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To identify the mechanism through which nanoparticulate zero-
valent iron (nZVI; Fe0

(s)) damages cells, a series of experiments
were conducted in which nZVI in phosphate-buffered saline
(PBS) was exposed to oxygen in the presence and absence of
human bronchial epithelial cells. When nZVI is added to
PBS, a burst of oxidants is produced as Fe0 and ferrous iron
(Fe[II]) are converted to ferric iron (Fe[III]). Cytotoxicity and internal
reactive oxygen species (ROS) production in cells exposed
to nZVI is equivalent to the response observed when cells are
exposed to the same concentration of dissolved Fe(II).
Experiments conducted in the absence of cells indicate that
the oxidant produced during Fe(II) oxidation reacts with methanol
and dimethyl sulfoxide, but not with compounds such as tert-
butanol and benzoate that react exclusively with hydroxyl
radical. The role of reactive oxidants produced during Fe(II)
oxidation in cytotoxicity and internal ROS production is further
supported by experiments in which cell damage was limited
by the addition of ligands that prevented Fe(II) oxidation and by
the absence of cell damage when the nanoparticles were
oxidized prior to exposure. The behavior of the oxidant produced
by nZVI is consistent with an oxidant such as the ferryl ion,
rather than hydroxyl radical.

Introduction
Zero-valent iron nanoparticles (nZVI) have received signifi-
cant attention due to their potential applications in envi-
ronmental remediation. Due to its higher reactivity and
potential for delivery deep into the ground, nZVI has the
potential to be more effective than granular zerovalent iron
for remediation of chlorinated organic solvents, pesticides,
and metals (1, 2). Several field demonstrations of nZVI have
already been documented (3) and commercially produced
nZVI is available from several sources (2). The use of nZVI
for groundwater remediation is one of the furthest advanced

nanotechnology applications that could result in releases of
large quantities of nanoparticles into the environment.

Despite the potential for beneficial applications of nZVI,
concerns have been raised about the impact of nanoparticles
on human and environmental health (4). The small size and
high surface area of nanoparticles, combined with their ability
to generate reactive oxygen species (ROS) or release toxic
metals at cell surfaces, may contribute to the toxicity of
nanoparticles (5). Oxidative damage is one of the most
frequently articulated concerns among scientists studying
lung damage induced by particle exposure and the ability of
particles to cause oxidative stress has been linked to ROS
generation (6, 7). Oxidative stress, ROS generation, and
inflammation caused by exposure to particulate matter is
often correlated with the presence of transition metals, such
as iron (7-11). Iron is believed to cause oxidative stress via
redox cycling and ROS generation, resulting in lipid per-
oxidation and DNA damage (12, 13).

Previous investigations of the effect of nZVI on cells have
suggested a mechanism in which reduced iron from the
nanoparticles is responsible for the observed stress responses.
For example, iron nanoparticles were found to cause more
damage to rodent microglia and neurons at pH 7 relative to
magnetite or nZVI that had been oxidized prior to exposure
(14). The dose-dependent inactivation of E. coli by relatively
high concentrations of nZVI at pH 5-5.5 and 8 also was
greater than that observed for similar concentrations of
nanoparticulate magnetite, maghemite, or oxidized nZVI
(15, 16). Inactivation was greater in E. coli mutants lacking
superoxide dismutase, suggesting that ROS also may play a
role in inactivation (15).

Although the role of reduced iron as a source of ROS has
been recognized as a potentially important factor in nZVI
toxicity, the underlying chemical mechanisms for the ob-
served toxicity have not been elucidated and previous studies
have not fully considered the effect of bioassay test conditions
on oxidant production. To assess the mechanism of nZVI
toxicity under conditions relevant to nanoparticle inhalation
(e.g., during manufacture) and to enable comparison with
previous studies of particulate matter toxicity, human
bronchial epithelial cells were exposed to nZVI and Fe(II).
After exposure, cells were assayed for viability and internal
ROS production using previously established techniques and
results were compared with results from cell-free experiments
using oxidant probe compounds to quantify reactive oxidant
production. By manipulating cell assay conditions and by
conducting experiments with organic compounds that react
selectively with different oxidants, insights were made into
mechanisms of cell damage by nZVI and other iron-
containing particles.

