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Abstract

In this study, we investigate the toxicity of commercial formulations based on glyphosate, 2,4-D, imidacloprid, and iprodi-
one, in isolation and mixed, on Allium cepa. The mixtures consisted of combinations in the lowest (M 1), intermediate (M2),
and highest concentrations (M3) of each pesticide. We measured physiological (germination rate, germination speed, and
radicular length) and cyto-genotoxic (mitotic index and frequency of aberrant cells) parameters. In addition, we analyzed
the cell cycle progression and cell death induction by flow cytometry. When applied in isolation, the pesticides changed the
parameters evaluated. M1 and M2 inhibited root length and increased the frequency of aberrant cells. Their genotoxic effect
was equivalent to that of pesticides applied in isolation. Furthermore, M1 and M2 caused cell death and M2 changed the
cell cycle progression. M3 had the greatest deleterious effect on A. cepa. This mixture inhibited root length and promoted
an additive or synergistic effect on the mitotic index. In addition, M3 changed all parameters analyzed by flow cytometry.
This research clearly demonstrates that the pesticides tested, and their mixtures, may pose a risk to non-target organisms.
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Introduction

The use of pesticides has increased substantially in Brazil
since 2008, following an increased demand for food at the
national and global scales (Brovini et al. 2021). In addi-
tion, the political-economic model adopted by the country’s
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agrobusiness heavily relies on the use of chemical com-
pounds (Aradjo and Oliveira 2017).

The intensive use of pesticides in agriculture has, as a
result, the input of it into the water resources, due to soil
runoff. Therefore, it is necessary to monitor pesticide levels
in the water to protect the environment and people (Barbosa
et al. 2015; Albuquerque et al. 2016; Brovini et al. 2021).

In Brazil, Resolution No. 375 of the National Environ-
mental Council (CONAMA 2005) establishes quality stand-
ards for water resources to fit their different uses, including
protecting of aquatic communities and the water supplied
for human use. On the other hand, the Ministry of Health
(MS) regulates the pesticide levels allowed in drinking water
through Ordinance No. 2,914 of 2011 (MS 2011) and coor-
dinates the National Program for Monitoring the Quality of
Drinking Water (Vigiagua). Data from the latter are included
in the Sisagua database (Water Quality Monitoring System).

However, CONAMA and MS regulate less than 10% of
Brazil’s active ingredients approved for use. In addition,
different classes of pesticides interact in the environment
because of simultaneous or sequential applications, which
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may result in additive, synergistic, antagonistic, or potentia-
tion toxic effects, i.e., different from the responses produced
by each chemical substance alone (Fioresi et al. 2020; Fin-
kler et al. 2022).

The herbicides glyphosate (replaced glycine chemical
group), and 2,4-dichlorophenoxyacetic (aryloxy alkanoic
acid chemical group) are the most commercialized pesti-
cides in Brazil and worldwide (IBAMA 2020). Their water
concentrations frequently exceed the limits allowed by the
legislation (Aranha and Rocha 2019), raising concern about
the adverse effects caused in exposed organisms: acute and
chronic toxicity (Rodrigues et al. 2019; Silva et al. 2020;
Brovini et al. 2021), oxidative stress, DNA damage, and
mutations (Bukowska 2006; Rodrigues et al. 2019; Chaufan
et al. 2014). In addition, glyphosate is possibly a carcinogen
(IARC 2017), and 2,4-D may cause cancer in humans (IARC
2018).

On the other hand, the levels in the water of the insec-
ticide imidacloprid (chemical group neonicotinoid) and of
the fungicide iprodione (chemical group dicarboximide)
are unregulated by Brazilian legislation. Nevertheless, the
eco-cytogenotoxicity of these compounds has been reported
by several studies (Karabay and Oguz 2005; Demsia et al.
2007; Bianchi et al. 2015; 2016; Rodriguez et al. 2015; Itur-
buru et al. 2018; Aragdo et al. 2019; Bernardes et al. 2019;
Chaufan et al. 2019; Carneiro et al. 2020; Fioresi et al. 2020;
Samojeden et al. 2022).

The environmental persistence of pesticides can be esti-
mated by categorizing their half-lives into three groups: low
(less than 16 days), moderate (16 to 59 days), and high (over
60 days). Pesticides with very short half-lives can be prob-
lematic if they need to be applied frequently within a short
timeframe. Pesticides with longer half-lives are more likely
to build up after repeated applications. This may increase the
risk of environmental contamination (Hanson et al. 2015).
Many abiotic and biotic environmental factors affect how
long a pesticide remains in the environment, making it chal-
lenging to determine a specific half-life (Hanson et al. 2015).
Typically, glyphosate remains in surface waters for a period
ranging from 2 to 91 days (Battaglin et al. 2014; Castro Ber-
man et al. 2018). The estimated time it takes for 2,4-D to
degrade in aerobic aquatic environments is 15 days, while
in anaerobic conditions, it can take anywhere from 41 to
333 days. (NPIC 2011). Imidacloprid breaks down rapidly
in water in the presence of light, but it remains persistent in
water in the absence of light (Flores-Céspedes et al. 2012).
In the dark, it breaks down very slowly at a pH between
5 and 7. In contrast, the half-life is about 1 year at pH 9
(Fossen 2006). The half-life of iprodione in aerobic aquatic
environments was estimated to be 9 days, and in anaerobic
environments, 7-14 days (US EPA 2007).

In view of the scenario described above, it is necessary
to evaluate the adverse effects of these pesticides, isolated
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and combined, on non-target organisms (Finkler et al. 2022).
Allium cepa is a plant commonly employed to evaluate water
quality. The use of this model organism for the detection
of toxic (macroscopic analysis) and cytogenotoxic activ-
ity (microscopic analysis) is validated by the International
Chemical Safety Program and the United Nations Environ-
mental Program (WHO 1985). Allium cepa is highly sensi-
tive (82%) compared to the Ames test and the rodent carci-
nogenicity bioassay (Rank and Nielsen 1994). In addition,
flow cytometry accurately detects changes in the cell cycle
kinetics and measures cell death. This technique has been
applied to investigate the effects of xenobiotics on plants
(Rayburn and Wetzel 2002; Monteiro et al. 2010; Andrade-
Vieira et al. 2012; Ghosh et al. 2015; Ghosh et al. 2016;
Fioresi et al. 2020; Souza et al. 2023).

