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The dual nature of biomimetic melanin†
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Melanin-inspired nanomaterials offer unique photophysical, electronic and radical scavenging properties

that are widely explored for health and environmental preservation, or energy conversion and storage.

The incorporation of functional melanin building blocks in more complex nanostructures or surfaces is

typically achieved via a bottom-up approach starting from a molecular precursor, in most cases dopa-

mine. Here we demonstrate that indeed, the oxidative polymerization of dopamine, for the synthesis of

melanin-like polydopamine (PDA), leads to the simultaneous formation of more than one nanosized

species with different compositions, morphologies and properties. In particular, a low-density polymeric

structure and dense nanoparticles (NP) are simultaneously formed. The two populations could be separ-

ated and analyzed in real time using a chromatographic technique free of any stationary phase (flow field

fractionation, FFF). The results following the synthesis of melanin-like PDA showed that the NP are

formed only during the first 6 hours as a result of a supramolecular self-assembly-driven polymerization,

while the formation of the polymer continues for about 36 hours. The two populations were also separ-

ated and characterized using TEM, UV–vis absorption spectroscopy, fluorescence and light scattering

spectroscopy, DLS, FTIR, ζ-potential measurements, gel electrophoresis and pH titrations. Interestingly,

very different properties between the two populations were observed: in particular the polymer contains

a higher number of catechol units (8 mmol g−1 –OH) with respect to the NP (1 mmol g−1 –OH) and pre-

sents a much higher antioxidant activity. The attenuation of light by NP is more efficient than that by the

polymer especially in the Vis-NIR region. Moreover, while the NP scatter light with an efficiency up to 27%

they are not fluorescent, and the polymer does not scatter light but shows an excitation wavelength-

dependent fluorescence typical of multi-fluorophoric uncoupled systems.

1. Introduction

Melanin-like materials, and in particular polydopamine (PDA),
are finding outstanding applications in fields of high social
and economic impact associated with human health,1 energy
conversion and accumulation, and environmental preser-
vation.2 The main reason for this success is that melanin-like
nanomaterials combine an intrinsic biocompatibility with sim-
plicity of preparation in their biomimetic forms, unique
optical and electronic properties and unprecedented
multifunctionality.

Although these unique features have been recognized and
widely explored, these materials present a high complexity and
a large variety of structures and morphologies, which are
obscure up to now, making even their classification quite
challenging.2b,3 In particular, even though PDA has found
numerous applications in the form of films, water-soluble
polymers and nanoparticles (NP), the relationship between the
optical, chemical, physical and electronic properties of these
materials and their chemical structure and morphology is still
ignored to a large extent.2b In fact, the main efforts of the
scientific community have been mostly directed towards devel-
oping synthetic procedures able to lead to the main, but
maybe not exclusive, formation of a specific form of PDA (e.g.
NP rather than films). However, the actual presence of
different PDA species in the same synthetic procedure was typi-
cally ignored, as well as the different mechanisms that lead to
their formation. Here we demonstrate that in a typical prepara-
tive process, different forms of PDA are produced simul-
taneously, starting from the same molecular precursor dopa-
mine (DA), and that they present very different properties. We

†Electronic supplementary information (ESI) available: Experimental details
about synthesis and characterization. See DOI: https://doi.org/10.1039/
d3nr04696f
‡These authors contributed equally.

aDepartment of Chemistry “Giacomo Ciamician”, Via Selmi 2, 40126 Bologna, Italy.

E-mail: valentina.marassi@unibo.it, marco.montalti2@unibo.it
bTecnopolo di Rimini, Via Dario Campana, 71, 47922 Rimini, Italy

This journal is © The Royal Society of Chemistry 2024 Nanoscale, 2024, 16, 299–308 | 299

