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Abstract

Even though some studies have shown that copper (Cu), copper oxide (CuO) and zinc oxide (ZnO) nanoparticles
(NPs) are toxic to a number of organisms, fewer studies have investigated toxicity of these NPs in actual soils. This
study investigated the effect of Cu, CuO and ZnO NPs in both urban and artificial soils. The aim was to examine
the differences on these NPs’ ability to cause oxidative stress to organisms in urban and artificial soils. Earthworms,
Eisenia fetida, (2 months old) were exposed to varying concentrations of NPs and bulk materials (used for comparison
purposes) of Cu, CuO and ZnO ranging from 100-500 mg/kg, 100-4000 mg/kg and 100-4000 mg/kg, respectively,
for 14 days, for each soil type. Superoxide dismutase (SOD), reduced glutathione (GSH) and hydrogen peroxide
(H,0,) were measured at the end of exposure period. The accumulation of Cu and Zn in the earthworm tissues was
measured using AAS. In urban soils, SOD, GSH and H202 all showed an initial increase as the concentration of
NPs increased and but decreased at higher concentrations. Similar results for bulk materials were observed, though
with less intensity. Cu and Zn accumulation in earthworm tissues increased as a function of NPs/bulk materials
concentrations in both soils. Interestingly however, SOD, GSH and H,0, from artificial soils for both NPs and bulk
materials did not show significant differences from the controls, except at higher NPs/bulk materials concentrations.

Keywords: Nanoparticles; Oxidative stress; Soil organic matter;
Urban soils; Earthworms

Introduction

The rapid increase in the human population has put immense
pressure on consumer products [1]. Thus, most manufacturers have
turned to nanotechnology, to meet the demand for their products while
improving on the quality at the same time. Nanoparticles (NPs) have
unique properties that confer superior quality in consumer and industrial
products [2,3]. This is because NPs have unique physicochemical
properties that distinguish them from their bulk counterparts with the
same composition [4,5]. These properties include optical, mechanical,
chemical and biological enhanced characteristics [5-7], which have led
to their wide application and as a result the number of NPs is increasing
and it is expected that these nanomaterials will be more complex and
will have unique chemistries [8]. Such nanomaterials include metal and
metal oxide based NPs such as Cu, CuO and ZnO among others.

Metal oxide based NPs such as ZnO are used in products such as
toothpaste, sunscreens, coatings and paints; while CuO NPs are used
in gas sensors, photovoltaic cells, in catalyst applications and in heat
transfer Nano fluids [4,9]. Cu NPs are used as anti-microbial, anti-
fungal, copper diet supplements, in optical and electrical appliances
[10]. The use of NPs in a wide range of commercial products and
industrial applications is expected to increase exponentially during
the next decade [11]. This will inevitably lead to an increase in their
release into the environment with concomitant adverse effects to
organisms [12,13]. Once in the environment, these NPs can undergo
transformations, such as dissolution, agglomeration, sedimentation,
or change of surface moieties, which greatly affect the pathway and
extent of environmental release [14]. NPs have been shown to be more
toxic to organisms, both micro and macro, as compared to their bulk
counterparts [15-19]. This toxicity is attributed to the high reactivity of
nanoparticles, which increases with decrease in size [8,20].

Being much smaller than cells and cellular organelles, NPs can
easily penetrate biological structures and bring about their toxic effects

[21]. However, it is still not clear whether the toxic effects observed
in organisms are as a result of the dissolved metal ions or the NPs
themselves [22]. One of the toxic effects that has been shown to be
caused by NPs on organisms is oxidative stress [22,23], and can be used
to explain toxicity associated with particle exposure [11]. Oxidative
stress is a condition in which reactive oxygen species (ROS) or free
radicals, generated extra-or intra-cellularly, exert toxic effects to the
cells of the organism [24]. Organisms have effective mechanisms to
prevent damage resulting from ROS, which mainly include endogenous
antioxidant enzymes and non-enzymatic antioxidant such as superoxide
dismutase (SOD), glutathione peroxidase (GPX), catalase (CAT), and
glutathione (GSH) [25]. If these mechanisms fail to eliminate the ROS,
then an organism undergoes oxidative stress. SOD is the first line of
defence which catalyses the dismutation of superoxide radical to H,0,
[24,26,27]. GSH is equally an important non-enzymatic antioxidant,
which protects an organism’s tissues against damage by neutralising
ROS and free radicals [24]. These mechanisms are found in most
organisms including earthworms.

The feeding mechanisms of earthworms easily expose them to soil
pollutants [28]. Particularly, earthworms swallow soil or residues and
plant litter on the soil surface, which is mixed by strong muscles and
moved through the digestive tract [29]. Therefore, earthworms are
exposed to any pollutant, including NPs present in soil or in litter.

Earthworms have been selected for this study, because these
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organisms are important in the maintenance of the ecological function
of the soil [30] and recycling of nutrients [28]. Eisenia fetida, an
earthworm species, is a critical ecotoxicological sentinel species because
it is constantly exposed to pollutants in the soil [18,28,31] and therefore
can be used in ecotoxicological studies. Interestingly, however, most
studies done on earthworm species have used surrogate materials or
artificial soils [32-36]. In this study, we used urban and artificial soils
to investigate the ability of NPs to cause oxidative stress in E. fetida. To
the best of our knowledge, we have not come across any research that
has compared urban and artificial soils’ influence on Cu, CuO and ZnO
NPs’ ability to cause oxidative stress to E. fetida. Therefore, there is need
to effectively study the effects of these NPs on earthworms in the urban
environment, given that natural environments are being urbanised.

Materials and methods

Materials and chemicals

Cu NPs with an average size of 10 nm were supplied by Mintek
(Randburg, South Africa). Both CuO and ZnO NPs with an average size
of 20 nm and 33 nm respectively, were synthesised at the Copperbelt
University. The micro sized (bulk) Cu was prepared from 0.5 mm
copper sheet strips of 99.99% purity purchased from Shanghai Metal
Corporation [37]. This copper was cut into small pieces and was
pulverized to a powder form. The powdered copper was passed through
4.5 pum sieve to obtain the size of the Cu particles used in this study. The
analytical grade micro sized (bulk) CuO and ZnO were purchased from
BDH Chemicals (England) and were used as purchased. Analytical
grade (Analar) HNO, used for metal analysis was purchased from Rich
Bay (South Africa). Aqueous 5-sulfo-salicylic acid dihydrate (SSA) was
purchased from Merck, South Africa. The 1L high-density polyethylene
(HDPE) holding containers were purchased from Athol plastics, Kitwe,
Zambia. Colorimetric detection kits were purchased from Arbor Assays
(Michigan, USA). The kits were; glutathione colorimetric detection
kit (K006-H1), superoxide dismutase (SOD) colorimetric activity kit
(K028-H1), hydrogen peroxide colorimetric detection kit (K034-H)
and bicinchoninic acid (BCA) protein colorimetric detection Kit
(K041-H1), used for determination of glutathione (GSH), super oxide
dismutase (SOD), hydrogen peroxide (H,0,) and protein respectively. A
Tecan plate reader (Sunrise-basic Tecan) was used to obtain the optical
densities from samples. These optical densities were input in an online
four-parameter logistic curve (4PLC) tool found at www.myassays.com
to deduce the respective concentrations of the samples. Flame atomic
absorption spectrophotometry (F-AAS) was used for metal analysis.

