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Enlisting electrochemistry to reveal melanin’s
redox-related properties

Eunkyoung Kim, ab Zheng Wang,c Jun Wei Phua,d William E. Bentley, abe

Ekaterina Dadachova,f Alessandra Napolitano g and Gregory F. Payne *ab

Melanin has been surprisingly difficult to characterize using either bottom-up studies focused on

molecular structure or top-down studies focused on functional properties. We have been developing

electrochemical methods to understand the redox-activities of melanin. These studies show that

melanins from various sources: (i) are reversibly redox-active; (ii) have redox potentials in the mid-

physiological range; and (iii) react with a broad range of electron-donors (i.e., reductants) and acceptors

(i.e., oxidants). Spectroelectrochemically-based operando methods have shown that when melanin is

exchanging electrons, it also undergoes changes in its redox state. The observation that melanin can

exist in two (or possibly more) oxidized or reduced states helps to explain some of its context-

dependent behaviors. For instance, when melanin is in a reduced state, it has donate-able electrons that

can quench an oxidative radical or partially-reduce O2 to generate reactive oxygen species (ROS).

Further, melanin can promote redox-cycling when it is located in metabolically-active contexts that are

characterized by steep O2-gradients because short diffusion distances separate aerobic from anaerobic

conditions. We suggest that future studies may enable a fuller understanding of how melanin’s redox

activities contribute to its observed electrical conductivities (ionic and/or electrical), and if melanin’s

redox-capacitor properties confer a biological benefit (e.g., for energy harvesting).

Introduction

Melanins are a broad class of aromatic macromolecules
that are ubiquitous in nature but have proven difficult to
characterize.1–4 Bottom-up studies1,2,4–10 aimed at revealing
molecular structure indicate that unlike other biomacromole-
cules (e.g., proteins and nucleic acids), melanins do not
have a common monomeric unit or linkage, and do not have
a characteristic sequence, size, or architecture (linear vs.
branched). In fact, there is still debate whether melanin is a
high molecular weight polymer or an aggregate of lower mole-
cular weight oligomers.7–9 Top-down studies of melanin’s

functional properties, rather than providing clarity, have often
shown dichotomies. For instance, melanin’s broad band optical
absorption rather than clarifying structure–function relationships
suggested a chemical disorder model,9–13 while melanin’s optical
properties can have either beneficial (e.g., photoprotection)14–17 or
detrimental (e.g., photosensitizing) effects.18,19 Melanin’s electri-
cal properties have attracted considerable attention with results
spurring debates of the nature of this electrical conductivity (ionic
vs. electronic).12,20–26 In immunity, insects are believed to generate
melanins as a defense response to pathogen threats,27,28 while
pathogenic fungi are believed to synthesize melanins to counter
host defenses.29–32 And melanin’s redox properties seem to be
able to offer antioxidant protection33–35 but, in some cases, induce
pro-oxidant damage.13,36–38

Since melanin’s redox properties seem especially important
to its biological or technological function, there have been
several attempts to investigate these redox properties.39,40 Pulse
radiolysis studies39,40 demonstrated that melanin can act as a
radical scavenger for oxidizing and reducing free radicals.
Another study41 showed that melanins can mediate the transfer
of electrons from electron donors to electron acceptors. Also,
several groups42–44 are using electrochemical methods to detect
the redox-related electron transfer with melanin.

Several years ago, we initiated our studies on melanin. In
particular, we adapted electrochemical methods to probe
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redox-activities.45–53 Here, we summarize how electrochemical
studies are revealing important features of melanin’s redox
activities and how these methods help to elucidate the signifi-
cance of redox-context, integral to understanding some of
melanin’s dichotomies. Thus, the goal of this report is to
illustrate how the creative use of electrochemistry can assist
in characterizing important properties of melanin.

Mediated electrochemical probing
(MEP)

In initial studies,45,52 we examined the melanin from Sepia
officinalis (i.e., cuttlefish) which is a readily available natural
eumelanin of high purity. Sepia melanin is water-insoluble with
a granular microstructure (100–200 nm) illustrated in Fig. 1a.
Our mediated electrochemical probing (MEP) approach to
observe redox activity is illustrated in Fig. 1b. First, the melanin
is entrapped adjacent to an electrode surface within a non-
conducting hydrogel film based on the aminopolysaccharide
chitosan.54 This hydrogel locally entraps the melanin but
remains permeable to low molecular weight mediators (i.e.,
electron shuttles).

