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ABSTRACT

Background: Vitiligo and post burn leucoderma are an
acquired skin disorders characterized by white and depigment-
ed patches of variable shape and sizes due to disappearance
of functioning melanocytes. Transplantation of autologous
cultured or non cultured melanocyte is one of the available
surgical approaches used in the treatment of leucodermain
general beside ultra thin split thickness skin grafting.

Objectives: To evaluate the efficacy of cultured/non
cultured melanocytes versus split thickness skin grafting in
induction of repigmentation in stable vitiligo and post burn
leucoderma.

Patients and Methods: Thirty patients with stable leuco-
derma. Divided into three groups. Pretreatment punch biobsy
was taken. Preparation of cultured/non cultured melanocytes
and split thickness skin graft was performed and applied to
dermabraded skin. After 6-12 monthes patient response eval-
uated clinically and by another punch biobsy.

Results: In the first group in the regard of repigmentation
between test site and control sites. It was excellent at (5)
(50%) of the test sites. It was good at (2) (20%) of the test
sites. Fair repigmentation was encountered among (2) (20%)
of the test sites. Poor repigmentation was encountered among
(1) (10%) of the test sites. Versus excellent at (3) (30%), good
at (2) (20%), fair (3) (30%), Poor repigmentation (2) (20%)
In the second group, and excellent at (6) (60%), good at (2)
(20%), fair repigmentation (1) (10%), Poor repigmentation
(1) (10%) in the third group.

Conclusion: Autologous cultured/non cultured melanocytes
could be effective method for treatment of stable vitiligo as
well as post burn leucoderma. Non cultured is simpler, less
costy, shorter time for the method. Selection of the patient is
crucial to the success of the outcome.

Key Words: Melanocyte — Dermabrasion — Vitiligo — Post
burn leukoder ma.

INTRODUCTION

L eucoderma had been a term used to describe
disorders in which the skin had been turned white
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in some areas due to lack of melanin in the epider-
mis due to absence or destruction of melanocytes
[1]. The nomination ‘vitiligo’ per-haps had come
from Latin word ‘ Vitilus', that denote ‘calf’, and
had been introduced by Roman physician, Celsus
in the first century A.D. [2]. Vitiligo had been
identified as an acquired skin disorder which had
been characterized by sharply demarcated depig-
mented lesions of variable size and shape, with
tendency to increase in size during lifetime. It had
affected approximately 0.5-2% of the general pop-
ulation worldwide and it had appeared any time
from shortly after birth to late adulthood. The
average age of onset had been approximately 20
years [3]. Deep burns had often resulted in hypop-
igmentation, referred to as post burn leucoderma
which had a similar psychological impact on patient
as that of vitiligo [4]. The scar tissue laid down
after healing by secondary intention had provided
abarrier not only to the transfer of melanin by the
dendritic processes but also to melanocyte migra-
tion, which had occurred in afavourable environ-
ment [4]. Post-burn leukoderma had been resistant
to UV based therapies like UV-B and psoralen plus
UV-A [5]. There had been numerous treatment
strategies for leucoderma throught the years. Pso-
ralen plus ultraviolet A (PUVA) therapy and topical
corticosteroids, Narrow band UVB light theraby
[1]. Despite availability of various types of medical
treatments for vitiligo, a significant number of
patients had failed to respond with a satisfactory
degree of repigmentation. Transplantation of au-
tologous melanocytes cultured or non cultured had
been one of the available surgical approaches that
had offerred apotential solution for patient with
vitiligo who had failed to respond to medical
treatments [6].
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The colour of the skin:

Melanin had been the most important chro-
mophore that had determined the normal skin
colour. The number, shape, size, distribution and
degradation of melanin laden organelles (melano-
somes) that had been produced by melanocytes
and had been transferred to the surrounding epi-
dermal keratinocytes had determined racial and
ethenic differences in the skin colour. In humans
two pigmention types had occurred. The first had
been constitutive skin colour, which had been
determined by the amount of melanin pigmentation
that had been genetically determined in the absence
of sun exposure and other influences. The second
facultative (inducible) skin color or tan, which had
resulted from sun exposure, increased pigmentation,
and had also been due to endocrine, paracrine &
autocrine factors [7].

Function of cutaneous melanocytes:

The melanocyte had been the primary melanin-
producing cell of the epidermis [8]. The major
differentiated function of the melanocytes had been
to synthetize melanin in specialized organelles
within the melanocytes (melanosomes) and to
transfer them to neighboring keratinocytes [9].
through there dendrites, and hence function as key
component of the pigmentary system [10]. Two
melanocytic populations had been found in the
skin, (secretory melanocytes) had cytocrine activity
it had behaved as unicellular glands by melano-
somes production and it's transferring to surround-
ing epidermal keratinocytes through network of
dendrites they form in the basal layer of the epi-
dermis. (Non-secretory melanocytes) (melano-
phores) had not transfered their melanosomes, but
had redistributed them from the perinuclear zone
into the dendrites and then back again [9].

