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Chronic exposure to acephate triggers ROS-
mediated injuries at organismal and sub-
organismal levels of Drosophila melanogaster

Prem Rajak,” Salma Khatun,” Moumita Dutta,® Moutushi Mandi® and
Sumedha Roy (& *°

The present study demonstrates ROS-mediated organismal and sub-organismal injuries in Drosophila
melanogaster following chronic acephate exposure. Larvae and adults of Drosophila were reared on food
supplemented with sub-lethal concentrations (1-6 ug mL™) of acephate (LCso 8.71 pg mL™). The longev-
ity of the treated adults was reduced to half at 6 pg mL™t exposure along with declined neuromuscular
coordination and physical activities. Apparent developmental defects in the compound eyes were
confirmed through the detection of apoptotic lesions in larval eye imaginal discs. The larval gut mani-
fested tissue damage at various sites. Neural and fat cell viability was reduced by ~1.89- and ~3.38-fold at
6 pg mL™! acephate treatment, respectively. A significant reduction in hemocyte viability confirmed the
immunotoxic potential of acephate. Nearly 1-3-fold enhancement in the expression of OS markers (MDA,
protein carbonyl contents, SOD, catalase and HSP70) in the treated larvae served as evidence of ROS pro-
duction. The post-treatment increase in CYP450 and GST activities reflects the ‘switch-on’ states of the
phase-l and phase-Il detoxification mechanism. The genotoxic potential of acephate was confirmed
through alkaline single cell gel electrophoresis. Thus, the findings of the present study validate the fact
that besides traditional cholinesterase inhibition, chronic sub-lethal exposure to acephate potentially
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1. Introduction

All living organisms are exposed to numerous hazardous
materials through air, water and food sources every day.
Among several such agents, pesticides are the major one
having a global application for crop quality, quantity
enhancement and food preservation. Due to the irrational
use of pesticides, nearly 98% of these chemicals reach sites
that are not intended;" hence non-target organisms including
humans are at risk of exposure. According to a report,>
approximately 250 000 people die worldwide every year due to
pesticide poisoning. In spite of serious health concerns,
these chemicals are still in use globally to minimize econ-
omic loss.

Chemically, pesticides belong to organophosphates,
organochlorines, pyrethroids and carbamates. Among them,
organophosphate pesticides (OPs) are the major one and affect
target pests by the irreversible inhibition of nicotinic and
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induces ROS-mediated toxic responses in Drosophila.

muscarinic cholinesterase of the central and peripheral
nervous system.

Acephate (C,H;(NO;PS; IUPAC name: N-/methoxy(methyl-
sulfanyl)phosphorylJacetamide) is a common foliar OP, used
in India, USA, France, China and Japan to control lepidopteran
(caterpillars), hemipteran (aphids), and hymenopteran (saw
flies) pests of fruits and vegetables.*” It is also useful for horti-
culture and forestry. In general, acephate is a white solid
having a strong pungent odor similar to mercaptan. It is
soluble in water (79-83.5 g per 100 mL) and has a molecular
weight of 183.16 g mol ™.

Similar to other OPs, acephate is well known for its anti-chol-
inesterase activity in insects and mammals.® Besides this, ace-
phate induces DNA damage in the leucocytes of Swiss albino
mice.® Acephate may be a potent mutagen as it was reported to
increase chromosomal aberrations and micronuclei formation
in human peripheral lymphocytes and bone marrow cells of
chicks.” Additionally, acephate is documented to promote infer-
tility in humans by adversely affecting the motility, capacitation,
vitality, functional integrity of the plasma membrane and DNA
of sperms.® Acephate also provokes oxidative stress in rats by
affecting the activities of antioxidant enzymes such as SOD, cat-
alase and glutathione peroxidase.’
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Limited reports are available on the chronic toxicity of ace-
phate. Chronic exposure to acephate causes perturbed meta-
bolic processes including glucose, nucleic acid and protein
metabolism in Wistar rats.'® In male rats, chronic toxicity is
associated with decreased sperm count and motility."* Long
term acephate exposure may affect the behavior and breeding
success of birds.'> In humans, chronic exposure to acephate
may result in central nervous system impairment, ocular pain,
blurred vision, abdominal cramps, heartburn and respiratory
problems."?

Being a systemic pesticide, acephate is readily taken up
from contaminated water in soil through roots and deposited
as residues in various parts, especially leaves, of plants.'*
Some reports are available that deal with the residual pro-
portions of acephate in plants. In a previous study,"” acephate
residue in tomatoes was found to be 0.15 mg kg™ following
3 days of field application (150 g a.i. per 100 L). The residue of
the same pesticide in mango pulp was detected to be
0.26 mg kg™ after 3 days of 1.5 kg a.i. per ha treatment.'®
Indian and Chinese egg plants were reported to contain 5.2
and 7.8 mg kg™ acephate residues, respectively.'” Therefore,
due to the residual existence of acephate in fruits and veg-
etables, non-target consumers including humans might be
exposed to this chemical.