Second, the electrode with the melanin-containing chitosan
hydrogel is immersed in a solution containing mediators.
Fig. 1b illustrates two mediators. One mediator has a relatively

reducing redox potential (often we use Ru(NH3)6Cl3, Ru3+, E1 =
�0.25 vs. Ag/AgCl) and can shuttle electrons from the electrode
to the melanin when reducing potentials are applied at the
electrode. As illustrated, this ‘‘charging’’ of melanin with
electrons occurs through a Ru3+-based reductive redox-cycling
mechanism. The second mediator has a relatively oxidizing
redox potential (e.g., often we use ferrocene dimethanol, Fc,
E1 = +0.25 V) and can ‘‘discharge’’ electrons from the melanin
to the electrode (through an oxidative redox-cycling mecha-
nism) when oxidizing potentials are applied at the electrode.

Third, a sequence of potential (i.e., voltage) inputs is
imposed at the electrode. Fig. 1c shows a cyclically oscillating
potential that becomes: sufficiently negative during the reduc-
tive segment to engage the reducing mediator (Ru3+) in reduc-
tive redox-cycling; and sufficiently positive during the oxidative
segment to engage the oxidizing mediator (Fc) in oxidative
redox-cycling.

Fourth, the output (i.e., electrical current) is measured and
interpreted in terms of the underlying redox-based electron
transfer mechanisms. For instance, the outputs in the time-
series plots of Fig. 1c show that oscillating currents for the
melanin-containing chitosan film are amplified relative to
those for the control melanin-free chitosan film probed with
the same two mediators. Fig. 1d shows a traditional phase-
plane representation of the same data: this plot more clearly
shows the relationship between the observed output current

Fig. 1 Mediated electrochemical probing (MEP) with Sepia melanin. (a) Sepia melanin is water-insoluble, particulate and a model for natural eumelanin.
(b) Melanins entrapped within a hydrogel film of the aminopolysaccharide chitosan are probed using mediators (e.g., Ru3+ and Fc) and oscillating
electrode-imposed potential inputs. (c) Time-series measurements show oscillating output current (i) responses to a cyclically-imposed potential (E)
input. (d) Standard cyclic voltammograms (CVs) are i–E phase-plane plots that more clearly illustrate the relationship between the imposed input and
observed output. [Adapted with permission from ref. 45. Copyright 2018, American Society, Washington, DC.].
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response and the imposed input potential (time is not explicitly
shown in this phase-plane plot). Fig. 1d illustrates several
characteristic features of reversibly redox-active but non-
conducting films that can accept and donate electrons through
mediator-based redox-cycling mechanisms. First, the output
currents are gated by the mediators: this provides evidence that
the mediators are the primary mechanism for electron-flow to/
from melanin. Second, the currents are also amplified (relative
to a melanin-free control film) and partially rectified (the cur-
rents for each mediator are selectively amplified for either
oxidation or reduction): this is consistent with the redox-
cycling mechanisms being responsible for transferring electrons
to and from the melanin. Third, the current response appears
nearly steady (i.e., time invariant): this provides evidence that the
melanin can be reversibly and repeatedly oxidized and reduced.

From initial MEP studies, it was possible to conclude that Sepia
melanin is reversibly redox-active (it can be repeatedly oxidized
and reduced) and it has a redox potential in the mid-physiological
region. Further, if we think of melanin as a type of redox catalyst
(i.e., it catalyzes the transfer of electrons from reductants to
oxidants), then its ability to react with Ru3+ and Fc provides initial
evidence that its substrate range may be broad. Using similar MEP
measurements, we observed similar redox-activities for various
synthetic or natural melanins, as well as other natural (e.g.,
insoluble dietary antioxidants)55 and synthetic catecholic materi-
als (e.g., catechol–chitosan and polydopamine).53,56–62

There were two important extensions of this initial MEP
method. First, we compared natural and synthetic models of
eumelanin and pheomelanin using three mediators with dif-
ferent redox potentials, and we observed that pheomelanin has
a more oxidative redox-potential than eumelanin: this observa-
tion may explain pheomelanin’s pro-oxidant activities.49

