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Cell death is the process that regulates homeostasis and biochemical changes in healthy cells. Silver nano-
particles (AgNPs) act as powerful cell death inducers through the disruption of cellular signalling functions.
In this study, embryonic zebrafish cells (ZF4) were used as a potential early-stage aquatic model to evaluate
the molecular and cell death mechanisms implicated in the toxicity of AgNPs and Ag*. Here, a low,
medium, and high concentration (2.5, 5, and 10 pg mL™) of three different sizes of AgNPs (10, 30 and
100 nm) and ionic Ag* (1, 1.5 and 2 pg mL™) were used to investigate whether the size of the nanomaterial,
ionic form, and mass concentration were related to the activation of particular cell death mechanisms and/
or induction of different signalling pathways. Changes in the physicochemical properties of the AgQNPs were
also assessed in the presence of complex medium (cell culture) and reference testing medium (ultra-pure
water). Results demonstrated that AgNPs underwent dissolution, as well as changes in hydrodynamic size,
zeta potential and polydispersity index in both tested media depending on particle size and concentration.
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Similarly, exposure dose played a key role in regulating the different cell death modalities (apoptosis, necro-
sis, autophagy), and the signalling pathways (repair mechanisms) in cells that were activated in the attempt
to overcome the induced damage. This study contributes to the 3Rs initiative to replace, reduce and refine
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1. Introduction

Nanoparticles (NPs) are materials with overall dimensions in
the nanoscale range (1-100 nm). NPs have unique properties,
which differ significantly from their bulk form, such as
increased strength, chemical reactivity or conductivity, and
higher surface area.'” Silver nanoparticles (AgNPs) are con-
sidered one of the most globally used nanomaterials (NMs),
being incorporated into hundreds of products including elec-
tronics, food packaging, textiles and in a variety of biomedical
products, such as wound dressings and medical device coat-
ings, mainly due to their inherent antimicrobial properties.>*”
Despite the advantages of AgNPs in society, environmental
and toxicological risks are associated with their full life cycle,
ie. their fabrication, handling, usage, and disposal.® AgNPs
are sensitive to the surrounding environment, which may
induce environmental transformations, such as agglomera-
tion, oxidation, and dissolution of the NPs, which also
includes the release of its ionic form (Ag") and its transform-
ation to other forms such as silver sulphide (Ag,S) and silver
chloride (AgCl).>”"° The presence of AgNPs and their environ-
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animal experimentation through the use of alternative models for nanomaterials assessment.

mental products in the aquatic environment may trigger a
cascade of cellular events, which could potentially lead to a
toxic response.'” Cellular events play an important role in
maintaining the health and regulating the development of
organisms; while processes such as programmed cell death
and other types of regulated cell activity are key to understand-
ing how cells respond to stress, activate survival pathways or
even self-initiate cell death mechanisms to eliminate damaged
cells."* The mechanisms of cellular response to stress factors
and the fate of the damaged cells depends on the nature and
duration of the stress as well as the cell physiology.'*""
However, the unique physicochemical properties of AgNPs
may result in uncontrolled generation of oxidative stress due
to the imbalance between the prooxidant and antioxidant
levels inflicting damage to the cell’s organelles.'®'* For
example, lipid peroxidation is described as a process where
free radicals attack lipids containing carbon-carbon double
bonds and acts as a powerful cell death regulator.’®'*"* Cell
death pathways such as apoptosis, necrosis, and autophagy
can also be triggered by different stimuli, with each cell death
pathway having different timings and mechanisms of induc-
tion.'® Apoptosis is a natural cellular mechanism for physio-
logical cell deletion, which can be initiated by mitochondrial
impairment and release of cytochrome ¢ into the cytosol, trig-
gering the activation of caspases that lead to the apoptotic
pathway.'®'*'> Necrosis is activated when other types of pro-
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grammed cell death have failed to repair damaged cells,
leading to the elimination of the impaired cells."*® On the
other hand, autophagy is a process that has gained importance
as part of cell death regulation, engulfing and eliminating
intracellular material, such as proteins, damaged organelles,
and endogenous substrates (xenophagy) through lysosomal
degradation.'®'”'8

Assessment of the toxicological responses of aquatic organ-
isms to NMs in the environment is growing as more nano-
enabled products are developed, driving a need for faster,
higher throughput approaches. The need to reduce our
reliance on animal testing driven by policy initiatives such as
the 3Rs framework (reduction, replacement and refinement of
animal-based research) is driving the development of alterna-
tive testing strategies, including in vitro approaches using
alternative cellular models for toxicological assessment.'® In
this context, the use of fish cell lines has been demonstrated
as a potential approach to implement the 3Rs initiative; fish
cell culture represents a highly desirable model to screen cellu-
lar and molecular responses of clinical and environmental
relevance, a potential route for establishing in vitro- in vivo tox-
icity extrapolations and high sensitivity in the evaluation of
disease, cellular dysfunction and toxicity.**>> Furthermore,
the use of fish cell culture models eliminates some of the com-
plexity of animal studies, enabling long term use due to their
extended life-span and stability over extended passages, as well
as offering better control over experimental conditions and
faster detection of disruptions in cellular pathways.>"** Cell
lines also contribute to exploration of the sequence of mole-
cular and cellular events leading to adverse biological out-
comes in response to exposure to NMs, which is key in the
development of adverse outcome pathways (AOP).>* The AOP
framework describes the link between a molecular originating
event and an adverse outcome, with cell culture testing being
an important link allowing mechanistic insights that can facili-
tate NM evaluation of biochemical pathways to improve testing
strategies for targeted toxicity assessment.'*>>2¢

Here, we present a set of cellular assays utilising continuous
embryonic zebrafish cells (ZF4) to explore the effectiveness of
this cell line as a means for screening the toxicity of NMs. ZF4
cells are a type of adherent fibroblast cells, established from
1-day old zebrafish (Danio rerio) embryos. Zebrafish is a fresh-
water fish species accepted as one of the regulatory test species
by the Organisation for Economic Cooperation and
Development (OECD), with different representative stages
widely used for toxicity testing, such as zebrafish embryos
which are used for assessing acute toxicity (OECD 236-Fish
Embryo Test) up to 5 days post fertilisation without requiring
an animal licence or ethical approval, as well as whole zebra-
fish (OECD 203, Fish Acute Toxicity Test) which involves tight
regulations and ethical approvals.?’*® Furthermore, the
characteristics of the AgNPs tested herein, such as representa-
tive size (10, 30 and 100 nm) and coating (PVP) were selected
to investigate whether these specific features may be linked to
the biological and toxicological effects in cells exposed to
NMs. Hence, to provide additional mechanistic insights about
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the processes underlying the AgNPs size-induced toxicity, as
well as the pathways triggered by NPs in fish cell lines, we
present a detailed assessment of the cell death and signalling
mechanisms activated by embryonic zebrafish cells (ZF4) in
response to exposure to AgNPs and ionic silver, proposing ZF4
cells as a potential and suitable model for mechanistic nano-
toxicological studies as an alternative to fish testing.

2. Materials and methods
2.1 Characterisation of AgNPs

Polyvinylpyrrolidone (PVP) coated silver nanoparticles (AgNPs)
with core sizes of 10 + 2 nm, 30 + 2, and 100 + 8 nm were pur-
chased from Nanocomposix, USA (BioPure, Silver Nanospheres
PVP, 1 mg mL™"). In order to understand how the physico-
chemical characteristics of the AgNPs evolve in a complex
medium, the AgNPs were characterised using a range of
methods and testing media. Transmission electron microscopy
(TEM) (JEOL JEM-1400) was used to assess the metal core par-
ticle size, and nanoparticle tracking analysis (NTA) Nanosight,
NS300, Malvern Instruments, Ltd was used to provide the
hydrodynamic size. AgNP concentrations for TEM (100 pg
mL™") and NTA (0.012 pug mL™") were assessed in ultrapure
water (UPW) only. Representative low, medium and high bio-
logical concentrations of the AgNPs (2.5, 5 and 10 pg mL™",
respectively) were assessed by dynamic light scattering (DLS)
(Zetasizer Nano series, Malvern) to determine the hydrodyn-
amic size, polydispersity index (PDI) and zeta potential in both
UPW and complete culture medium (CCM) after 0 and
24 hours. CCM was prepared with DMEM/F12 (Gibco, 11330)
supplemented with 10% foetal bovine serum (FBS) (Gibco,
10270) and 1% penicillin and streptomycin (Gibco, 15070). For
hydrodynamic size and PDI, 1 mL of the AgNPs suspensions
(2.5, 5 and 10 ug mL™") was placed in disposable polystyrene
cuvettes (Sarstedt, 67.742), whereas for zeta potential measure-
ments 700 pL was placed in a folded capillary cell (Malvern,
DTS1070); all the samples were prepared fresh and immedi-
ately evaluated using a default standard operational procedure
adjusted for silver on the V.8.00 software. Detailed method-
ologies for the TEM, DLS and NTA sample preparation are
included in the ESI,{ with TEM images and size distribution
graphs included as Fig. S2 in the ESL{