Test organisms and test media

The earthworms, E. fetida were purchased from a worm farmer in
Mufulira, Copperbelt Province, Zambia. This species is sensitive, easy
to culture and has a relatively short generation time in the laboratory
of approximately 4-6 weeks. The earthworms were cultured in the
Environmental Engineering Laboratory at the Copperbelt University
for about 4 months in two types of soils, urban and artificial. This
type of earthworms, E. Fetida, was selected for this study due to their
abundance on the Copperbelt province soils. Urban soil, mainly sandy
loam, was obtained from within the Copperbelt University main
campus and was free from any pollutants, and its soil organic matter
(SOM) was 1.5%. The artificial soil consisted of cow dung (50%), cooked
maize meal (15%), Carica papaya (10%) and Irish potatoes (Solanum
tuberosum) (25%) and was equally free from any pollutants and its SOM
was >35%. A few priority characteristics and pollutants of the soils used
in this study are shown in Table 1. These soils were also screened for
commonly used herbicides and none was found. The source of food
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Soil Cu Zn Co Mn CEC
H SOM (%
Type P %) (ppm) (ppm) (pPm) (pPm)  (meq/100g)
Urban 6.93 1.5 <0.01 <0.01 0.01 0.04 65
Artificial 6.41 >35 <0.01 <0.01 <0.01 <0.01 -

Table 1: Priority constituents of the test soils.

for the earthworms for the urban soils included decomposed Carica
papaya, Irish potatoes, cooked maize meal (nshima/pap) and cow
dung, added fortnightly, while water for organisms in both urban and
artificial soils was added every two days.

Toxicity tests

The toxicity tests for each soil type were conducted in accordance
to the OECD guidelines [38,39] with some modifications. For Cu NPs
and bulk Cu the concentrations used were 0 (control), 100, 200, 300 and
500 mg/kg of soil introduced into 500 ml plastic containers. For both
CuO and ZnO NPs and the bulk CuO and ZnO, the concentrations
used were 0 (control), 100, 500, 1000, 2000, 2500 and 4000 mg/kg of
soil introduced into 1L HDPE containers. For each concentration, three
replicates were used. The pH of the soils was 7.5 and the temperature
ranged from 25-27°C. Moisture content was maintained at 40% for the
14-day exposure period. Five (5) earthworms of about two (2) months
old with fully developed clitellum were introduced into each container,
each containing NPs concentrations mentioned above. The number of
earthworms used in each container was based on the OECD guidelines
[38]. To ensure that organisms did not escape, the containers were
covered with parafilms perforated with small holes for air entry.

Determination of biomarkers

All biomarker analyses were conducted within 8 hours of sacrificing
the earthworms. For each concentration and for each replicate sample,
three earthworms were used for biomarker determination and the
other two were used for metal ion determination. For biomarker
determination, each of the three earthworms were chopped into three
parts (each part for each biomarker) and then one part from each
earthworm for the three earthworms were combined to make one
sample for a particular biomarker. The earthworm samples where
thoroughly homogenized using a hand tissue homogeniser in ice cold
100 mM phosphate buffer solution at pH 7.0. All the samples were
centrifuged at 4°C using a Thermo legend micro 21R centrifuge, at
varying speeds depending on the assay. The procedures for each specific
biomarker are described in sections 2.4.1 to 2.4.4.

Protein

The proteins were assayed according to the BCA colorimetric
kit (catalog number K041-H1) from Arbor Assays [40]. In brief, the
homogenized tissues were centrifuged at 14000xg for 10 minutes at 4'C.
Then 10 pL of each sample and standards were pipetted into duplicate
wells of the 96 well plate. 10 pL of water in duplicate wells was used
as the zero standard. The BCA color solution (75 uL) was added to
each well containing samples and standards using a repeater pipette.
The plate was sealed and incubated at 37°C for 2 hours in an oven. The
optical density was read at 560 nm using the Tecan plate reader. The
obtained optical densities were input in a four-parameter logistic curve
(4PLQC) fit tool found on www.myassays.com, as described in the kit,
for deducing the concentrations of proteins from the optical densities.

Superoxide Dismutase

The SOD was assayed according to the super oxide dismutase
colorimetric kit, (catalog number K028-H1), from Arbor Assays [41].
In brief, the homogenized tissues were divided into two portions, one
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for protein determination as described in section 2.4.1 and the other
was centrifuged at 1,500xg for 10 minutes at 4°C. From the supernatant,
10 pL of each sample and 10 pL of each standard were pipetted into
duplicate wells of the 96 well plate. From the supplied assay buffer, 10
uL was pipetted into duplicate wells as the Zero standard. Then 50 pL
of the substrate preparation, described in the assay kit, was added to
each well containing samples and standards using a repeater pipette.
Finally, 25 uL Xanthine oxidase preparation was added to each well
containing samples and standards using a repeater pipette. Then the
plate was sealed and incubated at room temperature for 20 minutes.
The optical density was read at 450 nm using the Tecan plate reader. The
concentrations were obtained using 4PLC fit as described in the kit. The
amount of SOD was normalized with protein content.

Hydrogen peroxide

The H,0, was assayed as described in the kit (catalog number
K034-H1), from Arbor Assays [42]. In brief, the homogenised tissues
were divided into two portions, one for protein determination as
described in section 2.4.1 and the other was centrifuged at 1,500xg for
10 minutes at 4°C. From the supernatant, 50 uL of each sample and 50
uL of each standard were pipetted into duplicate wells of the 96 well
plate. A 50 uL of assay buffer was pipetted into duplicate well as the zero
standard. The 25 pL of colorimetric substrate was added to each well
containing samples and standards using a repeater pipette. The reaction
was initiated by adding 25 pL of the Horseradish peroxidase (HRP)
preparation to each well using a repeater pipette. The plate was sealed
and incubated at room temperature for 15 minutes. The optical density
was read at 560 nm using the Tecan plate reader. The concentrations
were obtained using 4PLC fit as described in the kit. The amount of
H,0, was normalized with protein content.