Types of melanin:

There had been two major types of melanin,
the eumelanins and pheomelanins. Eumelanins had
been brown and black pigments while pheomelanins
had been red and yellow pigment that is initialy
synthesized just like eumelanins more photopro-
tective, [11] Phaeomelanin had been the major type
inred hair and also had predominated in the epi-
dermis of skin types| and Il. Eumelanins, on the
other hand, had been present diffusely in peoples
with dark skin and hair [12].

Function of melanin:

Pigment had provided significant protection to
the underlying tissues from being damaged (pho-
toaging, photocarcinogenesis) by ultraviolet radi-
ation besides providing wide range of cosmetic

coloration to the skin, hair and eyes. It had acted
also as an antioxidant and aradical scavenger, and
thus it had played important roles in protecting
cells from damage [13].

Morphology of cutaneous melanocytes:

Melanocytic cell body, had round to oval nu-
cleus, numerous mitochondria and vesicles, mi-
crofilaments, intermediate filaments, abundant
smooth endoplasmic reticul ae, rough endoplasmic
reticulae and golgi apparatuses and microtubules
in the cytoplasm, sits on a specialized region of
basal lamina with its dendrites had come into
contact with keratinocytes as far away as the mid
stratum spinosum. Thus a melanocyte had associ-
ation with approximately 30-40 surrounding kera-
tinocytes transferring melanosomes to them, this
had been named the epidermal melanin unit [14].

Melanogenesis:

Melanin pigment had been large biopolymers
derived from the progressive oxidation of the amino
acid tyrosine in the absence of sulfhydryl groups
from cysteine producing black-brown (eumelanin)
or in the presence of sulfhydryl groups at cysteine
producing yellow-red (phaomelanin) compounds
[15]. Melanosomes that had been the specialized
intracellular organelles of pigmented cells specified
to the melanin pigments biosynthesis, storage and
transport. It had been responsible for most visible
pigmentation in mammals and other vertebrate [16].

Melanosomal Transportation to the dendrites
and transfer to keratinocytes:

Studies had suggested several ways for melano-
somal transfer, which had included cytophagocy-
tosis, fusion of plasma membranes, exocytosis,
and transfer by membrane vesicles [17].

Melanocytic culture:

Since 1957 isolation and subsequent culture of
human epidermal melanocytes had been attempted.
Only since 1982 pure normal human melanocyte
cultures had been reproducibly established to yield
cellsin sufficient quantity for biological, biochem-
ical, and molecular analyses[18]. Melanocytes fail
to grow, and usually die, in culture media used for
skin fibroblasts or keratinocytes. Melanocytes did
not produce any of the growth factors that had
been known to - stimulate them in contrast to many
other cell types[19,20].

Melanocytic differentiation markers:

Commonly used melanocytic differentiation
markers had been: S100, HMB-45 (gp100), tyro-
sinase and MART-1 [21].
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1- S100:

First isolated from glial cells as acidic calcium-
binding protein. Its name had been due to its solu-
bility in 100% saturated ammonium sulfate solution
[22]. Its specificity for melanocytic lesions had
been limited(75-87%) [23,24].

2- HMB45:

(Human Melanoma Black 45) a cytoplasmic
premelanosomal glycoprotein marker (gp 100). It
had been less sensitive than S100 but it had greater
specificity [25]. The reported sensitivity of HMB45
for melanoma ranges from 69% to 93%, expression
is maximal in primary melanoma specimens (77-
100%) and less in metastases (58-83%) [26].

3- Melanoma antigen recognized by T cells

(MARTY):

An antigen that had first detected in melanoma
metastases by two different antibodies. Melan A
and A-103. Asin S-100 protein, most benign and
malignant melanocytes, had expressed this marker.
27These antibodies had shown (75-92%) sensitivity
and (95-100%) specificity [28].

4- Tyrosinase:

An enzyme that hydroxylates tyrosine as the
first step in melanin biosynthesis. It had been seen
as fine granular cytoplasmic staining [29]. Positive
staining had been tended to be strong and diffuse
[30]. The tyrosinase sensitivity for melanoma (84-
94%). Sensitivity had decreased (79-93%) with
increase of the clinical stage and in metastatic
lesions[31]. The tyrosinase specificity for melanoma
is97-100% [32].

Clinical features:

Patients had been presented with one to several
amelanotic macules which had appeared as chalk
or milky white in color. Inflammation had been
seen at the advancing margin of the lesions; how-
ever, there had been no epidermal change or erythe-
ma. Lesions had been often symmetric and usually
enlarge centrifugally in size with time. The increase
in size had corresponded with a substantial |oss of
functioning epidermal and, sometimes, hair follicle
melanocytes [33]. Lesions had been typically well
demarcated, but the edges may be scalloped [33].