Acephate is toxic to non-targets like pollinators (bees),
fishes, birds and mammals.'®' The no-observed-adverse-
effect level (NOAEL) and lowest-observed-adverse-effect level
(LOAEL) of acephate have been established for some mamma-
lian species.>” For rats, rabbits and humans, NOAEL was inves-
tigated to be 2.5, 3 and 1.2 mg per kg body wt., respectively.
Subsequently, LOAEL has also been established for rats and
rabbits to be 5 and 10 mg per kg body wt. but is yet to be evalu-
ated for human beings.

Since non-targets including humans are prone to acephate
exposure, its potential hazards should be explored. Therefore,
through the present extensive work, we investigated the effects
of chronic sub-lethal exposure of acephate and the underlying
putative mechanism of toxicity in a non-target organism,
Drosophila melanogaster.

D. melanogaster, a non-target for acephate, might be
exposed to the chemical in nature while feeding on contami-
nated fruits. Moreover, D. melanogaster is a well-established
model showing almost 75% functional homology with the
disease-causing genes of humans.>*?* The developmental, cel-
lular and molecular mechanisms in Drosophila are well
studied and understood; thus, it has emerged as a perfect
model organism for research in several fields, like genetics,
medicine, developmental biology, immunology and toxicology,
to elucidate problems of human interest.>>>® Additionally, the
European Centre for Validation of Alternative Methods has rec-
ommended the use of Drosophila for research on genetic and
metabolic disorders of humans.?” We already reported the con-
sequences of the acute toxicity of acephate in Drosophila mela-
nogaster.”® In the present study we suggest that although
immediate cholinesterase inhibition results in jeopardy,>®>°
the chronic sub-lethal exposure to acephate generates ROS that
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may play pivotal roles at sub-cellular, cellular and organismal
levels to cause health hazards or death of the organism.

2. Materials and methods
2.1. Test chemical and experimental organism

The organophosphate pesticide, acephate (CAS number:
30560-19-1; 75% SP), was used for its toxicological assessment.
Acephate is soluble in water and its experimental concen-
trations were prepared from a water-based stock solution of
200 pg mL ™.

Drosophila melanogaster (Oregon R strain) and flies trans-
genic to hsp70-lacZ (Bg®) were used for the present study. Flies
and larvae were maintained at a temperature of 23 + 2 °C and
60% relative humidity within the environmental chambers of
the laboratory.

2.2. Determination of the chronic median lethal
concentration (LCs,)

To determine the chronic LCs, of acephate in D. melanogaster,
triplicate sets of twenty 1% instar larvae were fed on Standard
Drosophila Medium (SDM containing maize powder, sucrose,
yeast-extract powder, agar-agar and water) supplemented with
7-12 pg mL™" of acephate. The numbers of pupae thus formed
were counted to determine the percentage of larval mortality.

2.3. Selection and preparation of experimental
concentrations in food media

In our previous findings,***! the concentrations of acephate

ranging from 1-6 pg mL ™" were observed to affect the normal
developmental duration and differential hemocyte count of
D. melanogaster. Besides, these concentrations were below the
chronic LCs, value (as evaluated in this study) and far less
than the reported acephate residues in vegetables.">"” Hence
for the present study, we selected 1-6 pg mL™" concentrations
of acephate to assess its toxicological impacts at organismal
and sub-organismal levels of fruit flies.

2.4. Experimental design

Freshly hatched 1* instar larvae were reared on selected con-
centrations of acephate until their 3™ instar larval stage or till
their emergence as adults (oral exposure to approximately
7 days). These larvae and adults were considered for several
experiments. Triplicate sets for each treatment category were
maintained and every experiment was repeated thrice.

2.5. Biochemical assays for detoxifying enzymes

2.5.1. EROD assay for cytochrome P,;, 1A1 (CYP1A1l).
7-Ethoxyresorufin O-deethylase (EROD), an important marker
of CYP1A1 activity, was measured following Klotz et al.>* The
reaction mixture contained tissue homogenate (10%), distilled
water, Tris-Cl buffer (0.1 M, pH 7.8), NaCl (0.1 M) and 7-ethoxy-
resorufin (2 pM). The reaction was initiated by adding
0.5 mM NADPH and the absorbance of the final product was
recorded at 572 nm.
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2.5.2. Glutathione-S-transferase (GST) assay. GST activity
was evaluated following the method of Habig et al.*® The assay
mixture included tissue homogenate (10%), potassium phos-
phate buffer containing EDTA (1 mM), reduced glutathione
(75 mM) and 1-chloro 2,4-dinitrobenzene (30 mM). After reac-
tion for 5 min, the absorbance was observed every minute at
340 nm to calculate AOD3,, per min. Enzyme activity was cal-
culated using a molar extinction coefficient of 6.25 x
10° M~ em™.