This study documents the effects of commercial for-
mulations based on glyphosate, 2,4-D, imidacloprid and
iprodione, and mixtures of them, on A. cepa. Physiological
(germination rate, germination speed, and radicular length)
and cyto-genotoxic (mitotic index and frequency of aberrant
cells) parameters were analyzed, in addition to cell cycle
progression and cell death induction (flow cytometry). Real-
istic concentrations reported on the freshwater and drink-
ing water, and the maximum values allowed by the Bra-
zilian legislation, were tested (Resolution No. 375/2005 of
CONAMA and Ordinance No. 2,914/2011 of the Ministry
of Health).

Materials and methods
Pesticides

Stock solutions and test solutions were prepared from the
commercial formulations of each pesticide. Pesticides were
diluted and homogenized in distilled water. The tested con-
centrations are expressed as microgram of acid equivalent
per liter (herbicides) or microgram of active ingredient per
liter (imidacloprid and iprodione).

The original DI Roundup commercial formulation,
Monsanto, batch no. 0045 20-63560, was used. It contains
445 g/L (44.5% m/v) of N-(phosphonomethyl)glycine di-
ammonium salt) and 370 g/L (37% m/v) acid equivalent of
N-(phosphonomethyl)glycine), and 751 g/L (75% m/v) of
inert ingredients was used. This formulation is classified
as hazardous to the environment (class III) but is unlikely
to cause acute harm to humans (category 4) (MAPA 2022).
The tested concentrations were as follows: (a) 50 ug/L —
recorded in tap water (Aranha and Rocha 2019); (b) 65 pg/L
— corresponding to the maximum concentration allowed in
freshwaters class I and I (CONAMA 2005) and (c) 280 ug/L
— maximum concentration allowed in freshwaters class III
(CONAMA 2005).
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The commercial product Nufarm U46 BR (lot
0800491517499 T/B) containing 806 g/L of dimethylamine
salt of 2,4-dichlorophenoxyacetic acid (2,4-D Amine),
670 g/L (67% wi/v) of acid equivalent, and 380.9 g/L
(38.09% m/v) of other ingredients was used. This formu-
lation is considered hazardous to the environment (class
IIT) and to human health, being classified in category 4 —
slightly toxic product (MAPA 2022). The concentrations
tested were as follows: (a) 4 pg/L — maximum concentra-
tion allowed in freshwaters class I and I (CONAMA 2005),
the same value established by Ordinance No. 2,914/2011
(MS 2011); (b) 10 pg/L — found in the tap water of Brazil-
ian municipalities (Aranha and Rocha 2019); (c) 30 pg/L
— maximum concentration allowed in class III freshwater
(CONAMA 2005).

The fungicide Rovral SC, FMC Quimica do Brasil LTDA,
batch no. 021-17-5475, containing 500 g/L of iprodione
(3-(3,5-dichlorophenyl)-N-isopropyl-2,4-dioxo imidazo-
lidine-1-carboxamide), is classified as dangerous for the
environment (class III) and category 5 — unlikely to cause
acute damage to humans (MAPA 2022). The tested concen-
trations were (a) 15.96 pg/LL — chosen because it is lower
than the other concentrations; (b) 27.14 ug/L — correspond-
ing to the concentration of iprodione found in freshwaters
(Sequinatto et al. 2013) and (c) 47.26 pg/L — defined based
on the estimated concentration of the active ingredient in
freshwaters according to the total number of applications
for coffee (Queiroz et al. 2018).

The tested concentrations of the insecticide Warrant®
700 WG, lot no. 3269-16-1154, containing 700 g/kg imida-
cloprid (1-(6-chlorine-3-pyridynilmethyl)-N-nitroimidazo-
lidim-2-ylidenoamine), were (a) 0.14 pg/L, (b) 1.13 pg/L,
and (c) 4.53 pg/L, found in freshwaters and rural wells (Bor-
toluzzi et al. 2007; Sequinatto et al. 2013). According to the
degree of environmental hazard, the formulation is consid-
ered hazardous to the environment (class III) and category
4 —slightly toxic to human health (MAPA 2022).

For pesticide mixtures, the lowest (M1), intermedi-
ate (M2), and highest concentrations tested (M3) were

Table 1 Summary of tested concentrations of pesticides and their mixtures

combined (Bianchi et al. 2016; Felisbino et al. 2018; Fioresi
et al. 2020). The concentrations of pesticides were separated
into three groups to determine the effects of each one in the
mixture (Table 1).

Trials with A. cepa

Seeds of A. cepa (2n=16), periform bay variety (ISLA®,
lot no. 127536, germination rate of 98%), not treated with
pesticides, were used. In all assays, distilled water was used
as the negative control.

Phytotoxicity

The trial was conducted according to the US Protection
Environmental Agency (US EPA 1996). For the analysis, 15
seeds of A. cepa were arranged in Petri dishes (150 15 mm)
lined with filter paper with added 4 ml of pesticide solu-
tions and mixtures. The trial was performed in triplicate.
Germinated seeds were counted every 24 h until 65% of
the seeds in the control group had roots and were at least
20 mm in length. Germination rate (G) was calculated using
the formula: G=(N/A) X 100, where N is the total number
of germinated seeds and A is the number of seeds placed for
germination. The following formula was used to calculate
germination speed: IVG = (Y. Ni)/(3}Di), where Ni is the
number of roots germinated on day i; Di is number of days
for germination. The final length of the radicles was meas-
ured with the aid of a caliper.

Cytogenotoxicity

The cytogenotoxicity test was conducted according to
Mazzeo et al. (2015). Radicles exposed to pesticides and
mixtures, and which measured bout 15 mm, were collected,
fixed in methanol + acetic acid (3:1, v/v) and stored in a
refrigerator. To remove the excess fixator, the roots were
washed in distilled water three times, 5 min each time. The
radicles were hydrolyzed in HCI 5N at room temperature

Pesticide Concentrations (ug/L)
Glyphosate 50, 65, and 280

2,4-D 4,10, and 30
Iprodione 15.96, 27.14, and 47.26

Imidacloprid

0.14, 1.13, and 4.53

Groups Mixtures
Group 1: lowest concentrations 50 pg/L GLY +4 ng/L 2,4-D+15.96 pg/L IPR+0.14 pg/L IMI M1
Group 2: intermediate concentrations 65 ug/L GLY +10 pg/L 2,4-D+27.14 ng/L IPR+1.13 pg/L IMI M2
Group 3: highest concentrations 280 pg/L GLY +30 pg/L 2,4-D+47.26 pg/L IPR +4.53 ug/L IMI M3

GLY glyphosate, IPR iprodione, IMI imidacloprid
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for 20 min. They were also washed in distilled water three
times, for 5 min each time. After this process, the meris-
tematic region of the roots was sectioned on a slide, stained
with orcein 2% for 10 min, then covered with coverslip and
macerated. Ten slides were prepared for each treatment, and
5000 cells were counted per treatment (500 cells/slides). The
slides were analyzed under a light microscope at 400 X mag-
nification. The frequency of dividing cells was determined
by calculating the mitotic index (cytotoxic potential). All
mitotic and chromosomal abnormalities observed were
grouped within the same category: frequency of aberrant
cells (Souza et al. 2021).

