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Abstract: Exposure to metals is known to generate oxidative stress in living organisms, which
are able to respond with the induction of antioxidant defenses, both enzymatic and non-enzymatic.
The aim of this work is to study the correlation among several non-enzymatic component of the
antioxidant system, that are physiologically related to both metal sequestration and defense against
metal-induced oxidative stress, using the blue mussels (Mytilus galloprovincialis) as model organism.
Specimens of this marine bivalve were experimentally exposed to cadmium (Cd), used as oxidative
stress risk inducer. Cd, metallothionein (MT), glutathione (GSH), malondialdehyde (MDA) contents,
and glutathione reductase (GR) activity in gills and in digestive glands were assessed at 0, 12, 24, 48,
72 and 96 h. The obtained results provide new data about the relationships among the non-enzymatic
antioxidant cellular components considered in this study. These constitute the prompt physiological
responses to the risk of oxidative stress in blue mussels exposed to Cd in controlled laboratory
conditions.
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1. Introduction
About 3% of oxygen utilized by cells may form reactive oxygen species (ROS) [1], but this rate
of formation can easily increase in both physiological and non-physiological conditions. One of the
latter conditions is exposure to xenobiotic substances, such as metals such as cadmium (Cd).
Cd presence in the environment is constantly increasing due to its extensive industrial use either
alone or mixed with different chemical compounds [2]. Although Cd is a redox-stable metal, ROS are
often implicated in Cd toxicology, as shown both in a number of cell-culture systems [3,4], and in
intact animals through different exposure routes [5-7]. Therefore, the production of ROS by Cd must
be mediated through indirect mechanisms.
The cytotoxic effects of ROS include peroxidation of membrane lipids with increasing
malondialdehyde (MDA) levels through oxidation of polyunsaturated fatty acids, alteration of redox
balance, enzyme inactivation, and DNA damage [8-10].
Organisms can respond to a high presence of ROS by activating their antioxidant defense system,
consisting of both antioxidant enzymes and small molecules and proteins that act as non-enzymatic
antioxidants, such as glutathione (GSH) and metallothioneins (MTs) [11,12].
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The tripeptide GSH (γ-glutamyl-cysteinyl-glycine) is considered one of the most important
antioxidant agents, involved in the protection of cell membranes from lipid peroxidation. GSH is
present in the cell at millimolar concentrations and functions as a redox buffer to maintain the overall
cellular redox state, but it also acts as cofactor of glutathione peroxidase in the conversion of
hydroperoxides to their corresponding alcohols [13,14].
Increased synthesis of MTs occurs after metal exposure and in the presence of oxyradicalgenerating compounds. MTs are a class of cysteine-rich proteins with high metal affinity and are
closely associated with the detoxification of toxic metal ions such as Cd 2+, thus protecting from
oxidative stress [15-19]. MTs have also function as non-enzymatic scavenger of ROS [20] and are
involved in interaction mechanisms with GSH.
MTs have therefore been widely used as biomarkers of metal contamination exposure [21-23].
To understand the physiological mechanisms in front of the Cd influx in the cells it is also important
to determine the metal subcellular partition between the insoluble and soluble fractions because MTs,
GR and GSH are present in the soluble fraction. Various biomarkers can be used to better understand
the physiological responses of organisms to pollution [24-26] and use of a lipid peroxidation indicator
coupled with chemical analysis of xenobiotic accumulation is often recommended [27,28].
The mussels' ability to readily bioaccumulate metal pollutants makes them more accurate in situ
bioindicators than fish [29-31]. Thus, bivalve mollusks, and in particular Mytilus spp., are among the
most widely used monitoring organisms to assess the impact of marine pollution, despite the
disadvantage that some physiological parameters exhibit seasonal changes which may alter results
[32-34]. Pollutants are usually complex mixtures whose biological effects on organisms are difficult
to predict by means of chemical analyses alone. A number of these biological responses - biochemical,
histological and physiological - are actually indexes of either exposure or stress at molecular, cellular
or organism levels. They can therefore be considered stress biomarkers, as their assessment usefully
integrates the most common chemical measures and provides additional information about insult
versus biota, and possibly its nature [30]. Since different cellular components contrast the negative
effects produced by contaminants, these biological parameters are widely used as biomarkers to
evaluate the effects of pollutants on organisms [24,35].
Hemocytes are the main components of the bivalves' immune system [36,37]. As such, they carry
out important immune functions and phagocytic activity against alterations induced by toxic metals
like Cd, because they can accumulate metals in their endolysosomal system. Hemocytes then die and
are eliminated from these organisms together with their contaminant [38-40].
Many researchers analyzed the involvement of single elements of the antioxidant defense system
in marine organisms exposed to chemicals, metals in particular, but it is well known that the oxidative
networks are very complex and several oxidative and antioxidant mechanisms still remain to be
elucidated [41]. In particular, it is necessary to study the integrative activities of various components
of the antioxidant system against prooxidant stressors and/or environmental pollutants. The present
study focused on the non-enzymatic antioxidant physiological response of mussels in oxidative stress
condition experimentally induced by short-term (96h) exposure to sublethal Cd exposure, and on
some molecules specifically involved in metal chelation and ROS scavenging.
The aim of this work is to study the correlation among several non-enzymatic component of the
antioxidant system, that are physiologically related to both metal sequestration and defense against
metal-induced oxidative stress risk. In particular, the relationships between GSH and MT were
analyzed, also considering the efficiency of the GR activity, which keeps the GSH/GSSG ratio constant.
2. Materials and Methods
2.1. Animals and treatments
Specimens of M. galloprovincialis were collected at the beginning of summer (June) at the end of
the reproductive period in the Venice lagoon in a site near the mouth of the Chioggia harbor, which
has tidal exchange with marine waters, and which resulted free of Cd. Mussels of similar size (4.5 cm
± 0.25 maximum diameter) were chosen for the experiment, kept in 18 liters aerated aquaria, filled
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with filtered seawater (FSW; salinity 32.5‰) at a temperature of 21 ± 0.5°C, and fed on Liquifry
Marine (Interpet Ltd, Dorking, United Kingdom). After 5 days of acclimatization, the animals were
randomly divided into 2 groups. One group (30 specimens) was used as control, the other (100
specimens) was exposed to a sublethal concentration of 0.350 ppm Cd. We choose this dose according
to our previous results (under revision) and literature data [42,43]. This dose is not acutely toxic as in
our experience it does not produce mortality of specimens at least up to 15 days but induces
physiological responses. It is therefore a suitable concentration for subacute treatment. The water Cd
concentration, obtained from appropriate dilution of a CdCl 2 solution in FSW, was monitored daily
