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Abstract

Plastic has been largely detected in estuarine environments and represent major concern towards aquatic
living organisms. Whereas the majority of previous studies analyze the effects of standard particles,
mainly polystyrene (PS), not representative to what is found in natural environments, the present study
evaluates the impact of microplastics (MPs) and nanoplastics (NPs) under realistic exposure conditions.
Scrobicularia plana individuals were exposed to low concentrations (0.008, 10 and 100 ug L™ ") of
environmental MPs and NPs as well as to standard PS NPs, as a comparison condition. The aim of this
study was to understand the ecotoxicological effects of environmental plastic particles on S. p/ana gills
and digestive glands but also to compare the effects of plastic polymers size in order to highlight if the
size could induce different toxicity profiles within this model organism, at different levels of biological
organization. Results showed a differential induction of detoxification enzymes (CAT, GST), immunity
(AcP), DNA damage processes as well as differential effect on behavior and condition index of animals
depending upon the type of plastic, the size, the concentration tested and the type of organ. This study
underlines the necessity of testing /) plastics collected from the environment as compared to standard
ones and ji) the effect of size using plastics coming from the same batch of macrosized plastics. This
study concludes on the future need directions that plastic-based studies must take in order to be able to
generate large quantity of relevant data that could be used for future regulatory needs on the use of
plastic.

Introduction

Plastics, considered as a wide range of synthetic or semi-synthetic organic materials, became essential to
our society due, among other things, to their lightweight, strength, durability, corrosion-resistant properties
and low cost (Thompson et al. 2009). Different chemicals, named ‘additives’ are added to plastic
polymers to improve their properties and extend their lifespan (Hahladakis et al. 2018). Plastics are thus
increasingly being used worldwide for countless applications (Cole et al. 2011; Andrady 2011). The
annual production of resin and fibers rose from 2 million tons in 1950 to 380 million tons in 2015 (Geyer
et al. 2017). Massive production of plastics highly resistant to degradation combined with poor
mechanisms for recycling (Sardon and Dove 2018) led to significant accumulation and dispersion of
plastic waste in terrestrial, freshwater and marine environments (de Souza Machado et al. 2018; Horton et
al. 2017; Li et al. 2016).

Plastics are a major threat in marine and coastal environments (Li et al. 2016; Moore 2008) because of
their persistence and their negative impacts on marine life (Andrady 2015; Worm et al. 2017; Derraik
2002). Plastic debris in marine environment originate from both land- (80%) and marine-based sources
(20%) (Derraik 2002; Li et al. 2016). Representing 60—80% of marine debris (Derraik 2002), they are
mostly composed of polyethylene (PE), polypropylene (PP), polystyrene (PS) and also of polyvinyl
chloride (PVC), polyurethane (PU), polyethylene terephthalate (PET) and polycarbonate (PC) (Worm et al.
2017). These plastic debris are widespread and have been found in coastal waters (Doyle et al. 2011),
shorelines (Browne et al. 2011), estuaries (Vermeiren et al. 2016; Wright et al. 2013a; Sadri and
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Thompson 2014) and oceans (Law et al. 2010; Andrady 2015). These past decades, plastic debris in the
marine environment has received increasing research interest.

Plastic particles whose size is less than 5 mm have been commonly described as microplastics (MPs)
(Fendall and Sewell 2009; Browne et al. 2007; Arthur et al. 2008). These MPs are classified as primary or
secondary ones, based on their sources. Most of the MPs detected in the marine environment are
secondary MPs which derived from the fragmentation of larger plastics. Indeed, it has been shown that
plastic debris fragment due to photodegradation, the effect of wave, wind and microorganisms action as
well as the abrasion from sediment particles (Andrady 2011, 2015; Kale et al. 2015). Primary MPs come
from direct sources such as cosmetics, hand and facial cleaners, or production waste from plastic
manufacturing (Wang et al. 2016; Gregory 1996). Recently, studies have focused on an even smaller
range of plastics, named nanoplastics (NPs) (Gigault et al. 2016, 2018; Lambert and Wagner 2016).
These NPs can be defined as particles having colloidal properties in aqueous systems and whose size
varies from 1 nm to 1000 nm (Gigault et al. 2018). Although nanoparticles are difficult to evidence in the
marine environment because of methodological challenges; studies have already demonstrated their
occurrence from microplastics degradation under laboratory environmentally representative conditions
(Gigault et al. 2016; Ter Halle et al. 2017; Lambert and Wagner 2016).

A large research effort has been conducted to characterize the capture and ingestion of MPs by
numerous marine organisms from small invertebrates to large vertebrates (Galloway et al. 2017). MPs
ingestion concerns all modes of nutrition for invertebrates including detritivores, deposit feeders,
planktivores, filter feeders and suspension-feeders (Wright et al. 2013a). This ingestion causes harmful
effects such as injury (Gall and Thompson 2015), inflammation and intestinal damage (Jin et al. 2018;
Lei et al. 2018), reduced food consumption (Watts et al. 2015; Cole et al. 2015), decreased energy
reserves (Gardon et al. 2018; Bour et al. 2018; Wright et al. 2013b), reduced growth (Besselin et al. 2014)
and decreased reproductive performance (Sussarellu et al. 2016). Moreover, ingested MPs have been
evidenced to translocate into the circulatory system of the mussel Mytilus edulis (Browne et al. 2008).
Recent studies have demonstrated the impacts and the bioaccumulation of NPs in marine organisms
(Arini et al. 2022; Lebordais et al. 2021; Baudrimont et al. 2019; Chae and An 2017; Bergami et al. 2017).
NPs could easily permeate lipid membranes, which may induce cell damages (Rossi and Monticelli
2014). In addition, a particular concern relates to the chemical effects of NPs. Having a high surface area,
NPs may cause stronger sorption affinities for chemicals than MPs (Koelmans et al. 2015; da Costa et al.
2016; Velzeboer et al. 2014), representing a significant risk for marine life. Moreover, the additives
incorporated in the plastics may also induce deleterious effects, however, most of the studies do not or
little characterize these additives, inducing potential bias in the interpretation of the observed responses
(Ateia et al. 2020).

