
as superoxide dismutase and catalase, were observed after their exposure to a single oxygen
generating system in Escherichia coli. It is suggested that response to low concentrations of
hydrogen peroxide induces catalase in Escherichia coli during logarithmic growth [36].

Peroxidase is found among animals, plants and microorganisms, where they perform essential
roles in the metabolism. To prevent the lethal effects of such metal-ion-catalyzed oxidation
(MCO), bacterial cells have evolved protective mechanisms to neutralize the formation of toxic
oxygen radicals. For instance, small molecule antioxidants, such as catalases and peroxidases,
have been reported to play protective roles in the enteric bacteria in Pseudomonas sp. and in
Bacteroides sp. [37].

The enzyme peroxidase is an important antioxidant enzyme, which plays a pivotal role in plant
growth and development. The presence of phenol substances leads to enhanced activity of
peroxidase (POD). The POD helps in providing resistance to stress and self-defense by
increasing the rate of respiration under stress conditions [38].

The present study revealed that the peroxidase activity in the treated groups increased
significantly in higher dose (10 10™* and 10~ M) of exposure and there was no significant
increase observed in the lower dose (107 and 10 M) of imidacloprid in Bacillus weihenstepha-
nensis. Similar results were reported in other organisms which suggest that a gradual increase
of catalase or peroxidase production in aging cultures is not surprising since catalase and/or
CP is one of the radical-scavenging enzymes in cells in response to oxidative stress [39]. On
the other hand, several organisms produce two or more catalase peroxidase, whereby one

285



286

Insecticides Resistance

0.09
0.08
0.07
0.06

50.05

50.04

20.03

<002
0.01

24 48

Time (hrs) e 9

Concentration (M)
E Control ® 1077 W 10™° ® 105 & 10™* w 1073 * Significant

Graph 5. Effect of imidacloprid on peroxidase activity in Bacillus weihenstephanensis

enzyme was expressed at the end of exponential growth and during the stationary phase. This
behavior was observed in Escherichia coli, Pseudomonas putida, Streptomyces coelicolor and
Arcobacter nitrofigilis [40]. It is also reported that superoxide dismutase and peroxidase form
the first line of defense against reactive oxygen species [41].

The significant increase in the antioxidant enzymes activity observed in the present study may
be due to synthesis of these enzymes as a response to chemical stress induced by imidacloprid
or due to inhibition of the membrane-bound enzymes by affecting the enzyme complex,
oxidative stress-mediated cytotoxicity enzymes, induction of antioxidant proteins in response
to oxidative stress [42].

4.4. Gene sequencing of stress enzymes of Bacillus weihenstephanensis on exposure to
imidacloprid

The research in life sciences is affected significantly by the mapping of the genes and genomes
of organisms. The related mapping technology is changing the current understanding of
biological systems [43]. The application of life science areas of toxicology, genetics, molecular
biology and environmental health to describe the response of organisms to environmental
stimuli is called toxicogenomics. The toxicogenomics is developed in the past 15 years and will
help in advancing the scientific basis of risk assessments for the environmental contaminants
[44].

In the present study, the exposure of Bacillus weihenstephanensis to imidacloprid resulted in the
expression of manganese containing superoxide dismutase (sod A) gene. MnSOD and FeSOD
have an extremely broad phylogenetic distribution, being expressed in both prokaryotic
(eubacterial and archaeal) and eukaryotic cells and are quite homologous [45]. Expression of
sod A gene has also been reported for other bacterial species. A strain of Sulfolobus sulfatari-
cus produced Fe-Mn SOD with half-life of 2 h at 100°C [46]. In a study, superoxide dismutase
producing Bacillus sp. was isolated from Bulgarian thermal spring [47]. In another study,
Thiobacillus denitrificans strain “RT” Fe-superoxide dismutase has been purified with a
molecular weight of 43,000, and is composed of two identical subunits. Aerobically and
anaerobically grown Thiobacillus denitrificans cells contain the same Fe-enzyme with similar
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Figure 3. Gel image of stress enzymes amplicon

levels of activity. Manometric sulfite oxidation measurements suggest for the enzyme a
protective function of sulfite against the auto-oxidation initiated by superoxide free radicals
[48]. Escherichia coli when grown under anaerobic conditions contained only Fe-SOD, but
exposure to oxygen induced the synthesis of Mn-SOD and New-SOD [49].
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Figure 4. Phylogenetic tree of SOD

