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Neuromelanin is present in the cathecolaminergic neuron cells of the substantia nigra and

locus coeruleus of the midbrain of primates. Neuromelanin plays a role in Parkinson’s

disease (PD). Literature reports that neuromelanin features, among others, antioxidant

properties by metal ion chelation and free radical scavenging. The pigment has been

reported to have prooxidant properties too, in certain experimental conditions. We

propose an explorative electrochemical study of the effect of the presence of metal

ions and reactive oxygen species (ROS) on the cyclic voltammograms of a synthetic

model of neuromelanin. Our work improves the current understanding on experimental

conditions where neuromelanin plays an antioxidant or prooxidant behavior, thus possibly

contributing to shed light on factors promoting the appearance of PD.

Keywords: neuromelanin (NM), antioxidant behavior, metal chelation, radical scavenging, reactive oxygen species,

redox properties, hydrogen peroxide, cyclic voltammetry

INTRODUCTION

Melanins are a family of biopigments ubiquitous in flora and fauna. The black-brown eumelanin,
red-yellow pheomelanin and neuromelanin all belong to the melanin family (Bush et al., 2006).
Neuromelanin is mainly present in the cathecolaminergic neuron cells of the substantia nigra and
locus coeruleus of the midbrain of primates (Marsden, 1961; Zecca et al., 2004). Neuropathological
studies report on the loss of pigmented neurons of the substantia nigra in patients affected by
Parkinson’s disease (Zecca et al., 2002; Double et al., 2003, 2008). It has been proposed in the
literature that neuromelanin could have a role in neurotransmission (Meredith et al., 2013).
Electron microscopy studies revealed that neuromelanin has a core-shell pheomelanin-eumelanin
structure (Bush et al., 2006). Consequently, eumelanin can be proposed as a chemical model of
neuromelanin to study interfacial processes between neuromelanin and its surroundings. Sepia
melanin is the eumelanin extracted from the ink sac of cuttlefish (Schroeder et al., 2015).

Eumelanin is a biomacromolecule whose building blocks are 5,6-dihydroxyindole (DHI) and
5,6-dihydroxyindole-2-carboxylic acid (DHICA), co-existing in different redox states (Figure 1).
Chemical synthesis permits to obtain chemically controlled DHI-melanin and DHICA-melanin,
exclusively from one of the two building blocks (DHI or DHICA) (Pezzella et al., 2015).
By combining well-defined amounts of the two building blocks, it is also possible to obtain
DHI-DHICA-melanin, a synthetic analogous of eumelanin of interest for fundamental studies
(Halliwell and Gutteridge, 1995). Eumelanin binds metal ions, such as iron and copper cations,
by electrostatic interactions and/or chelation (multidentate binding). When chelated by melanin,
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FIGURE 1 | Molecular structures of 5,6-dihydroxyindole (DHI) and 5,6-dihydroxyindole-2-carboxylic acid (DHICA): R is -H in DHI and -COOH in DHICA. DHI and

DHICA are building blocks of eumelanin. The redox forms of DHI and DHICA are indicated: hydroquinone (H2Q), semiquinone (SQ), and quinone (Q). OOH− (the

deprotonated form of H2O2, present in basic media) can oxidize quinone into pyrrolic acid (Sarna et al., 1986; Korytowski and Sarna, 1990; Smith et al., 2017).

iron and copper ions share the same binding sites, including
catechol, amine and, when available, carboxylic groups (Hong
et al., 2004; Di Mauro et al., 2017).

The biorole of neuromelanin is an object of debate in the
scientific community (Zucca et al., 2017). On the one hand,
neuromelanin could have an antioxidant behavior, e.g., by
scavenging reactive oxygen species (ROS, e.g., •OH and H2O2)
and binding redox active transition metal ions (Liu et al., 2004;
Zecca et al., 2004). Furthermore neuromelanin could feature
a prooxidant behavior, e.g., by generating ROS. Neuromelanin
could indeed catalyze the oxygen reduction reaction to form
H2O2 (and the catalysis is reported to bemore effective if melanin
is engaged in iron binding) (Orive et al., 2009; Yin et al., 2014).
Redox reactions possibly happen between melanin and Fe3+

(Fe3+ + H2Q → Fe2+/SQ + H+ or Fe3+ + SQ → Fe2+/Q
+ H+) (Pilas et al., 1988). Fe2+, free or chelated by melanin,
can react with H2O2 to produce •OH by the Fenton reaction
(Fe2+ + H2O2 → Fe3+ +

•OH + OH−) (Pilas et al., 1988;
Winterbourn, 1995; Zareba et al., 1995). •OH can cause the
degradation of neuromelanin and other molecular species in its
proximity, including neurons and lipids (Pilas et al., 1988; Zecca
et al., 2003; Huang et al., 2005; Brillas et al., 2009).

Electrochemical studies on neuromelanin samples in media,
including transition metal ions or ROS, are expected to
contribute to shed light on the nature of the experimental
conditions, where neuromelanin plays an antioxidant or a
prooxidant behavior. Our groups reported on the electrochemical
behavior of synthetic DHI- and DHICA-melanins in the
presence of NH+

4 , Na
+, K+, and Cu2+, at pH 5. We observed

that DHICA-melanin voltammograms showed better resolved
features than DHI-melanin in NaCH3COO(aq), whereas DHI-
melanin voltammograms featured quasi box-shaped behavior. In
the presence of Cu2+, both DHICA- and DHI-melanin featured
adsorption peaks (Xu et al., 2017). Zareba et al. reported that
both precursors, DHI and DHICA, form melanin pigments in
presence of •OH (Novellino et al., 1999). Cecchi et al. reported
on the quantitative comparison between free radical scavenging
and redox properties of eumelanin biopigments as measured
by Briggs Rausher and Folin Ciocalteu assays, to study the
antioxidant activity of Sepia and synthetic melanin (Cecchi
et al., 2019). Kim et al. used spectroelectrochemical reverse
engineering to demonstrate that the free radical scavenging

properties of Sepia and fungal melanin are affected by the redox
state of the melanin (Kim et al., 2017). The same research
group, with a similar approach, demonstrated that pheomelanin
has higher redox-based prooxidant activity than eumelanin
(Kim et al., 2015). They also reported that, with respect to
bare polydopamine, the redox properties of polydopamine-Fe3+

complexes are strongly suppressed while those of polydopamine-
Mg2+ complexes are maintained (Liu et al., 2019).

In this work, using the cyclic voltammetry technique,
we studied the effect of metal chelation, as well as the
presence of ROS moieties on the behavior of DHI-DHICA-
melanin, considered as neuromelanin synthetic model, and of
DHICA- and DHI-melanin. Specifically, we considered iron
and copper ions (with corresponding metal-modified melanin
samples named from now on as Fe/melanin, Cu/melanin,
Cu/Fe/melanin) as well as H2O2 and •OH (Schroeder et al.,
2015). For our voltammetric studies, we used an electrolyte
mimicking the intraneuronal cell solution. The morphology of
the Cu/Fe/melanin samples was studied by scanning electron
microscopy (SEM), whereas the chemical effect on the surface of
the melanin after exposure to metals and ROS was characterized
by X-ray photoelectron spectroscopy (XPS).

