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In this work, we measured the metal-binding sites of natural and synthetic dihydroxyindole (DHI) melanins and their respective
interactions with Fe(III) ions. Besides the two acid groups detected for the DHI system: catechol (Cat) and quinone-imine (QI),
acetate groups were detected in the natural oligomer by potentiometric titrations. At acidic pH values, Fe(III) complexation with
synthetic melanin was detected in an Fe(OH)(CatH2Cat) interaction. With an increase of pH, three new interactions occurred:
dihydroxide diprotonated catechol, Fe(OH)2(CatH2Cat)−, dihydroxide monoprotonated catechol, [Fe(OH)2(CatHCat)]2−, and an
interaction resulting from the association of one quinone-imine and a catechol group, [Fe(OH)2(Qi−)(CatHCat)]3−. In the natural
melanin system, we detected the same interactions involving catechol and quinone-imine groups but also the metal interacts with
acetate group at pH values lower than 4.0. Furthermore, interactions in the synthetic system were also characterized by infrared
spectroscopy by using the characteristic vibrations of catechol and quinone-imine groups. Finally, scanning electronic microscopy
(SEM) and energy-dispersive X-ray (EDS) analysis were used to examine the differences in morphology of these two systems in
the absence and presence of Fe(III) ions. The mole ratio of metal and donor atoms was obtained by the EDS analysis.

1. Introduction

Melanin is an ubiquitous oligomeric pigment found in
plants and in the hair, skin (eumelanins), and brain (neu-
romelanins) of animals. The two major chemical monomers
are 5,6-dihydroxyindole (DHI) and 5,6-dihydroxyindole-2-
carboxylic acid (DHICA) as shown in Figure 1 [1, 2]. The
pigment can be synthesized, usually by auto-oxidation of
catechols or by tyrosinase-catalyzed oxidation of tyrosine
or Dopa [3, 4], to give oligomeric sheets as illustrated in
Figure 2. In this work, we also use an enzymatic process
for the isolation of eumelanin from human black hair, first
described by Novellino et al. [5], which allows isolation of
intact pigment particles for structural characterization.

Previous reports have shown that the affinity of divalent
metals like Cu(II) and Zn(II) for melanin has a significant
effect on the structure of melanin aggregates [6]. The binding
of metal ions to melanin also accelerates its bleaching under

air or peroxide; for example, melanin-copper complexation
has been implicated in Fenton-like catalytic oxidations [7].
Other researchers have studied the binding of Fe(III) by
melanins [8–10] and shown that this ion accelerates the
air oxidation of DHI and DHICA and suggested that a
similar increase in iron-promoted oxidative stress in the
substantia nigra is linked to the loss of melanin observed
during Parkinson’s disease [11–15]. In related studies, we
have shown that metal ion complexes, which induce passive
uptake of the metal ions into cells, show significant toxicity
towards melanin-producing melanoma cells [16].

In this work, we measure the interaction of synthetic
melanin (DHI) and natural melanin with Fe(III) ions
using potentiometric titrations in combination with math-
ematical fitting functions. The results are correlated with
infrared spectroscopy and scanning electronic microscopy
with energy-dispersive X-ray analysis to quantify the binding
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Figure 1: Precursors of the melanin oligomers.
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Figure 2: Model of DHI melanin oligomerization.

sites and to see the morphological differences in these types
of melanin.

2. Experimental

2.1. DHI Melanin. Stock solutions of synthetic melanin were
derived from air oxidation of 5,6-dihydroxyindole (DHI),
generated in situ by hydrolysis of 5,6-diacetoxyindole (DAI)
obtained from TCI America, Portland. The DAI starting
material (120 mg, 0.5145 mmol) was treated with 20% molar
excess of KOH (1.28 mmol in 250 mL in deionized water),
and the mixture was vigorously stirred until the DAI was
completely reacted [6]. DAI is not very soluble in water, but
as the reaction progresses over 6 hours, all of the DAI is
consumed.