Materials and Methods
Materials. Details concerning the materials and experimental
setup are provided in the Supporting Information (SI). Briefly,
phosphate-buffered saline (PBS; 1.06 mM KH2PO4, 2.97 mM
Na2HPO4, 155 mM NaCl) with the pH adjusted to 7.0 with
HCl, was used in all experiments, unless indicated. Iron
chelators, such as 2,2′-bipyridine (BPY) or desferrioxamine
(DFO), or oxidant scavengers, such as dimethyl sulfoxide
(DMSO), benzoate (BA), or tert-butanol (TBA), were added
to PBS in some experiments.

Cell-Free Experiments. Nanoparticulate zero-valent
iron was prepared daily as described previously (2, 17).
Ferrous iron stock solutions were prepared by dissolving
ferrous sulfate in 1 mM HNO3. Weathered nZVI suspensions
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were prepared by allowing the diluted nZVI solution to oxidize
in air-saturated PBS solutions for 4 h prior to use.

Experiments in the absence of cells were carried out in
air-saturated solutions in 60-mL glass serum vials at room
temperature (20 ( 2 °C) in the dark. Filterable Fe(II), total
filterable iron, and total iron were quantified colorimetrically
using ferrozine (18), 2,2′-bipyridine (19), or desferrioxamine
(20). Superoxide production was quantified by measuring
the colored product of the reaction of XTT reduction by O2

- ·

(21, 22). Hydrogen peroxide was measured using a modified
N,N-dimethyl phenylendiamine (DPD) method (18, 23, 24).

Methanol and benzoate were used as probe compounds
to quantify oxidant production and determine the nature of
the reactive oxidant. Methanol is oxidized by either OH · or
Fe(IV), whereas benzoate reacts with OH · but not Fe(IV) (25).
The main products from the oxidation of probe compounds,
formaldehyde (HCHO) and para-hydroxybenzoate, were
measured by HPLC as described previously (25). Total
hydroxybenzoate (HBA) production was estimated using
measurements of para-hydroxybenzoate.

Equilibrium speciation calculations were performed using
MINEQL+, with equilibrium constants added from the NIST
Standard Reference Database (26) as necessary.

Cytotoxicity Experiments. Human bronchial epithelial
cells (cell line 16HBE14o) were seeded into 12- and 24-well
plates at a density of 0.5-1 × 105 cells per well two days
before exposure to nZVI and Fe(II). PBS or PBS containing
the appropriate scavenger or iron-chelator were used as
controls (SI Table S1). There were at least three wells per
condition and Student’s t test was used to test statistical
significance. Cell viability was measured by quantifying
lactate dehydrogenase (LDH) released during the one-hour
exposure (Sigma Aldrich) and is proportional to membrane
damage. The 2′7′-dichlorodihyrdofluorescein diacetate (HD-
CF-DA) assay (27-29) was used to measure ROS production
inside the lung cells.

Results
Oxidant Production. The introduction of nZVI or Fe(II) to
100 mM CH3OH in PBS produced a rapid burst of an oxidant
capable of oxidizing methanol to formaldehyde (Figure 1a).
Fe(II) released from nZVI or added to PBS was oxidized to
Fe(III) within 60 min and Fe(III) slowly precipitated out of
solution (Figure 1b). Superoxide and hydrogen peroxide were
produced as nZVI was oxidized (Figure 1c-d). Superoxide
production by nZVI plateaued at a concentration of ∼9 µM
after 15 min in the presence of 300 µM XTT. In PBS, nZVI
produced 1.0 ( 0.1 µM H2O2 after 20 s, which gradually
disappeared. The addition of 1,10-phenanthroline to complex
Fe(II), and thereby prevent its reaction with H2O2 (30), allowed
H2O2 to build up to a concentration of ∼3.5 µM after 15 min.
Formaldehyde production during oxidation of Fe(II) was
slightly lower than that of nZVI due to higher iron solubility
in the nZVI system (SI Figure S1).

The choice of solution conditions affected oxidant pro-
duction by nZVI. Experiments with PBS and Hank’s balanced
salt solution (HBSS), which has been used in previous
nanoparticle toxicity studies (14, 29), demonstrated that
oxidant production (i.e., HCHO) was approximately three
times higher in PBS than it was in HBSS (SI Figure S2). Oxidant
production by nZVI in PBS at pH 7 also was 2-3 times higher
than it was in 1 mM piperazine-N,N′-bis(ethanesulfonic acid)
(PIPES), which was used in previous studies because the
buffer does not complex iron (25), or in 1 mM PIPES with
155 mM NaCl. The addition of bicarbonate to PBS decreased
oxidant production, with HCHO production decreasing from
11.2 to 5.6 µM with the addition of 10 mM HCO3

