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Description
FIELD OF THE INVENTION

[0001] The presentinvention relates to an animal mod-
el for the evaluation of skin hyperpigmentations.

BACKGROUND OF THE INVENTION

[0002] When ultraviolet radiation reaches the skin,
melanocytes are activated to promote the synthesis of
melanin, and this melanin has a function of defending
the skin against the harmful ultraviolet radiation. Howev-
er, the synthesis of melanin leads to tanning of the skin,
and if the metabolism of the skin is deteriorated, there
occurs deposition of pigment, and formation of hyperpig-
mentations which are cosmetically troubling.

Therefore, there is a demand for a model which can be
used for research on the pigmentation system in the skin,
or for the evaluation of a lightening agent for abolishing
the formation of hyperpigmentation or removing it.
[0003] As the model for the evaluation of skinhyper-
pigmentations, a three-dimensionally cultured skin, a
brownish guinea pig, a C57 black mouse, a hairless SKH-
2 mouse, and the like have been reported (Imokawa, G.,
Kawai, M., Mishima, Y., and Motegi, |. (1986) Differential
analysis of experimental hypermelanosis induced by
UVB, PUVA, and allergic contact dermatitis using a
brownish guinea pig model. Arch. Dermatol. Res. 278,
352-362.; Welsh, B.M., Mason, R.S., and Halliday, G.M.
(1999) Topical all-trans retinoic acid augments ultraviolet
radiation-induced increases in activated melanocyte
numbers in mice. J. Invest. Dermatol. 112, 271-278.; Ka-
waguchi, Y., Mori, N., and Nakayama, A. (2001) Kit(+)
melanocytes seem to contribute to melanocyte prolifer-
ation after UV exposure as precursor cells. J. Invest. Der-
matol. 116, 920-925.; Seiberg, M. (2001) Keratinocyte-
melanocyte interactions during melanosome transfer,
Pigment Cell Res. 4, 236-242.).

[0004] The three-dimensionally cultured skin contains
human-derived melanocytes and epidermal cells (kerat-
inocytes) innoculated on a support corresponding to der-
mis, such as collagen or the like, and it is also commer-
cially available (Seiberg, M. (2001) Keratinocyte-melano-
cyte interactions during melanosome transfer. Pigment
Cell Res. 4, 236-242.).

However, with regard to the three-dimensionally cultured
skin, it is necessary to perform research under a pre-
sumption that the cultured skin clearly differs from the
actual skin, and there is a problem that the evaluation is
possible only for about 2 weeks at maximum.

[0005] Furthermore, in an animal model, since the find-
ing that whenultraviolet radiation (UVB) is irradiatedto-
brownishguinea pigs which have melanocytes presentin
the epidermis like humans, pigmentation is formed (Arch
Dermatol Res 278:352-362, 1986), and research using
the brownish guinea pigs have been actively conducted
(Hachiya, A., Kobayashi, A., Ohuchi, A., Takema, Y., and
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Imokawa, G. (2001) The paracrine role of stem cell fac-
tor/c-kit signaling in the activation of human melanocytes
in ultraviolet-B-induced pigmentation. J. Invest. Derma-
tol., 116, 578-586.).

Also, for the hairless SKH-2 mouse and the like are
known and used as a model for ultraviolet-induced pig-
mentation in addition to brownish guinea pigs (Welsh,
B.M., Mason, R.S., and Halliday, G.M. (1999) Topical all-
trans retinoic acid augments ultraviolet radiation-induced
increases in activated melanocyte numbers in mice. J.
Invest. Dermatol. 112, 271-278).

However, since the genetic information of the brownish
guinea pig has not been known yet, when attempting to
interpret the function of a factor, it is required to verify
every time as to whether or not a gene probe or an anti-
body used in other species could be used, and perform
the interpretation. Also, the hairless SKH-2 mouse has
problems, when compared with humans, that the thick-
ness of the epidermis is obviously different, and the like.
[0006] Because of the above reasons, the creation of
a model in which the pigmentation system of the human
skin, particularly formation of hyperpigmentation, is sim-
ulated faithfully and maintained stably for a long time, is
desired.

SUMMARY OF THE INVENTION

[0007] The present invention relates to the following.
(1) An animal model for evaluating hyperpigmenta-
tions, wherein a black person’ s skin is grafted onto
a non-human animal.

(2) A method of producing an animal model for eval-
uating hyperpigmentations, which comprises graft-
ing a black person’s skin onto a non-human animal,
and raising the animal for at least 6 months after the
grafting.