2.2. Natural Melanin Extraction. Hair melanin was obtained
by the method described by Novellino et al. [5]. Locks of
black hair were washed several times with acetone, distilled
water, and a few portions of chloroform. Afterwards, the
hair was dried at room temperature and cut to bands of
about 5 cm. About 5 g of hair was homogenized with a

glass pestle in 50 mL of 0.1 M phosphate buffer at pH
7.5, and the homogenate was submitted to the following
treatments: dithiothreitol (0.5 g) was added and the resulting
mixture stirred at 37◦C under a stream of argon for 18 h.
Then, proteinase K (10 mg) and dithiothreitol (0.5 g) were
added to the mixture and left stirring at 37◦C under argon
for an additional 18 h. The mixture was centrifuged for
10 min, and the resulting pellet extensively rinsed with
water. The precipitate was then suspended in 30 mL of
0.1 M phosphate buffer pH 7.5, with papain (10 mg) and
dithiothreitol (50 mg). This mixture was stirred for 18 h at
37◦C under argon and centrifuged as earlier. The black pellet
collected, after 6 washings with water, was resuspended in
10 mL of 0.1 M phosphate buffer, pH 7.5, with protease
(10 mg) and dithiothreitol (20 mg) added, and the mixture
was stirred for 18 h at 37◦C under an argon stream. An
oxygen-free solution of 2% w/v Triton X-100 was added, and
the mixture was stirred for 4 h at room temperature under
argon and then centrifuged (4000 rpm) for 20 min. After
washing once with water : methanol 1 : 1 v/v, and four times
with water, the black pellet was treated again with protease
and dithiothreitol as described earlier. The pigment pellet,
collected by centrifugation (4000 rpm for 20 min), was dried
over NaOH in presence of CaCl2 for 24 h to give 200 mg of
melanin.

2.3. Potentiometric Titration. The potentiometric studies
were carried out in water solution with a Metrohm Titrino
plus 350 automatic titrator combined with an Ag/AgCl
electrode. The experimental samples were analyzed in a
50 mL sealed thermostated cell that was maintained at 25◦C,
bubbled with argon to ensure an inert atmosphere. The
pH of the experimental solution (20 mL of DHI melanin)
was adjusted to 11 with 0.100 M KOH (CO2 free, Backer
Dilut-It) and back-titrated with 0.100 M HCl. For the native
melanin, a 40 mg sample of the melanin particles extracted
from hair was dispersed in 20 mL of twice-distilled water. For
the Fe(III)-treated samples, melanin solutions were titrated
in the presence of metal ions in melanin : metal ion molar
ratio of 2 : 1. The Fe(III) solutions were standardized with
EDTA [17], and the amount of added HCl to avoid metal
hydrolysis was determined by Gran’s Plot [18]. The melanin
samples were homogenized for 30 minutes to guarantee
total equilibration before measurements. The pH of the
experimental solutions was brought to 11.0 and back titrated
with aliquots of 0.100 M HCl until pH 3.0. The time to
reach the equilibrium in each experimental data was about
15 minutes.



Bioinorganic Chemistry and Applications 3

2.4. Infrared Studies. For the IR studies, synthetic melanin
was first complexed with Fe(III) by Korytowski method [19]
with little modification; this method is used for complexes
formed with oligomers and bimolecular systems. A portion
of stock DHI solution (40 mL) was mixed with 5 mL of
0.01 M FeCl3 solution, and the pH of solutions was brought
to 4.0 and 10.0, adjusted by 0.1 M HCl or 0.1 M NaOH
solution. FeCl3·6H2O, (Vetec Ltd.) was used. The mixtures
after 3 h were precipitate at 0◦C and filtered, the solid was
washed with twice-distilled water and dried at vacuum.

The analysis was carried out in KBr pellets with approxi-
mately 5–10 mg of the samples at spectrometer Perkin-Elmer
FT-IR 1600 with computer detect system, in the region of 500
to 4000 cm−1.

2.5. Scanning Electron Microscopy and EDS Analysis. The
samples with pure synthetic melanin and those coordinated
to Fe(III) (as described in 2.4) were prepared with silver
glass and coated with gold. A Philips XL 30 SEM was used
to examine the samples at 30 kV and a 20◦ tilt. Images
were captured using the digital software image acquisition,
accolade with the SEM. The EDS spectrum was obtained in
the same instrument.

