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Abstract

Knowledge of the mechanism of human skin colour and measurement of
melanin and blood concentration in human skin are needed in the medical
and cosmetic fields. The absorbance spectrum from reflectance at the
visible wavelength of human skin increases under several conditions such
as a sunburn or scalding. The change of the absorbance spectrum from
reflectance including the scattering effect does not correspond to the molar
absorption spectrum of melanin and blood. The modified Beer—Lambert

law is applied to the change in the absorbance spectrum from reflectance
of human skin as the change in melanin and blood is assumed to be
small. The concentration of melanin and blood was estimated from the

absorbance spectrum reflectance of human skin using multiple regression
analysis.  Estimated concentrations were compared with the measured
one in a phantom experiment and this method was applied: toivo

skin.

1. Introduction

Measurement of melanin and blood concentration in human skin is needed in the medical and
cosmetic fields because human skin colour mainly depends on the colours of melanin and
blood (Featheer al 1988). To measure them from the reflectance spectrum of human skin, it

is necessary to analyse light propagation in human skin at the visible wavelength range. This
analysis, however, has not been established because the multi-layered structure and strong
forward scattering of human skin complicates light propagation.
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The methods of analysing the reflectance spectrum of human skin are put into two
categories. One of them is calculation of light propagation at each wavelength. For a strong
forward scattering medium such as biological tissue, it is possible to approximately solve the
reflectance by the Monte Carlo method (Wang and Jacques 1992, AMaht995). Though
the Monte Carlo method has come to be used for the analysis of skin colour as computers
have been developed (Kiende al 1995, Verkruysser al 1999, Bartorer al 1998, Luet al
2000), this method needs a lot of calculation time. The Kubelka—Munk theory describing light
propagation in only two directions had previously been used widely for the colour analysis of
the scattering medium (Hasegawal 1981, Andersoar al 1980, Anderson and Parrish 1981,
van Gemertt al 1989, Wanet al 1981). These methods require the optical coefficient and
geometrical information of each layer and neglect information of the shape of the reflectance
spectrum of human skin.

Another category is statistical spectrum analysis. It is useful for a limited object such
as reflectance spectra of skin. Principal component analysis dmai 1996, Tsumura
et al 1999a) and independent component analysis (Tsumuial 999b) are applied to image
processing and measurement of melanin and blood concentration. These methods use only
reflectance spectra and it is difficult to incorporate the optical and geometrical information of
human skin.

We proposed multiple regression analysis (Johnson and Bhattacharyya 1996) based on the
modified Beer—-Lambert law (Nomueaal 1997, 1989, Hiraokar al 1993, Delpyer al 1988,
Matcher 1993) as the spectrum analysis of human skin (Shirrada2000). This method
incorporates multiple regression analysis as spectrum analysis, and the modified Beer—Lambert
law as a light propagation model. It is possible to measure melanin and blood concentration
by this method in a shorter calculation time.

2. Theoretical formulation

2.1. The modified Beer—Lambert law with average geometrical path lengths in scattering
media

An absorbance spectrum(i) at each wavelengthis defined from the reflectance spectrum
R()) of the skin of the face or arm which is considered to be a semi-infinite medium

A(n) = —logyo R(L). @)
A()) of the homogeneous medium is shown as the modified Beer—Lambert law
A = eW)CI(, C) +G () 2

wheres (1) is a molar absorption coefficient (Andersg/ 1980, Anderson and Parrish 1981),

C is the molar concentratioi()) is the mean path length ar@}) is scattering lossA (i)

of a multi-layered medium whose scattering and molar absorption coefficient are different
from each layer is expressed as the sum of absorbance of eachjaye(i = 1, ..., m), as
shown in figure 1.

m m
A, CLy o Cm) =Y AL C G =Y &GV, C) + G (). 3

i=1 i=1
The subscript denotes theth layer. li(x, C;) is the mean path length of thiéh layer.
I; (A, C;) andG(1) depend on the wavelength, because the scattering coefficient is different at
each wavelength. For reflectance of semi-infinite media measured by the integrating sphere,
as the scattering strengtheig)) becomes short an@(x) becomes large!; (1) becomes
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Figure 1. Schematic of mean path lengthitf Iayerl_,» .