and, when needed, restored. However, the water of aquaria was totally changed every 2 days.
One aquarium for the controls (30 individuals) and four for the treated (100 individuals, 25/tank)
organisms were used, containing everyone 12.5 liter of water.
After 0 (only for controls), 12, 24, 48, 72 and 96 h, 5 specimens from the controls and 10 specimens
from the treated ones were collected. Their hemolymph was drawn out with a 1 ml syringe containing
0.5 ml of marine water with 5 mM EDTA to prevent cell aggregation and was immediately used to
assess cell mortality. Gills and digestive glands were dissected, frozen in liquid nitrogen and stored
at −80°C until they were used for Cd, MT, GSH and MDA levels and GR activity.
2.2. Cell mortality
Hemolymph cell mortality was determined with the Trypan blue exclusion test. Briefly, 10 µ l of
0.4% Trypan blue solution, filtered before use, were added to 10 µ l of hemolymph cell suspension.
After 2 minutes of incubation at room temperature, the cells were counted under a microscope with
a hemocytometer (four 1x1 mm squares, with 20-50 cells/square) and the percentage of dead cells
calculated.
2.3. Cd bioaccumulation
Aliquots of about 100 mg for each tissue sample were dried in an oven at 60°C. Subsequently,
acid digestion was performed on weighed dry samples using concentrated AristaR HNO 3 (1 ml) in
Teflon vessels in a model MDS-2000 microwave Digestion System (CEM S.R.L, Cologno al Serio,
Italy). This microwave system is controlled by a computerized program specially designed according
to the type of sample, with specific pressure and temperature conditions for optimal dissolution. Cd
concentrations were determined by atomic absorption spectrophotometry using a Perkin Elmer 4000
flame furnace atomic absorption spectrometer (Perkin-Elmer, Waltham, MA, USA). The instrument
was calibrated by standard addition methods [19,44], and by reference to fresh standard salt solutions.
Control blank solutions on reagents and equipment revealed negligible sample contamination.
Values were finally expressed as μg of Cd/g dw. Cd was also determined in cell-free extracts and
expressed as μg of Cd/g ww and subsequently was evaluated the metal partitioning between
insoluble tissue and cell-free fractions. The ratio between wet and dry weight was calculated and
resulted equal to 0.244±0.017 in digestive glands and to 0.140±0.031 in gills. Bioconcentration factors,
i.e. the Cd ratio between body and water concentration (BCF=CB/CW) were also determined in the
two organs [45]. BCF is expressed in units of liter per kilogram (ratio of mg of chemical per kg of
organism to mg of chemical per liter of water).
2.4. Preparation of cell-free extract tissue
The digestive gland and gills of each specimen (n = 5 for control and n = 10 for treated each time)
were dissected. Portions of the two organs were homogenized in 4vol/g of tissue of 20 mM Tris–HCl
buffer pH 7.5 with 0.006 mM leupeptine, 0.5 mM phenylmethylsulphonylfluoride (PMSF) as
antiproteolytic agents, and 0.01% β-mercaptoethanol as a reducing agent for MT assay and Cd
content determination. Each homogenate was centrifuged at 16,000×g at 4°C for 30 mins [46].
For GSH determination, tissues were homogenized with 5 vol of 5% sulfosalicylic acid/g of tissue
and centrifuged at 16,000×g for 30 mins at 4°C.
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To test GR activity and MDA levels, tissues were homogenized in 5 vol/g of tissue of 50 mM
sodium phosphate buffer pH 7.4, 1 mM EDTA, and centrifuged at 16,000xg at 4°C for 30 mins.
To prevent sample oxidation, 10 µ l of BHT in acetonitrile were added to 1ml of homogenate
before centrifugation.
After centrifugation, supernatants were collected and immediately utilized for analyses. All
assays were performed in duplicate.
Soluble protein concentrations were determined in cell-free extracts according to Lowry method
[47] using bovine serum albumin (BSA) as a standard. Protein concentrations were expressed as
mg/ml.
2.5. Metallothionein
MT contents were measured in the resulting cell-free extracts with the silver-saturation method
[48]. Briefly, samples were incubated with 1 ml glycine buffer (0.5 M, pH 8.5) and 1 mL of 20 mg/L
silver solution for 20 mi. Excess of the metal was removed by adding 0.2 mL bovine red blood cell
hemolysate, followed by heat treatment in a 100°C water bath for 10 min. The heat treatment caused
precipitation of Ag-bound hemoglobin and other proteins, except for heat-stable MTs. The denatured
proteins were removed by centrifugation at 4,000xg for 10 min. The hemolysate addition, heat
treatment, and centrifugation were repeated two times. Finally, the solution was centrifuged at
20,000xg for 20 min. The content of Ag in the supernatant, which was proportional to the MT level,
was estimated by atomic absorption spectrophotometry using a Perkin Elmer 4000 flame furnace
atomic absorption spectrometer (Perkin-Elmer). The amount of MTs was normalized against total
soluble cell protein content. The results were expressed as µ g MT/mg total protein.
2.6. Glutathione quantification
To assess total glutathione (GSH+GSSG), tissues were sonicated twice for 30 secs with 5%
sulfosalicylic acid (5 ml of acid/g ww of tissue), and centrifuged at 16,000×g for 30 mins at 4°C. Total
glutathione was determined by enzymatic recycling following Anderson [48], which is based on GSH
oxidation by 5,5′-dithiobis (2-nitrobenzoic acid) (DTNB) to issue GSSG with stoichiometric formation
of 5-thio-2-nitrobenzoic acid (TNB). GSSG is reduced to GSH by the action of highly specific
glutathione reductase and NADPH. The rate of TNB formation was recorded at 412 nm and was
proportional to the nmol of GSH and GSSG in the samples. This rate was compared with a GSH
standard curve. Values were expressed as nmol/g ww.
2.7. Glutathione Reductase determination
GR activity was determined according to Williams [50] and Goel [51] methods which are based
on NADPH oxidation during the reduction of oxidized glutathione, GSSG (λ = 340 nm, ε = 6.22 mM1 cm-1). The final assay conditions were 100 mM Na-phosphate buffer pH 7.0, 1 mM GSSG, and 60 µ M
NADPH. Enzyme activity was expressed as U GR and normalized against total soluble cell protein
content (= nmol NADPH oxidized min-1mg-1 of total protein).
2.8. Malondialdehyde determination
As a marker of lipid peroxidation, MDA concentration was analyzed with the BioAssay™ Lipid
Peroxidation Colorimetric Assay Kit (United States Biological, Salem, MA, USA) following the
manufacturer’s instructions. MDA concentrations were calculated by a standard plot of MDA,
provided with the kit, using the same procedure employed for the tissue samples. Determination was
done with a spectrophotometer at 586 nm as reported on data sheet. The MDA levels were reported
as MDA nmoles/mg total protein.
2.9. Statistical analyses
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Values are reported as mean ± standard deviation (SD). Variations of biological parameters were
investigated by the one-way analysis of variance (ANOVA) and mean comparisons were performed
using the Tukey's test. The level of significance was set at p < 0.05. Correlations among variables were
determined using the one-tailed Bravais Pearson correlation method.
3. Results
As reported in Materials and methods, time-control parameters were determined for each
sample. Since the results were not significantly different at different times, they are reported as a
single value, which is the total samples mean ± SD, at T0 in each graph.
3.1. Cell mortality in the hemolymph
Mortality in the hemolymph soared with Cd exposure - up to 35% after 24 h, with a final 48%
mortality rate. The difference between treated and control organisms was already statistically
significant (p < 0.001) after 12 h exposure (Figure 1).

