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Abstract: Heavy metals are one of the most hazardous pollutants in marine environments because
of their bioaccumulation and biomagnification capabilities. Among them, cadmium (Cd) has been
considered as one of the most dangerous for marine organisms. Here we incubated Ammonia cf.
parkinsoniana specimens, a benthic foraminiferal taxon used in previous experiments, for up to
48 h in natural seawater with different concentrations of Cd to unravel the physiological change.
We document a reduced pseudopodial activity of the Cd-treated specimens at concentrations
>10-100 ppb in comparison with the control specimens. Moreover, confocal images of Cd-treated
specimens using Nile Red as a fluorescent probe reveal an enhanced intracellular neutral lipid
accumulation in the form of lipid droplets at 6 h and 12 h. This bioassay experiment allows for the
direct evaluation of Cd-dose to A. cf. parkinsoniana-response relationships under laboratory controlled
conditions and provides complementary information to field observations as well as to water quality
guidelines and thresholds.
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1. Introduction

Marine environments have been progressively threatened and impacted by human activities in
the last centuries [1]. Since most of the effluents ultimately discharge in marine coastal and transitional
environments, such sensitive ecosystems are commonly the most affected.

Among all pollutants, the group of elements known as heavy metals is regarded as the most
threatening for marine ecosystems [2]. Heavy metals are naturally present in the environment,
and organisms can even benefit from them, if at low concentrations, as they play important roles in
cellular metabolism and enzymatic activity (e.g., [3]). At higher concentrations, they may however lead
to chronic or acute effects on biota [4,5]. Heavy metals do not degrade, instead, they bioaccumulate
and biomagnify through the food web [6]. Among them Hg, Pb, Cr and Cd are considered particularly
toxic for marine organisms [4]. In fact, they can enter into the organisms and induce mutagenesis,
loss of enzymatic activity, the production of reactive oxygen species (ROS), ultrastructural damage and
even apoptosis [6,7].
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Cadmium is released from natural and anthropogenic sources, the latter mainly being from smelters
and industrial activities. This element is reported to be a non-biological essential rather persistent
pollutant, the effects of which vary from teratogenic to carcinogenic, and likely also mutagenic [8].
Cadmium uses a Trojan horse strategy by mimicking essential metals for the metabolism. It is therefore
capable of accumulating in the milk and tissues such as fatty tissue [9-11] and muscle [9]. In mammals,
malfunctions such as increased lipid peroxidation in liver and kidneys [11], bone fracture, cancer [12],
hypertension [13], airway disease, emphysema and immunosuppression [14] were found to be related
to Cd exposure. In cell lines, it was suggested that the exposure to high concentrations of Cd leads
to several damages, such as disruption of the cytoskeleton, increase of the lysosomal activity [15],
disruption of cell membranes, alteration of gene expression and production of ROS [14,16].

In light of this, Cd is accurately monitored in natural environments. The average
background/reference concentrations of Cd vary from 0.07 and 1.1 mg/kg (ppm) in surface soil,
5.0-20 ng/L (ppt) in seawater, from 0.03 to 1.0 mg/kg (ppm) in marine sediments ([17] and reference
therein). On the basis of acute toxicity tests, it has been revealed that ambient Cd water concentrations
exceeding 10 ppb lead to toxic effects (e.g., mortality, reduced growth), though marine organisms are
considered more tolerant than freshwater ones [8]. Sublethal effects are reported to occur at 0.5-10 ppb
concentrations [8].