Glutathione

The GSH was assayed as described in the kit (catalog number
K006-H1), from Arbor Assays [43]. In brief, the homogenized tissues
where centrifuged at 14000xg for 10 minutes at 4'C. Then an aliquot of
the supernatant was removed for protein determination as described
in section 2.4.1. The remaining supernatant was deproteinized using
5-sulfo salicylic acid. From this protein free extract, 50 pL of each
sample and 50 pL of each standard was pipetted into the duplicate
wells of the 96 well plate. Then 50 pL of the sample diluent was
pipetted into duplicate wells as the Zero standard. Thereafter, 25 uL of
the colorimetric detection reagent was added to each well containing
samples and standards using a repeater pipette. Finally, a 25 uL of the
reaction mixture was added to each of the wells containing the samples
and standards using a repeater pipette. The sides of the plate were gently
tapped to ensure adequate mixing of the reagents. The plate was sealed
and incubated at room temperature for 20 minutes. The optical density
was read at 450 nm using the Tecan plate reader. The concentrations
were obtained using HPLC fit as described in the kit. The amount of
GSH was normalized with protein content.

Metal ion determination

The metal accumulation in earthworms was assayed using the
atomic absorption spectrophotometer (AAS, Analyst 200, Perkin-
Elmer model). For each treatment, the earthworms were depurated
for 24 hrs prior to digestion for analysis. The sample preparation was
carried out as described by Dai et al. [44] with minor modifications.
The modification was that the wet weights of earthworm samples were
used and the dilution of final samples was made up to 25 ml.

Statistics

Data presented here correspond to the arithmetical mean of three
replicates (n=3). Statistical significances of differences between the
control and treatments were determined by use of one-way analysis
of variance (ANOVA), this was followed by post-hoc Dunnet’s test at
95% confidence level (p=0.05). All graphs and statistical analyses were
performed using the GraphPad' Prism Software.

Results and Discussion

Accumulation of copper and zinc in earthworms after 14-days
exposure

Cu and Zn are essential elements in organisms and most species
can regulate essential elements to a certain extent [45]. Therefore, it is
not unusual to detect traces of Cu and Zn in organisms. In this study,
after 14-days exposure, the concentration of Cu and Zn was measured
in the earthworms using F-AAS. The measurements were carried out
on earthworm tissues both in urban and artificial soils. The results in
both soils showed a correlation between metal ions accumulation in
earthworm tissues and the concentration of NPs in soils (Figure 1).
Similar trends for the bulk Cu, CuO and ZnO were also observed, albeit
with smaller magnitudes. To ensure that only metal ions in earthworm
tissues were considered, the worms were depurated for 24 hrs prior
to metal concentration determination. The concentration of Cu and
Zn metals in earthworms were normalized with protein content. For
both metals and in both NPs and bulk materials, there were significant
differences (p<0.05) in the metal accumulation between treatments
and controls. The increase in the metal ion concentration in the
earthworm tissues as a function of NPs concentration in soils in this
study was an indicator of NPs internalization by the earthworms.
The NPs internalization could have been through diffusion and other
modes such as ion-gated channels and transporter proteins, which
permit NPs to cross the plasma membrane as suggested by Chang et al.
[23]. However, as observed elsewhere [46], it is likely that some of this
metal may have been absorbed as metal ions due to NPs dissolution
within the soils. For bulk materials, the uptake could have been mainly
due to dissolution consistent with the observation [47]. Generally,
the uptake of metal ions in earthworms corroborated the results of
the biomarkers as shown in sections 3.2-3.4. Furthermore, despite
mortality not observed in any of the treatments, the results revealed
that there was loss of weight of earthworms that was dose related.
Contrary to expectation, there was no significant difference (p>0.05)
in the accumulations of metal ions between urban (1.5% SOM) and
artificial (>35% SOM) as shown in Figure 2. These results may partly be
attributed to feeding mechanisms of earthworms. Furthermore, these
results when taken together with effect results in sections 3.2, 3.3 and
3.4, suggest that organic matter complexation with NPs can modulate
the toxic effects [22]. However, these uptake results suggest that further
studies are still required to delineate the particle internalization from
dissolved metal ion absorption.

Superoxide Dismutase

SOD has been described as the key enzyme in the natural defence
against freeradicals [48].Itis the most effective and high catalytic efficient
intracellular enzymatic antioxidant, which is present everywhere in all
aerobic organisms and in all subcellular compartments prone to ROS
(0,), mediated oxidative stress [24]. It is a limiting enzymatic activity
in the disposal of ROS in tissues [49]. According to Matés [50], Cu
and Zn atoms constitute the Cu, Zn SOD active site. The Cu** ions are
directly involved in the dismutation of hydrogen peroxide (H,0,) while
being reduced to Cu'* ions, while the Zn ions are for stabilizing the
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SOD [51]. Thus, the SOD destroys the free radical superoxide (O,) by
converting it to hydrogen peroxide that is in turn reduced to O, and H,O
by catalase (CAT) or glutathione peroxidase (GPX) reactions [48,50].
Therefore, the induction or inhibition of SOD during the exposure of
organisms to NPs is one of the critical biomarkers of oxidative stress. In
this study, the exposure of earthworms to Cu, CuO and ZnO NPs and
bulk Cu, CuO and ZnO was carried out in two different soils, the urban
and artificial. Given that the majority of studies on NPs toxicity on
organisms have been carried out on artificial or surrogate media, it was
necessary to understand whether NPs effects on organisms in urban
soil would be significantly different from that of the artificial soils.
The bulk Cu, CuO and ZnO, in this study was used for comparison
purposes. The results of SOD for the exposures of earthworms to both
NPs and bulk materials of Cu, CuO and ZnO for both soil types were
shown in Figure 3.

In these results, the earthworms exposed to Cu, CuO and ZnO NPs
in urban soils (1.5% SOM) exhibited a similar trend, thus initial increase
in the SOD activity as the NPs concentration increased. However, as
NPs concentration was further increased, a peak was reached and
then a decrease in SOD activity was observed. The observed trend is
attributed to the fact that initially, the SOD enzyme was up regulated,
in response to the increase in super oxide due to increase in NPS
concentration. However, as the NPs” concentrations reached 200 mg/
kg for Cu NPs and 1000 mg/kg for both CuO and ZnO NPs (Figure 3),
SOD’s capacity to detoxify the O, was overwhelmed [24,52], leading
to decreased SOD activity and ultimately this would normally result
into decrease in H,O,. However, during the increase in the expression
of SOD, the production of H,0, increases [53,54]. Since, according to
Matés [50], HZO2 can inactivate Cu, Zn-SOD at certain concentrations,
the observed reduction in SOD activity, as the concentration NPs
was increasing, in this study, could have been partly due to H,O,.
Furthermore, Cu, Zn SOD is known to have peroxidase activity and
therefore increased expression of this enzyme leads to increased lipid
peroxidation and hypersentivity to oxidative stress [54]. Thus, the

complexity and interrelatedness of oxidative stress processes requires
caution, when interpreting oxidative stress results.

