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Abstract: Nickel (Ni) and vanadium (V) are characteristic heavy metal constituents of many crude
oil blends in Sub-Saharan Africa, and we have previously demonstrated their neurotoxic impact.
However, molecular mechanisms driving Ni and V neurotoxicity are still being elucidated. The p38-
and ERKs-MAPK pathways, which are mostly known for their involvement in human immune and
inflammatory signalling, have been shown to influence an array of neurodevelopmental processes.
In the present study, we attempt to elucidate the role of p38- and ERK-MAPK in neurotoxicity after
early life exposures to Ni and V using the Caenorhabditis elegans model. Synchronized larvae stage-1
(L1) worms were treated with varying concentrations of Ni and V singly or in combination for 1 h. Our
results show Ni induces lethality in C. elegans even at very low concentrations, while much higher V
concentrations are required to induce lethality. Furthermore, we identified that loss-of-function of pmk-
1 and pmk-3, which are both homologous to human p38-α (MAPK14), is differentially affected by Ni
and V exposures. Also, all exposure scenarios triggered significant developmental delays in both wild-
type and mutant strains. We also see increased mitochondrial-derived reactive oxygen species following
Ni and V exposures in wild-type worms with differential responses in the mutant strains. Additionally,
we observed alterations in dopamine and serotonin levels after metal exposures, particularly in the
pmk-1 strain. In conclusion, both Ni and V induce lethality, developmental delays, and mitochondrial-
derived ROS in worms, with V requiring a much higher concentration. Further, the results suggest
the p38- and ERK-MAPK signalling pathways may modulate Ni and V neurodevelopmental toxicity,
potentially affecting mitochondrial health, metal bioavailability, and neurotransmitter levels.
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1. Introduction

Environmental and occupational exposures to heavy metals are an increasing health
concern all over the globe. Heavy metals are implicated in a variety of neurological
diseases, including Alzheimer’s disease, Parkinson’s disease, cerebrovascular disorders
(including stroke), and neurodevelopmental disorders, amongst others [1,2]. Remarkably,
heavy metals are amongst the most common pollutants released from crude oil exploratory
activities [3,4]. Crude oil production accounts for a major part of the revenue of many
Sub-Saharan African governments, particularly Nigeria, which is the largest oil producing
country in Africa. However, the negative impact of crude oil on human health remains
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hugely concerning. Worrisomely, countries within the Sub-Saharan African region are espe-
cially prone to spillage, and further saddled with the ill-capacity to implement appropriate
control measures to prevent socio-economic and health setbacks [5,6].

Nickel (Ni) and vanadium (V) are characteristic heavy metal constituents of several
crude oil blends in Nigeria, and other Sub-Saharan African countries [7,8]. Soil and water
contamination by Ni and V due to oil exploratory activities particularly after oil spillage
have been documented [3,4]. We have previously demonstrated neurotoxic impact follow-
ing overexposure to Ni in rats [9,10]. Furthermore, other groups have reported neurotoxic
consequences following V treatment in both mice and rats [11,12]. Neurotoxic effects of
both metals reported in experimental rodents include behavioural deficits, neuronal degen-
eration, inflammation, apoptosis, oxidative stress, as well as mitochondrial dysfunction.
Furthermore, both metals have been shown to trigger developmental deficits in the nervous
system following early life exposure [13–16]; however, molecular mechanisms driving Ni
and V neurotoxicity are still being elucidated.

Mitogen-activated protein kinases (MAPKs) consists of a family of serine/threonine
kinases signalling molecules that are involved in a wide variety of cellular processes. The
p38 mitogen-activated protein kinases (p38), extracellular signal-regulated kinases (ERKs),
and c-Jun N-terminal kinases (JNKs) subfamilies are the best characterized of the MAPKs
signalling pathways. The MAPKs are activated by threonine and tyrosine phosphorylation
catalysed by MAPK1 or MAPK/ERK kinases (MEKs). The MAPK1 are in turn activated
by MAPK2 or MEK kinases (MEKKs), which themselves respond to several extracellular
stimuli such as environmental stressors and growth factors. Thus, the MAPKs pathways
contain three major successively activated protein kinases; MAPK2—MAPK1—p38-/ERK-
/JNK-MAPK [17–19]. The most known function of the MAPKs is their involvement in
human immune and inflammatory signalling [20–22]. However, more recent evidence
has clearly demonstrated that p38- and ERK-MAPK specifically influence a wide array
of neurodevelopmental processes including neuronal/glia induction, formation, survival,
proliferation, and differentiation [18,23,24].

Environmental toxicants such as metals could modulate cellular processes via the
MAPK pathways [18]. Therefore, in the present study we attempt to elucidate the role
of p38- and ERK-MAPK in developmental toxicity from early life exposures to Ni and V.
Here we have utilized the Caenorhabditis elegans model, a relatively easy to maintain and
genetically modifiable experimental model that is hugely contributing to the understanding
of human risks to environmental toxicants [25]. Further advantages include its short life
span (~20 days), large brood size, and transparent body, which allows relatively fast in vivo
experimental set ups. Its fully sequenced genome with over 70% homology to human
genome and a completely mapped neural network [26] permits elucidation of genetic
control of many neuronal processes [25]. The C. elegans p38- and ERK-MAPK pathways are
highly homologous to their human counterparts [20]. The genes pmk-1, pmk-2, and pmk-3
are the worm homologues of human p38-MAPK genes, while mpk-1 is homologous to the
human ERK-MAPK gene [17,27]. In the present study, we evaluated the effects of early life
exposures to Ni and V regarding toxicity, metal bioavailability, mitochondrial-derived ROS,
and neurotransmitter levels (dopamine and serotonin) in C. elegans with loss-of-function
mutations of pmk-1, pmk-3, and mpk-1 genes compared to wild-type worms.