MATERIALS AND METHODS

Preparation of Melanin Samples on Carbon
Paper
We synthesized DHI-melanin, DHICA-melanin, DHI-DHICA-
melanin (1.3:1 mol:mol) in situ (Pezzella et al., 1997), on carbon
paper current collectors (SpectracarbTM 2050A, 10 mils) by solid-
state polymerization from the corresponding building blocks
(Pezzella et al., 2015). DHI and DHICA building blocks were
synthesized as described hereafter (D’Ischia et al., 2005; Pezzella
et al., 2015). Ten milligrams per milliliter solutions of DHI
and/or DHICA monomers in methanol (99.8%, Sigma Aldrich)
were prepared in ambient conditions. For DHI-DHICA-melanin,
10mg of powder, including 5mg of DHI monomer powder and
5mg of DHICA monomer powder, were dissolved in methanol,
in ambient conditions, and the solution was used as a precursor.
The monomer solutions (5 µl) were drop cast on carbon paper
featuring a geometric area of 0.5 cm2 (therefore the loading of
the melanin samples was ca 0.1mg cm−2). After drop casting,
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the samples were exposed overnight to NH3 vapors fromNH3(aq)

(Sigma Aldrich, 28–30% w/v) to catalyze the polymerization.

Preparation of Fe/Melanin and
Cu/Fe/Melanin Samples on Carbon Paper
Samples were prepared by two different routes: route (i) and
route (ii). For both routes, we prepared solutions as described
in the following protocols. Fe2SO4 aqueous solutions (pH 7)
were prepared from FeSO4·7H2O (≥99%, Fischer Scientific).
Cu(CH3COO)2 aqueous solutions (pH 7) were prepared from
Cu(CH3COO)2·H2O (≥98%, Sigma Aldrich). After 2 days in
ambient conditions, the Fe2SO4 solutions showed yellow deposits
of Fe2O3 (Beverskog and Puigdomenech, 1996). 1M H2SO4

aqueous solutions were prepared from H2SO4 95–98%, Sigma-
Aldrich. In route (i), Fe2(SO4)3 aqueous solutions were adjusted
at pH 3 using 1M H2SO4(aq) before pre-immersion (Beverskog
and Puigdomenech, 1996). The effect of metal ion chelation
was studied on samples obtained by route (i), based on pre-
immersion of the melanin samples in solutions including copper
and iron ions, and route (ii) based on the exposure of melanin
samples to copper and iron ions present in the electrolyte
where the cyclic voltammetry experiments were carried out (see
Table 1). In route (i), Fe/melanin samples (0.04, 0.1, and 0.2
mol:mol) were prepared by pre-immersing melanin electrodes
in 10ml Fe2(SO4)3 solutions, with concentrations 1, 3, and
6µM, for 24 h (Table 1). Cu/Fe/melanin, with molar ratio of
Cu:Fe:melanin 0.002:0.2:1, were prepared by pre-immersing
fresh melanin electrodes in solutions (10ml), including 6µM
Fe2(SO4)3 and 0.05µM Cu(CH3COO)2 at pH 3 (Table 1).
Melanin samples obtained by the pre-immersion route were
successively studied for their electrochemical properties in
electrolytes free from copper and iron ions. In route (ii), we
studied the effect of Fe3+ and Cu2+ following two protocols:
(ii-a) 2 voltammetric cycles → addition of Fe2(SO4)3 with
Fe:DHICA-melanin 0.04 mol:mol → 2 voltammetric cycles →
addition of Fe2(SO4)3 with Fe:DHICA-melanin 0.14 mol:mol
→ 2 voltammetric cycles → addition of Fe2(SO4)3 with
Fe:DHICA-melanin 0.23 mol:mol → 2 voltammetric cycles
→ addition of Cu(CH3COO)2 to form Cu/Fe/DHICA-melanin
with Cu:Fe:DHICA-melanin ratio 0.002:0.23:1 mol:mol:mol; (ii-
b): 2 voltammetric cycles → addition of Cu(CH3COO)2 with
Cu:DHICA-melanin 0.002 mol:mol→ 2 voltammetric cycles→
addition of Fe2(SO4)3 with Cu:Fe:DHICA-melanin 0.002:0.33:1
mol:mol:mol→ 2 voltammetric cycles.

Preparation of Cu/Fe/Melanin on
Fused Silica
Fused silica (1 cm × 1 cm) was cleaned by sonication in acetone
and water. Following a similar procedure as synthesis on carbon
paper, we synthesized DHI-melanin, DHICA-melanin, DHI-
DHICA-melanin (1:1 mol:mol) on fused silica by solid-state
polymerization (Pezzella et al., 2015). The monomer solution
(40 µl) was drop cast on 1 cm2 (therefore the loading of the
melanin samples was ca 0.4mg cm−2, four times the amount
of loading on carbon paper). Cu/Fe/melanin with a molar ratio
of Cu:Fe:melanin 0.002:0.2:1 were prepared on fused silica by

pre-immersing fresh melanin on fused silica in solutions (10ml)
including 48µM Fe2(SO4)3 and 0.4µM Cu(CH3COO)2 at
pH 3 (Table 1).

Preparation of Solutions Containing H2O2

and •OH
H2O2 (3%, for microbiology) was purchased from Sigma Aldrich.
•OH was prepared by the Fenton reaction (Fe2+ + H2O2 →

Fe3+ +
•OH+ OH−, see Table 1).

Electrochemical Set-Up
Cyclic voltammetry was performed using a Biologic VSP 300
multichannel potentiostat, with carbon paper current collectors
loaded with melanin acting as the working electrode, Pt mesh as
the counter electrode and Ag/AgCl(aq) (1M KCl for Fe/melanin
electrodes prepared by pre-immersion and 3M NaCl for the rest
of the work) as the reference electrode. The electrolyte (10ml)
was composed of 145mM KCH3SO4 (99%, Acros Organics),
10mM NaCl (≥99%, Sigma Aldrich), 2mM MgCl2 (≥99%,
Sigma Aldrich), 10mM NaCH3COO (≥99%, Sigma Aldrich),
buffered with CH3COOH at pH 7 (Atherton et al., 2008;
Kortleven et al., 2011). The electrolyte at pH 5 was composed of
0.25M NaCH3COO, buffered with CH3COOH.

X-Ray Photoelectron Spectroscopy (XPS)
The XPS survey scan and high-resolution XPS analysis was
carried out with a VG ESCA- LAB 3 MKII instrument under
Mg Ka radiation by applying 300W (15 kV, 20mA) power. The
pressure in the chamber during the analyses was 3.0× 10−9 Torr.
The high-resolution spectra were acquired with a pass energy of
20 eV and electrons were collected at a 0◦ takeoff angle. Peak
fitting was performed with symmetrical Gaussian–Lorentzian
product functions after Shirley background subtraction. Wagner
sensitivity factors were used to normalize the peak intensities
for quantification.

