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Abstract: In recent years, a lot of attention has been given to searching for new additives which will
effectively facilitate the process of immobilizing contaminants in the soil. This work considers the role
of the enhanced nano zero valent iron (nZVI) strategy in the phytostabilization of soil contaminated
with potentially toxic elements (PTEs). The experiment was carried out on soil that was highly
contaminated with PTEs derived from areas in which metal waste had been stored for many years.
The plants used comprised a mixture of grasses—Lolium perenne L. and Festuca rubra L. To determine
the effect of the nZVI on the content of PTEs in soil and plants, the samples were analyzed using
flame atomic absorption spectrometry (FAAS). The addition of nZVI significantly increased average
plant biomass (38%), the contents of Cu (above 2-fold), Ni (44%), Cd (29%), Pb (68%), Zn (44%),
and Cr (above 2-fold) in the roots as well as the soil pH. The addition of nZVI, on the other hand,
was most effective in reducing the Zn content of soil when compared to the control series. Based
on the investigations conducted, the application of nZVI to soil highly contaminated with PTEs is
potentially beneficial for the restoration of polluted lands.

Keywords: soil degradation; potentially toxic elements; phytoremediation; nanoremediation

1. Introduction,

Industrial and civilizational progress, in addition to the advantages that it goes hand
in hand with, contributes to the degradation of the natural environment, which largely per-
tains to soil [1,2]. Soil is one of the main elements of the natural environment determining,
among others, the chemical composition of plants. Contamination with potentially toxic
elements (PTEs), which may be derived from various anthropogenic activities, warrants
particular attention [3,4]. The pressures induced on the soil environment that are connected
with such activities strongly impact the quality of life, especially that observed in urban,
industrial as well as agricultural areas [5–7].
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The cultivation of degraded areas is a very significant issue due to the constantly
increasing shortage of space. The newest findings point to the fact that there are over
10 million highly contaminated areas, with PTEs comprising over 50% of these contam-
inants [8]. Because these contaminants and their negative effects are increasingly global
in their nature, it is thus necessary to develop effective methods for the protection and
reclamation of contaminated areas.

Among the biological methods drawing much attention is phytoremediation [9]. Due
to the complexity of processes accompanying phytoremediation, especially the means by
which toxic compounds are taken up and eliminated by plants (accumulation, sequestration,
degradation, transpiration), we can identify a few types of these methods. These include
phytoextraction, phytostabilization, phytodegradation, phytovolatilization, and rhizode-
gredation [10]. Phytostabilization relies on contaminated areas being colonized by plants
which tolerate high concentrations of PTEs; it also prevents the spread of contaminants
throughout the environment [11]. Aided phytostabilization is a relatively newly applied
technique for the bioremediation of the environment. This method relies on immobilizing,
among others, PTEs found in the soil, with adequately selected phytostabilizing plants,
and on soil’s supplementation with various kinds of soil additives [12]. The immobilization
of PTEs in this case relies on a few processes, which can include adsorption as well as
accumulation in the roots, adsorption on the surface of the roots, or transformation within
the rhizosphere into poorly soluble substances [13]. Aided phytostabilization focuses,
above all, on the below-ground zone of plants [14]; the chemical and biological processes
taking place in this area contribute to the contaminants being retained in their tissues. The
idea behind the process involves using plants to accumulate PTEs and to block them from
penetrating the deeper layers of the soil profile [15].

Seeking new, safe, and more effective materials which can be used as soil additives
which aid the processes of immobilizing contaminants in the soil is of key importance
when it comes to intensifying the processes of immobilizing PTEs in the soil and improving
its quality. Upon analyzing the findings from recent years, the use of nanoparticles of
zero valent iron (nZVI) in aiding the remediation and phytoremediation processes of
soils contaminated with PTEs may offer a new promising alternative in comparison to
commonly applied soil additives [16–20]. Above all, it is thanks to this result the reduction
and catalytic properties of nZVI, that it is possible to apply them practically in technologies
for the reclamation of soils and groundwater [21]. The nZVI particles are active, above
all, in oxidation–reduction reactions and can react with dioxygen dissolved in water,
which can be used in the reduction of various contaminants occurring in the water–soil
environment [22]. A significant drawback of nZVI particles—their tendency to aggregate
resulting in the limitation of the distance of migration and thus decreased effectiveness—
should, however, be mentioned [23,24]. The novelty of this work is connected with focusing
on the possibility of using the properties of nZVI to improve the effectiveness of PTE
immobilization in the aided phytostabilization technique in soils which were derived
directly from real contaminated areas and which were a hotspot. The objective of this
study was to evaluate the effect of an nZVI amendment on the enhanced phytostabilization
of soils highly contaminated with PTEs by determining the plant yield, the chemical
composition of the plant biomass accounting for the aboveground parts and roots, and the
selected physical and chemical properties of the soil.