2.6. Biochemical assays for markers of reactive oxygen
species (ROS)

The activities of endogenous antioxidants (superoxide dismu-
tase, catalase) and the products of oxidative stress (malondial-
dehyde, protein carbonyl contents) were quantified in the 3™
instar larvae to detect any alteration in their normal status
under chronic sub-lethal exposure to acephate.

2.6.1. Preparation of tissue homogenates. Tissue homo-
genates of the control and treated larvae were prepared in
0.1 M phosphate buffer containing 0.15 M KCI (pH 7.4) and
centrifuged at 10 000g for 20 min. The supernatant was col-
lected for protein and enzyme assays. Protein estimation was
done following an earlier standardized procedure.**

2.6.2. Superoxide dismutase (SOD) assay. For SOD assay,
the protocol of Nishikimi et al.®>* was adopted. The reaction
mixture included sodium pyrophosphate buffer (0.017 M, pH
8.3), NBT (50 uM), NADH (78 pM) and PMS (3.1 pM). Tissue
homogenate (10%) was added to the mixture and the reaction
was allowed for 3 min. The initial and final absorbance was
recorded at 560 nm. 50% inhibition of NBT reduction was con-
sidered as 1 unit.

2.6.3. Catalase (CAT) assay. CAT assay was performed fol-
lowing Sinha®® with minor modifications. The reaction
mixture contained tissue homogenate (10%), distilled water,
sodium pyrophosphate buffer (0.01 M), and H,0, (0.2 M). The
reaction was allowed for 2 min and stopped by adding a
dichromate-acetic acid reagent. The reaction mixture was
heated in a boiling water bath for 10 min and later cooled to
record the absorbance of stable blue colored solution at
570 nm.

2.6.4. Quantification of the malondialdehyde (MDA)
product. MDA, a major product of ROS-induced lipid peroxi-
dation, was quantified following the method of Ohkawa et al.*’
with modifications. Briefly, tissue homogenate (10%), SDS
(8.1%) and acetic acid (20%) were taken in eppendorf tubes
and the pH adjusted to 3.5. Later, the reaction mixture was
treated with thiobarbituric acid (0.8%) and heated at 95 °C for
1 h. The solution was cooled and mixed with a butanol-pyri-
dine mixture. The absorbance of the final pink colored organic
layer was recorded at 532 nm against n-butanol as the blank.

2.6.5. Estimation of protein carbonyl (PC) content. The PC
content was estimated following a previously described
method.*® The proteins in the tissue homogenates (10%) were
precipitated with tricholoroacetic acid (20%) followed by deri-
vatisation of free carbonyl groups with 2,4-dinitrophenylhydra-
zine. The reaction product dinitrophenylhydrazone was dis-
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solved in guanidine hydrochloride (6 M) and the absorbance
was recorded at 375 nm. PC was quantified using a molar

absorption coefficient of 22 000 M™* em ™.

2.7. Analysis for HSP-70 expression

The soluble O-nitrophenyl p-p-galactopyranoside (ONPG)
assay>® was carried out to analyze the expression of HSP-70 in
Bg” transgenic larvae. The control and treated larvae (same age
and size) were collected in microcentrifuge tubes (10 larvae
per tube in 5 replicates) and permeabilized with acetone for
the extraction of proteins. Following overnight incubation at
37 °C with ONPG solution, Na,CO; (1 M) was added to stop
the reaction. The absorbance of the final product was recorded
at 420 nm.

2.8. Detection of DNA damage through alkaline single cell
gel electrophoresis assay (comet assay)

Gut cells that underwent maximum exposure were examined
for acephate-induced genotoxic response if any. The method of
Dhawan et al.*® was implemented with modifications. Single
cell suspensions were prepared with collagenase (5 mg mL ™)
and mixed with 1.0% low melting point agarose in a 1: 1 ratio.
The mixture was poured over a grease-free slide pre-coated
with 1.5% normal melting point agarose. The slides were
allowed to freeze at 4 °C for 30 min and thereafter immersed
in a chilled lysis buffer (containing 2.5 M NaCl, 100 mM EDTA,
10 mM Tris and 1% Triton X-100, pH 10.0) for 2 h. Later, elec-
trophoresis was conducted in an electrophoretic buffer con-
taining 1 mM Na,EDTA and 300 mM NaOH of pH > 13.0 for a
period of 15 min at 4 °C. Following electrophoresis, the slides
were neutralized in Tris buffer (pH 7.5) and stained with ethi-
dium bromide (20 pg mL™") for 10 min in the dark. The slides
were washed and observed under a fluorescence microscope at
400x magnification. The cells from duplicate sets of slides for
the control and each treatment group were scored randomly
using the software ‘Comet Assay IV’ of Perceptive Instruments.

