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Depth-dependent transformation of ZnO and Ag
nanoparticles in sulfate-reducing sediments
tracked using scanning transmission electron
microscopy†

L. Stetten, ‡*a R. Kaegi, b T. Hofmann a and F. von der Kammer*a

Studies on the transformation of engineered nanomaterials (ENMs) based on relevant environmental exposure

scenarios are scarce. In this context, we investigated the use of Transmission Electron Microscopy (TEM) grids

to expose minute amounts of ZnO and Ag nanoparticles (NPs) to artificial and natural aqueous media and

follow their transformation using scanning transmission electron microscopy coupled with energy dispersive

X-ray spectroscopy. Short-term experiments conducted with inorganic sulfides confirmed the potential of

using TEM grids to monitor the transformation of ENMs at the single particle level. After 30 min, Ag NPs

transformed into Ag-sulfides, with Ag : S ratios ≈ 2 : 1, while ZnO NPs showed little evidence of Zn-sulfides

precipitation after 6 hours. Ag NPs and ZnO NPs were also exposed to depth-dependent pore water

concentration gradients in freshwater sediment columns. After three days and four weeks, all the Ag NPs

observed were transformed into Ag-sulfides with various morphologies and Ag :S ratios (1 ≤ Ag/S ≤ 2),

depending on the depth and duration of the exposure. Furthermore, a depth-dependent transformation was

observed for ZnO NPs. At low sulfide concentration, in the first millimeters below the water–sediment

interface, ZnO NPs were completely transformed into ZnS harboring empty shell structures, together with

smaller particles in their vicinity. By contrast, ZnO cores persisted in the deeper layers, indicating that ZnO NPs

dissolution was inhibited at high sulfide concentrations. Our results demonstrate the advantage of

experimental and analytical strategies adapted to study the transformation of ENMs under environmentally

relevant conditions, to unravel transformation rates and products not yet considered in risk assessment studies.

1. Introduction

In the last two decades, engineered nanomaterials (ENMs)
have been extensively produced to meet the needs of
industrial, medical, agricultural, and domestic
applications.1–3 The resulting releases of ENMs into the
environment were stressed by predictive models,4–6 and
numerous field investigations confirmed the presence of
nanoparticles (NPs) from anthropogenic origins in rain,
urban runoffs,7 surface waters,8,9 soils,10 and sediments.11

Once released into the environment, ENMs may undergo
physical, chemical, and biological transformations which will
affect their fate, bioavailability and toxicity.12,13 For example,
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Environmental significance

The development of experimental procedures adapted to investigate the transformation of engineered nanomaterials (ENMs) under environmentally
relevant conditions is essential to predict the fate of ENMs in the environment, and advance OECD objectives on ENM safety. We demonstrate the potential
of using transmission electron microscopy grids to expose nanoparticles (NPs) to aqueous media and follow their transformations using electron
microscopy techniques. Experiments performed with Ag and ZnO NPs in sediment columns highlighted the formation of various transformation products
along pore water depth gradients, suggesting complex transformation paths and kinetics. This work emphasizes the advantage of tailored experimental
strategies to unravel environmentally relevant transformation rates and products, not yet considered in risk assessment studies.
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the transformation of Ag NPs and ZnO NPs into less soluble
metal sulfides is known to reduce the release of toxic Ag+ and
Zn2+ ions and therefore mitigate NP toxicity.14,15 Organic
compounds, ubiquitous in the environment, have also been
shown to significantly affect the transformation, aggregation,
and surface properties of NPs, and ultimately their toxicity.16

Understanding the transformations of ENMs in the different
environmental compartments is therefore essential to predict
their fate and risk to the ecosystem.

The transformation of ENMs in aqueous media has been
extensively studied, and is reviewed in previous
publications.12,13 In general, the transformations of ENMs
are monitored through laboratory-controlled experiments
designed to target specific transformation pathways and
geochemical conditions recognized to control the behavior of
ENMs in the environment (e.g., pH, redox conditions, etc.).
For example, the dissolution of ENMs was studied in the
presence of inorganic and organic ligands, to better predict
the release of soluble, potentially toxic species in aquatic
environments.17 The sulfidation of chalcophile metal
nanoparticles such as Ag NPs and ZnO NPs, expected to occur
in sulfate-reducing environments, was investigated in
inorganic sulfide (Na2S) solutions, and dissolution of the
resulting end-products was assessed.18,19 It has been shown
that the sulfidation of Ag NPs, which requires the oxidation
of Ag0 to Ag+, occurs via a solid-state or a dissolution
pathway.19,20 By contrast, the sulfidation of ZnO NPs does
not involve redox reactions and is controlled by the solubility
of ZnO following a dissolution–precipitation pathway.18

Although these studies provide in-depth insights into the
mechanisms of transformation, they may lead to
mispredictions of the fate of ENMs, mainly due to their lack
of complexity, neglecting environmental parameters that may
affect transformation paths, kinetics, and products. Studies
on the transformation of ENMs in complex media such as
wastewaters, soils, and sediments, allow a more realistic
representation of ENM fate in the environment. They are well
suited to unravel the formation of realistic end products,21–25

and provide confirmation of the theorized mechanisms.26

Nevertheless, the study of ENM fate in soils and sediments
usually requires working with concentrations of ENMs higher
than the expected environmental concentrations,4–6 and is
not adapted to follow chemical and morphological changes
at the single particle level. A few studies have overcome such
challenges and investigated the transformation of ENMs
using specific experimental designs allowing to expose
realistic concentrations of ENMs into full-scale wastewater
treatment plants,26 freshwater streams27 and sediments.28