Benthic foraminifera, marine protozoa enclosed in a shell, have been widely used as proxies for the
environmental assessment of marine ecosystems (e.g., [18]). Natural ecosystems are, however, rarely
affected by a single pollutant but, more frequently, by a mixture of them. Under this circumstance,
the effective evaluation of the effect of a single pollutant is hampered. In light of this, laboratory
experiments allow for a reliable quantification of the effect of a single pollutant under controlled
conditions and add reliability to field-based observations [19,20]. Culture and mesocosms experiments
have been applied to study the effects induced by different heavy metals at species” and at foraminiferal
assemblages’ level, respectively. Despite the simplicity and versatility of these experiments, very few
studies have been published on the noxious effect that a single pollutant might trigger in the physiology
of the foraminiferal cell in terms of tolerance, growth, reproduction and/or survival (e.g., [4,19,21-26]),
and even more limited is the number of publications on ultrastructural and physiological changes
induced by exposure to pollutants (e.g., [20] for review) or to Cd exposure [4,24].

In this contribution, we aim therefore to evaluate the effects of short-term exposure to different
concentrations of Cd of the benthic foraminiferal species Ammonia cf. parkinsoniana. Here we document,
in this in vivo experiment, the possible variations of pseudopodial activity and the intracellular lipid
accumulation on Cd-treated specimens.

2. Materials and Methods

The sediment sample was collected in a coastal site (29°23.694 N—47°54.612 E, at a water depth
of 5.2 m) off Sulaibikhat Bay within Kuwait Bay (Kuwait, Arabian Gulf) on January 2018. At the
collection site, temperature, pH, salinity, Eh and dissolved oxygen were measured in vertical profile
with a multiparametric probe. The physicochemical parameters of bottom water are the following
temperature 13.7 °C, salinity 42.2, pH 8.56, the Chlorophyll a 7.4 ng/L, and dissolved oxygen 96.8%
and 7.72 mg/L. A large volume of sediment was collected with a grab and only the uppermost layers
(2 cm) were retained. This fraction was kept in insulated boxes covered by natural seawater (NSW),
kept near ambient temperature and delivered to the micropaleontological lab of Urbino University
(Italy). At the same laboratory, artificial sea water (ASW) was prepared, stored in darkness, aerated
and mixed under in situ temperature. ASW was prepared with the same salinity value of NSW to
avoid any stress on foraminifera. Sediment was then washed with ASW and sieved through a sieve
of 125 um. The resulting sediment bearing foraminiferal fraction was treated with CellHunt Blue
(CHB) CMHC (4-Chloromethyl-7-hydroxycoumarin) of Setareh Biotech (US). The CHB is a fluorogenic
probe that passes through the cell membrane, and once within the cell, it is transformed into cell
membrane-impermeant reaction products. This probe with blue excitation/emission spectra (353/466 nm
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maxima) has been used to check the viability of benthic foraminifera [27]. Other fluorescence-based
methods have been used to assess the viability of specimens, as the widely used CellTracker Green.
As specimens were intended to be treated with the fluorescent dye Nile Red (NR), the CHB was
selected to avoid any kind of interference and overlap. The sediment was incubated for 24 h with CHB
and labeled foraminifera were hand-picked with a fine brush under the light of an epifluorescence
stereomicroscope (Stereo Discovery V8, Zeiss) equipped with a light fluorescent source (DAPI LED
68) working at an emission of 377 + 28 nm and at an excitation of 464 + 100 nm. Picked specimens
of A. cf. parkinsoniana were placed on Petri dishes covered with NSW. This taxon was chosen to
have a comparison with previous published papers [25,26,28]. In fact, this taxon has been selected,
in previous studies, to test the effects of lead [25], mercury [26] and a set of nanoparticles (titanium
dioxide, polystyrene and silicon dioxide) [28]. The taxon is very similar to Ammonia aff. beccarii of [29]
(plate 8, n. 8) and Ammonia elegans of [30] (plate 9, n. 3-5).

A total of six Cd-NSW mixtures reflecting different concentrations of Cd including a control were
prepared (Figure 1). Cadmium chloride (CdCl,) of 98% purity was used for the experiments (Santa
Cruz Biotechnology). The final experimental concentrations were 1 ppb, 10 ppb, 100 ppb, 1 ppm,
10 ppm, and the control. The selection of these concentrations was based on a background level of
Cd-uncontaminated coastal seawater and marine sediment (as well as previous toxicological studies
(acute toxicity and sublethal effect) (i.e., [17] and reference therein).