2. Results
2.1. Toxicity and Developmental Delays after Ni and V Treatment

Dose–response survival curves show that Ni induces lethality in exposed wt C. elegans
at very low concentrations with an LD50 (lethal dose causing 50% death) of 2.52 mM
(Figure 1a). On the other hand, V exposure requires much higher concentrations to in-
duce lethality with an LD50 of 107.30 mM (Figure 1b). A 5:1 mixture of Ni and V shows
similar lethality as Ni only with LD50 of 2.53 mM (2.11 mM Ni: 0.42 mM V) (Figure 1c).
Deletion mutants of pmk-1 show similar sensitivity exposed to Ni only and metal mix-
tures as wt worms with LD50 of 2.67 and 2.82 mM (2.35 mM Ni: 0.47 mM V), respectively
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(Figure 1a,c). However, V treatment of pmk-1 deletion mutants shows a leftward shift in
dose–response curve and significantly lower (p < 0.001) LD50 at 65.02 mM compared to
wt worms (Figure 1b), indicative of greater sensitivity to V. Contrastingly, dose–response
curves for pmk-3 mutant strains indicate reduced sensitivity to Ni and metal mixtures as
seen by a rightward shift of curves with significantly higher (p < 0.001) LD50 at 4.03 mM
and 4.55 mM (3.79 mM Ni: 0.76 mM V), respectively, compared to wt worms (Figure 1a,c).
No significant effect is observed for treatment with V. mpk-1 strains, on the other hand,
exhibit reduced sensitivity to all treatment paradigms; we see a rightward shift of curves for
exposure to all treatment paradigms, with significantly higher (p < 0.001) LD50 of 5.03 mM
for Ni, 159.50 mM for V, and 6.39 mM (5.33 mM Ni: 1.07 mM V) for mixtures of both
metals, compared to wt worms (Figure 1a–c). Overall, our results suggest a greater toxicity
following Ni exposure relative to V exposure. Most obvious is that deletion of pmk-3 and
mpk-1 in worms resisted or attenuated Ni and V lethality, with mpk-1 mutations consistently
mitigating lethality across all exposure paradigms. Furthermore, we observed a significant
increase in the percentage of developmental delays in all metal exposure scenarios for
both wt and mutant strains including at concentrations below LD50 values (Figure 2). This
suggests that even when larvae worms survive low concentrations of metal exposures,
development to the adult stage may be impeded.
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Figure 1. Top—Dose–responses curves and LD50 of wt and mutant strains following exposures to Ni
(a), V (b), and metal mixtures (c). Sigmoidal dose–response model was used to draw lethality curves
and determine LD50. * p < 0.05, ** p < 0.01, *** p < 0.001 compared to wt. Bottom—Percentage survival
at selected doses of Ni (a), V (b), and metal mixtures (c) exposure. * p < 0.05, ** p < 0.01, *** p < 0.001
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compared to control of the same strain; # p < 0.05, ## p < 0.01, ### p < 0.001 between low and high
doses of the same strain; ϕ p < 0.05, ϕϕ p < 0.01, ϕϕϕ p < 0.001 compared to wt of same dose. Data
are expressed as mean ± SEM of three independent experiments. Statistical differences determined
with two-way ANOVA followed by Tukey’s tests for post hoc.
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 Figure 2. Developmental effects on wt and mutant C. elegans following exposures to Ni (a), V (b),
and metal mixtures (c). Data presented as percentage of worms with growth delay (black) and
normal development (grey) normalized to the number of surviving worms 48 h post-exposure.
* p < 0.05, ** p < 0.01, *** p < 0.001 compared to control of the same strain for worms with growth
delay (<L4). ϕ p < 0.05, ϕϕ p < 0.01, ϕϕϕ p < 0.001 compared to wt of same dose. Data are expressed
as mean ± SEM of three independent experiments. Statistical differences determined with one-way
ANOVA followed by Dunnett’s multiple comparison tests.
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2.2. Metal Bioavailability after Exposures

ICP-OES determination of metal levels showed an increase in Ni and V levels following
exposures. Specifically, we observed increased Ni levels following Ni exposure, though not
reaching a significant effect for wt and pmk-3 worms; however, pmk-1 and mpk-1 worms
showed significantly increased (p < 0.05) Ni levels after Ni treatment (Figure 3a). Similarly,
exposures to mixtures of the metals show a significant increase in Ni levels for pmk-1 and
mpk-1 at 2.5 mM (2.08 mM Ni: 0.42 mM V) (Figure 3b). On the other hand, V levels were
significantly increased (p < 0.01) in a dose-dependent pattern in wt and all mutant strains
following V exposures (Figure 3c). Additionally, a mixture of Ni and V exposure showed
an increase in V levels, albeit not reaching a significant effect for any strain except pmk-3
(p < 0.05) (Figure 3d).
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Figure 3. ICP-OES measurement of Ni (a,b) and V (c,d) in wt and mutant C. elegans after metal
exposures. * p < 0.05, ** p < 0.01, *** p < 0.001 compared to control of the same strain; # p < 0.05,
### p < 0.001 between low and high doses of the same strain; ϕϕ p < 0.01 compared to wt of same
dose. Data are expressed as mean ± SEM of four independent experiments. Statistical analysis
with two-way ANOVA followed by Tukey’s tests for post hoc; within strain differences are further
confirmed by one-way ANOVA with Tukey’s tests.
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2.3. Changes to Mitochondrial-Derived ROS following Metal Exposures

MitoTracker Red® CM-H2XROS dyes were used to assess increase in mitochondrial-
derived ROS and impairment to the mitochondrial membrane potential. Ni and V treatment
significantly increased mitochondrial-derived ROS in wt worms. Similarly, Ni treatment
of pmk-1 worms also showed significantly increased mitochondrial-derived ROS. On the
other hand, Ni treatment of pmk-3 mutant worms showed no such increase, while mpk-
1 deletion worms showed increased mitochondrial-derived ROS, though the effect was
lower compared to wt worms (Figure 4a). Contrastingly, following V treatment, pmk-1,
pmk-3, and mpk-1 worms showed a reduction in mitochondrial-derived ROS, reaching
significant effect in pmk-3. Also notably, all mutant strains presented significantly lower
mitochondrial-derived ROS levels compared to wt worms after V treatment (Figure 4b).
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and mutant C. elegans following exposures to Ni (a) and V (b). * p < 0.05, ** p < 0.01, *** p < 0.001
compared to control of the same strain; ϕ p < 0.05, ϕϕϕ p < 0.001 compared to wt of same dose. Data
are expressed as mean ± SEM of three independent experiments. Statistical differences determined
with one-way ANOVA followed by Tukey’s multiple comparison tests. tBuOOH (2 mM) is used as
positive control (c). θθθ p < 0.001 t-test between experimental control (0 mM) and positive control.
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2.4. Dopamine and Serotonin Levels after Metal Treatment

LC-MS/MS analysis revealed increased levels of dopamine and serotonin in wt worms
after Ni treatment, albeit not significant, with no obvious effects after V treatment (Figure 5).
Mutant strains showed no obvious effects as well, except for pmk-1 worms. pmk-1 worms
indicate a reduction in dopamine and serotine levels following Ni treatment, albeit not a
significant one (Figure 5a,b). However, following V treatment, dopamine levels in pmk-
1 worms significantly increased at 100 mM compared to the control (Figure 5c), while
serotonin levels decreased significantly at both 50 and 100 mM (Figure 5d).
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3. Discussion

Here, we attempt to elucidate the role of p38- and ERK-MAPK in neurotoxicity after
early life exposures to Ni and V using the C. elegans model. The current result supports
our earlier reports where we have shown that Ni induces lethality in developing C. elegans
at very low concentrations [16]. Other studies have also corroborated that Ni exposure
reduces C. elegans survival from larval stages to adults [28–30]. Similarly, other studies
have established Ni toxicities in both human and vertebrate animal models, particularly
its neurotoxic effects [31,32]. Likewise, toxicity following overexposure to V has also been
documented, although knowledge about V toxicity is relatively scarce. V overexposure
leads to morphological and functional injuries to peripheral organs including the liver,
kidney, spleen, and to the central nervous systems, particularly the brain [11,33–35]. Fur-
thermore, the possibility of V derivatives, such as oxovanadium complexes, for potential
therapeutic uses have been touted, hence triggering the need to understand potential side
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effects [34,36], in addition to its toxicity due to environmental overexposure. Hence, it is
noteworthy that in the present study, we provide the first report to use the C. elegans model
for V toxicity, establishing an LD50 for acute V exposure during development for C. elegans.
We also observe here that a much higher concentration of V is needed to trigger lethality
relative to Ni exposures. In the present study, we obtained an LD50 of 2.52 mM for Ni
exposure in wild-type worms relative to 107.30 mM obtained for V. Our previous study
has shown a similarly low concentration for toxicity [16]. Overall, we can speculate that Ni
poses a greater toxicity in this model compared to V.