However, no experimental procedures or guidance have been
proposed for testing the transformation of ENMs in aquatic
environments, although the need to develop environmentally
relevant test procedures has been outlined by international
regulatory bodies such as the Organization for Economic
Cooperation and Development (OECD).29,30

The aim of this study was to investigate the
transformation of Ag NPs and ZnO NPs for a realistic

environmental exposure scenario. For this purpose, a novel
experimental approach has been explored using TEM grids as
probes to expose minute amounts of Ag NPs or ZnO NPs in
aqueous media, and examine their transformation using
Scanning Transmission Electron Microscopy coupled with
Energy Dispersive X-ray Spectroscopy (STEM-EDXS). In order
to assess possible losses of Ag NPs and ZnO NPs from the
TEM grids after their exposure to aqueous media, an
experiment was carried out using inorganic sulfide solutions.
This experiment confirmed that the use of NPs-attached TEM
grids was suitable to monitor the transformation of NPs in
aquatic environments. Using such an approach, it was then
possible to identify the transformation products of Ag NPs
and ZnO NPs along pore water depth gradients in incubated
sulfate-reducing freshwater sediments.

2. Materials & methods
2.1. Pristine ZnO NPs and Ag NPs samples

Nanosun™ Zinc Oxide P99/30 NPs were purchased from
Micronisers (Dandenong, Australia) as a dry powder. It
corresponds to uncoated ZnO NPs with a nominal average
particle size of 30 nm and an oval geometry. NanoXact™
citrate-coated Ag NPs (JRD0035) were obtained from
Nanocomposix (San Diego, CA). It corresponds to spherical
80 nm Ag NPs dispersed in 2 mM sodium citrate solution
([Ag NPs]stock = 0.02 mg mL−1). These NPs were chosen as
models to represent manufactured ZnO NPs and Ag NPs
because of their commercial availability and previous use in
multi-institution international works.31,32

ZnO NPs or Ag NPs have been deposited on 300 mesh
carbon-coated nickel (Ni) or gold (Au) TEM grids (EM
Resolutions Ltd, United Kingdom), preliminary
functionalized using 0.1% poly-L-lysine. For Ag NPs, samples
were prepared by centrifugation following a procedure
described elsewhere.33 Briefly, 1.5 ml of a 0.6 mg L−1 Ag NPs
dispersion was centrifuged onto the TEM grid at 1800g
during 5 minutes. For ZnO NPs, samples were prepared by
depositing the TEM grid on the top of a drop of a ZnO NP
suspension (500 mg L−1) for 5 minutes. The ZnO NP
suspension was preliminary sonicated for 10 min. This
method aimed to limit the attachment of big ZnO NP
aggregates on the TEM grids. The Ag NPs and ZnO NPs-TEM
grids were then washed with distilled water and air-dried.
According to these procedures, a maximum load on the TEM
grids of 8.3 × 10−3 μmoles for Ag NPs, and 6.1 × 10−1 μmoles
for ZnO NPs was estimated, although lower loadings are
expected given that not all the NPs bind to the grids.

2.2. Suitability test with sodium sulfide (Na2S) solutions

An experiment was carried out to evaluate whether the use of
NPs-attached TEM grids is suitable to study the
transformation of NPs in aqueous media. In this regard, the
detachment of Ag NPs and ZnO NPs from the TEM grids
following their immersion into inorganic sulfide solutions
was assessed. Before the exposure, the pristine NPs-TEM
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grids were analyzed by STEM-EDXS. Regions of interest
(ROIs) of 13 × 13 μm were examined for each sample. For
each ROI, smaller zones were selected and EDXS analyses
were performed on targeted nanoparticles. Then, the NPs-
TEM grid samples were exposed to 8 ml of 500 μM Na2S
solutions buffered at pH 7.5 using UltraPure™ Tris-HCl
(Invitrogen™, Thermo Fisher) for 30 minutes. After the
exposure, the previously selected ROIs were reinvestigated by
STEM, and new particles were analyzed by EDXS. Thereafter,
the samples were exposed a second time to 500 μM Na2S
solutions buffered at pH 7.5 for 5 hours and 30 minutes, and
analyzed by STEM-EDXS following the same approach. The
experiment was performed in duplicate, namely, Ag_A, Ag_B,
ZnO_A and ZnO_B, using Ni-TEM grids. An illustration of the
exposure experiment is presented in Fig. SI-1a.† Briefly, the
NPs-TEM grids were fixed by self-closing tweezers and
immersed into open glass vials containing the exposure
media. After the exposure, the samples were carefully
removed, washed with deionized water, and air-dried (the
excess of water was wiped off with wipers). To minimize Ag
NP changes during the storage of the samples, all the STEM-
EDXS analyses were carried out 1 to 2 hours after the removal
of the samples from the exposure media. Furthermore, to
evaluate possible changes of the Ag NPs during the
manipulation and storage of the samples, a pristine Ag NPs-
TEM grid, which was not exposed to the Na2S solutions but
prepared in parallel to the exposed samples, was analyzed
after one day of storage.

The sulfide concentrations in the batches were monitored
on 500 μL aliquots collected over the course of the
experiment from the exposure solutions. The initial
concentration of sulfide, t = 0, was determined on a separate
control batch. Total sulfide (H2S, HS− and S2−) concentrations
were determined by spectrophotometry using the methylene
blue method developed by Cline et al. (1968).34 Absorbance
of the methylene blue was measured at 670 nm using a Cary
60 UV/vis spectrometer (Agilent technologies AG, Basel,
Switzerland).