6h otrl 1 ppb 10 ppb 12h ctrl 1 ppb 10 ppb
|| Sea | Sas maeY)|Sen | S
e — - s e s
100 ppb 1 ppm 10 ppm 100"ppb 1ppm 10 ppm
24h ctrl 1 ppb 10 ppb 48h |7 o 1 ppb 10 ppb
LI AN AN S
s - — - e s
- - - 100°ppb Tippm> \40ippm

Psedupodial activity
evaluation

Accumulation of
neutral lipids

Figure 1. Schematic design of the experiment. The multiwell culture plate denotes the time (6 h, 12 h,
24 h and 48 h), whereas the wells represent the Cd concentrations (control, 1 ppb, 10 ppb, 100 ppb,
1 ppm and 10 ppm). Living specimens of A. cf. parkinsoniana were placed in each well and analyzed at
a pre-established time interval for pseudopodial activity and lipid content.

A total of 600 living individuals of A. cf. parkinsoniana were transferred to six well tissue culture
plates UltraCruz® and covered with the CdCl,-NSW mixtures (Figure 1). At least twenty individuals
were placed in each well. Plates were then left in a controlled environment, in darkness and at room
temperature. The viability of the individuals was rechecked at the start of the experiment (time 0) and
at6h, 12 h, 24 h and 48 h. The method chosen for recognizing the status of the specimens was the direct
observation of the pseudopodial activities through an inverted microscope (Leica DMI 6000 CS, Leica
Microsystems, Heidelberg, Germany). Only specimens that presented a clear stream of pseudopodia
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were counted as living, all the others were counted as non-living individuals. However, it would be
stressed, as suggested by [24], that the lack of pseudopodial activity cannot be directly related to the
mortality of the foraminiferal specimens, in fact, the cytoplasm can be retracted within the test under
adverse conditions. Images of the specimens were taken with a Nikon Eclipse TS100 and a Nikon
Digital Sight DS-Fil camera.

From the total number of specimens, 168 individuals of A. cf. parkinsoniana were labeled with
NR then scanned with confocal laser scanning microscopy (CLSM). The NR, a fluorescence-based
method to study the lipids within the cell, is a phenoxazine dye that can be used on living and
fixed cells to localize and quantify neutral and polar lipids [31,32]. The absorption and fluorescence
properties of NR are known to be sensitive to environmental factors such as polarity. Polar lipids
(i.e., phospholipids), which are mostly present in membranes, fluoresce red (emission >590 nm)
whereas lipids fluoresce yellow (570-590 nm) [33,34]. The specimens were treated, observed and
imaged following the methodology of [26,28]. The NR mean fluorescence intensity (MFI) analyses
were performed using Image]J software (NIH, Bethesda, MD, USA) by imaging specimens at the same
level of magnification, and determining the MFI of all the selected pixels. Subsequently, yellow MFI
values were converted to arbitrary units (A.U.) setting the first image of the control specimens at 100.
The fluorescence emission of lipids droplets (LD) was calculated in the yellow channel using at least
5 specimens for each condition. The Student’s t-test was used to check for significant differences of
pseudopodial activity and MFI values among experimental conditions (i.e., concentrations) grouped
for time of exposure.

3. Results

3.1. Pseudopodial Activity

Cadmium-treated and control specimens were checked for the pseudopodial activity. To be
considered as viable, individuals had to show clear movements in their pseudopodia. At the beginning
of the experiment, all specimens were healthy and showed extensive pseudopodial activity. On the basis
of our experiment, a general tendency to decrease in the number of individuals showing pseudopodial
activities, both time- and concentration-wise, was observed (Figure 1 and Table S1). Specimens exposed
to the lowest concentrations of Cd (1 ppb) showed the most stable percentages of pseudopodial activity
through the duration of the experiment, the only marked lowering of percentages was observed after
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Figure 2. Histograms of percentages of A. cf. parkinsoniana specimens exhibiting pseudopodial activity
for the treatments (control and five Cd-concentrations) and over time (6 h, 12 h, 24 h and 48 h).