2.2 Silver nitrate (AgNO3) stock

AgNPs in the environment are likely to undergo dissolution
and release Ag’, therefore, to evaluate the impact of Ag" in the
toxicity of the AgNPs to ZF4 cells, different concentrations of
ionic Ag were prepared as a control (with equivalent mass of
silver in ionic form). First, silver nitrate (AgNO; salt, VWR
chemicals, USA) was weighed calculating the total amount of
Ag', then, the AgNO; salt was dissolved in UPW to obtain a
final concentration of 1 mg mL~" of Ag. The suspension was
prepared in a laminar flow cabinet to avoid contamination.
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2.3 Dissolution of AgNPs in water and CCM

For dissolution experiments in water and CCM, a protocol was
optimised to ensure the best recovery of ionic silver.>*" The
final protocol is as follows:

For dissolution in UPW, PVP coated AgNPs with sizes of 10,
30, and 100 nm were dispersed in 20 mL of UPW to a final con-
centration of 10 pg mL™". The suspensions were placed in low
density  polyethylene (LDPE) bottles (Thermofisher,
2003-series) and gently shaken (100 rpm) (Benchmark Incu-
shaker H100M) at 28 °C. Aliquots of 400 pL were taken after 15
and 30 minutes and then at 1, 1.5, 2, 4, and 8 hours. Each
sample was placed into a micro centrifugal tube (3 kDa,
Amicon® Ultra 0.5 mL, UFC5003, Merck) and centrifugated at
20 817¢g for 5 minutes at 20 °C (Eppendorf, 5430 R). After cen-
trifugation, the filter was carefully removed and the 300 pL of
the bottom liquid (containing the dissolved silver fraction) was
placed into 15 mL tubes (Falcon, 352196 Fisher scientific) and
diluted with 5 mL of 2% HNO; (A509-P500, TraceMetal™,
Fisher scientific) and left for 24 hours at 4 °C. The next day,
samples were analysed by inductively coupled plasma mass
spectrometry (ICP-MS) (NexION 300x, PerkinElmer).

For dissolution in CCM, the three different AgNP sizes (10,
30 and 100 nm) were diluted in 20 mL CCM to a final concen-
tration of 10 pg mL™", placed in new LDPE bottles and treated
as described for the UPW samples (see above). The filters were
subjected to additional washes by adding 500 pL of UPW into
each tube and then centrifugated again at 20817g for
30 minutes at 20 °C. After centrifugation, 400 pL of the super-
natants were recovered and added to the corresponding vial,
which contained the 1st centrifugation liquid. This process
was performed three times to ensure the maximal recovery of
the ionic form of Ag. Finally, the recovered mix of the four
supernatants (initial +3 washes) was diluted with 2% HNO; for
a total volume of 5 mL, left for 24 hours at 4 °C and then ana-
lysed by ICP-MS.

For all the experiments (in water and CCM), three individ-
ual replicates were included for each NP size and time point.
The ICP-MS was calibrated via a standard curve (10, 50, 100,
and 200, 500 ppb) prepared with silver plasma emission solu-
tion (Aristar, VWR, 456892C) diluted in ultrapure water.

2.4 Culture of embryonic zebrafish cells (ZF4)

Embryonic zebrafish (ZF4) cells established from 1-day old zeb-
rafish embryos as described by Driever and Rangini, (1993)*
were purchased from ATCC (ATCC® CRL-2050™). Cells were
cultured as described on the manufacturer’s website (https:/
www.atcc.org/products/all/CRL-2050.aspx). Briefly, the vial of
cells was thawed and resuspended in a T75 flask with a vented
cap (Corning, 430641U), containing 1 mL of the cell suspen-
sion and 9 mL of CCM for a total volume of 10 mL, and incu-
bated in a humidified atmosphere of 5% CO, at 28 °C. The
CCM was prepared using DMEM/F12 (Gibco, 11330) sup-
plemented with 10% foetal bovine serum (FBS) (Gibco, 10270)
and 1% penicillin and streptomycin (Gibco, 15070). After the
cells reached 80% confluence (4 days), they were passaged by
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removing the cell medium, washing with 5 mL of phosphate-
buffered saline (PBS) (Thermofisher, D5837), detaching with
1.5 mL of 0.25% trypsin (Gibco, 15090) for 3 minutes, and
finally diluted in a total volume of 10 mL of CCM. 2mL of the
diluted suspension was seeded on T75 flasks in a final volume
of 8 mL, and this procedure was repeated once a week to main-
tain the cell line in T75 flasks.

For flow cytometry experiments, cells (Passage 20) on T75
flasks were detached as previously described, then 3 mL of the
diluted suspension was resuspended and reseeded in T175
vented cap flasks (Corning, 431080) in a total volume of 20 mL
of CCM and incubated for one week. After the cells reached
85-90% confluence (5 days), the medium was removed, cells
were washed with 10 mL of PBS, detached with 3 mL of
trypsin, diluted in 7 mL of CCM, and re-seeded as required for
each experiment (see below). The cell line was maintained in
T175 flasks by reseeding 2 mL of the diluted suspension in a
total volume of 20 mL CCM in T175 flasks. Cells were main-
tained in T175 flasks by splitting once a week as described
above for the T75 flask cultures.

2.5 Lactate dehydrogenase activity (LDH) assay

Different AgNP concentrations were tested to determine the
half maximal effective concentration (ECs,) of AgNPs and Ag"
in ZF4 cells. For this, the cytoplasmic enzyme LDH was evalu-
ated. First, ZF4 cells were seeded in 96-well flat bottom plates
(Corning, 3917) at a density of 8000 cells per well and in a total
volume of 200 pL to ensure spacious distribution. Cells were
cultured using DMEM/F12 supplemented with 10% FBS, and
1% of penicillin and streptomycin at 28 °C, 5% CO,. 24 hours
post seeding, cells were treated with 5, 10, 20, 30, 40 and 60 pg
mL ™" of AgNPs and lower concentrations (0.5, 1, 2, 3, 5, and
8 pg mL™") of silver nitrate (AgNO;) (Sigma, 209139) as the
ionic counterpart, and incubated for 3, 24, 48, and 72 hours.
In addition, a positive control of 10% dimethyl sulfoxide
(DMSO) was included at the respective time points. The
selected AgNPs and AgNO; concentrations were based on lit-
erature review, which suggests that ionic Ag is likely to be
more toxic towards organisms than AgNPs.'”*3° After the
incubation time, LDH levels were evaluated via LDH assay
(CytoTox 96, Promega Corporation, USA) on intact cells using a
modified protocol as described by Ali-Boucetta et al. (2011).>°
This protocol was selected due to interference from the intrin-
sic absorbance of the AgNPs at 490 nm when following the
manufacturer’s protocol. Briefly, the cell medium was aspi-
rated and replaced with 110 pL of 0.9% lysis solution and incu-
bated for 45 minutes at 28 °C. Lysates were collected, trans-
ferred into 1.5 mL Eppendorf tubes and centrifuged at 20 073g
(Eppendorf, 5430R) for 5 minutes; 50 pL of the cell lysate was
transferred into 96 well plates, followed by addition of 50 pL of
reconstituted substrate mix (LDH kit Promega, G1780), covered
with foil and incubated at room temperature for 15 minutes.
Finally, 50 pL of stop solution (LDH kit Promega) was added;
the absorbance was immediately recorded at 492 nm using a
FLUOstar Omega microplate reader (BMG Labtech, Germany).
Each treatment was performed in triplicate (n = 3), and each
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sample was added to three wells for evaluation leading to the
mean value being (n = 9) for each of the different AgNPs sizes
(10, 30 and 100 nm) and AgNO; treatments. Results were calcu-
lated based on the percentage of cell survival using the
formula described in the published protocol.*