2.3. Exposure experiments in incubated sediment columns

In order to investigate the transformation of Ag NPs and ZnO
NPs under environmentally relevant conditions, experiments
have been performed in freshwater sediment columns
incubated in the laboratory. For this purpose, undisturbed
sediment cores were collected from the lake Neusiedl See
(Podersdorf am See, Austria), in a location close to the
shoreline, where fine sediments accumulate. Four sediment
cores (C1, C2, C3, C4) were sampled using 5 cm diameter
and 20 cm long PVC core liners. The cores were closed using
rubber stoppers, transported within a few hours to the
laboratory in a cool box (∼4 °C), and immediately incubated
into a tank containing the surface water of the lake Neusiedl
collected the same day. The tank measured 35 cm (l) × 25 cm
(L) × 35 cm (H) and was closed on the top. The water of the
tank was oxygenated via the injection of air using an air

pump. The walls of the tank were covered with aluminum foil
from the bottom to about 10 cm from the top. Two sediment
cores were used for the three days exposure experiment
(C1_Ag NPs_3d and C3_ZnO NPs_3d) and two sediment cores
were used for the four weeks exposure experiment (C2_Ag
NPs_4w and C4_ZnO NPs_4w).

Due to the high affinity of Ni and Cu to precipitate with
sulfides, Au-TEM grids were preferred for these experiments,
to ensure more stability of the grids in the sediment.35,36 To
avoid damaging the TEM grids, the samples were enclosed
between two carved Teflon plates covered with a nylon mesh
filter (pore size of 5 μm) (Fig. SI-1c†). Furthermore, the NPs-
TEM grid samples were not investigated by STEM-EDXS
before the exposure, to prevent changes of the pristine NPs
during the manipulation, analysis, and prolonged storage of
the samples. Immediately after the preparation of the
pristine Ag NPs and ZnO NPs-TEM grids, the NPs-TEM grids
were placed in the TEM grid holders, at 0–3 mm, 7–10 mm,
15–18 mm, 25–30 mm, and 60 mm depth. The devices were
tightly closed and carefully inserted into the sediment
columns. For the three days experiment, one set of TEM grids
was inserted in the sediment columns for each Ag NPs and
ZnO NPs. The four weeks exposure experiment was
performed in duplicate by inserting two TEM grid holders
within the same sediment column. At the end of the
experiments, the holders were carefully extracted from the
sediment and the NPs-TEM grids were collected, washed in
deionized water, and stored in the dark, under vacuum in a
TEM grid vacuum desiccator. STEM-EDXS analyses were
performed in the following days. For each sample, several
zones were observed on the TEM grids and STEM
micrographs and EDX spectra were recorded on a subset of
particles, representative of the morphologies identified. The
number of particles analyzed for each sample is displayed in
Tables SI-1 and SI-2.† To address potential changes of the Ag
NPs during the storage of the samples, an additional pristine
Ag NPs-TEM-grid sample was prepared in parallel to the three
days experiment and analyzed after 4.5 days of storage in the
TEM grid vacuum desiccator.

Oxygen (O2) concentration, pH and hydrogen sulfide (H2S)
concentration depth profiles were acquired below the water–
sediment interfaces using Unisense® microelectrodes
(UNISENCE A/S, Aarhus, Denmark) coupled with a Unisense®
MicroProfilling System. The pH was measured using a 200
μm conventional glass pH microelectrode. O2 concentration
was measured at the water–sediment interface using a 50 μm
Clark-type amperometric O2 microsensor.37 The O2

microsensor was calibrated at ambient temperature (∼20 °C),
using air-saturated deionized water and O2-free deionized
water prepared by dissolving sodium sulfite at a
concentration of 30 g L−1. H2S concentration was measured
using a 200 μm Clark-type amperometric H2S
microsensor,37–39 calibrated using H2S-free water and a
solution with a known H2S concentration from the
Unisense® hydrogen sulfide calibration kit. Depth profiles
were acquired at 75 μm intervals for O2 concentration and
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500 μm intervals for H2S concentration and pH, down to 6–7
cm below the water–sediment interface. O2 concentration,
H2S concentration and pH values were processed using the
software SensorTrace Suite v.3.3 (Unisense A/S, Denmark).
Extended information on the operation of the microsensors
can be found at http://unisense.com. For the three-day
experiment, O2 concentration, pH and H2S concentration
depth profiles were recorded at the insertion of the TEM grid
holders in the sediments. For the four-week experiment,
depth profiles were recorded at the insertion of the TEM grid
holders, and at the end of the experiment.

2.4. Scanning transmission electron microscopy analyses

Scanning transmission electron microscopy and energy
dispersive X-ray spectroscopy analyses were performed using
a scanning transmission electron microscope (STEM, HD-
2700-Cs, Hitachi, Japan), at an accelerating voltage of 200 kV.
Images were recorded using a secondary electron (SE)
detector and a high-angle annular dark field (HAADF)
detector. Elemental analysis of the particles was performed
with an EDX system (EDAX, New Jersey, USA). In addition,
elemental distribution mapping was performed using a (S)
TEM (Talos F200X, Super-X EDS, 4 detector configurations,
FEI) at an accelerating voltage of 200 kV. Electron
micrographs and EDX spectra were processed using the
Digital Micrograph® software. High-resolution elemental
maps were processed using the Velox software and the
Hyperspy software.40