Flow cytometry

The flow cytometry analyses were conducted in three rep-
licates (three samples) for each treatment, and 12 meris-
tematic regions of A. cepa were evaluated per replicate.
Nuclear suspensions were obtained by the method described
by Galbraith et al. (1983). The meristems were sectioned
with the aid of a scalpel blade in a Petri dish containing
600 pl of LBO1 lysis buffer, in a box with crushed ice. The
suspensions with the insulated nuclei were filtered with
45 pm nylon mesh to eliminate waste. These were then
colored with 50 pl of propidium iodide (1 mg/L) for analysis
in a BD FACSCanto II flow cytometer.

The distribution of nuclei in the different phases of the
cell cycle was analyzed: GO/G1 — nuclei with 2C DNA
content, S — nuclei with 2 — 4C DNA content, and G2/M
nuclei with 4C DNA content. The proportion of nuclei/par-
ticles in sub-G1 was measured. This represents condensed
nuclei with lower fluorescence intensity, due to the difficult
access of the propidium iodide to particles with DNA con-
tent smaller than 2C (fragmentation of genetic material due
to the process of cell death) (Andrade-Vieira et al. 2012;
Moreira et al. 2021). The following were determined: the
fluorescence intensity of the nuclei in G1 (IFS'), which
allows the estimation of the average amount of fluorescence
emitted by the G1 nuclei; the dispersion of the frontal light
(FSC — forward scatter), to analyze the diameter/nuclear
size, and the lateral dispersion of light (SSC — side scatter),
to verify the nuclear complexity. In addition, the coefficient
of variation of the nuclei in G1 (CV =standard deviation
divided by the mean) was also determined.

Statistical analysis

The Shapiro-Willk normality test was applied, and statisti-
cal differences between the control and pesticide concentra-
tions within each experimental group were analyzed using
ANOVA with subsequent Tukey test (p <0.05). When the
data did not meet the assumptions to perform parametric
analysis, the Kruskal-Wallis test was applied, followed by
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the Dunn’s test (p < 0.05). GraphPad Prism version 9.4 was
used for the statistical analysis and elaboration of the figures.

Results and discussion
Phytotoxicity

The goal of applying phytotoxicity assays is to evaluate
whether the chemicals present in the growth medium will
cause damage to the development, macroscopic structure,
and survival of an organism. In this work, the toxic effects
of environmentally relevant concentrations of pesticides, and
their mixtures, were analyzed by evaluating the germination
rate, germination speed and radicular length of A. cepa. The
results obtained are presented in Fig. 1.

Inhibition of the germination rate is an indicator of acute
toxicity. Among the phytotoxic parameters analyzed, it was
the least affected, consistent with the results of another
study (Aragdo et al. 2017). The herbicides did not affect
the germination rate of A. cepa (Fig. 1a—c), a monocotyle-
don plant. Glyphosate and 2,4-D are systemic herbicides of
post-emergent action recommended for the control of mono
and dicotyledons (glyphosate), or only dicotyledons (2,4-D)
(MAPA 2022). Previously, Alves et al. (2021a) had shown
that the 2,4-D significantly inhibited the germination rate of
the model plant Lactuca sativa (lettuce; dicotyledon), but not
of Sorghum bicolor (sorghum; monocotyledon). In another
study, seeking positive controls for phytocytogenotoxicity
assays, Alves et al. (2021b) again showed that 2,4-D was
effective at inhibiting the germination rate of L. sativa, but
not of A. cepa.

Glyphosate-based herbicides also seem to have different
effects on seed germination deleterious (Shuma et al. 1995;
Mondal et al. 2017) or little to no effect (Piotrowicz-Cieslak
et al. 2010) depending on the concentrations of the chemical,
and the plant species tested. Our results contrast with Alves
et al. (2021a, b), who showed that 0.01% glyphosate signifi-
cantly reduced the percentage of germinated seeds of onion
and lettuce, but corroborate the findings of Piotrowicz-
Cieslak et al. (2010), who attested that 1-2000 uM of
glyphosate did not affect the germination percentage of six
species — Lepidium sativum, Sinapis alba, Sorghum sac-
charatum, Brassica napus, Lupinus luteus, and Avena sativa.
According to Piotrowicz-Cieslak et al. (2010), therefore,
percent seed germination may not be a good phytotoxicity
parameter when glyphosate is employed.

Unlike the herbicides, the fungicide iprodione and the
insecticide imidacloprid negatively affected the germination
of A. cepa seeds when in certain concentrations. In group
1, iprodione significantly reduced the germination rate with
respect to the control. The effect caused by the fungicide dif-
fered statistically from the effect of the glyphosate and 2,4-D
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Fig. 1 Phytotoxicity of pesticide glyphosate (GLY), 2,4-D, iprodione
(IPR), imidacloprid (IMI), and mixtures (M1, M2, and M3). Group
1: lowest concentrations of each pesticide (50 ug/L GLY, 4 pg/L 2,4-
D, 15.96 pg/L 1PR, and 0.14 pg/L IMI) and mixture of them (M1).
Group 2: intermediate concentrations of each pesticide (65 pg/L
GLY, 10 pg/L 2,4-D, 27.14 ug/L IPR, and 1.13 pg/L IMI) and mix-
ture of them (M2). Group 3: highest concentrations of each pesticide

and M. In turn, M1 did not change the germination rate
when compared with the control, indicating that iprodione,
when combined with the other pesticides, did not exert an
effect (Fig. 1a). Imidacloprid was the only pesticide isolate
that inhibited the germination rate compared to the control
in groups 2 and 3. In group 2, the insecticide still exerted a
greater effect than all other pesticides and mixture M2. In
the same manner, M1, M2, and M3 treatments did not differ
from the control (Fig. 1b—c).