Percentage of survival
= [sample absorbance/mean control absorbance] x 100

2.6 Autophagy assay

The autophagy response was evaluated using the methodology
provided by the manufacturer of the cell Meter™ autophagy
assay kit (23002), applying slight modifications for flow cyto-
metry samples. Briefly, ZF4 cells were seeded in six-well flat
bottom plates (Corning, CLS3736) at a density of 5 x 10> cells
in a total volume of 2 mL per well, and 24 hours prior to the
study. Cell were seeded using DMEM/F12 supplemented with
10% FBS, and 1% penicillin and streptomycin at 28 °C and 5%
CO,. After 24 h, ZF4 cells were exposed to low, medium, and
high concentrations of AgNPs and AgNO; based on the results
of the LDH assay where 10 pg mL ™" decreased cell viability by
50% for the three AgNPs sizes, whereas for AgNO;, the ECs,
concentration was found to be 2 pg mL™". Hence, cells were
treated with 2.5, 5 and 10 pg mL™" of each one of the three
AgNPs sizes (10, 30 and 100 nm) and 1, 1.5 and 2 ug mL™" of
AgNO; for 24 h at 28 °C. Controls for autophagy were also
included - 10 uM Rapamycin (Sigma, 553210) and 100 pM
Bafilomycin (Sigma, B1793) were also incubated for 24 hours
to induce and decrease autophagy, respectively. After the incu-
bation period, the cell medium was removed from all treat-
ments; cells were washed with warm PBS (28 °C) and detached
using 0.25% trypsin for 3 minutes at 28 °C. The medium and
cells were centrifuged for 10 minutes at 270g at 4 °C. The
supernatant was removed, and the pellet was labelled using
Cell Meter™ Autophagy Assay stock following the supplier pro-
tocol for flow cytometry. Briefly, 20 pL of Autophagy Green™
was diluted with 10 mL of stain buffer, afterwards the cell
pellet was stained with 500 pL and incubated at room tempera-
ture for 30 minutes. After staining, cells were washed with PBS
and centrifuged at 270g at room temperature for 10 minutes.
The supernatant was discarded, and the cell pellet was diluted
with 500 pL of PBS. Labelled cells were analysed by fluo-
rescence-activated cell sorting (FACS) wusing a BD
LSRFortessa™ X-20 system running the software BD FACSDiva
version 8.0.1 (Beckton, Dickinson and Company, New Jersey,
NY, USA) with the fluorescein isothiocyanate (FITC) filter,
which has a fluorescence excitation/emission of 499/521 nm.
Electronic compensation was set up based on unstained cells
(control), cells labelled with the single stain and by excluding
cell doublets from the analysis. At least 10 000 counts were
analysed per sample and three individual replicates were per-
formed per treatment.

2.7 Apoptosis versus necrosis assay

Evaluation of the cell death mechanism induced by AgNPs and
Ag' in ZF4 cells was performed by Alexa Fluor® 488 Annexin V/
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dead cell apoptosis kit (Thermofisher V13242) following the
manufacturer’s protocol for flow cytometry samples. First, ZF4
cells were seeded in six-well flat bottom plates (Corning,
CLS3736) at a density of 5 x 10> cells in a total volume of 2 mL
per well, using DMEM/F12 supplemented with 10% FBS, and
1% penicillin and streptomycin at 28 °C and 5% CO,. After
24 h, cells were treated with 2.5, 5 and 10 pug mL ™" of the three
different AgNPs sizes (10, 30 and 100 nm) and AgNO; (1, 1.5
and 2 pg mL™") for 24 h at 28 °C. In addition, 10% dimethyl
sulfoxide (Sigma, D4540) and 2.5 pM staurosporine (Sigma,
S4400) were included as positive controls for induction of
necrosis and apoptosis, respectively. After the incubation
period, the cell medium was removed; cells were washed with
warm PBS (28 °C) and detached using 0.25% trypsin for
3 minutes at 28 °C. Then, the cell medium and cells were cen-
trifuged for 10 minutes at 270g at 4 °C. The supernatant was
carefully removed, and the pellet was labelled with 5 pL Alexa
Fluor® 488 annexin V and 1 pL of the propidium iodide (PI)
working solution and incubated in the dark at room tempera-
ture for 15 minutes. After the incubation period, samples were
diluted with 400 pL of 1x annexin-binding buffer and immedi-
ately analysed by FACS using FITC and Texas Red® dye filters
with fluorescence excitation/emission of 499/521 and 535/617
(nm) respectively. Flow cytometer was set up as previously
described (see above). A detailed summary of the flow cytome-
try data sorting and analysis can be found in Fig. S2 in the
ESLT

2.8 Mitochondrial membrane potential

HCS mitochondrial health kit (H10295) was used to assess
changes in the mitochondrial membrane potential, as the
reagent accumulates in mitochondria of live cells proportional
to the mitochondrial membrane potential. The manufacturer’s
protocol can evaluate two cell health parameters, mitotoxicity
and cellular toxicity; however, for the purposes of this study
only mitotoxicity was evaluated. First ZF4 cells were seeded in
96-well flat bottom plates (Corning, 3917) at a density of 8000
cells per well and in a total volume of 200 pL using DMEM/F12
supplemented with 10% FBS, and 1% penicillin and strepto-
mycin the day before the experiment at 28 °C and 5% CO,.
After 24 h, cells were treated with 2.5, 5 and 10 pg mL ™" of one
the three different AgNPs sizes (10, 30 and 100 nm) or 1, 1.5
and 2 pg mL™" of AgNO; for 24 h at 28 °C. Then, cells were
stained with 50 pL each of MitoHealth stain solution for
30 minutes at 28 °C. Afterwards, 100 pL of the counterstain/fix-
ation solution was added and cells were incubated for
15 minutes at room temperature to fix the cells and stain the
nucleus with Hoechst 33342 for easier automated image ana-
lysis. Next, cells were washed twice with 100 pL PBS, and then
200 pL of PBS was added and the cells were scanned using a
Tecan Spark plate reader in time resolved fluorescence mode.
Then, the plate reader was set to scan tetramethylrhodamine
(TRITC) filter, which has an excitation/emission 557/576 nm.
Three independent samples were evaluated per treatment.
Intensity results were normalised to percentage and the mito-
chondrial toxicity was determined by signal decrease (lower
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values) in the TRITC channel compared to naive cells. In addition,
to ensure the reliability of the assay, cells were visualised under a
fluorescent microscope (EVOS® FL Cell Imaging System), and
images were taken at 20x objective (Fig. S4 in the ESIY).

2.9 Lipid peroxidation

To quantify direct damage and oxidation of lipids, Image-iT®
lipid peroxidation kit (C10445) was used by following the sup-
plier’s protocol for flow cytometry samples. Briefly, ZF4 cells
were seeded in six-well flat bottom plates (Corning, CLS3736)
at a density of 5 x 10° cells in a total volume of 2 mL per well,
using DMEM/F12 supplemented with 10% FBS, and 1% peni-
cillin and streptomycin at 28 °C and 5% CO,. After 24 h, cells
were treated with 2.5, 5 and 10 pg mL™"' of one of the three
AgNPs sizes (10, 30 and 100 nm) or 1, 1.5 and 2 ug mL™" of
AgNO; for 24 h at 28 °C. A concentration of cumene hydroper-
oxide, (100 uM) (Image-iT® lipid peroxidation kit) was also
included for 2 hours at 28 °C as a positive control to induce
lipid peroxidation. Then, cells were washed with PBS and
detached using 0.25% trypsin for 3 minutes at 28 °C. The
medium and cells were centrifuged for 10 minutes at 270g at
4 °C. The supernatant was carefully removed, and the cell
pellet was labelled using Cell Image-iT® lipid peroxidation
sensor at a final concentration of 10 uM in live cell imaging
solution (Thermofisher, A14291D]) for 30 minutes at 28 °C.
After the incubation period, dye intensities were analysed by
FACS at separate wavelengths using Ex/Em 499/521 nm for
FITC and 535/617 nm for Texas red. The ratio of the fluo-
rescence of Texas red to FITC was calculated to determine the
extent of lipid peroxidation in cells.

2.10 Statistical analysis

Viability results were plotted and analysed using GraphPad
prism 8 software (V.8.4.3). Flow cytometry results were ana-
lysed using FlowJo software (V.10.0.8, FlowJo, LLC, Ashland,
OR, USA). Statistical analyses were performed using GraphPad
8 via a two-way ANOVA followed by a Bonferroni post hoc mul-
tiple comparison for all AgNPs and AgNO; treatments against
the untreated control (naive). Comparisons across the dataset
were analysed by fitting a repeated measures ANOVA.