2.9. Inspection of tissue and cellular components of the
body

2.9.1. Trypan blue (Th) staining for the detection of gut-
tissue damage. The method of Krebs and Feder*" was adopted.
The gut of the treated 3™ instar larvae was dissected in Poel’s
salt solution (PSS) and stained with 0.2 mg mL™" Tb for
10 min. Excess stain was washed with phosphate-buffer-saline
(PBS) to discriminate the Tb positive (damaged) and Tb nega-
tive (undamaged) areas of the gut.

2.9.2. MTT [3-(4,5-dimethylthiazolyl-2)-2,5-diphenyltetrazo-
lium bromide] assay. Since the brain and fat body of the larvae
are easy to dissociate into a single cell state, they were tested
for cell viability through the MTT assay.”> The brain ganglia
and fat bodies of the treated 3" instar larvae were taken out
separately in PBS and processed with collagenase (0.5
mg mL™') to enzymatically individualize the cells. MTT
(5 mg mL™") solution was added to the cell suspensions and
incubated overnight. After incubation, DMSO was added
to solubilize formazan crystals. The absorbance was recorded

This journal is © The Royal Society of Chemistry 2018
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at 578 nm with an ELISA plate reader (Erba-Mannheim,
LisaScan EM).

2.9.3. Total hemocyte count (THC) and Tb staining. The
hemocyte titer fluctuates under minor toxicity stress. Hence,
the THC of the larvae was examined following chronic
exposure to acephate. Hemolymph from 10 exposed larvae was
bled (following a previously established method)*" in 20 ul PSS
and stained with the same volume of Tb for 10 min. The
hemolymph solution was diluted with 20 pl of PSS and loaded
over a hemocytometer for THC. Simultaneously, Tb positive
and negative cells were counted to examine cellular mortality.

2.10. Investigation for any morphological change/phenotypic
impact

Adult flies exposed to acephate from their 1% instar larval stage
were examined for any developmental defect in their body
structures. Wings, eyes, legs and bristles were scrutinized
using a compound microscope under 100x magnification. The
number of individuals with structural deformities was counted
to measure the incidence percentage of structural change.

2.11. Acridine orange (AO) staining for the localization of
apoptotic lesions

AO staining was performed following the protocol as described
earlier.”® The eye imaginal discs of the 3" instar larvae were
isolated in PSS and stained with AO (10 pg mL™") for 2 min.
Tissues were washed with PBS and images taken under a fluo-
rescence microscope (Leica DMI6000B).

2.12. Effect of acephate on the physical activities and life
span of the whole organism

2.12.1. Crawling assay. Crawling assay was performed
using a previously described method.** Acephate exposed
(different concentrations) 3™ instar larvae were allowed to
crawl for 1 min over the surface of petridishes already pre-
coated with 2% agarose. The length of impressions thus
appeared after crawling was measured using a ruler.

2.12.2. Climbing assay. The change in the physical activity
of adult flies was examined following the method of Feany and
Bender."® Twenty freshly hatched flies from each treatment cat-
egory were transferred to test tubes and allowed to cross a dis-
tance vertically above 5 cm. The number of flies crossing the
5 cm mark within 30 s from the time they were tapped to the
bottom of the test tubes was recorded. The assay was done in
triplicate sets and repeated five times.

2.12.3. Effect of acephate on life span. Twenty freshly
hatched adult flies in triplicate sets were allowed to feed on
selected sub-lethal concentrations of acephate till their mor-
tality. The control sets (without acephate exposure) were main-
tained simultaneously for comparison. Daily records on the
mortality of flies were obtained. Food media (treatment and
control) were replaced at a five-day interval.

This journal is © The Royal Society of Chemistry 2018
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3. Results

3.1. Determination of chronic median lethal concentration

Larvae that underwent chronic exposure to 7, 8, 9, 10, 11 and
12 pg mL™" concentrations of acephate showed a mean mor-
tality percentage of 36.67 + 1.17%, 45 + 5.77%, 51.67 + 4.5%,
56.67 + 3.33%, 61.67 + 1.67% and 68.33 + 4.41%, respectively.
The data indicate that the chronic LCs, value lies somewhere
between 8-9 pg mL™"' concentrations. Through probit analysis,
the chronic LCs, value was found to be 8.71 ug mL ™" (Fig. 1).

3.2. Acephate enhanced the activities of phase I and phase II
detoxifying enzymes

CYP450 1A1 (phase-I) and GST (phase-II) activities were sig-
nificantly increased following chronic exposure to certain con-
centrations of acephate (Fig. 2; Table 1). The CYP450 activity
was approximately three-fold higher (p < 0.05) at 4 ug mL ™
acephate than that of the control. A similar response was
noticed in case of GST where the enzyme activity was
enhanced by approximately two-fold (p < 0.01) at 4 pg mL™".