short ag’; increases whil&(1) is independent of ;. The change af; (1) is large as scattering
strengthens. _ _

It is possible to approximate(L) ~ [; (A, C;) if C; varies in a small rangeAA; (1) is
defined as a change in the absorbance spectrum caused by a change of concentratithn of the
chromophore\C;:

AA; (L) = s () ACHL (). 4)

This equation showa A; (1) is proportional toAC;. The shape oA A;(A) includingl_i(x),
that is to say, the effect of scattering, is of a different shape from tha{ of.

2.2. Multiple linear regression analysis

A relationship between two variable seig andy; (i = 1,2,...,p) (j =1,2,...,¢9) is
expressed as a linear equation

P
vi= Y Bixijtej. (5)
i1

x;; andy; are named as a predictor variable and a response variable, respegtivelthe
number of the predictor variable amdis the number of the set including tipyepredictor
variables and the response variakidgis unknown error components that cannot be explained
by x;j. The multiple regression analysis is to estimate unknown pararfigbem equation

(5) using the least squares fitting; &nd j; denotingy; and 8, estimated by the regression
analysis, respectively, are expressed as

P
5= Bixij. (6)
i—1

The strength of the linear relatidt? is defined as the square of the coefficient of correlakion
2

B Y0 =G =)

JE65 =502 /05 = 32
wherey; and § ; show the average ofandy, respectively, and these values correspakr.
is from 0 to 1 and the approximation is goodr{sis nearer to 1.

R? @)
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2.3. Application of the modified Beer—Lambert law to human skin

Human skin is divided into three layers, epidermis, dermis and subcutaneous fat from the
surface (Andersoer al 1980, Anderson and Parrish 1981, van Gement 1989). Melanin
and blood in vessels, two main chromophores in human skin, are in the epidermis and the
dermis, respectively. To simplify, the subcutaneous fat including no remarkable chromophores
is assumed to completely diffuse and reflect light at the whole visible wavelength. The change
in scattering properties is neglected because the scattering properties of the chromophores are
not as the strong as the dermis. _

The change i€y, andCp in human skin is assumed to be so small fldat is independent
of the concentrations of the chromoph@reThe subscripts ‘m’ and ‘b’ denote melanin and
blood. The absorbance spectrum of sKigin() is expressed as

Askin(%) = ém(A) Cmlm(1) + epColb(X) + Ag(R) €)
Ao(h) = AY(R) + G(L) 9)

where Aj(1) is a spectrum of all chromophores in human skin except melanin and blood.
Equation (8) is translated to (10) using equation (4):

C C
Askin(h) = A—gmAAm(_)v) + A—gbAAb(A) + Ao(h) . (10)
AAm() = em(M)ACHIm()  AAp(R) = eb(L) AChlb(A). (11)

li i =m,b)of equation (11) and that of equation (8) must correspond. Afy (1), AAp(1)
andAp(2) are known, it is possible to estimatg,/ ACny andCp/ACyp of arbitrary Askin(2)
using multiple regression analysis.

3. Experiments

3.1. Fabrication of skin phantoms and measurement of their reflectance spectra

To simplify, the human skin was assumed to consist of three layers: epidermis including
melanin, dermis including blood and subcutaneous fat. A gelatin solution was prepared by
mixing gelatin powder (Miyagi Chemical Industrial Co. Ltd., Japan) with distilled water at