- (SI Figure
S3). Based on this result, lung cells were exposed to nZVI in
an incubator with atmospheric levels of CO2 to minimize the
effect of HCO3

- on Fe(II) speciation and oxidant production.
While the presence of 155 mM chloride decreased oxidant
production by 29.8 ( 2.7% in 2 mM PIPES, it had a negligible

FIGURE 1. (a) Kinetics of HCHO production and (b) filterable Fe(II) and filterable total Fe present after addition of 100 µM nZVI and
100 µM Fe(II) to PBS and 100 mM CH3OH at pH 7. Production of (c) superoxide and (d) H2O2 with and without 1 mM
1,10-phenanthroline by 100 µM nZVI in PBS at pH 7.
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impact on oxidation production in the presence of 4 mM
phosphate (SI Figure S4). The addition of phosphate to 2
mM PIPES increased both oxidant production and iron
solubility (SI Figure S5).

It was necessary to characterize the type of oxidant
produced when nZVI and Fe(II) are oxidized at pH 7 in PBS
because changes in iron coordination and solubility can
change the reactive oxidant from Fe(IV) to OH · (31). Under
our experimental conditions, the oxidation of nZVI and Fe(II)
resulted in more efficient oxidation of methanol than of
benzoate (Figure 2a). Competition experiments between
DMSO or TBA and CH3OH demonstrated that at a molar
ratio of 10:1, HCHO production decreased by 32.6 ( 4.4%
with DMSO and 3.4 ( 7.1% with TBA relative to experiments
with methanol alone (Figure 2b). While DMSO decreased
methanol oxidation more than TBA, it was less effective than
predictions based on published rate constants for reactions
of the compounds with OH · (Figure 2b (32)).

HCHO production when 200 µM nZVI was exposed to O2

decreased from 18.1( 1.0 µM to 2.5( 0.7 µM in the presence
of 1 mM BPY, which forms a 3:1 complex with Fe(II) (26), and
to 7.0 ( 0.6 µM in the presence of 1 mM DFO, which forms
1:1 complexes with both Fe(II) and Fe(III) (Figure 4a (26)).
According to equilibrium calculations, nearly all Fe(II) exists
as Fe(BPY)3

4- in the presence of 1 mM BPY. Equilibrium
calculations indicate that FeII-DFO complexes should ac-
count for 46% of total Fe(II) in 1 mM DFO in PBS.

Cytotoxicity. Exposure of human bronchial epithelial cells
to nZVI or Fe(II) in PBS resulted in a decrease in viability that
followed a dose-response relationship (Figure 3a). After 60
min, 73.1 ( 6% and 21.6 ( 25% of the cells were viable based
on the LDH assay when exposed to 100 and 200 µM nZVI,

respectively. After exposure to 100 and 200 µM Fe(II), 71.5
( 8 and 19.1 ( 20% of the cells were viable. Exposing the
cells to weathered nZVI resulted in minimal cytotoxicity, with
89.2(3.9% of the cells still viable when exposed to the highest
dose of 250 µM. Internal ROS production, as measured with
the HDCF-DA assay, followed similar trends (Figure 3b). ROS
increased by 370 ( 67%, 357 ( 24%, and 101 ( 22% relative
to controls when exposed to 200 µM nZVI, Fe(II), and
weathered nZVI, respectively. Control experiments demon-
strated that nZVI and Fe(II) could oxidize HDCF, the
intermediate compound that is only present inside the cells,
to form a fluorescent product, but could not oxidize HDCF-
DA directly (SI Figure S6). Weathered nZVI did not oxidize
HDCF-DA or HDCF.

The addition of 1 mM DMSO to nZVI solutions resulted in
significantly less LDH release compared to cells exposed to
nZVI in PBS alone (Figure 4b). The addition of 1 mM TBA or
BA to nZVI solutions had a negligible effect on cell viability (SI
Table S2). While some variability was observed in response to
nZVI among different batches of cells, the difference between
LDH released in the presence and absence of DMSO and under
all other conditions was statistically significant at both iron
doses.

The addition of BPY and DFO (33) increased viability and
decreased internal ROS production when cells were exposed
to nZVI. Viability increased to 79.7 ( 13.7% and 81.6 ( 3.3%
when exposed to 200 µM nZVI in the presence of 1 mM BPY
or 1 mM DFO, respectively (Figure 4b). Internal ROS pro-
duction decreased to 168 ( 18% and 156 ( 32% when BPY
or DFO were added under the same conditions (Figure 4c).