Histopathol ogic findings of vitiligo:

Melanocytic and melanin loss in the white
patches, with inconstant lymphonuclear infiltrate
in the advancing peripheries of lesions [34]. Absence
of melanocytes in vitiliginous areas, Extracellular
granular material, and Vacular keratinocytic degen-
eration in the normally pigmented epidermis of
vitiligo patients [34].
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Perilesional skin:

Melanocytes and melanin granules had been
located in the basal layer of peripheral epidermis,
with reduced number of melanocytes and with
some alterations such as an increase in size and
with long dendritic processes [34]. Keratinocytes
from perilesional skin had shown the features of
damaged cells[35]. Focal gapsin perilesional skin
basal membrane had been seen with lymphocytes
infiltrating between basal membrane cells [36].

Vitiligenous skin:

Histochemical procedures for the identification
of melanocytes (DOPA-reaction) had given nega-
tive result, even if abnormal DOPA-positive cells
had been seen, that represent inactivated melano-
cytes. Also, residual activity of the melanocyte-
specific enzyme tyrosinase had been seen in lesional
vitiligo patches that represent an index of the
presence of residual melanocytes [37]. Kerati-
nocytes abnormalities had been seen at the edges
of the patches. It had been reported a "ballooning"
degeneration (vacuolization) in the basal dermal
keratinocytes associated to spongiosis and the
presence of a mononuclear and lymphohistiocytic
infiltrate [35]. The upper dermis had shown lym-
phocytic infiltration, especially in a perivascular
area[38]. Degenerative changesin cutaneous nerves
and adnexal structures had been also reported in
Long-standing lesions [39].

Surgical treatment of vitiligo:

Repigmentation had been successfully induced
in previously failed graft cases by NB-UVB pho-
totherapy of 311nm [40]. In general; autologous
transplantation methods had been only indicated
after medical treatment had failed. These methods
can be used in combination with medical and/or
irradiation therapies. Transplantation may also be
considered as first option to treat patients with
stable and/or focal (segmental) vitiligo. Even after
a successful grafting, depigmentation of the grafts
may still occur when reactivation of the disease
takes place. Sugical autologous transplantation
could betissue or cellular grafting [41]. The popul ar
surgical methods among tissue graftsinclude Thin
Thiersch's graft, Suction blister graft, punch grafting
and mini punch grafting (MPG) [42].

Surgical autologous transplantation methods:
(A) Tissue grafting:
1- Minigrafting:
Autologous mini punch grafting (MPG) had
been a safe, effective and easy technique that had

been performed on any site with minimal side
effects and good cosmetic results [42]. The proce-
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dure had involved the transfer of circular pieces
or punches of skin tissue 1-2mm from the normally
pigmented donor areas (such as the hip, buttocks,
and outer thigh) into similar shaped pits spaced 5-
10mm that had been made on the recipient skin
[43].

2- Thin split-thickness skin grafting:
Ultra-thin grafts (STSG-UT) of 3-6 thousandth

of an inch (0.003-0.006in. or 0.08-0.15mm) had
also been used for resurfacing [44].

3- Grafting of epidermal blisters:

A suction blister apparatus that had been capable
of exerting 200mm Hg to 300mm Hg negative
pressure for 2-3 hours had been essential to separate
the epidermis from the dermis at the normally
pigmented donor skin. Two days before transplan-
tation, blistering of the depigmented lesion had
been induced using liquid nitrogen. After blister
formation, the depigmented epithelium had been
removed and the roofs of the pigmented donor
blister had been grafted to the denuded lesional
areas [45].

(B) Cellular grafting:
1- Grafting of cultured autologous melanocytes:

Autologous melanocytes had been expanded
by in vitro culturing techniques and had been
transplanted into a previously denuded achromic
skin area[46]. Thisis an expensive technique that
had required special |aboratory expertise. However,
it had represented an adequate method to repigment
larger vitiliginous skin areas in the future. There
had been several methods to obtain cultured autol-
ogous melanocytes, Grafting of pure melanocytes
and Grafting of melanocytes mixed with kerati-
nocytes [47].

2- Grafting of non-cultured melanocytes suspen-
sion:

More simplified methods of grafting of fresh
epidermal cell suspensions bearing both melano-
cytes and keratinocytes (non-cultured epidermal
cellular grafting) which had been an innovative
surgical technique that had been used for the treat-
ment of stabilized leucoderma, including vitiligo
[48].

3- Grafting of follicular melanocytes:

Based on the concept that the existence of a
pool of undifferentiated melanocyte stem cellsin
the hair that can replenish the pool of differentiated
melanocytes. These stem cells had been maintained
in the niche microenvironment, which had been

thought to be located in the "bulge" area, where
arrector pili muscle attaches with the hair [49].