SOD of B. subtilis is manganese associated as indicated by a high similarity of the putative
amino acid sequence of B. subtilis SodA to those of Mn-Sod from B. caldotenax and B. stearo-
thermophilus, and presence of four conserved metal-binding sites. This SOD was found in
vegetative cells and in spores [50]. A new, thermostable superoxide dismutase (SOD) from
Bacillus licheniformis M20, is isolated from Bulgarian mineral springs. It is reported that B.
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subtilis contains a cytosolic Mn-superoxide dismutase [51]. Xenobiotic degrading bacteria
experience oxidative stress, both as directly from the pollutants themselves and from inter-
mediates generated during biodegradation processes [52]. Depending on the type of oxidative
stress, not only different amounts of proteins can be modified but also different species may
appear. It was shown that the set of oxidized proteins depended on the method of induction
of oxidative stress.

The present study reveals that the genome of catalase encoded in our Bacillus weihenstepha-
nensis culture on exposure to imidacloprid was Kat E (HPII). HPII and catalase-2 monofunc-
tional catalases of E. coli and B. subtilis, expressed in the stationary phase, have D-isomer
prosthetic groups with six haem. Catalase from E. coli HPI R., Halobacterizlm halobitlm and
facultative alkalophilic Bacillus species have bifunctional catalase-peroxidases [53-56]. Several
organisms produce two or more catalase/peroxidases, whereby one enzyme was expressed at
the end of exponential growth and during the stationary phase. This behavior was observed
in Escherichia coli, Pseudomonas putida, Streptomyces coelicolor and Arcobacter nitrofigilis [40]. It
has been reported that various bacteria such as Citrobacter freundii, Edwardsiella tarda, Entero-
baacter aaerogenes, Klebsiella pneumonia and Salmonella typhimurium exhibited patterns of
catalase activity similar to that of HPI and HPII bands of Escherichia coli.
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Figure 5. Phylogenetic tree of catalase

Bacterial monofunctional catalases of E. coli HPII [53] and B. subtilis catalase-2, both of which
are expressed in the stationary phase, contain six haem D-isomer prosthetic groups in a
hexameric structure of larger subunits. From the present study of exposure of Bacillus weihen-
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stephanensis to imidacloprid, it can be concluded that the catalase enzyme can be encoded by
the Kat E (HPII) gene.

The present sequence analysis of the peroxidase gene suggests that Bacillus weihenstephanen-
sis subjected to imidacloprid expressed the glutathione peroxidase (Tpx) gene. The findings
of study also support a thiol-dependent antioxidant activity for thiol peroxidase in Streptococ-
cus parasanguis, which protects the organism from stress [57]. It is reported that the bacterial
thiol peroxidases include a pair of cysteine residues and comprise part of the functional group
for the peroxidase activity [58]. Escherichia coli thiol peroxidase is part of an oxidative stress
defense system that uses reducing equivalents from thioredoxin (Trx1) and thioredoxin
reductase to reduce alkyl hydroperoxides [59]. The specific mechanism(s) by which thiol
peroxidase protects Streptococus parasanguis from the toxicant may be similar to those described
for other thiol-specific antioxidants of Escherichia coli. The Mycobacterium sp. strain PYR-1
degrades polycyclic aromatic hydrocarbons, environmental pollutants. It was shown that
inducible catalase-peroxidase of katG gene of this culture is involved in molecular mechanisms
of degradation of these pollutants [60].
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Figure 6. Phylogenetic tree of glutathione peroxidase

5. Conclusion

Present investigation was carried out to analyze the effect of imidacloprid on antioxidant
enzymes superoxide dismutase, catalase and peroxidase in soil isolate Bacillus weihenstepha-
nensis, isolated after field studies on the effect of imidacloprid at recommended and 1.5x rates,
Which showed that there was an increase in the activity of all the three antioxidant enzymes.
The enzyme activity increased with an increase in the concentration of insecticide proving that
the inhibitory effect is dose-dependent. Further, sequencing revealed that Fe/MnSOD (sod A),
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hydroxyperoxidase HP(II) (Kat E) and glutathione peroxidase genes were expressed in
response to stress induced by imidacloprid treatment in Bacillus weihenstephanensis. The
present investigation indicates that imidacloprid induces stress, which results in the expres-
sion of antioxidant enzymes in the soil isolate Bacillus weihenstephanensis to protect the cellular
components from oxidative damage. Study also reveals that the soil isolate Bacillus weihenste-
phanensis has developed the resistance to imdacloprid toxicity by synthesis of antioxidant
enzymes. Further research can be performed to use it in the field for pollution monitoring and
risk assessment due to imidacloprid contamination in soil, thereby exploring the possibility of
using soil isolate imidacloprid-resistant Bacillus weihenstephanensis in the study of complex
biological processes and to clean the fields with imdacloprid contamination.