Remarkably, there was a decline in CYP450 and GST activi-
ties at higher acephate concentrations (5 and 6 pg mL ™).

3.3. Increased activities/status of OS markers following
acephate exposure

OS markers were significantly boosted in larvae after chronic
exposure to acephate (Fig. 3; Table 1). Enhanced SOD activity
was detected between 1-4 pg mL™' acephate concentrations
with the maximum at 3 pg mL™" (p < 0.01). Similarly, CAT
activity was three-fold higher (p < 0.01) after 4 pg mL™" treat-
ment in comparison with the control. The decline in the activi-
ties of both intracellular antioxidants was noticed at 5 and
6 ug mL™' compared to 4 pg mL ™.

The MDA content was almost three-fold higher (p < 0.01) at
6 pug mL™" acephate concentration than that of the untreated
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Fig. 1 Probit analysis. Probit analysis for the chronic LCsq determi-
nation of acephate. The observed mortality percentages were converted
into probit values (represented by 'y’ axis in graph), whereas graded con-
centrations of acephate were transformed into values in log;o scale
(represented by ‘x’ axis in graph). Probit and log values were used to plot
the graph which indicate 50% larval death in the log;o scale at 0.945,
whose antilog is 8.71 ug mL™* of acephate.
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group. Similar to this, the PC contents were also significantly
increased (p < 0.05) at 2-6 ug mL™" concentrations.

3.4. Acephate boosted the expression of the HSP-70 chaperon

The expression of HSP-70 was examined through the ONPG
assay. The expression of HSP-70 was increased upon treatment
and was significant (p < 0.05) at 3 and 5 pg mL™" concen-
trations. At 6 pug mL™', the HSP-70 expression was reduced
(Fig. 4A).
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3.5. Chronic exposure to acephate induced DNA damage

Tail length (TL), tail intensity (TI) and tail moment (TM) para-
meters were considered for the measurement of DNA damage
in gut cells (Fig. 5 and 6).

The TL score was increased by more than three-fold (p <
0.01) at 6 pg mL™" treatment compared to the
control. Interestingly, an eight-fold (p < 0.01) increase in the
TI score was observed in the larvae treated with 6 ug mL™"
acephate concentration. TM, another sensitive parameter,
demonstrated a seventeen-fold (p < 0.01) increment at 6 pg
mL™" treatment concentration compared to the control
category.

3.6. Acephate adversely affected the tissue/cellular
components of the body

The larvae treated with 1 and 2 pg mL™" acephate had notice-
able blue patches in their salivary glands, midgut and hind
gut in comparison with the control (with negligible blue
patches). With the increase in treatment concentrations
(3-6 ug mL™"), dead tissues were remarkably increased in the
proventriculus, salivary glands, midgut, Malpighian tubules
and hind gut (Fig. 7).

A dose-dependent diminution in neural and fat cell
viability was detected upon acephate treatment (Fig. 4B and
C). The mean absorbance for viable neural cells declined to
almost half in the larvae treated with 6 pg mL™" in comparison
with the control. A similar decreasing trend was noticed in fat
cells where the absorbance for live fat cells of the control
(0.4125 + 0.01) declined to 0.1225 + 0.05 at 6 pg mL™’
concentration.

A bimodal response in the THC of the treated larvae was
noted (Fig. 4D). The THC of the larvae exposed to 1-4 pg mL™"
of acephate was (p < 0.01 at 4 ug mL™") increased (1 080 000 +
63 600 hemocytes per mL of hemolymph at 4 ug mL™") in
sharp contrast to group (607500 =+ 37
500 hemocytes per mL of hemolymph). Interestingly, 5 and

the control

6 pg mL™" acephate treatment caused a decline in the THC to
720000 = 72500 and 510000 + 56 100 hemocytes per mL of
hemolymph, respectively.

Table 1 Activities/levels of detoxifying enzymes and selective oxidative stress markers in the larvae exposed to graded concentrations of acephate

Catalase Protein

CYP450 activity GST activity SOD activity activity (uM of Lipid carbonyl HSP-70
Concentrations  (ug of resorufin (nM GSH-CDNB  (units per H,0, reduced peroxidation content expression
of acephate per min per mg  per min per mg  min per mg per min per (nM MDA per  (nM mg ™" (absorbance
(hg mL™h) protein) protein) protein) mg protein) mg protein) protein) at 420 nm)
0 0.465 + 0.0368 10.37 £ 0.72 3.96 £ 0.30 305.07 £ 24.80 9.43 £1.6 4.74 +1.01 0.744 £ 0.056
1 0.824 + 0.024** 12.33 £1.01 5.95 £ 0.15%* 390.67 +23.14* 12.35 £ 1.19 8.06 + 0.92 0.921 + 0.015
2 0.834 +0.031* 16.61 + 1.05** 6.58 + 0.47** 503.27 £ 18.96** 18.84 + 0.9** 10.13 +£ 0.97* 0.933 +£0.03
3 0.951 + 0.040** 17.11 £ 0.57** 6.79 £ 0.21** 854.50 £ 74.75** 20.11 + 0.57** 10.57 + 1.45* 0.998 + 0.075*
4 1.164 + 0.0.068* 19.17 £ 1.07** 6.25 + 0.29** 919.55 + 44.26** 23.48 + 2.24** 10.59 + 1.4* 0.976 + 0.08
5 0.769 + 0.020** 17.41 +1.43** 4.03 £ 0.42 658.01 + 54.17** 24.89 + 0.8** 12.3 £1.17** 1.089 + 0.13*
6 0.567 + 0.069 13.33 £ 0.23 3.13 £0.22 626.19 + 45.17** 26.78 + 0.34** 12.99 + 0.67** 0.437 +0.018*