The results of the germination speed experiments are as
follows: in group 1, only imidacloprid at 0.14 pg/L caused
an adverse effect compared to the control and glyphosate

#
304 IL
20+
*%
10 10 *%k
0- 0-

GLY 24-D

il

Root length (mm)

*% *
IPR IMI M2 NC GLY 24-D IPR IMI M3

(280 pg/L GLY, 30 pg/L 2,4-D, 47.26 pg/L IPR, and 4.53 pg/L IMI)
and mixture of them (M3). Asterisks denote statistical significance
with respect to the negative control (NC): *p<0.05, **p<0.01,
*#%p <0.001, and ****p<00001. Treatments followed by number
sign differ from each other: #p <0.05, ##p <0.01, ##p <0.001, and
###Hp < 0.0001

(Fig. 1d). In group 2, iprodione at 27.14 pg/L and imidaclo-
prid at 1.13 pg/L significantly reduced germination speed in
relation to the control. Imidacloprid also reduced germina-
tion speed compared to all other pesticides, and therefore
caused the greatest adverse effect. The M2 mixture also dif-
fered from the control and had an effect similar to isolated
iprodione and imidacloprid (Fig. 1e). In group 3, the 2,4-D
at 30 pg/L and imidacloprid at 4.53 pg/L reduced the ger-
mination speed compared to the control, while M3 did not
change this parameter (Fig. 1f).

Unlike germination rate and germination speed, radicular
length is considered the most sensitive phytotoxic parameter.
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Considering the lowest concentrations of pesticides and M1
(group 1), 4 ug/L of 2,4-D and 0.14 pg/L of imidacloprid
and M1 reduced the root length of A. cepa. M1 had a com-
parable effect to that of the isolated pesticides (Fig. 1g). In
group 2, the 2,4-D at 10 pg/L and M2 significantly decreased
radicular length with respect to the control. The effect of M2
did not differ statistically from the effect of isolated pesti-
cides, except for iprodione (Fig. 1h). In group 3, the 2,4-D
at 30 pg/L and M3 resulted in shorter roots of A. cepa when
compared to the control. The effect of M3 also differed sta-
tistically from iprodione (Fig. 1i).

As described above and observed in Fig. 1 h-i, 2.4-D
was the only pesticide which, in all concentrations assessed,
significantly reduced the length of the roots in relation to the
control. These data are consistent with Alves et al. (2021b)
and Grabinska-Sota et al. (2003), who experimented with
other plant species (Sinapis alba, Lepidium sativum, Avena
sativa, Triticum aestivum). By mimicking the action of natu-
ral auxin, 2,4-D inhibits the production of the hormone eth-
ylene. Thus, abscisic acid is produced, which inhibits cell

proliferation and elongation, hindering growth, damaging
tissue, and causing cell death (Marcato et al. 2017).

All mixtures also reduced the radicular length of A. cepa.
Plant root growth depends on cell proliferation and elon-
gation during development and differentiation processes.
Therefore, the effect observed in mixtures is an indication
that the chemicals in pesticides interfere with the genetic
material, mitotic machinery, and cell death induction mecha-
nisms (Fioresi et al. 2020).

Cyto-genotoxicity

The results of the mitotic index analysis are presented in
Fig. 2a—c. When in isolation, only the herbicides glypho-
sate and 2,4-D decreased the proportion of cells in division
with respect to the control. According to Tiirkoglu (2012),
a reduction in the mitotic index indicates interference in the
functioning of the enzymes that mediate cell cycle, includ-
ing DNA polymerase, DNA gyrase, RNA polymerase, and
kinases, resulting in inhibition of DNA synthesis or blockade
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Fig.2 Mitotic index (a—c) and frequency of aberrant cells (d—e)
induced by glyphosate (GLY), 2,4-D, iprodione (IPR), imidacloprid
(IMI), and their mixtures (M1, M2, and M3). Group 1: lowest con-
centrations of each pesticide (50 pg/L GLY, 4 pg/L 2,4-D, 15.96 ug/L
IPR, and 0.14 pg/L IMI) and mixture of them (M1). Group 2: inter-
mediate concentrations of each pesticide (65 ug/L GLY, 10 pg/L 2,4-
D, 27.14 pg/L TPR, and 1.13 pg/L IMI) and mixture of them (M2).
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Group 3: highest concentrations of each pesticide (280 ug/L GLY,
30 pg/L 2,4-D, 47.26 png/L IPR, and 4.53 pg/L IMI) and mixture of
them (M3). Asterisks denote statistical significance with respect to
the negative control (NC): *p <0.05, **p <0.01, and ****p <(0.0001.
Treatments followed by number sign differ from each other:
#p <0.05, ##p < 0.001, and ####p < 0.0001
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of the G1 and G2 phases of the cell cycle and inhibition of
microtubule formation.

Considering the lowest concentrations of pesticides
(group 1), the effects of the herbicides tested did not differ
statistically from each other, but differed from iprodione and
imidacloprid (p <0.05) (Fig. 2a). The M1 mixture signifi-
cantly reduced the mitotic index in relation to the control,
and its effect was comparable to that of the isolated pesti-
cides (Fig. 2a). The mitotic index after the M2 treatment did
not differ from the control, indicating that the effect of 2,4-D
at 10 pg/L was canceled out when associated with other
pesticides (Fig. 2b). On the other hand, M3, which com-
bines the highest concentrations of pesticides, drastically
reduced the rate of dividing cells concerning the control and
also compared to all pesticides when isolated (Fig. 2c). This
result indicates that the mixture has an additive or synergis-
tic effect that is more powerful than the pesticides alone.
In the additive effect, the toxicity of the mixture is the sum
of the individual effects. A synergistic effect occurs when
the mixture produces more adverse effects than the isolated
chemical substances and the additive effect (Finkler et al.
2022).

The genotoxic activity of pesticides and mixtures was
investigated by analyzing the frequency of aberrant cells
(Fig. 2d-f). In general, the isolated pesticides, except for
imidacloprid at 0.14 pg/L (Fig. 2d) and glyphosate at
65 pg/L and 280 pg/L (Fig. 2e—f), induced a greater geno-
toxic effect than the control (Fig. 2d—f).