Water 2020, 12, 1018 50f11

Specimens treated with the highest concentrations of Cd, namely 1 ppm and 10 ppm, exhibited
a substantial decrease in pseudopodial activity. The percentages of specimens with pseudopodial
activity at 1 ppm and 10 ppm conditions were quite stable with a marked reduction occurring after
6 h treatment. The lowest values of pseudopodial activity were documented at 10 ppm after 6 h
exposure (4.8%) and at 1 ppm after 24 h exposure (6.7%) (Figure 2). All treatments except for 1 ppb
were significantly different (p < 0.05) from the control.

3.2. Laser Confocal Scan Microscopy

Cadmium treated specimens of A. cf. parkinsoniana were labeled with NR and analyzed through
the CLSM in order to document the lipidic changes in the cell during the experiment. In control
specimens (no Cd exposure), the lipids within the cell showed a regular distribution in all the analyzed
specimens along the experiment with low yellow fluorescence levels (Figure 3).

\

Figure 3. Effect of Cd exposure on lipid distribution of A. cf. parkinsoniana labeled with Nile Red
(NR). Epifluorescence micrographs of single optical sections showing overlay of NR yellow and red
fluorescence at 6 h: (a) Control; (b) 1 ppb; (c) 10 ppb; (d) 100 ppb; (e) 1 ppm; (f) 10 ppm. Scale bars:
25 um.

Conversely, the specimens treated with Cd exhibited an enhanced yellow fluorescence (Figure 3).
These results were confirmed by NR MFI quantification, where a concentration-dependent yellow
fluorescence increase after 6 h and 12 h exposure in the specimens treated with Cd was observed. After
24 h and 48 h, an evident decrease of yellow fluorescence occurred for the Cd-concentrations (Figure 4
and Table S2). When all exposure times are considered together, no significant statistical differences
are found, however when only 6 h and 12 h are counted, 1 ppm and 10 ppm are significantly different
(p < 0.05) from the control.
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Figure 4. Histogram of yellow mean fluorescence intensity (MFI) expressed in arbitrary units (A.U.) for
the treatments (control and five Cd-concentrations) and over time (6 h, 12 h, 24 h and 48 h).

4. Discussion

4.1. Effects of Cd on Benthic Foraminifera

Marine and transitional marine ecosystems are affected by the discharges of different pollutants,
among which, heavy metals are considered to be one of the most dangerous [1,6]. In fact, because of
their toxicity, bioaccumulation, biomagnification and non-biodegradable properties, heavy metals can
affect all kinds of organisms moving up through the food web [17]. Among heavy metals, cadmium is
classified as particularly toxic for marine environments, as it has been reported to cause the disruption
of the cytoskeleton and alterations in the phagocytic activity of animal cells [14-16]. In the context
of growing heavy metal pollution, the understanding of its effect on biota is particularly important
and is commonly evaluated through field-studies. Bioassay, a method to assess the effect on biota,
has significantly grown in use over the last decades. Such an approach is very effective and provides a
direct method to quantify the effect of a single parameter (i.e., pollutant) at different concentrations and
times [19]. This approach can be achieved by culture (exposure of a single species to a single pollutant)
or mesocosm (e.g., exposure of sediments and the entire community living therein to a single pollutant)
experiments [19].

