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The growing number of manufactured nanomaterials (MNMs) used in consumer products and industrial applications
is leading to increased exposures whose consequences are not yet fully understood in terms of potential impacts
on human and ecosystem health. Thus, there is an urgent need to further develop high throughput testing for
hazard prediction in nanotoxicology. The zebrafish (Danio rerio) embryo has emerged as a vertebrate model
organism for nanotoxicity studies, as it provides superior characteristics for microscopy-based screening and can
describe the complex interactions of MNMs with a living organism. Automated microscopy coupled with image
acquisition has facilitated hazard assessment of chemicals by quantification of various endpoints (e.g., mortality,
malformations, hatching), an approach which we employed here to address adverse effects of a selected library of
MNMs of different compositions and surface functionalities. We investigated metal and metal oxide MNMs with
mean primary particle sizes of 5 to 50 nm, different chemical compositions (silica, ceria, titania, zinc oxide and silver)
and various surface coatings/functionalisation, including OECD reference materials. In addition, we tested as
representatives of nanoplastics polystyrene and polymethylmethacrylate nanoparticles which were surface modified
by either amino- or carboxyl-groups. Our systematic analysis to establish quantitative property-activity relationships

revealed a pronounced toxicity of silver and amino-modified polystyrene nanoparticles (NPs), evidenced by reduced
Received 31st March 2021,

Accepted 10th November 2021 survival and malformations. Interference with hatching, however, was the most sensitive endpoint, as zinc oxide as

well as silver NPs reduced hatching already at lower concentrations (ie., 0.5 and 1 ug mL™, respectively) and early
DOI: 10.1039/d1en00299f time points (3 days post fertilization, dpf). Interestingly, carboxylated polystyrene NPs and carboxylated or amino-
modified polymethylmethacrylate NPs were non-toxic, highlighting both surface modification and core chemistry of

rsc.lifes-nano nanoplastics as key determinants of biocompatibility.

Environmental significance

The identification of toxic properties of manufactured nanomaterials provides the basis for the safe-by-design concept and is essential to reduce the
environmental impact of chemicals, which is nowadays also referred to as green chemistry. As aquatic organisms such as fish are exposed and vulnerable
to micropollutants, we screened the effects of a diverse library of nanomaterials in zebrafish embryos. Soluble metal nanoparticles and amino-
functionalised polystyrene particles are identified as most hazardous. In addition to malformations and lethality, inhibition of hatching turns out to be the
most sensitive endpoint. Systematic hazard profiling of nanomaterials in zebrafish embryos thus enables pinpointing of the nanomaterials’ physico-
chemical properties which might be also of concern to other organisms and targets for safe by design optimisation of nanomaterials properties.
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Introduction

Despite the advantages offered by cellular screening,
simplistic in vitro systems often fail to detect more complex
organ-specific toxicity. Therefore, zebrafish (Danio rerio)
embryos may be used as an additional model that can be
fine-tuned for toxicity testing and hazard ranking of
chemicals including MNMs." Specific advantages of this
model are ex vivo development and transparency, short
generation time, low running costs and space requirements,
accessibility to genetic manipulations, and very well-studied
embryo development.”® The zebrafish genome has a high
similarity to the human genome,* and the use of zebrafish
embryos as an alternative model organism fully complies
with the efforts to replace animal experiments as laid out in
the 3R (“Replacement, Reduction and Refinement”) concept.”

The OECD guideline No. 236 for toxicity testing of
chemicals using zebrafish embryos® defines the testing
conditions and endpoints required to generate comparable
results, which can be adopted for the assessment of
manufactured nanomaterials (MNMs).®

Metal and metal oxide MNMs are already in commerce
with a high production volume and are widely applied in
consumer products, leading to their inclusion in the priority
list of OECD reference materials’ for which risk assessment
is urgently needed. Out of the 13 MNMs included in the list,
8 represent metal-based MNMs (silver, gold, iron, titanium
dioxide, aluminium oxide, cerium oxide, zinc oxide, and
silicon dioxide), whereas the remainder include carbon
nanotubes, nanoclay, dendrimers, and fullerenes. Apart from
the potential impact on human health, the environmental
fate and safety of MNMs has been in focus since the field of
nanotoxicology was established.®’

Some MNMs might end up in wastewater by washing
of MNMs containing clothes, for example. Due to their
small size they may pass through sewage treatment plants
and be released to surface waters."” There they are
potentially hazardous to aquatic organisms like fish. For
this study we selected 5 of the OECD representative
materials (silicon, titanium and cerium dioxide as well as
soluble silver and zinc oxide NPs’) which we previously
tested for adverse effects in different mammalian cell
lines."* Cationic, amine-modified polystyrene NPs were
included as a representative of nanoplastics with known
toxicity in most cell culture studies due to their positive
surface charge."' ™"

The zebrafish embryo is protected by the chorion, an
acellular three-layered envelope with a thickness of 1.5-2.5
pm, composed of polypeptides. It has conic pores of 0.5 to
0.7 um in diameter,"* through which MNMs and NPs could
pass because of their small size. However, there are also
studies that suggest that the chorion can hinder or
completely prevent the passive uptake of large molecules or
particles.'® For instance, it has been demonstrated that the
chorion blocks the uptake of some larger NPs (>50 nm), e.g.,
SiO, and TiO, NPs, but that sufficiently small and non-
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agglomerated Ag NPs (<50 nm) can pass through the chorion
pore channels.’**®

In addition to size influencing bioavailability and hence
potential toxicity, the chemical composition of MNMs plays
an important role in determining adverse effects. Specifically,
metal ions released from soluble Ag and ZnO NPs are key
descriptors to explain the increased hazard of soluble versus
insoluble metal-based MNMs.'® At present, silver- (Ag) NPs
are the best studied MNMs and are shown to be toxic to
zebrafish embryos.?°>?