The genotoxicity of pesticides or commercial formula-
tions used in this research has been reported in different
studies. Kier and Kirkland (2013) reviewed the genotoxicity
of glyphosate and the commercial formulations based on this
herbicide, concluding that both have no mutagenic or geno-
toxic activity on mammalian cells both in vivo and in vitro.
In contrast, only high doses of glyphosate caused positive
results in non-mammalian systems. In these cases, its geno-
toxicity was due to the effects of surfactants on commercial
formulations and not to the active ingredient itself. In the
case of the aquatic biota, Rodrigues et al. (2019) showed that
glyphosate, its main degradation product aminomethylphos-
phonic acid (AMPA), the commercial formulation ATN,
and the surfactant polyethoxylated tallow amine (POEA)
induced DNA damage on zebrafish larvae. Nevertheless,
only the surfactant caused adverse effects in the gonadal
cells of the rainbow trout (RTG-2). The difference between
the results was explained by the physiological differences
among the organisms involved and the fact that those were
different species.

In model plants, some studies indicate that glyphosate
increases chromosomal aberrations. However, the concentra-
tions tested in those studies are higher than those investigated
in the present study: 0.36—7.2 mg/ml (Truta et al. 2011),
5-30 mg/L (Mercado and Calefio 2020), 1.34-13.40 mg/L

(Vieira et al. 2022), and 1.56 and 11.66 mg/ml (Finkler et al.
2022).

Bukowska (2006), in his review article, clarified the gen-
eral mechanisms of action involved in the toxic action of
2,4-D, which involves the induction of oxidative stress, lipid
peroxidation, depletion of ATP concentration, NADPH and
GSH, modulation of antioxidant system activity, induction
of homologous recombination, A — G mutation, chromo-
somal aberrations, exchange between sister chromatids,
breaks in the DNA molecule, and activity-dependent apop-
tosis and caspases.

When it comes to other pesticides, the data on the toxic
effects of iprodione on non-target organisms are scarce, and
it is difficult to determine their mechanism of cytogenotoxic
action (Chaufan et al 2019). The aneugenic and/or clasto-
genic effect of the iprodione was reported for some species
of model plants (Gadeva and Dimitrov 2008; Aragio et al.
2019; Bernardes et al. 2019; Fioresi et al. 2020). Bernardes
et al. (2019) documented the mutagenic activity of iprodi-
one on A. cepa. It caused changes in single sequence repeat
(SSR) and inter-simple sequence repeat (ISSR) markers,
indicating the induction of deletions and insertions in the
DNA molecule. In turn, Chaufan et al. (2019) also demon-
strated that iprodione has different biological targets, being
able to induce mitotic abnormalities and micronuclei of
aneugenic and/or clastogenic origin. They explained those
results as corresponding to an induction in oxidative stress
in Hep-2 cells (human larynx epidermoid carcinoma cells).

According to Bianchi et al. (2015), the genotoxic action
of imidacloprid is due to the presence of an electronegative
pharmacophore (N-nitroimine substitute =NNQO,), located
on the nitroguanidine part that binds covalently to the DNA,
causing chromosomal damage. Imidacloprid significantly
increased the micronuclei index in Tradescantia and the F1
cells of A. cepa (Rodriguez et al. 2015), and chromosomal
aberrations in onion (Bianchi et al. 2016). Karabay and
Oguz (2005), Demsia et al. (2007), Bianchi et al. (2015),
and Iturburu et al. (2018) also identified imidacloprid as a
clastogenic agent.

M1 and M2 also significantly increased the frequency
of aberrant cells in relation to the control (p <0.01). This
effect was comparable to that exerted by the isolated pesti-
cides (Fig. 2d—e). In group 3, even though 2,4-D at 30 pg/L,
the iprodione at 47.26 pg/L and imidacloprid at 4.53 pg/L
are genotoxic concerning the control, the frequency of aber-
rant cells in M3 indicates that it did not induce this effect
(Fig. 2f). Iprodione was the only pesticide that, in isola-
tion, induced greater genotoxicity than the mixture (< 0.05)
(Fig. 2f). Its effect was reduced in association with other
pesticides, indicating an antagonistic effect (Finkler et al.
2022). On the other hand, the low frequency of aberrant cells
reported for M3 may also reflect its high cytotoxic action
expressed by the inhibition of the mitotic index. A smaller
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number of dividing cells may make it impossible to observe
mitotic and chromosomal abnormalities.

In Fig. 3, the micrographs represent the phases of the
normal mitotic cycle of A. cepa and the main abnormalities

Fig.3 Phases of the normal cell cycle of A. cepa (a—e) and the main
abnormalities observed (f-j). a Interphase. b Prophase. ¢ Metaphase.

observed. The frequencies of the specific changes are pre-

sented in Table 2. As demonstrated, chromosomal adhe-

d Anaphase. e Telophase. f Micronucleated cell. g-h Metaphase with

Table 2 Frequency of each mitotic and chromosomal alteration in root cells of A. cepa exposed to pesticide and mixtures

sion and micronucleus were the alterations most observed.
Chromosomal adhesion is due to abnormal chromatin

chromosomal adherence. i Anaphase with chromosomal bridge. f Tel-
ophase with fragment and loss chromosomal