Scanning Electron Microscopy (SEM)
SEM images were acquired at an acceleration voltage of 15 kV in
the backscattered electron imaging mode using a FEI Quanta 450
Environmental Scanning Electron Microscope (FE-ESEM).

RESULTS AND DISCUSSION

Cyclic Voltammograms of Melanins
We initially collected cyclic voltammograms of DHICA-melanin,
DHI-melanin and DHI-DHICA-melanin, in electrolytes
featuring different pH, namely pH 5 and 7 (Figure 2). At
pH 5, the electrolyte was 0.25M NaCH3COO, selected on
the basis of previous cyclic voltammetry studies carried out
in our groups (Wünsche et al., 2015; Kumar et al., 2016; Xu
et al., 2017). At pH 7, the electrolyte solution (described in
Experimental) was selected to mimic the intraneuronal liquid
(Atherton et al., 2008; Kortleven et al., 2011). Surprisingly
enough, two types of cyclic voltammograms are observable, both
for DHICA-melanin and DHI-DHICA-melanin (Type 1 and
Type 2, Figure 2), with all the experimental conditions fixed.
Cyclic voltammograms of DHICA-melanin show oxidation
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TABLE 1 | Concentrations of the chemical species used in this work for the corresponding experiments (volume of the solutions: 10ml).

Material Conc.

(µM)

Amount

(nmol)

Material:

melanin

mol:mol

Experiment Reference for the preparation of the material/solution

Melanin – 300 1 Melanin on carbon paper as working electrodes Kumar et al., 2016; Xu et al., 2017

Fe3+ 1 10 0.04 Melanin on carbon paper by pre-immersion

(route i)

Zareba et al., 1995; Liu et al., 2004; Zecca et al., 2004, 2008

Fe3+ 3 30 0.1

Fe3+ 6 60 0.2

Cu2+ 0.05 0.5 0.002 Zecca et al., 2004

Fe3+ 1 10 0.04 Melanin on carbon paper modified by metal ions

in the electrolyte (route ii)

Zareba et al., 1995; Liu et al., 2004; Zecca et al., 2004, 2008

Fe3+ 3 40 0.14

Fe3+ 6 70 0.23

Fe3+ 10 100 0.33

Cu2+ 0.05 0.5 0.002 Zecca et al., 2004

Fe3+ 48 480 0.2 Melanin on fused silica by pre-immersion (route i) Zareba et al., 1995; Liu et al., 2004; Zecca et al., 2004, 2008

Cu2+ 0.4 4 0.002 Zecca et al., 2004

H2O2 1,500 15,000 50 Exposure to H2O2 Chen et al., 2001

Fe2+ 6 60 0.2 Preparation of Fenton’s reagent Zareba et al., 1995; Liu et al., 2004; Zecca et al., 2004, 2008

•OH 6 60 0.2 Exposure to •OH Huang et al., 2005

FIGURE 2 | Cyclic voltammograms at 5mV/s of (A) Type 1 and Type 2 DHICA-melanin in 0.25M NaCH3COO pH 5, (B) Type 1 and Type 2 DHICA-melanin, at 5 mV/s,

each for two cycles, in the simulated neurological fluid electrolyte pH 7, (C) Type 1 and Type 2 DHI-DHICA-melanin in 0.25M NaCH3COO pH 5. DHI-mlanin only has

one type of voltammogram. Only the second cycle is shown.
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peaks at ca 0.15 and 0.3V vs. Ag/AgCl (3M NaCl), at pH 5
(from now on named Type 1 DHICA-melanin, Figure 2A) and
broad cathodic peaks at ca. 0.25V and −0.2V vs. Ag/AgCl. At
pH 7, only one anodic peak is detectable at ca 0.2V vs. Ag/AgCl
for Type 1 DHICA-melanin (Figure 2B), whereas a cathodic
peak is located at ca 0.2V vs. Ag/AgCl. Type 2 DHICA-melanin
shows additional anodic and cathodic peaks at both pHs. At
pH 5, Type 2 DHICA-melanin features an additional sharp
anodic peak at ca −0.05V (Figure 2A) and a broad wave at ca.
−0.1V. At pH 7, Type 2 DHICA-melanin features two additional
anodic peaks at ca. at ca −0.05 and 0.05V and one additional
cathodic peak at ca. −0.1V (Figure 2B), with respect to Type
1. We tentatively explain the possibility to observe different
voltammograms, for formally identical DHICA-samples, with
differences in the supramolecular structure of DHICA-melanin.
Such differences are attributable to the heterogeneity of the
carbon paper where melanin is overgrown; carbon paper is
made up of fibers and flat regions at fibers’ interconnections
(see later, SEM images). Results also show that cycling causes
the evolution of the redox features in Type 2 DHICA-melanin,
at pH 7 (Figure 2B): the intensity of the oxidation feature at
ca 0.2V decreases, whereas one of the features at ca −0.05
V increases.

Voltammograms of DHI-DHICA-melanin can also feature
two types of behavior, at pH 5 (from now on indicated as
Type 1 and Type 2 DHI-DHICA-melanin, Figure 2C). The
voltammogram of Type 1 DHI-DHICA-melanin is quasi box-
shaped, whereas Type 2 DHI-DHICA-melanin features an
oxidation peak at ca−0.05V and a broad reduction feature. DHI-
melanin features a quasi-box-shaped behavior, in agreement with
the literature, both at pH 5 and 7 (Figures 3C,F) (Xu et al., 2017).

After the study of bare melanins, we exposed the pigment to
iron and copper metal ions and ROS. The concentrations of Fe3+

and Cu2+ were chosen based on the reported concentrations of
Fe:melanin ratio in the substantia nigra and Cu:melanin ratio
in the locus coeruleus. The concentration of H2O2 was chosen
based on the concentration reported for endogeneous H2O2 in
the neuron cells (Zareba et al., 1995; Chen et al., 2001; Liu et al.,
2004; Zecca et al., 2004, 2008; Huang et al., 2005).

Cyclic Voltammograms of Fe/Melanin
Prepared by Pre-immersion (Route I)
Fe3+ has considerably higher physiological concentrations with
respect to Cu2+ in the brain (highest Fe:melanin ratio is
ca 0.2 mol:mol in the substantia nigra, whereas the highest
Cu:melanin ratio is 0.002 mol:mol in the locus coeruleus). We
therefore considered, initially, Fe3+ for the study of the effect
of metal cations on the voltammetric properties of melanin. We
initially adopted the pre-immersion route (route (i), Table 1) for
the preparation of the samples (Fe/DHI-melanin, Fe/DHICA-
melanin and Fe/DHI-DHICA-melanin, Figure 3).