3. Results

3.1 Characterisation of AgNPs in ultrapure water and culture
media

AgNPs were characterised in UPW and cell culture medium
supplemented with 10% FBS (CCM). Results for the TEM size
of the AgNPs were consistent with the size range indicated by
the manufacturer, displaying 13 + 2.4 nm, 34.08 + 2.88 nm,
and 101.6 + 9.2 nm for the 10, 30 and 100 nm AgNPs sizes,
respectively. The hydrodynamic size measured by NTA in UPW
showed similar values for the 10 and 30 nm sized AgNPs (35.9
+ 11.7 nm and 37.8 + 7.4 nm respectively), whereas for the
100 nm size was close to the measured core size at 107 +
10.4 nm.
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The characterisation in water and cell media by DLS
revealed as expected, different results in terms of the hydro-
dynamic size, showing that the proteins in the cell medium
play an important role by increasing the hydrodynamic size of
all the AgNPs and inducing agglomeration (Fig. 1). The
exposure concentrations (2.5, 5 and 10 ug mL™") also showed
to have an effect on the recorded size in UPW, while the sizes
in CCM showed similar values for the three concentrations
likely as a result of stabilisation of the dispersion through
adsorption of proteins to form a corona at the particle surface.
The CCM alone showed the presence of a peak around 13 nm
after 0 and 24 hours, demonstrating that the size of the
protein clusters remained stable for 24 hours. A slight increase
in size over the 24 hours was noted in both testing media,
except for the 100 nm AgNPs in CCM which decreased slightly
in size at the highest concentration (10 mg mL™") after
24 hours. These size fluctuations may be linked to the
diffusion coefficient of the NPs in the CCM as well as to
protein exchange due to different affinities for the NPs, which
play a key role in the hydrodynamic size of the AgNPs.*”*®

The zeta potential results were similar for all AgNPs sizes
and concentrations in CCM (—12 to —6 mV); and were largely
similar to the values in water whereby the PVP capping stabil-
ises the particles despite their low zeta potential values (all
particles were slightly negative with values ranging from -7 to
—11 mvV). The DLS polydispersity index (PDI) showed notice-
able changes in the AgNPs stability in water, displaying fluctu-
ating and higher values after 24 hours (0.3 to 0.4) compared to
0 hours (0.0 to 0.1 which is consistent with highly mono-
disperse particles). The increase in PDI demonstrates that
AgNPs in water are less stable over the exposure period. At
both timepoints, the PDIs in CCM were higher than those in
water at both time points but did not change much between 0
and 24 hours, indicating that the corona formation resulted in
slight agglomeration initially, but that the dispersion
remained stable. The 100 nm size displayed the lowest PDI
values (0.01 to 0.07) suggesting that the larger NPs remained
monodisperse. A summary of all the results, including TEM
images, NTA, and DLS (size, zeta potential, and PDI) can be
found in Fig. 1 and Tables S1-S4 in the ESL{

3.2 Dissolution of AgNPs in water and CCM

To further understand changes in the physicochemical pro-
perties of the AgNPs in the different media, the dissolution of
AgNPs in UPW and CCM was assessed from 15 minutes to
8 hours, as AgNPs in aqueous suspensions reach a steady state
dissolution within this time.*>*° The released Ag" was centri-
fugally separated and quantified by ICP-MS. Results for the
dissolution of AgNPs in water demonstrated different kinetics
trends for the three sizes (10, 30, and 100 nm). As expected,
the smallest NP size presented the highest dissolution rates
compared to the other AgNPs sizes, showing an exponential
particle dissolution that rapidly increased over time (Fig. 2).
After 15 minutes, the ionic concentration detected was 0.520 +
0.013 pg mL™" and the percentage of dissolution (from the
initial concentration, 10 pg mL™") was 5.20 + 0.12% for the

This journal is © The Royal Society of Chemistry 2021
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Fig. 1 Hydrodynamic size and polydispersity index (PDI) of AgNPs by DLS in different testing media and concentrations. (A—C) Size in ultrapure
water (UPW) of the 10, 30 and 100 nm AgNPs at different concentrations (2.5, 5 and 10 pg mL™) and after 0 hours and 24 hours incubation. (B—D)
Size in complete culture medium (CCM) of the 10, 30 and 100 nm AgNPs at different concentrations (2.5, 5 and 10 pg mL™) and after at 0 and
24 hours. CCM was prepared with DMEM/F12 supplemented with 10% foetal bovine serum (FBS). Cell medium alone was also tested to determine
the size of the present proteins. The hydrodynamic size and PDI values represent the mean of three independent replicates and the AgNPs concen-
trations were based on the selected exposure concentrations for the study (ug mL™).

10 m, AgNPs in UPW. From 30 minutes to 2 hours, the dis-
solution remained below 10% (Fig. 2A), however, after 2 hours
there was a noticeable dissolution with the final amount of
dissolved silver being 2.124 + 0.202 pg mL™" representing dis-
solution of 21.24 + 2.01% after 8 hours, which was considered
the timepoint when NPs reach equilibrium. The 30 nm size
displayed lower percentages dissolution (1.63 + 1.8%) in the
initial phase (15 minutes) compared to the 10 nm; from
30 minutes to 1 hour, the dissolution slowly increased to 1%,
then after 4 hours the dissolution of the AgNPs reached equili-
brium with 10% of dissolved silver which remained constant

This journal is © The Royal Society of Chemistry 2021

at 8 hours (Fig. 2B). The biggest size (100 nm) displayed the
lowest dissolution rates; after 15 minutes there was low dis-
solution, with 0.002 + 0.0020 pg mL™" or 0.025 + 0.020%. After
4 hours, the percentage of dissolution remained stable with
0.25% for the last recorded time points (4 and 8 hours)
(Fig. 2C). On the other hand, the proteins and other molecules
(chloride and phosphate) in the CCM played an important role
in modulating the dissolution by interacting with the NPs (e.g.,
forming a corona) and in the release of ions; additionally, it is
possible that the proteins from the serum and possible larger
agglomerates were retained in the filters making the release of

Nanoscale, 2021,13, 6142-6161 | 6147
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Fig. 2 Dissolution of AgNPs in water and CCM. The figure shows the dissolution of 10 pg mL™* of three AgNPs sizes (10, 30 and 100 nm) at

different time points and testing medium. A—-C show the dissolution of

10, 30 and 100 nm at 0.25, 0.5, 1, 1.5, 2, 4 and 8 hours in ultrapure water

(UPW). Images D—F show the dissolution of the AgNPs in complete culture media (CCM) at the previously mentioned sizes and time points. Three
individual replicates were performed for each time point presented as the mean and their standard deviation.

ions slower and increasing the centrifugation time in the
initially designed protocol. Hence, the protocol was modified
to ensure the complete recovery of the ions from the centrifu-
gated sample. Results for all AgNPs sizes in CCM displayed
noticeable fluctuations and higher standard deviations within
replicates, as well as likely a linear dissolution trend. The
10 nm and 30 nm AgNP sizes both underwent partial dis-
solution, displaying a 10-fold decrease in their dissolution in
CCM compared to the results in water. The dissolution started
0.09%
(15 minutes), with a final percentage of dissolution of 2.02 +
0.12% after 8 hours (Fig. 2D). The 30 nm AgNPs started with a
much slower dissolution rate compared to the 10 nm with 0.95
+ 0.41%, however, after 30 minutes the dissolution had
increased to 1% where it remained, displaying a final dis-
solution percentage of 1.09 + 0.12%, almost half of the
recorded dissolution for the 10 nm after 8 hours (Fig. 2E). As
with the results in water, the larger size (100 nm) presented

quite fast, with an initial percentage of 1.04 +

the lowest percentage of dissolution compared to the other
AgNP sizes, although dissolution in CCM produced slightly
higher values of dissolved ions than those recorded in water.
The initial percentage of dissolution was higher compared to
water (0.30 + 0.11%); specifically, after 2 hours, the dissolution

6148 | Nanoscale, 2021,13, 6142-6161

increased to 0.62 + 0.11%, and finally after 8 hours, the final
percentage of dissolution was 0.51 + 0.29% (Fig. 2F). Overall,
these results suggest that the interaction between proteins in
the CCM and AgNPs affected the dissolution rate. Furthermore,
results in CCM may represent higher environmental signifi-
cance, as the cell culture media contains biological molecules
comparable to those found in the aquatic environment. A
summary of the results can be found in Table 5 in ESL

3.3 Lactate dehydrogenase activity (LDH) assay

The toxicity of AgNPs can vary depending on the cell type,
exposure and concentration used. To determine a suitable
testing concentration (ECso) to assess the cytotoxicity of the
AgNPs and their ionic counterpart (AgNOj3), a modified LDH
assay developed by Ali-Boucetta et al., (2011) was used.*® This
assay was selected due to known interferences from AgNPs
when following the manufacturer’s protocol which was not
designed for NPs. These interferences can be related to the
intrinsic properties of the NPs, such as emission/absorption
and binding of assay molecules to the particle surface, result-
ing in inaccurate results.*>*"** The modified LDH measures
the content of the intact cells that survived the treatment,
rather than detecting the amount of LDH released into the

This journal is © The Royal Society of Chemistry 2021
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medium following AgNPs induced cellular death.*® The modi-
fied protocol follows the same principle as the traditional
LDH, which consists of the conversion of pyruvate to lactate
and reduction of NAD+, interacting with the tetrazolium salt
(iodonitrotetrazolium violet) present in the LDH substrate mix,
producing red-coloured formazan that is quantified at
490 nm.****