(3) Amethodof evaluating or screening a hyperpig-
mentation formation suppressant or a hyperpigmen-
tation remover, wherein the animal model of (1) is
used.

BRIEF DESCRIPTION OF THE DRAWINGS
[0008]

Fig. 1A is a photograph showing changes over time
in the darkly pigmented area after grafting of a black
person’s foreskin;

Fig. 1B is a graph showing changes over time in the
ratio of the darkly pigmented area relative to the en-
tire area of the grafted black person’ s foreskin after
grafting of the foreskin;

Fig. 2is a set of photographs showing Fontana-Mas-
son stainings of grafted foreskins and lentigo senilis.
(A) Grafted foreskin. (B) Lentigo senilis; and

Fig. 3 is a set of graphs showing the amount of ex-
pression of genes of cytokines for melanin synthesis
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(amount of mRNA) in the light part anddarklypig-
mentedpart of the grafted foreskin. (A) SCF (stem
cell factor). (B) Endothelin-1. (C) POMC (Precursor
of a melanocyte stimulating hormone, Pro-opi-
omelanocortin).

Fig. 4 shows the evaluation of suppression of hyper-
pigmentation by the administration of s-kit in the an-
imal model for evaluating hyperpigmentations. (A)
From the lefthand, macro photographs at the time
before administration, after 1 week, and after 2
weeks. Upper column; control (administration of
PBS), lower column; administration of s-kit, (B) a
graph showing color change of administration sites
in the skin due to PBS or s-kit administration.

DETAILED DESCRIPTION OF THE INVENTION

[0009] The presentinvention provides an animal mod-
el for evaluating hyperpigmentations, in which hyperpig-
mentation formation in human skin is faithfully simulated.
[0010] The inventors of the present invention exam-
ined various skin hyperpigmentation models, and found
that when a black person’s skin is grafted to an immun-
odeficient mouse, pigmentation such as pigment spots
is formed, and at the same time, increases in the expres-
sion of cytokines and the epidermal thickness are ob-
served in the hyperpigmentation area, thus the animal
being able to serve as an animal model for hyperpigmen-
tations.

[0011] Sincethe animal of the presentinvention allows
hyperpigmentation formation to be authentically simulat-
ed and maintained stably for a long time, the animal is a
potential model for evaluating hyperpigmentations in hu-
man skin. Thus, upon using the model, evaluation or
screening of a hyperpigmentation formation suppressant
or the like can be carried out. The term "hyperpigmenta-
tion" herein includes pigment spots.

[0012] The animal model for evaluating hyperpigmen-
tations of the present invention can be prepared by graft-
ing a black person’s skin onto a non-human animal.
The black person’s skin that can be used for the present
invention may be the skin from any of an infant, a child
and an adult, as long as it is the skin derived from a black
person (African descent or dark skin) , and the site of use
is also not limited. For example, the foreskin of an adult
or an infant, or the skin extracted during surgery or path-
ological autopsy can be used, while it is preferable to use
the foreskin from the viewpoint of procurement.

[0013] The non-human animal that can be used in the
present invention is preferably, for example, mammals
such as arodent, rabbit, monkey and the like, and among
the mammals, rodents such as, for example, a mouse,
rat, hamster and the like are preferred from the viewpoint
of the convenience in skin grafting. In addition, the non-
human animal is preferably an animal with suppressed
immunological competence or an immunodeficient ani-
mal, and more preferably an immunodeficient animal, so
as to suppress detachment of the grafted skin.
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The immunodeficient mouse may be exemplified by an
immunodeficient mouse such as SCID mouse, BALBCA-
nu/Scid, B-17/Icr-Scid or the like, or an immunodeficient
rat such as F344Jca-rnu or the like. Furthermore, in the
case of raising an immunodeficient non-human animal,
it is preferable to perform the raising under aseptic con-
ditions.

[0014] The grafting of a black person’s skin may be
performed using known methods. For example, it may
be performed according to the method described below.
A black person’s skin is aseptically collected in its full-
thickness or split-thickness. The collected skin can be
preserved in sterilized physiological saline or in an ap-
propriate culture medium, for example, in Dulbecco’s
Modified Eagle’s Medium (DMEM) culture medium sup-
plemented with L-glutamine and antibiotic/antimycotic
(Invitrogen, CA), at 4 to 20°C until it is used for grafting
to an animal.