Furthermore, we also report toxicity of mixes of Ni and V. Ni and V are the dominant
metal compositions in crude oil; however, experimental studies examining combined
effects are lacking [37–39]. This is hugely relevant to understanding the full impact of metal
toxicity considering synergistic effects of metals, which could potentiate or alleviate effects
on organisms. In most of Nigeria’s crude oil blends, there is a greater ratio of Ni to V [7,8];
hence, our 5:1 ratio selection in the present study. Given the greater content of Ni, it is
possible that observed toxicities are driven largely by Ni levels in the mixtures. This can be
expected considering the present data which have shown a much lower concentration of
Ni is needed to trigger toxicities in the worms. In the environment, metals exist as mixtures.
Multiple metals may enter the body at the same time through food, water, or air [40,41].
Studies that have evaluated the toxicity of metal mixes show that effects of mixes are
difficult to predict and there can be conflicting interactions across various experiments [40].
However, given that realistically, metals co-exist, and their interactions could modulate
their impact on an organism, it is essential to study the impact of metal mixes with a focus
on protocol standardization across different experimental settings to better delineate metal
neurotoxicities.

Additionally, we also document developmental delays (growth from larval to adult) in
the C. elegans for both Ni and V treatments. Previous studies have indicated genomic and/or
physiological damage to nematodes gametes following Ni exposure [29,42]. Specifically, a
recent study also observed delayed growth in worms as indicated by smaller body length
48 h in apparently normal wild-type worms after Ni exposures, which is supported by our
present data [30]. Similarly, the impact of V on reproductive indices and development has
been severally documented in rodent studies. Available reports indicate functional and
morphological damage to both male and female gametes as well as negative indices on
litter weight, viable foetuses, and incidence of foetal anomalies following V exposures [43].
Though there is a dearth of prior reports of V on worm development, a previous study
utilizing the invertebrate sea urchins showed that V exposure caused obvious delay in
embryo development, and drastic reduction in total skeletal mass [35]. It is thus possible
that reduced body length caused by Ni and V observed in the present study could be due
to a reduction in muscle mass. Though, the C. elegans have a fixed number of somatic cells,
a greater percentage of growth that happens during development occurs after cessation of
cell division; hence, volumetric growth in C. elegans is largely due to increased sizes of some
or all cells [44]. We can thus speculate that metals may impact mechanisms in the worm that
regulate growth (increase in cell size), such as the DBL-1/TGF-β pathway, which regulates
post-embryonic growth in worms [44,45]. Interestingly, it has been reported that Ni could
activate the TGF-β signalling in the epithelial–mesenchymal transition [46]. Nevertheless,
further studies on these potential mechanisms are warranted.

Importantly, we show that both Ni and V developmental toxicity in worms can be
modulated by p38- and ERK-MAPK signalling pathways. Previous experimental studies
have shown that Ni compounds induce inflammatory and apoptotic changes that are
influenced by these pathways. NiCl2 treatment of bone marrow-derived macrophages
(BMDMs) resulted in increased phosphorylation of p38 MAPK and ERK proteins, which
was further linked to upregulation of pro-inflammatory cytokines including TNF-α, IL-1β,
IL-6, IL-8, and INF-β [47]. Similarly, treatment with nickel subsulfide (Ni3S2) was shown
to induce apoptosis in human bronchial epithelial cells (BEAS-2B) via an increase in p38
expression due to the activation of upstream Akt and ASK1 proteins [48]. Likewise, BEAS-
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2B treatment with nickel oxide nanoparticles also resulted in apoptosis and inflammatory
response via the activation of p38 proteins [49]. Given the involvement of these pathways,
studies have shown their inhibition could mitigate the toxic effects of Ni. A study reported
that inhibition of ERK1/2, but not p38 MAPK, suppressed nickel sulfate (NiSO4)-induced
TNF-α release [50]. However, another study has shown that epigallocatechin-3-gallate
(EGCG) attenuates toxicity induced by nickel nanoparticles in the mouse epidermal cell
line (JB6 cell) via the inhibition of both p38 and ERK1/2 proteins [51]. Furthermore, one
available study using the C. elegans model [52] reported that loss-of-function p38 MAPK
genes, pmk-1 and pmk-3, suppressed Ni-induced germline apoptosis following exposure to
NiSO4, while the ERK gene, mpk-1, had no effects. Here, we also show that loss-of-function
of pmk-3 mitigates Ni-induced lethality. Nevertheless, in contrast to the aforementioned
study, we show that loss of pmk-1 was not affected, while mpk-1 loss-of-function mutants
attenuated lethality following Ni exposure. Similarly, previous reports also show that
V exposure influences p38- and ERK-MAPK in both mammalian and non-mammalian-
derived cells. Ingram and colleagues reported a time-dependent activation of p38 MAPK
and ERK1/2 proteins after Vanadium pentoxide (V2O5) treatment in human lung fibroblast.
Furthermore, pretreatment with respective inhibitors of these proteins blocked V-induced
activation [53]. Likewise, Chien et al. also supported that V is a potent activator of p38
MAPK and ERK1/2 in A549 human lung carcinoma cell lines [54]. Additionally, utilizing
oviduct magnum epithelial cells from hens, other authors showed that treatment with
ammonium metavanadate significantly increased the protein level of p-p38 MAPK and
p-ERK1/2 [55]. However, an earlier study utilizing cerebellar granule progenitors in rats
showed that though sodium metavanadate treatment produced a transient activation
of ERK1/2, it had little effect on its expression. Contrastingly, the authors reported no
significant alterations to either expression or activation of p38 MAPK [56]. Here we
show that loss-of-function of the ERK gene (mpk-1) resulted in reduced sensitivity after V
treatment, thus suggesting its importance in influencing V toxicity. Contrastingly, our data
suggest that loss-of-function of p38 MAPK genes (pmk-1 and pmk-3) in worms may either
not influence V toxicity or significantly worsen it.

Previous studies have indicated that the generation of ROS may play important roles
in both Ni and V toxicities. Both metals have been reported to trigger ROS including
peroxides, superoxide, and hydroxyl radical, amongst others. The ROS generation by Ni
and V can be both a consequence as well as a cause of mitochondrial dysfunctions, which
is also established in toxicities of both metals [31,32,34,57]. Furthermore, both metals have
been reported to induce mitochondrial production of ROS [47,58]. Similarly, our results
support the generation of mitochondrial-derived ROS and impairment to the mitochondrial
membrane potential following Ni and V treatment in wt worms. However, while loss of
pmk-1 maintained increased mitochondrial-derived ROS after Ni treatment, pmk-3 worms
showed no changes but rather appeared to lower ROS compared to wt worms. On the other
hand, mpk-1 worms also show increased ROS; however, to a much lesser extent compared to
wt and pmk-1 worms. This supports our lethality data, which suggest that pmk-1 mutation
may have an impact on Ni toxicity. In contrast, following V exposure, loss of pmk-1, pmk-3,
and mpk-1 resulted in lowered mitochondrial ROS compared to wt worms. In particular,
pmk-3 mutants showed a significant dose-dependent reduction in mitochondrial ROS. It
is unclear why this is the response; however, we suggest that inhibiting the p38 and ERK
pathways may prevent the generation of mitochondrial-derived ROS after V exposures.