In this study, we evaluate the effect of Cd on the benthic foraminifer A. cf. parkinsoniana through a
culture experiment. A similar approach has already been applied to other benthic foraminiferal species
and pollutants (e.g., [21-24]). More specifically, several investigations have been performed to unravel
the specific response of benthic foraminifera to Cd exposure [4,24,35] that resulted in negative effects
on benthic foraminifera. Similarly, our findings provide evidence of the deleterious effect of Cd on A.
cf. parkinsoniana by altering the pseudopodial activity and the polarity of the lipid content. Specifically,
we observe that after 12 h exposure at high concentrations, namely 100 ppb, 1 ppm, and 10 ppm,
the percentages of specimens with pseudopodial activity are dramatically reduced (>50%). A similar
pattern is also found at lower concentrations, namely 1 ppb and 10 ppb but at longer-time exposure
(48 h). These findings fit well with the predicted no-effect concentration (PNEC) aqua of marine water
for CdCl, that is set at 1.14 ug/L (ppb) [36]. Based on this endpoint, the 24 h and 48 h median effective
concentrations (ECsp) were calculated as 42.6 and 37.8 ppb, respectively. On the basis of US national
recommendations for aquatic life data, the acute (criterion maximum concentration set at 1 h) and
chronic (criterion continuous concentration set at 4 days) concentrations for Cd in saltwater are 33 and
7.9 ug/L (ppb) [37]. Our observations match well with these values. A reduced pseudopodial activity
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of Ammonia tepida specimens was documented in response of Cd (cadmium chloride, up to 20 mg/L
that is 20 ppm) as well as oil and two types of drilling muds after 30 days” exposure [24]. On the
basis of their results, a significant reduction of pseudopodial activity, as well as that in the newly built
chamber occurred at concentrations higher than 2.5 mg/L (2.5 ppm) and 5 mg/L (5 ppm), respectively.
This concentration is higher than the one documented here for the decrease of pseudopodial activity,
however it should be stressed that in Figure 1 of the same research paper, the concentrations ranged
instead from 0.001 to 0.02 mg/L (ppm) making the threshold of 0.0025 mg/L (2.5 ppb) more comparable to
our findings. The toxicity of four concentrations (1, 10, 100 and 1000 uM) of Cd (cadmium chloride hemi
(pentahydrate) with a molecular weight of 228.4 g/mol) on Pararotalia spinigera was evaluated by [35].
By using several fluorescent probes, they documented the lack of enzymatic activity in the foraminiferal
cytoplasm, the loss of functional activity of lysosomes in many benthic foraminiferal specimens and
set the median lethal concentration (LCs: lethal concentration for killing 50% of the individual in a
populations) 24 h at 0.56 uM, which equals 128 ppb. This concentration matches well with the one
found in the present experiment where we observed a significant reduction of pseudopodial activity
(>50%) at concentrations of 100 ppb after 12 h and 24 h exposure. A long-lasting experiment (21 days)
was carried out with P. nipponica exposed to gradual increase of Cd [4]. This experiment documented
the detrimental effect of Cd as revealed by a marked reduction of growth and the development of
morphological abnormalities (50%) at concentrations over 2 ug/L (ppb). Specimens were found to be
still living at the end of the experiment at concentrations of up to 14 pg/L (ppb).

4.2. Heavy Metals Effects on Benthic Foraminifera

Deleterious effects on culture benthic foraminifera with similar concentrations (i.e., ppb) to the
present experiment were documented for Cu [22] and Hg [21,23]. Two species of Ammonia (A. tepida
and A. beccarii) were exposed to different concentrations of Cu (up to 500 pug/L, that is ppb) from four
months to one year. These species were found to be sensitive at low concentrations but survived up to
high concentrations (threshold value <10 ng/L with a lethal value >200 pg/L) [22]. The same authors
documented both morphological (i.e., deformed tests) and ultrastructural (i.e., thickening of the organic
lining, increased number of large lipidic vesicles and of residual bodies) changes. A decrease was
documented in the growth rate and the occurrence of abnormal chambers in Rosalina leei exposed to
Hg [21]. Specimens were still living at the highest tested concentration 260 ng/1 (ppt) though there
was no growth. In a similar culture experiment [23], documented that all specimens treated with
a Hg concentration of 300 ng/L (ppt) died within 20 days. Indeed, an ECs of Zn for Amphistegina
lessonii, a symbiont-bearing foraminifer, was set at 100.7 and 38.2 ug/L (ppb) for the 24 h and 48 h,
respectively [38]. Conversely, much higher concentrations (up to 100 mg/L, that is ppm) were used to
test the response of the miliolid species Pseudotriloculina rotunda to Zn [39]. This species showed high
tolerance to Zn as over 60% of specimens were found to be still living at 10 mg/L (ppm) concentration.