The results for 10 nm AgNPs at 3 hours showed no effect on
the cell viability even at the highest concentration (60 pg
mL ") (Fig. 3) compared to the untreated control (naive). On
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the other hand, the 30 nm and 100 nm showed a viability
decrease at concentrations higher than 20 pg mL™" (84.02 +
2.86%) and 30 pg mL ™" (82.91 ug mL™" + 1.91%) respectively.
After 24 hours, the cell viability noticeably decreased for all
three sizes, indicating an ECs, of 10 pg mL™" (the corres-
ponding cell viabilities were 50.52 + 4.59%, 56.47 + 2.31% and
56.34 + 2.56% for the 10, 30 and 100 nm particles respectively).
The viability results indicated that the smaller size (10 nm)
AgNPs are slightly more toxic after 24 hours, compared to the
30 and 100 nm sizes. The ionic counterpart (AgNO3) showed
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Fig. 3 Viability of embryonic zebrafish cells (ZF4) treated with AgNPs and AgNOs for 3, 24, 48 and 72 h. The graphs show the percentage viability of
ZF4 cells treated with 5, 10, 20, 30, 40 and 60 ug mL™* of three different AgNPs sizes 10 nm (A), 30 nm (B), and 100 nm (C). Similarly, (D) shows the
viability of cells treated with 0.5, 1, 2, 3, 5, and 8 ug mL™? of the ionic control (AgNO3). A positive control of 10% DMSO was also added. Graphs rep-
resent the average of three replicates with the standard deviation shown. Data with asterisks (*) indicate a statistically significant difference of the
AgNPs treatments (*p < 0.05, **p < 0.01, and ***p < 0.001) compared with naive cells at each time point. All bars under the brackets are included

within the asterisk above.
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an evident decline in cell viability after 3 hours, with a low con-
centration of 3 pg mL™" resulting in 74.88 + 2.23% cell viability
compared to naive cells (98.80 + 2.06%). After 24 hours, 1 pg
mL~" AgNO; reduced the cell viability to 82.93 + 3.55%, fol-
lowed by 2 pg mL™" with 50.37 + 2.36% and finally at 3 pg
mL ™", the cell viability showed a dramatic decrease with values
below 20% (Fig. 3). This demonstrates that even the slightest
increase in the AgNO; concentration can have a direct effect
on depleting the cell population. Full viability results can be
found in Table S1 in ESI.{ Based on the cell viability results, a
low, medium, and high concentration (2.5, 5, 10 pg mL™") for
the three AgNPs sizes (10, 30, and 100 nm) and 1, 1.5 and 2 pg
mL~" for the AgNO; (ionic control) were selected in order to
evaluate whether the NP size and concentration influences the
cytotoxicity and mode of cell death induced in ZF4 cells. Full
results can be found as Table S6 in ESL.}

3.4 Autophagy induction

Autophagy results have been normalised from FITC intensities
to % against the untreated control (naive). Fig. 4 shows the
autophagy response in cells after the treatment of AgNPs and
AgNO;. The analysed results showed only a statistical differ-
ence (p < 0.05) for the 10 nm AgNPs at 5 pg mL™" (4.88 +
3.17%) relative to the naive (0 + 0%). Both 10 and 100 nm

AgNPs

Autophagy percentage (%)

30nm 100nm

AgNPs Size
1 Naive

10nm

View Article Online

Nanoscale

AgNPs showed a similar response trend, with autophagy induc-
tion at 2.5 ug mL™" (3.12 + 1.47 and 2.71 + 3.01% for 10 and
100 nm, respectively) and 5 pg mL™" (4.88 + 3.17 and 2.18 =+
1.44%) decreasing at the highest concentration (10 pg mL™"),
suggesting that autophagy process can be affected by cyto-
toxicity. The 30 nm AgNPs displayed an autophagy dose-
response (0.36 + 0.22, 3.63 + 0.69, and 5.01 + 0.73% for the 2.5,
5 and 10 pg mL~" respectively) compared to naive. The ionic
control (Fig. 5B) indicated inhibition of the autophagy
response for all concentrations (1, 1.5 and 2 pg mL™") with
—20.23 + 5.23, —9.71 = 5.97 and —-2.16 + 4.41% respectively
compared to naive cells, suggesting that there was no opportu-
nity for the cells to recover. Images to ensure the viability,
FlowJo histograms, as well as full values of the normalised
results can be found in Table S7 and Fig. S2 in the ESL}

3.5 Apoptosis and necrosis

Cell death plays a vital role regulating homeostasis and this is
also reflected in morphological and biochemical changes in
cells. AgNPs can disrupt the normal cellular function by indu-
cing abnormal rates of cell death such as apoptosis and necro-
sis compared to the untreated controls. The results (Fig. 5)
revealed that 10 nm AgNPs induced a major percentage (%) of
cell death at all AgNPs concentrations used (2.5, 5, and 10 pg
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Fig. 4 Autophagy induction in ZF4 cells treated with AgNPs or AgNO3 for 24 hours. Results were determined as FITC intensity in the cells and nor-
malised against naive. (A) Cells treated with 2.5, 5 and 10 ug mL™* of AgNPs of three different sizes (10, 30 and 100 nm. (B) Cells treated with 1, 1.5
and 2 ug mL™! of AgNO3. 10 pM Rapamycin and 100 pM Bafilomycin were included as controls to induce and decrease autophagy respectively for
2 hours. Data represent the mean of three individual replicates. Data with asterisks (*) indicate statistically significant difference of AgNPs treatments

compared to naive (*p < 0.05, ***p < 0.001).
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Fig. 5 Populations of ZF4 cells that were viable, apoptotic and necrotic following treatment with AgNPs or AgNO5 for 24 hours. (A), (B), (C) Cells
treated with 2.5, 5 and 10 ug mL™* of 10, 30 and 100 nm AgNPs, respectively. (D) Cells treated with 1, 1.5 and 2 pg mL™* of AgNOs. 10% dimethy! sulf-
oxide (DMSO) and 2.5 pM of staurosporine were included as positive controls for apoptosis and necrosis, respectively. Graphs represent the mean of
three individual experiments. Data with asterisks (*) indicate statistically significant difference of AgNPs treatments compared to naive (*p < 0.05, **p
< 0.01, and ***p < 0.001). All bars under the brackets are included within the asterisk above.

l’nL_l] by 24 hours with 11.92 + 4.03, 17.95 + 9.58, and 21.30 +
1.65% of the ZF4 cells undergoing apoptosis and 15.77 +
13.11, 16.57 + 12.31, and 25.46 + 5.52% undergoing necrosis,
respectively. The 30 and 100 nm sizes showed lower % cell
death with a dose-response trend, as expected due to the lower
numbers of particles with increasing particle size at constant
mass dose.*” On the other hand, all concentrations of the
ionic control (AgNOj3) reduced cell viability and induced apop-
tosis and necrosis, with 19.81 + 0.07, 55.15 + 0.45, and 70.54 +
2.28 necrotic cells at 1, 1.5, and 2 pg mL™" respectively. The
untreated control (naive) showed low percentages of both
apoptosis and necrosis and high rates of viability. FlowJo

This journal is © The Royal Society of Chemistry 2021

scatter plots and full results can be found as Fig. S4, as well as
in Table S8 in the ESL.{

3.6 Mitochondrial membrane potential

To further analyse the role of the mitochondria in the acti-
vation of intrinsic cell death mechanisms, MitoHealth staining
was used to assess the mitochondrial membrane potential
(A¥m), rather than cytotoxicity, which can also be evaluated by
the assay (DEAD GreenTM viability stain). The MitoHealth
stain accumulates in the mitochondria of live cells, producing
higher fluorescence in healthy cells, proportional to the mito-
chondrial membrane potential (A¥m), hence a decrease in the
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Fig. 6 Mitochondrial membrane permeability of ZF4 cells treated with AgQNPs or AgNOs3 for 24 hours. MitoHealth staining was used to assess the
mitochondrial membrane potential by producing higher fluorescence in healthy cells (100%), whereas a decrease in the fluorescence intensity
reveals damage to the mitochondrial membranes. (A) Cells treated with 2.5, 5 and 10 ug mL™ of AgNPs with three different sizes (10, 30 and
100 nm. (B) Cells treated with 1, 1.5 and 2 ug mL~? of AgNOs3. Hydrogen peroxide (100 pM) was included for 30 minutes as positive control to induce
mitochondrial membrane damage, inducing mitochondrial membrane permeability and low intensity values. Data represent the mean of three indi-
vidual replicates. Data with asterisks (*) indicate statistically significant difference of AgNPs treatments compared to naive (*p < 0.05).