Previous studies have reported alterations to levels of neurotransmitters including
dopamine and serotonin. Several rodent experimental studies have shown that Ni (de-
pending on concentrations) can both increase and decrease dopamine levels in the cortex
and basal ganglia, as well as reduce serotonin levels by suppression of its receptor gene
expression [59,60]. Similarly, V exposure has been linked to lowered levels of tyrosine
hydroxylase and dopamine [11]. Here, we see no significant impact on dopamine and
serotonin levels in wt worms after Ni and V treatments. However, here we consistently
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observe that the loss of pmk-1 alters levels of dopamine and serotonin, which may be due
to the greater metal uptake of this deletion mutant as our data suggest.

4. Materials and Methods
4.1. C. elegans Strains and Maintenance

C. elegans were grown at 20 ◦C on nematode growth media (NGM) or 8-fold peptone
(8P) nematode media with bacterial diet of Escherichia coli strains OP50 or NA22, respectively.
The following strains were used: N2 wild-type (wt), KU25 [pmk-1(km25] BS3383 [pmk-3;
(ok169)], MH37 [mpk-1(ku1)]. All strains were obtained from the Caenorhabditis Genetics
Center (CGC), USA. Synchronization of worm population was performed using bleaching
method (in 1% NaOCl and 0.25 M NaOH solution), and eggs were separated by floating in
30% sucrose gradient.

4.2. Preparation of Stock Solutions

Ni was administered as nickel chloride hexahydrate (NiCl2·6H2O) and V as sodium
metavanadate (NaVO3). Both chemicals were procured from Sigma-Aldrich, Darmstadt,
Germany. Stock solutions of 1 M NiCl2·6H2O and 1M NaVO3 were prepared, respectively,
in ultrapure MilliQ water.

Ni and V solutions were diluted from stock in 85 mM NaCl for varying concentrations
of NiCl2, NaVO3, and NiCl2 + NaVO3 and were used for subsequent experiments. NiCl2
+ NaVO3 solutions were prepared at a ratio of 5:1 of Ni to V based on environmentally
relevant ratios of Nigeria’s crude oil blends [7,8].

4.3. Survival and Developmental Assays

Acute exposure and survival assay were performed as previously described [16,61].
In brief, 2500 synchronized larvae stage 1 (L1) wild-type and mutant (pmk-1, pmk-3, and
mpk-1) worms were treated for 1 h with varying concentrations of NiCl2, NaVO3, or NiCl2
+ NaVO3. Treatment was performed by rotating worms in 1.5 mL tubes containing 500 µL
solution. For these assays, concentrations of NiCl2 range from 0 to 25 mM (0, 0.5, 1, 2.5,
5, 10, and 25 mM), concentrations of NiCl2 range from 0 to 200 mM (0, 10, 50, 100, 150,
and 200 mM), and metal mixtures at a ratio of 5:1 of NiCl2 + NaVO3 as aforementioned.
To perform the survival assays, 20–40 worms were transferred to OP50-seeded NGM
plates in triplicates, after metal treatments. The total number of worms that survived
after 48 h was counted and scored as a percentage of the initial number of worms plated.
For developmental assay, their developmental stage was recorded 48 h after treatment,
and worms failing to reach the L4 stage were counted. The percentage of worms with
developmental delay was calculated as ([number of worms failing to reach L4/number of
worms reaching L4] × 100) [62].

4.4. Metal Bioavailability

Evaluation of Ni and V bioavailability was performed via inductively coupled
plasma—optical emission spectrometry (ICP-OES (Spectro, Kleve, Germany) as previ-
ously described [63]. Seventy thousand L1 worms were subject to acute metal exposure as
described above. Following metal treatments, worms were pelletized by centrifugation and
remaining E. coli was removed by four washing steps with 85 mM NaCl + 0.01% Tween.
Three freeze–thaw cycles and sonication (UP100H ultrasonic processor (Hielscher, Teltow,
Germany), 3 × 20 s, 100% amplitude, cycle: 1) allowed complete rupture of the worms’
cuticle. Samples were dried and acid-assisted digested in a 1:1 mixture of 65% nitric acid
(HNO3) and 30% hydrogen peroxide (H2O2) at 95 ◦C. Ashes were diluted in a 2% HNO3 so-
lution and measured analytically using the following ICP-OES method parameters: plasma
power: 1400 W, cooling gas flow: 12 L/min, auxiliary gas flow: 1 L/min, nebulizer gas
flow: 1 L/min, nebulizer type: MicroMist®. Evaluated wavelengths were 311.071 nm for V
and 232.003 nm for Ni. Metal amounts were validated by the measurement of acid-assisted
digested reference material BCR®-274 (Single Cell Protein, Institute for Reference Materials
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and Measurement of the European Commission, Geel, Belgium). Ni and V amounts were
normalized to protein content determined by BCA assay (bicinchoninic acid assay). A
large number of worms are required to obtain an adequate amount of protein content,
particularly when working with L1 worms. Though 50,000 worms are sufficient for most
analysis as with MitoTracker and neurotransmitter measurements described below, for
metal measurements, we observed that to obtain accurate reads on the ICP-OES from L1
stage worms, we needed to increase the number of worms to 70,000.

4.5. MitoTracker Dyes and Fluorescence Quantification

MitoTracker Red® CM-H2XROS dyes (Thermo Fisher Scientific, Waltham, MA, USA)
were used to assess mitochondrial membrane potential- and mitochondrial-derived ROS [64].
First, 50,000 L1 worms were incubated in 2.5 mM MitoTracker Red in the dark for 2 h. After
which, worms were washed four times in 85 mM NaCl, and subjected to metal treatments
for 1 h. Simultaneously, N2 worms were treated with 2 mM tert-butyl hydroperoxide
(tBuOOH) for positive control. After metal treatments, worms were washed three times in
85 mM NaCl containing 0.01% Tween 20 and transferred to OP50-seeded NGM plates for
30 min to allow for excretion of excess dyes. Afterwards, worms were washed off plates
into 1.5 mL tubes, and transferred to 96-well plates in triplicates of 100 µL volume. The
fluorescence was monitored via a microplate reader (Tecan Infinite M200 Pro, Tecan Group
Ltd Männedorf, Switzerland) at excitation 560 nm/emission 599 nm.

4.6. Neurotransmitter Measurements

We evaluated dopamine (DA) and serotonin (SRT) levels via LC-MS/MS as previ-
ously described [65]. First, 50,000 L1 worms were subjected to acute metal exposure
as described above. Worms were washed three times in 85 mM NaCl containing 0.01%
Tween 20 and pelletized by centrifugation at 4660 g. Then, 100 µL extraction buffer (2 mM
sodium thiosulfate, 200 mM perchloric acid and 25 nM each of deuterated analogues
of DA (2-(3,4-dihydroxyphenyl)ethyl-1,1,2,2-d4-amine (DA-d4), CDN Isotopes) and SRT
(serotonin-α,α,β,β-d4 creatinine sulfate complex (SRT-d4), CDN Isotopes)) were added on
each sample, following 4x freeze–thaw cycles (1 min liquid nitrogen and 1 min 37 ◦C). The
samples were homogenized by sonication following centrifugation at 16,060 g and were
transferred into vials. An aliquot was reserved for protein quantification via BCA assay. The
analysis of dopamine and serotonin was conducted on an Agilent HPLC System (Agilent
Infinity II, Agilent, Santa Clara, CA, USA) interfaced with a Sciex triple quadrupole mass
spectrometer (Sciex, Framingham, MA, USA) with an electrospray ion source operating in
positive ion mode. Terms for chromatographic separation as well as ion source parameters
were obtained previously [65]. The MRM transitions chosen for quantification were m/z
154 > 91 for DA, m/z 158 > 95 for DA-d4, m/z 177 > 160 for SRT, and m/z 181 > 164 for
SRT-d4. Values are expressed as ng DA or ng SRT per mg protein.