*p < 0.05 and **p < 0.01 were ascribed as statistically significant.
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Treated cell

Control cell

Fig. 5 Gut cells after the comet assay. The control cell with no or negli-
gible amount of fragmented DNA. The treated cell shows fragmented
DNA in the form of a prominent comet tail.

A dose-dependent increase in hemocyte mortality (Fig. 4D
and Fig. 8) was observed. In contrast to the control, a four-fold
increase (p < 0.01) in the number of dead hemocytes was seen
at 6 ug mL™" treatment.

3.7. Acephate induced eye deformities

A prominent ocular malformation was detected in some flies
after chronic acephate exposure (Fig. 9). The control flies mani-
fested phenotypically normal eyes with well-organized ommati-
dia and evenly distributed mechanosensory bristles. Treatment
resulted in a disorganized ommatidial architecture with a dis-
oriented bristle arrangement. Moreover, an increase in the
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incidence percentage of flies having ocular malformation was
recorded in the treated individuals (Fig. 10A).

3.8. Apoptotic lesions in eye imaginal discs (EDs)

The EDs of the control and treated 3™ instar larvae were dis-
sected and examined for apoptotic lesions. No fluorescent
green spots/apoptotic bodies were visible in the EDs of the
untreated larvae. In contrast, increased apoptotic lesions were
apparent in the EDs of the treated larvae (Fig. 11).

3.9. Acephate affected the physical activities and reduced the
life span of the organism

The crawling and climbing activities of the treated larvae and
adults were considerably reduced (Fig. 12). The larvae reared at
6 pg mL™' acephate demonstrated a three-fold (p < 0.01)
reduction in the crawling activity compared to the control.

Similarly, compared to the control set, more than two-fold
decline (significant at p < 0.01) in the climbing activity of
adults was noted following 6 g mL™" acephate exposure.

The longevity of the flies (Fig. 10B) was shortened signifi-
cantly following chronic exposure to acephate. The control
flies survived for an average duration of 58.4 + 4.66 days com-
pared to only 22.5 + 4.96 days (p < 0.01) of the flies treated
with 6 pg mL ™" acephate.
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Fig. 6 Tail length (TL), tail intensity (TI) and tail moment (TM) parameters for signifying DNA damage. The figure represents box plots for (A) TL, (B)
Tl and (C) TM parameters. Each box plot reflects the distribution of data indicating 25™ and 75" percentile as box, median as a line within the box,
maximum and minimum values as whiskers, ‘X’ as outliers and small square as mean. (D) Line diagram of all the parameters. The data specify mean +

S.E. *p < 0.05 or **p < 0.01 were considered as statistically significant.
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Fig. 7 Trypan blue (TB) staining of larval gut. The figure shows the TB-
positive (damaged) areas of the treated larval gut. The control gut had
negligible/no TB-positive lesion.

4. Discussion

The present extensive work indicated ROS mediated hazards of
acephate (chronic sub-lethal exposure) at organismal and sub-
organismal levels in a non-target organism, Drosophila
melanogaster.

The study commenced with the evaluation of the chronic
LCs, value of acephate in the larvae of D. melanogaster. The
probit analysis of the data indicated the LCs, value to be
8.71 pg mL™". Based on this finding, six sub-lethal concen-
trations ranging from 1-6 pg mL™' were selected for the tox-
icity assessment of acephate in fruit fly.

Phase-I and phase-II enzymes play a fundamental role in
the metabolism, elimination and detoxification of xenobiotics.
CYP450 1A1 catalyzes the oxidation reaction of xenobiotics
such as pesticides to convert them into more active hydroxyl-
ated metabolites by adding or unmasking polar groups.*® The
action of CYP450 proceeds through the reduction of cyto-
chrome-bound oxygen and the generation of reactive oxygen
species.”” GST conjugates glutathione to a phase-I metabolite
via a SH linkage to transform it into a more hydrophilic com-
pound. After the sequential cleavage of glutamate and glycine
residues, the cysteine residue of glutathione along with acetate
remains attached with the conjugate to facilitate its easy
removal from the body.*® In the present study, an almost
2-fold increase in the activities of these two enzymes confirms
the active state of the phase-I and phase-II detoxification

This journal is © The Royal Society of Chemistry 2018
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Fig. 8 Hemocytes stained with trypan blue. The figure shows trypan
blue positive (dead) and negative (living) hemocytes.

system. But surprisingly, the reduction in CYP450 and GST
activities at 5 and 6 pg mL™' concentration might have
resulted from excess cell mortality at these concentrations.