Second, we performed studies in which we replaced one of
the mediators with a chemical of interest and we observed that
some redox-active environmental toxins (i.e., paraquat)48 and
drugs (e.g., clozapine or acetaminophen)47 can undergo redox-
cycling with melanin. While such in vitro MEP measurements
cannot prove an in vivo activity, it has revealed a previously
unknown mechanism of potential biological relevance to
chemical toxicities and drug activities.51

In summary, MEP allows the immobilized melanin to be
repeatedly and sequentially exposed to oxidative and reductive
conditions (i.e., potentials) while observing its redox-based
electrical response (i.e., the resulting currents). From the per-
spective of properties, these studies are revealing a deeper
understanding of melanin’s redox activity. From the perspec-
tive of biological function, these results illustrate that melanin
may not be an inert bystander in biology but rather may actively
participate in redox biology.

Spectroelectrochemical probing

Various properties are expected to be linked to melanin’s redox
activity, and we extended MEP to study the radical scavenging
properties of two types of melanin: the eumelanin from Sepia,

and a fungal melanin derived from 1,8-dihydroxynaphthalene
(DHN).46,63 Compared to eumelanin, fungal DHN melanin is
synthesized from an entirely different precursor and
pathway,64,65 and Fig. 2a shows this DHN melanin is localized
in the fungal cell wall, as illustrated by the SEM and TEM
images.46 Fungal melanin ‘‘ghosts’’ were prepared by treating
the melanized fungal cells with strong detergent and acid.63

This cell-wall bound DHN melanin is proposed to confer
radiation-protection to the fungi. As described in the previous
section, we entrapped the Sepia melanin and fungal melanin
ghosts in chitosan hydrogels adjacent to the electrode, and we
extended redox probing in two important ways.

First, we used the electrode to generate free radicals with
spatiotemporal and quantitative control. Specifically, we stu-
died two different free radicals, paraquat (PQ+�) and 2,20-azino-
bis(3-ethylbenzothiazoline-6-sulfonic acid) (ABTS+�), each of
which could be directly-generated electrochemically without the
need for adding reagents. However, as illustrated in Fig. 2b, these
two radicals are fundamentally different. The PQ+�-radical is
generated by accepting an electron and its quenching requires
donation of this electron (i.e., PQ+� is a reductive radical). In
contrast, the ABTS+�-radical is generated by donating an electron
and its quenching requires acceptance of an electron (i.e., ABTS+�

is an oxidative radical). As illustrated in Fig. 2b, it is possible to
perform redox probing experiments using PQ2+ as the reductive
redox-cycling mediator and ABTS as the oxidative redox-cycling
mediator. If these two mediators are used in the same experiment,
and a cyclically-imposed electrode potential is imposed, then the
PQ+� and ABTS+� radicals are generated in an oscillating manner
with opposite phases (i.e., the PQ+�-radical is generated during the
reductive segment while the ABTS+�-radical is generated during
the oxidative segment).

Secondly, we extended MEP to observe spectral output
responses while monitoring electrical output responses. In
general, spectroelectrochemical analysis is valuable because it
enables electrical measurements of activity to be complemen-
ted by simultaneous spectral measurements which provide
insights of molecular structure. Specifically, we can use spectral
analysis to monitor radical generation/quenching because the
PQ+�-radical has a characteristic blue color (lmax = 394 nm)
while the ABTS+�-radical has a characteristic green color (lmax =
420 nm). Experimentally, we used a honeycomb gold electrode
illustrated in Fig. 2c to perform these spectroelectrochemical
measurements, and measured the optical response at 394 nm
since both radicals have measurable absorbance at this wave-
length. As illustrated, this electrode has holes that can serve as
the optical window for spectral analysis.

Fig. 2d shows time-series input-output curves when a cyclic
input potential was imposed in the presence of both PQ2+ and
ABTS.46 During the oxidative segment (when the imposed elec-
trode potential is positive), the output response shows both peaks
in oxidative current and absorbance at 394 nm associated with the
generation ABTS+�-radical. For the control chitosan-coated elec-
trode without melanin, a weak oxidative peak current and a strong
absorbance peak are observed. The absorbance peak in this
control film arises from the electrochemical-generation of the
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ABTS+�-radical when oxidative potentials are imposed, and sub-
sequently the ABTS+�-radical is electrochemically-reduced (i.e.,
quenched) when the electrode potential is cycled to more reduc-
tive values. When either Sepia or fungal DHN melanin is included
in the hydrogel film, the oxidative peak currents are amplified
while the absorbance peaks in the oxidative segment are

attenuated. This amplified electrical response and attenuated
optical response indicate that ABTS is engaged in oxidative
redox-cycling, consistent with the electrochemical-generation of
the ABTS+�-radical and its subsequent quenching by the melanin.