3. Results and discussion
3.1. Suitability of the method: Ag NPs and ZnO NPs in Na2S
solutions

The suitability of the experimental approach was assessed by
exposing Ag NPs and ZnO NPs-TEM grids to 500 μM Na2S
solutions at pH 7.5. No changes were observed in the pristine
Ag NPs-TEM grid sample not exposed in the Na2S solution
and stored for one day (Fig. SI-3a†), indicating that negligible
NP transformation occurred during the manipulation and
storage of the samples. After 30 minutes, the dissolved
sulfide concentrations decreased from 557 μM to 511 μM
(sample Ag_A) and 528 μM (sample Ag_B) for the Ag NPs
experiment, and to 514 μM (sample ZnO_A) and 518 μM
(sample ZnO_B) for the ZnO NPs experiment. After the
second exposure of 5 hours and 30 minutes, the
concentrations of dissolved sulfide decreased from 470 μM to
142 μM (sample Ag_A) and 145 μM (sample Ag_B) for the Ag
NPs experiment and to 143 μM (sample ZnO_A) and 5 μM
(sample ZnO_B) for the ZnO NPs experiment (Fig. SI-2†).
Although the decrease in sulfide in the solutions may be due
to the sulfidation of Ag NPs and ZnO NPs, and/or its
volatilization and oxidation due to the open batch
experimental design, the presence of sulfide at the end of the
experiment in all batches indicates that a sufficient amount
of sulfide was available in the media during the experiment.

For each Ag and ZnO NPs-TEM grid sample, 13 × 13 μm
ROIs were analyzed before, and after t = 30 min and t = 5 h
30 min of exposure. For both Ag NPs and ZnO NPs-TEM grid
samples, the same spatial distribution of NPs was observed
before and after exposure, indicating that the NPs remained
attached to the TEM grids during the time of the experiment
(Fig. 1a and b and 2a and b and SI-4–SI-6†). After 30 minutes,
the Ag NPs exhibited various sizes with spheroidal to
asymmetric shapes, as well as filamentous structures exiting
the particles (Fig. 1 and SI-4†). Of the 10 Ag NPs analyzed by
EDXS, 8 particles displayed EDX spectra consistent with the
formation of Ag2S (Fig. 1), with an intensity ratio between the
Ag Lα and S Kα emission lines (i.e., height of the EDX peaks)
ranging between 1.8–2.2, indicating their complete
sulfidation. Only two Ag NPs did not exhibit changes in
composition, including one particle analyzed prior to the
exposure, which may have been subjected to electron beam
damage impacting its reactivity. No significant changes were
observed after the second exposure, and pristine Ag NPs were
not identified in the investigated ROIs. These results are in
line with previous kinetic studies showing that sulfidation of
Ag NPs with an average size <100 nm occurs within a few
minutes or hours.20,41 There are several pathways for Ag NPs
sulfidation in aquatic environments.42 In the presence of HS−

and dissolved O2, it is suggested that the sulfidation of Ag
NPs to Ag2S depends on competing rates between oxidative
dissolution and direct oxysulfidation. At high sulfide
concentration, it has been shown that Ag NPs transform to
Ag2S NPs through a solid–fluid reaction, while at lower
sulfide concentration, oxidative dissolution followed by the

Fig. 1 Ag NPs exposed to 500 μM Na2S solutions buffered at pH 7.5
for 30 minutes. (a and b) Representative STEM micrographs acquired
with a SE detector of Ag NPs (a) before and (b) after the exposure
(sample Ag_A). (c and d) STEM micrographs acquired with a HAADF
detector and (e) corresponding EDX spectra (sample Ag_B). The red
dotted squares correspond to the scanned areas for the EDXS
analyses. The white arrows indicate filamentous structures.
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subsequent precipitation of Ag2S dominates.19,20 The
formation of Ag-sulfide filaments in our experiment may
result from dissolution–precipitation mechanisms. On the
other hand, the presence of sulfidized Ag NPs harboring a
shape similar to the pristine Ag NPs (Fig. 1 and SI-4†)
suggests that Ag sulfidation also occurred with limited
displacement of Ag+. It is therefore likely that multiple
pathways of sulfidation occurred in the experiment, none of
which resulted in particles detachment and loss.

In contrast to the Ag NPs experiment, no major changes
were observed on the ZnO NPs-TEM grids after the exposure.
ZnO NPs remained as aggregates with similar oval shapes
(Fig. 2 and SI-5 and SI-6†). For this experiment, one duplicate
was damaged after the 30 minutes exposure, and therefore a
new sample was investigated for the second exposure of 5
hours 30 minutes (sample ZnO_B). After 5 hours and 30
minutes, two ZnO NP aggregates exhibited a coarse surface
compared to the smooth surface of the pristine ZnO NPs. For
these particles, EDXS analyses revealed the presence of sulfur
(S), suggesting the precipitation of ZnS at the surface of the
ZnO NPs (Fig. 2). The sulfidation of ZnO NPs is known to be
controlled by a dissolution–precipitation pathway.18 The
limited sulfidation of the ZnO NPs in this experiment,
although a sufficient amount of sulfide was present in the
media, could therefore be explained by the limited
dissolution of the ZnO NPs. At circumneutral pH, ZnO NP
dissolution is expected to be low,43,44 although higher extents
of ZnO NP dissolution were observed in experiments using
lower concentration of ZnO NPs.45,46 In our experiment, the
minor dissolution of ZnO NPs could be explained by the
near-neutral pH and the short exposure time. Nevertheless,

other factors may have contributed to reducing ZnO NP
dissolution, such as surface precipitation of Zn(OH)2, which
is known to precipitate at 6 < pH < 9.46,47

The transferability of knowledge gained from laboratory-
controlled experiments may sometimes lead to
mispredictions of ENM fate in natural environments due to
the many physico-chemical parameters known to influence
the transformation of NPs, which are often not all
represented in artificial media. This has been stressed by a
few studies, encouraging the development of experimental
work that takes into account more realistic exposure
scenarios.14,23,48 In this context, and given the limited loss of
Ag NPs and ZnO NPs from the TEM grids following their
partial or enhanced transformation in Na2S solution, the use
of NPs-TEM grids appears to be a promising approach to
expose small amounts of NPs in environmental aqueous
media and follow their transformation. Although no impact
of the Ni-TEM grids on the transformation of Ag NPs and
ZnO NPs was detected in the experiment in Na2S, the use of
Au-TEM grids was preferred for further experiments to reduce
the reactivity of the grids with the aqueous media.