Interestingly, the concentrations of NPs that have caused significant
changes (increase/decrease) in the SOD activities in the urban soils,
in this study, are several orders of magnitude greater than the current
concentrations of NPs predicted to be in the environment [47]. Thus,
current environmental NPs concentrations do not pose a serious
threat to soil organisms. However, current and future investigation on
the safety of NPs in the actual environmental compartments needs to
emphasize on chronic and delayed toxic effects as suggested by Huang
et al. [47].

The results of the exposure of earthworms to Cu, CuO and ZnO
NPs in artificial soils (>35% SOM) showed less dramatic changes in
SOD activities. The observed results confirm the conclusion by Wang et
al. [55] that adverse effects of NPs in an environmental system depends
on the amount and nature of organic matter. Furthermore, the results
of bulk Cu, CuO and ZnO in both soils showed a much less effect in
comparison to the effect exhibited by organisms exposed to NPs. This
is consistent to expectation, given that NPs can easily enter into the
organisms due to their small sizes [21], whereas bulk materials effect
could be due to dissolved ions. The high amount of organic matter in
the artificial soil as reported in this study could be the reason for the
reduced activity of SOD. Thus as observed elsewhere [22], particles
and organic matter can undergo complexation reactions leading to
formation of chemical-complex species that are non-bioavailable,
resulting in reduced toxicity.

Glutathione (GSH)

As noted by researchers elsewhere [24], GSH plays an important
role as an antioxidant, preserving protein and enzyme integrity, and
serves as a co-factor for the GST enzyme. Therefore, an increase or
depletion of GSH in an organism after exposure to a xenobiotic can
be used as a biochemical indicator of oxidative stress. The production
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of ROS in oxidative stress can lead to the damage of macromolecules
such as DNA, lipids and proteins [56] and eventually to the death of
an organism. Other researchers elsewhere Mwaanga et al. [13] used
oxidized glutathione (GSSG) as an index of oxidative stress. However,
as stated by Gill and Tuteja [24] both GSSG and GSH can be used as
indicators of oxidative stress. In this study, as explained in the method
section, the earthworms were exposed to Cu, CuO and ZnO NPs in both
artificial and urban soils. The resulting changes in GSH were shown in
Figure 4. In the urban soils, the results for all the three NPs indicated an
initial increase of GSH, but as NPs concentration increased, there was
a decrease in the amounts of GSH. This decrease in GSH concentration
corresponded with a decrease in H,0, at similar NPs concentrations
in soils as shown in Figure 5. The observed trend can be explained as
follows: GSH biosynthesis is stimulated under mild oxidative stress
owing to increased expression of glutamate cysteine ligase, a key enzyme
for its biosynthesis [57] and hence the observed initial increase of GSH.
However, as the concentrations of NPs increased, oxidative stress
became intensive. Thus, more O, ions were generated and this in turn
increased the amount of H,0, which required more molecules of GSH
for its conversion to water and oxygen in the presence of glutathione
peroxidase. In the process of converting H,0, to oxygen and water,
GSH is converted to the oxidized form (GSSG). The reduction of GSH
in the anti-oxidative processes is known to be carried out by several
other processes [57]. Thus, in this study several processes could have
caused the depletion of GSH.

In the artificial soils, with >35% SOM, NPs effects on the increase or
depletion of GSH appeared to have been minimized by organic matter
content. As already discussed in the previous sections (3.1 and 3.2),
these results could be attributed to NPs-SOM complex formation that
ultimately modulate NPs toxicity. The results of bulk Cu, CuO and ZnO
on GSH in urban soil mirrored those of the NPs, though with much
reduced intensity. This reduction in the intensity of the effects could be
attributed to differences in the ability of NPs to easily enter organisms
due to their small sizes as stated in section 3.2 above. Interestingly,

however, there was generally no significance difference between the
results of NPs and bulk materials of Cu, CuO and ZnO in artificial
soils, on their effect in the levels of GSH. The reduced effect of micro
sized particles on GSH could also be attributed to reduced release of
metals by bulk materials as observed elsewhere. Again, these results
call for more studies to understand whether the effects observed was to
due to NPs or metal jons.

Hydrogen peroxide

The production of H,O, in organisms exposed to xenobiotics can
lead to the production of highly reactive and toxic hydroxyl radicals
(‘OH), through Fenton reaction. The production of OH radicals
can lead to lipid peroxidation, which ultimately can create a cyclic
destructive pathway, because some of the breakdown products are
strongly electrophilic in nature and can further increase oxidative
stress, with eventual death to organisms. The conversion of O, into
H,0, requires the enzyme Cu, Zn, SOD as already described in section
3.2 above. According to Kowald et al. [54], SOD has two forms, the
oxidized (Cu(I)Zn SOD) and the reduced form (Cu(II)Zn SOD).
Depending on the ratio of the reduced to the oxidized forms, increase in
the total SOD expression may result in increased, decreased or constant
amount of H,0,. As already described in section 3.2 above, increase in
SOD expression can increase lipid peroxidation and hypersensitivity to
oxidative stress in organisms. Interestingly, the concentrations of NPs
at which such events can occur depend on the environmental medium.
For instance, in urban and artificial soils of this study, the same NPs
concentrations elicited different responses that were significantly
different in terms of increase and depletion of H,O, (Figure 5). The
trend of results observed for H,O, is similar to the results observed for
SOD and GSH, for both artificial and urban soils. In the urban soils,
the results can be rationalized as follows: The initial increase in the
H,0, at low NPs concentrations was because of steady increase in SOD
expression, which was required to convert the super oxide ion to H,0,.
According to some reports Gardener et al. and Kowald et al. [53,54],
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Figure 4: Concentration of GSH: (a) Cu NPs and bulk Cu exposure, top with 1.5% SOM and bottom with >35% SOM, (b) CuO NPs and bulk CuO exposure, top with
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mean, n=3.

this is likely to happen under steady state condition, where the ratio
of the reduced to oxidized forms is approximately unit. Thus, under
these conditions, as SOD increased, H,0, can also increase. The results
of this study seemed to mirror the description by Gardener et al. and
Kowald et al. [53,54], as reflected in both Figures 4 and 5. However,
as NPs concentration increased, this increase led to intensive oxidative
stress [52], which eventually inhibited the enzyme SOD, which converts
0, to H,0, and hence leading to a decrease in H,O,. Nevertheless,
according to Lushchak and Kowald et al. [52,54], several other processes
can lead to decrease in H,0,, in addition to others that convert H,0, to
water and oxygen.

Similarly, as was the case for SOD and GSH, the effects of NPs to
organisms in artificial soil were minimal in comparison to the effects of
these same NPs in urban soil. The same reason as outlined in section 3.2
above can be attributed to the observed minimal effects in the artificial
soil. For the bulk materials, the effects in urban soils mirrored those of
NPs, albeit with less intensity. However, in the artificial soils, there was
generally no significant difference between the effects of NPs and that
of bulk materials. The same reasons outlined in section 3.3 above can
be attributed to the observed minimal effects of the bulk materials in
the artificial soil.