When the imposed potential was cycled into the reducing
regions, peaks in reducing-current (shown as negative peaks)

Fig. 2 Spectroelectrochemical analysis of free radical quenching by fungal 1,8-dihydroxynaphthalene (DHN) melanin. (a) This DHN melanin is localized
in the fungal cell wall. (b) Fungal ‘‘ghosts’’ were probed using electrochemically-generated radicals derived from paraquat (reductive free radical) and
ABTS (oxidative free radical). (c) A honeycomb gold electrode provides the optical window for simultaneous electrical and spectral analysis. (d) Time-
series input-output curves show cyclically-imposed electrical inputs (i.e., potential) induce oscillating electrical and spectral output responses (i.e.,
current and absorbance). (e) Semi-quantitative analysis shows a linear correlation between melanin’s radical-scavenging and redox activities. [Adapted
with permission from ref. 46. Copyright 2017, American Society, Washington, DC.].
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and absorbance were also observed, indicating that the electrode
could generate and quench the PQ+�-radical. Comparing with
the control chitosan film, the melanin-containing films exhibit
amplified reducing currents and attenuated absorbance, indicat-
ing that both melanins can quench the PQ+�-radical. It is
important to note that detailed quantitative analysis of these
results is constrained. (i) We could not precisely control the
quantities of melanin in the films, preventing direct comparison
of the responses between Sepia and fungal DHN melanins; (ii)
the reducing potentials required for PQ2+-reduction result in
water reduction reactions, causing the reductive currents to
encompass contributions from these interfering reactions.
Despite these constraints, these studies demonstrate that mela-
nin can quench radicals either by donating electrons to oxidative
radicals or accepting electrons from reductive radicals.

To directly compare redox and radical scavenging activities,
we prepared films containing four levels of fungal DHN mela-
nin and probed with a cyclic imposed potential in the presence
of Ru3+ (reductive mediator) and ABTS (oxidative mediator).
To obtain a semi-quantitative estimate of redox capacity, as
illustrated in Fig. 2e, we calculated the number of electrons (Ne)
transferred to the DHN melanin during an oxidative segment
by integrating the current to determine the charge transfer (Q),
subtracting the Q observed for the control (melanin-free film,
chitosan; QChit), and converting these electrical measures into
molar units using Faraday’s constant. To quantify ABTS+�-
radical scavenging activity, we calculated the fractional attenua-
tion of optical absorbance in the oxidative segment (in this
experiment, we measured absorbance at lmax = 420 nm for the
ABTS+�-radical). Fig. 2e shows a linear relationship between
DHN melanin’s radical-scavenging and redox-activities. In
related experiments with PQ, we also observed a linear correla-
tion between DHN melanin’s redox capacity (i.e., ability to
accept electrons as measured electrically) and its PQ+�-radical
scavenging activities as measured spectrally.46

In summary, these results are consistent with those from
pulse radiolysis studies39,40 and demonstrate that electrochem-
istry provides a simple and reagentless means to controllably
generate free radicals, while spectral measurements enable the
detection of radical generation and scavenging. Consistent with
the redox activities observed in Fig. 1, multi-cycle studies (not
shown) demonstrate that melanins can repeatedly quench free
radicals by either donating electrons to oxidative radicals
(e.g., to ABTS+�) or accepting electrons from a reductive radical
(e.g., from PQ+�).46 Following studies (not shown) also indicated
that melanin’s radical-scavenging activities depend on its redox-
state: reduced (but not oxidized) melanin can effectively donate
electrons to quench the ABTS+�-radical, while oxidized (but not
reduced) melanin can effectively quench the PQ+�-radical.46

Electrochemical ‘‘poising’’ of
redox-state

In the above sections, we focused on studies in which cyclic
potential inputs were imposed and electrical and spectral

output responses were measured to characterize melanin’s
redox-related properties. However, mediated electrochemistry
is more flexible as it can be used to poise melanin’s redox state
to allow observation of redox-state-dependent responses. This
is illustrated by studies to understand how Sepia melanin’s
ability to generate reactive oxygen species (ROS) depends on its
redox state.