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

5 
N

ov
em

be
r 

20
23

. D
ow

nl
oa

de
d 

on
 7

/2
7/

20
25

 8
:4

1:
26

 P
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
View Journal  | View Issue

http://rsc.li/nanoscale
http://orcid.org/0000-0003-1807-4238
http://orcid.org/0000-0003-0895-4776
http://orcid.org/0000-0002-7083-2211
http://orcid.org/0000-0001-6227-0899
https://doi.org/10.1039/d3nr04696f
https://doi.org/10.1039/d3nr04696f
https://doi.org/10.1039/d3nr04696f
http://crossmark.crossref.org/dialog/?doi=10.1039/d3nr04696f&domain=pdf&date_stamp=2023-12-20
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3nr04696f
https://pubs.rsc.org/en/journals/journal/NR
https://pubs.rsc.org/en/journals/journal/NR?issueid=NR016001


also propose a chemical mechanism through which the
different forms of PDA are produced, which, in particular,
explains how the polymerization can lead either to poorly
branched low-density polymeric species or to highly cross-
linked materials as NP. Moreover, the important role of self-
assembly in the formation of NP is underlined.4

In order to do this, two different strategies are combined.
In the first approach, the formation of PDA starting from the
molecular precursor DA in real time is followed by combining
UV–vis absorption spectroscopy, dynamic light scattering
(DLS) and field flow fractionation (FFF). FFF is a soft, size-
based separation technique performed in the absence of a
stationary phase thanks to the presence of a transversal field;
when the field is in a perpendicular flow of solvent, the tech-
nique is named flow-FFF or F4. This technique can separate
and characterize populations such as proteins, colloids, poly-
mers and particulate materials up to about 100 μm in size,
preserving their native state and allowing conformational
freedom.5 The micro-volume variant of FFF, hollow-fiber flow-
field flow fractionation (HF5), offers high performance, short
analysis time and low dilution, also allowing applications
where a disposable device is needed to avoid cross-contami-
nation. Over the FFF separation profile, species differentially
forming over time are separated by their hydrodynamic size
and can be observed separately; their respective formation can
be followed and characterized individually. A combination of
studies clearly demonstrated the simultaneous formation of
low-density poorly branched polymers (P) and dense NP.
Interestingly, both P and NP present the most typical feature of
melanin-like species, which is the broad absorption band
spanning the UV to the near infrared (NIR) region. For this
reason, the two species are quite similar in terms of “color-
ation”, but they can be easily separated and discriminated in
real time by FFF, a separation technique that allows one to
quantify the contribution of the different morphologies in
terms of mass fraction during the PDA formation reaction and
hence investigate the formation kinetics of the PDA P and PDA
NP. These results demonstrate that the formation of the NP
occurs in the first 6 hours of the reaction, while P production
continues up to 36 hours after the beginning of the reaction.
We would like to stress that up to now, no experimental tech-
niques have been proved to be able to separate the different
products of DA polymerization in real time. In fact, separation
techniques typically exploit a stationary phase that is an
obstacle for the analysis of PDA as it is known to “stick”
efficiently to every material.3a,6 As a consequence, these separa-
tive analyses can strongly perturb the PDA system affecting the
obtained results and outcome. Since FFF does not use any
stationary phase,7 it can be efficiently exploited not only for
the isolation of the single component of PDA8 but also for
their analysis from an optical and morphological point of
view.9

In the second approach, the PDA NP was separated from
the PDA P at the end of the polymerization reaction and were
characterized separately by comparing their chemical and
physical properties. In particular, the materials were character-

ized by UV–vis absorption spectroscopy, fluorescence spec-
troscopy, including mapping, Fourier transform infrared spec-
troscopy (FTIR), dynamic light scattering (DLS), and trans-
mission electron microscopy (TEM). In order to identify and
quantify the different functional groups present, pH titration
experiments were performed on both the P and NP. The
charges of the species formed at different pH levels were
identified by ζ-potential measurements in the case of the NP
and by gel electrophoresis in the case of the P. Our results
demonstrate that the P and NP exhibit very different pro-
perties. This is particularly important from the application
point of view since the two forms of PDA are expected to offer
very different performances in the same application. Here, for
example, the antioxidant activities of the P and NP were com-
pared using the typical DPPH scavenging test showing that the
P is a much more effective antioxidant than the NP. Similar
differences are expected when the two forms of PDA are used
for other important applications such as surface coating or
metal removal. In general, we would like to stress that even the
definition of PDA should be reconsidered since this name
refers to species with very different chemical, physical, optical
and electronic properties.