2. Materials and Methods
2.1. Study Site and Soil Sampling Procedure

The study was carried out on soil from an area of steel disposal dumps in Northeastern
Poland (Figure 1). The research area covered soils on which ferrous and non-ferrous (brass,
aluminum, copper, zinc, and lead) waste of used batteries and accumulators had been
stored for over 70 years. Due to the fact that the waste had been stored directly on the
soil, high concentrations of PTEs were noted. Their values in soil subjected to analyses
diverge greatly from the standards currently in force in Poland [25] when it comes to PTEs’
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contents in the near-surface layer of the land. This is particularly observable for Pb and
Zn where the permissible limit was exceeded multifold. Selected physical and chemical
properties of the soil are presented in Table 1.
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Table 1. Total PTEs’ concentration in the soil used in the experiment.

Parameter Unit Value (Mean ± SD) National Limit a

Cu mg/kg 671.1 ± 78.5 600
Ni mg/kg 129.3 ± 26.7 300
Cd mg/kg 22.4 ± 2.52 15
Pb mg/kg 13,479 ± 669.6 600
Zn mg/kg 8433 ± 1376.5 1000
Cr mg/kg 602.4 ± 11.4 500

a Threshold concentration of PTEs in soils according to the regulations of the Polish Ministry of the
Environment [25]. The values in bold are significantly above the threshold concentration.

In the oldest part of the studied area, with a surface of 300 m2, the places where soil
samples were taken for the studies were selected based on a point-based identification of
the state of the soil environment. Surface soils (0–25 cm) were sampled with a stainless-steel
shovel. At each point, 20 individual samples were collected, which were then mixed and
treated as an average sample. All of the collected soil samples were carefully transferred
to clean polyethylene bags before being transported to the laboratory. They were then
air-dried at room temperature, sifted through a 2 mm sieve, and stored in a 4 ◦C refrigerator.

2.2. Experiment Description

A greenhouse experiment was conducted as described by Radziemska et al. [26]. In
total, 5.0 kg of polyethylene pots was used in the experiment. Each pot was filled with a
mixture of the soil and nZVI at a dose of 2.0% (w/w) and mixed thoroughly. The mass of
nZVI used in the experiment was chosen as cited in Baragaño et al. [27,28]. Non-amended
pots containing only the contaminated soil were used as controls. nZVI (iPutec GmbH
& Co. KG, Rheinfelden, Germany) was characterized by a strongly alkaline pH of 11.45,
average size of 50 nm, and it contained 92% Fe mixed with: C 2.8–3.2%, Si 1.8–2.1%, P
0.04–0.4%, Cr 0.05–0.4%, Ni 0.05–0.3% and Al 0.01–0.1% [29]. The soils with nZVI in
individual pots were then kept in a dark room for 2 weeks to ensure stabilization under
natural conditions prior to planting. Following this, plant seed mixtures (Lolium perenne L.
cv. Nur, Festuca rubra L. cv. Aido) were sown into pots for 5 g seeds per pot. Experiments
were carried out in triplicate. During the experiment, deionized water was supplied to
bring the soils to approximate 60% of the maximum water holding capacity of the soil. The
greenhouse was maintained at an average temperature of 26 ± 3 ◦C during the day (14 h)
and 16 ± 2 ◦C at night (10 h). The plants were harvested for 67 days after planting, then
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weighed and separated into aboveground parts and roots, which were carefully washed
with deionized water.

2.3. Soil Analysis

Following the pot experiment, soil samples were air-dried and sieved through a 2 mm
mesh and homogenized in order to carry out the analytical procedures. Soil pH was
determined using a pH electrode in a 1:2.5 water to soil extract using a pH-meter HI 221
(Hanna Instruments, Washington Hwy Smithfield, RI, USA). To determine the total contents
of PTEs (Cu, Ni, Cd, Pb, Zn, Cr) in the soil, the samples were mineralized in a mixture of 36%
HCl (9 mL), 65% HNO3 (3 mL), and 30% H2O2 (1 mL) in a microwave oven MARSXpress
(CEM Corporation, Matthews, NC, USA). The PTEs’ contents were measured via flame
atomic absorption spectrometry (Varian, Mulgrave, Australia, AA28OFS spectrometer)
using a sample introduction pump system to enable automatic sample dilution. The quality
of the analyses was assessed using reference material (CRM 142 R), and the obtained
recoveries ranged from 95% to 101%. For the chemical analyses, ultra-pure water of 18 MΩ
cm resistivity was taken from a Millipore System, (MilliQ Integral; Merck MilliporeCorp.,
Kenilworth, NJ, USA).