2.6. Electrochemical Studies. A 6.0 mg portion of 5,6-
diacetoxyindole was dissolved in 12.5 mL degassed ethanol
in a glovebox under nitrogen, to which 0.55 mL 0.1 M NaOH
was added. The solution was stirred and stood for 1 hour,
then diluted up to 25 mL with pH 7.0, 50 mM phosphate
buffer. An ITO plate was submerged in the solution, and
polymerization of DHI on the plate was done using cyclic
voltammetry for 15 cycles at a sweep rate of 50 mV s−1 from
−0.4 V to 0.6 V versus Ag/AgCl. Solutions of 0.1 M CuCl2,
ZnSO4·7H2O, FeCl3, and Fe(SO4)2(NH4)2·6H2O were pre-
pared in atmosphere, degassed, and loaded into glovebox.
Freshly made poly-DHI films were soaked in the metal
ion solutions overnight, then rinsed with deionized water
and stored under nitrogen. UV-Vis spectra were recorded
using a 2-neck UV-Vis electrochemical cell in a solution
of 0.1 M LiCl, pH 7, 50 mM phosphate buffer. Electrodes
were attached, and spectroelectrochemical measurements
were made using bulk electrolysis at various potentials versus
Ag/AgCl.

3. Results and Discussion

3.1. DHI Melanin System. The titration curves for the DHI
melanin in the presence and absence of Cu(II), Zn(II),
and Fe(III) are shown in Figure 3. The buffer region above
pH 9 in the free DHI melanin can be attributed to the
acid-base equilibrium involving catecholic groups which are
present in melanin. The strong buffer below pH 7 can be
attributed to the acid-base equilibrium of quinone-imine
group [6]. The acetate molecules present in the solution
due to DAI hydrolysis were included in the calculation of
the DHI pKa’s and the interaction constants with Fe(III)
ion. The amount of each group was calculated using the
best-fit equilibrium constants in the Best7 program. Also
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Figure 3: The titration curves of DHI melanin in the absence and
presence of metals.

the interaction distribution curves of the Fe(III)-complexed
sites in the DHI-melanin were calculated using the Species
program [20].

The metal curves (Figure 3) are below the free DHI
melanin curve. The curve in the presence of Fe(III) is much
lower than those in the presence of Cu(II) and Zn(II)
ions, indicating that the Fe(III) ion interacts more strongly
than Cu(II) or Zn(II) ions with melanin. The experimental
data was analyzed with the BEST7 [20] program and the
equilibrium constants that were determined are shown in
Table 1. The equilibrium constants of the interactions with
Cu(II) and Zn(II) ions were calculated previously [6]. The
equilibriums detected in the DHI system with Fe(III) are
shown in Scheme 1.

The distribution curves of the interactions in the
DHI melanin system (Figure 4) show that at acidic pH
values, the monohydroxide Fe(OH)(CatH2Cat) interac-
tion predominates. At higher pH values, the dihydroxide
[Fe(OH)2(CatH2Cat)]− interaction increases and is the
predominant interaction at pH 8.4–10.3. At pH values
above 9, two other interactions appear: the dihydroxide
Fe(III) monoprotonated catechol, [Fe(OH)2(CatHCat)]−,
and the dihydroxide Fe(III) quinone-imine monoprotonated
catechol, [Fe(OH)2(Qi−)(CatHCat)]3−. These equilibriums
are shown in Figure 4.

3.2. Natural Melanin System. As with synthetic melanin,
the natural melanin shows the same buffer region above
pH 9 which is a characteristic of the presence of catechol
groups (Figure 5). The interaction of Fe(III) ion is shown by
comparing the two curves (in the presence and absence of the
metal ion). Also, we can see the buffer in pH 6 on the melanin
Fe(III) curve; it represents the complexation of Fe(III) with
the quinone-imine groups.

In natural melanin, the major group is catechol, and
the amount of this group found by potentiometric titration
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Table 1: Equilibrium constants for the interactions of DHI melanin-Fe(III) systems∗.

Equilibria logK (SD)

[Fe(OH)(CatH2Cat)][H+]/[Fe3+][CatH2Cat2−] 42.52 (1.03)

[Fe(OH)2(CatH2Cat)]−[H+]/[Fe(OH)(CatH2Cat)] −8.63 (0.11)

[Fe(OH)2(CatHCat)2−[H+]/[Fe(OH)2(CatH2Cat)−] −10.80 (0.09)

[Fe(OH)2(Qi−)(CatHCat)]3−/[Fe(OH)2(CatH2Cat)2−][Qi−] 5.0 (0.2)
∗Obtained by fitting the average of three or more titrations. SD is standard deviation.
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Figure 5: The titration curves for natural melanin in the absence
and presence of Fe(III).

is 3.977 mmol per gram of melanin; the explanation for
the major group is that the precursor of natural melanin
is the natural amino acid tyrosine, which by hydroxylation
reaction catalyzed by tyrosinase leads to the formation of
catechol groups in the melanin structure. We also detect
quinone-imine 0.300 mmol per gram and 1.188 mmol of
acetate groups per gram of melanin. The pKa values for the
major groups present in the natural melanin are given in
Table 2.