The cyclic voltammograms were obtained in solutions at
pH 7 at different iron concentrations and potential sweeping
rates (Figure 3). Voltammograms obtained with Fe/DHICA-
melanin (Type 1 DHICA-melanin, Fe:DHICA-melanin 0.04
mol:mol) are quite similar to those of bare melanin (Figure 2

and Figures 3A,D). As the molar ratio of Fe:DHICA-melanin
increases, the oxidation feature shifts anodically, to reach
ca 0.2V at 0.2 mol:mol (Figures 3A,D; Bard and Faulker,
2001). The anodic shift of the oxidation could suggest that
melanin tends to have prooxidant behavior after chelating
Fe3+ (Liu et al., 2019). We wish to remind here that an
antioxidant is a substance that significantly delays or inhibits
the oxidation of an oxidizable chemical substrate (Halliwell
and Gutteridge, 1995). Oxidative stress is the imbalance
between oxidants and antioxidants in favor of the oxidants,
potentially leading to the damage of the substrate (Sies,
2000). In this context, being prooxidant means to favor
the oxidative stress (Kim et al., 2015). In Fe/DHI-DHICA-
melanin (Type 1 DHI-DHICA-melanin) and Fe/DHI-melanin
voltammograms, no peaks are observable, unlike their bare
counterparts (Figures 3B,C,E,F).

The voltammograms of DHICA-melanin, Fe/DHI-
DHICA-melanin and Fe/DHI-melanin are similar at 5 and
50 mV/s (Figure 3).

We did not conduct cyclic voltammetry of Cu/melanin or
Cu/Fe/melanin samples prepared by pre-immersion.

The presence of Cu2+ in physiological concentration
(Cu:melanin 0.002 mol:mol) was not expected to affect the shape
of cyclic voltammetry of melanin or Fe/melanin significantly.

SEM Images of Cu/Fe/Melanin Prepared by
Pre-immersion (Route I)
Using SEM, we investigated samples prepared by the pre-
immersion route, to gain insight on the morphology of the
samples. DHI-melanin, DHICA-melanin and DHI-DHICA-
melanin modified with copper and iron will be indicated
from now on as Cu/Fe/DHI-melanin, Cu/Fe/DHICA-melanin
and Cu/Fe/DHI-DHICA-melanin. Cu/Fe/DHICA-melanin on
carbon paper feature rod-shaped aggregates, mainly located
at the junctions of the carbon paper fibers (Figure 4A).
SEM images of Cu/Fe/DHI-DHICA-melanin show granular
aggregates (Figure 4B). Rod-shaped and granular aggregates
have sizes in the micrometric scale. Copper and/or iron
chelation likely cause the morphological changes of DHICA-
and DHI-DHICA-melanin with respect to bare melanins,
where no such aggregates are observable (Figures 4A,B;
Kumar et al., 2016; Xu et al., 2017). No characteristic features
are observable in the SEM images of Cu/Fe/DHI-melanin
(Figure 4C); this type of sample is not distinguishable
from bare carbon paper, probably due to the low amount
of Cu and Fe chelation in DHI-melanin (Figure 3C
in Xu et al., 2017).

XPS to Study the Presence of Metals in
Cu/Fe/Melanin Prepared by Pre-immersion
(Route I)
After the characterization of their morphology, samples
loaded on carbon paper and fused silica, prepared by pre-
immersion, were studied by XPS, to shed light on the
presence of iron and copper. Iron cations are detected on
Cu/Fe/melanin samples loaded on fused silica (Figure S7
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FIGURE 3 | Cyclic voltammograms of Fe/melanin complexes prepared by pre-immersion at different Fe3+: melanin ratios: (A,D) Fe/DHICA-melanin (Type 1

DHICA-melanin), (B,E) Fe/DHI-DHICA-melanin (Type 1 DHI-DHICA-melanin) and (C,F) Fe/DHI-melanin. Acquisition protocol: fresh electrodes were cycled in the

potential range −0.1/0.1 V, −0.2/0.2 V, −0.3/0.3 V, −0.4/0.4 V at 5 and 50 mV/s, each for two cycles in the simulated neurological fluid (pH 7) (Table 1). Only the

second cycle is shown.

and Table S2). Copper cations are barely detected here,
probably due to the low concentration of Cu2+ used
during samples’ preparation [calculated to be ≤ ca. 0.018
atomic % for Cu/Fe/DHI-melanin, i.e., below the detection
limit of XPS (0.1 atomic%)]. Copper and iron are barely
detected on samples loaded on carbon paper (Figure S6 and
Table S1), likely due to the three-dimensional, open structure
of the carbon paper, which is not ideal for XPS studies.
Interestingly, literature reports that iron ion-binding capacity of
neuromelanin is 10-fold greater that of synthetic dopa melanin
(Double et al., 2003; Costa et al., 2012).

Effect of the Addition of Fe3+ to the
Electrolyte on Cyclic Voltammograms of
DHICA-Melanin (Route II)
Based on the more resolved voltammetric features observable
with Fe/DHICA-melanin prepared by pre-immersion, with
respect to Fe/DHI- and Fe/DHI-DHICA-melanins (Figure 3),
we selected DHICA-melanin to study the effect of the presence

of Fe3+ in the electrolyte solution where bare melanin samples
are immersed (route ii). In this type of experiment, we added
Fe2(SO4)3 in the electrolyte to form Fe/DHICA-melanin (Type 1
DHICA-melanin, Figures S1A, S2). Similar results as produced
for pre-immersed Fe/DHICA-melanin, i.e., an anodic shift of the
oxidation potential upon increase of Fe3+ concentration, were
observed (Type 1 DHICA-melanin, Figure S1A).

Effect of Cu2+ Addition in the Electrolyte to
Cyclic Voltammograms of DHICA-Melanin
(Route II)
We added Cu(CH3COO)2 in the electrolyte to form Cu/DHICA-
melanin (route ii, Figure 5A). The presence of Cu2+ in
physiological concentration (Cu:melanin 0.002 mol:mol) does
not seem to affect the shape of the cyclic voltammogram of
DHICA-melanin but an oxidation peak at ca 0.1V in the first
voltammetric cycle, attributable to the adsorption process of
Cu2+ cations on the Type 1 DHICA-melanin (Figure 5C).
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FIGURE 4 | SEM images of (A) Cu/Fe/DHICA-melanin, (B)

Cu/Fe/DHI-DHICA-melanin, and (C) Cu/Fe/DHI-melanin on carbon paper.

Molar ratio of Cu:Fe:melanin 0.002:0.2:1. Backscattering mode, acceleration

voltage 15 kV.

Effect of Cu2+ Addition in the Electrolyte to
Cyclic Voltammograms of
Fe/DHICA-Melanin (Route II)
In the electrolyte, after adding Fe2(SO4)3 solutions to form
Fe/DHICA-melanin, we added Cu(CH3COO)2 (Table 1
and Figure S1B). The presence of Cu2+ in physiological
concentration (Cu:melanin 0.002 mol:mol) does not seem to

affect the shape of the cyclic voltammogram of Fe/DHICA
melanin (Figure S1B), when copper ions are added after
iron ions.