Given the ubiquitous nature and small sizes of MPs and NPs, their ingestion by filter feeders and its
adverse effects is of increasing concern. Indeed, these species may be highly impacted by MPs and NPs
since they filter large amounts of water. Several studies have highlighted MPs and NPs ingestion by
bivalves under environmental conditions (Ward et al. 2019). The species Scrobicularia planais an
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endobenthic bivalve that play a key role in the structure and functioning of estuarine and coastal
ecosystems (Mouneyrac et al. 2008). S. p/ana is an ecologically relevant species for ecotoxicology
studies and has been used as a bio-indicator for assessing the health status of ecosystems (Mouneyrac
et al. 2008, 2014; Buffet et al. 2014; Chétel et al 2017). Indeed, this species is widely distributed, has a
sedentary lifestyle, is sensitive to pollutants, and is robust under controlled conditions. In addition, this
species is relevant for the use of a number of biochemical or behavioral biomarkers (Solé et al. 2009).
S.plana may be exposed to plastic particles in the water as well as in the sediment. At low tide, this
species ingests sediment particles holding its inhalant siphon above the mud surface whereas at high
tide it becomes a suspension filter feeder. Surprisingly, there are only very few studies on the effect of
plastics on S. plana. A study showed that polystyrene MPs (20pm; 1 mg L™ ') induce effects on S. p/ana,
after 14 days of exposure followed by 7 days of depuration reducing antioxidant capacity, and increasing
neurotoxicity, DNA and oxidative damages (Ribeiro et al. 2017). Nevertheless, the concentration of MPs
tested was higher than the concentrations measured in seawater in highly contaminated areas (Ribeiro et
al. 2017). Another study demonstrated a negative influence of low-density polyethylene MPs (11-13pm;
1 mg L™ 1) with adsorbed contaminants over the assessed biomarkers in the digestive gland of S. p/ana
after 14 days of exposure (O'Donovan et al. 2018). To our knowledge, there is no study, to date, on the
effects of NPs on this species.

Most studies on the effects of plastic particles concern nanoplastics or microplastics, but few studies
relate to the size continuum from NPs to MPs. Likewise, many studies have focused on the effects of
MPs on bivalves, while few studies have investigated the effects of NPs (Wegner et al. 2012; Chae and An
2017; Baudrimont et al. 2019; Lebordais et al. 2021; Arini et al. 2022). One of the findings that can be
highlighted from studies on NPs is that the shape, size and stability of NPs are the main factors affecting
their availability. In most NPs studies, standard polystyrene beads nanoparticles have a regular size, a
homogenous surface and are spherical. As the shape of NPs may induce toxic impacts, standard ones
lack environmental representativeness (Phuong et al. 2016). Indeed, they do not show any similarity with
the MPs/NPs from plastic waste degradation whose sizes, shapes and compositions are heterogeneous
(Gigault et al. 2016, 2018). Moreover, the exposure concentrations in the various studies (in the order of 1
to a few hundred mg L™ ") largely exceed MPs concentrations encountered in the environment: 0.4-34 ng
L™ " in freshwaters in the USA and Europe and 0.51 mg L™ " in marine waters (Koelmans et al. 2015).
Finally, when using MPs and NPs obtained from mechanically degraded environmental samples, little is
known about the characterization of additives and organic compounds contained in plastics. In this light,
further studies are needed to characterize MPs and NPs extracted from environmental samples and to
investigate their eco-toxicological effects on bivalves.

The objective of this study was to test the effects of environmental MPs and NPs as well as standard PS
NPs on different tissues (gills, digestive glands) and cells of S. plana at three different concentrations
similar to those estimated in the environment. Environmental MPs and NPs size and associated metals
were characterized. Biological responses of organisms were assessed from the sub-individual
(biochemical activities) to the individual level (burrowing behavior, condition index).
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Material And Methods

Collection, preparation and characterization of
environmental derived MPs and NPs

Plastic wastes were collected by hand with pliers on the right bank of the Garonne River at low tide, near
the Langoiran bridge (44°42'14.56"N, 0°24'3.91"W). The most oxidized plastic debris were sampled,
rinsed in the Lab with ultra-pure water, dried at 45°C during 48h before preparation for micro and
nanoplastic solutions.

Environmental micro and nanoplastics production

Environmental microplastics (ENV MPs) and nanoplastics (ENV NPs) were generated from macro-sized
plastic debris according to the protocol described by Blancho et al. (2021). Briefly, NPs and MPs were
produced through a process coupling agitation and sonification in aquatic media. Size range was
between 1 and 1200 nm for ENV NPs and between 1.2 and 300 ym for ENV MPs.

ENV NPs and ENV MPs were characterized in terms of composition, size, shape and surface properties by
Pyrolysis (Pyrolyzer PY-3030 Frontier Lab) coupled to gas chromatography-mass spectrometry (Py-GC-
MS) (59778, Agilent Technologies). Plastic analysis showed that ENV NPs and ENV MPs were mainly
composed of polyethylene (PE) (95%), that they were anisotropic, polydisperse in term of size and
possessed high levels of carboxylic groups onto their surface.

Carboxylated polystyrene nanobeads (200 nm) were used as reference material.

Acidic digestion and ICP-MS measurements

In order to optimize the total digestion, 100 mg of microplastics and nanoplastics powder were acid-
digested (12 N HNO; sub grade) using a multi-step procedure with a microwave oven (MW7000 system
from Anton-Paar; increasing ramp of temperature of 6.6°C per minute until reaching 250°C, then 25 min at
250°C under 140 bar of pressure). The solution of three tubes were mixed, evaporated at 90°C and
solubilized in 0.37 N HNO4 prior to ICP-MS measurements. Metal concentrations were measured by
Inductively Coupled Plasma-Mass Spectrometry (ICP-MS) from Agilent Technologies (7700x Model,
Agilent) (Supplementary Information Table A). The digestion and analyses process were validated using
reference materials (ERM-EC 680 and ERM-EC 681) from the Joint Research Centre of the European
Commission (JRC, Ispra, Italy).

Scrobicularia plana collection and laboratory exposure
assay

Individuals of Scrobicularia plana were hand-collected in the intertidal mudflat located on the French
Atlantic coast (47°01°'48"N; 1°59'02.8"W, bay of Bourgneuf). Clams were transported to the laboratory in
boxes with sediment from the collection site. Bivalves were immediately transferred into aquaria (30L)
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containing 27L of aerated artificial seawater (Tropic Marine) at 25 psu in a temperature-controlled room
at 15°C for an acclimatization period of 7 days. Photoperiod was maintained at 12:12. A total of 600
clams were divided among ten glass aquaria. The sea-water was completely renewed every three days
before adding the MPs and NPs solutions (see section 2.1.2). Clams were fed once a week with the
marine micro-alga Tetraselmis suesica (Teramer). At the end of the acclimatization period, 12 individuals
were sampled to provide the physiological status of the clams at TO.