Figure 1. Haemocyte mortality percentage (Trypan blue test) of control (0 h) and treated M.
galloprovincialis experimentally exposed to Cd for up to 96 h. Values are indicated as mean ± SD. n for
each time = 10. n control = 30 Different letters correspond to significant statistical differences (p < 0.05)
among different treatment times. n for each time = 10. n control = 30.

3.2. Cd levels
Cd levels in controls resulted extremely low (0.244 and 0.120 µ g/g dry wt in digestive gland and
gills respectively), confirming that the mussel collection zone was not polluted with this element. The
Cd content (μg/g dw) in gills increased significantly for 48 h during the treatment (p < 0.001), and for
72 h (p < 0.001) in digestive glands (Figure 2). From the beginning of exposure up to 48 h, gills
accumulated more Cd than digestive glands (p < 0.001), while at 72 and 96 h the Cd content was
higher in digestive glands (p < 0.05).
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Figure 2. Cd concentrations (µ g/g dw) in gills and digestive glands of control (0 h) and treated M.
galloprovincialis experimentally exposed to Cd for up to 96 h. Values are indicated as mean ± SD.
Different letters correspond to significant statistical differences (p < 0.05) among different treatment
times. n for each time = 10. n control = 30.

The maximum Cd concentration in both organs was observed after 96 h with 353.5 μg/g dw in
digestive glands, and 312.2 μg/g dw in gills. The Bioconcentration Factor was equal to 1,019 l/kg in
digestive glands and 900 l/kg in gills.
The two tissues showed different Cd partitioning behaviors between cell-free extracts and
insoluble fractions. In gills, a higher partitioning coefficient was measured in the insoluble fraction
from the beginning of the treatment to up to 48 h of exposure. At 72 and 96 h, most Cd was recovered
in the cell-free extract; the shift of Cd content toward the cell-free fraction started to occur between
24 and 48 h of treatment. Conversely, in digestive glands, Cd was found in greater amounts within
the cell-free extract at every time lapse except at 72 h, when Cd partitioning was equal in the two
fractions (Figure 3).

(a)
Figure 3. Cd partitioning percentages between cell-free extract and insoluble fraction in (a) gills and
(b) digestive glands of control (0 h) and treated M. galloprovincialis experimentally exposed to Cd for
up 96 h. n for each time = 10. n control = 30.

3.3. MT

(b)
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Figure 4 shows MT levels during Cd treatment in gills and digestive glands. The MT induction
trend is very similar in both organs. A steady MT increase associated with metal exposure duration
was observed up to 96 h, when the highest value was measured in both tissues, but with different
starting times. In digestive glands, the increase occurred at 12 h of treatment and went up to about
7.5 µ g/mg total protein at the end, which is approximately seven times the value detected in controls
(p < 0.001). In gills, MT induction began only at 24 h of Cd exposure. After that, MT levels increased
in relation to exposure time up to approximately 6.5 µ g/mg total protein at 96 h, which is about 5
times the value found in controls (p < 0.001).

Figure 4. MT concentrations (µ g/mg total protein) in gills and digestive glands of control (0 h) and
treated M. galloprovincialis experimentally exposed to Cd for up to 96 h. Values are indicated as mean
± SD. Different letters correspond to significant statistical differences (p < 0.05) among different
treatment times. n for each time = 10. n control = 30.

3.4. GSH
GSH levels were very different in the two tissues (Figure 5): in controls, concentration was more
than double in digestive glands (about 320 nmoles/g ww) than in gills (about 120 nmoles/g ww). In
gills, a GSH time-dependent increase was observed starting from 12 h of exposure up to a 96-h value
of 225 nmol/g ww, almost double the control value (p < 0.001). In digestive glands, GSH content
significantly decreased at 12 h (p < 0.001) and went back to control values after 24 h of exposure. At
48 and 72 h, GSH levels reached their maximum value of about 900 nmoles/g ww, 3-4 times the value
of controls (p < 0.001), then dropped at 96 h, but remained higher than in controls (p < 0.001).
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Figure 5. GSH content (nmol/g wet weight) in gills and digestive glands of control (0 h) and treated
M. galloprovincialis experimentally exposed to Cd for up to 96 h. Values are indicated as mean ± SD
Different letters correspond to significant statistical differences (p < 0.05) among different treatment
times. n for each time = 10. n control = 30.

3.5. GR activity
As Figure 6 shows, GR activity was higher in gills than in digestive glands (p <0.001).
In gills, GR activity increased significantly for up to 24 h (p < 0.001) compared with controls; at
48 h remained unchanged, and increased again at 72 h, issuing the highest value - about 30 UGR. At
96 h, GR activity significantly decreased compared with the 24, 48 and 72 h values, but was
nonetheless higher than in controls (p < 0.001).

Figure 6. GR activity U GR/mg total protein in gills and digestive glands of control (0 h) and treated
M. galloprovincialis experimentally exposed to Cd for up to 96 h. Values are indicated as mean ± SD.
Different letters correspond to significant statistical differences (p < 0.05) among different treatment
times. n for each time = 10. n control = 30.
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In digestive glands, the GR activity trend associated with exposure times was like the one
observed in gills. After 12 h exposure, GR activity almost doubled the control value (p < 0.001). Then
it slowly but gradually increased to a maximum value of about 17 UGR after 72 h. After 96 h, the
value of GR activity was still higher than in controls (p < 0.001), but lower than that measured at any
other exposure time.
3.6. MDA levels
MDA levels increased in both tissues after Cd exposure (Figure 7). MDA levels in gills were at
least double those of digestive glands (p < 0.001).

Figure 7. MDA content (nmol/mg total protein) in gills and digestive glands of control (0 h) and
treated M. galloprovincialis experimentally exposed to Cd for up to 96h. Values are indicated as mean
± SD. Different letters correspond to significant statistical differences (p < 0.05) among different
treatment times. n for each time = 10. n control = 30.

In gills, MDA content more than doubled after Cd exposure. The increase was not significantly
different between 24 and 48 h and between 72 and 96 h. The highest MDA level was reached at 96 h
(p < 0.001) with a value of about 10 nmol/mg total proteins.
In digestive glands, MDA content increased almost threefold after Cd exposure. However, the
increase was not steady - between 12 and 24 h there was no significant difference, for instance - after
48 h there was a further rise, and then the level remained substantially unchanged in the next 48h.
Comparison with controls revealed that the highest MDA level was reached at the end of the
experiment, with a value of 4.50 nmol/mg total protein (p < 0.001).
3.7. Correlation analyses
Correlations between Cd concentrations and the tested biomarkers for both digestive glands and
gills were assessed. The results are shown in Table 1.
Table 1. Correlation coefficients between the variables tested in gills and digestive gland of mussels
exposed to Cd

Cd
(total)
gills

Cd
(cell-free
extract)

MT

GSH

GR

MDA
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Cd (tot)
Cd (cfe)
MT
GSH
GR
MDA
digestive
gland
Cd (tot)
Cd (cfe)
MT
GSH
GR
MDA

1.000
1.000

0.686
0.745
1.000

****
****

0.753
0.696
0.707
1.000

****
****
****

0.848
0.518
0.548
0.776
1.000

****
***
****
****

0.798
0.551
0.752
0.604
0.728
1.000

****
****
****
****
****

1.000

0.944
0.926
1.000

****
****

0.571
0.561
0.276
1.000

***
****
*

0.612
0.510
0.335
0.570
1.000

****
***
**
****

0.652
0.737
0.677
0.367
0.463
1.000

****
****
****
**
***

1.000

* = p < 0.05; ** = p < 0.01; *** = p < 0.001; **** = p < 0.0001

Cd accumulation always resulted positively and significantly (at least p < 0.01) associated with
all biomarkers.
Correlation analyses between all the different biomarkers were positive and significant (at least
p < 0.05) both in gills and digestive glands.
4. Discussion
This study aims to investigate the antioxidant physiological responses of mussels to oxidative
stress risk induced by short-term sublethal Cd exposure, in relation to the tissue expression of some
molecules and proteins involved in non-enzymatic ROS scavenging; these parameters have been
associated with lipid peroxidation as a cell damage index.
After a 96-h exposure period, none of the specimens died; despite this, however, mortality rates
were relevant in hemolymph cells (up to 48% at the end of exposure) (Fig 1). Hemocytes are the main
components of bivalve immune system and represent the main defense mechanism against
xenobiotics [36,37,52]. The presence of foreign materials stimulates their phagocytic activity. In that
way they carry out important immune functions even against alterations induced by toxic metals
such as Cd that they can accumulate in the endolysosomal system [38]. So it is believable that, in front
of high, but not lethal to the organism, Cd exposures, the immune system activates a sudden full
response with hemocytes assuming the metal. In that way the cells are subjected to severe alterations
then die and are eliminated from the organisms together with their contaminant [38-40]. These results
are consistent with other literature data [39,43] and could explain even, at least in part, the decrease
in Cd accumulation rate in gills and digestive gland during the treatment.
A conspicuous Cd content increase during the exposure was observed both in gills and in
digestive gland. The two organs displayed also similar Bioconcentration Factors with the metal
reaching quite similar final levels in both at the end of the experiment. However, a markedly different
behavior in subcellular Cd partition between the insoluble and the soluble fractions was observed in
the two organs during the exposure time. In digestive gland, Cd partitioning remained in favor of
the soluble fraction accounting for about the 60% of the total Cd accumulated. At the contrary in the
gill most of the metal, up to 95%, was initially recovered in the insoluble fraction at 12 and 24 hours,
but at 48 hours the Cd partition, changed in favor of the cell free fraction.
Many studies have focused on the subcellular partition of Cd in bivalves. However, the
subcellular distribution of the metal seems to behave in different ways depending on the species, the
life history of the organism, the exposure level of the metal, as reported in the venerid clam Ruditapes
philippinarum [53], in marine bivalves such as oysters and clams [54], in the scallop Chlamys varia [55],
in the clam Mya arenaria, in mussel [56] and in the Antarctic bivalve Laternula elliptica [57].