Effect of Fe3+ Addition in the Electrolyte to
Cyclic Voltammograms of Cu/Melanin
(Route II)
In the electrolyte, after adding Cu(CH3COO)2 solutions to
form Cu/DHICA-melanin, we added Fe2(SO4)3 solution to
form Cu/Fe/melanin (Figures 5A,C). Interestingly, after adding
Fe3+ in the electrolyte, an oxidation peak at ca 0.1V appears
in the first cycle, attributable to the adsorption process of
the Fe3+ cations on the melanin (Figure 5). The presence
of high concentration of Fe3+ (corresponding to Fe:melanin
of 0.33 mol:mol), in simultaneous presence with Cu2+, leads
to a more pronounced oxidation between 0/0.4V and an
additional reduction wave between 0.2/−0.3V for DHICA-
melanin (Figure 5A).

Effect of H2O2 on Melanin
Besides the effect of the presence of iron and copper ions, we
studied the effect of ROS on the voltammetric behavior of bare
melanin, to gain insight on a different aspect of the antioxidant
behavior of melanin. Initially, we conducted experiments on
the effect of exposure to H2O2 on melanin samples (Figure 6
and Figure S3).

Literature report that H2O2 can oxidize melanin into
pyrrolic acids in neutral and alkaline media (Figure 1; Sarna
et al., 1986; Korytowski and Sarna, 1990; Smith et al.,
2017). After exposure to H2O2, Type 2 DHICA-melanin has
more intense reduction and oxidation features (Figure 6A).
In the case of Type 1 DHI-DHICA-melanin, H2O2 brings
about the appearance of broad oxidation and reduction
features at ca 0V (Figure 6B). The cyclic voltammogram of
DHI-melanin is not affected by H2O2 (Figure S3). Among
other factors, the π-π stacking structure of DHI-melanin
is expected to feature lower reactivity toward H2O2 with
respect to DHICA-melanin, where H-bonding contributes
to the formation of the supramolecular structure (Panzella
et al., 2013). The effect of H2O2 on bare carbon paper is
negligible (Figure S4).

XPS to Study the Effect of H2O2 on Melanin
In order to explain the changes induced in melanin by exposure
to H2O2, we used the XPS technique. For the XPS study, we
considered DHI-DHICA-melanin samples (Figures S8, S9 and
Table S3). Regarding changes on C 1s, ca 37% of the carbon
atoms engaged in C=C disappear after exposure to H2O2

(from 26.0 to 16.3 at%). An increase of the presence of C-O
(by 27%), C=O (by 43%), and O-C=O (by 17%) functional
groups is observable. At the same time, the amount of C-C
remains the same (Figure S9 and Table S3). These results point
to the production of catechol, quinone and carboxyl group on
the aromatic rings of melanin. Regarding changes involving
O 1s, the presence of aliphatic C-OH groups increases by ca
23% (from 7.8 to 10.3 at%) and the presence of aromatic
C-OH groups increases by ca 33% (from 5.4 to 7.2 at%).
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FIGURE 5 | Effect of presence of (A,C) Cu2+, Fe3+ and (B) H2O2 on cyclic voltammograms of Type 1 DHICA-melanin (route ii, see Table 1), at 5 mV/s, in the

simulated neurological fluid electrolyte pH 7. Protocol: 2 voltammetric cycles → add Cu(CH3COO)2 with Cu:DHICA-melanin 0.002 mol:mol → 2 voltammetric cycles

→ add Fe2(SO4)3 with Cu:Fe:DHICA-melanin 0.002:0.33:1 mol:mol:mol → 2 voltammetric cycles → expose the Cu/Fe/DHICA-melanin complex sample in H2O2

solution (0.15mM) → 2 voltammetric cycles. Only the second cycle is shown apart from (C), where the cycle reported is the first one.

FIGURE 6 | Effects of H2O2 on cyclic voltammograms of (A) Type 2 DHICA-melanin and (B) Type 1 DHI-DHICA-melanin, each for two cycles, at 5 mV/s, in a

simulated neurological fluid electrolyte at pH 7 (Table 1, Fe3+ and Cu2+ are absent). Only the second cycle is shown.
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The increased amount of redox active catechol and quinone
can explain the more pronounced redox features observed in
DHICA-melanin and DHI-DHICA-melanin, after exposure to
H2O2 (Figure 6).

Effect of •OH on Melanin
Based on the more pronounced effect of H2O2 on DHICA-
melanin with respect to DHI-DHICA- and DHI-melanin,
DHICA-melanin was selected to gain insight on possible effects
of neuromelanin exposure to •OH (Figure S5). •OH was
generated by the Fenton reaction (see Experimental part and
Table 1). •OH moieties are expected to cause the oxidation
or hydroxylation of melanin (Sarna et al., 1986; Korytowski
and Sarna, 1990; Huang et al., 2005; Smith et al., 2017) After
exposure to •OH, the behavior of Type 1 DHICA-melanin is
similar to that observed after exposure to H2O2, i.e., more
pronounced reduction and oxidation features (Figure S5 and
Figure 6), suggesting that H2O2 and

•OHmoieties play a similar
effect on melanin. We did not observe the significant decrease
of the current that we somehow expected due to melanin
degradation by •OH moieties at acidic and neutral pH (Pilas
et al., 1988; Zareba et al., 1995; Zecca et al., 2003; Brillas et al.,
2009).

Effect of H2O2 on Cu/Fe/Melanin Prepared
by Addition of the Metals to the Electrolyte
(Route II)
Excessive amounts of transition metal ions bound by phenolics
are reported to accelerate free-radical damage by ROS (Halliwell
et al., 1995), which brought us to study the effect of H2O2

on Cu/Fe/neuromelanin. We selected Cu/Fe/DHICA-melanin
(Type 1 DHICA-melanin, Figure S1B and Figure 5B) for this
type of investigations. H2O2 was expected to generate •OH
with Cu/Fe/melanin (Pilas et al., 1988; Winterbourn, 1995;
Zareba et al., 1995), due to the generation of Fe2+ by the
redox reaction between melanin and Fe3+ (Fe3+ + H2Q or
SQ → Fe2+/SQ or Fe2+/Q), in turn enabling the Fenton
reaction (Pilas et al., 1988). The effect of H2O2 on the redox
properties of Cu/Fe/DHICA-melanin (Type 1 DHICA-melanin)
is not observable for molar ratios of 0.002:0.23:1 (Figure S1B).
For higher concentrations of Fe3+, i.e., Fe:DHICA-melanin
0.33:1 mol:mol, the oxidation feature of Cu/Fe/DHICA-melanin
(Type 1 DHICA-melanin) at ca 0.25V tends to disappear
(Figure 5B). At this concentration, H2O2 may have caused
a partial degradation of Cu/Fe/melanin, in agreement with
literature (Pilas et al., 1988; Zareba et al., 1995; Zecca et al., 2003;
Brillas et al., 2009).