Ag NPs are partly soluble in different exposure media and
within target organisms.*>** Ag NPs (13 nm) were shown to
provoke malformations and death in zebrafish embryos
starting at a concentration of 15 ug mL™.' Citrate or
polyvinylpyrrolidone-coated Ag NPs (10 nm) induced neuro-
behavioural changes as assessed by the swimming behaviour
in larvae after exposure to different light conditions.*
Induced mortality, malformations, delayed hatching, and
depressed heart rate seem to be linked to oxidative stress.>®*’
When compared to equimolar concentrations of soluble Ag"
(applied as AgNO3), the ion is more toxic than the NP form (8
nm Ag NPs stabilized by polyacrylate sodium).>® Intentional
coating by different chemicals or natural organic matter
(NOM) also influences the colloidal stability and solubility of
Ag NPs, and it can thereby modulate toxicity.>® Also shape
seems to influence the biocompatibility of Ag NPs, as Ag
nanoplates were more toxic than nanospheres and nanowires
in spite of their lower rates of dissolution and bioavailability.
This was explained by the higher surface reactivity of the Ag
nanoplates.>®

Similar to silver MNMs, ZnO NPs are partly soluble in
aqueous media and within cells.>* Zinc is an abundant and
essential transition metal in biological systems, which plays
an important role in the maintenance of protein structure
and enzymatic function. However, excessive free Zn** ions
are toxic and are therefore bound by Zn-binding proteins,
such as metalloproteins.>* ZnO NP uptake into endosomes,
with their final destination in acidifying lysosomes,
accelerates their dissolution. The intracellular Zn ions induce
lysosomal and mitochondrial damage as well as ROS and
cytokine release.’> In zebrafish embryos, ZnO NPs trigger
adverse effects as evidenced by developmental defects and
interference with hatching, most likely mediated by soluble
zinc ions.'>%3

Although insoluble metal-based MNMs are generally
considered to be non-toxic in zebrafish, some exceptions to
the rule were reported previously and are illustrated next for
the MNMs used in this study. There are contradictory
observations in zebrafish embryos regarding hatching,
development or mortality, with silica NPs being classified
either as non-toxic'” or highly toxic.*>*® Differences in
synthesis routes and surface functionalisation of the
investigated silica NPs might explain the discrepant findings,
as increasing evidence links high temperature synthesis
routes, leading to nearly free silanols, with increased
toxicity.*”*®

This journal is © The Royal Society of Chemistry 2022
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Bar-Ilan et al observed embryo malformation and
mortality ~when  zebrafish embryos were exposed
simultaneously to different TiO, NPs and UV light, while
exposure to TiO, NPs in the dark was non-toxic.'®*>*° In the
presence of UV light, the TiO, NPs were phototoxic due to
generation of ROS which induced adverse effects.

CeO, NPs were found to be non-toxic to zebrafish embryos
in several studies.*'™** However, rod shaped CeO, NPs
damaged the epithelial lining of the gastro-intestinal tract in
zebrafish larvae at 14 dpf, interfering with growth and
development, while spherical particles had no effect.**

Plastic pollution of the environment is an emerging threat
to ecosystems, and in recent years the deleterious impact of
microplastics (i.e. particles smaller than 5 mm) on several
aquatic organisms has been documented.*™” Less is known
for nanoscale plastics (i.e. particles smaller than 1 pm or 100
nm depending on the definition utilised) with respect to
environmental fate and safety.*®>°

Some studies have investigated the toxicity of polystyrene
(PS) NPs, one of the most abundant plastics, in different
aquatic organisms.”’™® In zebrafish embryos, non-
functionalised, fluorescent PS NPs (51 nm) accumulated in
the yolk sac and were distributed to various organs (intestine,
gallbladder, liver, heart, brain, pancreas) without triggering
lethality or malformations but provoking bradycardia and
hypoactivity.”*>*> Although non-functionalised PS NPs (20 and
50 nm) were found not to be acutely toxic to zebrafish, they
serve as a carrier for persistent organic pollutants and
increase their uptake and toxicity.’®®” Interestingly,
immunocompromised and infected larvae are hypersensitive
to PS NPs, evidenced by reduced survival.”® As no reference
has been found reporting on the toxic action of surface-
modified polystyrene NPs in zebrafish embryos and larvae,
we included amine- and carboxyl-modified polystyrene (PS-
NH, and PS-COOH) NPs in our analysis. Both have been used
extensively to study the toxic mechanism of action in cell
lines and its dependence on surface
functionalisation.'***°%%® Whereas PS-NH, NPs are highly
cytotoxic, PS-COOH appear biocompatible in cells. The
positive surface charge of PS-NH, NPs leads to lysosomal
acidification and damage, which eventually culminates in cell
death.

In this study, automated microscopy combined with
automated image acquisition was employed to quantitatively
assess different phenotypes upon MNM exposure (ie.
lethality, hatching). To this end, one embryo per well was
exposed to a defined concentration of MNMs and
individually imaged for up to 5 dpf. Such high throughput
plate-based assays are routinely used to screen effects of
MNM libraries in cell culture,""'* but are rarely applied to
study toxicity in zebrafish embryos. Usually, a batch of
embryos (e.g., 10-20) is exposed and individual responses are
not recorded. Also, during exposure dead embryos need to be
removed, which would otherwise have an impact on the
remaining fraction. In previous studies we were able to
monitor the detrimental effects in embryos exposed to toxic
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chemicals up to 48 hpf (hours post fertilization) by
automated image analysis.”" Here, we decided to test the
utility of this approach for hazard assessment of MNMs in
embryos but also larvae. The aim was to correlate the
physico-chemical properties of the MNMs with their adverse
effects on zebrafish embryos. For those MNMs which
provoked adverse effects in the initial screening, a detailed
dose-response and temporal analysis was conducted. Finally,
hazard profiling in zebrafish embryos was compared to
in vitro studies with cell lines where the same set of MNMs
has been recently investigated.""

Materials and methods

Nanomaterials

The MNMs used in this study are all from the NanoMILE
project MNM library. More specifically, the OECD reference
materials TiO, NM-103, TiO, NM-104, CeO, NM-212;, ZnO
NM-110, ZnO NM-111, and Ag NM-300 K NPs, as well as the
corresponding dispersant and capping agent containing 4%
each of polyoxyethylene glycerol trioleate and polyoxyethylene
(20) sorbitan mono-laurat (Tween 20) were provided by the
JRC (Joint Research Centre, Ispra, Italy) repository and were
described previously.®>®> TiO,-Plain, TiO,-PVP, TiO,-F127,
TiO,-AA4040, and CeO,-plain NPs were produced by
Promethean Particles Ltd. (Nottingham, UK) using a
continuous-flow hydrothermal method which has been
previously described in the literature,®®®” and their
characterisation has been described in Joossens, et al.®® and
Khan et al.®® SiO,-un, SiO,-NH,, and SiO,~COOH NPs were
synthesised and characterised at the JRC.”® Various
nanoplastics were investigated: PS-NH, NPs (Bangs
Laboratory, Fishers, IN, USA), PS-COOH NPs (Polysciences
Europe, Hirschberg an der Bergstrafle, Germany) and
polymethylmethacrylate (PMMA) NPs (Micromod
Partikeltechnologie GmbH, Rostock, Germany), either amino-
modified (PMMA-NH, NPs) or carboxylated (PMMA-COOH
NPs). PS-NH, NPs were additionally purchased from another
vendor (Sigma-Aldrich, Taufkirchen, Germany) to verify
results obtained with those ordered from Bangs laboratory
and were only used for the experiments depicted in Fig. S12.}