a weight ratio of 33.3%. Scattering matter of epidermis phantoms was fabricated by adding
intralipid (PharmaciaAB, Sweden) to the gelatin solution of 5% weight ratio. Squid ink whose
principal component is melanin was used instead of pure melanin because pure melanin is
unavailable. We name the squid ink solution as melanin in this paper. The melanin solutions
of 0.0, 0.025, 0.050, 0.075, 0.100 g were injected in the scattering matter of epidermis
(10.0 g) and mixed to make the homogeneous phantoms. Temperature of the scattering
matter was kept at about 40 degrees during the making of the phantoms to avoid change
in the scattering coefficient. If it is too hot, water in the scattering matter evaporates. If
it is too cold, the scattering matter hardens. The scattering matters with different melanin
concentrations (6.0 g) were hardened in dishes with a diameter of 60 mm to fabricate the
five kinds of epidermis phantoms with thickness of 2.5 mm. The scattering matter of the
dermis phantom was fabricated by adding intralipid to the gelatin solution of 13.3% weight
ratio. After the blood was heparinized and shaken in the air to oxygenate, the blood (0.0,
0.025, 0.050, 0.075 and 0.100 g concentration) was mixed with the scattering matter of
the dermis (20.0 g). The scattering matter with different blood concentrations of 15.0 g
was hardened in the same manner to fabricate the five dermis phantoms with a thickness
of 6.3 mm. A subcutaneous fat phantom was made by spreading BaSiout 4.0 g on

the bottom of a dish. We overlaid the subcutaneous fat phantom with a dermis phantom
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Figure 2. Schematic of skin phantom composed by epidermis, dermis and subcutaneous fat from
surface.

and an epidermis phantom as shown in figure 2 and made 25 kinds of three-layered skin
phantoms. All reflectance spectra of skin phantoms were measured by the UV-3100 UV-
VIS-NIR spectrophotometer (Shimadzu, Japan) at the whole wavelength from 400 to 700 nm
with a 10 nm pitch. The ISR-3100 integrating sphere (Shimadzu, Japan) with a 60 mm of
diameter is corporated into the spectrophotometer for measurement reflectance spectra. The
input and detected area for reflectance measurement wer@ mm and 18 mm in diameter,
respectively. The absorbance spectra of the chromophores were obtained from transmittance
spectra—log;o T (1).

Melanin and blood were dissolved in saline with the weight ratio 0.5 and 1%, respectively.
We measured the transmittance spectra of the chromophore solution in the cell with thickness
of 10 mm by the UV-3100 UV-VIS-NIR spectrophotometer at the whole wavelength from 400
to 700 nm with a 10 nm pitch. The absorbance spectra of skin phantoms were obtained from
reflectance spectralog;g R(1).

3.2. In vivo measurement of reflectance spectra of the skin exposed to UV light and hot water

A reflectance spectrum of human skin changes through exposure to UV light or hot water
because of an increase in melanin and blood. Reflectance spectra of three persons’ arms were
measured before and 2, 9 and 16 days after exposure to UV light of 2MED at the same position.
1MED is the minimum erythermal dose and is defined as UV energy received for a precise
period of time. Reflectance spectra of five other persons’ arms were measured before and 2,
6, 31 and 61 min after bathing in water at’€7for 3 min. All reflectance spectra of human

skin were measured by the CM-1000HR colorimeter (Minolta Co., Japan) with the integrating
sphere at the whole wavelength from 400 to 700 nm with a 10 nm pitch.

4. Results and discussion

4.1. Estimation of melanin and blood concentrations in the skin phantoms

The five epidermis phantoms are nanfg@ phantom (= 0, 1, 2, 3, 4) in whichk means

the five kinds of concentration of melanin. In the same manner, the five dermis phantoms
namedD(j) phantom(j = 0, 1, 2, 3, 4) in whichj means the five kinds of concentration of
blood. The three-layered skin phantoms which considt(@f phantom,D(j) phantom and
subcutaneous fat phantom are nanie@)D(j) phantom. Agqp(;)(2) is the absorbance
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Figure 3. Absorbance spectra of three-layered skin phantoms (&), po)(») (i = 0,1, 2,3, 4).
Absorbance spectra decrease as melanin concentration in epidermis phantom increases. (b)
Apop(jHy*) (j = 0,1,2,3,4). Absorbance spectra decrease as the blood concentration in
the epidermis phantom increases.

spectrum of£ (i) D(j) phantom.Agaypy(A) (i =0, 1, 2, 3, 4) shown in figure 3(a) decrease
asiincreases.Agp( () (j = 0,1, 2,3,4) shown in figure 3(b) decrease amcreases.
No change in the shape of the spectrum appears in figure 3(a) and (b).