PATIENTSAND METHODS

Thirty patients were included with stable forms
of leukoderma (non-progressive vitiligo or and
post-burn). It was conducted at the Plastic, Recon-
structive and Burn Surgical Center, Mansoura
Faculty of Medicine and Benha Teaching Hospital.

Inclusion criteria;

Patients with stable disease without increase
in the size of the existing lesions or eruption of
new lesions for at least 2 years.

Exclusion criteria:

1- Cases of active disease. Disease activity was
determined by the presence of at least one of
the following criteria: (a) Increasein lesion's
size both in width or depth, (b) Freshly erupted
lesion, (c) Grouping of small lesions together,
and (d) Eruption of new lesions away from the
primary one.

2- Cases with vitiligo affecting more than 70%
body surface area, as the extent as well as with
the activity of vitiligo were correlated to the
level of anti-melanocytic antibodies.

3- Cases with associated autoimmune diseases
particularly autoimmune thyroiditis, diabetes
mellitus or pernicious anemia.

Patients were subjected to the following: (a)
History taking, (b) Physical examination, (c) Ex-
planation of the procedure, (d) Baseline investiga-
tions including complete blood count and coagu-
lation profile, HIV, Hepatitis B and C virus
serology, (e) Baseline and serial post-treatment
photography, (f) All patients will be subjected to
pre-treatment and post-treatment skin punch biopsy
that will be examined histologicaly by immunohis-
tochemical stain HMB45 & S100.

Informed consent was taken from all cases
included in the study that was approved by the
Research Ethics Committee, Faculty of Medicine
Mansoura University.

The thirty patients of the study were subdivided
equally into three groups.

Under general anesthesia, cleaning and steril-
ization the donor and the recipient areas with
povidone-iodine, followed by 70% alcohol were
done.Dermabration of the recipient (vitiliginous)
areauntil uniform pin-point capillary bleeding was
seen. Denuded areas were covered by gauze moist-
ened with Saline solution until transplantation.
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Very thin split-thickness skin graft (0.1-0.15mm
thick) was obtained from the donor normally pig-
mented area; usually the inner aspect of the thigh,
with size was justified according to the depigmented
area size. The graft was moistened after removal
with sterile saline solution, to insure that the graft
did not become dry before application. The slightly
bleeding doner area was covered with tulle gras
and covered with adhesive bandage.

The first group (10 patients) was subjected to
dermabrasion and thin split- thickness skin grafting.
Gentle application of the graft on the dermabraded
achromic region, where the surface was flattened
and stretched over the dermabraded region.Stitches
were done at the borders to fix the graft and then
saline moistened gauze was used to cover the
recipient area. At least 4 hours rest in a hospital
after the procedure was advised. Removal of the
bandages was advised after 1-2 weeks. Then pa-
tients were encouraged to expose themselves mod-
erately to the sun in a slowly increasing dose.
Follow-up every 2 weeks for one and half year.

The second group (10 patients) the patientsin
this group were subjected to autologous grafting
with non-cultured melanocyte suspension prepared
in MERC.

1- A shave biopsy skin sample of up to one-tenth
the size of the recipient area is incubated.

2- The cells are mechanically separated by using
trypsin EDTA solution.

3- The material is centrifuged to prepare a suspen-
sion.

Placement of the skin sample, with epidermis
upward, immersed in 8ml of trypsin 0.25%, in a
petri dish with EDTA and incubated at 37°c for 30
minutes, then trypsin solution was discarded and
the sampl e rinsed with nutrient mixture. Mechanical
separation of The dermis from epidermis was done
and dermis was discarded. The epidermis then
transferred to 15ml centrifuge tube and centrifuged
for 6 minutes to separate the melanocytes and the
keratinocytes, which sink to the bottom, from other
epidermal cells which float. The cell suspension
formed of keratinocytes and melanocytesis applied
to the dermabraded depigmented skin area.

The third group (10 patients) the patients in
this group were treated by transplantation of cul-
tured epidermal cells mainly melanocytes prepared
in MERC. Placement of the skin sample, with
epidermis upward, immersed in 8ml The cell sus-
pension formed of keratinocytes and melanocytes
istransferred to culture media (DMEM and HBSS
media) for 2-3 weeks, then applied to the derm-
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abraded achromic skin.The patients of all groups
were evaluated at baseline and at post-treatment
at 1, 6th, and one year. Several photos were taken
at each visit to compare the effect of different
treatment.

RESULTS

Demographic characteristics:

Sex: 53.3% of the studied patients were males
(16 patients) & 46.7% were females (14 patients)
with male to female ratio 1.14 : 1. In 1st group,
60% were males (6 patients) & 40% were females
(4 patients) with ratio 1.5: 1. In 2nd and 3rd groups
50% were males (5 patients) 50% were females (5
patients) with male to female ratio 1: 1.