fluorescence intensity reveals that the mitochondrial mem-
brane has been compromised, leading to mitochondrial dys-
function.’® In addition, cells were visualised using a fluo-
rescent microscope with representative images shown in
Fig. S5 in the ESI.f The results presented in Fig. 6 have been
normalised from fluorescence signal intensity to percentage
(%) against naive, with normalised values shown in Table S9
in the ESL{ Results for the 10 nm AgNPs displayed the lowest
normalised intensity values for mitochondrial membrane
potential compared to the other AgNP sizes, with 87.35 +
5.95% at 2.5 pg mL™", 88.98 + 4.55% at 5 pg mL ™" and 90.54 +
6.97% at 10 ug mL™" compared to naive cells with 100 + 4.03
(healthy membranes taking up fluorescence), suggesting that
the low and medium concentrations noticeably disrupt the
mitochondrial membrane, whereas the highest concentration
(10 pg mL™") disrupted the mitochondria less (reduction of
just <10% compared to naive). On the other hand, the 30 nm
AgNPs displayed the highest membrane disruption values at
2.5 pg mL™', showing a low normalized fluorescence intensity,
with (85.61 * 3.5%), followed by the higher concentration
(10 pg mL™") with 87.2 + 6.6%; whereas the medium concen-
tration (5 pg mL™") showed higher normalised intensity values
(90.74 + 4.65%), which suggests low membrane potential.
Similarly, the 100 nm AgNPs induced very limited damage to
mitochondrial membrane (as shown in their high normalised
intensity values), compared to the 10 and 30 nm AgNPs sizes
with 94.7 + 4.5, 90.2 + 2.7 and 87.5 + 0.3% for 2.5, 5 and

6152 | Nanoscale, 2021, 13, 6142-6161

10 pg mL™" respectively. The ionic control displayed a high
degree of mitochondrial disruption at the medium (1.5 pg
mL™") and high (2 pg mL™) ionic concentrations (low fluo-
rescence intensity values), with minimal differences between
concentrations with 86.94 + 7.91 and 86.89 + 3.75%, respect-
ively. On the other hand, the lowest concentration (1 pg mL™"),
showed low membrane potential values, as demonstrated in
its high normalised intensity value (95.22 + 3.66%), suggesting
that cells were able to cope with a low Ag" concentration;
however, minimal changes in the ionic Ag concentration
induced higher percentages of mitochondrial disruption and
therefore higher loss of membrane potential.

3.7 Lipid peroxidation

During autophagy, cytoplasmic materials and/or old and
damaged organelles are engulfed by autophagosomes and
transported to lysosomes for digestion by lysosomal
enzymes.”” Hence, to further analyse the interactions between
generation of ROS, autophagy and lysosomes, the cellular
degradation of lipids was analysed. Results show the ratio of
the fluorescence of Texas red to FITC, which can be described
as results with higher ratio equal to less lipid peroxidation,
whereas lower ratio represent major peroxidation rates. The
results displayed (Fig. 7), as expected, a higher ratio of fluo-
rescence (590/520 nm) in the untreated control (0.78 + 0.21)
compared to the positive control (0.678 + 0.17) and the AgNPs
and AgNO; treatments. The 10 nm and 30 nm AgNPs displayed

This journal is © The Royal Society of Chemistry 2021
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Fig. 7 Lipid peroxidation in ZF4 cells treated with ANPs or AgNO3 for 24 hours. Results are presented as the ratio of the fluorescence of Texas red
to FITC. (A) Cells treated with 2.5, 5 and 10 ug mL™ of AgNPs of three different sizes (10, 30 and 100 nm). (B) Cells treated with 1, 1.5 and 2 yg mL™
of AgNOs3. Cumene hydroperoxide (CH) was included (100 uM) for 2 hours as positive control to induce lipid peroxidation. (*) indicates a statistically
significant difference of AQNPs and AgNOj3 treatments compared to the untreated control (*p < 0.05, **p < 0.01, and ***p < 0.001).

a lipid peroxidation concentration-response trend, indicating
that at higher AgNP concentrations the cells increase the pro-
duction of free radical species and consequently show major
rates of lipid peroxidation. In addition, the 10 pg mL™" concen-
tration for the smallest size (10 nm ANPs) indicated a major
induction of lipid peroxidation. The 100 nm results showed an
inverse concentration-response, indicating major lipid peroxi-
dation production at the lowest concentration (2.5 pg mL™").
The AgNO; treatments were even more powerful in inducing
lipid peroxidation than the cumene hydroperoxide positive
control (0.58 + 0.11), with 0.38 + 0.05, 0.36 + 0.09 and 0.28 +
0.09 for 1, 1.5 and 2 pg mL™" respectively, demonstrating their
high toxicity. Full results showing the ratio of the fluorescence
of Texas red to FITC for all treatments can be seen in
Table S10 in the ESL ¥

To gain further insights into how the cell mechanisms
(apoptosis, necrosis, autophagy, mitochondrial membrane
potential, and lipid peroxidation) are activated based on cellu-
lar responses to the different AgNP treatments and the AgNO;
controls, all the analysed mechanisms were normalised to per-
centages and transformed to ratios against their untreated
control (naive). Normalised results were plotted using
Graphpad to represent the molecular process the cells undergo
as shown in Fig. 8, which presents the relative strength of the
contributions, with the caveat that the % of cells undergoing
each process are very different. Since we know there are base-
line levels of these events in normal cells as part of homeosta-
sis, a representation of the untreated ratio of the relative

This journal is © The Royal Society of Chemistry 2021

weightings of these 5 processes is also included for compari-
son. In addition, a schematic figure underlying the cell death
mechanisms found in this study is included as Fig. 9.

4. Discussion

Environmental exposure to NPs is inevitable as they have
become part of our daily life, resulting in potential toxicity to
biological systems. Therefore, assessment of the interactions
between the NPs and the surrounding environment are key to
further understanding toxicity outcomes in the biological
system.”® The aquatic environment contains natural organic
matter (NOM), which includes a complex matrix of peptides,
proteins, and polysaccharides. The medium components can
strongly interact with silver in aqueous solution, influencing
the physicochemical properties of the AgNPs and consequently
affecting their fate, bioavailability, and toxicity.*>" For this
reason, characterisation of the AgNPs was performed in simpli-
fied medium (ultrapure water, UPW) and complex medium
(complete culture medium containing 10% proteins) in order
to correlate the behaviour of the NPs in relevant biological
fluids with their impacts.®*>?

The size distribution assessed by DLS in water versus cell
medium revealed that the FBS had a direct impact on the
physicochemical characteristics of the AgNPs (Tables 1-4
ESI}). The size of the three AgNPs increased in CCM, leading
to similar hydrodynamic sizes for 10 and 30 nm AgNPs after
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Fig. 8 Comparison of all the data presented in Fig. 2-5 above. Results for all the analysed cellular mechanisms for the AgNPs sizes (10, 30 and

100 nm) and AgNO3 concentrations were normalized to percentage and

then to ratio against their respective untreated control. The figure presents

the relative strength of the contributions of the cellular mechanisms assessed. AGNPs and AgNOs concentrations are presented in pg mL™2.

24 hours. The smaller the particle size the higher their ten-
dency to agglomerate in order to reduce their surface
area;>"”*>® similarly, large proteins may be able to bind
more than one particle or bridge between smaller particles
leading to some apparent agglomeration in CCM.*®*”® In
addition, the charge of the NPs can be affected by the sur-
rounding environment. For example, the zeta potential in

6154 | Nanoscale, 2021,13, 6142-6161

CCM became less negative than in water (around —11 mV)
due to charge neutralization, shielding and bridging inter-
actions of serum proteins, a process that can also occur in
freshwater systems due to the high ionic strength and NOM
concentrations.’”*®

Particle dissolution is a dynamic process that may occur in
aqueous environments, involving the migration of molecules

This journal is © The Royal Society of Chemistry 2021
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Fig. 9 Hypothetical molecular mechanisms underlying the cytotoxicity mechanisms induced by AgNPs in ZF4 cells. The schematic shows the results
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somes. The relationship between autophagy, lysosomal disfunction, lipid peroxidation, and apoptosis has also been included, with necrosis being the
final step if autophagy and apoptosis fail to repair the cellular damage. Image created with BioRender software under licence agreement.

from the NP surface to the bulk solution by crossing a
diffusion layer that is heavily populated with a range of mole-
cules and ions with different affinities for silver.>® The dis-
solution experiments demonstrated that dissolution of the
NPs is strongly affected by the size of the NPs and the sur-
rounding medium composition, as demonstrated by other
authors, especially in the presence of sulphides, organic
matter and proteins.>*"°>°" Similarly, other studies demon-
strated that chloride ions (Cl7) can strongly influence AgNP
precipitation and chemical transformation to AgCl, as well as
mediating their cell viability and toxicity.®>"°°~> Furthermore,
it is important to mention that the results for dissolution of
AgNPs in UPW is far from realistic conditions in a biological
however, this simplified testing system can
provide insights about how the complex environment may
affect the physicochemical characteristics of the NPs. The
10 nm AgNPs in UPW presented around 20% dissolution, fol-
lowed by the 30 nm with 10% and lastly the 100 nm just
0.25%. On the other hand, dissolution of the 10 and 30 nm
AgNPs in CCM decreased 10-fold, with 2 and 1% respectively.
Interestingly, the 100 nm showed a slightly higher percentage

environment;

