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Is there any difference in the photobiological
properties of melanins isolated from human blue and
brown eyes?
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SUMMARY Investigations were carried out to determine whether the melanin present in the blue
and brown eyes were eumelanin, the melanin present in black hair and dark skin, or pheomelanin,
the melanin present in red hair and the skin of people with red hair. Our results showed that
UV-visible irradiation of blue or brown eye melanin did not produce any superoxide. Irradiation of
"Cr-labelled Ehrlich ascites carcinoma cells in the presence of blue or brown eye melanin did not
produce significant cell lysis. The electron spin resonance (ESR) signals of blue and brown eye

melanins were very similar to those of eumelanin. Comparison of these findings with our previous
results indicated that the blue and brown eye melanins are essentially eumelanin. The ESR signals
further suggested that in the case of both blue and brown eye melanins the iris, ciliary body,
choroid, and retinal pigment epithelium did not differ.

The melanin present in the black hair and in the skin
of people with black hair is called eumelanin, whereas
the melanin in the red hair and in the skin of people
with red hair is termed pheomelanin. 1-3. These
melanins differ in their chemical and physical pro-
perties as well as in their biosynthetic pathways.
Eumelanin is synthesised from dopa, and pheo-
melanin from cysteinyldopa. Eumelanin contains
little or no sulphur, in contrast to pheomelanin
which contains approximately 10% sulphur.'
Various natural melanins are, however, neither pure
eumelanin nor pure pheomelanin. They are co-
polymers of dopa and cysteinyldopa. These have
sulphur contents and other chemical and physical
properties intermediate between pure eumelanin and
pure pheomelanin.6913

Melanins contain stable free radicals, which can be
detected by electron spin resonance (ESR). Both
eumelanin and pheomelanin give one common ESR
signal; but pheomelanin gives another ESR signal,
which is not seen in the case of eumelanin. The above
difference in the ESR signal is observed with melanins
isolated from human black and red hair." 14
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Certain other differences in the photochemical
and photobiological properties of melanins from
black hair and red hair have also been reported
by us. Irradiation of the red hair melanin was found
to produce considerable amounts of superoxide
whereas irradiation of black hair melanin did not
produce any detectable amounts of superoxide."'7
Further, when Ehrlich ascites carcinoma cells were
irradiated in the presence of red hair melanin there
was a greater extent of cell lysis than when they were
irradiated in the presence of black hair melanin.'8
Our previous studies'092" have shown that there

are some qualitative differences in the physical and
chemical properties of melanins isolated from human
eyes having blue and brown irises (designated as
blue and brown eyes respectively). These differences
were observed in the oxidation properties of these
melanins and the binding of some metabolites and
drugs (e.g., protoporphyrin, chlorpromazine, and
paraquat) to these melanins. The oxidation ofreduced
nicotinamide adenine dinucleotide (NADH) by the
melanin-protoporphyrin complexes was also different
for these two melanins from human eyes.
The present report is a part of our study on the

comparison of the properties of the blue and brown
eye melanins. In this investigation the photolytic
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effects of the two melanins were studied. For this
purpose we used an in-vitro cell system. We have
also compared the ESR signals of these melanins.
Furthermore, we also investigated in the course of
this study whether the various pigmented tissues of
the eye, namely, iris, ciliary body, choroid, and
retinal pigment epithelium, contain the same type of
melanin or not.

Materials and methods

Human donor eyes having blue and brown irises were
obtained from the Eye Bank of Canada (Ontario
Division). The colour of the iris was coded by one
person using a standard magnification and illumina-
tion."' Only the eyes which had distinct blue and
brown irises were selected. Eye donors were of both
sexes and their ages ranged from 50 to 70 years. The
average time between death and removal of the eyes
was about six hours.
The eyes were dissected and the melanins were

prepared from the iris, ciliary body, choroid, and
retinal pigment epithelium according to the method
previously described by us."
The methods for the maintenance of Ehrlich

ascites carcinoma cells in mice, the preparation of
these cell suspensions, the labelling of the cells with
"Cr, and the determination of "Cr release following
cell lysis were carried out by the methods described
previously. 1"
The cells were irradiated with a Westinghouse