MNMs were received as aqueous suspension or as dry
powder and were used as provided. For dispersion in
Holtfreter's medium (60 mM NacCl, 0.67 mM KCI, 0.82 mM
CaCl,-2 H,0, and 2.38 mM NaHCO;, pH 7.0) MNMs were
dispersed at 5 mg mL™" in sterile filtered MilliQ water, and
then diluted to the dosing concentrations shortly before
exposure. Aqueous suspensions which were prepared from
MNM powder were ultrasonicated for 15 min in the
ultrasonic water bath Bandelin Sonorex (Bandelin, Berlin,
Germany) at 250 W, while those prepared from MNM
suspensions were ultrasonicated for 5 min. The stock
suspensions were further diluted in Holtfreter's medium (see
below). Due to the hydrophobicity of ZnO NM-111, both ZnO
particles were dispersed according to the NanoGenoTox
dispersion protocol:”" Briefly, to prepare a 2.56 mg mL™"
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stock solution 15.6 mg MNMs were weighed and then pre-
wetted with 30 pL ethanol (>96%). After gentle mixing, 970
pL of 0.05% sterile filtered bovine serum albumin (BSA, PAA,
Colbe, Germany) solution in MilliQ water was added and the
suspension was carefully mixed. Then another 5 mL of 0.05%
BSA solution was added (total volume 6 mL) and sonication
with a tip sonifier (Branson Sonifier 250, Schwibisch Gmiind,
Germany) for 2 x 1 min (50 duty cycles, output 5) was
performed. From here all dispersions were diluted in
Holtfreter's medium to 2x the required exposure
concentration. Before each dilution step the dispersions were
mixed by pipetting or vortexing. All particles were tested at
least twice for toxicity by screening experiments at 1 and 125
pug mL™' in Holtfreter's medium (5 days of exposure). The
dispersant for the Ag NM-300 K NPs was tested as a further
control at an equivalent concentration (1 mg mL ™) to match
the maximal exposure concentration of Ag NM-300 K NPs
(125 pg mL™"). The selected concentrations were chosen
based on our previous studies assessing toxicity in cell
culture experiments to directly compare the effects at a
similar dose in zebrafish embryos. For those materials (ZnO,
Ag, PS-NH,) showing adverse effects, i.e., interference with
hatching and increased mortality, additional concentrations
(zno, Ag: 2, 3.9, 7.8, 15.6, 31.3, 62.5 ug mL'; PS-NH,: 3.9,
7.8, 15.6, 31.3, 62.5 ug mL ') were tested to obtain dose
response curves.

All MNMs at the highest exposure concentration (125 pg
mL™" in Holtfreter's medium) have been characterised
immediately following dispersion (time 0) and after 24 hours
(time 24) (Table S1f). Dynamic light scattering (DLS)
measurements were performed on a Malvern Zetasizer 5000
(Malvern, UK). Ten consecutive measurements were carried
out and averaged to calculate the mean size. The results were
obtained with samples equilibrated for 2 minutes before the
measurements started.  Transmission electron
microscopy (TEM) samples were prepared on copper grids by
means of the drop method.””> MNM imaging was carried out
using a Zeiss TEM (EM 910, Oberkochen, Germany) and a
JEOL 1200 TEM (Peabody, MA, USA).

were

Zebrafish husbandry and high throughput imaging

Zebrafish husbandry and crossing was performed as described
previously.”*”> Adult wild-type zebrafish (Danio rerio, strain: AB
ZIRC KA; 1 female, 2 males per breeding cage) were allowed to
spawn in facility water. Clutches were collected 1 hour after
spawning and kept separately in petri dishes in facility water.
Only clutches with a fertilization rate of >80% were further
processed. Embryos with normal characteristics of
development”™ were washed 2x with clean facility water and 1x
with Holtfreter's medium, thereby removing any debris. From
this point embryos were kept in Holtfreter's medium (also
referred to herein as embryo medium). At sphere stage, 2-3
clutches were selected, and a sufficient number of healthy
embryos were pooled into a single Petri dish using a
stereomicroscope (Nikon SMZ 645). At 30% epiboly (at about 5
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hpf), embryos were sorted into round bottom 96 well plates,
one embryo per well in a volume of 100 pL medium. Accuracy
of sorting and embryo quality were checked by visual
inspection, and missing or damaged embryos were added or
replaced, respectively. At 50% epiboly (at about 6 hpf), 100 pL of
the 2x concentrated freshly prepared particle dispersions were
added, resulting in a total exposure volume of 200 pL. As
stipulated in the OECD guideline 236, we performed static
exposure to minimise any additional stress to the embryos in
contrast to semi-static renewal in case of unstable compounds,
where the exposure concentration of +20% of the nominal
concentration cannot be maintained. The plates were kept in a
moist chamber in an incubator at 28 °C, and brightfield images
were acquired by the automated microscope Olympus IX81
(Olympus Lifescience, Germany) as described previously for
embryos exposed to chemicals up to 48 hpf, with some
modifications.* At 24, 48, 72, 96, and 120 hpf, brightfield
images were analysed for survival and hatching (Fig. S1t). Six
pictures of each well and time point were taken in z-planes with
a distance of 100 pum. Different magnifications were used
depending on the age and size of the embryos. Up to 48 hpf a
2.5% objective was used, thereafter a 1.25% objective. Every plate
was imaged twice at each time point to minimize evaluation
mistakes. After the final acquisition at 120 hpf the larvae were
euthanised and discarded. An overview summarizing the main
steps of the screening procedure is depicted in Fig. S1.t

For this study, 15 MNMs were screened at two
concentrations in 12 embryos each, and two to three
independent experiments were performed. With 12 images
per embryo acquired every 24 h over 5 days, approximately
60 000 images were generated. For the follow-up experiments,
testing of more refined dosages (up to 6) to establish dose-
response curves for the ZnO-plain and ZnO-TECS (including
ZnCl, as a control), Ag, PS-NH,, and PS-COOH MNMs
resulted in acquisition of an additional 120000 images.
These roughly 180000 images (equivalent to ca. 600 GB of
data) were processed manually and analysed by the naked
eye. Per embryo, we selected usually one image out of 2
z-stacks of 12 images with different focal planes to obtain an
optimal imaging condition for analysis, thereby reducing the
data to 15000 images. Assuming that 0.5-1 min is needed for
the pre-selection of the optimal image (one out of twelve) and
the manual image analysis to make a binary decision (yes/no)
concerning the two read-outs, even trained experts need
theoretically 125-250 hours of constant analysis, which in
practice translates to several months for data processing and
analysis. Automated image acquisition by the microscope
demands roughly 30 min per plate, which in this screen
equates to about 80 hours. In reality, this amounts again to
several months of screening, as plates were imaged over 5
days each.