Table 2: Dissociation constants of major groups in natural
melanin∗.

Equilibria − log Ka (SD)

[Ac−][H+]/[HAc] 4.35 (0.10)

[Qi−][H+]/[HQi] 6.30 (0.08)

[HCat−][H+]/[H2Cat] 10.50 (0.12)

[Cat2−][H+]/[HCat−] 12.81 (0.09)
∗

Obtained by fitting the average of three or more titrations.

The distribution curves of the interactions detected by
potentiometric titration are shown in Figure 6. The interac-
tions detected in low pH values 2–4 are resulting from the
competition of Fe(III) by quinone-imine, acetate, and cate-
chol groups (a, b, and c), represented by Fe(Ac)2+, Fe(Qi)2+,
and Fe(OH)(Cat)+. The interactions of Fe(III) with catechol
group predominate at pH values above 3.0. Those interac-
tions are represented by Fe(OH)(Cat), Fe(OH)(Cat)(Qi)−,
Fe(OH)2(Cat)(Qi)2−, and Fe(OH)2(Cat)3−

2 , and the equi-
librium constants of all interactions detected are shown in
Table 3.

The strong complexation of melanin by Fe(III) in
solution was shown by Franz and colleagues [8] using brain
melanins, neuromelanins, where it was found that acidic pH
in the melanin is 1 : 1 coordination with Fe(III). In our work,
we detail the coordinate groups in this pH range in this
proportion: Fe(Ac)2+, Fe(Qi)2+, and Fe(OH)(Cat)+, at pH
4–8, the formation of melanin 2 : 1 species melanin : metal,
in our system represented by the species Fe(OH)(Cat)(Qi)−,
and higher pH values promote the formation of dihydroxy
species.

3.3. Infrared Studies. The IR spectra of synthetic melanin in
the absence and presence of Fe(III) ions are shown in
Figure 7. Shurygina et al. [21] did one of the first IR anal-
yses of melanin and identified three characteristic peaks:
∼3300 cm−1, representative of catechol groups, ∼1625 cm−1,
representative of aromatic C=C and/or carboxylate groups as
well as nitrogen containing heterocycles, and ∼1470 cm−1,
representative of o-hydroxy quinone groups. The complex-
ation of Fe(III) is identified by the shift of the 3313 cm−1

peak, characteristic of melanin in the absence of Fe(III), to
3395 cm−1 at pH 4 and 3407 cm−1 at pH 10 for melanin
in the presence of the metal ion. The presence of quinone-
imine is shown at 1472 cm−1 for melanin alone. In the
presence of metal ions, this peak shifts to lower wavenumbers
(1468 cm−1 at pH 4 and 1350 cm−1 at pH 10). A shift in the
C=O stretching in organic compounds to lower wavenum-
bers by metal complexation was reported by Nakamoto et
al. [22]. The interaction of Fe(III) with the quinone-imime
group was found in the potentiometric study (Figure 3).

3.4. Scanning Electron Microscopy and EDS Analysis. The
scanning electron microscopy images of synthetic and nat-
ural melanin are shown in Figures 8 and 9. Simon et al.
[23] used SEM to examine the structure of natural and
synthetic eumelanins. It was reported that the synthetic
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Table 3: Equilibrium constants for the interactions of natural
melanin-Fe(III)∗.