2. Results and discussion

In this work we investigated the formation of PDA during a
typical oxidation process of DA using atmospheric oxygen in a
1 : 3 mixture of EtOH/H2O in the presence of 0.1 M NH4OH.
This reaction was widely exploited for the production of PDA
NP with good mono-dispersity and controlled diameter suit-
able for nanomedicine10 or for the fabrication of structural
pigments.11

As depicted in Fig. 1, the oxidation and polymerization of
the molecular precursor DA are known to lead to the formation
of NP.2d,12 However, the formation of a polymeric structure
(MW ∼11.2 kDa) under similar reaction conditions has been
also demonstrated by Messersmith and coworkers.13 As shown
in Fig. 2a, the previously mentioned oxidative-polymerization
reaction that leads to the formation of PDA produces a dra-
matic change, during the reaction, in the color of the reacting
solution. In fact, melanin-like materials present a typical
broad-band absorption in the red-NIR region responsible for a
characteristic dark-brown coloration (while DA only absorbs in
the UV region). Hence, the formation of PDA can be simply
detected by following, during the reaction, the absorbance of
the reaction mixture in the red-NIR region (e.g. 700 nm). As
shown in Fig. 2a, the absorbance at 700 nm increases during
the reaction with a kinetic behavior that could be fitted with a
simple first order process with a kinetic constant k =
0.084 h−1. On the other hand, this change in the absorbance
does not allow the identification of the different forms of PDA
produced during the reaction process. In order to do this, 5 µL
samples of the reaction mixture were injected into the FFF
channel at different reaction times and were analyzed using
UV–vis absorption and multi angle light scattering (MALS)
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detectors. Particularly, the absorbance at 700 nm was followed
by the characteristic signal of PDA as mentioned before. As
shown in Fig. 2b, FFF made possible the separation of the two
different forms of PDA upon elution of the reaction sample. In
the exemplificative typical elution plot (fractogram) shown in
Fig. 2b (recorded after 4 h reaction), the absorbance is pre-

sented as a function of the elution time and two different
absorption peaks can be detected at elution times t1 and t2.
Indeed, the presence of these two peaks clearly demonstrates
the existence of two different PDA species.

Interestingly, we observed that following the PDA formation
reaction for 6 days: (i) the elution profiles always presented the
same two peaks with retention times t1 and t2 and (ii) the two
retention times, t1 and t2, did not change significantly during
the reaction. This result can be observed in Fig. 2c where the
elution times (t1 and t2) are plotted as a function of the reac-
tion time showing that they are almost constant with the
values t1 = 3.9 min and t2 = 8.4 min corresponding to peak 1
and peak 2 in the fractogram.

We would like to stress that since the measured retention
time is directly proportional to the hydrodynamic radius rH,
we can conclude that beside the complexity of the system, (i)
only two main different PDA populations are formed during
the reaction, and that (ii) the hydrodynamic radius rH of these
two species does not change during the reaction, being con-
stant at rH1 = 2.7 and rH2 = 90 nm.

In order to give complete information about the optical pro-
perties of the two species, the 3D spectra at different reaction
times are reported in Fig. 3. These spectra represent the absor-
bance spectra (z-axis) measured in the 200–800 nm range as a
function of the absorption wavelength (x-axis) and the reten-
tion time (y-axis). In particular, in Fig. 3 we report three repre-
sentative 3-D spectra acquired at 2 h, 8 h and 6 days of reac-
tion. Both the formed species present the characteristic broad-
band absorption ranging from the UV to NIR region, which is
typical of melanin-like materials. Moreover, the spectra in

Fig. 2 (a) Absorbance at 700 nm measured for a solution of DA at different times after the preparation (reaction time). The signal could be fitted
according to a first-order kinetics with k = 0.084 h−1. (b) A typical fractogram obtained by FFF analysis showing the two peaks at retention times t1
and t2 for P and the NP, respectively. (c) Retention times t1 and t2 corresponding to the species P (black circles) and NP (red squares) measured at
different reaction times by FFF. (d) Absorbance (peak area) of the species P (black circles A1) and NP (red squares A2), separated by FFF at different
reaction times.