Discussion
Acute Oxidative Stress. The oxidation of nZVI by oxygen at
neutral pH produces a rapid burst of oxidants (Figure 1)
according to the following simplified mechanism (25):

Fe(s)
0 + O2 + 2H+ f Fe(II) + H2O2 (1)

FIGURE 2. (a) HCHO and total HBA production by nZVI in PBS
and 100 mM CH3OH and 5 mM benzoate at pH 7, t ) 60 min. (b)
[HCHO] in DMSO or TBA and methanol/[HCHO] in methanol
alone as a function of DMSO and TBA added to 10 mM CH3OH
in PBS at pH 7, for t ) 60 min. Lines indicate the product
formation expected if OH · was the reactive oxidant using
published rate constants (32).

FIGURE 3. (a) Lung cell viability and (b) internal ROS
production after a 60 min exposure to nZVI, Fe(II) or weathered
nZVI in PBS at pH 7. Data is relative to LDH released by
negative controls and lysed cells, and to fluorescence of
negative controls, respectively.
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Fe(s)
0 + H2O2 + 2H+ f Fe(II) + 2H2O (2)

Fe(II) + O2 f Fe(III) + O2
-· (3)

Fe(II) + O2
-· + 2H+ f Fe(III) + H2O2 (4)

Fe(II) + H2O2 f oxidant (5)

Superoxide and H2O2 are produced as intermediates of nZVI
and Fe(II) oxidation (reactions 1, 3, 4; Figure 1). The product
of the Fenton reaction (reaction 5) is capable of oxidizing
organic compounds and may be OH · or Fe(IV). As described
below, Fe(IV), or another oxidant that exhibits reactivity
different from that of OH · , is the main oxidant produced in
reaction 5 under conditions used in the bioassay. According
to reactions 1-5, at least 33.3 µM of oxidant should have
been produced via reaction 5 as 100 µM of nZVI was converted
to Fe(III). However, reactive oxidant production at circum-
neutral pH is typically lower than the theoretical maximum
due to iron precipitation, which presumably results in
consumption of oxidants through surface reactions (25).
Assuming that methanol and XTT react only with oxidants
that are not consumed in surface reactions, the data in Figure
1a and c indicate that approximately 9 µM of O2

-· is produced
during the first 10 min of the reaction and that all of it is
converted into an oxidant in reaction 5 (i.e., reactions 3-5).

Superoxide production is approximately equivalent to HCHO
production (reactions 4-5). The concentration of H2O2 that
accumulated in the presence of 1,10-phenanthroline (Figure
1d) is less than half of the concentration of superoxide and
HCHO because 1,10-phenanthroline slows Fe(II) oxidation
by O2 and H2O2, and H2O2 is only produced by reaction 1
when 1,10-phenanthroline is present. The presence of 1,10-
phenanthroline limits the formation of passivation layers on
the nanoparticle surface, potentially allowing more H2O2

produced by reaction 1 to reach the bulk solution, as observed
previously with EDTA (31). In the absence of 1,10-phenath-
roline, H2O2 produced by reaction 4 disappears rapidly
through reaction 5 and the measured H2O2 concentration is
not indicative of the total amount of H2O2 produced.

Previous studies demonstrated that Fe(II) oxidation via
reactions 3-5 is the dominant mechanism for oxidant
production at circumneutral pH, with nZVI serving as
source of Fe(II) (25). The role of Fe(II) in oxidant production
under conditions used in the bioassay was confirmed; the
addition of nZVI or Fe(II) to PBS resulted in the formation
of nearly identical concentrations of formaldehyde (Figures
1, S1). Between 5 and 10% more filterable iron was present
after an hour when nZVI was added and this resulted in
slightly higher HCHO production as Fe(II) was converted
to Fe(III) (SI Figure S1).