CONCLUSIONS AND PERSPECTIVES

In this work, we studied the effect of metal ions and ROS on
the redox (cyclic voltammetry) properties of a neuromelanin
model, in order to shed light onto possible relationships
between the voltammetric properties and the antioxidant
vs. prooxidant behavior of neuromelanin. Considering that
literature proposes a core-shell pheomelanin-eumelanin

structure for neuromelanin, we made the hypothesis that
eumelanin, the shell wet by the electrolyte, is a good model to
study the interfacial properties of neuromelanin and, among
them, redox processes. SEM images showed the presence of
changes in the morphology of DHI-DHICA-melanin and
DHICA-melanin (obtained from a mix of the building blocks
or exclusively from one of building block of eumelanin, DHI,
and DHICA) upon the simultaneous presence of iron and
copper cations, with respect to bare melanin samples. Both
Cu/Fe/DHI-DHICA- and Cu/Fe/DHICA-melanin, prepared
by immersing melanin electrodes in solutions of the metals,
form aggregates in the micrometric range. XPS showed the
presence of iron in Cu/Fe/DHI-DHICA-, Cu/Fe/DHI-, and
Cu/Fe/DHICA-melanin, whereas the detection of copper was
more elusive.

We observed changes in the voltammetric properties of
DHICA-melanin, in the presence of iron ions: an anodic shift
of the oxidation feature was observed in the voltammograms
(Fe:melanin 0.2 mol:mol), which could suggest that the
antioxidant properties of DHICA-melanin tend to be weaker
when it chelates iron ions.

We also observed the evolution of the voltammetric properties
of DHI-DHICA- and DHICA-melanins upon exposure to H2O2.
The presence of H2O2 renders the voltammetric features for
DHICA-melanin and DHI-DHICA-melanin more pronounced
with respect to non-exposed melanin, likely due to the increase
of the density of catechol and quinone groups after exposure to
H2O2, in agreement with XPS results.

It has been more challenging to detect the effect of metal
ions and ROS on DHI-melanin. Among other factors, the π-π
stacked structure of DHI-melanin could bring lower reactivity
with respect to DHICA-melanin. Indeed, literature reports that
the redox properties of DHICA-melanin are attributable to
the destabilizing effects of hindered intermolecular conjugation,
which lead to non-planar structures with monomer-like behavior
(Panzella et al., 2013).

Our results seem to suggest that DHICA is a more reactive
component in eumelanin. We propose to consider the reactivity
of the DHICA component, with respect to the DHI component,
during studies on the loss of pigmented neurons of the substantia
nigra in patients affected by Parkinson’s disease.

In perspective, we plan to improve our neuromelanin model
including a pheomelanin component in the structure and
we wish to follow by time-resolved Electron Paramagnetic
Resonance the effect of ROS on the charge transfer properties
of neuromelanin.

DATA AVAILABILITY STATEMENT

All datasets generated for this study are included in the
manuscript/Supplementary Files.

AUTHOR CONTRIBUTIONS

RX designed the experiments and drafted the manuscript.
FS helped in the interpretation of the electrochemical

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org 9 October 2019 | Volume 7 | Article 227

https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles


Xu et al. Electrochemical Aspects of Neuromelanin

measurements. CS proposed the idea, supervised
the work, and helped drafting the manuscript. All
the Authors gave their critical contribution on the
whole manuscript.

FUNDING

CS and FS acknowledge the Italy-Quebec Mobility program
(MRIF and Italian Minister of Foreign Affairs) for financial
support. CS was grateful to NSERC (Discovery).

ACKNOWLEDGMENTS

E. Di Mauro was acknowledged for careful proof-reading.
Y. Drolet was acknowledged for technical support.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fbioe.
2019.00227/full#supplementary-material

REFERENCES

Atherton, J. F., Wokosin, D. L., Ramanathan, S., and Bevan, M. D.

(2008). Autonomous initiation and propagation of action potentials

in neurons of the subthalamic nucleus. J. Physiol. 586, 5679–5700.

doi: 10.1113/jphysiol.2008.155861

Bard, A. J., and Faulker, L. R. (2001). Electrochemical Methods: Fundamentals

and Applications. New York, NY: John Wiley & Sons.

Beverskog, B., and Puigdomenech, I. (1996). Revised pourbaix diagrams for iron at

25–300◦C. Corros. Sci. 38, 2121–2135. doi: 10.1016/S0010-938X(96)00067-4

Brillas, E., Sirés, I., and Oturan, M. A. (2009). Electro-fenton process and related

electrochemical technologies based on Fenton’s reaction chemistry. Chem. Rev.

109, 6570–6631. doi: 10.1021/cr900136g

Bush, W. D., Garguilo, J., Zucca, F. A., Albertini, A., Zecca, L., Edwards, G. S.,

et al. (2006). The surface oxidation potential of human neuromelanin reveals a

spherical architecture with a pheomelanin core and a eumelanin surface. Proc.

Natl. Acad. Sci. U.S.A. 103, 14785–14789. doi: 10.1073/pnas.0604010103

Cecchi, T., Pezzella, A., Mauro, E., Di Cestola, S., Ginsburg, D., Luzi, M., et al.

(2019). On the antioxidant activity of eumelanin biopigments: a quantitative

comparison between free radical scavenging and redox properties. Nat. Prod.

Res. 1−9. doi: 10.1080/14786419.2018.1542391. [Epub ahead of print].

Chen, B. T., Avshalumov, M. V., Rice, M. E., Billy, T., Avshalumov, M. V., and Rice,

M. E. (2001). H2O2 is a novel, endogenous modulator of synaptic dopamine

release. J. Neurophysiol. 85, 2468–2476. doi: 10.1152/jn.2001.85.6.2468

Costa, T. G., Younger, R., Poe, C., Farmer, P. J., and Szpoganicz, B. (2012). Studies

on synthetic and natural melanin and its affinity for Fe(III) ion. Bioinorg. Chem.

Appl. 2012:712840. doi: 10.1155/2012/712840

DiMauro, E., Xu, R., Soliveri, G., and Santato, C. (2017). Natural melanin pigments

and their interfaces with metal ions and oxides : emerging concepts and

technologies.MRS Commun. 7, 141–151. doi: 10.1557/mrc.2017.33

D’Ischia, M., Napolitano, A., Pezzella, A., Land, E. J., Ramsden, C. A., and Riley, P.

A. (2005). 5,6-Dihydroxyindoles and indole-5,6-diones.Adv. Heterocycl. Chem.

89, 1–63. doi: 10.1016/S0065-2725(05)89001-4

Double, K. L., Dedov, V. N., Fedorow, H., Kettle, E., Halliday, G. M.,

Garner, B., et al. (2008). The comparative biology of neuromelanin

and lipofuscin in the human brain. Cell. Mol. Life Sci. 65, 1669–1682.

doi: 10.1007/s00018-008-7581-9

Double, K. L., Gerlach, M., Schünemann, V., Trautwein, A. X., Zecca, L.,

Gallorini, M., et al. (2003). Iron-binding characteristics of neuromelanin

of the human substantia nigra. Biochem. Pharmacol. 66, 489–494.

doi: 10.1016/S0006-2952(03)00293-4

Halliwell, B., and Gutteridge, J. M. C. (1995). The definition and measurement

of antioxidants in biological systems. Free Radic. Biol. Med. 18, 125–126.

doi: 10.1016/0891-5849(95)91457-3

Halliwell, B., Murcia, M. A., Chirico, S., and Aruoma, O. I. (1995). Free radicals

and antioxidants in food and in vivo: what they do and how they work. Crit.