Fig. 1 Oxidation and polymerization of DA occurred through two
different pathways leading to the simultaneous formation of NP (path 1)
and low-density polymers (P).
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Fig. 3 also reveal that while the rH of the two species does not
change during the reaction, in contrast, a relevant difference is
observed in the concentration ratio of the two species at
different reaction times.

In particular, as shown in Fig. 3a, considering the absor-
bance in the red-NIR region (typical of melanin-like materials)
after 2 h of reaction, the species with a higher retention time
t2 and the largest hydrodynamic radius rH = 90 nm was domi-
nant, while the smaller species with a shorter retention time t1
and the smallest hydrodynamic radius rH = 2.7 nm produced
weaker absorption. As shown in Fig. 3b, after 8 h of reaction,
the two species contributed almost equally to the absorption
in the NIR region, while after 6 days the smallest species was
dominant (Fig. 3c). In order to have complete information
about the contribution of the two species to the total absorp-
tion in the red-NIR region at different reaction times, the
absorbance at 700 nm of peak 1 and peak 2 (A1 and A2, respect-
ively), upon separation by FFF, was reported as a function of
the reaction time in Fig. 2d. According to the data shown in
this figure, the formation of the species with the largest rH is
dominant during the first hours of the reaction. Moreover, its
concentration stopped increasing after about 6 hours and
remained unaltered even 6 days after the reaction. In contrast,
the concentration of the smaller species increased gradually
with time up to about 36 h of reaction.

The results reported above clearly demonstrate that oxi-
dative-polymerization of DA under the analyzed conditions
leads to the formation of two different melanin-like species
with very different hydrodynamic radii. In order to identify the
two species, the reaction was also followed by DLS. The scatter-
ing intensity, which depends on both the size of the NP and
their concentration, already started increasing 0.5 h after the
beginning of the reaction and DLS analysis revealed the pres-
ence of the NP of about 60 nm radius. Interestingly, the scat-
tering signal continued increasing up to 6 h of reaction after
which it remained at a constant value. This result demon-
strates that the scattering signal is associated with the pres-
ence of the NP and it stopped changing when their formation
was completed. It is also worth noticing that the size of the NP
remained unchanged during the whole reaction time and only
their concentration changed. The population with the smaller

rH could not be detected by DLS and the DLS signal did not
change significantly after 6 hours of reaction. A combination
of FFF with MALS was hence used to analyze the morphology
of the smallest species: MALS in fact allows us, in combination
with light absorption measurements, to perform morphologi-
cal analysis and estimate the molecular masses. Different from
the case of the NP, morphological analysis of the smallest rH
population demonstrated that it consists of a low-density
polymer P with a molecular mass around 100 kDa, which is
compatible with the one measured by Messersmith and co-
workers. Additionally, a molecular mass of about 109 Da was
obtained for the population of the NP. We would like to stress
that, as shown in Fig. 2c, the retention time of the polymer P,
t1, did not change during the 140 h reaction time. Since the
retention time depends on the size of the polymer we can con-
clude that this does not change during the reaction.

MALS analysis of the NP, on the other hand, confirms and
further verifies the DLS data. After 24 h of reaction, the MALS
results revealed a gyration radius rG = 71.5 (±2.9%) nm, while
the conformational analysis showed a slope of 0.33 corres-
ponding to a spherical conformation. We would like to stress
that only in the case of a spherical object the gyration radius
rG is expected to correspond to 0.78 × rH, as in the case of the
NP. The formation of the polymer P and the NP was also con-
firmed by the SEM images shown in Fig. 4.

2.1. Comparison of the properties of the P and NP

As discussed above, the PDA NP was formed only during the
first 6 hours of the reaction, while the production of P contin-
ued progressively for about 36 hours. The final composition of
the dark colored suspension at the end of the reaction, and in
particular after 6 days of reaction, was analyzed by separating
the NP and P by centrifugation. The final system contained P
at a concentration of 3.2 mg ml−1 and NP at a concentration of
0.4 mg ml−1.