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 11 July 2020

doi:10.20944/preprints202007.0235.v1

11 of 18

The Cd subcellular partition shift that we observed in the gill after 24 hours is possibly linked to
the MT synthesis activated, to obtain a Cd detoxification. This hypothesis is supported by several
studies showing that Cd scavenging and storage is a dynamic process [58-61] and that when the metal
influx rate is higher more Cd is present in the soluble fraction, associated with the MTLP
Metallothionein Like Proteins [61]. A continuous induction of MTs was observed in the two organs
as a consequence of Cd exposure.
The different Cd partitioning found between the insoluble and cell-free fractions in the two
organs could be related with the different times of MTs biosynthesis in gills and digestive glands. In
digestive glands, where MT was early synthesized, Cd partitioning was always in favor of cell-free
fraction. In gills, on the contrary, most (up to 95%) of the metal was recovered in the insoluble fraction
up to 24 h. In this condition, it is very likely that most of the metal present in this tissue has not yet
entered into cells but is simply adsorbed to the cell surface, thus not being able to interact with the
molecular systems that induce a significant increase in the biosynthesis of new MTs. A sudden Cd
shift towards cell-free fraction occurred starting at 24 h, at the same time as MT induction.
The increase in MTs is a typical defense response to metal exposure in almost all organisms [6264]. The detoxification role of MT in Mytilus against the threat caused by Cd is confirmed by the
highly significant correlation between MT and Cd levels in both the metal target organs. MT function
in Cd detoxification is primarily carried out through the high affinity binding the metal to the protein,
thus sequestering Cd and making the metal bio-unavailable, i.e., unable to interact with cell
macromolecules. Other proposed functions of MTs, such as maintaining essential metal (e.g. Zn)
homeostasis, scavenging ROS, regulating gene expression and tissue regeneration [65], could all
contribute towards protection against Cd toxicity.
MTs could also function as non-enzymatic antioxidant defense and as amplification systems of
reducing power through the induction of thionein and/or GSH. In fact, MT oxidation leads to Zn
release, implementing first the Zn-dependent induction of the genes encoding MTs (MTF-1), and then
glutamyl cysteine synthetase [66], which is the first enzyme involved in GSH biosynthesis.
Indeed, after gills and digestive glands were exposed to Cd, GSH levels are varied, albeit with
different behavior. Actually, an initial and temporary decrease was observed in digestive glands. This
early GSH content decrease could have different causes, all dependent on increased ROS production
such as: a) GSH oxidation and GSSG depletion, b) reduction of GSH biosynthesis in favor of MT
induction, and c) (even partial) inactivation of the enzymes involved in GSH synthesis. The second
hypothesis is not coherent with the previously hypothesized MT amplification system in response to
Cd exposure. The third hypothesis is associated with Cd toxicity, though the temporary nature of this
phenomenon makes this hypothesis unlikely. Moreover, it is known that Cd is one of the major
inducers of γ-glutamyl-cysteine ligase, the enzyme that catalyze of GSH biosynthesis [67].
The first hypothesis is the most probable and could indicate a GSSG depletion effect as a
mechanism to keep the GSH/GSSG ratio (an index of cell redox status) constant. It is well known that
a decrease in this ratio leads to oxidative stress conditions [68]. GSSG depletion is a well-known
mechanism based on membrane transport in which the Multidrug Resistance Protein 1 (MRP1) acts
[69]. This phenomenon is more evident in digestive glands probably because of their higher
metabolism, higher oxygen consumption and ROS formation than gills. The rapid increment of GSH
content that occurred at 48 h perhaps shows an initial toxic effect on the enzymes of the antioxidant
system, which gradually become ineffective in fighting increased ROS production.
The GSH drop observed in digestive glands at 96 h could be associated with a further increase
of ROS formation, not completely scavenged by antioxidant defense mechanisms, and the
concomitant increase of cell structure damage, as suggested by the rise in MDA content.
MDA is the main degradation product of lipid peroxidation, and its levels show the extent of
oxidative cell damage [70], perhaps caused by Cd-induced hydroxyl radicals, as suggested by the
positive correlation between MDA values and Cd concentrations. These data provide strong evidence
that ROS oxidative damage is produced despite the activation of the antioxidant defense system. In
particular, in the experimental conditions to which mussels were subjected in the present study, MT
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and GSH contents were insufficient in preventing ROS damage, probably as a result of the concurrent
inactivation of antioxidant enzymes such as GR, which is one of the first lines of defense against ROS.
GR recycles reduced GSH from its oxidized form, which is essential for the maintenance of
cellular homeostasis and the scavenging of nucleophilic compounds [71]. GR induction, because of
Cd treatment, was observed in various organisms and in different conditions. GR activity in the
freshwater mollusc Dreissena polymorpha increased selectively by Cd exposure and not by other
pollutants [72]. Because of Cd exposure, the hepatic transcript level of the GR gene in the fish Takifugu
obscurus showed the highest expression in all antioxidant enzymes. Incidentally, the GR gene
expression pathway was very similar to the behavior of GR activity levels observed in this study [73].
Here, during Cd treatment, GR activity had a very similar time evolution both in gills and in digestive
glands, with the highest values at 72 h of exposure followed by a partial decline at 96 h. The GR
decline at the end of the experiment could probably be associated with the toxic ROS effect on
antioxidant enzymes as hypothesized above. From this point of view, it would be interesting to verify
if any similar activity reduction is also found in other enzymes that are known to play an important
role in the antioxidant defense system, such as superoxide dismutases, catalase, glutathione
peroxidases and peroxiredoxins. The expression and the activity of these enzymes are functional
correlated in organisms, as demonstrated in both physiological conditions and during environmental
perturbations [74-83], representing a complex defense system whose effective regulation is still being
studied [84-96].
However, the obtained data show that, although the non-enzymatic antioxidant defenses not
play by itself a protective role that prevents lipid peroxidation, they certainly limit it. In fact, although
the increase in Cd accumulation is conspicuous between 12 h and 96 h (about 170% in the gills and
340% in the digestive gland), the increase in lipid peroxidation, although present, is much more
limited (about 50 % in the gills and 80% in the digestive gland).
Based on the collected results and on the considerations previously made, we can hypothesize
the following theoretical framework that explains the mechanisms of the observed phenomena,
different but partly superimposable for the two considered organs.
In the digestive gland, Cd enters the cytoplasm early, probably increasing the formation of ROS,
which have an oxidizing effect against biological macromolecules, as shown by the MDA data. This
negative effect is initially limited by GSH which is oxidized to GSSG: part of this is reduced to GSH
by GR, of which we see increased tissue activity; part is instead eliminated from the cell leading to a
reduction in total GSH levels at 12 h. Subsequently, the induction of MTs has a protective role against
the oxidation of GSH and cellular macromolecules, and in fact the levels of MDA stabilize, as well as
those of GR. However, Cd continues to enter the intracellular environment, further implementing the
induction of MTs and also the biosynthesis of GSH, a response that is however insufficient to avoid
oxidative damage, at least in this phase. The ex-novo biosynthesis of GSH compensates the oxidation
of this tripeptide by ROS produced by the presence of Cd, and therefore limits the need for an increase
in the GR activity, which begins to rise only at 72 h, when a limit is reached in the increasing of GSH
biosynthesis. At 96 h the situation stabilized, as the oxidative damage to biological macromolecules
is under control, especially thanks to the high presence of MTs. This severely limits the need for high
cellular levels of GSH which in fact drop, probably in relation to the stop of GSH biosynthesis and
the elimination of GSSG (also the GR activity decreases).
In the gills, the Cd begins to enter consistently in the intracellular environment only at 48 h, and
therefore the initial oxidation of membrane lipids is attributable to the ROS that are formed at the
level of membrane itself, where the Cd adsorption takes place. In this first phase, GSH rather than
MTs plays a central role in facing the risk of oxidative stress and this is due both to the ex-novo
biosynthesis of the tripeptide, and to the reduction of GSSG by GR. Subsequently, when the Cd begins
to accumulate in the intracellular environment, an induction of MTs occurs, which makes an increase
in GSH biosynthesis unnecessary, protecting this molecule from oxidation, with a consequent limited
induction of GR. At 96 h, the situation is under control, similarly to what happens in digestive gland,
with a stabilization of the risk of oxidative stress especially thanks to the high levels of MTs.
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It goes without saying that the proposed model is partially speculative, as a finer reconstruction
would demand a considerably larger number of analyses; nevertheless, we believe that, even in the
present form, our work can represent a relevant contribution to the field, providing new data about
the relationships among the non-enzymatic antioxidant cellular components considered in this study.
These constitute the prompt physiological responses to the risk of oxidative stress in blue mussels
exposed to Cd in controlled laboratory conditions.
The main importance of this work is the new information on correlation of several physiological
parameters related to both metal sequestration and defense against metal-induced oxidative stress.
This picture, although partial, represents an example of how biosynthesis of small molecules, such as
GSH, and expression of proteins such as MTs and GR, put in place an integrated response against the
toxic effect of a not essential metal, such as Cd, with reference to ROS production. In this respect our
results highlighted the double function of GSH and MTs, both as chelating molecules and ROS
scavengers. The peculiar features of the experimental conditions show, however, that under heavy
Cd exposure the integrity of this defense system becomes compromised, increasing the sensitivity of
M. galloprovincialis to the oxidative stress.
Funding: The work was supported by a grant from the Italian MIUR (DOR2018) to P.I. and G.S.
Acknowledgments: We thank Luigi Pivotti for his support in the discussion of statistical analyses, Franco
Cattalini for lab support and metal analyses, Vito Sabia and Andrea Sambo of the zoological station of the
Department of Biology (Chioggia) for their help in retrieving mussels and maintaining the station.
Conflicts of Interest: The authors declare no conflict of interest.