Age: Ranged between 8 and 43 years with mean
of 23.8+9.01 years. Age group below and equal
20 years includes 15 patients (50%) while age
group above 20 years includes 15 patients (50%)
of the patients. In 1St group ranged between 8 and
43 years with the mean of 23.50+10.32 years. Age
group below or equal 20 yearsincludes 5 patients
(50%) while age group above 20 years includes
5 patients (50%) of patients. In 2nd group ranged
between 13 and 43 years with the mean of
23.90+9.12 years, age group below or equal 20
years include 5 patients (50%) while age group
above 20 years includes 5 patients (50%) of pa-
tients. In 3rd group ranged between 12 and 40 years
with the mean age of 23.90+8.46 years. Age group
below or equal 20 yearsinclude 5 patients (50%)
while age group above 20 yearsincludes 5 patients
(50%) of patients.

Family history: The majority of the studied
patients (86.7%) reported negative family history
for vitiligo, however a positive family history of
the disease was encountered among (13.3%) of the
studied patients. In 1st group (90%) reported neg-
ative family history, (10%) positive family history
of the disease. In 2nd group 8 patients (80%) re-
ported negative family history (20%) positive
family history. In 3rd group (90%) reported negative
family history, (10%) positive family history.

Type of skin: Fifty per cent of the patients are
skin type IV (15 patients), 20% of the patients are
skin type 11 (6 patients) and 30% of the patients
aretypell (9 patients). In 1st group Sixty per cent
of patients are skin type |V (6 patients), 10% of
patients are skin type I11 (1 patients) and 30% of
patients are type |1 (3 patients). In 2nd group Fifty
per cent of the patients are skin type 1V (5 patients),
20% of the patients are skin type |11 (2 patients)
and 30% of the patients are type Il (3 patients). In
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3rd group Forty per cent of the patients are skin
type IV (4 patients), 30% of the patients are skin
type Il (3 patients) and 30% of the patients are
type Il (3 patients).

Clinical characteristics:

Duration of the disease: Ranged between 3 and
12 years with a mean disease duration of 7.2+2.82.
Between 3 and 11 years with a mean of 6.8+3.22
in 1st group. In 2nd group ranged between 5 and
12 years with mean of 8.00+£2.67. Between 4 and
11 years with mean of 6.80+2.66 yearsin 3rd group.

Duration of the disease stability: Ranged be-
tween 2 and 10 years with a mean of 5.17+2.46.
In 1st group ranged between 2 and 10 years with
amean of 4.9+2.73. In 2nd group between 2 and
9 years with a mean of 5.70+2.31. In 3rd group
ranged between 3 and 10 years with a mean of
4.90+2.51 years.

Size of the treated lesion: The distribution of
the included patients according to the size of the
treated lesion was as following Table (1).

Table (1): Size and number of treated lesions.

Size of the treated lesion (cm?) No. %
1 2 6.7
5 5 16.7
6 2 6.7
7 2 6.7
8 6 20
9 2 6.7
10 4 13.3
14 1 3.3
15 3 10
18 1 33
20 2 6.7
1t group:

7 1 10
8 1 10
9 2 20
10 2 20
15 1 10
18 1 10
20 2 20
2nd group:
1 2 20
5 3 30
6 2 20
8 3 30
3rd group:
5 2 20
7 1 10
8 2 20
10 2 20
14 1 10
15 2 20

Table (2): Comparison between all groups according to dif-
ferent parameters with range, mean standered de-

viation.
All groups Range Mean+ SD F.test p.value
Age:
Group 1 8-43 23.50+£10.32
Group 2 13-43 23.90+9.12 0.006 0.994
Group 3 12-40 23.90+8.46
Duration of
disease:
Group 1 3-11 6.80+3.22
Group 2 5-12 8.00+2.67  0.586 0.564
Group 3 4-11 6.80+2.66
Duration of
stability:
Group 1 2-10 4.90+2.73
Group 2 2-9 5.70+2.31  0.335 0.718
Group 3 3-10 4.90+2.51
Size of treated
lesion:
Group 1 7-20 12.60+£5.13
Group 2 1-8 5.30+2.58 8.511 0.001
Group 3 5-15 9.70+3.83
Total cell count:
Group 1 0-0 0+0
Group 2 0.19-0.92 0.68+0.27 20.461 0.001
Group 3 0.75-2.3 1.56+0.55
Cell count:
Group 1 0-0 0+0
Group 2 1.13-2 1.40+0.31  4.158 0.056
Group 3 1.47-1.88 1.62+0.14
Size of donor:
Group 1 7-20 12.60+5.13
Group 2 0.1-0.8 0.53+0.26  53.084 0.001
Group 3 0.5-1.5 0.97+0.38
Time of
repigmenation:
Group 1 7-10 8.10+£1.20
Group 2 14-21 16.80+2.78 115.459 0.001
Group 3 21-30 25.50+3.24