Despite their similar dark coloration (see Fig. 4a, inset) the
P and NP showed very different physical, chemical, optical and
electronic properties. As far as optical properties are con-
cerned, the UV–vis spectra recorded for the NP suspension
were the combination of an absorption and a scattering contri-
bution that, together, represent attenuation.

Fig. 3 A 3-D plot acquired for the elution of a solution of DA at different times after the preparation (reaction time). Plots a, b and c correspond to
2 hours, 8 hours and 6 days reaction times, respectively.
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The mass attenuation coefficient µm values for the P and
NP are shown in Fig. 5a and they are considerably different,
especially at the higher wavelengths. This difference is, to a
large extent, due to the different scattering efficiency of the P
and NP. Large NP (d ∼200 nm) are in fact expected to scatter
light very efficiently. The ability of the P and NP to scatter light
differently can be qualitatively observed in the inset of Fig. 5b,

where a laser beam (635 nm) passing through two samples
with the same concentration of the P and NP (5 µg mL−1) is
shown. Only in the case of the NP light is scattered and can be
seen at 90° observation. From the quantitative point of view, in
order to determine the scattering efficiency of the P and NP, a
suspension of SiO2 NP, which is known to scatter light without
absorbing it, was used as a reference. The scattering efficiency
as a function of wavelength is reported in Fig. 5b. The scatter-
ing spectra confirm that P is very poorly efficient in scattering
light, while the NP presents a scattering efficiency that is par-
tially wavelength-dependent and which is as high as 27%
around 600 nm. When fluorescence is considered, the P and
NP present very different behaviors. In particular, Fig. 5e
shows that when the P and NP (same concentration, 10 µg
mL−1) were excited with a light beam at 460 nm, only scattered
light with the same color of the excitation could be detected in
the case of the NP, while in the case of the P a greenish fluo-
rescence could be detected. These qualitative observations
were confirmed using fluorescence steady state spectroscopy.
In the case of the NP, the fluorescence spectrum was domi-
nated by the scattering signal, while in the case of the P an
excitation-dependent fluorescence was observed. In order to
characterize the fluorescence of the P in detail, a fluorescence
map of a solution of P (10 µg mL−1) was acquired and is
shown in Fig. 5c. The fluorescence pattern observable in
Fig. 5c is typical of systems with an excitation wavelength-

Fig. 5 (a) Mass attenuation coefficients of P and NP; inset: digital picture of P and NP. (b) Scattering efficiency spectrum of P and NP; inset: digital
picture of P and NP irradiated with a 635 nm laser. (c) Emission map of P. (d) Fluorescence spectra of P at different excitation wavelengths. (e) Digital
picture of P and NP excited with a blue (460 nm) light beam. (f ) Digital picture of P excited with different wavelength laser beams.

Fig. 4 SEM images of NP obtained after 3 h (a) and 6 h (b) of reaction.
SEM images of P obtained after 3 h (c) and 6 h (d) reaction. Scale bar is
200 nm in all the cases.
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dependent emission as confirmed by the fluorescence spectra
recorded at different excitation wavelengths shown in Fig. 5d.

Different emission colors at different excitation wavelengths
for the same P sample could also be detected with a digital
camera by selecting different wavelengths of an argon laser for
the excitation as shown in Fig. 5f. This kind of behavior is
typical of systems containing different independent fluoropho-
ric units, which can be independently excited and detected.

In order to better understand the process of the formation
of the P and NP the oxidation of DA was investigated at
different initial concentrations of the precursor and the
amounts of P and NP obtained after 36 hours were compared.
The results are shown in Fig. 6 and they clearly indicate that

NP are formed only at high concentration of DA while P can be
formed also at low DA concentration.

2.2. Morphology and functional groups of P and NP

The different morphologies of the P and NP were clearly
demonstrated by TEM. As shown in Fig. 7a and b, in the case
of the NP, spherical particles with a diameter of about 160 nm
could be detected while, in contrast, upon drying on the TEM
grid P only a black solid material was formed. The two
samples presented two completely different FTIR spectra, as
shown in Fig. 7c. Different morphologies are also observed in
the SEM images in Fig. 4.