2.4. Analysis of Plant Biomass

At the end of the experiment, aboveground plant biomass was measured, and biomass
was carefully washed with deionized water. Before the chemical analysis, the plants
were powdered using an analytical mill (Retsch, ZM300, Hann, Germany). Aboveground
parts and roots samples were mineralized in concentrated HNO3 and 30% H2O2 using
a microwave oven MARSXpress (CEM Corporation, Matthews, NC, USA). The digested
samples were then cooled down, filtered through Whatman 42 filters into a 100 mL vol-
umetric flask, and filled up to volume with ultra-pure water. PTE concentrations in the
filtrates were determined by flame atomic absorption spectrometry (Varian, AA28OFS,
Mulgrave, Australia).

2.5. Statistical Analysis

All analyses were performed using freely available statistical software R, version
3.6.3. [30]. To model the relationship between the total contents of PTEs (Cu, Ni, Cd, Pb, Zn,
Cr) in the soil and in the plant biomass dependening on the selected treatments (control,
nZVI), a one-way analysis of variance (ANOVA) type I (sequential) sum of squares at a
significance level of 0.05 was used. To calculate the factor level means, “treatment contrasts”
were used, and to determine the difference among factor level means, Tukey’s Honestly
Significant Difference (HSD) Test was used. After all statistical analyses were performed,
the assumptions of selected models were checked with the help of appropriate statistical
tests and different diagnostic plots.

3. Results and Discussion
3.1. Initial Soil Characterization

Soil used in the experiment was characterized by an alkaline pH of 7.45 ± 0.4,
low organic matter content (1.3 ± 3.2%), and a relatively high cation-exchange capac-
ity (50.7 ± 3.4 cmol/kg) and was like loamy sand in texture (71.1% sand, 27.5% silt, 1.4%
clay). The contents of Cu, Ni, Cd, Pb, Zn, and Cr are summarized in Table 1. The contents
of all PTEs (with the exception of Ni) exceeded the permissible values specified in the
Ordinance of the Ministry of the Environment of Poland [25]. This was particularly visible
in the case of Pb, where the permissible value was exceeded 20-fold, and Zn 8-fold.

3.2. Accumulation of PTEs in Soil After Experiment

The most dangerous factor in terms of ecology is the increased PTE concentration
in the near-surface layer of the soil due to the danger of transfer via the root system of
plants to their aboveground parts [31]. This, in turn, creates the risk of easy penetration
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to further links of the food chain. When applying nZVI to various remediation methods,
attention should be drawn to the fact that the iron oxide shell enables the sorption and
surface complexation of PTE ions, playing a key role in the immobilization of PTEs [32].
In the studies that were carried out, the addition of nZVI significantly influenced the
concentration of individual PTEs in the soil following the harvest of test plants (Figure 2,
Table 2). The application of nZVI is most effective in reducing the concentration of Zn in
the soil; in the case of this element, its concentration decreased nearly two-fold compared
to the control series. A similar relationship, though to a lesser extent, was noted in the case
of Cu, Ni, and Pb, where the average content of individual elements under the influence of
nZVI was also lower in relation to the control variant (without additives). nZVI reveals the
ability to both reduce as well as adsorb elements [33]. The mechanism of reducing PTE
ions remaining in contact with nZVI can take the course of two separate processes. The
first relies on their reduction from the resulting direct contact with nZVI particles, whereas
the second relies mainly on the adsorption of PTEs on the surface of the nZVI structure [34].
In the case of most PTEs, there is a possibility of their occurrence on intermediate oxidation
levels which gradually undergo reduction to an oxidation state of zero [35].
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Table 2. The results of Tukey’s HSD test for PTE contents in soil, aboveground biomass, and roots
between control and nZVI.

Sample Type Cu Ni Cd Pb Zn Cr
Soil 0.07 0.18 0.003 ** 0.02 * 0.01 * 0.87

Aboveground biomass 0.28 0.02 * 0.01 * 0.007 ** <0.001 *** 0.04 *
Roots 0.003 ** 0.08 0.03 * <0.001 *** <0.001 *** <0.001 ***

* statistically significant difference at 0.05 significance level
** statistically significant difference at 0.01 significance level