The results of this study are interesting and significant for several
reasons. Few studies in literature have documented the biochemical
effects of Cu, CuO and ZnO NPs on earthworms in urban soils. The
concentrations of NPs found to exhibit adverse effects on earthworms
in artificial soils or natural soils tend to be several orders of magnitude
lower [32,58,59] than what has been found in this study and other
similar studies elsewhere [33,46]. These differences could be due to
differences in specific soil characteristics. This implies that extensive
characterization of test media is important. However, one of the
challenges of carrying out effective evaluation of the impacts of NPs in

soils is difficulty in tracking NPs in soil matrix where similar NPs may
be naturally occurring. Thus, for studies in urban soils, the existence
of metal ions of the same metals that make up the NPs can further
confound the results [60]. Another challenge involves the difficulty to
delineating the effects of NPs from that of dissolved ions in urban soils.

Conclusion

This study has shown that the ability of Cu, CuO and ZnO NPs
to cause oxidative stress is different in different soil media. Thus, the
levels of oxidative stress caused by Cu, CuO and ZnO NPs in urban and
artificial soils are different even at the same NPs concentrations. This
study has also shown that the soil organic matter had a huge influence
on the impacts of NPs in causing oxidative stress to earthworms.
The study has further showed that there is a correlation between
accumulation of metal ion and the concentration of NPs in soils and
that the accumulation was significantly higher (p<0.05) for NPs than
for bulk materials. Thus, the results of this study suggest that it is the
form in which the NPs (or metal ions) exist that can cause severe
oxidative stress. Furthermore, the concentrations observed to have
caused oxidative stress in this study were several orders of magnitude
higher than the predicted current concentrations of these NPs in the
actual environment. Interestingly, the soils used in this study were free
from any contaminants, a situation that rarely happens in many urban
environments. Therefore, evaluation of the adverse effects of NPs in
the urban soils has to focus on the chronic and delayed effects with
full soil characterization. Furthermore, additional studies are required
to delineate the effects of particles from that of metal ions in soils of
different organic matter content.

Acknowledgements

We wish to acknowledge the National Science and Technology Council
(NSTC) in Zambia and the National Research Foundation (NRF) in South Africa,
for the research grants they provided, without which this research would not have
been possible. We also wish to thank Professor Kozozo Phiri, from the School of

J Pollut Eff Cont, an open access journal
ISSN:2375-4397

Volume 5 ¢ Issue 3 » 1000195



Citation: Mwaanga P, Mbulwe S, Shumbula P, Nyirenda J (2017) Investigating the Toxicity of Cu, CuO and ZnO Nanoparticles on Earthworms in
Urban Soils. J Pollut Eff Cont 5: 195. doi: 10.4176/2375-4397.1000195

Page 8 of 9

Veterinary Medicine, the University of Zambia, for allowing us to use his laboratory
facilities for this research work.

References

1.

Brar SK, Verma M, Tyagi RD, Surampalli RY (2010) Engineered nanoparticles
in i ter and i ter sludge-evidence and impacts. Waste Manag
30: 504-520.

Filipponi L Sutherland D (2013) Nanotechnologies: principles, applications,
implications and hands-on activities-a compendium for educators. Publications
office of the European union. Luxembourg.

Cohen D, Soroka Y, Ma’or Z, Oron M, Portugal-Cohen M (2012) Evaluation of
topically applied copper (I) oxide nanoparticle cytotoxicity in human skin organ
culture. Toxicol In Vitro 27: 292-298.

Wang H, Wick RL, Xing B (2009) Toxicity of nanoparticulate and bulk ZnO,
Al,O, and TiO, to the nematode Caenorhabditis elegans. Environ Pollut 157:
1M71-1177.

Nel A, Xia T, Madler L, Li N (2006) Toxic potential of materials at the nanolevel.
Sci 311: 622-627.

Wang K, Pang S, Mu X, Qi S, Li D, et al. (2015) Biological response of
earthworm, eisenia fetida, to five neonicotinoid insecticides. Chemosph 132:
120-126.

Kim KT, Klaine SJ, Cho J, Kim SH, Kim SD (2010) Oxidative stress responses
of Daphnia magna exposed to TiO, nanoparticles according to size fraction. Sci
Total Environ 408: 2268-2272.

Arora S, Rajwade JM, Paknikar KM (2011) Nanotoxicology and in vitro studies:
the need of the hour. Toxicol Appl Pharmacol 258: 151-165.

Blinova 1, Ivask A, Heinlaan M, Mortimer M, Kahru A (2010) Ecotoxicity of
nanoparticles of CuO and ZnO in natural water. Environ Pollut 158: 41-47.

10. Dugal S, Mascarenhas S (2015) Chemical synthesis of copper nanoparticles

and its antibacterial effect against gram negative pathogens. J Adv Sci Res
6: 1-4.

11. Fahmy B, Cormier SA (2009) Copper oxide nanoparticles induce oxidative

stress and cytotoxicity in airway epithelial cells. Toxicol In Vitro 23: 1365-1371.

12.Nowack B, Bucheli TD (2007) Occurrence, behaviour and effects of

nanoparticles in the environment. Environ Pollut 150: 5-22.

13. Mwaanga P, Carraway ER, van den Hurk P (2014) The induction of biochemical

changes in Daphnia magna by CuO and ZnO nanoparticles. Aquat Toxicol 150:
201-209.

14. Maurer-Jones MA, Gunsolus IL, Murphy CJ, Haynes CL (2013) Toxicity of

engineered nanoparticles in the environment. Anal Chem. 85: 3036-3049.

15. Aruoja V, Dubourguier HC, Kasemets K, Kahru A (2009) Toxicity of nanoparticles

of CuO, ZnO and TiO, to microalgae Pseudokirchneriella subcapitata. Sci Total
Environ 407: 1461-1468.

16. Wehmas LC, Anders C, Chess J, Punnoose A, Pereira CB, et al. (2015)

Comparative metal oxide nanoparticle toxicity using embryonic zebrafish.
Toxicol Rep 2: 702-715.

17. Amorim MJ, Scott-Fordsmand JJ (2012) Toxicity of copper nanoparticles and

CuCl, salt to enchytraeus albidus worms: survival, reproduction and avoidance
responses. Environ Pollut 164: 164-168.

18. Wang X, Zhang Y, Sun Z (2012) A two-dimensional electrophoresis reference

o

map of the earthworm Eisenia fetida. Natur Sci 4: 869-880.

. Heinlaan M, Ivask A, Blinova |, Dubourguier HC, Kahru A (2008) Toxicity of
nano sized and bulk ZnO, CuO and TiO2 to bacteria Vibrio fischeri and
crustaceans Daphnia magna and Thamnocephalus platyurus. Chemosphere
71:1308-1316.