If AAm(2) in equation (10) is defined as the average of change in the absorbance spectrum
wheni increases by only oney A ()) follows as

>3 o |AEG+npO*) — AR DO (M) _ Ae@po(M) — Ap©Dbp0)(M) (12)
4 B 4 '
AAm(2) only contained information oft z;)p0) (1) (i = 0, 4). So, we definedd Am(2) as

AAm(h) = \/Z?_o [AEi+np0) (M) — A po)(M)]

AAm(A) =

2

13
. (13)
In the same mannef Ap(A) was defined as
3 2
" ol A i A —A (A
AAp() =\/Z’—°[ E(O)D(J+1)(4) EOD;H W] . (14)

AAm(2) andAAp(r) are shown in figure 4(a) and (b), respectively. The absorbance spectra
of melanin and blood dissolved in saline are shown in figures 4(a) and (b), respectively.

The shapes of the absorbance spectra are equivalentid andep(r) if the scattering
effects are ignored. To compare the absorbance spectrawiittih) (i = m, b) in figures 4(a)
and (b), we find that the shapes and peaks in the latter correspond to those in the former,
respectively. The peaks of the absorbance spectra of blood in the shorter wavelength range
is much higher than those in the longer wavelength range, while the peaks in the shorter
wavelength rang& Ap(1) are lower than those in the longer wavelength range. Thisis because
[; () is shortened by a strong scattering of intralipid and strong absorbance of melanin or blood
in the shorter wavelength.

Ci/AC; (i = m,b)ofall Agi)p(j)(2) were estimated by multiple regression analysis
if Ag(A) and Askin in equation (10) were replaced withg)p()(L) and Agi)pj)(A),
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Figure 4. (a) Comparison absorption spectrum of melanin solution (full line and left axis) with
change in the absorbance spectrum caused by increase in m&lagpjt.) (dotted line and right

axis). AAm () includes the effect of scattering of skin phantom. (b) Comparison of the absorption
spectrum of the blood solution (full line and left axis) with change in absorbance spectrum caused
by increase in blood\ A, (1) (dotted line and right axis)A Ap () includes effect of scattering of

skin phantom.
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Figure 5. Typical estimated absorbance spectruri(@)D(2) skin phantom by the multiple regres-
sion analysis in which predictor variables atem (1) andAAp (). R2 of AE@3)pe)(*) is 0.998.

respectively. The typical estimated absorbance spectrum is shown in figleaveraged

over 25 three-layered skin phantoms is 0.977. This result shows that estimation by multiple
regression analysis is reasonable.
We defined weight concentratiéti asC/M whereM is a molecule of absorption material.

The compariso’; (i = m, b) with C; (i = m, b) whichis estimated aS; (i = m, b) is shown

in figure 6. The coefficient of correlatlon for melanin and blood are 0.996 and 0.948, respec-
tively. The errors of estimated concentration were defingédgs- Cr ml/ Crand|C{ — Cb|/Cb
exceptthat the concentrations are zero. The averaged error for blood is 0.17 while the averaged
error for melanin is 0.097. The high error for blood is caused by chaniggin
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Figure 6. (a) Estimated melanin concentration€(f)D(0), E())D(2), E(i))D(4) (i =0, 1, 2, 3, 4).
(b) Estimated blood concentration B{0)D(j), E(2)D(j), E4)D(j) (j =0,1,2,3,4).
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Figure 7. (a) Comparison of the molar absorption spectra of melagi(.) with change in
absorbance spectrum between before and after 16 Mays(i). Slope of AAm(2) is gentler
thanem(1) because the scattering of human skin in shorter wavelength is stronger than that in
longer wavelength. (b) Comparison of the molar absorption spectra of oxy-haemoglobin, deoxy-
haemoglobin and bilirubin with change in absorbance spectrum between before and after 2 min
AAp(A). Sizes of peaks oA Ap(r) are different from those of oxy-haemoglobin and bilirubin
while wavelength of the peaks correspond.