3.2. O2, pH and H2S concentration in the sediment pore waters

In order to demonstrate the applicability and advantages of
the NPs-TEM grids approach for a more complex
environmental scenario, experiments were carried out using
freshwater sediments. Especially, NPs-TEM grid samples were
inserted in incubated, undisturbed sediment columns to
investigate Ag NPs and ZnO NPs transformation along
sediment pore water depth gradients. For all incubated
sediment columns, dissolved oxygen depth profiles showed
that the sediments were anoxic after 2–5 mm below the
water–sediment interfaces (Fig. SI-7†). In the overlaying water
columns and the first millimeter's depth, the pH values
ranged between 9 and 9.5, in agreement with the alkaline
conditions of Lake Neusiedl.49 Below 2–5 mm depth, the pH
values progressively decreased to 8.4 for the core C1, 7.7 for
the core C2, and 7.6 for the cores C3 and C4 (Fig. 3). H2S
concentration was below the detection limit (<0.5 μM) in the
first 13 mm below the water–sediment interface for the C1
core, and in the first 10 mm for the C2 core. Similarly, H2S
concentration was below the detection limit in the first 6 mm
below the water–sediment interface for the C3 core, and in
the first 10 mm for the C4 core. In addition, for all the cores,
H2S concentration quickly increased to reach 200–250 μM at
∼70 mm depth (Fig. 3), supporting dominant sulfate-
reducing conditions in the sediment.50

3.3. Sulfidation of Ag NPs along sediment pore water depth
gradients

The sediment columns C1 and C2 were used to expose the Ag
NPs-TEM grid samples. After the exposure, slight physical
damage was observed for some of the TEM grids. The
attachment of new particles originating from the sediment
pore water was also observed (Fig. SI-8†). However, for all

Fig. 2 ZnO NPs exposed to 500 μM Na2S solutions buffered at pH 7.5
for 5 hours and 30 minutes. STEM micrographs (a) before and (b) after
the exposure (sample ZnO_A). (c) STEM micrograph after the exposure
and (d) corresponding EDX spectrum (sample ZnO_B). The
micrographs were acquired with a SE detector. The red dotted square
corresponds to the scanned area for the EDX analysis.

Environmental Science: NanoPaper

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

4 
12

 2
02

3.
 D

ow
nl

oa
de

d 
on

 2
02

4-
06

-2
2 

 8
:5

9:
07

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3en00550j


Environ. Sci.: Nano, 2024, 11, 136–148 | 141This journal is © The Royal Society of Chemistry 2024

samples, intact zones on the TEM grids were found and
examined. Moreover, the partial sulfidation of Ag NPs was
observed in the Ag NPs-TEM grid sample not inserted into
the sediment and stored for 4.5 days (Fig. SI-3b†). This
transformation can be explained by the longer storage time
of the grid, and may also have been enhanced by the
volatilization of sorbed sulfide from the TEM grid samples
that were exposed to the sediment and stored with the
pristine Ag NPs-TEM grid. Nevertheless, since the Ag NPs-
TEM grids were inserted into the sediment immediately after
their preparation, it is unlikely that the pristine Ag NPs have
undergone any changes prior to the exposure. Furthermore,
the exposed Ag NPs-TEM grid samples were analyzed 1.5 days
after their extraction from the sediment and were stored dry
and under vacuum in a TEM desiccator holder. Eventual
changes of the exposed Ag NPs were therefore expected to be
minor considering that no changes were observed on Ag NPs
after 1 day of storage.

For the samples exposed at 0–3 mm depth for three days
(Ag_0–3 mm_3d) and four weeks (Ag_0–3 mm_4w_a and
Ag_0–3 mm_4w_b), 100% of the Ag NPs investigated by
STEM-EDXS were transformed into Ag-sulfides (Fig. 4a–d and
Fig. SI-9–SI-13; Table SI-1†), despite the negligible sulfide

concentration at this depth (Fig. 3). Khaksar et al. (2015)28

also reported the transformation of citrate-coated Ag NPs into
Ag-sulfides near the water–sediment interface of a saltwater
sediment subjected to tidal cycling, due to the diffusion of
dissolved sulfide from deeper layers to the sediment
surface.51 The sediment of Neusiedl Lake harbors strong
sulfate-reducing conditions in its upper layer,50 which is also
underlined by the substantial increase of the concentration
of sulfide below 10–13 mm depth (Fig. 3). Considering the
minute amount of Ag NPs on the TEM grids, and the
dynamic production of sulfide from the microbial sulfate
reduction activity, the presence of undetected, unlimited
trace levels of sulfide (H2S concentration <0.5 μM) could
explain the sulfidation of Ag NPs at 0–3 mm depth. Moreover,
it is also possible that the heterogeneity of the sulfide
concentration within the sediment column and/or the
sediment disturbance created during the insertion of the
sample holders had enhanced the diffusion of sulfide in the
surface layer of the sediment, resulting in the formation of a
zone transiently enriched in sulfide in the vicinity of the TEM
grids. No evidence of H2S (g) released from the deep
sediment layers was observed during the insertion of the
devices or was suspected by the H2S concentration depth
profiles, suggesting that if any, the disturbance of the
sediment remained limited.