Author details

A.A. Shetti' and B.B. Kaliwal*
*Address all correspondence to: b_kaliwal@yahoo.com

1 P.G. Department of Biotechnology and Microbiology Karnatak University, Dharwad, Kar-
nataka, India

2 P.G. Department of Studies and Research in Biotechnology and Microbiology Davangere
University, Davangere, Karnataka, India

References

[1] Pimentel D. Effects of pesticides on the environment. 10" International Congress on
Plant Protection. Crydon 1983;2:685-91.

[2] Nauen R, Hungenberg H, Tollo B, Tietjen K, Elbert A. Antifeedant effect, biological
efficacy and high affinity binding of imidacloprid to acetylcholine receptors in My-
zus persicae and Myzusnicotianae. Pest Manage Sci 1998;53:133—40.

[3] Okazawa A, Akamatsu M, Ohoka A, Nishiwaki H, Cho W, Nakagawa N, Ueno, T.
Prediction of the binding mode of imidacloprid and related compounds to house-fly
head acetylcholine receptorsusing three-dimensional Qsar analysis. Pestic Sci
1998;54:134—44.

[4] Kapoor U, Srivastava, MK, Srivastava LP. Toxicological impact of technical imidaclo-
prid on ovarian morphology, hormones and antioxidant enzymes in female rats.
Food Chem Toxicol 2011;49(12):3086-9.



[6]

[7]

8]

[9]

[10]

[14]

[15]

[16]

[17]

[18]

[19]

Effect of Imidacloprid on Bacterial Soil Isolate Bacillus weihenstephanensis
http://dx.doi.org/10.5772/61503

Yao XH, Min H, Zhen-Mel LV. Response Of Superoxide Dismutase, Catalase, And
Atpase Activity In Bacteria Exposed To Acetamiprid Biomed Environ Sci
2006;19:309-14.

Snape JR, Maund S, Pickford DB, Hutchinson TH. Ecotoxicogenomics: the challenge
of integrating genomics into aquatic and terrestrial ecotoxicology. Aquat Toxicol
2004;Apr 14;67(2):43-54.

Nuwaysir EF, Bittner M, Trent ], Barrett JC, Afshari CA. Microarrays and toxicology:
the advent of toxicogenomics. Mol Carcinogenesis 1999;24:153-9.

Bradley B, Theodorakis C. The post-genomic era and ecotoxicology. Ecotoxicology
2002;11:7-9.

Shetti AA, Kaliwal BB. Imidacloprid induced intoxication in soil isolate Brevundimo-
nas Sp. MJ 15. Int ] Life Sci Pharma Res 2012;2(3):L-105-17.

Shetti AA, Kulkarni A G, Kaliwal RB, Shivasharana CT, Kaliwal, BB. Influence of
imidacloprid on biochemical parameters in soil isolate Escherichia Coli. Int ] Pharm
Bio Sci 2012;3(4)(B):1155-63.

Beauchamp C, Fridovich I. Superoxide dismutase: improved assays and an assay ap-
plicable to acrylamide gels. Anal Biochem 1997;144:276-87.

Sadasivam S, Manickam A. Bio-Chemical Methods, II Edition, New Age Internation-
al (P) Limited, Publishers, New Delhi; 1996; pp.107-108.

Sambrook J, Maccallum P, Russel D. Molecular Cloning: A Laboratory Manual, 3 nd
ed. Cold Springs Harbour Press, NY, ISBN 0- 87969-577-3. 2001; p. 2344.

Ahmed S, Ahmad M. Effect of insecticides on the total number of soil bacteria under
laboratory and field conditions. Pak Entomol 2006;28:63-8.

Nowak A, Zbiec I, Gawinska H, Hrebien T. The influence of some pyridine herbi-
cides on microorganisms count and amount of microbial biomass in soil. Zesz Nauk
Akad Rol Szczecinie 1999;78:243-52.