Then, the recipient animal is anesthetized with ether or
the like, and then the region in which the skin is removed
in a size of, for example, 2to 3cmin diameter is produced
on the dorsal side. It is favorable to shave hair, if neces-
sary. Thereafter, a black person’'s skin graft which is
slightly smaller than the region is grafted onto the region
on the dorsal side of the animal.

Then, by use of a conventional method, the graft is su-
tured with a thread of monofilament base, nylon or the
like, preferably with along-chained aliphatic nylonthread,
at an interval of about 5 mm. In this case, as the graft
and the region are rendered identical in shape and su-
tured at a uniform tension, the graft and the graft bed can
adhere tightly to facilitate the engraftment of the graft.
After the grafting, a topical anesthetic of amide type or
the like is administered at the boundary of the grafted
skin to induce sensory denervation, and the mouse is
nursed. Typically, 3to 12 weeks are required to complete
engraftment of the graft.

[0015] Thus, the grafted black person’s skin graft un-
dergoes decolorization of the black color of the skin in 7
to 15 days after the grafting, and after about 1 month,
the darkly pigmented part is reduced to less than 20% of
the total area (Fig. 1). Thereafter, the darkly pigmented
part stably increases, and at a point in time of 2 months
after the grafting, 25 to 45%; at a pointin time of 3 months
after the grafting, 30 to 50%; at a pointin time of 4 months
after the grafting, 35 to 55%; at a pointin time of 5 months
after the grafting, 40 to 60%; and at a point in time of 6
months after the grafting, 50% or greater on average,
typically 50 to 60%, of the area becomes darkly pigment-
ed (Fig. 1). Thereafter, the darkly pigmented part scarcely
increases and remains relatively stable.

[0016] About 7 months after the grafting, the grafted
skin is collected to include darkly pigmented parts and
light parts, and the collected skin is subjected to Fontana-
Masson staining. As the cross-section of the skin is ob-
served, the darklypigmented part where melanin gran-
ules are confirmed exhibits a significant increase in thick-
ness of the epidermis, as in the case of lentigo senilis
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(Fig. 2).

Furthermore, in the darkly pigmented part, the expres-
sion of genes of cytokines associated with melanin syn-
thesis (Endothelin-1 (prepro-endothelin-1), SCF, «
Melanocyte Stimulating Hormone (pro-opiomelanocort-
in; POMC) gene) is increased (Fig. 3).

As such, the darkly pigmented part formed upon the skin
grafting of the present invention shows closely similar
characteristics regarding the melanin synthesis leading
to the appearance of hyperpigmentations.

[0017] Therefore, by using the animal or the grafted
skin of the present invention, evaluation or screening of
a medicament, cosmetic product or the like intended to
suppress the formation of skin hyperpigmentations or to
remove formed hyperpigmentations can be implement-
ed.

For example, it is possible to implement the evaluation
or screening of a hyperpigmentation formation suppres-
sant or a hyperpigmentation remover, by analyzing the
RNA derived from the epidermis of the darkly pigmented
part (hyperpigmentation part) and the light part (non-pig-
ment spot part) of the grafted skin in the animal model
for hyperpigmentations of the present invention, meas-
uring the amount of expression of genes of cytokines
such as Endothelin-1, SCF, a Melanocyte Stimulating
Hormone (POMC) and the like, and using the results as
an index; or by measuring the skin color using a color-
imeter, and using the results as an index; or comparing
the skin color change by photographs or naked-eye ob-
servation, and using the results as index. Inaddition, the
term "hyperpigmentation" as used herein includeslenti-
gosenilis,pigmentation afterinflammation, and darkening
of the skin due to pigmentation such as freckles and the
like.

[0018] The evaluation or screening of a hyperpigme-
nation formation suppressant or a hyperpigmenation re-
mover can be performed by, specifically, administering
an appropriate amount of test substance to the animal
of the present invention via an administration route in-
volving transepidermal, subepidermal, injection, oral or
the like, and determining the effect of the test substance.
[0019] Specifically, after 2-8 month raising after graft-
ing the model mouse for evaluating hyperpigmenations
of the present invention, the test substance is adminis-
tered to the darkly pigmented part by the desired method
as mentioned above. It is possible to evaluate or select,
as a hyperpigmenation formation suppressant or a hy-
perpigmenation remover, the material to be tested which
is low in the amount of expressed genes of cytokines or
high in the skin lightness (L* value), by comparing the
gene expression amount or skin color at this site with that
of control (free of the material to be tested).