Intervention technical procedure:

In 1st group Size of the graft: Split thickness
skin graft was taken in ratio of 1:1 in relation to
the treated area ranging in size from 7cm2 to 20
cm2 with a mean of 12.6+5.13. In the 2nd group
thetotal cell count (x 106) / (Iml) ranged between
0.19 and 0.92 (x 106) cells with a mean of 0.68
+0.27 (x 106) cells. And Transplanted cell count
per mm2 : ranged between 1.13 x 103 and 2 x 103
cellswith amean cell count of 1.40+0.31 cells. In
3rd group the total cell count (x 106) (1ml) ranged
between 0.75 and 2.3 (x 106) cells with a mean of
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1.56+0.55 (x 106) cells. And transplanted cell count
per mm2: ranged between 1.47x103 and 1.88x103
cells with amean cell count of 1.62+0.14 cells. In
2nd and 3rd groups donor areaiis 1:10 of the treated
lesion ranges from 0.1-0.8cm2 with mean of
0.53+0.26cm2 and from 0.5-1.5cm2 with mean of
0.97+0.38cm?2 respectively.

Efficacy outcome:

The percentage of area of repigmentation in
the treated lesions relative to the baseline depig-
mented surface area was the main parameter to
evaluate the efficacy of the intervention. Patients
response had been evaluated after 6 months, ac-
cording to the extent of pigmentation. Repigmen-
tation in the treated and the control areas around
the treated areas was graded as follow excellent
with 90-100% pigmentation, good with 50-89%,
fair with 20-49%, and poor with 0-20% of the
treated lesion. Repigmentation was evaluated of
by comparing of pre and postreatment photographs
of the recipient site. In the 1st group the repigmen-
tation at 5 (50%) of the treated sites was excellent.
It was good in 2 (20%). Fair repigmentation was
encountered among 2 (20%) of the treated sites.
Poor repigmentation was encountered at 1 (10%)
of the treated sites.in the 2nd group the repigmen-
tation at 3 (30%) of the treated sites was excellent.
It was good in 2 (20%). Fair repigmentation was
encountered among 3 (30%) of the treated sites.
Poor repigmentation was encountered at 2 (20%)
of treated sites. In the 3rd group the repigmentation
at 6 (60%) of the treated sites was excellent. It was
good in 2 (20%). Fair repigmentation was encoun-
tered among 1 (10%) of the treated sites. Poor
repigmentationwas encountered at 1 (10%) of
treated sites.On the other hand, none of the control
areas showed excellent or even good repigmenta-
tion. While repigmentation was fair in nearly 40%
and poor for 60% of the control areas.

Time of initial repigmentation: Occurred at time
ranged between 7 and 10 days with a mean,
8.10+1.20 days. 14 and 21 days with a mean of
16.80+2.78 days. 21 and 30 days with mean of
25.50+3.24 days in the 1st, 2nd 3rd groups respec-
tively.

Color matching of the treated area: In the 1st
group the majority of patients showed darker color
in comparison to that of the surrounding normally
pigmented skin. 3 patients (30%) showed the same
color while one patient showed somewhat lighter
color in the treated area than surrounding normal
skin. In the 2nd group the majority of the patients
showed similar color to that of the surrounding
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normally pigmented skin. One patient (10%)
showed hyperpigmented color while 3 patients
showed somewhat lighter color in the treated area
than the surrounding normal skin. In the 3rd group
Four patients showed the same color as that of the
surrounding normally pigmented skin. Two patients
(20%) showed hyperpigmented color while 4 pa-
tients showed somewhat lighter color in treated
area than the surrounding normal skin.

Side effects: In first group (90%) had side
effects following grafting. Among adverse reactions
at the treated sites after the intervention, scar at
the donor areain 3 (30%), hyperpigmentation at
the donor area in 5 patients (50%) and infection
at the recepient sitein 1 patient (10%). In the 2nd
group (60%) of the studied patients had no side
effects following the intervention. Side effects
following grafting occurred in the second group
(40%). Among adverse reactions at the treated sites
after the intervention, scar at donor areain 3 patients
(30%), hyperpigmentation at donor areain 1 pa-
tients (10%) and infection at the recepient site in
no patient (0%). In the 3rd group Five patients
(50%) had no side effects following the interven-
tion. Side effects following grafting occurred in
the third group (50%). Among adverse reactions
at the treated sites after the intervention, scar at
donor areain 2 (20%), hyperpigmentation at the
donor areain 1 patients (10%) and infection at the
recepient sitein 2 patients (20%).