In the deeper sediment layers, 100% of the Ag NPs
examined by STEM-EDXS were transformed to Ag-sulfides
after three days and four weeks (Fig. 4 and SI-9–SI-13; Table
SI-1†). For all samples, the transformed Ag NPs exhibited
empty core–shell structures encrusted with smaller NPs.
Aggregates of small NPs located in their vicinity or replacing
the pristine Ag NPs, and extruding filaments were also
observed (Fig. 4 and SI-9†). These morphologies are
consistent with the morphologies of Ag2S NPs reported in the
literature following the direct and/or indirect sulfidation of
Ag NPs, including irregular protrusions, chain-like and core–
shell structures, and smaller Ag2S particles.52

EDXS analyses of the Ag NPs-TEM grid sample exposed for
three days at 0–3 mm depth were consistent with the
formation of Ag2S, with intensity ratios of the Ag Lα and S
Kα emission lines (Ag/S) similar to the ratio expected for a
stoichiometric Ag2S phase (Ag : S ≈ 2 : 1). By contrast, for the
samples exposed for four weeks at 0–3 mm depth, the EDXS
analyses indicated a slight excess of sulfur for some particles
(Fig. 4c and d and SI-12 and SI-13†). EDXS analyses obtained
for the samples exposed at 7–10 mm depth also indicated an
excess of sulfur for some precipitates, which is more
pronounced in the samples exposed for four weeks (Fig. SI-
10–SI-13†). Moreover, a greater abundance of S-rich Ag-
sulfide particles was observed for the TEM grids exposed in
deeper layers during both three days and four weeks (Fig. 4
and SI-10–SI-13†). For instance, among all particles
investigated by EDXS, ∼35% of the particles in the samples
exposed for three days at 0–18 mm depth (Ag_0–3 mm_3d;
Ag_7–10 mm_3d; Ag_15–18 mm_3d) exhibited an Ag/S ratio
< 2 (±0.2). In contrast, for the samples exposed for three days

Fig. 3 Pore water depth profiles of pH and measured H2S
concentration in the incubated sediment cores used to expose (a)
Ag NPs and (b) ZnO NPs-TEM grids. The red stars correspond to
the depths at which the NPs-TEM grids were inserted in the
sediment columns.
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below 18 mm depth (Ag_25–30 mm_3d; Ag_60 mm_3d),
∼85% of the particles exhibited an Ag/S ratio < 2 (±0.2). After
four weeks, ∼60% of the particles exposed at 0–18 mm depth
(Ag_0–3 mm_4w_a; Ag_0–3 mm_4w_b; Ag_7–10 mm_4w_a;
Ag_7–10 mm_4w_b; Ag_15–18 mm__4w_a; Ag_15–18
mm__4w_b) exhibited an Ag/S ratio < 2 (±0.2), and ∼80% of
the particles exhibited an Ag/S ratio < 2 (±0.2) in the samples
exposed below 18 mm depth (Ag_25–30 mm_4w_a; Ag_25–30
mm_4w_b; Ag_60 mm__4w_a). Particles harboring Ag/S ratios
up to 1 were identified in the TEM grid samples exposed at
60 mm depth. For these latter samples, high intensity of the
Au Mα,β lines at ∼2.1 and 2.2 keV was also observed, and
may have contributed to increase the intensity of the Sα line
at 2.3 keV, leading to an overestimation of the S contribution.
Nevertheless, extraordinarily low Ag/S ratios were also
observed for particles which did not exhibit high Au
background in samples exposed for four weeks (Fig. 4 and SI-
10–SI-13†).

Ag2S1+x nanoparticles were previously identified in sewage
sludges and constructed wetland microcosms.53,54 Laboratory
studies also reported the precipitation of S-rich Ag2S phases
in the presence of H2S(g) and dissolved sulfide (H2S, HS−,

S2−).20,55,56 In particular, Liu et al. (2011)20 showed that
dissolved sulfide consumption during Ag NPs sulfidation has
two distinct kinetics. A first rapid stage of Ag sulfidation
followed by a slower sulfide consumption. The authors
hypothesized that the slow sulfide consumption stage is due
to the formation of super-stoichiometric Ag-sulfides, and/or
particle-catalyzed sulfide oxidation. In the sediment, S-rich
Ag-sulfide particles are observed in the samples exposed to
high concentrations of sulfide and/or for an extended time.
In anoxic environments, polysulfides can form complexes
with Ag(I),57 and can induce the sulfidation of Ag NPs.58,59

The excess of S could then be related to the presence of
surface-bound polysulfides, as already observed following the
reaction between sulfide and ferric oxyhydroxides.60,61

Another pathway which may have contributed to virtually
decreasing Ag/S ratios is the interaction of Ag NPs with other
divalent metals and/or metal sulfides.57,62 Indeed, EDXS
results show the presence of Fe and Cu for particles with low
Ag/S ratios (Fig. 5 and SI-14†). The presence of Fe and Cu was
identified only for particles exhibiting an excess of S. For
instance, in the sample Ag_0–3 mm_3d, neither Fe nor Cu
was identified by EDXS (Fig. SI-14†). Furthermore, elemental

Fig. 4 (a–f) STEM micrographs acquired with a HAADF detector and (g–i) corresponding EDX spectra of Ag NPs after (a and b) three days and (c
and d) four weeks exposure at 0–3 mm depth, and after (e and f) four weeks at 60 mm depth. The red dotted squares correspond to the scanned
areas for the EDX analyses. (a and b) Ag_0–3 mm_3d sample; (c) Ag_0–3 mm_4w_a sample; (d) Ag_0–3 mm_4w_b sample; (e and f) Ag_60
mm_4w_a sample.
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distribution analysis revealed that the distribution of Cu and
Fe was heterogeneous within the particles, and is
concomitant with high S and low Ag signal intensity
distributions (Fig. 5). These latter observations support the
association of other metal-sulfides with the transformed Ag
NPs, and/or the occurrence of solid-state exchange reactions
with other divalent metals and the formation of Agx–(Cu/
Fe)y–Sn phases.