Histology and transmission electron microscopy

Embryos (Danio rerio, Tiibingen AB wildtype strain) were
processed as described previously.”® Samples were fixed with

This journal is © The Royal Society of Chemistry 2022
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Karnovsky fixative (2.5% (w/v) glutaraldehyde, 2% (w/v)
paraformaldehyde, 0.1 M PIPES pH 7.0) overnight at 4 °C.
Embryos were briefly washed with 0.1 M PIPES pH 7.0 and
treated with secondary fixative for 1 hour at 4 °C in 0.8% (w/
v) K;[Fe(CN)g], 0.5% (w/v) OsO,, 0.1 M PIPES pH 7.0. The
samples were contrasted with 2% (w/v) uranylacetate in 25%
(v/v) ethanol at 4 °C for several days. After gradual
dehydration through an ethanol series (25%, 50%, 70%,
90%, 95%, and 100%) and 1,2-propylene oxide, the samples
were embedded into EPON 812 resin. Semi-thin sections (350
nm) and ultra-thin sections (70 nm) were prepared with a
Leica EM UC6 ultramicrotome. For light microscopy, semi-
thin sections were recovered onto a glass slide by a perfect
loop (Electron Microscopy Sciences, PA) for staining with
toluidine blue O (T3260, Sigma-Aldrich), followed by
mounting in EPON. Images were acquired in tile scan by 63x/
1.40 HCX PL APO objective with oil as immersion medium,
using DM6 B upright microscope (Leica Microsystems,
Wetzlar, Germany). Individual tile scan images were merged
by LAS X software (Leica Microsystems). For electron
microscopy, ultra-thin sections were directly recovered onto
EM-slot grids (2 x 1 mm slot formvar-coated EM grids; Agar
Scientific, G2500PD). Images were acquired by a transmission
electron microscope (Zeiss EM910) operated at 80 kV with
magnification of 25 000.

Statistics

The embryos/larvae were classified for the endpoints
hatching and mortality, based on the images taken at each
time point. 12 embryos were treated per condition in each
experiment. A negative control (embryo medium only) was
included on each plate. The percentage of hatched and dead
embryos was calculated as the number of affected embryos in
each treatment group, which was normalised by the total
number of analysed embryos (i.e., the starting number at 6
hpf) and depicted as hatching (%) and mortality (%). The
normalised values were averaged for each condition, and
results are reported as mean (in the case of two independent
experiments) or mean * standard error of the mean (s.e.m.)
in the case of 3-5 independent experiments. Statistical
significance was tested using the Student's ¢-test.

Results

Physico-chemical characterisation of MNMs

The MNMs were selected from a library of different MNMs
with a size range of 5 to 50 nm, to study the impact of
primary particle size on toxicity, as well as the impact of
different core chemistries, coatings, and surface
functionalisation (Table S1f). As metal and metal oxide
MNMs have been studied previously in zebrafish as
introduced above, we focussed particularly on the effects of
surface coating and modifications affecting surface charge, to
evaluate their impact on biocompatibility. The selected
particles include SiO, (similar size, different surface
modifications), TiO, (similar size, different crystal structure

This journal is © The Royal Society of Chemistry 2022
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and surface coatings), CeO, (different synthesis routes and
thus different characteristics), Ag (surface coated), and ZnO
(similar size, hydrophobic or hydrophilic coating). PS-NH,
NPs were included as positive control, as they are highly toxic
to mammalian cells;'™'> however, they have not been
assessed so far in zebrafish embryos.

Additional representatives of nanoplastics, which were
previously not tested in cell culture experiments,"" were used
to address the importance of plastic surface charge/
functionalisation and core chemistry. To this end, PS-COOH
and PMMA-NH, as well as PMMA-COOH were investigated.
The COOH and NH, groups provide a negative or positive
surface charge, respectively, whereas the core chemistry is
defined by the two different synthetic polymers, ie.
polystyrene and polymethylmethacrylate. Whereas it is
already known that cationic, amine-modified but not anionic,
carboxylated PS NPs are toxic, it is not clear whether other
nanoplastics composed of different polymers (e.g. PMMA)
and these type of surface modifications would behave
similarly. TEM-derived diameters confirm that all particles
are in the nanometer range. Z-Average and polydispersity
index (PDI) were determined in Holtfreter's medium (Table
S17) directly after preparing the suspension and after 24 h.
The agglomeration of the MNMs differs depending on the
material chemistry and surface functionalisation. With the
exception of all nanoplastics, SiO,-plain, SiO,-COOH, and
silver NPs, all other particles agglomerated in Holtfreter's
medium. Of note, surface functionalisation by amine
modification rendered negatively charged silica NPs
colloidally unstable as documented previously.”” Increasing
numbers of amine groups might contribute to amine-silanol
hydrogen bonding, thereby enhancing inter-particle attractive
forces and agglomeration.”® Further physico-chemical
characterisation data of the MNMs under study can be found
in Joossens et al.®® Detailed reports are also available for the
representative test MNMs TiO, (NM-103, NM-104),°> CeO,
NM-212,%* ZnO (NM-110, NM-111),°* and Ag NM-300 K (ref.
65) from the JRC repository.

LOAELSs in zebrafish embryos reveal selective toxicity of
amine-modified polystyrene-, zinc-, and silver-NPs

Effects on zebrafish embryos upon exposure to the selected
MNMs were studied by either quantitative analysis of the
hatching rate and mortality or qualitative assessment of
malformations by automated microscopy. As shown in Fig. 1,
SiO,, TiO,, and CeO, MNMs as well as their modifications had
no effects after incubation at concentrations up to 125 pg mL™"
for 5 days (120 hpf). Representative images of zebrafish larvae
exposed to non-toxic MNMs are shown in Fig. S2.f The lowest
observed adverse effect levels (LOAELs) for reduction of
hatching rate were 1 pg mL™" for ZnO-plain and ZnO-TECS NPs
and 3.9 ug mL™ for Ag NPs, respectively. Although the Ag NPs
inhibited hatching at similar concentrations as the ZnO NPs,
they were much more toxic considering the mortality endpoint,
for which Ag NPs showed a LOAEL of 7.8 ug mL™", while for the
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Fig. 1 Toxicity of PS-NH,-, ZnO-, and Ag-NPs in zebrafish embryos.
The heatmap depicts the lowest observed adverse effect levels
(LOAELs, mean value) of MNMs for interference with hatching and
mortality assessed at 120 hpf. The colour code corresponds to the
LOAEL concentrations in ug mL™®. All MNMs were screened twice at 1
and 125 pg mL™, and effects on 12 embryos per treatment in each
experiment were analysed. Toxic MNMs were re-tested at multiple
concentrations (1, 2, 3.9, 7.8, 15.6, 31.3, 62.5, and 125 pgmL ) in2to 5
independent experiments.

ZnO NPs no LOAELs could be defined (>125 pg mL™) (Fig. 1
and Table S2f). Thus, the Ag NPs not only prevented hatching
but also killed the embryos. No adverse effects were observed
for the dispersant of the Ag NPs when used at the same
concentration as in the particle preparation (data not shown),
which is in line with a previous publication.® Interestingly,
amino-modified PS NPs (PS-NH, NPs) were also highly toxic to
zebrafish embryos, with hatching inhibited and mortality
induced at 15.6 ug mL ™" (Fig. 1).