4.7. Statistics

Each experiment was repeated for 3 independent replicates. Data were statistically
analysed on GraphPad Prism 8 software (GraphPad Inc, La Jolla, CA, USA). Dose–response
lethality curves and LD50 determination were performed using a sigmoidal dose–response
model with a top constraint at 100%. Statistical differences between the metal concentra-
tions in the same strains (genotype) were determined with one-way randomized ANOVA
followed by post hoc tests. Furthermore, interaction between treatments and genotypes
were analysed with two-way ANOVA followed by post hoc tests. Where appropriate,
Student’s t-test was used to confirm significant differences between two groups. Values of
p < 0.05 will be considered statistically significant.

5. Conclusions

In conclusion, here we demonstrate the developmental toxicity of Ni and V in C. elegans,
developing for the first time a C. elegans model for V toxicity testing. We show that both Ni
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and V induce lethality, developmental delays, and a mitochondrial-derived ROS increase
in worms; however, V requires a much higher concentration. Also, we show that the loss of
pmk-1, pmk-3, and mpk-1 worm homologues to mammalian p38- and ERK-MAPK genes
influences the C. elegans response to Ni and V toxicities. Overall, our results suggest the
p38- and ERK-MAPK signalling pathways may modulate Ni and V neurodevelopmental
toxicity via influence on mitochondrial health, metal level dynamics, and neurotransmitter
regulation. Further studies will unravel behavioural phenotypes in these mutant strains
after metal exposures and measure target genes of pmk-1, pmk-3, and mpk-1.

Author Contributions: Conceptualization, O.M.I.; Formal analysis, O.M.I., A.-K.W., V.M., O.K.I. and
J.B.; Funding acquisition, O.M.I. and J.B.; Investigation, O.M.I., A.-K.W. and V.M.; Methodology,
O.M.I., A.-K.W., V.M. and J.B.; Project administration, O.M.I. and J.B.; Writing—original draft, O.M.I.;
Writing—review and editing, A.-K.W., V.M., O.K.I. and J.B. All authors have read and agreed to the
published version of the manuscript.

Funding: This work was funded by the Alexander von Humboldt (AvH) Georg Forster Research
Fellowship for Experienced Researchers (NGA-1216466-GF-E) awarded to OMI. Further, OKI acknowl-
edges the AvH Georg Forster Research Fellowship for Postdoctoral Researchers (NGA-1218847-GF-P).
Additionally, JB acknowledges the German Research Foundation (DFG) funding (BO4103/4-2).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data supporting the study can be made available by the authors
upon request.

Acknowledgments: C. elegans strains were obtained from the Caenorhabditis Genetics Center (CGC),
which is supported by the National Institutes of Health—Office of Research Infrastructure Programs
(P40 OD010440).

Conflicts of Interest: The authors declare no conflicts of interest.

References
1. Cicero, C.E.; Mostile, G.; Vasta, R.; Rapisarda, V.; Signorelli, S.S.; Ferrante, M.; Zappia, M.; Nicoletti, A. Metals and neurodegener-

ative diseases. A systematic review. Environ. Res. 2017, 159, 82–94. [CrossRef] [PubMed]
2. Amadi, C.N.; Orish, C.N.; Frazzoli, C.; Orisakwe, O.E. Association of autism with toxic metals: A systematic review of case-control

studies. Pharmacol. Biochem. Behav. 2022, 212, 173313. [CrossRef] [PubMed]
3. Dickson, U.J.; Udoessien, E.I. Physicochemical studies of Nigeria’s crude oil blends. Pet. Coal 2012, 54, 243–252.
4. Fatoba, P.; Ogunkunle, C.; Folarin, O.; Oladele, F. Heavy metal pollution and ecological geochemistry of soil impacted by activities

of oil industry in the Niger Delta, Nigeria. Environ. Earth Sci. 2016, 75, 297. [CrossRef]
5. Adekola, J.; Fischbacher-Smith, M.; Fischbacher-Smith, D.; Adekola, O. Health risks from environmental degradation in the Niger

Delta, Nigeria. Environ. Plan. C Politics Space 2017, 35, 334–354. [CrossRef]
6. Fayiga, A.O.; Ipinmoroti, M.O.; Chirenje, T. Environmental pollution in Africa. Environ. Dev. Sustain. 2018, 20, 41–73. [CrossRef]
7. ExxonMobil. Crude Oils by Region. Available online: https://corporate.exxonmobil.com/Crude-oils/Crude-trading/Crude-

oils-by-region#Africa (accessed on 27 January 2020).
8. TOTSA. Crude Assays. Available online: https://www.totsa.com/pub/crude/index2.php?expand=1&iback=1&rub=11&image=

africa (accessed on 27 January 2020).
9. Ijomone, O.M.; Okori, S.O.; Ijomone, O.K.; Ebokaiwe, A.P. Sub-acute nickel exposure impairs behavior, alters neuronal microar-

chitecture, and induces oxidative stress in rats’ brain. Drug Chem. Toxicol. 2018, 41, 377–384. [CrossRef]
10. Ijomone, O.M.; Olatunji, S.Y.; Owolabi, J.O.; Naicker, T.; Aschner, M. Nickel-induced neurodegeneration in the hippocampus,

striatum and cortex; an ultrastructural insight, and the role of caspase-3 and α-synuclein. J. Trace Elem. Med. Biol. 2018, 50, 16–23.
[CrossRef]

11. Fatola, O.I.; Olaolorun, F.A.; Olopade, F.E.; Olopade, J.O. Trends in vanadium neurotoxicity. Brain Res. Bull. 2019, 145, 75–80.
[CrossRef]

12. Mustapha, O.; Oke, B.; Offen, N.; Sirén, A.-l.; Olopade, J. Neurobehavioral and cytotoxic effects of vanadium during oligodendro-
cyte maturation: A protective role for erythropoietin. Environ. Toxicol. Pharmacol. 2014, 38, 98–111. [CrossRef]

13. Folarin, O.R.; Snyder, A.M.; Peters, D.G.; Olopade, F.; Connor, J.R.; Olopade, J.O. Brain metal distribution and neuro-inflammatory
profiles after chronic vanadium administration and withdrawal in mice. Front. Neuroanat. 2017, 11, 58. [CrossRef] [PubMed]

https://doi.org/10.1016/j.envres.2017.07.048
https://www.ncbi.nlm.nih.gov/pubmed/28777965
https://doi.org/10.1016/j.pbb.2021.173313
https://www.ncbi.nlm.nih.gov/pubmed/34896416
https://doi.org/10.1007/s12665-015-5145-5
https://doi.org/10.1177/0263774X16661720
https://doi.org/10.1007/s10668-016-9894-4
https://corporate.exxonmobil.com/Crude-oils/Crude-trading/Crude-oils-by-region#Africa
https://corporate.exxonmobil.com/Crude-oils/Crude-trading/Crude-oils-by-region#Africa
https://www.totsa.com/pub/crude/index2.php?expand=1&iback=1&rub=11&image=africa
https://www.totsa.com/pub/crude/index2.php?expand=1&iback=1&rub=11&image=africa
https://doi.org/10.1080/01480545.2018.1437173
https://doi.org/10.1016/j.jtemb.2018.05.017
https://doi.org/10.1016/j.brainresbull.2018.03.010
https://doi.org/10.1016/j.etap.2014.05.001
https://doi.org/10.3389/fnana.2017.00058
https://www.ncbi.nlm.nih.gov/pubmed/28790895


Kinases Phosphatases 2024, 2 40

14. Kahloula, K.; Adli, D.E.H.; Slimani, M.; Terras, H.; Achour, S. Effet de l’exposition chronique au nickel sur les fonctions
neurocomportementales chez les rats Wistar pendant la période de développement. Effect of nickel chronic exposure on the
neurobehavioral functions in Wistar rats during the development period. Toxicol. Anal. Clin. 2014, 26, 186–192.