Clams were then exposed for 21 days to ten conditions (one condition/aquarium): three plastics
conditions: field derived microplastics (ENV MPs, 1-300 pm), field derived nanoplastics (ENV NPs, 235 +
70 nm) and standard polystyrene nanoplastics (PS NPs, 200 nm) at three different concentrations: 0.008
pugL™ 1,10 ug L™ " and 100 pg L™ ' and a negative control without any added plastic. The three tested
concentrations were chosen according to Revel et al. (2020) in order to expose clams to environmental
relevant concentrations of NPs and MPs which are representative of coastal regions and gyres (Goldstein
et al. 2013). To prevent any plastic contamination, the use of plastic material was avoided during all the
experimental exposure.

Suspensions of microplastics

For each type of plastic particles (ENV MPs, ENV NPs and PS NPs), stock suspensions at concentrations
of 1and 0.1 g L™ " were prepared in ultra-pure (milliQ) water at pH 7. A working solution at 0.1 mg L™’
was obtained for each type of plastic particles by three serial dilutions of the stock suspension at 0.1 g
L™ " in ultra-pure water (milliQ) at pH 7 as performed in Revel et al. (2019). A specific volume of the stock
suspension (1 gL " or0.1 g L™") or the working solution (0.1 mg L™ ") was distributed in the aquaria to
obtain the final concentrations of 0.008, 10 and 100 pg L™ . No surfactant was used during MPs and NPs
preparation to prevent any additional effect. Each solution was well mixed before adding it to the aquaria.
All MPs and NPs solutions were prepared and spilled in the aquaria every 3 days.

Clam sampling for analysis

After 7 days (T7) of exposure to the ten conditions, 8 individuals per condition were sampled: 5 for
biomarker analysis and 3 for genotoxicity. At the end of the experiment at 21 days (T21), 18 individuals
per condition were sampled: 5 for biomarker analysis, 3 for genotoxicity and 10 used to determine burial
rate and condition index. Gills and digestive glands were dissected and immediately frozen in liquid
nitrogen for enzymatic activity analysis.

Condition index

At the end of the exposure, 10 clams per condition were weighted and the soft tissues were individually
weighted. Tissues and shells were oven-dried at 70°C for 48h. After 48h dried tissue and shell samples
were weighted to determine the CI. The condition index was calculated according to the following formula
(Walne 1976).

Driedtissuesweight(g)
Driedshellweight(g)

Condition Index (Cl) = x 100
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Burrowing test

Burrowing tests were performed as described in Bonnard et al. (2009) at T21. The burrowing experiments
were conducted in glass crystallizers containing 5 cm of artificial sediments (90% sand, 9% kaolinite, 1%
calcium carbonate supplemented with salt water (2 cm above the sediment). The sediment was hand
prepared and placed in the crystallizers 5 days before the experimentation. The burial behavior was
evaluated by placing 10 individuals per condition at the surface of the sediment in the dark and observing
the number of them that had burrowed at frequent intervals. The interval was 5 min within the first hour,
every 10 min in the second hour and then every 20 min from the third to the sixth hour. Percentages of
unburrowed individuals over time were determined for each condition.

Biomarkers

Enzyme activities (CAT, GST, and phosphatase acid) were quantified in gills and digestive gland tissues.
First, the tissues were thawed, weighed and homogenized, on ice, in Tris buffer at pH 7.2 (Tris 0.8M
(Trizma-base Sigma® T6791); NaCl 2M (Sigma® S9888); DTT 100mM (Sigma® 8349-12-3); CIP
(Protease Inhibitor Cocktail, Sigma® P8340)). The homogenates were then centrifuged at 9000 g at 4°C
for 30 min. The amount of total protein was quantified using the Bradford method (Bradford 1976). CAT
activity was measured spectrophotometrically at 240 nm (e = 0.04 mM~".cm™7; UviLine® 9600),
following the dismutation of hydrogen peroxide (H,0,) (Claiborne et al. 1985). Specific activity was

expressed in nmoles.min™'.mg ! of protein. GST activity was measured spectrophotometrically at 340
nm (€=9.6 mM~".cm~! TECAN® Sunrise) by observing the conjugation of the 1-chloro-2,4-
dinitrobenzene (CDNB) and the L-glutathione reduced (GSH) (Habig et al. 1974). Specific activity was
expressed in pmoles.min™'.mg~ " of protein. Phosphatase acid (AcP) activity was determined
spectrophotometrically at 340 nm (e =18.3 mM™~'.cm™'; TECAN® Sunrise; Acid phosphatase Assay kit
Sigma® CS0740), measuring the appearance of p-nitrophenol (pNP) by the hydrolysis of p-
nitrophenylphosphate (4-NPP) and expressed in nmoles.min™'.mg™" of protein.

Genotoxicity (comet assay)

The comet assay is a method for measuring the amount of DNA damage present in cells. This test was
carried out as previously described (Barranger et al. 2014; Akcha et al. 2000). After exposure to the 10
conditions, gills and digestive glands were dissected and then immersed in a solution of dispase Il
(2U.mL~" - 30 min - 37°C). Cell viability was checked using the Trypan Blue test. Cells were resuspended
into low melting point agarose 0.5% and the mixture was placed on microscope slides, previously covered
with agarose 0.8%. After gel solidification, slides were submerged in a lysis buffer (NaCl 2.5M (Sigma®
S9888), EDTA 1M (Sigma® E5134), Tris 0.001M (Trizma-base Sigma® T6791), Triton (Sigma® TritonX
100)) overnight at 4°C. Following lysis, slides were washed 3 times 5 minutes with PBS 1X and the DNA
denaturation was carried out (15 min) following by the electrophoresis (10 min — 300 mA). At the end of
the electrophoresis, slides were rinsed 3 x 5 min in a neutralization buffer (Tris-base 0.4 M (Trizma-base
Sigma® T6791) pH 7.5) and then dehydrated 10 min with 70% ethanol. DNA is revealed by adding 30 pL
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of ethidium bromide and observed using an optical fluorescence microscope (Olympus BX60, x 40)
equipped with a CDD camera (Lucas-S, Andor Technology) and a Komet 6 image analysis system (Kinetic
Imaging Ltd). 150 nuclei were analyzed per slide and DNA damage were expressed in percentage of the
DNA present in the Comet tail (% Tail DNA) for each nucleus.