Previously, a concordant ranking of NP toxicity could be
observed when zebrafish embryo data were compared to cell
culture data using the same set of MNMs." In a similar
attempt the cytotoxic response in two different commonly
used cell lines, human HCT116 colon epithelial cells and
adenocarcinomic human alveolar basal epithelial cells,"* was
correlated with embryo lethality (Fig. S3t) upon exposure to
the different MNMs. Whereas the MNMs (i.e., silica-, titania-,
and ceria-NPs) found to be non-toxic in zebrafish neither
were cytotoxic in human cells, PS-NH, and Ag NPs provoked
toxicity in both models. Therefore, malformations and
lethality provoked by PS-NH, and Ag NPs in zebrafish
embryos could be correlated with cytotoxic effects detected in
cell culture.
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Time-resolved dose response analysis of embryo toxicity upon
Ag NP exposure

The Ag NPs interfered with hatching, morphogenesis, and
survival of the zebrafish embryos in a concentration
dependent manner at 120 hpf (Fig. 2A and B, Table S27).
Inhibition of hatching depends not only on dosage but also
on the exposure duration (Fig. S47). For instance, a delay in
hatching is already observed at the lowest concentration of 1
ug mL' of silver NPs at 72 hpf (Fig. 2A). Higher
concentrations further delay the time of hatching, with a
complete block of hatching at 125 ug mL™". Increasing Ag NP
concentrations  progressively  disturbed  morphological
development, causing lethality already after 24 hpf and
affecting almost all embryos at higher doses (>62.5 ug mL ™)
(Fig. S4 and S5%). Different types of malformations were
observed but not quantified, such as pericardial oedema,
bent caudal fin, and altered head morphology (Fig. S1B¥).

The chorion was stained brownish on the outside whereas
no staining was seen inside. The discolouring of the chorion
outer surface at high concentrations of Ag NPs even obscured
the view of the embryos inside (Fig. S57).

Time-resolved dose response analysis of interference of ZnO
NP exposure on hatching

Embryos were treated with ZnO-plain and ZnO-TECS particles
at a lower concentration range compared to the other MNMs
because interference with hatching started already at a very
low concentration of 2.5 ug mL™" (Fig. 3A) and high particle
concentrations obscured the view onto the embryos, as
already observed for Ag NPs above (Fig. S6t). Since it is
known that ZnO NPs dissolve in zebrafish medium,”® we
compared the effects to those induced by soluble ZnCl, at
equimolar concentrations of Zn. The analyses were done at
120 hpf. Table S3+ shows the values for the LOAELs (lowest
observed adverse effect levels), the NOAELs (no observed
adverse effect levels), and the ECs, (effective concentration
which induces a half maximal response). ZnO-Plain and ZnO-
TECS particles prevented hatching of zebrafish embryos
already at 1 pg mL™'. The soluble ZnCl, also prevented
hatching at 0.82 pg mL™', while morphology and survival
appeared normal. When considering the equivalent Zn
concentration (Fig. 3B), ZnCl, provoked a similar response as
ZnO NPs already at half the dose (i.e. 0.4 versus 0.8 ug mL™"
Zn®"). Assuming that zinc ions are responsible for the
interference with hatching by directly binding to the
zebrafish hatching enzyme (ZHE) as reported previously®® the
reduced efficiency of ZnO NPs might be explained by
incomplete dissolution of the particles. While lower
concentrations of NPs delayed hatching, at higher
concentrations a gradual increase in interference up to a
complete block of hatching at 125 ug mL™ was noted (Fig.
S8t). Hatching interference from exposure to ZnO-plain NPs
was observed at earlier time points compared to ZnO-TECS
NPs, indicating a lower potency of the latter which might be
related to a slower dissolution of ZnO-TECS NPs due to the

This journal is © The Royal Society of Chemistry 2022
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Fig. 2 Ag NPs interfere with hatching and induce mortality at low and high concentrations, respectively. Zebrafish embryos were treated with
increasing concentrations of Ag NPs at 6 hpf and analysed at the indicated time points. Controls were exposed to Holtfreter's medium only (0 ug
mL™?). (A) Representative images to illustrate inhibition of hatching, mortality, and malformations (and discolouration of the chorion due to particle
attachment). (B) Hatching and mortality, normalised to the total number of analysed embryos, are shown as a function of MNM exposure
concentration after 120 hpf, shown as the means of 3 to 5 experiments + s.e.m. Note that for the concentration 3.9 ug mL™* only one experiment

was available (*p < 0.05, ***p < 0.001).

coating (Fig. S7 and S8f). In addition, we analysed the body
length of larvae at 5 dpf which were either untreated (control)
or exposed to ZnO NPs. As the latter did not hatch, the
chorion was removed to properly image the larvae. Indeed,
the body length of unhatched embryos was reduced
compared to controls to about 8-10% (Fig. S9t).

PS-NH, NPs but not PS-COOH NPs are acutely toxic to
zebrafish embryos

PS-NH, NPs were highly toxic in zebrafish embryos (Fig. S10A
and C and S11Af). After 24 hpf, exposure to 31.2 or 62.5 ug
mL ™" PS-NH, NPs resulted in more than 80% mortality (Fig.
S10CT). At 48 hpf, lower concentrations of PS-NH, NPs, ie., 3.9
and 7.8 pg mL', were non-toxic whereas at the higher
concentrations (31.2 and 62.5 ug mL™") hatching was inhibited
(Fig. S10A and S11AT) and none of the embryos survived (Fig.
S10C and S11AfY). Interestingly, a strong impact on the survival
of larvae could also be seen upon exposure to 15.6 ug mL™" PS-
NH, NPs, which provoked 70% lethality at 120 hpf (Fig. S10C
and S11Af¥). As surface modification of PS NPs by carboxylation
suppresses adverse effects in cell culture experiments,”**® we
tested PS-COOH NPs at the highest concentrations of 31.2 and
62.5 ug mL"' for toxicity in zebrafish embryos/larvae.
Interestingly, no toxicity could be observed up to 120 hpf (Fig.
S10B and C and S11Bf). As revealed in histological sections, PS-

This journal is © The Royal Society of Chemistry 2022

NH, NPs but not PS-COOH NPs induced cell death in zebrafish
embryos (Fig. 4). To further corroborate the pronounced toxicity
of amino-modified polystyrene, PS-NH, NPs with a similar size
purchased from another supplier were studied (Fig. S127).
Again, a dose dependent impact on mortality upon exposure to
PS-NH, NPs became evident. In order to address the importance
of core chemistry on nanoplastic toxicity, amino- or carboxy-
modified polymethylmethacrylate (PMMA) NPs of comparable
size to the PS NPs were also used. Surprisingly, PMMA-NH, NPs
were non-toxic and no difference in comparison to the PMMA-
COOH NPs could be seen (Fig. 5A-C). The level of surface
coverage by amino-groups has recently been identified as a key
parameter driving adverse effects of silica NPs in mammalian
cells.”” The relative amounts of amino-groups on the surface of
PS-NH, and PMMA-NH, NPs were quantified and found to be
in a similar range (Table S4t). Hence, the striking difference in
the toxicity between PS-NH, and PMMA-NH,, NPs illustrates that
not only the surface modification but also the core chemistry of
nanoplastics needs to be considered for hazard assessment.