mercury vapor lamp. The cell suspensions were
shaken in a waterbath at 370C and irradiated by the
UV light from the top. The lamp was placed at a
height of 14 cm above the surface of the cell
suspensions. The emission spectrum of the lamp and
the irradiances with different filters were given in
previous papers."'7
The formation of superoxide was determined by

measuring the reduction of nitroblue tetrazolium
chloride (NBT). The NBT reduction, which was

inhibited by superoxide dismutase (SOD), was taken
as a measure of the superoxide formation. '7 Hydrogen
peroxide (H202) was determined by the method of
Wang and Nixon.'
The steps in the cell lysis experiments are sum-

marised in Table 1.
The ESR measurements on melanins extracted

from eye tissues were carried out with a Varian E-109
spectrometer operating at X-band (9-1 GHz) and
employing 100 kHz field modulation. Measurements
of magnetic field (H) and microwave frequency were
made with a Radiopan MJ110-R gaussmeter and an
EiP model 548 frequency counter respectively. The
g values were calculated to ±0-0001 from g=h/pH,
where h is Planck's constant and B is the Bohr

Table 1 Steps in the cell lysis experiments

I Ehrlich ascites carcinomawas maintained in mice by serial trans-
plantation.

2 The ascites fluid was withdrawn from the mice 7 to 10 days after
the transplantation of the tumour.

3 The tumour cells were isolated and washed. The cells were
suspended in medium 199 (Menon et al)."

4 The cells were mixed with SICr and incubated.
5 The cells were sedimented, washed, and then suspended in

medium 199.
6 The cells were either incubated in the dark or irradiated in the

presence of melanin from the brown or blue eyes, or in the
absence of melanin.

7 The cells were sedimentcd and the amount of 5"Cr released in the
supernatant was determined with a gamma counter.

Table 2 Release of "Crfrom labelled Ehrlich ascites
carcinoma cells during incubation in the dark or irradiation
in thepresence of blue eye melanin (BIJEM) or brown eye
melanin (BrEM)

Reagents added* "Cr release (%) Mean ± SEM

Incubation Irradiation

None 2-3±0-5 1-0±0-6
BIEM 2-5±0-6 4-5±0-6
BrEM 2-0±0-4 2-7±2-0

*Concentrations: BlEM and BrEM, 200tug/ml. The means ± SEM
were calculated from the results of four experiments, done in
duplicates.

magneton. Spectra were recorded on melanins pre-
viously incubated for 30 minutes in a solution of
zinc sulphate (3 mM) at pH ca. 5. This procedure
served to increase free radical concentrations and to
accentuate any pheomelanin signals that were pre-
sent." Samples were maintained at -1960C in a
Dewar flask inside the ESR cavity. For all ESR
measurements the modulation amplitude was 4 G
and the microwave power was 20 MW.

Results

RELEASE OF THE -CR
Ehrlich ascites carcinoma cells labelled with "Cr
were irradiated in the presence of blue or brown eye
melanin. As a control the cells were either incubated
in the dark in the presence of melanin or irradiated in
the absence of melanin. The amount of "Cr released
under each of the above conditions was compared
with the "Cr released from the cells which were
frozen and thawed." The results are given in Table 2.
Cells which were incubated in the dark or irradiated
in the presence of either the blue or brown eye
melanin did not produce any greater "Cr release than
the control cells.

Reduction of NBT. Incubation or irradiation of
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Table 3 Formation ofhydrogen peroxide during
incubation in the dark or irradiation ofblue eye melanin
(BJEM) or brown eye melanin (BrEM)

Reagents added* H,02formed (jxM) Mean ± SEM

Incubation Irradiation

None 0.0 0°0
BIEM 0-7±0-3 2-4±0-2
BrEm 0-7±0 3 3-3±0-1

*Concentrations: B IEM and BrEM, 200 Rg/ml. The means ± SEM
were calculated from the results of four experiments, done in
duplicates.