15. Sun, L.; Wang, K.; Li, Y.; Fan, Q.; Zheng, W.; Li, H. Vanadium exposure-induced striatal learning and memory alterations in rats.
Neurotoxicology 2017, 62, 124–129. [CrossRef] [PubMed]

16. Ijomone, O.M.; Miah, M.R.; Akingbade, G.T.; Bucinca, H.; Aschner, M. Nickel-Induced Developmental Neurotoxicity in C. elegans
Includes Cholinergic, Dopaminergic and GABAergic Degeneration, Altered Behaviour, and Increased SKN-1 Activity. Neurotox.
Res. 2020, 37, 1010–1028. [CrossRef] [PubMed]

17. Berman, K.; McKay, J.; Avery, L.; Cobb, M. Isolation and characterization of pmk-(1–3): Three p38 homologs in Caenorhabditis
elegans. Mol. Cell Biol. Res. Commun. 2001, 4, 337–344. [CrossRef] [PubMed]

18. Samet, J.M.; Graves, L.M.; Quay, J.; Dailey, L.A.; Devlin, R.B.; Ghio, A.J.; Wu, W.; Bromberg, P.A.; Reed, W. Activation of MAPKs
in human bronchial epithelial cells exposed to metals. Am. J. Physiol. 1998, 275, L551–L558. [CrossRef]

19. Cicenas, J.; Zalyte, E.; Rimkus, A.; Dapkus, D.; Noreika, R.; Urbonavicius, S. JNK, p38, ERK, and SGK1 Inhibitors in Cancer.
Cancers 2018, 10, 1. [CrossRef] [PubMed]

20. Hendricks, G.; Mylonakis, E. Expanding the nematode model system: The molecular basis of inflammation and infection recovery
in C. elegans. Virulence 2017, 8, 244. [CrossRef]

21. Kaminska, B.; Gozdz, A.; Zawadzka, M.; Ellert-Miklaszewska, A.; Lipko, M. MAPK signal transduction underlying brain
inflammation and gliosis as therapeutic target. Anat. Rec. Adv. Integr. Anat. Evol. Biol. Adv. Integr. Anat. Evol. Biol. 2009, 292,
1902–1913. [CrossRef]

22. Moens, U.; Kostenko, S.; Sveinbjørnsson, B. The role of mitogen-activated protein kinase-activated protein kinases (MAPKAPKs)
in inflammation. Genes 2013, 4, 101–133. [CrossRef]

23. Kang, M.; Lee, Y.-S. The impact of RASopathy-associated mutations on CNS development in mice and humans. Mol. Brain 2019,
12, 1–17. [CrossRef] [PubMed]

24. Layden, M.J.; Johnston, H.; Amiel, A.R.; Havrilak, J.; Steinworth, B.; Chock, T.; Röttinger, E.; Martindale, M.Q. MAPK signaling is
necessary for neurogenesis in Nematostella vectensis. BMC Biol. 2016, 14, 61. [CrossRef] [PubMed]

25. Queirós, L.; Pereira, J.L.; Gonçalves, F.J.M.; Pacheco, M.; Aschner, M.; Pereira, P. Caenorhabditis elegans as a tool for environmental
risk assessment: Emerging and promising applications for a "nobelized worm". Crit. Rev. Toxicol. 2019, 49, 411–429. [CrossRef]
[PubMed]

26. Cook, S.J.; Jarrell, T.A.; Brittin, C.A.; Wang, Y.; Bloniarz, A.E.; Yakovlev, M.A.; Nguyen, K.C.; Tang, L.T.-H.; Bayer, E.A.; Duerr, J.S.
Whole-animal connectomes of both Caenorhabditis elegans sexes. Nature 2019, 571, 63–71. [CrossRef] [PubMed]

27. Lackner, M.R.; Kim, S.K. Genetic analysis of the Caenorhabditis eleganss MAP kinase gene mpk-1. Genetics 1998, 150, 103–117.
[CrossRef] [PubMed]

28. Meyer, D.; Birdsey, J.M.; Wendolowski, M.A.; Dobbin, K.K.; Williams, P.L. Differential toxicities of nickel salts to the nematode
Caenorhabditis elegans. Bull. Environ. Contam. Toxicol. 2016, 97, 166–170. [CrossRef] [PubMed]

29. Rudel, D.; Douglas, C.D.; Huffnagle, I.M.; Besser, J.M.; Ingersoll, C.G. Assaying environmental nickel toxicity using model
nematodes. PLoS ONE 2013, 8, e77079. [CrossRef] [PubMed]

30. Tang, B.; Williams, P.L.; Xue, K.S.; Wang, J.-S.; Tang, L. Detoxification mechanisms of nickel sulfate in nematode Caenorhabditis
elegans. Chemosphere 2020, 260, 127627. [CrossRef]

31. Ijomone, O.M. Neurotoxicity of nickel. In Neurotoxicity of Metals: Old Issues and New Developments; Aschner, M., Costa, L.G., Eds.;
Advances in Neurotoxicology; Academic Press; Elsevier: Cambridge, MA, USA, 2021; Volume 5, pp. 263–284.

32. Anyachor, C.P.; Dooka, D.B.; Orish, C.N.; Amadi, C.N.; Bocca, B.; Ruggieri, F.; Senofonte, M.; Frazzoli, C.; Orisakwe, O.E.
Mechanistic considerations and biomarkers level in nickel-induced neurodegenerative diseases: An updated systematic review.
IBRO Neurosci. Rep. 2022, 13, 136–146. [CrossRef]

33. Cseh, L.; Ingerman, L.; Keith, S.; Taylor, J. Toxicological Profile for Vanadium; Agency for Toxic Substances and Disease Registry
(ATSDR), United States Department of Health and Human Services (HHS): Atlanta, GA, USA, 2012.