Discussion

Automated microscopy combined with automated image
acquisition was employed for quantification of adverse
phenotypes in zebrafish embryos (i.e., lethality and inhibition
of hatching) upon MNM exposure. A variety of MNMs with
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embryos. Zebrafish embryos were treated with ZnO-plain, ZnO-TECS,
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Representative images to illustrate inhibition of hatching by ZnO NPs.
(B) Dose-dependent decrease of hatching after exposure to ZnO NPs
and ZnCl, at equivalent concentrations of Zn, depicted as the mean
values of two independent experiments.

different core chemistry, surface functionalisation, and
coatings was investigated to identify critical physico-chemical
properties which are essential to enable a safe-by design
approach in the future. In the following we first consider the
advantages and limitations of microscopy-based high
throughput screening (HTS) for hazard assessment in
zebrafish embryos, and its future perspectives. Secondly, we
discuss the literature on those MNMs found to be non-toxic
in our studies, before turning to the MNMs with potent
toxicity ie., ZnO and Ag NPs. Finally, we also focus our
attention on nanoplastics as emerging environmental
pollutants.
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Potential, limitations, and perspectives of hazard profiling of
MNMs by high throughput imaging in zebrafish embryos

Whereas the speed of automated microscopy seems to be
fairly optimised and reaching its limits, requiring the
parallel use of multiple quite expensive screening
microscopes for even faster throughput, there seems to be
a clear need for improved automated image analysis. In our
studies, the acquisition and analysis of thousands of
images was much more time consuming than simply
looking at the plates and scoring the two phenotypes.
However, with the recent drive to optimally use data
according to the FAIR (findable, accessible, interoperable
and reusable) principle,®® it is a prerequisite to establish
procedures that provide raw images which enable an
unbiased image analysis also of more complex
morphological read-outs, e.g., by machine learning.®!
Software has been developed to monitor toxicity by many
optical read-outs and morphological phenotypes, e.g,
coagulation (death) or changes in the heart rate of
embryos.®>®* Analysis of standard bright-field images relies
on grey scale pixel intensities for feature extraction and
object detection. However, in the case of agglomerated and
precipitated MNMs, images are often blurred, and objects
(e.g., embryo or chorion) are not easily correctly assigned.
Nevertheless, hatching rate (in the absence of MNM
agglomerates) can be determined with an accuracy of more
than 94%.% For the automated assessment of coagulation,®'
gentle washing and exchange of MNM containing medium
at a given time or pulse-chase experiments (i.e., transient
application of MNM for a defined time interval) would
presumably solve the problem. In our studies, the impact
of ZnO, Ag and PS-NH, NPs on malformations could not be
quantified as the interaction of the particles with the
chorion impedes acquistion of images depicting the entire
bodyshape. Furthermore, these MNMs interfered with
hatching. Unhatched embryos and larvae are curled and
twisted inside the chorion due to space constraints and

therefore complete assessment of malformations is
challenging. For more detailed investigations on
morphological malformations embryos need to be

dechorionated and correctly positioned in order to properly
image the region of interest. Apart from bright-field images,
fluorescence can be monitored in transgenic lines with
labelling of specific cells in specific organs, for example.
Additionally, many reporter lines employing fluorescent
protein markers linked to specific signalling pathways are
available to measure the effect of chemicals or MNMs on
certain genes relevant for mechanistic investigations into
toxicity pathways. Such approaches have been used
previously to successfully monitor the expression of various
promoter-enhancer combinations in different tissues in
high-throughput.® In this way, agglomerated non-
fluorescent MNMs should interfere less with fluorescent
read-outs and could be screened for more sophisticated
effects and modes of action in living zebrafish.

This journal is © The Royal Society of Chemistry 2022
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Fig. 4 Histological and ultrastructural analysis to assess adverse effects and localization of nanoplastics in zebrafish embryos. Zebrafish embryos
were exposed to 31.3 pg mL™* PS-NH, or 62.5 pg mL™* PS-COOH. Controls were exposed to Holtfreter's medium alone. (A-C) Toluidine blue-
stained histological sections (transverse [A and B]; horizontal [C]) at the level of the eye from untreated (A), PS-NH, (B), or PS-COOH (C) treated
embryos (6-24 hpf; n = 3 embryos for each treatment) are shown. Note the presence of dark-stained nuclei (arrowheads) indicative of cell death
after the PS-NH, treatment. The lens (L), retina (R), brain (Br), and chorion (arrows) are indicated. (Insets) Magnified views from white squared
regions to show cell nucleus morphology. Scale bars: 25 um (A-C) and 5 pm for insets. (D-I) Ultrastructure analysis of the chorion (Ch; D-F) and
the skin epithelium (G-I) from untreated embryos (D and G), PS-NH,-treated (E and H), and PS-COOH-treated zebrafish embryos (F-I). (D-F) NPs
of about 50 nm diameter (arrows) were spotted in PS-NH, (E) or PS-COOH (F)-treated embryos on the outer surface of the chorion, while none
could be observed in untreated embryos (D). (G-1) Intracellular vesicles (arrowheads) and NPs (arrows) were observed in the skin epithelium of NP-

treated embryos (H-I). (D-1) Scale bar: 100 nm.

A robotics approach which allows automatic loading of
zebrafish larvae from multi-well plates, and positions and
orients them for high-speed confocal imaging with cellular
resolution® would potentially be very useful to assess the
effects (e.g malformations) of MNMs by high-throughput
imaging, yet this is technically much more demanding and
requires removal of the chorion prior to imaging. Such a
system for automated positioning of zebrafish embryos/larvae
could also be combined with bright-field imaging to allow
automated, image-based feature assessment.*® A newly
developed software (FishInspector) enables quantification of
several morphological parameters (e.g., eye size, body length,
yolk sac size, otolith-eye distance, pericardial size, tail
malformations, swim bladder inflation, head size).
Alternatively, luminescence is used to quantify differences in
gene expression®” or signaling pathway activity in high-
throughput, where detection does not require spatial optical

This journal is © The Royal Society of Chemistry 2022

resolution as obtained by a microscope,®® and such assays
could be adapted for more refined studies on the molecular
action of MNMs.