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 11 July 2020

doi:10.20944/preprints202007.0235.v1

14 of 18

References
1.

2.

3.
4.
5.
6.

7.

8.
9.

10.
11.

12.

13.
14.
15.
16.

17.

18.

19.

20.

Acworth, I.N.; McCabe, D.R.; Maher, T.J. The analysis of free radicals, their reaction products, and
antioxidants. In Oxidants, Antioxidants, and Free Radicals; Baskin, S.I., Salem, H. Eds.; Taylor Francis:
Washington, DC, 1997; pp. 23– 77.
Ruiz-Fernández, A.C.; Páez-Osuna, F.; Hillaire-Marcel, C.; Soto-Jiménez, M.; Ghaleb, B. Principal
component analysis applied to the assessment of metal pollution from urban wastes in the Culiacán River
Estuary. Bull Environ Contam Toxicol 2001, 67, 741–748.
Liu, F., Jan, K.Y. DNA damage in arsenite- and cadmium-treated bovine aortic endothelial cells. Free Radic
Biol Med 2000, 28, 55-63 doi:10.1016/S0891-5849(99)00196-3.
Irato, P.; Santovito, G.; Piccinni, E.; Albergoni, V. Oxidative burst and metallothionein as a scavenger in
macrophages. Immunol Cell Biol 2001, 79, 251–254 doi:10.1046/j.1440-1711.2001.01009.x.
Liu, J.; Qu, W.; Kadiiska, M.B. Role of oxidative stress in cadmium toxicity and carcinogenesis. Toxicol Appl
Pharmcol 2009, 238, 209-214 doi:10.1016/j.taap.2009.01.029.
Ferro, D.; Franchi, N.; Mangano, V.; Bakiu, R.; Cammarata, M.; Parrinello, N.; Santovito, G.; Ballarin, L.
Characterization and metal-induced gene transcription of two new copper zinc superoxide dismutases in
the
solitary
ascidian
Ciona
intestinalis.
Aquat
Toxicol
2013,
140–141,
369–379
doi:10.1016/j.aquatox.2013.06.020.
Włostowski, T.; Kozłowski, P.; Łaszkiewicz-Tiszczenko, B.; Oleńska, E. Cadmium accumulation and
pathological alterations in the midgut gland of terrestrial snail. Bull Environ Contam Toxicol 2016, 96, 484–
489 doi:10.1007/s00128-016-1748-0.
Poon, H.F.; Calabrese, V.; Scapagnini, G.; Butterfield, D.A. Free radicals and brain aging. Clin Geriatr Med
2004, 20, 329–359 doi:10.1016/j.cger.2004.02.005.
Gorbi, S.; Virno Lamberti, C.; Notti, A.; Benedetti, M.; Fattorini, D.; Moltedo, G.; Regoli, F. An
ecotoxicological protocol with caged mussels, Mytilus galloprovincialis, for monitoring the impact of an
offshore platform in the Adriatic Sea. Mar Environ Res 2008, 65, 34-49 doi:10.1016/j.marenvres.2007.07.006.
Valko, M.; Jomova, K.; Rhodes, C.J.; Kuča, K.; Musílek, K. Redox- and non-redox-metal-induced formation
of free radicals and their role in human disease. Arch Toxicol 2016, 90, 1-37 doi:10.1007/s00204-015-1579-5.
Santovito, G.; Formigari, A.; Boldrin, F.; Piccinni, E. Molecular and functional evolution of Tetrahymena
metallothioneins: new insights into the gene family of Tetrahymena thermophila. Comp Biochem Physiol C 2007,
144, 391-397 doi: 10.1016/j.cbpc.2006.11.010.
Boldrin, F.; Santovito, G.; Formigari, A.; Bisharyan, Y.; Cassidy-Hanley, D.; Clark, T.G.; Piccinni, E. MTT2,
a copper-inducible metallothionein gene from Tetrahymena thermophila. Comp Biochem Physiol C 2008, 147,
232-240 doi: 10.1016/j.cbpc.2007.10.002
Flohe, L. Glutathione peroxidase brought into focus. In Free Radicals in Biology; Pryor, W.A. Ed.; Academic
Press, New York, 1982; Volume 5, pp. 223–277.
Sciuto, A.M. Antioxidant properties of glutathione and its role in tissue protection. In Oxidants, Antioxidants,
and Free Radicals; Baskin, S.I., Salem, H. Eds.; Taylor Francis: Washington, DC, 1997; pp. 171–191.
Viarengo, A.; Burlando, B.; Cavaletto, M:; Marchi, B.; Ponzan, E.; Blasco, J. Role of metallothionein against
oxidative stress in the mussel Mytilus galloprovincialis. Am J Physiol-Regul Integr 1999, 277, R1612–R1619.
Amiard, J.C.; Amiard-Triquet, C.; Barka, S.; Pellerin, J.; Rainbow, P.S. Metallothioneins in aquatic
invertebrates: their role in metal detoxification and their use as biomarkers. Aquat Toxicol 2006, 76, 160–202
doi:10.1016/j.aquatox.2005.08.015.
Boldrin, F.; Santovito, G.; Clark, T.G.; Wloga, D.; Gaertig, J.; Piccinni, E. Metallothionein gene from
Tetrahymena thermophila with a copper inducible-repressible promoter. Euk Cell 2006, 5, 422-425 doi:
10.1128/EC.5.2.422-425.2006.
Banni, M.; Dondero, F.; Jebali, J.; Guerbej, H.; Boussetta, H.; Viarengo, A. Assessment of heavy metal
contamination using real-time PCR analysis of mussel metallothionein mt10 and mt20 expression: a
validation along the Tunisian coast. Biomarkers 2007, 12, 369–383 doi:10.1080/13547500701217061.
Santovito, G. Boldrin, F.; Irato, P. Metal and metallothionein distribution in different tissues of the
Mediterranean clam Venerupis philippinarum during copper treatment and detoxification. Comp Biochem
Physiol C, 2015, 174–175, 46–53 doi:10.1016/j.cbpc.2015.06.008.
Santovito, G.; Piccinni, E.; Irato, P. An Improved method for rapid determination of the reduced and
oxidized states of metallothioneins in biological samples. In Marine pollution: new research Hofer, T.N. Ed;
Nova Science Publishers Inc: New York, USA, 2008, Ch. 3, pp. 101–123.