Patient satisfaction: Patient satisfaction as
regard to repigmentation and donor area scaring
is graded into good in 6 patients (60%), fair in 2
patients (20%) and poor in 2 patients (20%) in the
1st group. In the 2nd group good in 5 patients
(50%), fair in 3 patients (30%) and poor in 2
patients (20%). In the 3rd group good in 7 patients
(70%), fair in 2 patients (20%) and poor in 1 patient
(10%).

Histological examination of skin biopsy: Ex-
amination of pre-treatment & six months and one
year post-treatment, punch biopsies by H& E sec-
tions and HMB45 showed pretreatment negative
resultsin all patients, post-treatment positive results
for 9 patients (90%) and post-treatment negative
results for 1 patients (10%) in the 1st group. In the
2nd group post-treatment positive results for 7
patients (70 %) and post-treatment negative results
for patients 3 (30%). In the 3rd group post-treatment
positive results for 8 patients (80%) and post-
treatment negative results for 2 patients (20%)
while S100 shows false positive resultsin all groups
due to cross staining of langerhans cells.
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Effect of patients characters and treatment
variables on the outcome response:

Patient variables: In the patient variables, the
age (Chi square test=3.200, p=0.362), type of skin
(Chi sguare test=7.333, p=0.291) and duration of
disease stability (Chi square test=0.114, p=0.949)
of the studied patients had no significant positive
correlation with the percentage of repigmentation
of the treated areas. In the 2nd group, the age
(x2=0.667, p=0.881), type of skin (x2=10.278,
p=0.113) and duration of disease stability (x2
=0.775, p=0.549) of the studied patients had/hadn't
asignificant positive correlation with percentage
of repigmentation of the treated areas. In the 3rd
group, the age (x2=4.000, p=0.261), type of skin
(x2=4.861, p=0.562) and duration of disease sta-
bility (x2=0.626, p=0.624) of the studied patients
had a significant positive correlation with percent-
age of repigmentation of the treated areas. In the
1st group other quantitative variables as sex (x2=
2.500, p=0.475) family history (x2=1.111, p=0.774),
duration of vitiligo (x2=0.364 , p=0.782). As re-
gatrds the size of treated lesion, In the 2nd group
sex (x2=0.667, p=0.881) family history (x2= 2.708,
p=0.439), duration of vitiligo (x2=1.310, p=0.355),
had no statistically significant correlation with
percentage of repigmentation in treated areas. In
the 3rd group sex (x2=4.667, p=0.198) family
history (x2=0.741, p=0.864), duration of vitiligo
(x2=0.378, p=0.773), had no statistically significant
correlation with percentage of repigmentation in
treated areas. As regatrds the size of the treated
lesion, it hadn’t significant effect the result of
repigmentation.

Treatment Variable: In the 1st group the size
of the graft was 1:1 donor area which had no
significant positive correlation with percentage of
repigmentation of the treated areas. Also in the 2nd
group the total cell count/ ml suspension and cell
count/mm2 donner area had no significant positive
correlation with percentage of repigmentation of
the treated areas. While in the 3rd group the total
cell count/ml suspension and the cell count/mm?2
donor area had a significant positive correlation
with the percentage of repigmentation of the treated
areas. Regarding to the comparison between the
three groups shows statistically significant corre-
lation as regard to the size of the treated lesion
(p=0.001*), the total cell count (p=0.001*), the
size of the donor (p=0.001*) & the time of repig-
menation (p=0.001*).

Asregard to the degree of improvement in the
three groups, there was a statistically significant
correlation as regard to satisfaction (p=0.024*).

Table (3): Comparison between the three group according to
relation between distribution of different parameters
and degree of improvement.

All groups Range Mean+ SD F test p.value
Age:
Poor 20-40 28.00+8.64
Fair 18-29 23.83+5.04 0.334 0.801
Good 17-43 23.17+10.17
Excellent 8-43 22.79+10.37
Duration of
disease:
Poor 5-12 8.25+3.30
Fair 3-9 6.50+2.35 0299 0826
Good 4-11 7.00+2.37
Excellent 3-12 7.29+3.22
Duration of
stability:
PoF)r 4-8 6.00+2.31 0338 0798
Fair 2-7 4.50+2.17
Good 3-8 4.83+1.83
Excellent 2-10 5.36+2.95
Size of treated
lesion:
Poor 8-15 9.75+3.50
Fair 1-10 6.83+3.31  0.646 0.593
Good 5-20 10.67+6.74
Excellent 1-20 9.43+5.05
Total cell count:
Poor 0.9-2.3 1.37+0.81
Fair 0.19-1.3 0.78+0.46  0.637 0.602
Good 0.72-1.8  1.04+0.51
Excellent 0.2-2.2 1.22+0.69
Cell count:
Poor 1.13-1.53 1.27+0.23
Fair 1.15-1.9 1.51+0.32 1177 0.350
Good 1.37-1.8 1.55+0.19
Excellent 1.24-2 1.58+0.25
Size of donor:
Poor 0.8-8 2.78+3.50
Fair 0.1-10 3.53+4.64 0377 0770
Good 0.5-20 6.77+9.50
Excellent 0.1-20 4.86+6.39
Time of
repigmenation:
Poor 9-30 17.75+8.85
Fair 7-24 15.00+6.99 0.166 0919
Good 8-30 18.00+8.60
Excellent 7-28 16.79+7.90
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Photo (1): Male patient with post burn leucoderma at hair
line at the left Photo (A) with six months after
treatment with non-cultured melanocyte transplan-
tation at the right Photo (B).