The increased activities of intrinsic antioxidant enzymes
like SOD and CAT also confirmed ROS production in the sub-
cellular environment. These two endogenous antioxidants con-
stitute the first line of defense against free radical mediated
injury.*® SOD catalyzes the dis-mutation of superoxide anions
(0,7) to produce H,0, which in turn decomposes to water and
oxygen by CAT activity.’® In the present study, a several fold
increase in SOD and CAT activities was observed. This might
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Fig. 9 Deformed adult eyes. The photograph clearly shows deformities
in the compound eyes of the treated insects with contrast to the well-
organized eye architecture in the control counterparts.
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Fig. 10 Incidence percentage of eye deformities. Line diagrams
showing (A) the incidence percentage of eyes deformities and (B)
reduced life span in the treated categories. The data represents mean +
S.E. *p < 0.05 or **p < 0.01 were considered as statistically significant.

be required to scavenge reactive radicals and therefore to block
ROS-mediated damages to cellular macromolecules in the
treated larvae. Interestingly, the decline in SOD and CAT
activity after 5 and 6 pg mL™" acephate exposure might be due
to increased cellular mortality that reduced the availability of
functional enzymes.
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Fig. 11 Acridine orange staining of the eye imaginal discs. The photo-
graph shows apoptotic lesions (encircled prominent green spots) in the
eye imaginal discs of the acephate exposed larvae in comparison with
the control set (without any prominent spot).

In order to confirm ROS production within the acephate
treated larvae, the MDA and PC contents (markers of ROS)
were estimated in tissue homogenates. MDA is the major end
product in the free radical mediated lipid peroxidation of cell
and mitochondrial membrane.”’ In comparison with the
control set, the MDA levels were several fold higher (~2.8-fold
at 6 pg mL™") in the acephate treated larvae. Since lipid peroxi-
dation damages biological membranes, premature cell death
was obvious in various tissues. Another important marker of
ROS is the PC content within tissues.”> ROS oxidizes func-
tional proteins and exposes carbonyl groups (CO) on the side
chains of proline, arginine, lysine and threonine residues.*®
These chemical configurations are chemically stable and are
promising indicators of ROS.> In this study, almost 3-fold rise

This journal is © The Royal Society of Chemistry 2018
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Fig. 12 Physical activities of larvae and adult flies. (A) Crawling activity
of the treated larvae. (B) Climbing activity in the treated adult flies. The
data indicate mean + S.E. *p < 0.05 and **p < 0.01 were considered as
statistically significant.

in PC content was recorded in larvae after 6 pg mL™" acephate
treatment. Such oxidation may destroy vital cellular proteins,
whose unavailability might be responsible for increased cell
death.

Oxidative stress (OS) provokes partial unfolding and aggre-
gations of cellular proteins.>* HSP-70, a major chaperon, tem-
porarily binds to the hydrophobic regions of partially folded
proteins, allows their refolding and prevents their aggrega-
tion,” thereby helping to maintain cellular-protein homeosta-
sis.>® In the present study, the HSP-70 level was 1.2-1.5-fold
higher after chronic treatment with 1-5 ug mL™" acephate.
ROS-induced unfolding and aggregation of proteins®” might
have increased HSP-70 expression to resist protein denatura-
tion. But the decline in HSP-70 expression at 6 ug mL™" treat-
ment might be due to the reduction in the availability of viable
cells expressing HSP-70.

ROS induces DNA damage in the form of single or double
strand breaks, DNA cross-linking and base modifications.®
Chronic OS causes chromosomal instability, genetic mutations
and cell growth alteration that may progress towards cancer.>”
MDA, a by-product of ROS, forms several bio-molecular
adducts that cause DNA damage and mutagenesis.®® In this

This journal is © The Royal Society of Chemistry 2018
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study, chronic acephate exposure resulted in DNA fragmenta-
tion. TL, TI and TM were found to be ~3.4-, ~7.3- and ~17.5-
fold higher in the treated groups, respectively, that suggests
genotoxicity. ROS generation, which is already confirmed in
this study, might be responsible for DNA breaks in the treated
larvae.