20. Santo N, Fascio U, Torres F, Guazzoni N, Tremolada P (2014) Toxic effects

2

and ultrastructural damages to Daphnia magna of two differently sized ZnO
nanoparticles: Does size matter? Water Res 53: 339-350.

=

.Buzea C, Pacheco I, Robbie K (2007) Nanomaterials and nanoparticles:
sources and toxicity. Biointerphases 2: MR17-MR172.

22. Mwaanga P, Carraway ER, Schlautman MA (2014) Preferential sorption of some

natural organic matter fractions to titanium dioxide nanoparticles: influence of
pH and ionic strength. Environ Monit Assess 186: 8833-8844.

23.

24,

25.

26.

2

BN

28.

29.

30.

3

=

32.

33.

34.

35.

36.

37.

38.

3

©

40.

4

-

42.

4

w

44,

4

(&)

46.

47.

Chang Y, Zhang M, Xia L, Zhang J, Xing G (2012) The toxic effects and
mechanisms of CuO and ZnO nanoparticles. Mater 5: 2850-2871.

Gill SS, Tuteja N (2010) Reactive oxygen species and antioxidant machinery
in abiotic stress tolerance in crop plants. Plant Physiol Biochem 48: 909-930.

Noeman SA, Hamooda HE, and Baalash AA (2011) Biochemical study of
oxidative stress markers in the liver, kidney and heart of high fat diet induced
obesity in rats. Diabetol Metab Syndr 3: 17.

Loro VL, Jorge MB, Silva KR, Wood CM (2012) Oxidative stress parameters and
antioxidant response to sublethal waterborne zinc in a euryhaline teleost Fundulus
heteroclitus: protective effects of salinity. Aquat Toxicol 110-111: 187-193.

. Mitler R (2002) Oxidative stress, antioxidants and stress tolerance. Trends

Plant Sci 7: 404-410.

Lionetto MG, Calisi A, Schettino T (2012) Earthworm biomarkers as tools for
soil pollution assessment.

Grillo R, Rosa AH, Fraceto LF (2015) Engineered nanoparticles and organic
matter: a review of the state-of-the-art. Chemosphere 119: 608-619.

Edwards CA (2004) Earthworm ecology. CRC Press, pp: 456.

. Pirooznia M, Gong P, Guan X, Inouye LS, Yang K, et al. (2009) Cloning, analysis

and functional annotation of expressed sequence tags from the earthworm
Eisenia fetida. BMC Bioinformatics 8: 1-16.

Li LZ, Zhou DM, Peijnenburg WJ, Van Gestel CA, Jin SY, et al. (2011) Toxicity
of zinc oxide nanoparticles in the earthworm, Eisenia fetida and subcellular
fractionation of Zn. Environ Int 37: 1098-1104.

Hu CW, Li M, Cui YB, Li DS, Chen J (2010) Toxicological effects of TiO, and
ZnO nanoparticles in soil on earthworm Eisenia fetida. Soil Bio Biochem 42:
586-591.

Li S, Ma H, Wallis LK, Etterson MA, Riley B, et al. (2016) Impact of natural
organic matter on particle behavior and phototoxicity of titanium dioxide
nanoparticles. Sci Total Environ 542: 324-333.

Wu B, Liu Z, Xu Y, Li D, Li M (2012) Combined toxicity of cadmium and lead
on the earthworm eisenia fetida (Annelida, Oligochaeta). Ecotoxicol Environ
Saf 81: 122-126.

Ye X, Xiong K, Liu J (2016) Comparative toxicity and bioaccumulation of
fenvalerate and esfenvalerate to earthworm Eisenia fetida. J Hazard Mater
310: 82-88.

Midander K, Cronholm P, Karlsson HL, Elihn K, Mdller L, et al. (2009) Surface
characteristics, copper release, and toxicity of nano- and micrometer-sized copper
and copper(ll) oxide particles: a cross-disciplinary study. Small 5: 389-399.

OECD (1984) OECD guidelines for testing of chemicals, section 2/test No. 207:
Earthworm, acute toxicity tests.

. OECD (2009) Proposal for a new guideline for OECD guidelines for testing of

chemicals: Bioaccumulation in terrestrial Oligochaetes.

Arbor assays (2016) Arbor Assays BCA Protein Colorimetric Detection Kit Low
Range.

. Arbor assays (2016) Arbor Assays Superoxide Dismutase (SOD) Colorimetric

Activity kit.

Arbor assays. 2016. Arbor Assays Hydrogen Peroxide Colorimetric Detection Kit.

. Arbor assays (2016) Arbor Assays Glutathione Colorimetric Detection kit.

Dai J, Becquer T, Rouiller, JH, Reversat, G, Bernhard-Reversat F (2004) Heavy
metal accumulation by two earthworm species and its relationship to total and
DTPA-extractable metals in soils. Soil Biol Biochem 36: 91-98.

. Ardestani MM, van Straalen NM, van Gestel CA (2014) Uptake and elimination

kinetics of metals in soil invertebrates: A review. Environ Pollut 193: 277-295.

Tourihno PS, van Gestel CAM, Lofts S, Svendsen C, Soares AM, et al.
(2012) Metal-based nanoparticles in soil: fate, behavior and effects on soil
invertebrates. Environ Toxicol Chem 31: 1679-1692.

Huang CW, Li SW, Liao VH-C (2016) Chronic ZnO-NPs exposure at
environmentally relevant concentrations results in metabolic and locomotive
toxicities in Caenorhabditis elegans. Environ Pollut 220: 1456-1464.