Statistical analysis

Normality of data distribution and homogeneity of variance were tested using the Shapiro-Wilk test and
Bartlett test, respectively. Data analysis was performed at 5% alpha level using XLSTAT 2019 (version
21.4.63762). If the data did not meet the conditions for parametric tests, Kruskal-Wallis tests were
therefore used to test for differences between the treatments. If the overall test was significant, a Dunn
procedure was performed to determine which means were significantly different. If the data followed the
conditions for application of parametric tests, an ANOVA was used to test for differences between the
treatments. If the overall test was significant, a Tukey post hoc test was performed to determine which
means were significantly different. For the burrowing test, percentages of unburrowed individuals were
first In-transformed for linearization, then the regression coefficients of the least-square regression lines
were compared using analysis of covariance (ANCOVA). In all cases, p values < 0.05 were considered
statistically significant.

Results
Condition index (CI)

Mean ClI of the organisms were comprised between 12.56 and 16.16 (Table 1) and were not significantly
different between the ten conditions.
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Table 1
Condition Index (mean and standard deviation)

Concentrations (ugL-1) Clmean  CISD
Control - 12.56 3.89
PS NPs 0.008 14.04 3.46
10 13.72 3.46
100 14.20 416
ENVNPs 0.008 15.18 5.38
10 16.16 8.52
100 15.65 6.25
ENVMPs 0.008 14.15 3.82
10 13.83 2.96
100 14.60 5.09

Biomarkers
Oxidative stress and detoxication

After 7 days of exposure, no significant difference was observed for catalase (CAT) activity in gills of
S.plana exposed to plastic compared to the non-exposed animals (control) (Fig. 1). The CAT specific
activity (SA) decreased significantly in gills after 7 days of exposure to 100 pug L™ ' of PS NPs compared
to the two lowest PS NPs concentrations (0.008 and 10 pg L™ ). The CAT SA was significantly lower in
gills of clams exposed to 10 pg L™ ' of ENV MPs compared to those exposed to 0.008 pg L™ ENV MPs.
The CAT SA decreased significantly after exposure to the highest concentration of ENV NPs (100 pg L™ 1)

compared to both lowest concentrations of PS NPs (0.008 and 10 pug L™'). Comparison of CAT SA
between animals exposed 7 days to environmental micro and nanoplastics showed a significant higher

level after exposure to 0.008 pg L™ of ENV MPs compared 100 ug L™ of ENV NPs.

After 21 days of exposure, significant higher levels of CAT activity were observed in the gills of S. plana
exposed to 0.008 and 10 pg L™ ! of ENV NPs and to 100 pg L™ " of ENV MPs compared to the control ones
(Fig. 1). A significant inhibition of CAT activity was depicted in gills after clam exposure to 100 ug L™ of
PS NPs compared to the two lowest PS NPs concentrations (0.008 and 10 pg L™ ). The exposure of
clams to 100 ug L™ ENV MPs increased significantly CAT SA in gills compared to 0.008 ug L™ ' ENV
MPs. The lowest concentrations of ENV NPs (0.008 and 10 pg L™ ) induced a significant increase of the
CAT SA compared to the both 10 and 100 pg L™ ! PS NPs concentrations. and the CAT activity was
significantly increased after 21 days exposure to 100 pg L™ " of ENV NPs compared to the same
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concentration of PS NPs. Comparing CAT activity in gills of clams exposed to ENV NPs and MPs, only the

lowest concentration of ENV MPs (0.008 pg L™ ) induced a significant decrease of the enzyme activity
compared to the lowest ones of ENV NPs.

In the digestive glands of S. plana (Fig. 1), after 7 days, exposure to 10 and 100 pug L™ of ENV NPs
induced a significant increase of the CAT activity compared to the control. No significant difference in
CAT activity was depicted between the three studied concentrations of each condition (PS NPs; ENV NPs;
ENV MPs). The exposure to the three concentrations of ENV NPs induced a significant increase in
comparison to the exposure to 100 pg L™ of PS NPs. The two highest concentrations of ENV NPs (10
and 100 pg L™ ) caused also a significant increase of the CAT SA in comparison to both 0.008 and 100
ug L1 of PS NPs and ENV MPs. After 21 days, CAT activity decreased significantly in digestive glands of
clams exposed to 10 and 100 pg L™ of both PS NPs and ENV NPs compared to control (Fig. 1). No
significant difference in CAT SA was depicted between the three concentrations of each exposure
condition.

The Glutathione-S-transferase (GST) activity decreased significantly in the clam gills after 7 days of

exposure to 0.008 and 10 ug L™ of ENV MPs compared to the control (Fig. 2). No significant difference
in GST SA was depicted between the three concentrations of PS NPs and ENV NPs. Comparing exposure
to the three concentrations of ENV MPs, GST activity is significantly inhibited in gills of clams exposed to

0.008 and 10 pg L™ . The exposure to 100 pg L™ of ENV NPs decreased significantly the GST activity
compared to exposure at the same concentration of PS NPs. The comparison of GST SA in gills of clams

exposed to ENV NPs and ENV MPs showed a significant inhibition after exposure to 0.008 ug L™ ' ENV
NPs, 100 pg L™ " ENV NPs, 0.008 pg L™ " and 10 pg L™ ' ENV MPs compared to exposure to 100 pg L™ of
ENV MPs. After 21 days, a significant decrease of GST activity was depicted in gills of clams exposed to

the lowest concentration (0.008 pg L™ ") of ENV MPs compared to the control (Fig. 2). Comparing the
three concentrations of exposure for each condition, a significant inhibition of GST SA was depicted in

gills for the two highest concentrations (10 and 100 pg L™ ") of PS NPs; for 0.008 pg L™ ENV NPs

compared to 10 pg L' ENV NPs and for 0.008 pg L™ ' ENV MPs compared to 100 pg L™ ' ENV MPs.
Comparing exposure to PS NPs and ENV NPs, a significant inhibition was observed after exposure to 10

and 100 pg L™ of PS NPs. The exposure of clams to ENV NPs and ENV MPs led to an inhibition of the
GST SAin gills after exposure to 0.008 pg L™ of ENV NPs and 0.008 and 10 ug L™ of ENV MPs.