EXAMPLES

Example 1

10

15

20

25

30

35

40

45

50

55

1. Method of preparing grafted skin and changes in the
darkly pigmented part over time

[0020] Foreskin derived from African descent was ob-
tained from the University of Cincinnati Hospital and
Christ Hospital, and then immediately washed with phos-
phate buffered saline (PBS) . Then, the foreskin was
trimmed to a suitable size (about 1.5 cm x 1.5 cmto about
2.0 cm x 2.0 cm). Until transferred to an animal facility,
the foreskin was immersed in Dulbecco’s Modified Ea-
gle’s Medium (DMEM) containing L-glutamine and anti-
biotic/antimycotic (Invitrogen, CA).

[0021] Four to six-weeks old female SCID mice
(Taconic, NY) were housed in an animal facility in Cincin-
nati Children’s Hospital (Cincinnati Children’s Hospital
Medical Center, Cincinnati, OH) , in a specific pathogen-
free condition from the beginning to the end of the ex-
periment.

After acclimation of about 1 week, the mice were anes-
thetized in a box containing isofluorane/oxygen (3%/0.8
liter)and the mice were shaved on the dorsal side with
hair clippers and a shaver. During the grafting of foreskin,
the mouse was allowed to inhale isofluorane/oxygen
(2%/0.7 liter). The dorsal side skin of the mouse was
excised to a size which was slightly larger than the
trimmed foreskin (about 2 to 3 cm in diameter) , and the
mouse skin and the foreskin were sutured according to
a standard method. The boundary of the grafted foreskin
and the mouse skin was subjected to a sensory dener-
vation treatment with sensorcaine. After the grafting, the
mouse was maintained at 37°C for 1 hour, or until it woke
up from anesthesia.

[0022] Since the grafted foreskin completely congluti-
nates with the mouse skin in about 1 month after grafting,
the grafted foreskin was photographed from that point in
time and at an interval of 1 month using a digital camera,
and a relative ratio of the area of the darkly pigmented
part to the entire area was calculated.

As shown in Fig. 1, the area of the darkly pigmented part
at the time point of 1 month after the grafting was less
than 20% of the entire area. But, the area stably in-
creased thereafter, and at the point in time of 6 months
after the grafting, 50% or larger area on average was
found to be covered by the darkly pigmented part. After
then, most of the grafted foreskins were not acknowl-
edged to have such stable increases in the area.

2. Comparison of sections of grafted skin

[0023] After about 7 months of the foreskin grafting, at
which time the increase in area of the darkly pigmented
part became stable, the grafted foreskin was collected,
and a sample section was prepared to contain darkly
pigmented parts and light parts. After the preparation of
the section, Fontana-Masson staining was attempted ac-
cording to a standard method, so that melanin granules
could be clearly detected.

The section was compared with a lentigo senilis (age
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spot) sample which was obtained from a contract labo-
ratory (Stephens & Associates) in Dallas, the darkly pig-
mented part in the grafted foreskin was found to have
significant thickening of the epidermis, as in the lentigo
senilis (Fig. 2).

3. Expression of Endothelin-1, SCF and POMC

[0024] After about 7 months of the foreskin grafting,
samples of 3mm in diameter were collected from a darkly
pigmented part and a light part in the grafted foreskin
using a punch biopsy method. In order to prevent RNA
from degradation, the samples were immediately im-
mersed in RNAlater (Qiagen, Valencia, CA), and then
total RNA was extractedusing anRNeasymicro kit (Qia-
gen). cDNA was synthesized according to a standard
method using oligo dT and Moloney murine leukemia vi-
rus reverse transcriptase. Subsequently, a probe and
primers which are specific to the genes of Endothelin-1
(prepro-endothelin-1; Assay ID: Hs00174961_m1), SCF
(Assay ID: Hs00241497_m1) and POMC (a precursor of
o Melanocyte Stimulating Hormone; Assay ID:
Hs00174947_m1) which are known as three major cy-
tokines associated with melanin synthesis (TagMan
Gene Expression Assays), and PCR reagent (TagMan
Gene Expression Master Mix) were purchased from Ap-
plied Biosystems (Foster City, CA), and real-time quan-
titative RT-PCR was performed using an ABI PRISM
7300 sequence detection system (Applied Biosystems).
Expression of glyceraldehyde-3-phosphate dehydroge-
nase (GAPDH; human GAPDH VIC-MGB No.
4326317E, Applied Biosystems) was taken as the inter-
nal standard.