J Pollut Eff Cont, an open access journal
ISSN:2375-4397

Volume 5 ¢ Issue 3 » 1000195


http://dx.doi.org/10.1016/j.wasman.2009.10.012
http://dx.doi.org/10.1016/j.wasman.2009.10.012
http://dx.doi.org/10.1016/j.wasman.2009.10.012
http://dx.doi.org/10.2777/76945
http://dx.doi.org/10.2777/76945
http://dx.doi.org/10.2777/76945
http://dx.doi.org/10.1016/j.tiv.2012.08.026
http://dx.doi.org/10.1016/j.tiv.2012.08.026
http://dx.doi.org/10.1016/j.tiv.2012.08.026
http://dx.doi.org/10.1016/j.envpol.2008.11.004
http://dx.doi.org/10.1016/j.envpol.2008.11.004
http://dx.doi.org/10.1016/j.envpol.2008.11.004
http://dx.doi.org/10.1126/science.1114397
http://dx.doi.org/10.1126/science.1114397
http://dx.doi.org/10.1016/j.chemosphere.2015.03.002
http://dx.doi.org/10.1016/j.chemosphere.2015.03.002
http://dx.doi.org/10.1016/j.chemosphere.2015.03.002
http://dx.doi.org/10.1016/j.scitotenv.2010.01.041
http://dx.doi.org/10.1016/j.scitotenv.2010.01.041
http://dx.doi.org/10.1016/j.scitotenv.2010.01.041
http://dx.doi.org/10.1016/j.taap.2011.11.010
http://dx.doi.org/10.1016/j.taap.2011.11.010
http://www.sciencedirect.com/science/article/pii/S0269749109004266
http://www.sciencedirect.com/science/article/pii/S0269749109004266
http://www.sciensage.info/journal/1440429170JASR_0305151.pdf
http://www.sciensage.info/journal/1440429170JASR_0305151.pdf
http://www.sciensage.info/journal/1440429170JASR_0305151.pdf
http://dx.doi.org/10.1016/j.tiv.2009.08.005
http://dx.doi.org/10.1016/j.tiv.2009.08.005
http://www.sciencedirect.com/science/article/pii/S0269749107002734
http://www.sciencedirect.com/science/article/pii/S0269749107002734
http://dx.doi.org/10.1016/j.aquatox.2014.03.011
http://dx.doi.org/10.1016/j.aquatox.2014.03.011
http://dx.doi.org/10.1016/j.aquatox.2014.03.011
http://dx.doi.org/10.1021/ac303636s
http://dx.doi.org/10.1021/ac303636s
http://dx.doi.org/10.1016/j.scitotenv.2008.10.053
http://dx.doi.org/10.1016/j.scitotenv.2008.10.053
http://dx.doi.org/10.1016/j.scitotenv.2008.10.053
http://dx.doi.org/10.1016/j.toxrep.2015.03.015
http://dx.doi.org/10.1016/j.toxrep.2015.03.015
http://dx.doi.org/10.1016/j.toxrep.2015.03.015
http://dx.doi.org/10.1016/j.envpol.2012.01.015
http://dx.doi.org/10.1016/j.envpol.2012.01.015
http://dx.doi.org/10.1016/j.envpol.2012.01.015
http://dx.doi.org/10.4236/ns.2012.411115
http://dx.doi.org/10.4236/ns.2012.411115
http://dx.doi.org/10.1016/j.chemosphere.2007.11.047
http://dx.doi.org/10.1016/j.chemosphere.2007.11.047
http://dx.doi.org/10.1016/j.chemosphere.2007.11.047
http://dx.doi.org/10.1016/j.chemosphere.2007.11.047
http://dx.doi.org/10.1016/j.watres.2014.01.036
http://dx.doi.org/10.1016/j.watres.2014.01.036
http://dx.doi.org/10.1016/j.watres.2014.01.036
http://dx.doi.org/10.1116/1.2815690
http://dx.doi.org/10.1116/1.2815690
http://dx.doi.org/10.1007/s10661-014-4047-4
http://dx.doi.org/10.1007/s10661-014-4047-4
http://dx.doi.org/10.1007/s10661-014-4047-4
http://dx.doi.org/10.3390/ma5122850
http://dx.doi.org/10.3390/ma5122850
http://dx.doi.org/10.1016/j.plaphy.2010.08.016
http://dx.doi.org/10.1016/j.plaphy.2010.08.016
http://dx.doi.org/10.1186/1758-5996-3-17
http://dx.doi.org/10.1186/1758-5996-3-17
http://dx.doi.org/10.1186/1758-5996-3-17
http://dx.doi.org/10.1016/j.aquatox.2012.01.012
http://dx.doi.org/10.1016/j.aquatox.2012.01.012
http://dx.doi.org/10.1016/j.aquatox.2012.01.012
http://dx.doi.org/10.1016/S1360-1385(02)02312-9
http://dx.doi.org/10.1016/S1360-1385(02)02312-9
http://dx.doi.org/10.5772/28265
http://dx.doi.org/10.5772/28265
http://dx.doi.org/10.1016/j.chemosphere.2014.07.049
http://dx.doi.org/10.1016/j.chemosphere.2014.07.049
https://www.crcpress.com/Earthworm-Ecology/Edwards/p/book/9780849318191
http://dx.doi.org/10.1186/1471-2105-8-S7-S7
http://dx.doi.org/10.1186/1471-2105-8-S7-S7
http://dx.doi.org/10.1186/1471-2105-8-S7-S7
http://dx.doi.org/10.1016/j.envint.2011.01.008
http://dx.doi.org/10.1016/j.envint.2011.01.008
http://dx.doi.org/10.1016/j.envint.2011.01.008
http://dx.doi.org/10.1016/j.soilbio.2009.12.007
http://dx.doi.org/10.1016/j.soilbio.2009.12.007
http://dx.doi.org/10.1016/j.soilbio.2009.12.007
http://dx.doi.org/10.1016/j.scitotenv.2015.09.141
http://dx.doi.org/10.1016/j.scitotenv.2015.09.141
http://dx.doi.org/10.1016/j.scitotenv.2015.09.141
http://dx.doi.org/10.1016/j.ecoenv.2012.05.003
http://dx.doi.org/10.1016/j.ecoenv.2012.05.003
http://dx.doi.org/10.1016/j.ecoenv.2012.05.003
http://dx.doi.org/10.1016/j.jhazmat.2016.02.010
http://dx.doi.org/10.1016/j.jhazmat.2016.02.010
http://dx.doi.org/10.1016/j.jhazmat.2016.02.010
http://dx.doi.org/10.1002/smll.200801220
http://dx.doi.org/10.1002/smll.200801220
http://dx.doi.org/10.1002/smll.200801220
http://dx.doi.org/10.1787/20745761
http://dx.doi.org/10.1787/20745761
http://www.oecd.org/chemicalsafety/testing/44098118.pdf
http://www.oecd.org/chemicalsafety/testing/44098118.pdf
https://www.myassays.com/arbor-assays-bca-protein-colorimetric-detection-kit-low-range.assay
https://www.myassays.com/arbor-assays-bca-protein-colorimetric-detection-kit-low-range.assay
https://www.myassays.com/arbor-assays-superoxide-dismutase-colorimetric-activity-kit.assay
https://www.myassays.com/arbor-assays-superoxide-dismutase-colorimetric-activity-kit.assay
https://www.myassays.com/arbor-assays-hydrogen-peroxide-colorimetric-detection-kit.assay
https://www.myassays.com/arbor-assays-glutathione-colorimetric-detection-kit.assay
http://www.sciencedirect.com/science/article/pii/S0038071703002967
http://www.sciencedirect.com/science/article/pii/S0038071703002967
http://www.sciencedirect.com/science/article/pii/S0038071703002967
http://dx.doi.org/10.1016/j.envpol.2014.06.026
http://dx.doi.org/10.1016/j.envpol.2014.06.026
http://dx.doi.org/10.1002/etc.1880
http://dx.doi.org/10.1002/etc.1880
http://dx.doi.org/10.1002/etc.1880
http://dx.doi.org/10.1016/j.envpol.2016.10.086
http://dx.doi.org/10.1016/j.envpol.2016.10.086
http://dx.doi.org/10.1016/j.envpol.2016.10.086

Citation: Mwaanga P, Mbulwe S, Shumbula P, Nyirenda J (2017) Investigating the Toxicity of Cu, CuO and ZnO Nanoparticles on Earthworms in
Urban Soils. J Pollut Eff Cont 5: 195. doi: 10.4176/2375-4397.1000195

Page 9 of 9

4

oo

4

©

5

o

5

ey

52.