In order to identify and quantify the acidic group present in
the P and NP, pH titration experiments were carried out. For
these experiments, solutions of the two species with the same
concentration (1 mg mL−1) were used by adding NaOH in
order to bring the initial pH to 11. Then, a solution of HCl (1
M) was gradually added and the pH was measured with a pH
meter. Fig. 7e shows the pH changes measured upon the
addition of HCl in the case of the P or NP (1 mg ml−1) com-
pared to the changes observed only for a solution of NaOH at
pH 11. The results showed that, as expected, for the pure
NaOH solution, the pH dropped to a very low value after the
addition of 1 mM HCl. In contrast, in the case of the NP, the
pH drop was shifted by 1 mM, demonstrating the presence of
a fraction of a protonable group in the NP (2 mmol g−1).
Interestingly, in the case of the P, the shift of the pH drop was
much more consistent than for the NP. Additionally, it is poss-
ible to identify two different protonation processes, one at
about pH = 9.0 and the second one at about pH = 6.0. The

Fig. 6 Concentration of NP (black dots) and P (red dots) obtained after
36 hours of oxidation of DA at different initial concentrations of DA.

Fig. 7 TEM images of P (a) and NP (b). (c) FTIR spectra of P and NP. (d) ζ-potential of NP as a function of pH. (e) pH titration of P and NP. (f ) DPPH
degraded by P and NP at different concentrations.
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former corresponds to an addition of ∼4 mM HCl, while the
second to an addition of ∼1 mM HCl. In order to identify the
protonable groups present in the P and NP, we performed
further measurements for the determination of the actual
charge of the P and NP as a function of the pH. In the case of
the NP, this could be done using light scattering to measure
the ζ-potential, which is a measurement of the surface charge
of the NP. These results are shown in Fig. 7d and they clearly
demonstrate that the ζ-potential of the NP is negative, inde-
pendent of the pH, and is about 0 mV at pH below 4. This
observation demonstrates that, beside the presence of a pro-
tonable amino group in the NP’s molecular precursor DA, no
protonable amines are present in the NP. Additionally, based
on the data of Fig. 5d, it is possible to state that the NP have a
strongly negative ζ-potential of ∼40 mV at an alkaline pH level
(11), but a less negative ζ-potential of ∼20 mV at a neutral pH
level (7) and that the protonation occurs at a pH of ∼9.
Moreover, based on Fig. 5d it is also obvious that further proto-
nation occurred at a pH of ∼5 leading to a non-charged
species. The lack of charges at pH 3 on the NP is also demon-
strated by the instability of the suspension (colloidal stability
is expected to increase with the absolute value of the
ζ-potential) that leads to the precipitation of the NP after a few
hours. All these observations suggest that the protonation at a
pH of ∼9 involves the residual –O− catechol groups, which are
still present in the NP after DA polymerization. The second
protonation at the pH of ∼5, on the other hand, is compatible
with the presence of carboxylates, –COO−, in the NP produced
by the oxidation of DA.

In the case of the P, the charges at different pH levels could
not be determined by light scattering. Hence, agarose gel elec-
trophoresis was performed. In addition, in this case, the
results demonstrated that P was negative at pH >3 and it
migrated towards the positive electrode in the electrophoretic
experiment. At pH <3, no migration of P could be detected.
This observation is consistent with the precipitation of P,
observed at acidic pH and due to the lack of any charge in this
condition mitigating the stability. As discussed above, the
results of the titration experiments depicted in Fig. 7e show
that the protonation of the P takes place at pH levels of about
9 and 6, similar to what was observed for the NP. What is radi-
cally different on the other hand is the fraction of the –OH and
–COOH groups present in the two species P and NP. In the
case of the P, the fraction of –OH can in fact be estimated to
be as high as 8 mmol g−1 and that of –COOH to be as high as
2 mmol g−1. In contrast, for the NP the total fraction of the
–OH and –COOH groups is about 2 mmol g−1. Moreover, since
the two protonation processes observed in the ζ-potential
measurements produce a similar change (20 mV), it is
expected that the fractions of the –OH and –COOH groups are
similar and hence 1 mmol g−1 for both. All these results can
be summarized, concluding that in the NP the molecular pre-
cursor DA undergoes a stronger oxidation and the fraction of
the residual –OH group is about one order of magnitude less
than that in the P. This conclusion was demonstrated by
experiments on antioxidant activity and, in particular, compar-