57

In laboratory assays, the complete sulfidation of Ag NPs
is observed within minutes or hours provided that sufficient
sulfide is available.20,41 Although we can't exclude that a
minor amount of pristine Ag NPs remains but was not
observed on the TEM grids, our results suggest the
complete transformation of Ag NPs after three days in the
sediment, even at low concentration of sulfide. This result
agrees well with a study of Ag NPs exposure in saltwater
and freshwater sediments, showing the transformation of
Ag NPs into Ag-sulfides after 48 hours at depths where
sulfate reduction occurs.28 In paddy soils incubated under
anoxic flooded conditions, up to 95% of Ag was also found
as Ag2S after two days.63 By contrast, a lower extent of Ag
NPs sulfidation was observed in mesocosm wetlands spiked
with Ag NPs, even after 18 months, which could be
explained by the source of the sulfide and the relatively low
S/Ag molar ratio.21 Similarly, lower sulfidation extents were
also reported after 28 days in marine sediments64 and in
anoxic soils after 30 days.65 Nevertheless, considering the
low concentration of ENMs expected in natural
environments,4–6 it is likely that sufficient sulfide would be
available in sulfate-reducing environments to completely
transform Ag NPs into Ag-sulfides.66

3.4. Transformation of ZnO NPs along sediment pore water
depth gradients

The sediment columns C3 and C4 were used for the ZnO
NPs-TEM grid exposure experiments. After four weeks,
neither pristine nor transformed ZnO NPs were identified in
the samples inserted at 0–3 mm below the water–sediment
interface in the C4 core. In aqueous environments, ZnO NPs
dissolution kinetic depends on extrinsic factors such as the
pH and the presence of organic ligands.43,44 In a previous
study, we showed that 75% of ZnO NPs dissolved within 30
minutes in sediments from the Lake Neusiedl incubated
under oxic conditions. ZnO NPs were completely dissolved
after 8 hours, followed by the adsorption of Zn onto organic
matter and phyllosilicates.23 The absence of ZnO NPs on the
TEM grid samples inserted at 0–3 mm can therefore be
attributed to the dissolution of ZnO NPs, not followed by the
precipitation of secondary Zn-bearing minerals in the vicinity
of the pristine ZnO NPs, but rather by Zn adsorption onto
sediment particles. By contrast, STEM-EDXS analyses of the
sample exposed at 0–3 mm depth for three days in the C3
core reveal the presence of Zn-sulfide precipitates harboring
an empty-shell morphology (Fig. SI-15, Table SI-2†). Neither
pristine ZnO NPs, nor ZnO cores were identified in this
sample. This result indicates the precipitation of ZnS at the
surface of the ZnO NPs, followed by the complete dissolution
of the ZnO cores. As minute amount of ZnO NPs was loaded
onto the TEM grid, trace levels of sulfide naturally present
and not detected by the microelectrode could have resulted
in the partial sulfidation of ZnO NPs. As for the Ag NPs
exposure experiment, the diffusion of sulfide in the surface

Fig. 5 (a) High resolution STEM-EDXS elemental maps of transformed Ag NPs after four weeks exposure at 60 mm depth (Ag_60 mm_4w_a
sample). The maps show the distribution of Ag, S, Fe, and Cu. The color bars indicate the signal intensities. (b) EDX spectra extracted from the
marked areas (red squares 1 and 2), and (c) net intensity profiles for Ag, S, Cu and Fe, as indicated by the white line in (a).
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layer of the sediment during the insertion of the TEM grid
holder could also have contributed to the formation of ZnS at
this depth. Especially, H2S concentration in the C3 core
shows a sharp increase after 6 mm depth and is significantly
higher than the concentration measured in the C4 core
(Fig. 3), which may have favored the formation of an
enriched sulfide zone in the vicinity of the TEM grid. In soils,
nanosized ZnS is more soluble than its microsized
counterpart.67,68 Moreover, several factors have been shown
to influence the dissolution of nanosized ZnS, such as soil
properties,69 particle size, and the presence of structural
defects.70 Although little is known about the fate of ZnS
empty-shell structures in lacustrine sub-oxic sediments, the
absence of ZnS in the clay-rich sediment after four weeks
exposure at 0–3 mm depth suggests the dissolution of the
initially formed ZnS precipitates and/or the ZnO NPs. We also
can't exclude the possibility that ZnO NPs and/or ZnS shells
detached from the TEM grids after a prolonged exposure
time. Nevertheless, NPs were observed in all the other
samples exposed for four weeks, reinforcing the hypothesis
of a complete dissolution of the NPs at 0–3 mm depth.