Pesticide CA CL CB CBr CM MN PP
NC 0.30+£0.22 030+1.21 0.0+0.0 0.46+0.51 0.0+0.0 0.58 +0.64 0.0+0.0
Group 1 50 pug/L GLI 3.86 4+ 0.95%* 036+1.51 0.20+0.35 0.54+0.0 0.24+0.65 2.90+0.35 0.48+0.50
4 ug/L 2,4-D 5.46+1.53***  0.60+0.85 0.0+0.0 1.66+1.65 0.0+0.0 3.20+1.50* 0.0+0.0
1596 ug/LIPR  4.28 +0.82%* 0.30+0.25 0.34+0.45 2.28+0.12%  0.0+0.0 4.96 + 0.30%* 0.0£0.0
0.14 pg/L IMI 3.02 +0.91%* 0.0£0.0 0.0+0.0 0.88+£0.69 0.0+0.0 3.10+ 0.50* 0.0+£0.0
Ml 6.26 +1.52%**  0.0+0.0 0.0+0.0 1.08+1.52 0.0+0.0 3.14 4+ 0.80* 0.0+0.0
Group2 65 pg/L GLI 1.60+0.95 0.34+035 0.08+0.05 0.40+0.52 0.06+0.09  3.44 +0.98%* 0.32+0.10
10 ug/L 2,4-D 5.88+0.36%* 1.06+ 0.0+0.0 1.26+1.70 0.0+0.0 6.74 + 1.68** 0.0+£0.0
27.14 ug/LIPR  6.80 + 0.45%* 0.0£0.0 1.42+124  2.14+1.05 0.0+0.0 7.76+1.25%%%  0.0+0.0
1.13 pug/L IMI 6.12 4+ 1.25%* 0.0£0.0 0.24+0.35 1.22+0.98 0.36+0.65  3.26+0.52%%* 0.0£0.0
M2 4.46 + 0.98** 0.0+0.0 1.06 +1.02 1.88+0.95 0.0+£0.0 3.90 4+ 0.36%* 0.0+£0.0
Group 3 280 pg/L GLI 2.02+£1.53 0.0+0.0 0.0+0.0 0.28+0.38 0.04+0.08 2.82+1.52 0.0+0.0
30 ug/L 2,4-D 6.06 +1.35*% 0.0+0.0 0.24+0.85 0.54+0.46 0.0+£0.0 4.32+1.26* 0.0+£0.0
4726 ug/LIPR  6.92 +2.03%* 040+0.34 034+0.94 2.94+0.04* 034+0.38 7.00+1.55%* 1.58 +0.23*
4.53 pg/L IMI 4.78 +1.05* 0.0+0.0 0.08+0.46 1.46+0.43 0.0+0.0 4.42 1+ 0.64** 0.0£0.0
M3 3.20+ 0.65* 0.0+0.0 0.0+0.0 0.0+0.0 0.56+0.25 3.20+0.32* 0.0+0.0

CA chromosomal adherence, CB chromosome breakage, CL chromosome loss, CBr chromosome bridge, CM c-metaphase, MN micronucleus,
PP polyploidy. Group 1: lowest concentrations of pesticides. Group 2: intermediate concentrations of pesticides. Group 3: highest concentrations
of pesticides. M1, M2, and M3: mixtures. Asterisks denote statistical significance in relation to the negative control (NC): *p <0.05, **p <0.01,
skokskok
p<0.0001
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condensation. The intense connections between chromo-
somes cause cell death (Fiskesjo 1985). This abnormality
is, therefore, an initial step in apoptosis. If it persists until
the anaphase, chromosomal adhesion can generate bridges
and breaks, manifesting as chromosomal aberrations in the
next cell generations (Fioresi et al. 2020). Micronuclei result
from unrepaired clastogenic and/or aneugenic damage in the
parental cells (Fenech et al. 2020).

Flow cytometry

The flow cytometry technique detects minimal differences
in nuclear DNA content and makes it possible to quantify
the distribution of cells in the different phases of the cycle.
Therefore, the method provides relevant information on
the effects of chemical substances on the cell cycle. Flow
cytometry also can measure cell death induction (Moreira
et al. 2021). In this work, the isolated pesticides and mix-
tures altered the percentage of cells in sub-G1, G1, S, and
G2/M. Higher concentrations of pesticides and M3 caused
more significant effects. (Figs. 4 and 5).

The intensity of the fluorescence emitted by isolated chro-
mosomes, chromosomal fragments, cell fragments, nuclear
fragments, condensed nuclei, and other smaller particles
is lower than the intensity that comes from a normal Gl
nucleus. These particles are collectively called G1-subpar-
ticles (sub-G1) (Andrade-Vieira et al. 2012). Many of these
events are by-products of the cell death process, character-
ized by nuclear condensation with subsequent DNA frag-
mentation (Andrade-Vieira et al. 2012; Moreira et al. 2021).
Except for glyphosate at 65 pg/L, iprodione at 27.14 pg/L
(Fig. 4b), and glyphosate at 280 pg/L (Fig. 4c), the tested
pesticides considerably increased the frequency of sub-G1
particles concerning the control (Fig. 4a—c). All mixtures
also significantly increased the percentage of G1-subparti-
cles compared to the control (Fig. 4a—c). Compared to the
isolated pesticides, M1 did not cause a statistically signifi-
cant result compared with glyphosate, iprodione, and imi-
dacloprid. However, it caused less effects (p <0.01) than the
2,4-D at 4 pg/L (Fig. 4a). The effect of none of the isolated
pesticides differed statistically from that of M2 (Fig. 4b).
The M3 mixture promoted greater damage than the glypho-
sate (p<0.001), 2,4-D (p <0.05) and iprodione (p < 0.0001)
isolates, suggesting an additive or synergistic effect. How-
ever, the response induced by this mixture was comparable
to the isolated use of imidacloprid (Fig. 4c).

The effect of pesticides and mixtures on the frequency
of cells in phase GO/G1 is shown in Fig. 4d—e. The lowest
concentrations of pesticides and the M1 mixture failed
to change the proportion of cells in this phase (Fig. 4d).
The 2,4-D at 10 and 30 pg/L and imidacloprid at 1.13
and 4.53 pg/L increased the frequency of cells in GO/G1
with respect to the control, as did M2 and M3 (Fig. 4e—f).

This result indicates that in response to the genotoxic
action of 2,4-D, imidacloprid, and mixtures, a cascade
of signal transduction was triggered, culminating in a
transient interruption of the cell cycle in GO/G1, to allow
for repair before progressing to the subsequent phase of
the cycle (Fioresi et al. 2020; Moreira et al. 2021). These
results also show that no isolated pesticide differed sta-
tistically from M2 (Fig. 4e), while the M3 mixture pro-
moted a greater adverse effect than iprodione at 47.26 pg/L
(p<0.05) (Fig. 41).

The lowest concentrations of pesticides and M1 did not
interfere with the percentage of cells replicating their DNA
(Fig. 4g). Considering the intermediate concentrations, only
imidacloprid at 1.13 pg/L reduced the frequency of cells
in phase S (Fig. 4h). Glyphosate at 280 pg/L increased the
proportion of cells in phase S concerning the control and, in
contrast, 2,4-D at 30 pg/L, imidacloprid at 4.53 pg/L. and M3
were associated with a decrease in the frequency of cells in
this phase (Fig. 4i). The M3 treatment differed statistically
from the treatments involving isolated glyphosate, iprodione,
and imidacloprid but had a similar effect to 2,4-D (Fig. 4i).