Photo (3): Female patient with post burn leucoderma on the
ventral aspect of the thigh at the left Photo (A)
with six months after treatment with cultured
melanocyte transplantation at the righ Photo (B).

DISCUSSION

In this study, a statistically non-significant
difference was detected in the grades of repigmen-
tation between the treated and the control sites (chi
X2=2.500, p=0.868). With overall result of excellent
in 14 (46%), good in 6 (20%) and fair in 6 (20%),
while poor repigmentation was encountered in 4
(14%) of them. The present results are almost
similar or slightly better than those reported by
Gauthier and Surleve-Bazeille [50] who put the
melanocytes suspension obtained from the hairy
scalp full-thickness graft in the bullae induced in
the depigmented areas with 31% of cases showing
>75% repigmentation. This better percent of im-
provement noticed in the present study may be due
to the use of modified Gauthier and Surleve-
Bazeille [50] technique achieved by hyaluronic acid
addition to prevent spillage and performing a
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Photo (2): Male patient with vitiligo on the dorsum of the
hand at the left Photo (A) with six months after
treatment with cultured melanocyte transplantation
at the right Photo (B).

Photo (4): Female child patient with post burn leukoderma
on the dorsal aspect of the hand and at hair lins at
theright Photo (A) with six months after treatment
with cultured melanocyte transplantation at the
left Photo (B1,2).

gluteal region donor skin grafts which are expected
to have greater melanocyte density [51]. The results
of the current study are also better than those
reported by El-Zawahry et al. [52] who reported
that among 22 patients treated, 5 patients (23%)
showed excellent response, 7 patients (32%) good
response, 6 patients (27%) fair response and 4
patients (18%) showed poor response. They ex-
plained the small percentage of excellent results
in their study by low melanocytic density in the
suspension they used and that most of their cases
were having acral vitiligo and the. The results of
the present study are also better than a study in the
United States done by Huggins et al. [53] on 23
vitiligo patients that showed excellent repigmen-
tation in just 17%, and good repigmentation in
31%. Fair and poor repigmentations were achieved
in 10% and 41% of patients. However, The present
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results are slightly less than those reported by
Mohammed et al. [54], who had injected suspension
of melanocytes that had been obtained from a graft
from inner aspect of the thigh to the bullae induced
at vitiliginous lesions (group Il patients) or pouring
melanocytes suspention on dermabraded vitiligi-
nous lesions (group 111 patients) and had found
that excellent to good results had been shown in
7 out of 10 patients (70%) of each group and poor
resultsin 3 patients. This better percent of improve-
ment noticed in their study may be due to that the
donor areawas 1/10 - 1/4 of the size of the recipient
area, the skin samples were immersed in 0.25%
trypsin solution then incubated at 40°C for 18
hours in CO» incubator thus the treatment was
done in two steps on two successive days and the
long follow-up period for one & half year. The
results of our study are also less than that was
reported by Mulekar (2005) [55] who found that in
142 patients with vitiligo vulgaris, 80 patients
(56%) showed excellent results, 15 patients (11%)
showed good results, 13 patients (9%) showed fair
results and 34 patients (24%) showed poor repig-
mentation. This difference may be due to long
follow-up period (6 years) and higher number of
patients in their study [55]. Pandya et al. [56].
Reported an excellent resultsin 52.17% of patients
treated by autologous melanocyte rich cell suspen-
sion (AMRCS) technique and in 50% of patients
treated by melanocyte culture (MC) technique.
The present results are also less than those reported
by Elramly et al. [57] in 20 vitiligo patients, who
showed that repigmentation was excellent at 7
(35%) of the treated sites and good for more than
half of the treated sites (55.0%). While fair repig-
mentation was meet among only 2 (10.0%) of the
treated areas and none of the treated areas showed
poor repigmentation. This could be explained by
the fact that their study included only focal and
segmental types of vitiligo and the highest propor-
tion of the studied patients (60.0%) wasin the age
group less than 15 years.
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