This journal is © The Royal Society of Chemistry 2021

of dissolution in CCM (0.05%) than in water. This can be
related to the dynamics of the dissolution process, which is
strongly influenced by the solute concentration, surrounding
environment, and the NP’s characteristics, such as surface
area, morphology, surface energy, and size.”® For example, the
presence of biomolecules can either enhance or inhibit the
dissolution of the NPs, as the binding of the organic com-
pounds to silver ions alters the equilibrium of the NPs and
thus the dissolution kinetics.**®> Moreover, a strong relation-
ship between the size of the NPs and their % dissolution has
been observed previously.®*®® For example, George et al.
(2012), demonstrated that the release of Ag ions was higher for
10 nm Ag nanospheres compared to bigger sizes (20 and
40 nm), going from 290 to 850 ppb of dissolved Ag species in
zebrafish medium.®® Other studies have shown similar particle
size-dependent dissolution results, speciation of the NPs, as
well as interactions between the NPs and the biomolecules in
complex environments.’"**”7° Furthermore, AgNPs may have
released silver ions (Ag') and other ion-ligand complexes (Ag
speciation) in CCM, affecting the total detected Ag concen-
tration and toxicity.®?"7°

Nanoscale, 2021, 13, 6142-6161 | 6155
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Although the results for dissolution in complex medium
(8 hours) were 10-fold lower (0.20 + 0.01 pg mL™" for 10 nm,
0.10 + 0.01 ug mL~" for 30 nm, and 0.05 + 0.02 pug mL™" for
100 nm) than in UPW (2.12 + 0.20 pg mL™" for 10 nm, 1.07 +
0.02 pg mL™" for 30 nm, and 0.02 + 0.0 for 100 nm), there is
still a % of dissolved silver that interacts with the biological
system posing a risk to the aquatic species. Toxicity of AgNPs
resulting from release of ionic silver has been previously
described in aquatic e.g. rainbow trout
(Oncorhynchus  mykiss) cells, while long-lasting
effects of AgNPs in zebrafish (Danio rerio) embryo were also
confirmed.>®*®" Aquatic organisms may encounter multiple Ag-
forms in nature, as environmental Ag concentrations may rep-
resent both particle and ionic forms, which may be mainly
derived from wastewater treatment plants. For example, a study
by Syafiuddin et al, (2018) estimated AgNPs concentrations
between 0.13 to 20 pg mL™" in Malaysia’s wastewater treatments
plants, with potential to increase up to 70-fold due to the high
production volumes of AgNPs-based products.”>”®> On the other
hand, it was particularly challenging to assess the dissolution of
the AgNPs in CCM with the protocol used in water, mainly due
to the blockage of the centrifugal filters, which may be related
to the proteins in the cell medium, agglomeration of the NPs,
and/or complexation of released Ag to form ionic species such
as AgClL.”* Therefore, other procedures to assess the dissolution
of the AgNPs in complex media (e.g., dialysis) are recommended
for further investigation.

Different biological effects were linked to the three AgNPs
used (10, 30 and 100 nm). The 10 nm AgNPs displayed concen-
tration-dependent cell death and overall a higher induction of
cellular stress mechanisms, compared to the medium and
large NPs. These results agree with other authors who demon-
strated that the smaller the particle size, the greater the bio-
logical effects when comparing the particles at constant mass
concentration.”>’® Even though mass concentrations were
used in this study, it is important to consider that each AgNP
has very different particle number concentrations at a fixed
mass. To further explore this, calculations to estimate the
number of particles for each particle size and concentration
are shown in the ESI as Table S11 and Fig. S6.7 Based on these
estimations, the toxicity of the smaller AgNPs perhaps can also
be related to the fact that there are 1000 times more particles
at the highest 10 nm concentration (1.76 x 10> NPs per mL)
than for the equivalent mass dose (10 pg mL™") of 100 nm
AgNPs (1.67 x 10° NPs per mL). Therefore, normalising results
by particle number may lead to different interpretation of the
outcomes, as shown in the Fig. S6 in the ESI{ and described
also by Huk et al. (2014) and Book et al,*>’® whereby the
larger particles could be considered as the most toxic on a par-
ticle number basis. This is related to the fact the 100 nm par-
ticles require a smaller number of particles to decrease the cell
viability to 50% (ECso), inducing equivalent cell damage as the
smaller AgNPs sizes (10 and 30 nm) when comparing at a
mass concentration of 10 pg mL™"; this is important to con-
sider when evaluating toxicity of NMs of different sizes.
Concentrations normalised to particle numbers can be found

organisms,
51,62,64,66,71

6156 | Nanoscale, 2021,13, 6142-6161

View Article Online

Nanoscale

in Table S11 in the ESI.§ Particle uptake is another aspect to
consider in NP toxicity.>"”””® It is conceivable that the toxicity
of the 10 nm AgNPs can be linked to the fact that smaller par-
ticles can be internalised by the cells more easily and in larger
numbers (at constant mass there will be significantly more
10 nm particles than 100 nm NPs as shown in Table 11 in
ESIt), as suggested by other studies.””° Moreover, another
property that shows variation by orders of magnitude is the
particle surface area (SA), as small NPs have a larger SA com-
pared to the larger AgNPs at constant mass.”® To verify this, a
series of calculations based on the hydrodynamic size after
24 hours were performed to obtain the total SA for the NPs at
the different mass concentrations (2.5, 5 and 10 pg mL™").”%%"
Estimation of the SA demonstrated that the smaller NPs have
almost double the SA at 10 pg mL™" (6.22 x 107°° m? g7") of
the 100 nm (3.67 x 107 m? g~'), whereas the 30 nm remains
in the middle of both sizes with a total SA of (5.78 x 107% m?
¢™") (see Table S12 in the ESIf for the full SA calculations at
other mass concentrations).

Correspondingly, small NPs typically undergo faster dis-
solution (as demonstrated in the dissolution studies in Fig. 2)
increasing their potential toxicity compared to the larger
particles.”””® Autophagy can be related to the AgNPs concen-
tration and influences the induced cell death mechanisms. For
example, we found that autophagy was only induced in the
presence of NPs, in contrast to the ionic control (AgNO;) where
a decrease in the autophagy levels were apparent. Based on
this, autophagy can be linked to cell viability, as AgNO; at all
concentrations displayed major induction of necrotic cell
death, compared to the low AgNPs concentrations. The highest
AgNPs concentrations also showed a decrease in the autophagy
levels, resulting from the increased necrotic cell death, except
for the 30 nm size that showed a clear increase in autophagy
with increased AgNP concentration. This suggests that the ZF4
cells are able to deal with low concentrations of AgNPs by acti-
vation of cell death modalities such as apoptosis and auto-
phagy as an attempt to overcome the NP toxicity. However, at
high AgNPs concentrations, the cells induce necrosis as they
cannot overcome the irreversible damage, as suggested also by
other authors.*>%

The complex relationship between NPs, autophagy, and
lysosomal dysfunction has been suggested by several
studies.®* ®® Lysosome membrane permeabilization is a key
feature of autophagy, which may lead to mitochondrial
damage, generating oxidative stress products and then apop-
tosis, while massive lysosome permeabilization will lead to
cytosolic acidification and necrosis.®**®*® Our results agree
with these findings from other cell types, as NPs and ionic Ag
could have induced lysosomal disfunction, leading to the
observed mitochondrial dysfunction, lipid peroxidation and
consequent reduction in the autophagy activity, as previously
suggested. In addition, Ag" may have a key role in the auto-
phagy pathway, as all the AgNO; concentrations indicated a
decrease in the autophagy levels in an inverse dose-response
manner in terms of the levels of lipid peroxidation. Equally,
the highest concentrations of the AgNPs showed a drop in the
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autophagy levels and high levels of lipid peroxidation, except
by the 100 nm size that showed an inverse lipid peroxidation—
response trend, as well as low mitochondrial membrane
potential. These results may suggest that lysosomal dysfunc-
tion and reduced autophagy activity are closely interrelated,
when lysosomes are being disrupted, the autophagy response
cannot be activated as suggested by other authors.®*8%86
Results observed for the 100 nm AgNPs suggest that larger
NPs induce peroxidation and autophagy responses at low con-
centrations, while higher concentrations reduce autophagy
levels with lower lipid peroxidation rates, compared to the
lowest AgNPs concentration. Some studies suggest that induc-
tion of autophagy is coupled with mitochondrial degradation
and apoptosis, as autophagy can lead to, or even activate,
apoptosis by triggering the activation or inhibition of cas-
pases and/or endogenous apoptosis inhibitors.'”7>%°
Interestingly, the results for autophagy and mitochondrial
membrane permeabilization share similar fractional values
(Fig. 8); this suggests that perhaps autophagy is degrading
the mitochondria, a process known as mitophagy, suggested
by several authors as a way to eliminate damaged mitochon-
dria that have low membrane potential, thus increasing the
autophagy response and damage of the mitochondrial
function.'”®° Furthermore, it is conceivable that the size of
the NPs may influence mitochondrial permeabilization and
apoptotic cell death via the mitochondrial pathway, as our
results showed an increase in the mitochondrial permeability
and apoptosis for medium and large size NPs (30 and
100 nm); similar results published by Zhao et al, (2019),
revealed that 270 nm TiO, NPs induced mitochondrial frag-
mentation and ROS in HT22 cells;”® while Yang et al., (2019),
demonstrated that 60 nm silica NPs induced dose-dependent
disruption in the mitochondria of hepatoma HepG2 cells,
suggesting that NPs may be internalised by the endocytic
pathway.”” Similarly, another study of AgNPs and ionic Ag
induced oxidative stress and disturbances to the lysosomes
and mitochondria of fish hepatoma cell line PLHC-1.7"