Following the authors of [17], among heavy metals, Hg, Pb, and Cd are to be considered as the
greatest concern. Accordingly, a laboratory toxicity test on ciliated protozoa revealed a cytotoxicity
sequence of Cd > Cu > Zn with Zn found to be remarkably less toxic than Cd or Cu [40]. This overall
trend is also supported by [3,41,42]. More specifically, LCsy were between one and two orders of
difference between Cd and Zn. This difference might explain the differential tested concentrations
between Cd and Hg with Zn. Several Cd acute toxicity tests were performed on protozoan and revealed
24 h LCsq values from 0.07 to 0.89 mg/L [43], 0.195 mg/L [3], 0.197 mg/L [44]. Although these values are
perfectly in line with our evidence of pseudopodial activity reduction, the occurrence of pseudopodial
activity only provides evidence of the viability of benthic foraminiferal specimens, whereas its absence
could not be used to assess the mortality of them and a direct comparison cannot be done, as clearly
pointed out by [24].

Heavy metals are known to induce assemblages’ (e.g., [19,45,46]) as well as physiological alteration
and ultrastructure changes in benthic foraminifera (e.g., [22,26,45]). At ultrastructural level, these
changes include the thickening of the organic lining, mitochondrial degeneration, proliferation of
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degradation vacuoles, lysosomes, residual bodies and the increased production of neutral lipids and of
reactive oxygen species (i.e., [20,28]). Nile Red is a probe widely used to distinguish neutral from polar
lipids. Our findings evidence an increasing yellow fluorescence in NR-labeled specimens, that are
Cd-concentration-dependent, at 6 h and 12 h exposure. These variations are associated with change in
the accumulation of neutral lipids in the form of lipid droplets (LD). The enhanced occurrence of LD has
also been documented in A. parkinsoniana treated with Hg [26] as well as in other terrestrial and marine
organisms exposed to pollutants (e.g., [47]). The proliferation of LD in response to contaminants has
been put forward as a mechanism to sequester toxicants in order to protect the cell [48,49]. An evident
decrease of yellow fluorescence occurred for all Cd-concentrations even at very low ones after 24 h.
This pattern can be tentatively ascribed to the progressive loss of viability of specimens.

5. Conclusions

The present investigation documents the acute effect of Cd on the benthic foraminiferal species
A. cf. parkinsoniana. On the basis of a 48 h time course experiment, we documented a progressive
reduction in the pseudopodial activity and an increased accumulation of neutral lipids in the form of
LD. These physiological and ultrastructural changes occurred at >10-100 ppb revealing the potential
threat of Cd even at very low concentrations. These concentrations match well with the United States
Environmental Protection Agency recommendation of ambient water quality criteria for the protection
of aquatic life. Further studies are required to precisely define the lethal concentrations at both short-
and long-term exposure to better validate field study observations and to test the water and sediment
quality guidelines and thresholds.

Supplementary Materials: The following are available online at http://www.mdpi.com/2073-4441/12/4/1018/s1,
Table S1: Time, concentration, number of specimens at the beginning of the experiment, living specimens with
pseudopodial activity (number and percentages) at the end of the experiment, Table S2: Time, concentration, mean
and standard error of NR mean fluorescence intensity (MFI).
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