The study was continued with the analysis of toxicity at
tissue and cellular levels. Gut is the first tissue that has to con-
front all kinds of xenobiotics entering through the oral route.
A concentration-dependent increase in tissue damage was
noticed in several parts of the alimentary tract like salivary
glands, proventriculus, midgut, hind gut and Malpighian
tubules. The cell survivability assay for fat body and brain
ganglia revealed premature cell death following chronic
exposure to acephate. ROS stabilizes and activates the tumor
suppressor protein Dmp53°"°* which promotes the transcrip-
tional activation of a pro-apoptotic gene Reaper (rpr).> Rpr
upregulates initiator (DRONC) and effecter (DRICE) caspases
in Drosophila to induce apoptosis.®® In addition, a Drosophila
inhibitor of the apoptosis protein (DIAP1) that may hinder cell
death via direct binding to caspases®® can be negatively regu-
lated by rpr.°® ROS catalyses the irreversible oxidative modifi-
cation of the lipid bilayer of cellular and mitochondrial mem-
branes which destabilizes their selective permeability.®”
Therefore it might be suggested that these individual mecha-
nisms synergistically played a significant role in the generation
of ROS (confirmed through the analysis of several parameters
like MDA and PC) and subsequently caused -cell/tissue
damage.

Hemocytes are the key players of the innate immune system
in D. melanogaster. Hemocytes play a decisive role in maintain-
ing a healthy immunity through their fight against bacterial
and fungal intruders.®® Here THC was increased after chronic
acephate treatment. A related observation was reported in
another study where monocrotophos treatment increased THC
in Rhynocoris kumarii.®® Moreover, hemocyte mortality was
much higher in the acephate treated larvae. Such results can
be explained in light of apoptosis induced proliferation (AiP),
which is a molecular mechanism by which dying cells induce
the proliferation of surviving cells, just to compensate for the
cell loss.”® To execute AiP, hemocytes secrete a TNF ortholog
Eiger to activate a moderate level of JNK that induces an
inflammatory response causing mitogen based cell prolifer-
ation.”" The larvae exposed to 5 and 6 pg mL~" acephate mani-
fested a decline in THC. Such a response might be due to
increased ROS in mature and precursor hemocytes leading to
premature cell death.

Organophosphates are known for developmental and
embryo-toxic impacts on organisms.””>”® Hence, the treated
individuals were examined for any developmental anomaly in
their adult body structures. Interestingly, the normal ommati-
dial arrangement of the compound eyes was disrupted in the
treated flies. Prominent grooves and ridges observed under
100x magnification were similar to the findings on cryolite
exposure in Drosophila.”* An acephate-induced teratogenic
effect is also evident in mice as skeletal malformation.””
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ROS can damage proteins, DNA and lipid moieties of the cell membrane. Additionally, ROS may trigger the Dmp53-rpr mediated apoptotic cascade
(see the text for details) at the sub-cellular level. Increased cell death results in tissue/organ damage that reduces the physical activities and life span

of the organism.

Since the development of the compound eye commences
from the 3™ instar larval stage, the eye imaginal discs of the
treated larvae were examined. AO staining revealed a dose-
dependent increase in apoptotic lesions in the eye imaginal
discs. This validates the fact that acephate induced cell death
in the eye discs resulted in a deformed ommatidial architec-
ture in adults.

Organophosphates disrupt neuro-muscular co-ordination
through the non-reversible phosphorylation of esterases in
both sensory and motor neurons.”®’” This might have reduced
the physical activities in both larvae and adults. Additionally,
tissue injuries in the internal organs might have contributed
to the sluggish behavior of the treated individuals.

Acephate was tested for its effect on the longevity of flies.
Similar to another finding,”® our result indicated a reduced
life span of the treated adults. The survival duration was short-
ened to almost half at 6 ug mL™". Such a response might be a
product of the injured internal body systems of the treated
adults that shortened their life span to a significant level.
Organophosphate induced cellular necrosis in vital organs’®
might be responsible for the early mortality of adults.

5. Conclusion

Chronic acephate exposure exerts hazardous impacts in
Drosophila melanogaster at organismal and sub-organism
levels. The findings of the study suggest that besides tra-

884 | Toxicol Res., 2018, 7, 874-887

ditional cholinesterase inhibition, acephate may promote ROS
production in various tissues that trigger DNA, protein and
cell damage. The resultant impacts of ROS at molecular and
cellular levels may proceed onto the organismal level to gene-
rate developmental anomalies, physical inabilities and short-
ened life span in organisms that underwent intentional/unin-
tentional exposure to acephate (Fig. 13). Therefore it is our
hypothesis that ROS may play a crucial role in acephate
induced injuries at organismal and sub-organismal levels of
Drosophila melanogaster. Furthermore, the outcomes of
exposure assessment in Drosophila can be extrapolated to
other non-target organisms including human beings because
of their developmental and physiological homologies.
Additionally, this work further establishes Drosophila melano-
gaster as a successful model organism in the toxicological
assessment of chemicals, food additives and environmental
contaminants.
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