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 11 July 2020

doi:10.20944/preprints202007.0235.v1

15 of 18

21.
22.

23.
24.

25.

26.
27.

28.
29.

30.
31.

32.
33.

34.

35.

36.

37.
38.

39.
40.
41.

Viarengo, A.; Burlando, B.; Ceratto, N.; Panfoli, I. Antioxidant role of metallothioneins: a comparative
overview. Cell Mol Biol 2000, 46, 407–417.
Dondero, F.; Piacentini, L.; Banni, M.; Rebelo, M.; Burlando, B.; Viarengo, A. Quantitative PCR analysis of
two molluscan metallothionein genes unveils differential expression and regulation. Gene 2005, 345, 259–
270 doi:10.1016/j.gene.2004.11.031.
Santovito, G.; Piccinni, E.; Boldrin, F.; Irato, P. Comparative study on metal homeostasis and detoxification
in two Antarctic teleosts. Comp Biochem Physiol C 2012a, 155, 580–586 doi:10.1016/j.cbpc.2012.01.008.
Franco, L. Romero, D. García Navarro, J.A. Teles, M. Tvarijonaviciute, A. Esterase activity (EA), total
oxidant status (TOS) and total antioxidant capacity (TAC) in gills of Mytilus galloprovincialis exposed to
pollutants: analytical validation and effects evaluation by single and mixed heavy metal exposure. Mar
Pollut Bull 2016, 102, 30-35.
Box, A.; Sureda, A.; Galgani, F.; Pons, A.; Deudero, S. Assessment of environmental pollution at Balearic
Islands applying oxidative stress biomarkers in the mussel Mytilus galloprovincialis. Comp Biochem Physiol C
2007, 146, 531–539 doi:10.1016/j.cbpc.2007.06.006.
Solé, M. Porte, C. Barcelo, D. Albaiges, J. Bivalves residue analysis for the assessment of coastal pollution
in the Ebro delta (NW Mediterranean). Mar Pollut Bull 2000, 40, 746–753.
Goel, A.; Dani, V.; Dhawan, D.K. Protective effects of zinc on lipid peroxidation, antioxidant enzymes and
hepatic histoarchitecture in chlorpyrifos-induced toxicity. Chem Biol Interact 2005, 156, 131-140
doi:10.1016/j.cbi.2005.08.004.
Haïdara, K.; Moffatt, P.; Denizeau, F. Metallothionein induction attenuates the effects of glutathione
depletors in rat hepatocytes. Toxicol Sci 1999, 49, 297–305 doi: 10.1093/toxsci/49.2.297.
Cajaraville, M.P.; Bebianno, M.J.; Blasco, J.; Porte, C.; Sarasquete, C.; Viarengo, A. The use of biomarkers to
assess the impact of pollution in coastal environments of the Iberian peninsula: a practical approach. Sci
Tot Environ 2000, 247, 295–311.
Anderson, R.S. Hemocyte-derived reactive oxygen intermediate production in four bivalve mollusks. Dev
Comp Immunol 1994, 18, 89-96 . doi:10.1016/0145-305X(94)90237-2..
Irato, P.; Santovito, G.; Cassini, A.; Piccinni, E.; Albergoni, V. Metal accumulation and binding protein
induction in Mytilus galloprovincialis, Tapes philippinarum and Scapharca inaequivalvis from Lagoon of Venice.
Arch Environ Contam Toxicol 2003, 44, 476–484 doi:10.1007/s00244-002-1262-8.
Viarengo, A. Biochemical effects of trace metals. Mar Poll Bull 1985, 16, 153–158.
Zorita, I.; Apraiz, I.; Ortiz-Zarragoitia, M.; Orbea, A.; Cancio, I.; Soto, M.; Marigomez, I.; Cajaraville, M.P.
Assessment of biological effects of environmental pollution along the NW Mediterranean Sea using
mussels as sentinel organisms. Environ Pollut 2007, 148, 236–250 doi:10.1016/j.envpol.2006.10.022.
Irato, P.; Piccinni, E.; Cassini, A.; Santovito, G. Antioxidant responses to variations in dissolved oxygen of
Scapharca inaequivalvis and Tapes philippinarum, two bivalve species from the lagoon of Venice. Mar Poll Bull
2007, 54, 1020–1030 doi:10.1016/j.marpolbul.2007.01.020.
Kim, J.H.; Rhee, J.S.; Lee, J.S.; Dahms, H.U.; Lee, J.; Han, K.N.; Lee, J.S. Effect of cadmium exposure on
expression of antioxidant gene transcripts in the river pufferfish, Takifugu obscurus (Tetraodontiformes).
Comp Biochem Physiol C 2010, 152, 473–479 doi: 10.1016/j.cbpc.2010.08.002.
Viarengo, A.; Canesi, L.; Pertica, M.; Livingstone, D.R. Seasonal variations in the antioxidant defence
systems and lipid peroxidation of the digestive gland of mussels. Comp Biochem Physiol C 1991, 100, 187–
190.
Johansson, C.; Cain, D.J.; Luoma, S.N. Variability in the fractionation of Cu, Ag, and Zn among cytosolic
proteins in the bivalve Macoma balthica. Mar Ecol Prog Ser 1986, 28, 87–97.
Dailianis, S. Production of superoxides and nitric oxide generation in haemocytes of mussel Mytilus
galloprovincialis (Lmk.) after exposure to cadmium: a possible involvement of Na +/H+ exchanger in the
induction of cadmium toxic effects. Fish Shellfish Immunol 2009, 27, 446–453 doi: 10.1016/j.fsi.2009.06.016.
Jozefczak, M.; Remans, T.; Vangronsveld, J.; Cuypers, A. Glutathione is a key player in metal-induced
oxidative stress defenses. Int J Mol Sci 2012, 13, 3145-3175 doi: 10.3390/ijms13033145.
Lesser, M.P. Oxidative stress in marine environments: biochemistry and physiological ecology. Annu Rev
Physiol 2006, 68, 253-278 doi:10.1146/annurev.physiol.68.040104.110001.
Franchi, N.; Piccinni, E.; Ferro, D.; Basso, G.; Spolaore, B.; Santovito, G.; Ballarin, L. Characterization and
transcription studies of a phytochelatin synthase gene from the solitary tunicate Ciona intestinalis exposed
to cadmium. Aquat Toxicol 2014, 152, 47-56 doi:10.1016/j.aquatox.2014.03.019.

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 11 July 2020

doi:10.20944/preprints202007.0235.v1

16 of 18

42.
43.
44.
45.
46.
47.
48.
49.

50.
51.
52.
53.

54.
55.

56.
57.
58.
59.

60.
61.
62.

63.

64.