From the above discussion it is also clear that the
screening of only 15 MNMs by HT imaging already
generates so much data that assessment of large MNM
libraries of up to a few thousand MNMs combined with
different exposure conditions (e.g., presence of natural
organic matter, UV radiation, salinity, mixture of
pollutants, etc.) is not feasible at present. Therefore, a
tiered approach is needed, whereby pre-screening of
MNMs using simple targeted read-outs at defined
developmental stages is performed (e.g., coagulation at 48
hpf). MNMs which scored positively in such assays can
then be more rigorously tested, eg, at higher
spatiotemporal resolution down to the cellular level®®5%%°
and with multiple dosages, albeit at lower throughput.
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Fig. 5 Nanoplastics are toxic to zebrafish embryos dependent on surface modification and core chemistry. (A) PS-NH, but not PS-COOH, PMMA-
NH,, or PMMA-COOH NPs induce malformations and early mortality. Zebrafish embryos were exposed to 62.5 ug mL™ NPs at 6 hpf and imaged at
the indicated time points. Controls were exposed to Holtfreter's medium only (—). (B and C) PS-NH, but not PS-COOH, PMMA-NH, or PMMA-
COOH provoke toxicity in zebrafish embryos. Hatching and mortality, normalised to the total number of analysed embryos, after 72 hpf are shown
as a function of exposure concentration. Results shown are the means of 3 independent experiments * s.e.m. (***p < 0.001).

Low toxicity MNMs

All SiO,, TiO,, and CeO, NPs, independent of their surface
modification or different synthesis routes, appeared to show
no toxicity in this study, as they did not induce a delay in
hatching, malformations, or an increased mortality rate. A
possible explanation is that the chorion protected the
embryos from these poorly soluble MNMs, which could not
pass through the chorion pores as either the size of the
primary particles (in the case of silica) or of the agglomerates
(in case of titania and ceria) is too big. In our studies, peak
area intensity analysis indicated that 100% of the titania and
ceria NPs are agglomerated. Particle agglomeration leads to
sedimentation of larger particle agglomerates, thereby
reducing the available fraction of non-agglomerated primary
particles, which can move by diffusion to interact with the
chorion. Therefore, zebrafish embryos might be protected
from adverse effects of poorly soluble MNMs until hatching.
This hypothesis could be tested in future experiments on
embryos with and without the chorion and for different
windows of exposure. The first days in zebrafish development
are important for muscle and nerve formation and other
organogenesis processes, which offer various possibilities for

384 | Environ. Sci.: Nano, 2022, 9, 375-392

damage. In this sensitive period, small alterations can lead to
malformations or death of the embryo. Therefore, the
younger the embryos the higher their susceptibility might be
for hazardous substances, and the greater the resulting
damage.”’ With development proceeding towards their
normal hatching time point, the embryos seem to be
increasingly better prepared for resisting impacts from toxic
substances in the water. Indeed, also after hatching embryos
were not susceptible to SiO,, TiO,, and CeO, MNMs and
could develop normally.

Due to their extensive use in cosmetics and paints, SiO,
NPs can get into surface water and encounter aquatic
organisms. Fent et al. detected no influence on hatching,
development or mortality of zebrafish embryos exposed to
low concentrations of fluorescently labelled amino-modified
amorphous 60 nm and 200 nm SiO, NPs (0.0025, 0.25 and 25
ug mL™") until 96 hpf,’” which supports the findings of our
study. In contrast, Duan et al. found significantly increased
mortality (22%) of zebrafish embryos exposed to amorphous
62 + 7 nm SiO, NPs at higher concentrations (25, 50, 75, 100
and 200 pug mL™") at 96 hpf.***® These authors also
documented cardiovascular effects as well as oedema and
bent tails at lower doses. The discrepant findings might be

This journal is © The Royal Society of Chemistry 2022
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explained by a different surface chemistry or synthesis route
of the silica NPs (oil-water microemulsion core-shell
particles in the first case versus Stober synthesis in the latter).

In previous studies TiO, NPs (21 nm, anatase/rutile 3:1)
were found to be non-toxic to zebrafish embryos and were
therefore used as negative control in nanotoxicity
experiments.®®> Our experiments also indicated no increase in
embryo mortality or any effect on hatching and development
up to 120 hpf upon exposure to different TiO, NPs at
concentrations of 1 and 125 ug mL™", which may be related
to the agglomerated state of the particles in the embryo
medium leading to limited interaction. There are also studies
in which toxicity due to TiO, NP (20-70 nm, anatase)
exposure was observed at high concentrations (124.5 g
mL™").”® As already outlined in the introduction, different
TiO, NPs (21 nm, anatase/rutile 3:1, and 5-10 nm, anatase,
respectively) in the presence of light induced malformation
and mortality in zebrafish embryos.’®*° In the latter studies,
uptake of NPs into the larvae could be demonstrated by
inductively coupled plasma optical emission spectrometry
and transmission electron microscopy. Further, the findings
suggest that embryos are protected by the chorion which
interfered with NP uptake. Previous studies by Yang et al.®*
tested the effect of humic acid coating on TiO, NP (21 nm,
anatase/rutile 3:1) toxicity. The adsorbed organic material
increased the toxicity of TiO, NPs to zebrafish embryos in the
absence and even more in the presence of light. A potential
mechanism for the enhanced toxicity of TiO, NPs coated by
humic acids seems to be related to an increase in oxidative
DNA damage and subsequent cell death, possibly a result of
improved dispersion of the particles and thus increased
exposure. The latter exposure scenario is so far the one most
closely mimicking the naturally occurring conditions.

In contrast to TiO, NPs, some CeO, NPs scavenge ROS
and thereby enhance cell survival.”> Antioxidant properties of
protein-coated CeO, NPs were also demonstrated in zebrafish
embryos, which prevented H,O,-induced oxidative stress,
malformations, and death by abatement of intracellular
ROS.”® CeO, NPs were found to be non-toxic to zebrafish
embryos in several studies,*’™** which was confirmed by the
results of this study. However, the influence of shape on
CeO, NP toxicity has also been investigated, suggesting that,
in contrast to the spherical CeO, NPs used in most studies,
rod-like CeO, NPs trigger toxicity in the gut.*

Higher toxicity MNMs

Ag and ZnO NPs, at exposure concentrations exceeding
predicted environmental concentrations,’® were the most
toxic NPs in our studies, presumably due to their solubility
and the subsequent release of toxic metal ions.”” The
ecotoxicological endpoints hatching, malformation, and
mortality were analysed. Whether these different phenotypes
are mechanistically linked to each other, however, needs to
be examined case by case. An embryo that fails to hatch will
not be able to feed, is more susceptible to predators and has