ing the DPPH quenching ability of the P and NP. Briefly, in
this kind of experiment the ability of a substance to degrade
an easily detectable radical is compared. The results shown in
Fig. 7f clearly indicate that at a concentration 40 µg ml−1, the P
was able to degrade about 33% of the DPPH radical, while the
NP degraded only 3%. This result is very interesting since the
antioxidant activity of melanin-like materials has been associ-
ated with the presence of residual –OH catechol groups.14

Therefore, the decreased antioxidant activity of the NP can be
ascribed to the low concentration of these groups, which has
been demonstrated by the above measurements.

2.3. Mechanism of P and NP formation

Summarizing our results, we demonstrate that: (i) the NP pre-
sents a high density and hence a high level of cross-linking,
while the P is less dense and presents a lower molecular
weight; (ii) no protonable amines are present neither in the P
or in the NP; (iii) the formation of the NP occurs within the
first 6 hours of DA polymerization, while the P is gradually
formed for 36 h; and (iv) the formation of NP occurs only at
high concentrations of the precursor DA.

We recently demonstrated that the formation of a supramo-
lecular adduct between DA and oxidized DA can be detected
during the initial stages of oxidation of DA.4 This process
favors the reaction of orthoquinone, resulting from DA oxi-
dation, with DA itself leading to the polymerization.
Concentration dependent experiments clearly showed that NP
are formed only at high concentrations of DA and the for-
mation stops when the concentration decreases under a criti-
cal value (reached after 6 hours at an initial PA concentration
of 2.6 mM). These results suggest that the formation of large
aggregates of DA and oxidized DA occurs at high DA concen-
tration leading to the formation of the NP.

3. Conclusions

We demonstrated that upon the oxidative-polymerization of
DA in the presence of atmospheric oxygen, both dense NP and
low-density polymer P were simultaneously formed. In particu-
lar, the NP was formed only in the first 6 hours of the reaction,
while P continued to polymerize up to 36 hours after the
beginning of the reaction. The process was driven by the
supramolecular association of DA and its orthoquinone
product after oxidation, while P was formed also at low DA
concentration and it resulted mostly from the linear polymeriz-
ation of the DHI units produced by DA cyclization, the NP was
formed only at high DA precursor concentration. The P and NP
presented different compositions and optical and chemical
properties. In particular, the NP is detectable by TEM and SEM
as spheres of about 160 nm, a size compatible with FFF, DLS
and SLS measurements, while the TEM and SEM images of P
showed large aggregates. The combination of ζ-potential
measurements, gel electrophoresis and pH titration revealed
that P contained about 8 mmol g−1 catecholic –OH group and
2 mmol g−1 –COOH group. In contrast, NP contained only a
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minor fraction of the catecholic –OH (1 mmol g−1) and less
–COOH (1 mmol g−1). The different densities of the catechol
units made the NP a significantly less effective antioxidant
than the P.

Regarding their optical properties, both the P and NP
exhibited the characteristic broad band absorption of melanin-
like compounds; however, the light attenuation by the NP was
more effective than that of the P especially in the vis-NIR
region. Regarding excited state deactivation, the P showed an
excitation wavelength dependent fluorescence, typical of multi-
fluorophoric decoupled systems, while the NP presented no
fluorescence but they scattered light with an efficiency as high
as 27%. The different chemical compositions of the P and NP
was also demonstrated by the very different FTIR spectra. We
believe that these results need to be taken into consideration
in the design and development of new melanin-based nano-
platforms for nanomedicine, energy conversion and environ-
mental remediation.
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