Equilibrium log K (SD)

[Fe(Ac)]2+/[Fe3+][Ac−] 5.20 (0.20)

[Fe(Qi)2+]/[Fe3+][Qi−] 5.73 (0.22)

[Fe(OH)(Cat)][H+]/[Fe3+][Cat2−] 23.53 (0.18)

[Fe(OH)(Cat)(Qi)−]/[Fe(OH)(Cat)][Qi−] 5.66 (0.15)

[Fe(OH)2(Cat)(Qi)2−][H+]/[Fe(OH)(Cat)(Qi)−] −8.89 (0.05)

[Fe(OH)2(Cat)2
3−][H+]/[Fe(OH)(Cat)][Cat2−] 4.1 (0.08)

∗Obtained by fitting the average of three or more titrations.

samples appear to be amorphous solids while the natural
samples appear to be small spheres. In our studies, the
synthetic melanin appears to be amorphous, organized layers
of melanin. The natural melanin extracted from hair appears
to be small batons rather than spheres as reported in the

literature [18]. In the presence of the Fe(III) ions, the layers
of synthetic melanin are destroyed (Figure 10), and the
amorphous organization predominated.

3.5. EDS Analysis

3.5.1. Melanin Complexes with Fe(III). Potentiometric
results at pH 7 for the catechol complex,
[Fe(OH)(CatH2Cat)], with a C : Fe atom ratio of 15 : 1
are shown in Scheme 1. Table 4 shows semiqualitative
analysis, and Figure 11 shows the EDS spectra of the DHI
melanin complexed with Fe(III), which gives a 15.1 : 1
atom ratio for C : Fe (atom % column), confirming the
potentiometric results. These results confirm that the
structure remains the same in both solution and solid states.
The presence of potassium is due to isolation of the solid in
presence of KCl, and the peak at 2 keV is due to Au, that was
used as sample support for EDS analysis.

3.6. Electrochemical Studies. The redox activity of melanin is
difficult to study in solution, [6, 7] but it has been shown that
melanin can be polymerized onto an electrode, whereby the
electrochemical properties of melanin can be better studied
[7, 24]. Indium-tin-oxide (ITO) electrodes coated with a
polymerized DHI film and treated with Cu(II) and Zn(II)
had been previously studied [7]. For comparison, treatments
of synthetic melanin with Cu(II), and with Fe(II) and Fe(III)
as well, were characterized both by UV-Vis spectroscopy and
spectroelectrochemical equilibrium studies.

Simply treating the poly-DHI ITO plates with metal
ion solution tended to increase the overall absorbance of
the melanin, as shown in Figure 12. The Fe(III)-treated
plates had an absorbance at ∼500 nm while the Cu(II)-
treated plates shad an additional absorbance at ∼680 nm.
These results are consistent with previous reports, which
were interpreted as metal ion coordination changing the
equilibration of the QI/Cat redox states within the melanin,
thus affecting its strong absorbance at 500 nm [7]. Treatment
of the poly-DHI films with Fe(II) caused a loss of film
stability; the films degraded and tended to delaminate off
the surface even when handled anaerobically. But notably,
measurements on Fe(II)-treated films showed a loss of
absorbance at 500 nm.

The change in absorbance at 500 nm between poly-DHI
melanin plates with and without applied potential from
−700 to +500 mV is shown in Figure 13. These absorbance
values are obtained after the poly-DHI plate electrodes
have equilibrated at the applied potential, typically 10 min
after initial charging. The resulting spectroelectrochemical
absorbance versus potential curves can be interpreted as the
effect of metal ion binding on the different redox states of the
melanin. The behavior for poly-DHI melanin and the Cu-
treated melanin is similar, with two apparent redox equilibria
(ca. −150 mV and between −500 and −600 mV).

The behavior of the Fe(III)-treated sample is unique, and
a very distinct transition is observed at about −250 mV, at
lower potential than similar transitions for the poly-DHI
and Cu-treated melanins. The sharp absorbance increase
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Figure 8: SEM images of synthetic melanin.

Figure 9: SEM images of the natural melanin used in the experiments.

Figure 10: SEM images of the synthetic melanin complex with Fe(III).

Table 4: EDS results for the Fe(III)-DHI system.

Element line Weight % Weight % error Atom % Atom % error

C 60.54 ±0.98 75.96 ±1.23

O 19.70 ±0.59 18.55 ±0.56

K 1.29 ±0.25 0.50 ±0.10

Fe 18.48 ±2.14 4.99 ±0.58

Total 100.00 100.00
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within about 60 mV span also implies a uniformity in the
Fe binding sites within the poly-DHI, which is in agreement
with the SEM and EDS results which suggest that the melanin
reorganizes upon exposure to Fe(III), perhaps a greater
binding affinity for one of quinone tautomers. The lower
apparent E1/2 value for Fe(III)-treated melanin indicates that
it is more easily reduced, but again we attribute this to a
melanin-based reduction and not one involving the Fe(III/II)
redox couple.