According to Moreira et al. (2021), the accumulation
of cells in phase S indicates the blockade of DNA repli-
cation by activation of the intra-S checkpoint. Our results
are consistent with other studies that reported the same
effect for the active ingredient (George and Shukla 2013)
and a commercial formulation based on glyphosate (Marc
et al. 2004), in vitro and in vivo, respectively. George and
Shukla (2013) showed that the accumulation of cells in S
was due to increased expression of G1/S cyclins. Marc et al.
(2004) presented evidence that the herbicide inhibited the
dephosphorylation of the residue of Tyr 15 of CDK1/cyclin
B, preventing its activation and G2/M transition because of
the interference of the herbicide on DNA replication. In the
present study, a direct implication of increasing the percent-
age of cells in this phase, induced by 280 pg/L of glyphosate,
was a significant decrease in the number of cells in G2/M.
This result supports the inhibition of the mitotic index.
These effects could also partly explain the negative response
for the genotoxicity index since mitotic and chromosomal
abnormalities are measured on dividing cells.

The effect of pesticides and mixtures on the frequency
of cells in the G2/M phase is shown in Fig. 4j—1. Figure 4 j
shows that although all pesticides decreased the percentage
of cells in G2/M with respect to the control, the M1 mixture
did not have the same action. Considering the intermedi-
ate concentrations of pesticides (group 2), only 2,4-D at
30 pg/L and mixture M2 reduced the frequency of cells in
G2/M (Fig. 4k). And, except for iprodione at 47.26 pg/L, all
pesticides decreased the frequency of cells with 4C DNA
content. Mixture M3 produced the same effect, comparable
to the effect of glyphosate, 2,4-D, and imidacloprid isolated
(Fig. 41).
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Fig.4 Frequency of cells in each phase of the cell cycle (subG1, GO/
Gl1, S, and G2/M) of A. cepa after exposure to pesticides glyphosato
(GLY), 2,4-D, iprodione (IPR) and imidacloprid (IMI), and their mix-
tures (M1, M2, and M3). Group 1: lowest concentrations of each pes-
ticide (50 pug/L GLY, 4 ug/L 2,4-D, 15.96 ng/L IPR, and 0.14 ug/L
IMI) and mixture of them (M1). Group 2: intermediate concentrations
of each pesticide (65 pg/L GLY, 10 ug/L 2,4-D, 27.14 pg/L IPR, and
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1.13 pg/L IMI) and mixture of them (M2). Group 3: highest concen-
trations of each pesticide (280 pg/L GLY, 30 pug/L 2,4-D, 47.26 ug/L
IPR, and 4.53 pg/L IMI) and mixture of them (M3). Asterisks denote
statistical significance with respect to the negative control (NC):
*p<0.05, **p<0.01, ***p<0.001, and ****p<0.0001. Treat-
ments followed by number sign differ from each other: #p<0.05,
##p <0.01, ###p <0.001 and #HHHp <0.0001
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Fig.5 Representative histograms of flow cytometry analysis. a Nega-
tive control and b M3. Note in the control the low coefficient of
variation of nuclei in G1 and a relatively high percentage of nuclei
in S+ G2/M, in addition to a low percentage of G1 subparticles. M3
altered all parameters analyzed in flow cytometry. Note the decrease
in cells entering division (S+G2/M), the increased coefficients of
variation of nuclei in G1, and the percentage of G1 subparticles. The
red line indicates the position of the negative control G1 peak. Note
the shift of this peak to the left after exposure of A. cepa root cells to
M3

Checkpoint activation is a mechanism that ensures cell
survival. Nevertheless, severe lesions activate cell death
mechanisms which can also be measured, in flow cytom-
etry, by FSC, SSC, and fluorescence intensity of nuclei in
G1 (IF°") (Andrade-Vieira et al. 2012; Fioresi et al. 2020).
Our findings show that pesticides and mixtures modified
these parameters (Table 3). Imidacloprid at 0.14 pg/L (group
1), 2,4-D at 10 pg/L and imidacloprid at 1.13 pg/L (group
2), and 2,4-D at 30 pg/L, imidacloprid at 4.53 pg/L, and
mixture M3 (group 3) reduced FSC. Furthermore, the inter-
mediate concentrations (group 2) of all isolated pesticides
significantly reduced the fluorescence intensity of G1, which
is also evidenced in Fig. 5, where the displacement of the
G1 peak to the left (lower fluorescence intensity) is shown.
However, the effect of M2 did not differ statistically from

that of the control. In group 3, this parameter was reduced
by the glyphosate at 280 pg/L, the imidacloprid at 4.53 pg/L
and the M3 mixture. SSC, which estimates nuclear complex-
ity, was reduced after exposure to iprodione at 15.96 pg/L
and imidacloprid at 0.14 pg/L (group 1), glyphosate at
65 pg/L, 2,4-D at 10 pg/L and imidacloprid at 1.13 pg/L
(group 2), and 2,4-D at 30 pg/L, imidacloprid at 4.53 pg/L,
and mixture M3 (group 3).

In flow cytometry, the light is deflected and refracted as
the laser beam passes through the cell. This scattered light
is collected by FSC and SSC photodiodes. FSC is associ-
ated with cell size. In contrast, SSC reflects cell granular-
ity or internal complexity, for instance, organelle structure
and cytoplasm or nucleus condensation (van der Meer
et al. 2010; Wlodkowic et al. 2011). Cell shrinkage is char-
acteristic of the initial stages of apoptosis, which results
in decreased intensity of the FSC signal, followed by an
increase in the SSC signal (condensation and nuclear frag-
mentation). When the apoptotic cascade advances, the cells
become progressively smaller, and the intensity of the SSC
signal also decreases. The development of apoptotic bodies
is characterized by a decrease in both FSC and SSC signals
(van der Meer et al. 2010; Wlodkowic et al. 2011). Nuclear
condensation hinders the entry of propidium iodide and,
consequently, the average fluorescence intensity of nuclei
in G1 decreases (Andrade-Vieira et al. 2012; Souza et al.
2023).

All pesticides and all mixtures increased the CV con-
cerning the control (p <0.0001) (Table 3). Injured cells that
have been unrepaired and escape the process of cell death
contribute to an increase in the frequency of aberrant cells.
In flow cytometry, these cells have been identified by an
increase of the CV of the nuclei in G1, which can be associ-
ated with alterations that lead to an unequal distribution of
genetic material among daughter cells, such as micronuclei
and chromosomal adhesions (Bickham et al. 1992; Biradar
and Rayburn 1995; Rayburn and Wetzel 2002; Fioresi et al.
2020; Souza et al. 2023). These were the main alterations
induced by pesticides isolated and mixtures.