34. Ghosh, S.K.; Saha, R.; Saha, B. Toxicity of inorganic vanadium compounds. Res. Chem. Intermed. 2015, 41, 4873–4897. [CrossRef]
35. Chiarelli, R.; Martino, C.; Roccheri, M.C.; Geraci, F. Vanadium Toxicity Monitored by Fertilization Outcomes and Metal Related

Proteolytic Activities in Paracentrotus lividus Embryos. Toxics 2022, 10, 83. [CrossRef] [PubMed]
36. Treviño, S.; Díaz, A.; Sánchez-Lara, E.; Sanchez-Gaytan, B.L.; Perez-Aguilar, J.M.; González-Vergara, E. Vanadium in biological

action: Chemical, pharmacological aspects, and metabolic implications in diabetes mellitus. Biol. Trace Elem. Res. 2019, 188, 68–98.
[CrossRef] [PubMed]

37. Furimsky, E. On exclusivity of vanadium and nickel porphyrins in crude oil. Energy Fuels 2016, 30, 9978–9980. [CrossRef]
38. López, L.; Mónaco, S.L. Vanadium, nickel and sulfur in crude oils and source rocks and their relationship with biomarkers:

Implications for the origin of crude oils in Venezuelan basins. Org. Geochem. 2017, 104, 53–68. [CrossRef]
39. Yakubov, M.; Milordov, D.; Yakubova, S.; Borisov, D.; Ivanov, V.; Sinyashin, K. Concentrations of vanadium and nickel and their

ratio in heavy oil asphaltenes. Pet. Chem. 2016, 56, 16–20. [CrossRef]

https://doi.org/10.1016/j.neuro.2017.06.008
https://www.ncbi.nlm.nih.gov/pubmed/28625925
https://doi.org/10.1007/s12640-020-00175-3
https://www.ncbi.nlm.nih.gov/pubmed/32034695
https://doi.org/10.1006/mcbr.2001.0300
https://www.ncbi.nlm.nih.gov/pubmed/11703092
https://doi.org/10.1152/ajplung.1998.275.3.L551
https://doi.org/10.3390/cancers10010001
https://www.ncbi.nlm.nih.gov/pubmed/29267206
https://doi.org/10.1080/21505594.2016.1239011
https://doi.org/10.1002/ar.21047
https://doi.org/10.3390/genes4020101
https://doi.org/10.1186/s13041-019-0517-5
https://www.ncbi.nlm.nih.gov/pubmed/31752929
https://doi.org/10.1186/s12915-016-0282-1
https://www.ncbi.nlm.nih.gov/pubmed/27480076
https://doi.org/10.1080/10408444.2019.1626801
https://www.ncbi.nlm.nih.gov/pubmed/31268799
https://doi.org/10.1038/s41586-019-1352-7
https://www.ncbi.nlm.nih.gov/pubmed/31270481
https://doi.org/10.1093/genetics/150.1.103
https://www.ncbi.nlm.nih.gov/pubmed/9725833
https://doi.org/10.1007/s00128-016-1846-z
https://www.ncbi.nlm.nih.gov/pubmed/27278637
https://doi.org/10.1371/journal.pone.0077079
https://www.ncbi.nlm.nih.gov/pubmed/24116204
https://doi.org/10.1016/j.chemosphere.2020.127627
https://doi.org/10.1016/j.ibneur.2022.07.005
https://doi.org/10.1007/s11164-014-1573-1
https://doi.org/10.3390/toxics10020083
https://www.ncbi.nlm.nih.gov/pubmed/35202269
https://doi.org/10.1007/s12011-018-1540-6
https://www.ncbi.nlm.nih.gov/pubmed/30350272
https://doi.org/10.1021/acs.energyfuels.6b02385
https://doi.org/10.1016/j.orggeochem.2016.11.007
https://doi.org/10.1134/S0965544116010072


Kinases Phosphatases 2024, 2 41

40. Anyanwu, B.O.; Ezejiofor, A.N.; Igweze, Z.N.; Orisakwe, O.E. Heavy metal mixture exposure and effects in developing nations:
An update. Toxics 2018, 6, 65. [CrossRef] [PubMed]

41. Fiati Kenston, S.S.; Su, H.; Li, Z.; Kong, L.; Wang, Y.; Song, X.; Gu, Y.; Barber, T.; Aldinger, J.; Hua, Q. The systemic toxicity of
heavy metal mixtures in rats. Toxicol. Res. 2018, 7, 396–407. [CrossRef] [PubMed]

42. Wang, D.; Wang, Y. Nickel sulfate induces numerous defects in Caenorhabditis elegans that can also be transferred to progeny.
Environ. Pollut. 2008, 151, 585–592. [CrossRef]

43. Wilk, A.; Szypulska-Koziarska, D.; Wiszniewska, B. The toxicity of vanadium on gastrointestinal, urinary and reproductive
system, and its influence on fertility and fetuses malformations. Adv. Hyg. Exp. Med./Postep. Hig. I Med. Dosw. 2017, 71, 850–859.
[CrossRef]

44. Tuck, S. The control of cell growth and body size in Caenorhabditis elegans. Exp. Cell Res. 2014, 321, 71–76. [CrossRef]
45. Soete, G.; Betist, M.C.; Korswagen, H.C. Regulation of Caenorhabditis elegans body size and male tail development by the novel

gene lon-8. BMC Dev. Biol. 2007, 7, 20. [CrossRef]
46. Lee, H.-W.; Jose, C.C.; Cuddapah, S. Epithelial-mesenchymal transition: Insights into nickel-induced lung diseases. Semin. Cancer

Biol. 2021, 76, 99–109. [CrossRef] [PubMed]
47. Guo, H.; Liu, H.; Jian, Z.; Cui, H.; Fang, J.; Zuo, Z.; Deng, J.; Li, Y.; Wang, X.; Zhao, L. Nickel induces inflammatory activation

via NF-κB, MAPKs, IRF3 and NLRP3 inflammasome signaling pathways in macrophages. Aging 2019, 11, 11659. [CrossRef]
[PubMed]

48. Pan, J.; Chang, Q.; Wang, X.; Son, Y.; Zhang, Z.; Chen, G.; Luo, J.; Bi, Y.; Chen, F.; Shi, X. Reactive oxygen species-activated
Akt/ASK1/p38 signaling pathway in nickel compound-induced apoptosis in BEAS 2B cells. Chem. Res. Toxicol. 2010, 23, 568–577.
[CrossRef] [PubMed]

49. Capasso, L.; Camatini, M.; Gualtieri, M. Nickel oxide nanoparticles induce inflammation and genotoxic effect in lung epithelial
cells. Toxicol. Lett. 2014, 226, 28–34. [CrossRef] [PubMed]

50. Miyazawa, M.; Ito, Y.; Kosaka, N.; Nukada, Y.; Sakaguchi, H.; Suzuki, H.; Nishiyama, N. Role of MAPK signaling pathway in the
activation of dendritic type cell line, THP-1, induced by DNCB and NiSO4. J. Toxicol. Sci. 2008, 33, 51–59. [CrossRef] [PubMed]

51. Gu, Y.; Wang, Y.; Zhou, Q.; Bowman, L.; Mao, G.; Zou, B.; Xu, J.; Liu, Y.; Liu, K.; Zhao, J. Inhibition of nickel nanoparticles-induced
toxicity by epigallocatechin-3-gallate in JB6 cells may be through down-regulation of the MAPK signaling pathways. PLoS ONE
2016, 11, e0150954. [CrossRef]

52. Kezhou, C.; Chong, R.; Zengliang, Y. Nickel-induced apoptosis and relevant signal transduction pathways in Caenorhabditis
elegans. Toxicol. Ind. Health 2010, 26, 249–256. [CrossRef]

53. Ingram, J.L.; Rice, A.B.; Santos, J.; Van Houten, B.; Bonner, J.C. Vanadium-induced HB-EGF expression in human lung fibroblasts
is oxidant dependent and requires MAP kinases. Am. J. Physiol.-Lung Cell. Mol. Physiol. 2003, 284, L774–L782. [CrossRef]