This journal is © The Royal Society of Chemistry 2022
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poor chances to survive. Reduced hatching rates in response
to increasing NP concentrations could be a consequence of
delayed development or death of the embryos. Another
possibility is that the zebrafish hatching enzyme (ZHE1) is
inhibited by metal ions that were released from the particles.
This has been previously shown for Zn, Ni, and Cu ions,*
and has been suggested for Ag ions.”®°” It has further been
proposed that the observed inhibition of hatching arose from
the NPs themselves and not their dissolved metal
components.”® Such inhibition could potentially be a result
of the NP adhesion to the chorion (as evidenced by the
significant discolouration noted above), which may prevent
light reaching the developing embryo, suggesting that an
indirect effect at high NP concentrations could also
contribute to the diminished hatching.’*'°° Mechanistically,
light entrainment of the circadian clock controls hatching
indirectly, possibly due to effects on the motility of the
embryo, but also directly by its impact on the dopaminergic
system, which regulates the release of the hatching
enzyme.’>'%° Adhesion of PS-NPs (100 nm) to the chorion
caused a hypoxic microenvironment and delayed hatching,
although the chorion serves as a proper barrier for particle
uptake.'®" This adverse effect might also be relevant for other
MNMs adhering to the chorion and needs further study.

In our experiments, ZnO NPs were less potent in
inhibiting hatching than soluble ZnCl, at equimolar Zn
concentrations. This is in accordance with another study
highlighting the critical role of soluble or free Zn>* ions” in
blocking the hatching of zebrafish embryos. Of note,
inhibition of hatching by ZnO NPs was the most sensitive
endpoint of those evaluated herein, and was observed already
at 1 pg mL™', whereas no malformations and mortality
occurred up to the highest tested dose of 125 pg mL .
Therefore, interference with hatching due to ZnO NPs or
ZnCl, does not directly lead to malformations and mortality,
indicating that these processes can be uncoupled and are
independent events. However, a slight reduction in body
length (8-10%) could be observed upon exposure to ZnO NPs
in unhatched larvae at 5 dpf, suggesting that hatching
inhibition might delay or inhibit development. Similarly,
exposure to the same Ag NPs as used in our studies for 6 dpf
reduced the body length in surviving larvae about 10%
compared to unexposed controls.® In the case of hatching
inhibition by Ag NPs, malformations and mortality followed
a similar dose-response. Therefore, upon Ag NP exposure
reduced hatching also could be a consequence of disturbed
development or death of the embryos. Detrimental effects on
survival and development by exposure to AgNO; were
observed already at 10-fold lower concentrations, indicative
of an essential role of Ag" ions in toxicity.®

Interestingly, we noticed a strong toxicity of specific
nanoplastics, i.e., PS-NH, NPs. Such a high toxicity of PS NPs
to zebrafish embryos and larvae has not been documented
before, since only non-functionalised PS NPs were
investigated.®® A number of reports found some adverse
effects induced by plain polystyrene particles. However, acute
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toxicity especially to zebrafish embryos is rather modest. In
our studies, toxicity of PS NPs is dependent on surface
functionalisation. As in the case of mammalian cells, amino-
modified PS NPs but not carboxylated PS NPs are toxic to
early embryonic stages. Although carboxylated PS NPs seem
not to induce acute toxic effects, a number of other adverse
effects, such as deregulation of intestinal iron uptake or
activation of ion channels, have been reported'®> and warrant
further investigations. Our findings in zebrafish embryos are
reminiscent of similar results obtained with sea urchin
embryos,'® %> where amino-modified PS NPs are toxic and
carboxylation of PS NPs can render these materials
biocompatible. These observations provide a clue for a safe-
by-design approach to circumvent deleterious effects on
vulnerable aquatic organisms. Importantly, not only the
amino-groups at the surface of nanoplastics determines their
toxicity but also the core chemistry. In our hands, amino-
modified PMMA NPs, with a similar degree of amine
functionalisation as that on the PS-NH, NPs, were non-toxic
to zebrafish embryos up to 5 dpf regarding the acute
endpoints hatching, malformations, and survival, indicating
that simply considering surface groups is not sufficient to
predict toxicity. However, this does not indicate that PMMA
NPs are in general non-toxic. In a recent study in fish
(juvenile sea bass), exposure to PMMA NPs (around 50 nm)
altered gene expression related to lipid metabolism.'*® For
fluorescently labelled PMMA NPs, uptake by aquatic
organisms such as barnacles’®” and water fleas'*® has been
demonstrated. At present, we can only speculate on the
different toxicity of amino-modified PS and PMMA NPs. For
example, different linker lengths to couple the amino-groups
to the surface and regional differences in the density of such
functional groups on the particle surface might alter
interactions at the nano-biointerface. Furthermore, the
polymer chemistry (such as PMMA versus PS) might as well
affect the reactivity of the amino-groups at the surface.
Clearly, further research is needed to more precisely
characterise the importance of chemistry of
nanoplastics composed of different polymers to establish
structure-activity relationships with a potential to support
the safe-by-design concept.

A further challenge in the safety assessment of
nanoplastics relates to the difficulties to unambiguously
detect nanoplastics at high resolution and at the single
particle level in biological tissues. For non-labelled
nanoplastics found in the environment with rather
heterogenous shapes and sizes, detection in tissues will
remain difficult if not impossible. In our studies engineered,
monodisperse polystyrene NPs were used which, due to their
homogeneous spherical shape and size, could be specifically
identified outside of cells, e.g., attached to the chorion, by
TEM. However, inside of cells, carbon-based nanomaterials
are hard to distinguish, as the atomic number does not differ
from that of the biological matrix. For synthesized model
nanoplastics intended for experimental studies, heavy
elements such as metals could be incorporated which can
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facilitate quantification of particles by mass spectrometry in
environmental samples such as activated sludge,'®® but could
potentially be also suited to enable identification by
transmission electron microscopy in biological
specimen.'**'*!

Summary and conclusions

In an interdisciplinary approach, a well characterized library
of MNMs with distinct physico-chemical properties was
assessed for their potential induction of adverse effects in
zebrafish embryos. Building on our experience with this
MNM library and their impact on mammalian cells, we now
investigated potential toxicity in an entire organism focusing
on lethality, effects on development, and hatching. Through
our systematic analysis employing high-throughput imaging
we highlight the relevance of material chemistry but also
surface functionalisation as key parameters to be considered
for future MNM safe-by design strategies. These principles
are also of specific relevance for the assessment of emerging
micropollutants such as nanoplastics. As imaging-based high
throughput screening to assess adverse effects of MNMs in
zebrafish has not been frequently used so far in the field,
some future research and developments also are suggested.
Whereas embryos within the chorion already can be
efficiently imaged and analysed by dedicated software, for
hatched larvae this is not so simple. Novel technologies and
software solutions, such as machine learning approaches for
image analysis, are motivated by our findings in order to
further establish high-throughput imaging of zebrafish larvae
as a powerful and promising tool for hazard assessment of
MNMs, but also of chemicals in general.
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