4. Conclusion

In this work, potentiometric titrations, combined with IR
spectroscopy and EDS, were used to quantify donor groups
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and characterize the interactions of synthetic and natural
melanin with Fe(III). This ion has a great affinity for the
donor groups of both melanins, which is reflected by the
equilibrium constants of the interactions. Catechol is the
major group interacting with Fe(III) in both forms of
melanin. For natural melanin, the interaction products at
neutral and basic pH values are [Fe(OH)2(Cat2−)]− and
[Fe(OH)2(Cat−)2]3−, respectively. In this system appears the
species [Fe(Qi)]2+ at pH above 4, but in the DHI melanin,
the species present in this pH was not calculated because
of the precipitation of the oligomers. The IR spectroscopy
results show the characteristic bands for the formation of the
species: 3300 cm−1 attributed to catechol group, 1625 cm−1

and 1470 cm−1 attributed to the quinone-imine group, and
the interactions of these groups with the metal ions.

The SEM images show that synthetic DHI melanin is
an amorphous solid while natural melanin has a baton
shape. However, in the presence of Fe(III) ion, the melanin
layers are destroyed and an amorphous organization is kept.
Electrochemical measurements confirm that the melanin is
reorganized by treatment with Fe3+. EDS analysis shows
the mole ratio of atoms present in the metal system,
confirming the results of Fe(OH)(CatH2Cat) interaction that
were detected by potentiometric titrations.

Acknowledgment

The authors thank the Central Laboratory of Electron Micro-
scope of UFSC and CNPq (Brazil) for scholarship.

References

[1] R. A. Nicolaus, “Melanins,” in Methodicum Chimicum, F.
Korte, Ed., vol. 11, pp. 190–199, 1978.



Bioinorganic Chemistry and Applications 9

[2] G. Prota, Melanins and Melanogenesis, Academic Press, San
Diego, Calif, USA, 1992.

[3] H. Z. Hill, “The function of melanin or six blind people
examine an elephant,” Bioessays, vol. 14, pp. 49–55, 1992.

[4] E. V. Gan, H. F. Haberman, and I. A. Menon, “Oxidation
of NADH by melanin and melanoproteins,” Biochimica et
Biophysica Acta, vol. 370, no. 1, pp. 62–69, 1974.

[5] L. Novellino, A. Napolitano, and G. Prota, “Isolation and
characterization of mammalian eumelanins from hair and
irides,” Biochimica et Biophysica Acta, vol. 1475, no. 3, pp. 295–
306, 2000.

[6] B. Szpoganicz, S. Gidanian, P. Kong, and P. Farmer, “Metal
binding by melanins: studies of colloidal dihydroxyindole-
melanin, and its complexation by Cu(II) and Zn(II) ions,”
Journal of Inorganic Biochemistry, vol. 89, no. 1-2, pp. 45–53,
2002.

[7] S. Gidanian and P. J. Farmer, “Redox behavior of melanins:
direct electrochemistry of dihydroxyindole-melanin and its
Cu and Zn adducts,” Journal of Inorganic Biochemistry, vol. 89,
no. 1-2, pp. 54–60, 2002.

[8] K. Franz and L. Charkoudian, “Fe(III)-coordination proper-
ties of neuromelanin components: 5,6-dihydroxyindole and
5,6-dihydroxyindole-2-carboxylic acid,” Inorganic Chemistry,
vol. 45, pp. 3657–3664, 2006.

[9] Y. Liu, L. Hong, V. R. Kempf, K. Wakamatsu, S. Ito, and J.
D. Simon, “Ion-exchange and adsorption of Fe(III) by Sepia
melanin,” Pigment Cell Research, vol. 17, no. 3, pp. 262–269,
2004.

[10] L. Hong, Y. Liu, and J. D. Simon, “Binding of metal ions
to melanin and their effects on the aerobic reactivity,”
Photochemistry and Photobiology, vol. 80, no. 3, pp. 477–481,
2004.

[11] W. Korytowski and T. Sarna, “Bleaching of melanin pigments.
Role of copper ions and hydrogen peroxide in autooxidation
and photooxidation of synthetic dopa-melanin,” Journal of
Biological Chemistry, vol. 265, no. 21, pp. 12410–12416, 1990.