Regarding GST SA in digestive glands after 7 days of exposure, a significant inhibition was shown only
after exposure to 0.008 ug L™ of ENV MPs compared to the control (Fig. 2). Some effects related to the
concentrations in digestive glands were observed with a significant decrease of GST SA after exposure to
10 and 100 pg L™ of ENV NPs compared to 0.008 pg L™ " and after exposure to 0.008 pg L™ " ENV MPs
compared to 10ug L™ '. Comparing exposure of clams to PS NPs and ENV NPs, the lowest concentrations
(0.008 and 10 pg L™ ") of ENV NPs induced a significant higher level of GST SA compared to the three
concentrations (0.008, 10 and 100 pg L™ ") of PS NPs. A significant higher level of GST SA was observed
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in digestive glands after exposure to the three ENV NPs concentrations and to ENV MPs 10 pg L™ " in
comparison to 0.008 pg L™ ENV MPs. After 21 days, a significant decrease of GST SA was shown in
digestive glands after clam exposureto 10 and 100 ug L™ ' PS NPs, 10 ug L™ ' ENV NPs and 0.008 pg L™
ENV MPs compared to the control (Fig. 2). Exposure of clamsto 10 ug L™ ENV NPs and 0.008 ug L™’
ENV MPs induced in digestive glands an inhibition of the GST SA compared to 0.008 ug L™ ' ENV NPs
and 10 and 100 pg L™ ENV MPs respectively. Comparing exposure to ENV NPs and ENV MPs, significant

lower levels of GST activity were depicted for both 10 pg L™ ENV NPs and 0.008 pg L™ " ENV MPs
compared to the other studied concentrations.

Immunity

After 7 days, a significant increase of acid phosphatase (AcP) activity was observed in gills of S. plana

exposed to 0.008 pug L™ ENV NPs compared to the control (Fig. 3). This later concentration induced a
significant higher level of AcP SA compared to both other studied ENV NPs concentrations. Concerning
ENV MPs, a significant higher level of AcP SA was depicted after exposure to the lowest concentration

(0.008 pug L") compared to 10 ug L™ . Comparing PS NPs and ENV NPs, exposure to 100ug.L™ " ENV
NPs led to a significant lower level of AcP SA compared to 10 and 100 pg L™ ' PS NPs. Concerning
exposure to ENV NPs and MPs, the higher level of AcP activity was depicted for 0.008 pg L™ of ENV NPs
significantly different from all other studied concentration except 0.008 ug L™ ENV MPs. After 21 days,

AcP SA increased significantly in gills of clams exposed to 0.008 ug L™ ENV NPs and 10 pg L™ " ENV
MPs compared to the control (Fig. 3). No significant difference in AcP SA was observed in clam gills
exposed to the different concentration of PS NPs or ENV NPs whereas a significant lower AcP activity

was depicted after exposure to 0.008 pg L™ of ENV MPs compared to both higher concentrations.
Comparing exposures to PS NPs and ENV NPs, the clams exposed to 0.008 pg L™ " ENV NPs showed a

significant increase in AcP SA compared to the ones exposed to 10 and 100 pg L™ ' PS NPs. Comparing
ENV MPs and NPs, a significant lower level of AcP activity was observed in gills of bivalves exposed to

0.008 pg L™ of ENV MPs compared to all other conditions.

In digestive glands, after 7 days of exposure, results showed a significant increase in AcP SA for all the
conditions involving environmental plastics except 0.008 pg L™ ENV MPs when compared to control. No

concentration-dependent differences were observed for each condition. Exposure to 10 and 100 pg L™ ! of
ENV NPs induced a significant increase of the AcP activity compared to all the concentrations of PS NPs.

Concerning the comparison between ENV NPs and MPs, the clam exposure to 0.008 pg L™ " ENV MPs
induced a significant decrease of AcP SA compared to 10 ug L™ " ENV NPs.

After 21 days, AcP SA decreased significantly in digestive glands of clams exposed to 0.008 pg L™ ' PS
NPs and also to all the concentrations of environmental plastics compared to the control (Fig. 3).

Concerning ENV NPs, a significant decrease was shown after exposure of bivalves to 100 pg L™ ENV
NPs compared to 0.008 pg L™ ! ENV NPs. Comparison between the effects of concentrations of ENV MPs
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showed a significant increase after exposure to 100 ug L™ ENV MPs compared to 0.008 pg L™ ENV
MPs. Concerning the comparison between PS NPs and ENV NPs, a significant decrease of AcP SA was
depicted for all concentrations of ENV NPs versus all concentrations of PS NPs. Comparing ENV NPs and

MPs, the decrease of AcP activity was higher after exposure to 100 pg L™ ENV NPs and 0.008 pg L™
ENV MPs vs respectively 0.008 ug L™ ENV NPs and 100 pg L™ " ENV MPs.

Genotoxicity

After 7 days of exposure of S. plana, DNA damages were significantly induced in gills for all conditions in
comparison to the control (Fig. 4). Exposure to 0.008 pug L™ " PS NPs induced a significant increase of
DNA damages compared to 100 pg L™ ! PS NPs whereas exposure to 0.008 pg L™ ENV NPs induced a
significant decrease of DNA damages compared to 10 and 100 pug L™ ! ENV NPs. Concerning ENV MPs, a
higher significant level of DNA damages was depicted after exposure to 100 ug L™ ' ENV MPs. Comparing

the effect of PS NPs and ENV NPs, at the concentration of 0.008 pg L™, the higher level of DNA damages
was provoked by exposure to PS NPs and the lower level by exposure to ENV NPs. Concerning ENV NPs

and MPs, DNA damages were significantly higher after exposure to 100 pg L™ ENV MPs and lower after

exposure to 0.008 ug L™ 1 ENV NPs compared to the 4 other tested concentrations. After 21 days of
exposure (Fig. 4), the three concentrations of environmental NPs and MPs as well as the concentration of

100 pg L™ PS NPs caused in gills a significant decrease of DNA damages compared to the control.
Significative differences were shown as a decrease between 0.008 pg L™ " and 100 pg L™ ! PS NPs and an

increase of DNA damages between 0.008 pg L™ " and 100 pg L™ ' ENV NPs. Comparing ENV NPs and
MPs, all the DNA damages levels were similar except a significant higher value after exposure to 100 pg

LT ENV NPs.