For the samples exposed at 7–10 mm below the water–
sediment interface (ZnO_7–10 mm_3d, ZnO_7–10 mm_4w_a,
and ZnO_7–10 mm_4w_b), 100% of the particles identified
by STEM-EDXS exhibited empty ZnS shell structures (Fig. 6
and SI-16–SI-19; Table SI-2†). ZnS nanoparticles with a size

ranging between 5–50 nm were also observed in the vicinity
of the ZnS shells and grouped as clusters, indicating the
nucleation and growth of ZnS phases both in the vicinity and
on the surface of the ZnO NPs, which completely dissolved
after three days. Core–shell structures were also identified in
the samples exposed to higher H2S concentration, deeper in
the sediment columns (Fig. 6 and SI-16–SI-19†). However, in
contrast with the ZnO NPs-TEM grids exposed at 0–3 mm
and 7–10 mm depth (i.e., low sulfide concentrations), ZnO
cores remained for all the particles identified in the samples
exposed at 15–18 mm, 25–30 mm and 60 mm depth (Table
SI-2†). Thin and neat shells were observed in the samples
exposed at 25–30 mm and 60 mm depth, as compared to the
thick and fluffy shells that dominate in the sample exposed
at 7–10 mm depth. At 15–18 mm depth, intermediate results
are observed, with the persistence of ZnO–ZnS cores–shells
and ZnS nanoparticles in their vicinity.

Altogether, these results indicate that the sulfidation
extent of ZnO NPs is variable along the redox gradient in the
sediment. Surprisingly, the lower dissolution and sulfidation
extents of ZnO NPs are observed in the deep layers, where
sulfide concentration is high. This result contrasts with the
kinetic observed in laboratory assays where ZnO NPs were
completely transformed into ZnS after 5 days in Na2S
solutions, when sulfide was added in excess.18 Nevertheless,
the results of this study are consistent with a previous anoxic

Fig. 6 STEM micrographs of ZnO NPs exposed at (a and a′) 7–10 mm depth for three days, (b and b′) at 15–18 mm for four weeks, and (c and c′) at
60 mm for four weeks. (a–c) were acquired in SE mode and (a′–c′) were acquired in HAADF mode. The EDX spectra of the respective aggregates
are displayed in (a″–c″). The red dotted squares represent the areas scanned for the EDX analyses. (a and a′) ZnO_7–10 mm_3d sample; (b and b′)
ZnO_15–18 mm_4w_b sample; (c and c′) ZnO_60 mm_4w_b sample.
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batch experiment performed with sediments from the Lake
Neusiedl, showing that ZnO NP dissolution was inhibited
during the first four weeks of incubation, despite available
suflide.23 In this latter study, although the high
concentration of ZnO NPs likely impacted the proportion of
Zn transformed into ZnS, a similar behavior of ZnO NPs was
evidenced. However, the morphology of the transformed ZnO
NPs and the potential formation of ZnO–ZnS core–shell
structures were not elucidated. Here, we provide evidence
that the slow dissolution of ZnO NPs is closely related to the
concentration of sulfides along the sediment column, and
the formation of ZnS shells. At high sulfide concentrations,
the dissolution rate of ZnO NPs and subsequent ZnS
precipitation are reduced. Considering that a lower
saturation index favors particle growth,71 the unlimited
availability of sulfide may have led to the precipitation of ZnS
and the formation of an impermeable layer of amorphous
and/or nanoparticulate ZnS. By contrast, at low sulfide
concentration, the nucleation and growth of ZnS particles
forming a porous ZnS shell at the surface of the ZnO core
may have a limited impact on ZnO dissolution, not
preventing Zn diffusion in the aqueous media. Finally, other
factors could also have impacted the transformation of ZnO
NPs. For example, organic ligands, which are likely to be
abundant in the sediment, are known to enhance the
dissolution of ZnO NPs43–45 and impact the formation of ZnS
precipitates.72 Although the effect of organic compounds on
ZnO NP sulfidation kinetic is yet to be determined, the
transformation of ZnO NPs could have been impacted by
organic ligands, affecting the crystallinity and permeability of
the ZnS shells.

4. Conclusions

In this study, we investigated the transformation of Ag NPs
and ZnO NPs along sulfate-reducing pore water depth
gradients in incubated, undisturbed sediment columns. We
show that the transformation of Ag NPs and ZnO NPs varies
along the depth gradients and with the exposure time.
Especially, we reveal the presence of Ag-sulfides exhibiting
various morphologies and Ag : S ratios, and the association of
Ag-sulfides with divalent metals (Fe, Cu), indicating complex
transformation and interaction mechanisms occurring in the
sediment. Moreover, we show that the sulfide concentration
and the formation of ZnS shells are important factors
controlling the extent of ZnO NP transformation in the
sediment. These results are important to consider for the
study and prediction of (1) the rate of NP transformation in
different aqueous compartments, and (2) the long-term fate
of sulfidized Ag and ZnO NPs, yet considered to form poorly
soluble Ag2S and ZnS.14,18

Several studies investigated the transformation of NPs in
media that are expected to be their main receivers.21,23,69

However, only a few studies investigated the fate of NPs in
realistic environmental media at environmentally relevant
concentrations of NPs, despite its crucial influence on the

transformation rates, nature, and reactivity of the
transformation products.27,28,73 In this context, this study
demonstrates the advantage of developing experimental
methods able to investigate the transformation of NPs under
environmentally relevant conditions. In particular, the use of
TEM grids to expose NPs to aquatic media is a promising
approach. It allows monitoring the chemical and
morphological transformation of NPs at the single particle
level, for environmentally relevant concentrations of NPs,
and for ex situ or in situ exposure scenarios. Ultimately, the
results of this work may support the development of OECD
guidance and guideline documents for testing the
transformation of nanomaterials in aquatic environments.
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