*** statistically significant difference at 0.001 significance level

3.3. Soil pH After Application on nZVI

Many authors have drawn attention to the role of pH in taking up PTEs for plants and
shaping their mobility in the soil [36–38]. When the pH is low, cation of PTEs forms, which
influences the easy migration of these elements into the soil and facilitates their availability
to plants [39]. However, in the case of alkaline soils, poorly soluble compounds with weak
activity (which are only to a small extent available to plants), are formed [40]. In relation to
the above, it seems well-based to apply soil additives which cause a significant increase in
the pH value (F1,4 = 2414.3, p < 0.001). ZVI can easily be oxidized into amorphous iron
oxy(hydr)oxides by O2 in soils and is accompanied by increases in soil pH (pH 8.0) due to
the proton consumption [41]. The pH of soil used in the experiment is shown in Figure 3a.
The nZVI applied in this study led to a significant increase in pH (by 0.88 unit) in relation
to the control soil. This is confirmed by the studies of Bergano et al. [28] where the addition
of nZVI to soil contaminated with As, Cu, Zn, and Pb increased soil pH values.
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3.4. Effect of nZVI on the Plant Biomass Yield

PTEs contribute to changes in soil properties as well as negatively influence the
development of plants and the biomass yield [42]. To overcome the negative effect of PTEs
on plant growth, the use of suitable soil additives is important [43]. The influence of the
addition of nZVI to soil strongly contaminated with PTEs on Festuca rubra L. and Lolium
perenne L. biomass yield is presented in Figure 3b. The aboveground parts of the test plants
in the controls (without the addition of nZVI) were characterized by a higher sensitivity to
soil contamination with PTEs, as indicated by lower plant yield. The application of nZVI
to pots resulted in a 38% rise in the yield of aboveground parts of plants compared to the
control series (F1,4 = 116.36, p < 0.001). The plants subjected to the effects of nZVI show
various effects, including the stimulation of sprouting or increased biomass [44,45]. As
reported by Wang et al. [17], Trujillo-Reyes et al. [46], and Iannone et al. [47], oxidizing
ZVI can create FeO particles, such as Fe3O4 and Fe2O3, which have a non-toxic or positive
influence on the increase in growth of Lolium perenne L., Lactuca sativa L. and Triticum
aestivum L. This result is in accordance with a previous report on nZVI-exposed Arabidopsis
thaliana L., whose yield was found to be 38% higher in relation to the control series [48].

3.5. PTEs Accumulation in Aboveground Parts and Roots

In the phytostabilization technique, the process of immobilizing contaminants which
occur in the soil takes place in the rhizosphere; this is in contrast to substances excreted
in a natural manner by the roots which ensure that the microorganisms have an adequate
amount of nutrients leading to the intensification of biological processes [49]. The total
Cu, Ni, Cd, Pb, Zn, and Cr concentration was significantly higher in the roots than in the
aboveground parts of the tested plant in pots with the addition of nZVI (Figures 4 and 5,
Table 2). It is known that root exudates can affect PTE availability in the rhizosphere [50,51].
They may also improve the reactivity of nZVI. As a result, the effectiveness of PTE stabi-
lization can be improved and the PTE uptake by plants can be decreased. On the other
hand, nanoparticles of ZVI can agglomerate in soil, leading to their uniform distribution
and limited stabilization of PTEs [52]. The increase in PTE contents in plant roots can be
explained by retaining iron particles in the apoplasts or in the outer layers of roots [53].
When analyzing the concentration of PTEs in the roots following the application of nZVI,
it was found to be significantly higher (approximately two times higher) than its content
in the aboveground parts in the case of Cu, Pb, and Cr. This relationship was confirmed
in studies by Hidalgo et al. [54], who confirmed the highest Pb concentration in the roots
of Avicennia Germinans L. The obtained results are also in accordance with the results of
Gil-Diaz et al. [55], who showed that the addition of nZVI to soil contaminated with As
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significantly limited the accumulation of this element in the aboveground parts of Hordeum
vulgare L.
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4. Conclusions

The effect of nano zero valent iron (nZVI) on the efficiency of phytostabilization was
investigated via pot experiments. The results showed that the addition of nZVI induced
higher (38%) crop yields of the tested plants. The content of Cu, Ni, Cd, Pb, Zn, and Cr was
significantly higher in the plant roots, with the effect intensified by the nZVI presence in the
soil. This effect was particularly pronounced for Ni, Pb, and Zn following the application
of nZVI, where the HM concentration was higher by 77%, 9-fold and 11-fold, respectively.
Moreover, the pH of the soil amended with nZVI was significantly higher (by 0.88 per unit)
than that of nonamended soil. In the case of soil, the addition of nZVI had the strongest
influence on the reduction (46%) of its Zn contents in relation to the control series. Based
on these results, we can conclude that the application of nZVI in the technique of aided
phytostabilization to soils from sample post-industrial areas can have a significant influence
on the protection and shaping of soil resources. Certain aspects, however, require further
consideration in terms of nZVI application, e.g., other plant species, soil types, variable
humidity conditions, and field test conditions. As a result, the use of nZVI can be widely
used in processes supporting phytostabilization. However, the costs associated with nZVI
production and its application, especially in large areas, may be higher compared to those
of other mineral and organic amendments.
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