In the digestive glands of S. plana, after 7 days of exposure, when compared to control DNA damages
were similar for all the conditions except after exposure to 10 ug L™ ! PS NPs which revealed a significant
lower level. After 21 days, the exposure of clams to 0.008 and 10 pg L™ ENV MPs caused significant
lower DNA damages compared to the control (Fig. 4). The exposure of bivalves to 10 and 100 pg L™ PS

NPs induced a significant decrease of the DNA damages compared to those exposed to 0.008 pg L™ ' PS
NPs. Comparing PS NPs and ENV NPs, higher significant values of DNA damages were depicted after

exposure to 0.008 ug L™ ' PS NPs and to 10 and 100 pg L™ ENV NPs. Concerning ENV NPs and MPs,
significant higher levels of DNA damages were observed after exposure to 10 and 100 pg L™ ' ENV NPs as
well as 100 pg L™ ENV MPs compared to the other concentrations.

Burrowing test

Results of burrowing test for Scrobicularia plana after 21 days of exposure to the different type of
plastics (PS NPs, ENV NPs and ENV MPs) at different concentrations (0.008, 10 and 100 pg L™ 1) are
reported in Table 2. Burrowing kinetic was significantly impaired in clams exposed to 10 and 100 ug L™
PS NPs and to 0.008 pg L™ " ENV MPs. Regarding concentration effect, there was no significant
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difference in burrowing behavior when concentration increased for PS NPs. The burrowing kinetic was
more impaired when S. p/ana was exposed to the higher concentrations of ENV NPs (10 and 100 ug L™ ")

and to the lower concentration of ENV MPs (0.008 pg L™ ). Comparison between exposure to PS NPs and
ENV NPs at the same concentrations showed that PS NPs impacted more significantly the burrowing

behavior of clams at 0.008 and 100 pg L™ '. Concerning ENV NPs and MPs, the burrowing kinetic of
clams exposed to 0.008 pg L™ ' ENV MPs was the most impacted whereas behavior was less impacted
after exposure to 0.008 pg L™ 1 ENV NPs.

Table 2

Slopes of burrowing tests for S. plana in control
condition and after exposure to standard polystyrene
nanoplastics (PS NPs) and environmental micro- (ENV
MPs) and nanoplastics (ENV NPs) at 0.008, 10 and

100 uyg L™, (N=10). [Superscripts letters a, b, ¢, d for
significant differences between conditions and in bold
for significant differences between control and
conditions p < 0.005).

Concentrations (ug L")  Slopes
Control - 10.0021 b
PSNPs  0.008 10,0006 b©
10 -0.0008 &4
100 -0.0006 &4
ENVNPs  0.008 10,0035 2
10 -0.0018 b.c
100 -0.0025 P
ENVMPs 0.008 0.0002¢
10 0.0079 b.c
100 0.0024 b

Discussion

The objectives of this study were to evaluate the toxicity of environmental MPs and NPs towards the
estuarine bivalve S. plana, in comparison to standard PS NPs. The relevance of this study was i) the use
of realistic environmental conditions of exposure such as the concentration and the field-derived MPs
and NPs, long time exposure and ii) the assessment of the effects on the bivalve at different levels of
biological organisation, from molecular to individual levels on both relevant tissues (gills and digestive
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glands). Results obtained in this study allowed to highlight some differences in toxicity profiles of
bivalves when they were exposed to i) NPs as compared to MPs, both generated from environmental
macroplastics, indicating the relevance of assessing a size continuum in ecotoxicological plastic studies
and ii) environmental NPs compared to standard NPs, demonstrating the importance of investigating the
impacts of plastic with environmental relevance in form and composition.

Detoxification processes

In this study, the oxidative status of S. plana after 7 and 21 days of exposure to environmental NPs and
MPs was investigated through the enzymatic activity of catalase (CAT) and glutathione-S-transferase
(GST). CAT activity was only enhanced in gills after 21 days of exposure to 0.008 and 10 pg L™ 1 ENV NPs
and 100 pg L™ 1 ENV MPs. The response profile of the CAT activity in gills is in accordance with the study
of Ribeiro et al. (2017) showing a CAT activity increase in gills of S.plana after 21 days (14 days of
exposure and 7 days of depuration) to PS MPs (20 pm, 1 mg L™ ). In our study, an opposite result was
observed in digestive glands in which CAT activity was enhanced after 7 days then inhibited after 21 days
of exposure by both ENV NPs 10 and 100 pg L™ conditions. A similar increase of CAT activity in
digestive glands has also been demonstrated in the mussel Mytilus spp after 10 days of exposure to
0.008 and 10 pg L of PE and PP (400um) (Revel et al. 2019) but not in the oyster C.gigas after exposure
to the same conditions (Revel et al. 2020). Catalase appears to contribute to a differential tissue response
to counteract the oxidative stress. Catalase is an enzyme involved in the cellular first line of defence
against oxidative damage catalysing the conversion of H,0, - the main precursor of hydroxyl radicals in
aquatic organisms (Regoli and Giuliani 2014) - into H,0 and O,. As regards to GST activity, it was

significantly reduced in gills after 7 days of clam exposure to 0.008 and 10 ug L™ ' ENV MPs, whereas in
digestive glands, GST activity was inhibited for both duration (7 and 21 days) after exposure to 0.008 ug
L =T ENV MPs and only at 21 days for 10 pg L™ ' ENV NPs. In both organs, gills and digestive glands and
for both duration exposure (7 and 21 days) GST is significantly inhibited after exposure to 0.008 ug L™’
ENV MPs but also at 21 days in digestive glands after exposure to 10 pg L™ ' ENV NPs. GST is the main
phase Il enzyme involved in the oxidative stress response which catalyses the conjugation of xenobiotics
and endogenous compounds to the GSH (reduced glutathione), allowing the cellular detoxification of
their more soluble form and limiting their oxidative impact on cellular molecules and structures. Results
suggest a stronger response of the antioxidant system to both ENV NPs and MPs in the digestive gland
than in the gills. This is in accordance with the literature on the accumulation of MPs and NPs in bivalves
showing that the target organ of these particles is the digestive gland so called a sentinel tissue (Sendra
et al. 2021). MPs ingested and accumulated in gills, through microvilli and endocytosis may then be
transferred to others organs via the haemolymph (Ribeiro et al. 2017). MPs are also ingested through the
inhalant siphon and then transported through the digestive gland where the injury could be size
dependant (Islam et al. 2021; Ribeiro et al. 2017). Ribeiro et al. (2017) noted the presence of PS MPs
essentially in the digestive gland which could explain the higher detoxification activity observed in
digestive glands in our study. Li et al. (2021a) used fluorescent tracing to demonstrate that NPs mainly
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accumulate in gills, intestine and stomach of Corbicula fluminea with a stronger response to oxidative
stress expressed in the visceral mass. A meta-analysis conducted by Li et al. (2021b) specifically on
bivalves and their response to oxidative stress induced by MPs showed the strong response of the anti-
oxidant system during MPs short-term exposure to counteract the imbalance of ROS production. Our
study is in accordance with this report for both ENV NPs and ENV MPs and showed that a longer
exposure to plastic particles whatever their size — nano or micro - as it could be found in environmental
ecosystems (chronical exposure) led to an oxidative imbalance that the antioxidant system can no longer
counteract resulting in weaker CAT and GST activities in the exposed organisms than in the control
organisms after 21 days. Furthermore, based on their review, Li et al. (2021b) suggested to favour
catalase activity rather than GST one as a reliable biomarker for long-term studies of exposure to MPs.
Concerning S. plana PS NPs exposure, it is important to highlight in our study that only the longerterm
exposure (21 days) caused a response: a weaker activity of the antioxidant system in the digestive
glands. These results show the importance of studying the effects of environmental plastic particles
since the responses of organisms differ from standard NPs used in numerous studies.