Rev. Food Sci. Nutr. 35, 7–20. doi: 10.1080/10408399509527682

Hong, L., Liu, Y., and Simon, J. D. (2004). Binding of metal ions to melanin

and their effects on the aerobic reactivity. Photochem. Photobiol. 80, 477–481.

doi: 10.1562/0031-8655(2004)080<0477:BOMITM>2.0.CO;2

Huang, D., Boxin, O. U., and Prior, R. L. (2005). The chemistry behind antioxidant

capacity assays. J. Agric. Food Chem. 53, 1841–1856. doi: 10.1021/jf030723c

Kim, E., Kang, M., Tschirhart, T., Malo, M., Dadachova, E., Cao, G., et al. (2017).

Spectroelectrochemical reverse engineering demonstrates that melanin’s redox

and radical scavenging activities are linked. Biomacromolecules 18, 4084–4098.

doi: 10.1021/acs.biomac.7b01166

Kim, E., Panzella, L., Micillo, R., Bentley, W. E., Napolitano, A., and Payne,

G. F. (2015). Reverse engineering applied to red human hair pheomelanin

reveals redox-buffering as a pro-oxidant mechanism. Sci. Rep. 5:18447.

doi: 10.1038/srep18447

Kortleven, C., Fasano, C., Thibault, D., Lacaille, J. C., and Trudeau, L. E. (2011).

The endocannabinoid 2-arachidonoylglycerol inhibits long-term potentiation

of glutamatergic synapses onto ventral tegmental area dopamine neurons

in mice. Eur. J. Neurosci. 33, 1751–1760. doi: 10.1111/j.1460-9568.2011.

07648.x

Korytowski, W., and Sarna, T. (1990). Bleaching of melanin pigments. J. Biol.

Chem. 265, 12410–12416.

Kumar, P., Di Mauro, E., Zhang, S., Pezzella, A., Soavi, F., Santato, C., et al.

(2016).Melanin-based flexible supercapacitors. J. Mater. Chem. C 4, 9516–9525.

doi: 10.1039/C6TC03739A

Liu, H., Qu, X., Tan, H., Song, J., Lei, M., Kim, E., et al. (2019).

Role of polydopamine’s redox-activity on its pro-oxidant, radical-

scavenging, and antimicrobial activities. Acta Biomater. 88, 181–196.

doi: 10.1016/j.actbio.2019.02.032

Liu, Y., Hong, L., Kempf, V. R., Wakamatsu, K., Ito, S., and Simon, J. D. (2004).

Ion-exchange and Adsorption of Fe(III) by Sepia melanin. Pigment Cell Res. 17,

262–269. doi: 10.1111/j.1600-0749.2004.00140.x

Marsden, C. D. (1961). Pigmentation in the nucleus substantiae nigrae of

mammals. J. Anat. 95, 256–61.

Meredith, P., Bettinger, C. J., Irimia-Vladu, M., Mostert, A. B., and Schwenn,

P. E. (2013). Electronic and optoelectronic materials and devices inspired

by nature. Rep. Prog. Phys. 76:034501. doi: 10.1088/0034-4885/76/3/

034501

Novellino, L., Napolitano, A., and Prota, G. (1999). 5,6-Dihydroxyindoles in the

fenton reaction: a model study of the role of melanin precursors in oxidative

stress and hyperpigmentary processes. Chem. Res. Toxicol. 12, 985–992.

doi: 10.1021/tx990020i

Orive, A. G., Creus, A. H., Grumelli, D., Benitez, G. A., Andrini, L., Requejo, F.

G., et al. (2009). Oxygen reduction on iron - melanin granular surfaces. J. Phys.

Chem. C 113, 17097–17103. doi: 10.1021/jp905560d

Panzella, L., Gentile, G., D’Errico, G., Della Vecchia, N. F., Errico, M.

E., Napolitano, A., et al. (2013). Atypical structural and π-electron

features of a melanin polymer that lead to superior free-radical-scavenging

properties. Angew. Chemie Int. Ed. 52, 12684–12687. doi: 10.1002/anie.2013

05747

Pezzella, A., Barra, M., Musto, A., Navarra, A., Alfè, M., Manini, P.,

et al. (2015). Stem cell-compatible eumelanin biointerface fabricated by

chemically controlled solid state polymerization. Mater. Horiz. 2, 212–220.

doi: 10.1039/C4MH00097H

Pezzella, A., D’Ischia, M., Napolitano, A., Palumbo, A., and Prota, G.

(1997). An integrated approach to the structure of sepia melanin.

Evidence for a high proportion of degraded 5, 6-Dihydroxyindole-2-

carboxylic acid units in the pigment backbone. Tetrahedron 53, 8281–8286.

doi: 10.1016/S0040-4020(97)00494-8

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org 10 October 2019 | Volume 7 | Article 227

https://www.frontiersin.org/articles/10.3389/fbioe.2019.00227/full#supplementary-material
https://doi.org/10.1113/jphysiol.2008.155861
https://doi.org/10.1016/S0010-938X(96)00067-4
https://doi.org/10.1021/cr900136g
https://doi.org/10.1073/pnas.0604010103
https://doi.org/10.1080/14786419.2018.1542391
https://doi.org/10.1152/jn.2001.85.6.2468
https://doi.org/10.1155/2012/712840
https://doi.org/10.1557/mrc.2017.33
https://doi.org/10.1016/S0065-2725(05)89001-4
https://doi.org/10.1007/s00018-008-7581-9
https://doi.org/10.1016/S0006-2952(03)00293-4
https://doi.org/10.1016/0891-5849(95)91457-3
https://doi.org/10.1080/10408399509527682
https://doi.org/10.1562/0031-8655(2004)080<0477:BOMITM>2.0.CO;2
https://doi.org/10.1021/jf030723c
https://doi.org/10.1021/acs.biomac.7b01166
https://doi.org/10.1038/srep18447
https://doi.org/10.1111/j.1460-9568.2011.07648.x
https://doi.org/10.1039/C6TC03739A
https://doi.org/10.1016/j.actbio.2019.02.032
https://doi.org/10.1111/j.1600-0749.2004.00140.x
https://doi.org/10.1088/0034-4885/76/3/034501
https://doi.org/10.1021/tx990020i
https://doi.org/10.1021/jp905560d
https://doi.org/10.1002/anie.201305747
https://doi.org/10.1039/C4MH00097H
https://doi.org/10.1016/S0040-4020(97)00494-8
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles


Xu et al. Electrochemical Aspects of Neuromelanin

Pilas, B., Sarna, T., Kalyanaraman, B., and Swartz, H. M. (1988). The effect of

melanin on iron associated decomposition of hydrogen peroxide. Free Radic.

Biol. Med. 4, 285–293. doi: 10.1016/0891-5849(88)90049-4

Sarna, T., Pilas, B., Land, E. J., and Truscott, T. G. (1986). Interaction of

radicals from water radiolysis with melanin. BBA Gen. Subj. 883, 162–167.

doi: 10.1016/0304-4165(86)90147-9

Schroeder, R. L., Double, K. L., and Gerber, J. P. (2015). Using Sepia melanin as a

PD model to describe the binding characteristics of neuromelanin - a critical

review. J. Chem. Neuroanat. 64–65, 20–32. doi: 10.1016/j.jchemneu.2015.