Table 4 Magneticparameters for eye melanins*

Sample Line width, Gt g$

Blue eye 1, iris 5-50 2-0042
2, iris 5-50 2-0041
1, ciliary body 5-50 2-0040
2, ciliary body 5-50 2-0041
1, choroid 5-50 2-0043
2,choroid 5-50 2 0042
1, pigment epithelium 5-75 2 0042
2, pigment epithelium 5-75 2-0040

Brown eye 1, iris 5-75 2-0041
2, iris 5-50 2-0041
1, ciliary body 5-50 2-0042
2, ciliary body 5-50 2-0043
1, choroid 5-50 2-0042
2, choroid 5-75 2-0042
1, pigment epithelium 5-50 2-0042
2, pigment epithelium 5-50 2-0041

*Measured in 3mM zinc sulphate solution at pH 5. Temperature
was - 1960C.
t±0-25G.
t±0-0001.

either blue or brown eye melanin did not show any
reduction of NBT, indicating that no superoxide was
formed under these conditions.

Formation of hydrogen peroxide. Incubation in
the dark or irradiation of either blue or brown
eye melanin showed the formation of only a small
amount of H202 (Table 3).

Brown Eye
Iris

Blue Eye
Iris

IOG

ELECTRON SPIN RESONANCE
ESR spectra were obtained for melanins extracted
from the iris, ciliary body, choroid, and retinal
pigment epithelium of brown and blue eyes. Repre-
sentative spectra are shown in Fig. 1. For each
spectrum the magnetic parameters of line width and g
value were measured as reported in Table 4. These
spectral parameters (line width ca. 5 5 G, g ca. 2-004)
were for the most part characteristic of eumelanins
derived from dopa.22 In terms of the ESR spectro-
scopy melanins from the different individual eye
tissues were almost indistinguishable.

Discussion

Our results showed that irradiation of blue or brown
eye melanin did not produce any detectable amounts
of superoxide, (as tested by the reduction of NBT).
Irradiation of the carcinoma cells in the presence of
blue or brown eye melanin did not produce any cell
lysis. Our previous reports with hair melanins6"' 18 2

showed that irradiation of phenomelanin produced
considerable amounts of superoxide, whereas
irradiation of eumelanin did not produce any super-
oxide under similar experimental conditions. Ir-
radiation of Ehrlich ascites carcinoma cells in the
presence of pheomelanin produced significantly
more cell lysis than irradiation in the presence of
eumelanin. Comparison of these findings with our
present results indicates that the blue and brown eye
melanins are essentially eumelanin. This is in con-
formity with our previous reports"'921 that these eye
melanins had very low sulphur contents in contrast
with the pheomelanins.
The ESR spectroscopy supports the conclusion

that blue eye melanin and brown eye melanin are
more like eumelanin than pheomelanin. The ESR
signals further suggested that with respect to the
quality of melanins, in the individual tissues from
blue and brown eyes, namely the iris, ciliary body,
choroid, and retinal pigment epithelium, these
melanins did not differ.
Consideration of the present results and our

previous results on the ocular melanins"' 19 20 and

Fig. 1 ESR spectra ofmelanins
extractedfrom brown eye iris (left)
and blue eye iris (right). Spectra
were recorded at - 1960C on
samples incubated in 3 mM zinc
sulphate solution atpH5.
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non-ocular melanins"' 14-1'23 lead to the possible
conclusion that the classification of melanins into
eumelanin and pheomelanin may be an oversimplific-
ation. It appears that there is a wide variety of
melanins, two extreme prototypes of which may be
represented by the melanins derived from dopa and
cysteinyldopa. In between these extremes lie a
number of melanins of a wide range of structures and
properties. These intermediate melanins may be
mixtures of pure eumelanin and pheomelanin, similar
to dopa melanin and cysteinyldopa melanin, in
diverse proportions or copolymers of dopa and
cysteinyldopa." 14 It is highly possible that in all cases
several intermediates in the synthetic pathway get
incorporated into the melanins. The wide spectrum
of melanins differing in colours and probably in other
properties may be explained better on the basis of the
above concepts of the chemical structure of the
melanins.
Our previous results confirm that both blue and

brown eye melanins are essentially eumelanins.
However, the melanins from these two sources are
not exactly identical; certain distinct differences exist
between them as has been reported before. I" 19 2
From the information available at present these
differences appear to be subtle when compared with
the gross differences between the elemental composi-
tion and physicochemical properties of black and red
hair melanins.6' -I5 313 The factors responsible for the
differences in the oxidation properties of the blue and
brown eye melanins and the binding of certain drugs
to these melanins as reported earlier"' 2" and the
similarities in some of their other properties as
reported in this paper are currently under investiga-
tion.
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