Johansen K, Jacobsen CS, Torsvik V. Pesticide effects on bacterial diversity in agricul-
tural soils — a review. Biol Fertil Soils 2001;33:443-53.

Ekundayo EO. Effect of pesticides used in the Niger delta basin of southern Nigerian
soils microbial population environmental monitoring and assessment. Environ Moni-
tor Assess 2006;89:35-41.

Adebayo TA, Ojo OA, Olaniran OA. Effect of two insecticides Karate and Thiodan on
population dynamics of four different soil microorganism. RJBS 2007;2(5):557-60.

Weaver MA, Krutz JL, Zablotowicz RM, Reddy KN. Effects of glyphosate on soil mi-
crobial communities and its mineralization in a Mississippi soil. Pest Manag Sci
2007;63:388-93.

291



292

Insecticides Resistance

[20]

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

[29]

[30]
[31]

[32]

[33]

[34]

[35]

Ayansina ADV, Oso BA. Effect of two commonly used herbicides on soil microflora
at two different concentrations. AJB 2006;5(2):129-32.

Fantroussi S, Verschuere L, Verstraete W, Top EM. Effects of phenylurea herbicides
on soil microbial community’s estimated by analysis of 16s TRNA gene fingerprint-
ing and community level physiological profiles. AEM 1999;28;982-88.

Ismail BS, Shamsuddin N. Effects of Alachlor and Metolachor on microbial popula-
tions in the soil. MJM 2005;(1):36—41.

Bhuyan S, Sreedharan B, Adhya TK, Sethunathan N. Enhanced biodegradation of y-
hexachlorocyclohexane (y- HCH) in HCH (commercial) acclimatized looded soil: fac-
tors affecting its development and persistence. Pest Sci 1993;38:49-55.

Das AC, Mukherjee D. Soil application of insecticides influences microorganisms and
plant nutrients. Appl Soil Ecol 2000;14:55-62.

Cremlyn R]. Pesticide preparation and mode of action. John Wiley and Sons, New
York. 2006; pp: 50-130.

Chen SK, Subler S, Edwards CA. Effects of the fungicides benomyl, captan and chlor-
othalonil on soil microbial activity and nitrogen dynamics. Soil Biol Biochem
2001;33:1971-80.

Kulkarni AG, Kaliwal BB. Methomyl induced effects on free and immobilized Escher-
ichia coli. Int ] Biotechnol Res (IJBR) 2009;2(2):97-101.

Mandal A, Lahiri P. Insecticide induced haematological changes in pigeons. Proc Ind
Acad Anim Sci 1989;98(2):133-7.

Digrak M, Ozcelik S. Effect of some pesticides on soil microorganisms. Bull Environ
Contam Toxicol 1998;60(1):916-22.

Fridovich I. The biology of oxygen radicals. Science 1978;201:875-80.

Palmeira CM. Herbicide — induced mitochondrial and cellular liver toxicity: a review
of paraquat, Dinoseb and 2 4-D effects. ] Tox Substs Mech 1999;18:187-204.

Bus JS, Gibson JE. Paraquat model for antioxidant — initiated toxicity. Environ Health
Persp 1984;55:37-46.

Al-Omar MA, Beedham C, Alsarra IA. Pathological roles of reactive oxygen species
and their defense mechanisms. Saudi Pharm J 2004;12:1-17.

Sevanian A, Peterson AR. Cholesterol epoxide is a direct- acting mutagen. Proc Natl
Acad Sci (USA) 1984;81:4198-202.

Kim SY, Kim EJ, Park JW. Control of singlet oxygen-induced oxidative damage in
Escherichia coli. ] Biochem Molecul Biol 2002;35(4):353-7.



[36]

[37]

[38]

[47]

[48]

[49]

[51]

Effect of Imidacloprid on Bacterial Soil Isolate Bacillus weihenstephanensis
http://dx.doi.org/10.5772/61503

Zaid T, Sukumaran T, Srikumar, Benov L. Growth of Escherichia coli in iron-enriched
medium increases HPI catalase activity. ] Biochem Molecul Biol 2003;36(6):608-10.

Cha MK, Kim HK, Kim IH. Mutation and mutagenesis of thiol peroxidase of Escheri-
chia coli and a new type of thiol peroxidase family. ] Bacteriol 1996;178:5610—4.