53.

54.

55.

.Menvielle-Bourg FJ (2005) Superoxide dismutase (SOD),

a powerful
antioxidant, is now available orally. Phytothérapie Numéro 3: 1-4.

. Storey KB (1996) Oxidative stress: Animal adaptations in nature. Brazili J Med

Biol Res.

. Matés JM (2000) Effects of antioxidant enzymes in molecular control of reactive

oxygen species toxicology. Toxicol 153: 83-104.

. Valentine JS, Doucette PA, Potter SZ (2005) Copper-Zinc superoxide dismutase

and amyotrophic lateral sclerosis. Annu Rev Biochem 74: 563-593.

Lushchak VI (2014) Free radicals, reactive oxygen species, oxidative stress
and its classification. Chem Biol Interact 224: 164-175.

Gardner R, Salvador A, Moradas-Ferreira P (2002) Why does SOD
overexpression sometimes enhance, sometimes decrease, hydrogen peroxide
production? A minimalist explanation. Free Rad Biol Med 32: 1351-1357.

Kowald A, Lehrach H, Klipp E (2005) Alternative pathways as mechanism for
the negative effects associated with overexpression of superoxide dismutase.
J Theor Biol 238: 828-840.

Wang X, Chen X, Liu S, Ge X (2010) Effect of molecular weight of dissolved

56.

5

S

58.

59.

60.

organic matter on toxicity and bioavailability of copper to lettuce. J Environ Sci
22: 1960-1965.

Barata C, Varo |, Navarro JC, Arun S, Porte C (2005) Antioxidant enzyme
activities and lipid peroxidation in the freshwater cladoceran Daphnia magna
exposed to redox cycling compounds. Comp Biochem Physiol C Toxicol
Pharmacol 140: 175-186.

. Lushchak VI (2012) Glutathione homeostasis and functions: potential targets

for medical interventions. J Amin Acids 2012: 26.

Unrine JM, Tsyusko OV, Hunyadi SE, Judy JD, Bertsch PM (2010) Effects of
particle size on chemical speciation and bioavailability of copper to earthworms
(Eisenia fetida) exposed to copper nanoparticles. J Environ Qual 39: 1942-1953.

Wang J, Deng X, Zhang F, Chen D, Ding W (2014) ZnO nanoparticle-induced
oxidative stress triggers apoptosis by activating JNK signaling pathway in
cultured primary astrocytes. Nanoscale Res Lett 9: 117.

Antisari LV, Carbone S, Gatti A, Fabrizi A, Vianello G (2012) Toxicological
effects of engineered nanoparticles on earthworms (Lumbricus rubellus) in
short exposure. Intern J Environ Quality 8: 51-60.

J Pollut Eff Cont, an open access journal
ISSN:2375-4397

Volume 5 ¢ Issue 3 » 1000195


https://www.google.co.in/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&ved=0ahUKEwikher_n6vVAhUNv5QKHSyRB70QFgglMAA&url=http%3A%2F%2Fciteseerx.ist.psu.edu%2Fviewdoc%2Fdownload%3Fdoi%3D10.1.1.617.587%26rep%3Drep1%26type%3Dpdf&usg=AFQjCNFFTDLEluprxB22g9KISNNhKqHImQ
https://www.google.co.in/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&ved=0ahUKEwikher_n6vVAhUNv5QKHSyRB70QFgglMAA&url=http%3A%2F%2Fciteseerx.ist.psu.edu%2Fviewdoc%2Fdownload%3Fdoi%3D10.1.1.617.587%26rep%3Drep1%26type%3Dpdf&usg=AFQjCNFFTDLEluprxB22g9KISNNhKqHImQ
http://atarazanas.sci.uma.es/docs/articulos/16668558.pdf
http://atarazanas.sci.uma.es/docs/articulos/16668558.pdf
http://dx.doi.org/10.1146/annurev.biochem.72.121801.161647
http://dx.doi.org/10.1146/annurev.biochem.72.121801.161647
http://dx.doi.org/10.1016/j.cbi.2014.10.016
http://dx.doi.org/10.1016/j.cbi.2014.10.016
http://www.sciencedirect.com/science/article/pii/S0891584902008614
http://www.sciencedirect.com/science/article/pii/S0891584902008614
http://www.sciencedirect.com/science/article/pii/S0891584902008614
http://dx.doi.org/10.1016/j.jtbi.2005.06.034
http://dx.doi.org/10.1016/j.jtbi.2005.06.034
http://dx.doi.org/10.1016/j.jtbi.2005.06.034
http://dx.doi.org/10.1016/S1001-0742(09)60346-6
http://dx.doi.org/10.1016/S1001-0742(09)60346-6
http://dx.doi.org/10.1016/S1001-0742(09)60346-6
http://dx.doi.org/10.1016/j.cca.2005.01.013
http://dx.doi.org/10.1016/j.cca.2005.01.013
http://dx.doi.org/10.1016/j.cca.2005.01.013
http://dx.doi.org/10.1016/j.cca.2005.01.013
http://dx.doi.org/10.1155/2012/736837
http://dx.doi.org/10.1155/2012/736837
http://dx.doi.org/10.2134/jeq2009.0387
http://dx.doi.org/10.2134/jeq2009.0387
http://dx.doi.org/10.2134/jeq2009.0387
http://dx.doi.org/10.1186/1556-276X-9-117
http://dx.doi.org/10.1186/1556-276X-9-117
http://dx.doi.org/10.1186/1556-276X-9-117
http://dx.doi.org/10.6092/issn.2281-4485/3750
http://dx.doi.org/10.6092/issn.2281-4485/3750
http://dx.doi.org/10.6092/issn.2281-4485/3750

	Corresponding Author
	Abstract
	Keywords
	Introduction
	Materials and methods
	Materials and chemicals
	Test organisms and test media
	Toxicity tests
	Determination of biomarkers
	Protein
	Superoxide Dismutase
	Hydrogen peroxide
	Glutathione
	tal ion determination
	Statistics
	Results and Discussion
	Accumulation of copper and zinc in earthworms after 14-days exposure
	Superoxide Dismutase
	Glutathione (GSH)
	Hydrogen peroxide


	Conclusion
	Acknowledgements
	Table 1
	Figure 1
	Figure 2
	Figure 3
	Figure 4
	Figure 5
	References