In these experiments,52 we used indium-tin-oxide (ITO)
coated glass electrodes and prepared chitosan-coated electro-
des with varying amounts of Sepia melanin. The negative
control film was a chitosan film without any redox-active
components, while several positive control films were prepared
by modifying chitosan films with catechol moieties (catechol-
modified chitosan films are relatively well-studied example of
redox-active and non-conducting film).50,61,66,67 These film-
coated electrodes were immersed in a mixture of Ru3+ (reduc-
tive mediator) and Fc (oxidative mediator). To poise the films in
a reduced state, a reducing potential was imposed (�0.4 V vs.
Ag/AgCl) for 5 min to enable Ru3+ to undergo reductive redox-
cycling to transfer electrons from the electrode to the melanin.
To estimate redox capacity of these reduced films, we then
switched the electrode potential to an oxidative voltage (+0.7 V
vs. Ag/AgCl) and measured the oxidative charge transferred (Q)
over 5 min as illustrated in Fig. 3a (note the short times used
for reduction and oxidation are insufficient to determine a true
redox capacity). In this case, the redox capacity was estimated
by subtracting the charge for the negative control from that of
the sample film and the difference was converted into molar
units using the Faraday constant. As expected, Fig. 3b shows
that the redox capacity of the film increases with the melanin-
content and was less than the capacity of a catechol–chitosan
film (positive control).

In the next experiment,52 we examined how melanin’s redox
state affects its ability to generate reactive oxygen species (i.e.,
H2O2). For this study, we first poised the melanin-containing
film in either a reduced or oxidized state (by imposing an
appropriate electrode potential for 5 min) and then incubated
these films in an air-saturated aqueous solution for 15 min.
After incubation, we measured the H2O2 levels in the solution.
Fig. 3c shows that the reduced melanin-containing films could
generate H2O2 in proportion to the amount of melanin in the
film, while the oxidized films showed little H2O2-generation.
Fig. 3d shows that if the data is normalized in terms of the
film’s redox capacity, the melanin-containing films show the
same relationship between H2O2-generation and the film’s
redox activity as measured by its capacity, Ne.

In summary, these studies52 demonstrate that melanin can
donate electrons to O2 to generate ROS, but these ROS-
generating pro-oxidant activities depend on melanin’s redox-
state. The obvious question from a biological function perspec-
tive is whether there are relevant contexts in which melanin
can be poised in a reduced state yet be in the presence
of O2? We believe such contexts occur in metabolically-active
environments that yield steep gradients in O2 (e.g., the
lung, gut, and brain, and the soil rhizosphere).68–72 In these
biological contexts, the distance separating O2-rich oxidative
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conditions and O2-depleted reductive conditions can be small
(10–100 microns).

In most melanized tissues (e.g., skin, eyes and brain),
melanins are compartmentalized within organelles and possibly
even conjugated to proteins,73 and thus these natural melanins
likely exist in forms that differ substantially from the melanin
models commonly analyzed in the laboratory.74 When this
compartmentalization is disrupted by aging, pathological
processes (e.g., Parkinson’s disease), or photoexposure (e.g., in
the retinal epithelium),75,76 the melanins may be exposed to the
O2-rich oxidative conditions that permit ROS-generation
(e.g., H2O2). Importantly, melanins can also chelate metal ions,
and iron accumulation in the substantia nigra has been invoked
as one of the processes responsible for neuron loss in Parkin-
son’s disease.77,78 In the context of the oxidative conditions to
which released melanin pigments may be exposed, the conco-
mitant presence of iron and H2O2 could give rise to Fenton-type
processes leading ultimately to generation of the highly reactive
hydroxyl radicals. In contrast, melanins have also been reported
to scavenge OH radicals.15 So once again, it seems the context
could determine the action of melanins – either a ROS-generator
or ROS-scavenger.

Operando analysis

As noted above, spectroelectrochemical analysis sometimes
allows the simultaneous observation of: (i) the electrical cur-
rents associated with mediated ‘‘flow’’ of electrons; and (ii) the
spectral changes associated with redox-state switching of the

participating molecules (e.g., we showed this for the PQ2+ and
ABTS ‘‘mediators’’ in Fig. 2). Unrelated studies with catechol-
containing films showed that the film’s spectral properties also
change when its redox-state is switched.57,59,79 Thus, we next
measured spectral properties of melanin-containing films to
determine if spectral changes could be detected when the
melanin was being probed by mediators.80 The experimental
approach of observing spectral changes (associated with mole-
cular changes in redox-state) at the same time that electrons are
‘‘passing through’’ the material (while the material is in opera-
tion) is referred to as operando analysis.