54. Chien, P.-S.; Mak, O.-T.; Huang, H.-J. Induction of COX-2 protein expression by vanadate in A549 human lung carcinoma cell line
through EGF receptor and p38 MAPK-mediated pathway. Biochem. Biophys. Res. Commun. 2006, 339, 562–568. [CrossRef]

55. Wang, J.; Huang, X.; Zhang, K.; Mao, X.; Ding, X.; Zeng, Q.; Bai, S.; Xuan, Y.; Peng, H. Vanadate oxidative and apoptotic effects
are mediated by the MAPK-Nrf2 pathway in layer oviduct magnum epithelial cells. Metallomics 2017, 9, 1562–1575. [CrossRef]
[PubMed]

56. Luo, J.; Sun, Y.; Lin, H.; Qian, Y.; Li, Z.; Leonard, S.S.; Huang, C.; Shi, X. Activation of JNK by vanadate induces a Fas-associated
death domain (FADD)-dependent death of cerebellar granule progenitors in vitro. J. Biol. Chem. 2003, 278, 4542–4551. [CrossRef]
[PubMed]

57. Zwolak, I. Protective effects of dietary antioxidants against vanadium-induced toxicity: A review. Oxidative Med. Cell. Longev.
2020, 2020, 1490316. [CrossRef] [PubMed]

58. Zhao, Y.; Ye, L.; Liu, H.; Xia, Q.; Zhang, Y.; Yang, X.; Wang, K. Vanadium compounds induced mitochondria permeability
transition pore (PTP) opening related to oxidative stress. J. Inorg. Biochem. 2010, 104, 371–378. [CrossRef] [PubMed]

59. Lamtai, M.; Chaibat, J.; Ouakki, S.; Zghari, O.; Mesfioui, A.; El Hessni, A.; Rifi, E.-H.; Marmouzi, I.; Essamri, A.; Ouichou, A.
Effect of chronic administration of nickel on affective and cognitive behavior in male and female rats: Possible implication of
oxidative stress pathway. Brain Sci. 2018, 8, 141. [CrossRef] [PubMed]

60. Martínez-Martínez, M.I.; Muñoz-Fambuena, I.; Cauli, O. Neurotransmitters and behavioral alterations induced by nickel
exposure. Endocr. Metab. Immune Disord.-Drug Targets (Former. Curr. Drug Targets-Immune Endocr. Metab. Disord.) 2020, 20, 985–991.
[CrossRef] [PubMed]

61. Ijomone, O.M.; Miah, M.R.; Peres, T.V.; Nwoha, P.U.; Aschner, M. Null allele mutants of trt-1, the catalytic subunit of telomerase
in Caenorhabditis elegans, are less sensitive to Mn-induced toxicity and DAergic degeneration. Neurotoxicology 2016, 57, 54–60.
[CrossRef] [PubMed]

62. Bornhorst, J.; Ebert, F.; Meyer, S.; Ziemann, V.; Xiong, C.; Guttenberger, N.; Raab, A.; Baesler, J.; Aschner, M.; Feldmann, J. Toxicity
of three types of arsenolipids: Species-specific effects in Caenorhabditis elegans. Metallomics 2020, 12, 794–798. [CrossRef]

63. Nicolai, M.M.; Weishaupt, A.-K.; Baesler, J.; Brinkmann, V.; Wellenberg, A.; Winkelbeiner, N.; Gremme, A.; Aschner, M.; Fritz, G.;
Schwerdtle, T. Effects of manganese on genomic integrity in the multicellular model organism Caenorhabditis elegans. Int. J. Mol.
Sci. 2021, 22, 10905. [CrossRef]

https://doi.org/10.3390/toxics6040065
https://www.ncbi.nlm.nih.gov/pubmed/30400192
https://doi.org/10.1039/C7TX00260B
https://www.ncbi.nlm.nih.gov/pubmed/30090589
https://doi.org/10.1016/j.envpol.2007.04.003
https://doi.org/10.5604/01.3001.0010.4783
https://doi.org/10.1016/j.yexcr.2013.11.007
https://doi.org/10.1186/1471-213X-7-20
https://doi.org/10.1016/j.semcancer.2021.05.020
https://www.ncbi.nlm.nih.gov/pubmed/34058338
https://doi.org/10.18632/aging.102570
https://www.ncbi.nlm.nih.gov/pubmed/31822637
https://doi.org/10.1021/tx9003193
https://www.ncbi.nlm.nih.gov/pubmed/20112989
https://doi.org/10.1016/j.toxlet.2014.01.040
https://www.ncbi.nlm.nih.gov/pubmed/24503009
https://doi.org/10.2131/jts.33.51
https://www.ncbi.nlm.nih.gov/pubmed/18303184
https://doi.org/10.1371/journal.pone.0150954
https://doi.org/10.1177/0748233710364962
https://doi.org/10.1152/ajplung.00189.2002
https://doi.org/10.1016/j.bbrc.2005.11.045
https://doi.org/10.1039/C7MT00191F
https://www.ncbi.nlm.nih.gov/pubmed/29022012
https://doi.org/10.1074/jbc.M208295200
https://www.ncbi.nlm.nih.gov/pubmed/12454017
https://doi.org/10.1155/2020/1490316
https://www.ncbi.nlm.nih.gov/pubmed/31998432
https://doi.org/10.1016/j.jinorgbio.2009.11.007
https://www.ncbi.nlm.nih.gov/pubmed/20015552
https://doi.org/10.3390/brainsci8080141
https://www.ncbi.nlm.nih.gov/pubmed/30065183
https://doi.org/10.2174/1871530319666191202141209
https://www.ncbi.nlm.nih.gov/pubmed/31789138
https://doi.org/10.1016/j.neuro.2016.08.016
https://www.ncbi.nlm.nih.gov/pubmed/27593554
https://doi.org/10.1039/d0mt00039f
https://doi.org/10.3390/ijms222010905


Kinases Phosphatases 2024, 2 42

64. Neumann, C.; Baesler, J.; Steffen, G.; Nicolai, M.M.; Zubel, T.; Aschner, M.; Bürkle, A.; Mangerich, A.; Schwerdtle, T.; Bornhorst, J.
The role of poly (ADP-ribose) polymerases in manganese exposed Caenorhabditis elegans. J. Trace Elem. Med. Biol. 2020, 57, 21–27.
[CrossRef]

65. Schumacher, F.; Chakraborty, S.; Kleuser, B.; Gulbins, E.; Schwerdtle, T.; Aschner, M.; Bornhorst, J. Highly sensitive isotope-
dilution liquid-chromatography–electrospray ionization–tandem-mass spectrometry approach to study the drug-mediated
modulation of dopamine and serotonin levels in Caenorhabditis elegans. Talanta 2015, 144, 71–79. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1016/j.jtemb.2019.09.001
https://doi.org/10.1016/j.talanta.2015.05.057
https://www.ncbi.nlm.nih.gov/pubmed/26452793

	Introduction 
	Results 
	Toxicity and Developmental Delays after Ni and V Treatment 
	Metal Bioavailability after Exposures 
	Changes to Mitochondrial-Derived ROS following Metal Exposures 
	Dopamine and Serotonin Levels after Metal Treatment 

	Discussion 
	Materials and Methods 
	C. elegans Strains and Maintenance 
	Preparation of Stock Solutions 
	Survival and Developmental Assays 
	Metal Bioavailability 
	MitoTracker Dyes and Fluorescence Quantification 
	Neurotransmitter Measurements 
	Statistics 

	Conclusions 
	References