Weimberg R. Enzyme level in pea seedlings grown on highly salinized media. Plant
Physiol 1970;46:466-70.

Yun EJ, Lee YN. Production of two different catalase-peroxidases by Deinococcus ra-
diophilus FEMS Microbiol Lett 2000;184:155-59.

Park YB, Hah YC. ] Microbiol 1997;35:239.

McCord JM, Fridovich I. Superoxide dismutase: an enzymatic function for erythrocu-
prein (Hemocuprein). ] Biol Chem 1969;244:6049-55.

Christman MF, Morgan RW, Jacobson FS, Ames BN. Positive control of a regulon for
defenses against oxidative stress and some heat-shock proteins in Salmonella typhimu-
rium. Cell 1985;41:753-62.

U.S. EPA. Ecological effects preliminary review. NTN 33893-2 systemic insecticide.
2004.

Janus JA. Integrated criteria document Zic; ecotoxicity, RIVM Report 2011;710401019.

Whittaker JW. The irony of manganese superoxide dismutase. Biochem Soc Transac
2003;31(6):1318-21.

Russo AD, Ruilo R, Nitti G, Masuilo M, Bochini, V. Biochim Biophys Acta
1997;1343:23-30.

Bojadzhieva I, Elka E. Characteristics of bacterial strain, superoxide dismutase pro-
ducer, isolated Rom Bulgarian thermal spring. ] Culture Collect 2005;4:61-7.

Baldensperger JB. An Iron-containing superoxide dismutase from the C. hemolitho-
trophic Thiobacillus denitrifieans “RT” strain. Arch Microbiol 1978;119:237—44.

Hassan HM, Fridovich I. Enzymatic defenses against the toxicity of oxygen and of
streptqnigrin in Escherichia coli. ]. Bacteriol 1977;129:1574-83.

Inaoka T, Yoshinobu M, Tetsuaki T. Molecular cloning and nucleotide sequence of
the superoxide dismutase gene and characterization of its product from Bacillus subti-
lis A novel, thermostable manganese-containing superoxide dismutase from Bacillus
licheniformis. ] Bacteriol 1998;180:3697-703.

Koji T, Kido T, Shimasue Y, Soda K. Isolation of manganese-containing superoxide
dismutase from Bacillus subtilis. Agric Biol Chem 1983;47(12):2865-70.

293



294

Insecticides Resistance

[52]

[59]

[60]

Park W, Jeon CO, Cadillo H, DeRito C, Madsen EL. Survival of naphthalene-degrad-
ing Pseudomonas putida NCIB 9816-4 in naphthalene-amended soils: toxicity of
naphthalene and its metabolites. Appl Microbiol Biotechnol 2004;64:429-35.

Loewen PC, Switala L. Multiple catalases in Bacillus subtilis. ] Bacteriol 1987;169:3601—
7.

Claiborne A, Fridovich L. Purification of the o-dianisidine peroxidase from Escheri-
chia coli B. ] Biol Chem 1979;254:4245-52.

Hochman A, Shemesh A. Purification and characterization of a catalase-peroxidase
from the photosynthetic bacterium Rbodopseudomonas capsulata. J Biol Chem
1987;262:6871-6.

Yumoto I, Fukumori Y, Yamanaka T. Purification and characterization of catalase
from a facultative alkalophilic Bucillus. ] Biochem 1990;108:583-7.

Spatafora G, Hoeven NV, Katherine W, Taylor P. Evidence that ORF3 at the Strepto-
coccus parasanguis fimA locus encodes a thiol-specific antioxidant. Microbiology
2002;148:755-62.

Cha MK, Kim HK, Kim IH. Mutation and mutagenesis of thiol peroxidase of Escheri-
chia coli and a new type of thiol peroxidase family.. ] Bacteriol 1996;178:5610-14.
[PubMed: 8824604]

Laura M, Baker S, Leslie B. Poole catalytic mechanism of thiol peroxidase from Es-
cherichia coli: sulphonic acid formation and overoxidation of essential cys61. ] Biol
Chem 2003;278(11):1-25.

Wang RF, Wennerstrom D, Cao WW, Khan AA, Cerniglia CE. Cloning, expression,
and characterization of the katG gene, encoding catalase-peroxidase, from the poly-
cyclic aromatic hydrocarbon-degrading bacterium Mycobacterium sp. Strain PYR-1.
Appl Environ Microbiol 2000;66:4300-04.