[12] D. Ben-Shachar and M. B. H. Youdim, “Iron, melanin
and dopamine interaction: relevance to Parkinson’s disease,”
Progress in Neuro-Psychopharmacology and Biological Psychia-
try, vol. 17, no. 1, pp. 139–150, 1993.

[13] B. Pilas, T. Sarna, B. Kalyanaraman, and H. M. Swartz,
“The effect of melanin on iron associated decomposition of
hydrogen peroxide,” Free Radical Biology & Medicine, vol. 4,
no. 5, pp. 285–293, 1988.

[14] L. Zecca, M. B. H. Youdim, P. Riederer, J. R. Connor, and
R. R. Crichton, “Iron, brain ageing and neurodegenerative
disorders,” Nature Reviews Neuroscience, vol. 5, no. 11, pp.
863–873, 2004.

[15] A. Pezzella, A. Napolitano, M. d’Ischia, G. Prota, R. Seraglia,
and P. Traldi, “Identification of partially degraded oligomers
of 5,6-dihydroxyindole-2-carboxylic acid in sepia melanin by
matrix-assisted laser desorption/ionization mass spectrome-
try,” Rapid Communications in Mass Spectrometry, vol. 11, no.
4, pp. 368–372, 1997.

[16] P. J. Farmer, S. Gidanian, B. Shahandeh, A. J. Di Bilio,
N. Tohidian, and F. L. Meyskens, “Melanin as a target for
melanoma chemotherapy: pro-oxidant effect of oxygen and
metals on melanoma viability,” Pigment Cell Research, vol. 16,
no. 3, pp. 273–279, 2003.

[17] G. Schwarzenbach and H. Flaschka, Complexometric Titration,
Methuen, London, UK, 1969.

[18] F. J. C. Rossoti and H. Rossoti, “Potentiometric titrations
using Gran plots: a textbook omission,” Journal of Chemical
Education, vol. 42, p. 375, 1965.

[19] W. Korytowski, [Ph.D. thesis], Jagiellonian University, Cracow,
Poland, 1982.

[20] A. E. Martell and R. I. Motekaitis, The Determination and Use
of Stability Constants, Wiley-VCH, New York, NY, USA, 1992.

[21] E. A. Shurygina, N. K. Larina, M. A. Chubarova, and M.
M. Kononova, “Differential thermal analysis (DTA) and
thermogravimetry (TG) of soil humus substances,” Geoderma,
vol. 6, no. 3, pp. 169–177, 1971.

[22] K. Nakamoto, V. Morimoto, and A. E. Martell, “Infrared
spectra of aqueous solutions. I. Metal chelate compounds of
amino acids,” Journal of the American Chemical Society, vol.
83, no. 22, pp. 4528–4532, 1961.

[23] J. D. Simon, S. E. Forest, L. M. Eibest et al., “Probing
the building blocks of eumelanins using scanning electron
microscopy,” Pigment Cell Research, vol. 13, pp. 179–184, 2000.

[24] J. Mcginness, P. Corry, and P. Proctor, “Amorphous semicon-
ductor switching in melanins,” Science, vol. 183, no. 4127, pp.
853–855, 1974.



Submit your manuscripts at
http://www.hindawi.com

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Inorganic Chemistry
International Journal of

Hindawi Publishing Corporation 
http://www.hindawi.com Volume 2014

 International Journal ofPhotoenergy

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Carbohydrate 
Chemistry

International Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Journal of

Chemistry

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Advances in

Physical Chemistry

Hindawi Publishing Corporation
http://www.hindawi.com

 Analytical Methods 
in Chemistry

Journal of

Volume 2014

Bioinorganic Chemistry 
and Applications
Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Spectroscopy
International Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

The Scientific 
World Journal
Hindawi Publishing Corporation 
http://www.hindawi.com Volume 2014

Medicinal Chemistry
International Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

 Chromatography  
Research International

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Applied Chemistry
Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Theoretical Chemistry
Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Journal of

Spectroscopy

Analytical Chemistry
International Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Journal of

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Quantum Chemistry

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

 Organic Chemistry 
International

Electrochemistry
International Journal of

Hindawi Publishing Corporation 
http://www.hindawi.com Volume 2014

Hindawi Publishing Corporation
http://www.hindawi.com Volume 2014

Catalysts
Journal of