Two things enabled MEP analysis of melanin to be extended
to operando analysis.80 First, a soluble melanin from the black
soldier fly (BSF) became available.81 Unlike typical melanosome-
derived melanin, the BSF melanin appears to be generated
during insect sclerotization processes involving the oxidative
coupling of dopamine derivatives.82–85 When this soluble
BSF-melanin was added to a chitosan film it was observed to
spontaneously conjugate to the film (presumably through
quinone-amine chemistries) to yield a semi-transparent BSF-
melanin-chitosan film. Second, Fig. 4a shows a BSF-melanin
film could be assembled on a transparent gold-electrode to
allow spectral monitoring of the film during MEP. Experimen-
tally, Fig. 4b shows MEP was performed using Ru3+ (reductive
mediator) and Fc (oxidative mediator), and the film’s absorbance
was measured at 570 nm (the wavelength that showed the
largest difference between oxidative and reductive segments of
the cyclic voltammogram). This schematic also hypothesizes
that melanin’s redox-state switching involves catechol/quinone
moieties.

Fig. 3 Melanin can be electrochemically-poised in an oxidative or reductive state to allow study of its context-dependent ROS-generating activities. (a)
Illustration of experimental and calculational approach. (b) As expected, films with greater levels of melanin have higher redox activities (i.e., redox
capacities). (c) Reduced (but not oxidized) melanin can donate electrons to O2 to generate ROS (i.e., H2O2). (d) Semi-quantitative relationship between
melanin’s ROS-generating and redox activities. Note: catechol–chitosan films serve as a positive control. [Adapted with permission from ref. 52.
Copyright 2014, American Society, Washington, DC.].
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Fig. 4c shows time series input-output curves for this BSF-
melanin film when probed using a cyclic imposed potential in
the presence of the Ru3+ and Fc mediators. The first electrical
output, current (i), shows oscillations that are amplified for
the melanin-chitosan film (vs. the control chitosan film). The
second electrical output, charge transferred (Q ¼

Ð
idt), repre-

sents the total number of electrons transferred to/from the film
during the oscillating input potentials. The oscillating Q is also
amplified for the melanin-chitosan film. The spectral output,
absorbance at 570 nm (Abs570), is also observed to oscillate for
the melanin-chitosan film while small oscillations are detected
for the control chitosan film. This oscillating absorbance is

consistent with the redox-state switching of the BSF-melanin
during mediator probing. The vertical lines in Fig. 4c illustrate
that the oscillations in Q and Abs570 are in-phase consistent
with the conclusion that the electrons that flow into/from the
film (measured by changes in Q) act to switch the redox-state of
the film’s BSF-melanin (measured by changes in Abs570).

Consistent with the link between electron flow into/from the
film and the film’s redox-state switching, Fig. 4d86,87 shows
similar shapes for the Q–E and Abs570–E phase-plane plots. The
arrows in these plots indicate that under reducing potentials,
electrons flow into the BSF-melanin film and switch the
oxidized moieties (putative quinones) into reduced moieties

Fig. 4 Spectroelectrochemical operando analysis. (a) Melanin generated from the black soldier fly (BSF) is soluble and allows the fabrication of
transparent melanin-chitosan films. (b) A transparent gold electrode allows spectroelectrochemical analysis of a partially-transparent hydrogel film of BSF
melanin. (c) Time-series input-output curves for the melanin-chitosan film show that the amplified oscillating electrical charge (Q) and spectral output
(Abs570) are in-phase. (d) The similarity of the Q–E and Abs570–E phase-plane plots indicates that as mediators are transferring electrons to/from melanin,
the melanin is undergoing a simultaneous change in redox-state. Note: a chitosan film serves as a negative (redox-inactive) control. [Adapted with
permission from ref. 80. Copyright 2023, American Society, Washington, DC.].
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(putative catechols). Under oxidizing potentials, the arrows indi-
cate that electrons are ‘‘flowing’’ from the film’s BSF-melanin
which is being switched from its reduced to its oxidized state.