5. Estimation of melanin and blood concentration in the human skin irn vivo

The concentration of melanin maximizes about 2 weeks after exposed by UV ray. By
subtracting the absorbance spectrum after 16 days from that before, we can obtain the change
in this spectrum which is assumed to be caused by melanin increase in the skin. As the same
skin phantomA A (1) was defined as a square root of the average of the square of change in
the absorbance spectra over the three persons. Figure 7(a) degciipés) and the molar
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Figure 8. Typical estimated absorbance spectrum of human &kirvo by multiple regression
analysis in which predictor variables ateim (1) andAAp(2). R?is 0.973.

absorption spectrum of melanin (Andersonl/ 1980, Anderson and Parrish 1981). The shape
of AAn(X) is monotonic to the wavelength and similar to the molar absorption spectrum of
melanin. AAn(X), however, is distorted by the scattering effect and the slope is gentler than
in the molar absorption spectrum.

The change in the absorbance spectra before and after bathing is supposedly caused by
an increase in blood in human skin.Ap(A) was defined in the same manner from the change
in the absorbance spectra before and after 2 min of the five persons. Figure 7(b) shows
A Ap(2) and the molar absorption of three chromophores in blood: oxy-haemoglobin, deoxy-
haemoglobin and bilirubin. Comparing the molar absorption spectra of the three chromophores
with AAp(2), we find A Ap(1) were distorted by; (1). The distortion for blood is larger than
for melanin because the scattering and thickness of dermis are larger than in the epidermis.

Equation (10) was applied to the absorbance specti@wfo skin to perform multiple
regression analysisAg(i) for in vivo skin was supposed to be independent of wavelength.
The typical estimated absorbance spectrum is in good agreement with the measured one in
figure 8. The average & is 0.975 for eight persons.

Figure 9(a) shows estimaté&t,/ ACr, and estimated’,/ ACp which were obtained from
the absorbance spectra of skin exposed to UV light. After exposure to UV light, blood
in human skin increased temporarily and then returned to normal condition, while melanin
increased monotonously. Figure 9(a) clearly describes these phenomena. In the same manner,
figure 9(b) shows estimata@,/ ACy and estimated’,/ A Cp which were obtained from the
absorbance spectra of skin bathing in hot water. After bathing in hot water, blood in human
skin increases while melanin does not change. Figure 9(b) clearly describes these phenomena
too.

6. Conclusion and discussion

The absorbance spectra of human skin and skin phantoms were clearly explaihdgby)

andA Ap(A) caused by a change in melanin and blood concentration using multiple regression
analysis based on the modified Beer—Lambert lava df,, and A Cyy, are known, it is possible

to estimate melanin and blood concentration in a short calculation time.
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Figure 9. Measured and estimated concentration of a typical human skin exposure (a) to UV
light and after (b) bathing in hot water. Time transition of concentration of melanin and blood
correspond to the medical viewpoint.

If the change in concentration of chromophores is latyg; (1) is not proportional to
AC; (Delpy et al 1988, Matcheker al 1993) becausk (1) decreases as the concentration of
chromophores increases. What is worse, the absorbance of the whole blood is a non-linear
function of the concentration of haemoglobin (Lipowsky! 1980). The non-linear effect
should be considered for high accuracy measurement.

We should pay attention to the change of oxygen in blood after bukns, (1) at 600—

700 nm is negative because of an increase in oxy-haemoglobin whose molar absorption
coefficients are smaller than deoxy-haemoglobin. The individual variationsigfi) are so

large that some spectra do not have a peak of bilirubin, the other spectra have the largest peak
at 430 nm.

The increase of absorbance spectra caused by increase in melanin and the strong scattering
of human skin are large at the shorter wavelength and gradually decrease as the wavelength is
longer. It is difficult to distinguish these effects. Estimatgglcausing lack of melanin is not
zero.

The R? of all spectra of human skin is higher than 0.95. Our model is not complete but
reasonable for expressing the macroscopic light propagation of human skin.
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