Results from the bioassays indicate that the presence of
Fe(II) is a prerequisite for cell damage and that Fe0

(s) in the
nanoparticles is not directly responsible for cell damage.
Viability and internal ROS production by human bronchial
epithelial cells exposed to nZVI for 60 min followed a
dose-response relationship (Figure 3). For both oxidative
stress assays, the response of the cells to dissolved Fe(II) was
equivalent to that of nZVI. Exposure to nZVI that had been
allowed to oxidize in PBS for 4 h did not cause a significant
response, in agreement with previous studies with nano-
particulate magnetite, nanoparticulate maghemite, and aged
nZVI (14, 15). These observations suggest that acute cyto-
toxicity is due to the rapid burst of oxidants produced during
Fe(II) oxidation and that the aged nanoparticles consisting
of Fe(III) oxides are much less toxic than fresh nZVI. While
Fe(III)-containing oxides did not cause strong responses in
cell cultures during the 60 min exposure, it is possible that
reductants produced by cells, such as glutathione or super-
oxide, can reduce Fe(III) to Fe(II) (34), leading to cell damage
over longer time periods.

The role of Fe(II) in oxidant production was further
supported by experiments conducted in the presence of iron
chelators. The addition of BPY and DFO decreased HCHO
production by nZVI (Figure 4a). BPY decreases oxidant
production by slowing the rate of Fe(II) oxidation by O2 and
H2O2 (23). Therefore, oxidant production is limited in the
presence of BPY because Fe(II) was not completely oxidized
during the 60 min experiment. The ability of BPY to lower
HCHO production indicates that the reaction of Fe(II) with
O2 and H2O2 (reactions 3-5) is necessary for oxidant
production. DFO forms very strong complexes with Fe(III)
(K Fe(III)-HL

conditional ) 1030.6 (26)) relative to Fe(II) (K Fe(II)-H2L
conditional ) 107.2

(26)) and, as a result, the rate of Fe(II) oxidation by O2 is
significantly accelerated in the presence of excess DFO at
pH 7 (35). The addition of DFO to our system resulted in a
significant decrease in HCHO production (Figure 4a). While
it is possible that DFO can scavenge radicals (36), it is unlikely
that DFO served as the main oxidant sink in the cell-free
experiments because the concentration of the probe com-
pound, methanol, was 2 orders of magnitude higher than
that of DFO. Furthermore, oxidation of Fe(II)-DFO by O2

does not produce an oxidant capable of oxidizing tereph-
thalate or ethanol (35). Therefore, the decrease in HCHO
production by nZVI in the presence of DFO is most likely is
attributable to the fast oxidation of Fe(II) and decreased

FIGURE 4. (a) HCHO production in 100 mM CH3OH, (b) lung cell
viability, and (c) internal ROS production by 100-200 µM nZVI
in PBS, 1 mM 2,2′-bipyridine (BPY) in PBS, 1 mM desfer-
rioxamine B (DFO), or 1 mM DMSO in PBS at pH 7, t ) 60 min.
The asterisk indicates that the data is statistically significant
compared to the response in PBS.
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production of oxidants capable of oxidizing probe com-
pounds when DFO-complexed Fe(II) is oxidized.

The effects of iron-chelating ligands on nZVI toxicity to
the epithelial cells supports our hypothesis about the role of
Fe(II) in the bioassay response. The ability of BPY and DFO
to limit LDH release upon exposure to nZVI suggests that
cytotoxicity is due to the formation of oxidants during Fe(II)
oxidation (Figure 4b). Addition of BPY decreases the rate of
oxidation of Fe(II) by O2 (reaction 3), which minimizes
oxidative damage. DFO results in rapid oxidation of Fe(II)
with limited oxidant production and formation of a hexa-
dentate complex with Fe(III) (20) that cannot be reduced by
superoxide to Fe(II) at a significant rate (36), thereby
preventing iron redox cycling.

Under the conditions of the bioassay, Fe(II) oxidation
happens quickly (Figure 1b) and it is unlikely that significant
quantities of added Fe(II) were taken up by the cells during
the 60 min experiment. Therefore, internal ROS production,
as measured with the HDCF-DA assay, most likely was
triggered by external oxidative stress. Oxidative stress acti-
vates redox-responsive signaling pathways in cells, including
the expression of genes that play a role in responses to
inflammation and result in intracellular ROS production (37).
The ability of BPY and DFO to limit internal ROS production
in cells exposed to nZVI (Figure 4c) is additional evidence
that Fe(II) oxidation at the membrane surface is involved in
the bioassay response.