In summary, these operando studies demonstrate that
electron transfer to/from melanin involves its redox-state
switching.

Fig. 5 Electrofabricated composite films of melanin–graphene–chitosan show direct electron transfer between graphene and BSF-melanin. (a)
Schematic of the electrofabrication of the composite hydrogel films. (b) CVs (i–E; phase-plane plots) indicate that melanin–graphene–chitosan films
have conducting properties (conferred by graphene) and redox activities (conferred by BSF-melanin). (c) Time-series input-output curves show
cyclically-imposed electrical inputs (i.e., potential) induce oscillating electrical outputs (i and Q) and spectral output (Abs570) responses. (d) The similarity
of the Q–E and Abs570–E phase-plane plots indicates that melanin’s redox state changes occur at the same time as the direct electron transfers via
graphene (i.e., no mediators were used in this study). Note: graphene-chitosan and melanin-chitosan films served as controls. [Adapted with permission
from ref. 80. Copyright 2023, American Society, Washington, DC.].
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Electrofabricated composite to detect
direct electron transfer

A mentioned, we probe melanins that have been entrapped within
a hydrogel film of the aminopolysaccharide chitosan. Chitosan was
chosen because it possesses pH-responsive self-assembling proper-
ties that enable it to be easily electrodeposited as a hydrogel film
on an electrode surface.88–90 Importantly, components that can
be blended into the chitosan deposition-solution can also be co-
deposited and entrapped within the chitosan film. As illustrated in
Fig. 5a, we co-deposited a graphene-chitosan film that offers
conducting properties,86,87 and then contacted this film-coated
electrode with the black soldier fly (BSF) melanin to generate a
melanin-graphene-chitosan composite film that has both conduct-
ing and redox active properties.

In initial electrochemical analysis,80 we performed cyclic
voltammetry (CV) and Fig. 5b shows the i–E phase-plane plot.
The CV for the control melanin-chitosan film (Mel.Chit) shows
small currents which indicates that while the BSF-melanin may
confer redox-activity it is non-conductive (note: no mediators
were used in these studies). The CV for the control graphene-
chitosan film (Gr.Chit) shows a rectangular CV which is consis-
tent with graphene conferring conducting properties to the film.
The CV for the melanin-graphene-chitosan film (Mel.Gr.Chit)
shows a rectangular shape that is complemented by broad peaks
which suggest redox-based oxidation and reduction reactions.

Time series input-output curves are shown in Fig. 5c. When
oscillating potential inputs were imposed, oscillating responses
were observed in the current (i) and charge (Q), and the melanin-
graphene-chitosan film showed amplifications in these electrical
outputs (compared to either the graphene-chitosan control or the
melanin-chitosan control). The spectral output response (Abs570)
for the melanin-graphene-chitosan film was also observed to
oscillate consistent with a redox-state switching of the melanin.
As observed in Fig. 4c, the vertical lines in the time series outputs
in Fig. 5c show the electrical charge response (Q) is in-phase with
the spectral response (Abs570). Also similar to Fig. 4d and 5d
shows the Q–E and Abs570–E phase-plane plots have similar
shapes consistent with the explanation that the direct transfer
of electrons through the graphene to the melanin results in a
redox-state-switching of the melanin.

In summary, these results indicate that BSF-melanin can
directly exchange electrons with graphene and this exchange
results in a switching of melanin’s redox state. Potentially this
extrinsic electron exchange involves p–p interactions between
the graphene and melanin.6,8,12,91,92 We should note that our
analysis indicates that only a fraction of the redox-active BSF
melanin moieties added to the film could undergo direct elec-
tron exchange, while the remaining BSF melanin moieties could
only exchange electrons if diffusible mediators were provided.

Perspectives

Melanin is reported to offer important biological and technologi-
cal properties that include: antimicrobial,93,94 antioxidant95,96 and

anti-cancer activities;97,98 radiation protective99,100 and photother-
mal energy conversion properties;101 and heavy metal binding
abilities.102,103 Because of melanin’s structural complexity, it has
been difficult to apply conventional bottom-up molecular-
structure-based approaches to understand these various proper-
ties. As a result of this challenge, various top-down methods are
being used to characterize melanin’s functional properties.