Cheng, T.C. Bivalves. In Invertebrates blood cells; Ratcliffe, N.A., Rowley, A.F. Eds.; Academic Press: London,
1981; pp. 233–300.
Coles, J.A.; Farley, S.R.; Pipe, R.K. Alteration of the immune response of the common marine mussel Mytilus
edulis resulting from exposure to cadmium. Dis Aquat Org 1995, 22, 59-65 doi:10.3354/dao022059.
Cajaraville, M.P.; Pal, S.G. Morphofunctional study of the haemocytes of the bivalve mollusc Mytilus
galloprovincialis with emphasis on the endolysosomal compartment. Cell Struct Funct 1995, 20, 355–367.
Bebianno, M.J.; Langstone, W.J. Metallothionein induction in Mytilus edulis exposed to cadmium. Mar Biol
1991, 108, 91-96 doi:10.1007/BF01313475.
Bader, M. A systematic approach to standard addition methods in instrumental analysis. J Chem Educ 1980,
57, 703-706 doi:10.1021/ed057p703.
Lowry, O.H.; Rosenbrough, N.J.; Far, A.L.; Randall, R.J. Protein measurement with the Folin phenol reagent.
J Biol Chem 1951, 193, 265–275.
Manduzio, H.; Rocher, B.; Durand, F.; Galap, C.; Leboulenger, F. The point about oxidative stress in
molluscs. ISJ-Invertebr. Surviv J 2005, 2, 91–104 doi:10.1002/pmic.200401328.
Narbonne, J.F.; Aarab, N.; Clerandeau, C.; Daubeze, M.; Narbonne, J.; Champeau, O.; Garrigues, P. Scale
of classification based on biochemical markers in mussels: application to pollution monitoring in
Mediterranean coasts and temporal trends. Biomarkers 2005, 10, 58–71 doi:10.1080/13547500500214392.
Anderson, M.E. Determination of glutathione and glutathione disulfide in biological samples. Meths
Enzymol 1985, 113, 548–555 doi:10.1016/0145-305X(94)90237-2.
Ng, T.Y.T.; Wang, W.X. Detoxification and effects of Ag, Cd, and Zn pre-exposure on metal uptake kinetics
in the clam Ruditapes philippinarum. Mar Ecol Prog Ser 2004, 268, 161–172.
Ng, T.Y.T.; Wang, W.X. Modeling Cd bioaccumulation in two populations of the green mussel Perna viridis.
Environ Toxicol Chem 2005, 24, 2299–2305.
Orbea, A.; Cajaraville, M.P. Peroxisome proliferation and antioxidant enzymes in transplanted mussels of
four Basque estuaries with different levels of polycyclic aromatic hydrocarbon and polychlorinated
biphenyl pollution. Environ Toxicol Chem 2006, 25, 1616–1626 http://dx.doi.org/10.1897/04-520R2.1..
Bustamante, P.; Miramand, P. Subcellular and body distributions of 17 trace elements in the variegated
scallop Chlamys varia from the French coast of the Bay of Biscay. Sci Total Environ 2005, 337, 59–73.
Pellerin, J.; Amiard, J.C. Comparison of bioaccumulation of metals and induction of metallothioneins in
two marine bivalves (Mytilus edulis and Mya arenaria). Comp Biochem Physiol C 2009, 150, 186–
195 :10.1016/j.cbpc.2009.04.008.
Pipe, R.K.; Coles, J.A.; Carissan, F.M.M.; Ramanathan, K. Copper induced immunomodulation in the
marine mussel, Mytilus edulis. Aquat Toxicoly 1999, 46, 43–54.
Regoli, F.; Giuliani, M.E. Oxidative pathways of chemical toxicity and oxidative stress biomarkers in
marine organisms. Mar Environ Res 2014, 93, 106–117.
Santon, A.; Albergoni, V.; Santovito, G.; Sturniolo, G.C.; Irato, P. Relationship between MT and Zn in the
protection against DNA damage in Zn-treated LEC rat liver. Eur J Histochem 2004, 49, 317–321.
Santovito, G.; Piccinni, E.; Cassini, A.; Irato, P.; Albergoni, V. Antioxidant responses of the Mediterranean
Mussel, Mytilus galloprovincialis, to environmental variability in dissolved oxygen. Comp Biochem Physiol C
2005, 140, 321–329 doi:0.1016/j.cca.2005.02.015.
Cheung, M.S.; Wang, W.X. Influence of subcellular metal compartmentalization in different prey on the
transfer of metals to a predatory gastropod. Mar Ecol Prog Ser 2005, 286, 155–166.
Blackmore, G.; Wang, W.X. Uptake and efflux of Cd and Zn by the green mussel Perna viridis after metal
pre-exposure. Environ Sci Technol 2002, 36, 989–995.
Choi, H.J.; Ahn, I.Y.; Kim, K.W.; Lee, Y.S.; Lee, I.S.; Jeong, K.H. Subcellular accumulation of Cu in the
Antarctic bivalve Laternula elliptica from a naturally Cu-elevated bay of King George Island. Polar Biol 2007,
26, 601–609 doi:10.1007/s00300-003-0529-5.
Boldrin, F.; Santovito, G.; Negrisolo, E.; Piccinni, E. Cloning and sequencing of four new metallothionein
genes from Tetrahymena thermophila and T. pigmentosa: evolutionary relationships in Tetrahymena MT family.
Protist 2003, 154, 431–442 doi:10.1078/143446103322454167.
Formigari, A.; Boldrin, F.; Santovito, G.; Cassidy-Hanley, D.; Clark, T.G.; Piccinni, E. Functional
characterization of the 5’-upstream region of MTT5 gene from Tetrahymena thermophila. Protist 2010, 161,
71–77 doi: 10.1016/j.protis.2009.06.002.

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 11 July 2020

doi:10.20944/preprints202007.0235.v1

17 of 18

65.

66.

67.

68.

69.
70.
71.
72.
73.

74.

75.

76.
77.

78.

79.

80.

81.
82.

83.

84.