Immune response

Baroja et al. (2021) reported that the most frequently investigated responses of bivalves to MPs exposure
concerned the immunotoxicity. Numerous studies have demonstrated that MPs and NPs hampered
immune responses in exposed bivalves as the mussel Mytilus galloprovincialis (Avio et al. 2015; Cole et
al. 2020) or the blood clam Tegillarca granosa (Tang et al. 2020; Zhou et al. 2021). In our study, the
immune response follows the same pattern as the antioxidant response. The acid phosphatase activity in
S. plana was less impacted in gills than in digestive glands. In this later organ, the AcP activity is
enhanced after 7 days of exposure to both ENV NPs and ENV MPs and inhibited after 21 days when
compared to the activity in non-exposed organisms. No difference of response was evidenced in relation
to size whereas in the literature MPs appear to be more immunotoxic to the bivalves than NPs (Sendra et
al. 2020).

Genotoxicity

DNA damages can be produced by the accumulation of MPs and NPs in the organs of bivalves leading to
alterations at the cellular level linked to physical interactions between cellular structures including
nucleus and NPs. However, these interactions may also be caused by the increased intracellular ROS
concentration in relation with the size or the genotoxic substances as metals present within or absorb on
plastic particles. In our study, after 7 days of S. plana exposure, all the organisms exposed to all tested
MPs and NPs presented significant higher DNA damages in gills compared to the control group and
between plastics type at 0.008 and 100ug.L™'. Damages are similarly to the ones induced by the
exposure for 7 days to 1 mg L™ of PS MPs (Ribeiro et al. 2017) and also after 7 days exposure to 1 mg
L~" of LDPE MPs (low-density polyethylene microplastics) oxybenzone-associated (O'Donovan et al.
2020). Genotoxicity could be related to an oxidative stress non supported by the antioxidant system,
which would be consistent with the lack of GST activity in gills after 7 days exposure.
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Individual markers

Behavior and condition index

Among the most frequently affected biochemical endpoints, regardless of the exposure period or
contaminant (MPs, NPs, pharmaceutical drugs) are oxidative stress related endpoints and behavior (Silva
et al. 2020b; Li et al. 2021). Thus, besides biochemical response category of biomarkers, behavioral
biomarkers are sensitive tools in assessing the impact of the contaminants at concentrations far below
the lethal effect (Amiard-Triquet 2009; Bonnard et al. 2009)

This study shows that after 21 days of exposure to plastic particles, standard PS NPs exhibit more
alterations in burrowing activity compared to environmental NPs and MPs. Our findings highlighted also
that for S. plana PS NPs exposure, only the longer-term exposure (21 days) caused a response: a weaker
activity of the antioxidant system in the digestive glands. Uptake of nano-PS beads (~ 30 nm) was found
to alter the behavior of the blue mussel, reflected by a significant reduction in the filtering activity, valve
opening, production of pseudofaeces (Wegner et al. 2012) and clearance rate (Van Cauwenberghe et al.
2013). Exposed H. diversicolorto PS NPs concentrations from 0.005 to 0.5 mg L™ ! demonstrated an
increase in burrowing time associated with an overall decrease in acetylcholinesterase (AChE) activity
(Silva et al. 2020a). As reported by Oliveira et al. (2013), MPs were able to significantly inhibit AChE (by
an average of 22%), an inhibition rate that has been considered high enough to induce adverse effects in
neurofunction (Ludke et al. 1975) and thus on burrowing and feeding activity as demonstrated by the
ingestion of sediments containing 7.4% polystyrene MPs by the lugworm Arenicola marina (Besseling et
al. 2013).

Difference between groups with a significant effect of PS NPs compared to environmental NPs and MPs
could be explained by clams adjusting their ingestion rate by an active recognition of MPs as for the
mussel Mytilus galloprovincialis (Masia et al. 2021). The absence of effect on burrowing behavior of two
sediment-dwelling bivalve species Ennucula tenuis and Abra nitida exposed to polyethylene MPs (1; 10
and 25 mg kg™ of sediment) for four weeks suggests that the observed decrease in energy was not
sufficient to impact burrowing (Bour et al. 2018) in accordance with other studies showing that condition
indices were not altered in bivalves exposed to microplastic, despite toxic effects observed at the cellular
level (Ribeiro et al. 2017; von Moos et al. 2012).

Importance of testing environmental plastics versus
standard ones

The originality of this study was to test MPs and NPs generated from macro sized plastic collected from
the environment. In this sense, the diversity of type of plastic, shape, composition allow to evaluate the
complexity of these contaminants in the context of risk assessment. This study underlined differences in
S. plana exposed to environmental NPs as compared to PS NPs both at sub-individual and individual
levels. In particular, results showed no effects on detoxification and immune response of PS NPs in clams
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exposed for 7 days as compared to organisms exposed to ENV NPs. After 21 days of exposure, while in
digestive glands similar profiles were observed after exposures to PS NPs and ENV NPs, in gills only ENV
NPs induced toxicity through induction of detoxification, immunity and DNA damage processes. These
results are in accordance with previous studies lead on oysters (Arini et al. 2022). This shows the
necessity of investigating the impact of realistic plastic polymers (in terms of composition, size and
form), found in natural environments to characterize their toxicity towards aquatic organisms (Piccardo
et al. 2020).