We are developing electrochemical methods to characterize
melanin’s redox activities. Mediated electrochemical probing
(MEP) has shown that melanins from various sources: are
reversibly redox-active; have redox potentials in the mid-
physiological range; and can accept electrons from a broad range
of reductants and donate electrons to a broad range of oxidants.
Spectroelectrochemical measurements enabled us to show that
melanin can accept electrons to quench reductive free radicals or
donate electrons to quench oxidative radicals. Spectroelectro-
chemical operando analysis showed that melanins can exchange
electrons directly or indirectly (i.e., via mediators), and during
electron transfer melanin’s redox-state is switched.

The recognition that melanin can exist in different redox
states helps to explain how melanin’s properties can depend on
context. Specifically, depending on its redox-state, melanin can
serve as either a reductant or an oxidant. However, context also
depends on the environment. For instance, melanin’s ability to
donate electrons could perform an antioxidant function if
electron-donation quenches an oxidative radical, or alterna-
tively could perform a pro-oxidant function if electron-donation
to O2 generates reactive oxygen species (ROS). In fact, melanins
can be viewed as redox-catalysts that promote the transfer of
electrons from reductants to oxidants. Such catalytic properties
may promote redox-cycling especially if melanin is localized
within an O2-gradient in which aerobic and anaerobic environ-
ments are separated by short diffusion distances (i.e., tens of
microns). We believe our observation that melanin can undergo
redox-cycling with environmental chemicals and drugs may
provide new and important insights of chemical toxicities
and off-target drug activities.

The fabrication of composite films with graphene and black-
soldier-fly (BSF) melanin and the operando analysis of these
films enabled us to show that electrons can be directly trans-
ferred from an electrode through graphene to switch melanin’s
redox state. Potentially, this direct electron transfer may involve
interactions between graphene and melanin’s p-electrons as
suggested in Fig. 5b. Future studies may assist in understanding
how melanin’s redox activities are related to its reported electro-
nic and ionic conductivities.7,20,22,74,104–107

With an even greater level of speculation, one can ponder
whether melanins play an energetic role in biology. In technology,
redox-active catechols are gaining increasing attention as super-
capacitors because they offer redox-capacitance for increased
energy storage.21,42,108–111 Since melanins also accept, store and
donate electrons, they also offer redox capacitor properties, and
the question is whether biology utilizes this energy-storage cap-
ability? The pigmented epithelium of the retina of migratory birds
has long prolongations filled with melanin112 which might serve as
light/energy capacitor during nocturnal flights.113 Tantalizing
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evidence suggests that melanin may enable fungi to harvest
radiation energy through yet-to-be discovered metabolic
mechanisms.114,115 Melanin-mediated ionizing radiation-sensing
in radio-adapted strains of melanized fungi resulted in their
enhanced growth in comparison with non-melanized controls
and provided more resistance to environmental oxidants such as
H2O2.116,117 Currently it is not known if/how biology uses melanin
for energy harvesting and storage and if it does, whether redox
mechanisms are involved. However, this example illustrates that
there remain many unanswered questions concerning melanin’s
biological function.

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

This work was supported by the National Science Foundation
(CBET #1932963 and MCB #2227598), the Defense Threat
Reduction Agency (HDTRA1-19-0021), and the Gordon and
Betty Moore Foundation (#11395).

References

1 M. d’Ischia, A. Napolitano, A. Pezzella, P. Meredith and
M. Buehler, Angew. Chem., Int. Ed., 2020, 59, 11196–11205.

2 W. Cao, X. Zhou, N. C. McCallum, Z. Hu, Q. Z. Ni, U. Kapoor,
C. M. Heil, K. S. Cay, T. Zand, A. J. Mantanona, A. Jayaraman,
A. Dhinojwala, D. D. Deheyn, M. D. Shawkey, M. D. Burkart,
J. D. Rinehart and N. C. Gianneschi, J. Am. Chem. Soc., 2021,
143, 2622–2637.

3 W. Xie, E. Pakdel, Y. Liang, Y. Jo Kim, D. Liu, L. Sun and
X. Wang, Biomacromolecules, 2019, 20, 4312–4331.

4 J. D. Simon and D. N. Peles, Acc. Chem. Res., 2010, 43,
1452–1460.

5 I. E. Pralea, R. C. Moldovan, A. M. Petrache, M. Ilies-,
S. C. Heghes-, I. Ielciu, R. Nicoară, M. Moldovan, M. Ene,
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