Final considerations

Our study showed that the maximum concentrations of
2,4-D and glyphosate allowed by Brazilian legislation
caused toxicogenetic damage in A. epa. This result is an
alert to other organisms. Brovini et al. (2021) performed
an environmental risk assessment focused on three-best-
seller pesticides in Brazil. Glyphosate presented the most
significant environmental risk due to its elevated envi-
ronmental concentrations and the toxic effects induced
in aquatic organisms (Daphnia magna, Oncorhynchus
mykiss, and Raphidocelis subcapitata). Only glyphosate
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Table 3 Analysis of .forw.ard Pesticide ESC e IEC! cvV
light scatter (FSC), side light
§C§tter( I(ggg) ﬂgocr}iscengg . N 100£0 100£0 100+0 3.08+0.17
L“f V"‘a’;iaﬁon ( é‘{,) aﬂecro:xpg‘;r;e Group! 50 pg/L GLI 100.7+0.14 100.22 +0.81 99.89+0.10  5.5440.12%%%*
of A. cepa to pesticides and 4 pg/L2,4-D 98.67+0.51 99.77+0.37 99.77+0.28 5.59 + 0.07%***
mixtures 15.96 pg/L TPR 99.44+1.41 97.77 £0.59**  97.88+0.38 5.47 +£0.18%x%**
0.14 pg/L IMI 97.78 +0.51* 98.04 + 0.85* 98.12+0.22 5.75 £ 0.07%%%**
Ml 99.52+0.35 100.07+0.14 100.15+1.90 5.82 +0.06%***
Group2 65 pg/L GLI 98.10+1.29 97.15 +1.19* 96.84 + 0.45%* 579 4 0.08%***
10 pg/L 2,4-D 97.70 +0.51* 97.41 +£0.67%*  97.18 £1.23%% 5,77 4 0.13%##*
27.14 pg/L TPR 98.18 +0.74 98.44+1.03 97.33 +£0.12%* 590 £ 0.02%***
1.13 pg/L IMI 97.45 +0.49%*  97.15+0.36%*  96.78 £ 0.35%*  5.88 + 0.10%***
M2 98.49+0.46 99.11+0.11 100.01+1.01 5.95 + (.04 %%
Group3 280 pg/L GLI 98.09+0.79 97.70+0.95 96.67 +0.62%*  6.11 £ 0.10%***
30 pg/L 2,4-D 97.07 + 1.44%*  97.43 +0.11% 97.66+0.35 5.98 + 0.07%***
47.26 pg/L TPR 98.27+0.90 98.62+1.31 97.81+0.54 5.97 + 0.04% %%
4.53 ug/L IMI 96.97 +0.17**  96.63 +0.48%*  96.48 + 0.28%%  5.92 4 0.]12%%#*
M3 96.14 +0.75%*  96.88 +£1.29%*  96.49 +2.04%*  6.10 & 0.11%%**

Group 1: lowest concentrations of pesticides. Group 2: intermediate concentrations of pesticides. Group 3:
highest concentrations of pesticides. M1, M2, and M3: mixtures. Asterisks denote statistical significance in
relation to the negative control (NC): *p <0,05, **p <0.01, ****p <(0.0001

concentrations above 1 pg/L would represent a high risk.
In contrast, environmental concentrations of 2,4-D higher
than 10 pg/L would cause significant risk. Based on these
results, the authors concluded that the maximum values
authorized by the legislation do not protect aquatic eco-
systems and should be critically reviewed.

The analysis of the adverse effects of the combinations of
pesticides is a more realistic scenario of exposure to the iso-
lated pesticides. The results of this study showed that the M3
mixture caused the greatest deleterious effects on A. cepa.
Therefore, taking M3 as an example, we suggest an associa-
tion between the induced changes when all parameters used
are analyzed together. Thus, radicular growth inhibition can
be explained by the cell cycle blockage in G1 and induction
of cell death. In turn, this cytotoxic action was confirmed
by (a) inhibition of the mitotic index, with the consequent
decrease in the frequency of cells in G2/M; (b) increased
frequency of cells in the G1 sub-phase; (c) complexity and
size of nucleus; and (d) reduction in fluorescence intensity.
In general, the interaction of pesticides in the M3 mixture
resulted in an additive or synergistic effect for cytotoxicity
parameter. Due to it, the total frequency of aberrant cells did
not differ from the control. However, micronuclei and chro-
mosomal adhesions were significantly induced, contributing
to an increase in CV.

Attention should be given to the M1 and M2 mixtures
with the lowest concentrations of pesticides, which trig-
gered a positive response to genotoxicity. Their effect was
equivalent to those of pesticides alone, indicating that the
activation of checkpoints for DNA repair and cell death,
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demonstrated in flow cytometry, were not sufficient to main-
tain cell integrity.

Considering the toxic action of pesticide mixtures inves-
tigated in this study, we only found studies on binary com-
binations in the scientific literature. Finkler et al. (2022)
investigated the effects of 2,4-D mixed with glyphosate
in two different combinations: environmental concentra-
tions (average concentrations applied in the field) and
doses relevant to human health. Both associations caused
a significant decrease in the mitotic index of A. cepa and
a possible additive or synergistic effect due to a consider-
able increase in aberrant cells with respect to the herbicides
applied in isolation. Carvalho et al. (2020) showed, through
the comet assay, that glyphosate associated with different
acid formulations 2,4-dichlorophenoxyacetic acid (2,4-D,
2,4-D-amine and 2,4-D-ister) increased the genotoxicity
index on the erythrocytes of the fish species Cnesterodon
decemmaculatus. The mixtures glyphosate +2,4-D and
glyphosate + 2,4-D-amine showed a synergistic effect and
the mixture glyphosate 4+ 2,4-D-ester had an antagonistic
effect.

Fioresi et al. (2020) found that the mixture of iprodi-
one and imidacloprid in field concentrations also induced
cytogenotoxic damage in A. cepa. We highlight that Brazil’s
laws do not define the levels of iprodione and imidacloprid
allowed in the water. However, non-target organisms can be
harmed by these pesticides either alone or when associated
with other ones.

Finally, EU directive 2020/2184 sets a limit of 5 ug/L for
pesticide mixtures in drinking water. Meanwhile, Brazilian
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legislation only establishes maximum values for some iso-
lated pesticides. Hence, the experiments with A. cepa aided
in comprehending the impacts of pesticide combinations,
taking into account significant levels in the water ecosystem.
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