The cellular interaction with intracellular and extracellular
NPs might lead to the destabilization of the lysosomal mem-
branes, as well as the release of hydrolase and protease
enzymes into the cytosol, triggering the apoptotic machinery
and other signalling pathways, such as mitochondrial dysfunc-
tion and ROS.”>°*°? In addition, the induction of oxidative
stress may produce large amounts of hydrogen peroxide that
will react with the ferruginous materials in the cell, inducing
autophagy, mitochondrial ROS, and the degradation of mem-
brane phospholipids by the activation of phospholipase
A2.5%% Based on the summary of our results (Fig. 8), AgNPs
concentrations between 2.5 ug mL™" and 5 ug mL™" induced
high levels of apoptosis and mitochondrial permeability for 30
and 100 nm AgNPs. The 10 nm AgNPs showed lower levels of
mitochondrial permeability but higher lipid peroxidation. The
data suggest that after AgNP internalization the ZF4 cells trig-
gered lipid peroxidation products and induced apoptosis,
perhaps through the mitochondrial and lysosomal dysfunction
pathways.®?
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Based on the summary of our results (Fig. 8), AgNPs con-
centrations between 2.5 pg mL™' and 5 pg mL™' induced
major rates of apoptosis and mitochondrial permeability for
30 and 100 nm AgNPs, compared to the smaller 10 nm AgNPs,
that indicated lower rates of mitochondria permeability but
higher lipid peroxidation values, suggesting that the cells were
able to cope with low concentrations of medium size AgNPs,
after their internalization, triggering lipid peroxidation pro-
ducts and inducing apoptosis, perhaps through the mitochon-
drial and lysosomal dysfunction pathways.*? The results
obtained in this study agree with similar findings from in vivo
and in vitro studies. For example, Kim et al, (2013) demon-
strated that smaller AgNPs (20 nm) were more toxic than larger
NPs (110 nm) on zebrafish embryos at a concentration of
10 mg L™".% Similarly, Lee et al. (2018) showed a size depen-
dent toxicity of AgNPs (30-72 nm) on zebrafish embryo,
showing that under conditions where the NPs dissolved tox-
icity was observed with Ag' ions penetrating the chorionic
pores, while there was limited toxicity if the NPs agglomerated
as they did not come into contact with the zebrafish embryo.®
The chorion thus serves as a protective barrier reducing the
likelihood of molecules to reach the target site(s) in the
embryo,*” especially limiting access of NPs due to their size
and agglomeration tendencies. In addition, a study by Bilberg
et al., 2012, demonstrated that the acute toxicity of AgNPs and
Ag ions was different in zebrafish adults, showing an LCs, at
89 ng L' for the NPs; besides, in this study the Ag ions
behaved differently than the NPs, showing major effects at
lower concentrations (LCs, 28 pg L™).%

Certainly, the literature provides a wide range of studies
involving the wuse of zebrafish as a toxicological
model.?*#%9%%% However, most of these studies require an
ethical licence and do not consider differences in toxicity
during early developmental stages.”® It has been shown that
fish are nociceptive and able to experience pain in an analo-
gous manner as in mammals. Thus, the development of
alternatives to screen the toxicity of xenobiotics is urgently
needed.” The use of zebrafish cell lines can provide opportu-
nities for the development of new alternatives toxicity
models, mainly due to their advantages, such as low cost and
maintenance of transient cell populations. Unlike zebrafish
embryos and whole fish, zebrafish cells can be cultured with
faster and efficient approach, without specialised equipment
for their culture and time-consuming maintenance.’®
Furthermore, fish cell lines have been demonstrated to pro-
liferate in serum-free medium conditions,®* as well as provid-
ing sensibility and good agreement correlation between
in vivo and in vitro exposures in many toxicological
assays.”"**%7% for example, studies by Bury et al., (2014) and
Tanneberger et al., (2013) showed a significant correlation in
the responses of rainbow trout fish gills (in vivo) and fish gill
cells (in vitro) to exposure to pharmaceutical and chemical
compounds, demonstrating less than 5-fold difference in the
responses and similar modes of action in both biological
systems.”"®” Another study by Fent et al., (2001) demon-
strated that cell cultures can be used as reliable predictors of
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potential in vivo outcomes, showing that hepatocellular carci-
noma (PLHC-1) fish cell line positively correlated with the
induction of cytochrome P4501A as in topminnow fish
(Poeciliopsis lucida).** Similarly, an interrelated dose-depen-
dent toxicity was demonstrated in fish cells (BF2) and zebra-
fish embryos treated with 12.5 and 25 pg mL™' of AgNPs,
under dark and simulated light exposure conditions.’® These
studies suggest that embryonic zebrafish cells (ZF4) can be
further explored as a sensitive early stage ecotoxicological
model, as compared to other commercially available cell
lines, such as gill and liver cells that were stabilised from zeb-
rafish adults, ZF4 cells was established from 1-day-old zebra-
fish embryos, enabling their use as an additional endpoint in
the study of acute toxicity fish test, and contributing to a
tiered approach.”® The biological responses of ZF4 cells
induced during the exposure of NPs, can also contribute to
fill the gaps between molecular initiating events and adverse
outcomes for NMs as part of an adverse outcome pathways
(AOPs) framework, as well as providing faster screening of
nanotoxicity, wherein results can be further correlated with
in vivo exposures and computerized modelling risk assess-
ment extrapolation approaches.>*°> Furthermore, the use of
continuous ZF4 cells can also offer longer term chronic
exposures, providing opportunities for adhering to the 3Rs
principles towards the refinement, reduction, and replace-
ment of animal-based toxicity tests.’®® Certainly, the evalu-
ated molecular responses in ZF4 cells will need further inves-
tigation; however, the identified biochemical pathways uncov-
ered show promising results, as the molecular mechanisms
explored in this study can also be found in mammal cell-
based models, and embryonic and adult fish lifestages, facili-
tating their interpretation and resulting in their suitability
for use as part of a 21° century approach for nanotoxicologi-
cal assessment.

5. Conclusions

Toxicological risks arise from the likelihood of AgNPs ending
up in the environment, along with their environmental trans-
formations and fate in complex environments, such as dis-
solution and chemcial transformation. Our results demon-
strated that AgNPs underwent dissolution, as well as changes
in hydrodynamic size, zeta potential and polydispersity index
in CCM and water, depending on particle size and concen-
tration. Moreover, results displayed clear differences in the
ZF4 responses to the different sizes and doses of AgNPs,
including distinct separation of the AgNP versus ionic Ag cel-
lular responses as well as the close interrelation between all
the evaluated cellular processes, which was displayed in the
activation or inactivation of different pathways after the
exposure of NPs. AgNPs were able to affect the cellular mem-
branes inducing lipid peroxidation, whereas internalised NPs
affected the autophagy process, leading to release of NPs into
the cytosol, inducing dysfunction of lysosomes and permeabi-
lization of the mitochondrial membrane, increasing the pro-
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duction of ROS and triggering cell death as the cells failed to
repair the AgNP-induced damage. Furthermore, the tested
concentrations along with their detected dissolved Ag frac-
tions, could potentially represent environmentally relevant
exposure levels, demonstrating a possible scenario that
aquatic organism may encounter due to extensive commercia-
lization of AgNPs-based products. Furthermore, our study
showed the potential use of embryonic zebrafish cells (ZF4)
as an early-stage model to assess the nanotoxicity of AgNPs.
The data suport the use of ZF4 cells as a new aquatic cellular
model to further understand the cellular and molecular tox-
icity response as part of an AOP framework and supporting
the 3Rs initiative. Certainly, further research that includes
protein expression analyses is needed to identify the flexi-
bility and limitations of ZF4 cells as an aquatic model.
However, the evaluated cellular events provide insights into
the cell death mechanisms and stress responses induced by
AgNPs, that when linked to organism level reponses will
support the development of safer nanomaterials.
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