Effect of Phosphate, Chloride, And Bicarbonate on
Oxidant Yield. Previous studies on nZVI indicate that the
release and subsequent oxidation of Fe(II) by O2 is the
dominant mechanism of oxidant production at neutral pH
values (25). Ligands that accelerate the rate of Fe(II) oxidation
or increase iron solubility were found to enhance oxidant
production, with yields approaching theoretical maxima in
some cases (31). Because the bronchial epithelial cells can
not tolerate PIPES, phosphate and bicarbonate buffers are
often used in bioassays. Solution conditions used for
exposures can affect oxidant production in reaction 5 through
changes in iron coordination. In our system, oxidant
production was approximately 2-3 times higher in PBS than
PIPES, saline-PIPES, or HBSS (SI Figure S2). These findings
can be explained by considering the effect of the ligands on
Fe(II) oxidation rates and on iron solubility and are described
in detail in the Supporting Information. Although it is difficult
to directly compare these results to conditions in lungs
because epithelial lining fluid contains iron transport proteins
(38) and antioxidants, such as ascorbic acid and glutathione
(39), PBS is more likely to be more representative of conditions
encountered in vivo than HBSS with respect to bicarbonate.
The bicarbonate concentration in HBSS (i.e., >4 mM) is higher
than the concentration encountered in air-saturated solutions
and lowers oxidant production through Fe(II) precipitation.

Role of Fe(IV) in Cell Damage. Although the hydroxyl
radical is often cited as the main product of the Fenton
reaction, an alternate oxidant, such as the ferryl ion, may be
formed under some conditions (40). For example, Fe(IV)
appears to be the primary oxidant produced by ZVI at
circumneutral pH values in the absence of ligands (23, 25)
and by Fe(II) in phosphate-buffered solutions (41). In our
experimental system, the oxidation of nZVI and Fe(II) by O2

produced an oxidant capable of oxidizing methanol more
efficiently than benzoate in PBS at pH 7 (Figure 2a). These
results are similar to previous observations made in the nZVI
system in the absence of ligands and are consistent with
production of Fe(IV) or an oxidant other than OH · . Fur-
thermore, addition of DMSO or TBA had a much smaller
effect on methanol oxidation than expected from predictions
made with measured rate constants for the reaction of OH ·

with DMSO, TBA, and CH3OH (Figure 2b). The inability of
TBA or DMSO to prevent methanol oxidation is inconsistent

with the presence of OH · and provides further evidence for
an alternate oxidant, such as Fe(IV), in this system. In
addition, the observation that DMSO scavenges the oxidant
more effectively than TBA indicates that DMSO is more
reactive with the oxidant than TBA.

Bioassays performed in the presence of DMSO, TBA, and
benzoate suggest that the oxidant responsible for methanol
oxidation also plays an important role in epithelial cell
damage. Among these radical scavengers, only DMSO was
able to limit cytotoxicity in cells exposed to nZVI (Figure 4b;
SI Table S2), which is consistent with damage from Fe(IV)
production during Fe(II) oxidation.

Implications for Nanoparticle and Particulate Matter
Toxicity. In agreement with earlier studies with Fe(III)-
containing nanoparticles (14, 15), we found that aged nZVI,
which consists mainly of Fe(III)-(hydr)oxides, had a minimal
effect on cells because reactive oxidants were not produced
(reactions 3-5) in the absence of Fe(II). Fe(III) can be reduced
in vivo (13, 34, 38) and the presence of Fe(III) in particles can
lead to oxidative damage over longer time periods. The
presence of transition metals, such as iron, in particulate
matter (7-10, 37) and silicates (29, 42) is positively correlated
with toxicity. Often the soluble portions of particulate matter
caused the same toxicity as the particles (e.g., 8, 9), suggesting
that the toxic effect was due to the metals released into
solution rather than the particles themselves.

In this study we demonstrated that the presence of Fe(II)
in particles results in the production of a burst of oxidants
that may cause lung irritation. Previous researchers have
provided ample evidence that oxidants produced as iron
undergoes redox reactions cause oxidative stress (12, 13),
and our observation that nZVI toxicity to bronchial
epithelial cells is related to the release and subsequent
oxidation of Fe(II) illustrates the crucial role of iron
oxidation state in the initial stress response. Although
Fe(III) is the thermodynamically favored form of iron in
the presence of O2, aerosol particles, fog, and cloudwater
can contain considerable amounts of Fe(II), especially
under acidic conditions (43, 44). Upon inhalation, the
increase in pH that occurs when acidic aerosols encounter
the well-buffered lung fluid will result in the rapid oxidation
of Fe(II) and a burst of oxidants, as observed with the ZVI
nanoparticles. Therefore, the oxidation state of Fe in
ambient or engineered particles may be an important factor
to consider in evaluations of particle toxicity.
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