02.001

Sies, H. (2000). “What is oxidative stress?,” inOxidative Stress and Vascular Disease,

ed J. F. Keaney Jr. (Boston, MA: Springer), 3–8.

Smith, R. A. W., Garrett, B., Naqvi, K. R., Fülöp, A., Godfrey, S. P.,

Marsh, J. M., et al. (2017). Mechanistic insights into the bleaching of

melanin by alkaline hydrogen peroxide. Free Radic. Biol. Med. 108, 110–117.

doi: 10.1016/j.freeradbiomed.2017.03.014

Winterbourn, C. C. (1995). Toxicity of iron and hydrogen peroxide: the Fenton

reaction. Toxicol. Lett. 82–83, 969–974. doi: 10.1016/0378-4274(95)03532-X

Wünsche, J., Deng, Y., Kumar, P., Di Mauro, E., Josberger, E., Sayago, J., et al.

(2015). Protonic and electronic transport in hydrated thin films of the pigment

eumelanin. Chem. Mater. 27, 436–442. doi: 10.1021/cm502939r

Xu, R., Prontera, C. T., Di Mauro, E., Pezzella, A., Soavi, F., and Santato, C. (2017).

An electrochemical study of natural and chemically controlled eumelanin. APL

Mater. 5:126108. doi: 10.1063/1.5000161

Yin, J.-J., Kim, E., Payne, G. F., Bentley, W. E., White, I. M., Liu, Y., et al.

(2014). Context-dependent redox properties of natural phenolic materials.

Biomacromolecules 15, 1653–1662. doi: 10.1021/bm500026x

Zareba, M., Bober, A., Korytowski, W., Zecca, L., and Sarna, T. (1995).

The effect of a synthetic neuromelanin on yield of free hydroxyl radicals

generated in model systems. Biochim. Biophys. Acta 1271, 343–348.

doi: 10.1016/0925-4439(95)00058-C

Zecca, L., Bellei, C., Costi, P., Albertini, A., Monzani, E., Casella, L., et al. (2008).

New melanic pigments in the human brain that accumulate in aging and block

environmental toxic metals. Proc. Natl. Acad. Sci. U.S.A. 105, 17567–17572.

doi: 10.1073/pnas.0808768105

Zecca, L., Fariello, R., Riederer, P., Sulzer, D., Gatti, A., and Tampellini, D.

(2002). The absolute concentration of nigral neuromelanin, assayed

by a new sensitive method, increases throughout the life and is

dramatically decreased in Parkinson’s disease. FEBS Lett. 510, 216–220.

doi: 10.1016/S0014-5793(01)03269-0

Zecca, L., Stroppolo, A., Gatti, A., Tampellini, D., Toscani, M., Gallorini, M., et al.

(2004). The role of iron and copper molecules in the neuronal vulnerability of

locus coeruleus and substantia nigra during aging. Proc. Natl. Acad. Sci. U.S.A.

101, 9843–9848. doi: 10.1073/pnas.0403495101

Zecca, L., Zucca, F. A., Wilms, H., and Sulzer, D. (2003). Neuromelanin of the

substantia nigra: a neuronal black hole with protective and toxic characteristics.

Trends Neurosci. 26, 578–580. doi: 10.1016/j.tins.2003.08.009

Zucca, F. A., Segura-Aguilar, J., Ferrari, E., Muñoz, P., Paris, I., Sulzer, D.,

et al. (2017). Interactions of iron, dopamine and neuromelanin pathways

in brain aging and Parkinson’s disease. Prog. Neurobiol. 155, 96–119.

doi: 10.1016/j.pneurobio.2015.09.012

Conflict of Interest: The authors declare that the research was conducted in the

absence of any commercial or financial relationships that could be construed as a

potential conflict of interest.

Copyright © 2019 Xu, Soavi and Santato. This is an open-access article distributed

under the terms of the Creative Commons Attribution License (CC BY). The use,

distribution or reproduction in other forums is permitted, provided the original

author(s) and the copyright owner(s) are credited and that the original publication

in this journal is cited, in accordance with accepted academic practice. No use,

distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Bioengineering and Biotechnology | www.frontiersin.org 11 October 2019 | Volume 7 | Article 227

https://doi.org/10.1016/0891-5849(88)90049-4
https://doi.org/10.1016/0304-4165(86)90147-9
https://doi.org/10.1016/j.jchemneu.2015.02.001
https://doi.org/10.1016/j.freeradbiomed.2017.03.014
https://doi.org/10.1016/0378-4274(95)03532-X
https://doi.org/10.1021/cm502939r
https://doi.org/10.1063/1.5000161
https://doi.org/10.1021/bm500026x
https://doi.org/10.1016/0925-4439(95)00058-C
https://doi.org/10.1073/pnas.0808768105
https://doi.org/10.1016/S0014-5793(01)03269-0
https://doi.org/10.1073/pnas.0403495101
https://doi.org/10.1016/j.tins.2003.08.009
https://doi.org/10.1016/j.pneurobio.2015.09.012
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/bioengineering-and-biotechnology
https://www.frontiersin.org
https://www.frontiersin.org/journals/bioengineering-and-biotechnology#articles

	An Electrochemical Study on the Effect of Metal Chelation and Reactive Oxygen Species on a Synthetic Neuromelanin Model
	Introduction
	Materials and Methods
	Preparation of Melanin Samples on Carbon Paper
	Preparation of Fe/Melanin and Cu/Fe/Melanin Samples on Carbon Paper
	Preparation of Cu/Fe/Melanin on Fused Silica
	Preparation of Solutions Containing H2O2 and OH
	Electrochemical Set-Up
	X-Ray Photoelectron Spectroscopy (XPS)
	Scanning Electron Microscopy (SEM)

	Results and Discussion
	Cyclic Voltammograms of Melanins
	Cyclic Voltammograms of Fe/Melanin Prepared by Pre-immersion (Route I)
	SEM Images of Cu/Fe/Melanin Prepared by Pre-immersion (Route I)
	XPS to Study the Presence of Metals in Cu/Fe/Melanin Prepared by Pre-immersion (Route I)
	Effect of the Addition of Fe3+ to the Electrolyte on Cyclic Voltammograms of DHICA-Melanin (Route II)
	Effect of Cu2+ Addition in the Electrolyte to Cyclic Voltammograms of DHICA-Melanin (Route II)
	Effect of Cu2+ Addition in the Electrolyte to Cyclic Voltammograms of Fe/DHICA-Melanin (Route II)
	Effect of Fe3+ Addition in the Electrolyte to Cyclic Voltammograms of Cu/Melanin (Route II)
	Effect of H2O2 on Melanin
	XPS to Study the Effect of H2O2 on Melanin
	Effect of OH on Melanin
	Effect of H2O2 on Cu/Fe/Melanin Prepared by Addition of the Metals to the Electrolyte (Route II)

	Conclusions and Perspectives
	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