Santovito, G.; Marino, S.; Sattin, G.; Cappellini, R.; Bubacco, L.; Beltramini, M. Cloning and characterization
of cytoplasmic carbonic anhydrase from gills of four Antarctic fish: insights into the evolution of fish
carbonic anhydrase and cold adaptation. Polar Biol 2012b, 35, 1587–1600 doi:10.1007/s00300-012-1200-9.
Faria, M.; Carrasco, L.; Diez, S.; Riva, M.C.; Bayona, J.M.: Barata, C. Multi-biomarker responses in the
freshwater mussel Dreissena polymorpha exposed to polychlorobiphenyls and metals. Comp Biochem Physiol
C 2009, 149, 281–288 doi: 10.1016/j.cbpc.2008.07.012.
Franchi, N.; Ferro, D.; Ballarin, L.; Santovito, G. Transcription of genes involved in glutathione biosynthesis
in the solitary tunicate Ciona intestinalis exposed to heavy metals. Aquat Toxicol 2012, 114-115, 14-22
doi:10.1016/j.aquatox.2014.03.019.
Sattin, G.; Bakiu, R.; Tolomeo, A.M.; Carraro, A.; Coppola, D.; Ferro, D.; Patarnello, T.; Santovito, G.
Characterization and expression of a new cytoplasmic glutathione peroxidase 1 gene in the Antarctic fish
Trematomus bernacchii. Hydrobiologia 2015, 761, 363–372 doi:10.1007/s10750-015-2488-6.
Cherian, M.G.; Kang, Y.J. Metallothionein and Liver Cell Regeneration. Exp Biol Med 2006, 231, 138-144.
Santovito, G.; Cassini, A.; Piccinni, E. Cu,Zn SOD from Trematomus bernacchii: molecular properties and
evolution. Comp Biochem Physiol C 2006, 143, 444–454 doi:10.1016/j.cbpc.2006.04.007.
Scheuhammer, A.M.V.; Cherian, M.G. Quantification of metallothionein by silver saturation. Meths
Enzymol 1991, 205, 75–83.
Cole, S.P.; Deeley, R.G. Transport of glutathione and glutathione conjugates by MRP1. Trends Pharmacol Sci
2006 27, 438-446 doi:10.1016/j.tips.2006.06.008.
Ferro, D.; Bakiu, R.; De Pittà, C.; Boldrin, F.; Cattalini, F.; Pucciarelli, S.; Miceli, C.; Santovito, G. Cu,Zn
superoxide dismutases from Tetrahymena thermophila: molecular evolution and gene expression of the first
line of antioxidant defenses. Protist 2015, 166, 131–145 doi:10.1016/j.protis.2014.12.003.
Tolomeo, A.M.; Carraro, A.; Bakiu. R.; Toppo, S.; Place, S.P.; Ferro, D.; Santovito, G. Peroxiredoxin 6 from
the Antarctic emerald rockcod: molecular characterization of its response to warming. J Comp Physiol B 2016,
186, 59–71 doi:10.1007/s00360-015-0935-3.
.Tolomeo, A.M.; Carraro, A.; Bakiu, R.; Toppo, S.; Garofalo, F.; Pellegrino, D.; Gerdol, M.; Ferro, D.; Place,
S.P.; Santovito, G. Molecular characterization of novel mitochondrial peroxiredoxins from the Antarctic
emerald rockcod and their gene expression in response to environmental warming. Comp Biochem Physiol
C 2019, 255, 108580 doi: 10.1016/j.cbpc.2019.108580
van der Oost, R.; Beyer, J.; Vermeulen, N.P. Fish bioaccumulation and biomarkers in environmental risk
assessment: a review. Environ Toxicol Pharmacol 2003, 13, 57-149 doi:10.1016/S1382-6689(02)00126-6.
Ricci, F.; Lauro, F.M.; Grzymski, J.J.; Read, R.; Bakiu, R.; Santovito, G.; Luporini, P.; Vallesi, A. The antioxidant defense system of the marine polar ciliate Euplotes nobilii: characterization of the msrB gene family.
Biology 2017, 6, 4 doi: 10.3390/biology6010004
Ferro, K.; Ferro, D.; Corrà, F.; Bakiu, R.; Santovito, G.; Kurtz, J. Cu,Zn SOD genes in Tribolium castaneum:
evolution, molecular characterisation and gene expression during immune priming. Front Immunol 2017, 8,
1811 doi: 10.3389/fimmu.2017.01811.
Wallace, W.G.; Lee, B.G.; Luoma, S.N. Subcellular compartmentalization of Cd and Zn in two bivalves. I.
Significance of metal-sensitive fractions (MSF) and biologically detoxified metal (BDM). Mar Ecol Prog Ser
2003, 249, 183–197.
Ferro, D.; Franchi, N.; Bakiu, R.; Ballarin, L.; Santovito, G. Molecular characterization and metal induced
gene expression of the novel glutathione peroxidase 7 from the chordate invertebrate Ciona robusta. Comp
Biochem Physiol C 2018, 205, 1–7 doi: 10.1016/j.cbpc.2017.12.002.
Williams, C.H. Jr; Zanetti, G-; Arscott, L.D.; McAllister, J.K. Lipoamide dehydrogenase, glutathione
reductase, thioredoxin reductase, and thioredoxin. J Biol Chem 1967, 242, 5226-5231.
Al-Asadi, S.; Malik, A.; Bakiu, R.; Santovito, G.; Schuller, K. Characterization of the peroxiredoxin 1
subfamily from Tetrahymena thermophila. Cell Mol Life Sci 2019, 76, 4745-4768 doi: 0.1007/s00018-019-031313
Chatzidimitriou, E.; Bisaccia, P.; Corrà, F.; Bonato, M.; Irato, P.; Manuto, L.; Toppo, S.; Bakiu, R.; Santovito,
G. Copper/zinc superoxide dismutase from the crocodile icefish Chionodraco hamatus: antioxidant defense
at constant sub-zero temperature. Antioxidants 2020, 9, 325 doi: 10.3390/antiox9040325.
Sattin, G.; Santovito, G.; Cassini, A. Physiological antioxidant responses against high environmental
oxygen concentration: glutathione peroxidase from the Antarctic teleost Trematomus eulepidotus. Comp
Biochem Physiol A 2008, 151, S27

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 11 July 2020

doi:10.20944/preprints202007.0235.v1

18 of 18

85.

86.
87.

88.

89.
90.
91.

92.

93.
94.

95.
96.

Camerin, M.; Soncin, M.; Piccinni, E.; Irato, P.; Boldrin, F.; Guidolin, L.; Jori, G.; Santovito G. Gene
expression profile in murine 3T3 fibroblasts photosensitised by a tetracationic porphyrin. For Immunopathol
Dis Therap 2011, 2, 227-236. doi: 10.1615/ForumImmunDisTher.2011004397.
Bakiu, R.; Santovito, G. New insights into the molecular evolution of Metazoan Peroxiredoxins. Acta Zool
Bulg 2015, 67, 305-317
Nicorelli, E.; Gerdol, M.; Buonocore, F.; Pallavicini, A.; Scapigliati, G.; Guidolin, L.; Irato, P.; Corrà, F.;
Santovito G. First evidence of T cell restricted intracellular antigen (TIA) protein gene expression in
Antarctic fish. ISJ - Invert Surviv J 2018, 15, 127.
Bargelloni, L.; Babbucci, M.; Ferraresso, S.; Papetti, C.; Vitulo, N.; Carraro, R.; Pauletto, M.; Santovito, G.;
Lucassen, M.; Mark, F.C.; Zane, L.; Patarnello, T. Draft icefish genome assembly and transcriptome data
reveal the key role of mitochondria for a life without hemoglobin at subzero temperatures. Commun Biol
2019, 2, 443 doi: 10.1038/s42003-019-0685-y.
Garofalo, F.; Santovito, G.; Amelio, D. Heat stress-dependent morpho-functional changes in the gills of the
Antarctic Trematomus bernacchii and Chionodraco hamatus. Acta Physiol 2019, 227 (Sup 718), 107
Garofalo, F.; Santovito, G.; Amelio, D. Morpho-functional effects of heat stress on the gills of Antarctic T.
bernacchii and C. hamatus. Mar Poll Bull 2019, 141, 194-204 doi: 10.1016/j.marpolbul.2019.02.048.
Irato, P.; Bonato, M.; Corrà, F.; Dolfatto, E.; Guidolin, L.; Pietropoli, E.; Santovito, G.; Tallandini, L.; Vantini,
A. Effects of PFOA and PFBS exposure in the soil invertebrate Dendrobaena veneta (Annelida). Acta Physiol
2019, 227 (Sup 718), 114.
Tolomeo, A.M.; Carraro, A.; Bakiu, R.; Toppo, S.; Gerdol, M.; Irato, P.; Bonato, M.; Corrà, F.; Pellegrino, D.;
Garofalo, F.; Ferro, D.; Place, S.P.; Santovito, G. Too warm or not too warm... Is the antioxidant system of
Antarctic fish ready to face climate changes? Acta Physiol 2019, 227 (Sup 718), 107-108
Bisaccia, P.; Corrà, F.; Gerdol, M.; Irato, P.; Santovito, G. Glutathione peroxidases in the striped rockcod
Trematomus hansoni. ISJ - Invert Surviv J 2020, 17, 12
Drago, L.; Ballarin, L.; Santovito, G. Stress granules in Ciona robusta: molecular evolution of TIAR and TTP
and early evidence of their gene expression under stress conditions induced by metals. ISJ - Invert Surviv J
2020, 17, 12-13
Rizzotti, D.; Greco, S.; Gerdol, M.; Manfrin, C.; Santovito, G.; Pallavicini, A.; Giulianini, P.G. Heat stress in
Trematomus bernacchii: bias of experimental design. ISJ - Invert Surviv J 2020, 17, 11-12
Tolomeo, A.M.; Carraro, A.; Bakiu, R.; Toppo, S.; Gerdol, M.; Irato, P.; Bonato, M.; Corrà, F.; Pellegrino, D.;
Garofalo, F.; Ferro, D.; Place, S.P.; Santovito, G. Too warm or not too warm... Is the antioxidant system of
Antarctic fish ready to face climate changes? ISJ - Invert Surviv J 2020, 17, 11