The concentration of additives in plastic is considerably greater (orders of magnitude) than that of
anthropogenic chemicals that are ‘sorbed’ to plastics in the environment (Hermabessiere et al. 2017,
Hahladakis et al. 2018). Therefore, the chemical additives in plastic could present a considerably higher
potential risk to organisms exposed to them in the environment (Murphy 2017). To our knowledge,
studies that fully characterize plastics collected in natural environments before exposing organisms to
related microplastics are scarce. In the present study, a particular attention was made on the evaluation
of chemical contents on the environmental MPs and NPs tested. Among the chemicals present in the
MPs and NPs, metals have been shown to be highly abundant. Peculiar attention must also be accorded
to the standard ones which can contain potentially toxic stabilizing additives.

Metals are present in MPs and NPs as additives incorporated during their production or after being
adsorbed on the surface of plastic particles (Godoy et al. 2019; Liu et al. 2021; Huang et al. 2021). These
metals might be transferred from the MPs and NPs to the aquatic organisms. Some studies have shown
that plastic particles associated with metals are more toxic than virgin plastic particles (Baudrimont et al.
2019). For instance, the co-exposure of MPs and Hg reduced levels of several biological parameters
(filtration rate, cholinesterase enzymes, S-transferases, and the levels of lipid peroxidation) in Corbicula
fluminea (Fernandez et al. 2020; Oliveira et al. 2018). In addition, Zhang et al. (2020) and Cheng et al.
(2021) showed antagonistic or synergistic toxicity when zebrafish embryos were exposed both to MPs
and Cadmium, depending upon the concentration and the form of tested MPs.

Importance of investigating NPs — MPs continuum in
plastic risk assessment

Another aspect to take into consideration is the continuum in size of plastics (Latchere et al. 2020).
Indeed, testing the effects of NPs and MPs coming from a common set of macro sized plastics towards
organisms will allow to understand the only influence of size on their toxicity mechanisms, with the same
initial characteristics (composition, adsorbed contaminants). In the present study, while quite similar
effects were observed at 7 days of exposure on DNA damage and immunity for gills and digestive glands,
induction of detoxification processes were different between ENV NPs and ENV MPs for both organs. On
the opposite, after 21 days of exposure, differences between environmental NPs and MPs were only
observed for CAT activity and DNA damage measurements in digestive glands and for GST activity in
gills. This suggests a more marked effect of size on toxicity mechanisms at 7 days as compared to 21
days. These findings are in accordance with the study reported by Islam et al. (2021) revealing that S.
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plana exposed to two sizes (4—6 pm and 20—25 pm) of virgin and PFOS-adsorbed MPs 1 mg L™
increase their ingestion with time (7 and 14 days) in whole soft tissues. As shown in Arini et al. (2022),
this study underlined the importance of testing NPs from environmental sources because their
aggregation state could modulate their toxicity. In this sense, Baudrimont et al. (2019) showed on bivalve
and microalgae that the aggregation state of PE NPs reduced their bioavailability and their toxicity when
the concentration of exposure was increasing.

Conclusion

This study showed the importance of taking the plastic pollution as a whole for a better evaluation of risk
assessment. In this context, assessing the continuum of size, from MPs to NPs coming from the same
batch of macro-sized plastics collected from the environment allow to efficiently compare the effect of
size on the estuarine bivalve S. plana. Considering different tissues (gills and digestive glands) and
biological levels of responses (from individual to sub-individual levels), under realistic concentrations of
exposure, it was possible to define difference in toxicity profiles depending on the size of plastics.
Moreover, standard PS NP microbeads did not present any similar toxicity pattern as compared to ENV
NPs indicating that studying the effects of this kind of plastic will not allow to fully understand the
impact of realistic plastic polymers on biota.

This study also allows to understand the effects of MPs and NPs on S. p/ana that is a key species for the
functioning of estuarine ecosystem. Whereas many studies investigate the effects of MPs and NPs in
marine and freshwater environments, it is also important to consider effects on estuarine medium that
present a mixture of freshwater and marine water and particular sediment characteristics (Latchere et al.
2021).

Finally, the plastic pollution represents a global pollution affecting different ecosystems (soil, water, air)
and it appears necessary to investigate the impact of MPs and NPs at a larger scale, such as through a
trophic chain, through a continuum from the soil to the water in order to understand their effect under
more realistic conditions.
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Figure 1

Enzymatic activity of CAT in gills (A, B) and digestive glands (C, D) of Scrobicularia plana after 7 (A, C)
and 21 days (B, D) exposure to standard polystyrene nanoplastics (PS NPs) and environmental micro-
(ENV MPs) and nanoplastics (ENV NPs) at 0.008, 10 and 100 ug.L™" (mean + SD; n=5; a, b, ¢, d showed
significant differences between conditions; red star showed significant differences between each
condition and control p<0.005)
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Figure 2

Enzymatic activity of GST in gills (A, B) and digestive glands (C, D) of Scrobicularia plana after 7 (A, C)
and 21 days (B, D) exposure to standard polystyrene nanoplastics (PS NPs) and environmental micro-
(ENV MPs) and nanoplastics (ENV NPs) at 0.008, 10 and 100 pg.L™" (mean + SD, N=5, letters a, b, ¢, d
significantly differences between conditions and the red star significantly differences between conditions
and control p<0.005)
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Figure 3

Enzymatic activity of AcP in gills (A, B) and digestive glands (C, D) of Scrobicularia plana after 7 (A, C)
and 21 days (B, D) exposure to standard polystyrene nanoplastics (PS NPs) and environmental micro-
(ENV MPs) and nanoplastics (ENV NPs) at 0.008, 10 and 100 ug.L™" (mean + SD, N=5, letters a, b, ¢, d, e
significantly differences between conditions and the red star significantly differences between conditions
and control p<0.005)
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Figure 4

DNA integrity in gills (A, B) and digestive glands (C, D) of Scrobicularia plana after 7 (A, C) and 21 days (B,
D) exposure to standard polystyrene nanoplastics (PS NPs) and environmental micro- (ENV MPs) and
nanoplastics (ENV NPs) at 0.008, 10 and 100 pg.L™" (mean + SD, N=3, letters a, b, ¢, d, e significantly
differences between conditions p<0.005 and the red star significantly differences between conditions and
control p<0.005)
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