[0025] It has already been reported that the above-
mentioned cytokines show increased expression in len-
tigo senilis parts (J Invest Dermatol 116: 578-586, 2001,
J Invest Dermatol 122: 1256-1265, 2004, J Dermatol Sci
2:120-123, 2005). Also as a result of the quantitative RT-
PCR analysis, it was found that the expression of all of
the above-mentioned cytokines was higher in the darkly
pigmented part compared to the light part (Fig. 3). In par-
ticular, the expression of SCF was significantly (p < 0.05)
higher in the darkly pigmented part.

[0026] From the above, in the darkly pigmented part
of the grafted skin of the present invention, increased
expression was observed for the genes of Endothelin-1
(prepro-endothelin-1), SCF and POMC, which have been
actually observed to show increased expression in len-
tigo senilis parts. Furthermore, as it is being found that
lentigo senilis parts are associated with increased ex-
pression of inflammatory cytokines such as tumor necro-
sis factor alpha and the like (J Invest Dermatol 116:
571-577,2001) , or with epidermal thickening, the darkly
pigmented parts of the grafted skin were also observed
to have definite epidermal thickening as in lentigo senilis
parts.

Therefore, it is contemplated that there is a high possi-
bility that the characteristics of the grafted skin related to
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melanin synthesis is closely similar to the hyperpigmen-
tations.

Example 2

[0027] In accordance with the method mentioned
above, evaluation of screening of hyperpigmentation for-
mation suppressant or hyperpigmentation remover was
conducted by use of mouse model for evaluating hyper-
pigmentations in which foreskin derived from African de-
scent was grafted onto the back of imminodeficient mice
and six months were passed thereafter.

A PBS solution containing 10 pM s-kit (R&I) systems)
(hereinafter, referred to as s-kit) as the hyperpigmenta-
tion formation suppressant, and PBS free of s-kit (here-
inafter, referred to as PBS) was used as control. It is
known that the s-kit suppresses signal of SCF (D. D.
Dahlen et al., Leukemia Research 25 (2001) 413-421)
and has an action of hyperpigmentation formation sup-
pression or hyperpigmentation removal.

To the darkly pigmented parts of the grown-up skin of
model mice, 25 pL of 10 wM s-kit (R&D systems) by three
times per one week was administered subepidermaly,
and photography and skin lightness (L* value) of the skin
using a colorimeter (Minolta CR-200) were measured at
week 0, week 1, and week 2 from the start of the admin-
istration. Concurrently with this, to a darkly pigmented
parts other than the portion to which the above mentioned
suppressant or remover was administered, 25 pL of PBS
was administered, and skin lightness was compared be-
tween the s-kit administered sites and PBS administra-
tion sites. The results by the colorimeter was shown by
the variation from the initial value (AL* value: L* value at
week 0 - L* value of each week).

[0028] Asshown in Fig. 4, while the skin lightness was
lowered (increase of AL* value) at PBS administration
sites showing no action of hyperpigmentation formation
suppression, the decrease in the skin lightness is sup-
pressed at the s-kit administration sites showing hyper-
pigmentation formation suppression action.

Thus, using the animal model for evaluating hyperpig-
mentation enables evaluation or screening of the hyper-
pigmentation formation suppressant or hyperpigmenta-
tion remover. In addition, since the the animal model for
evaluating hyperpigmentations is grafted with human
skin, an evaluation closely similar to that of real human
skin can be conducted.

Claims
1. Ananimal model for evaluating hyperpigmentations,
wherein a black person’s skin is grafted onto a non-

human animal.

2. The animal model according to claim 1, wherein the
animal is an immunodeficient non-human animal.
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The animal model according to claim 1 or 2, wherein
50 to 60% of the area of the grafted skin becomes
pigmented in about 6 months after grafting.

The animal model according to claim 3, wherein the
expression of agene of atleast one cytokine selected
from Endothelin-1, SCF and POMC is increased in
the darkly pigmented area.

The animal model for evaluating hyperpigmentation
according to claim 1, wherein the hyperpigmentation
is a pigment spot.

A method of preparing an animal model for evaluat-
ing hyperpigmentations, which comprises grafting a
black person’s skin onto a non-human animal, and
raising the animal for at least 6 months after the graft-

ing.

A model skin for evaluating hyperpigmentations, pre-
pared according to the method of claim 6.

A method of evaluating or screening a hyperpigmen-
tation formation suppressant or a hyperpigmentation
remover, wherein the animal model of claim 1 is
used.
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