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SLS-irritated human skin shows no correlation between degree

of proliferation and TEWL increase

Abstract 1t is well known that cutaneous irritants in-
fluence epidermal proliferation but the pathogenesis is
poorly understood. Recent investigations have shown
that the skin barrier integrity influences the prolifera-
tion of the basal keratinocytes. Our question was
whether the proliferating activity of keratinocytes is
indeed regulated by the degree of skin barrier damage
or by a direct toxic action of the irritant on the kera-
tinocytes. Therefore various degrees of skin irritation
were induced by the application of 0.1%, 0.5% and
2% sodium lauryl sulphate (SLS) solution to the fore-
arm skin of six healthy volunteers. This experiment
was performed to evaluate the relationship between
SLS concentration and epidermal proliferation. In a
second experiment another 14 volunteers were treated
with a single SLS concentration (0.5%) to look for in-
terindividual differences in the patterns of skin reac-
tion and susceptibility to the irritant. Skin barrier
function was evaluated by measurements of transepi-
dermal water loss (TEWL) before and after irritation.
Punch biopsies were taken after 96 h from exposed
areas and from unexposed normal skin. Dividing kera-
tinocytes were identified immunocytochemically using
three different monoclonal antibodies: PCNA, MIB 1
and KiS1. Exposure to SLS resulted in concentration-
dependent increases in both TEWL and epidermal
proliferation. However, no significant correlation could
be found between the degree of hyperproliferation and
the TEWL changes. The results suggest that epidermal
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proliferation is modulated by a direct interaction of
the surfactant with the keratinocytes and/or by release
of mediators rather than the consequence of a barrier
disturbance.
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Introduction

Experimental work in the field of irritant contact dermati-
tis has been increasing because the pathogenetic pathways
are far from being completely understood.

The influence of the widely used anionic surfactant
sodium lauryl sulphate (SLS) on human skin has been re-
ported in several studies. On the one hand its potential to
disrupt the skin barrier integrity as represented by the stra-
tum corneum has been described [1, 3, 19, 22]. Agner and
Serup [2] and Wilhelm et al. [20] found a linear relation-
ship between the dose of SLS and the skin response as
evaluated by noninvasive measurements, among others
transepidermal water loss (TEWL). They proved mea-
surement of TEWL to be the most sensitive method for
quantification of the skin reaction to SLS. Disturbed orga-
nization of the lipid bilayers [13] and the extraction of
lipids from the stratum corneum [5, 7, 9, 10] are thought
to be the causes of the loss of barrier function.

On the other hand, it is well documented that topical
application of SLS induces an increase in the mitotic ac-
tivity of basal keratinocytes. Fisher and Maibach [8] have
shown that SLS in a range of concentrations causes a rise
in the mitotic activity of basal epidermal cells in human
skin. It has been demonstrated that irritation increases
stratum corneum turnover [21]. SLS induces not only
changes in the stratum corneum but also penetrates into
the deeper parts of the viable epidermis [7]. This results in
alterations to the keratinocytes with damage to the cell
membranes [23] and the expression of various cytokines
which are able to influence and modify the normal growth
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patterns of the keratinocytes [14, 24, 26, 27]. Willis et al.
[25] investigated the effects of different chemical irritants
on the density of proliferating keratinocytes and also
demonstrated a significant increase in dividing cells after
irritation with SLS. However, Willis and coworkers did
not find a relationship between the density of proliferating
cells and the visually assessed intensity of inflammation.

Proksch et al. [16] have demonstrated that the increase
in DNA synthesis is linearly correlated with the degree of
disturbance of the barrier function after tape stripping
using a hairless mouse model. They underlined that the
stratum corneum plays a role in the control of epidermal
proliferation.

Because of these conflicting findings, it was our aim to
investigate the effect of SLS-induced damage to the bar-
rier function on the proliferation state of keratinocytes in
human skin. In a first experiment different concentrations
of the irritant were applied to look for dose-dependent ef-
fects on barrier disturbance and proliferation. A second
experiment was performed with a single dose of SLS to
investigate individual differences in susceptibility to the
irritant. Therefore, the degree of TEWL increase was
compared with the resulting proliferating activity to eval-
uate whether the TEWL increase can predict the degree of
proliferation.

Materials and methods
Patch testing

A group of 20 healthy volunteers participated in the study (10 fe-
male and 10 male, median age 31 years, range 24—54 years). In-
formed consent was obtained from all subjects, and the study was
approved by the local ethical committee.

In the first experiment (experiment 1) six volunteers were
treated with 100 od of an aqueous solution of SLS at 0.1%, 0.5%
and 2% (Merck, Diisseldorf, Germany) applied to the volar aspect
of the forearm for 24 h, using polypropylene chambers (diameter
19 mm; Hill Top Research, Miamiville, Ohio) on Scanpore tape
(Norgesplaster, Vennesla, Norway). Application of the SLS con-
centrations was rotated between the test areas to avoid anatomical
selection bias. In the second experiment (experiment 2) only a single
concentration of 0.5% SLS was applied to another 14 volunteers
under the same conditions.

TEWL measurement

TEWL measurements were conducted on normal skin before and
24,48 and 96 h after SLS application using a tewameter (TM 210,
Courage & Khazaka, Koln, Germany). The TEWL change after
48 h was entered into the statistical analysis. The values were cor-
rected for the actual skin temperature. All volunteers rested for at
least 15 min under laboratory conditions with a constant room
temperature of 18-20° C and a relative humidity of 50-55%.

Biopsy

In a preliminary study we investigated the kinetics of proliferation
after irritation to determine the optimal time-point for taking the
biopsies. Therefore, six volunteers were treated with 0.5% SLS ap-
plied to healthy skin next to skin tumours before planned surgical
excision. Biopsies were taken after 1, 2, 3, 4, 7 or 9 days. The pro-
liferation showed a high interindividual and time-dependent vari-

ability. The highest activity was found in the specimen taken 4
days after irritation. Therefore, we decided to take the punch biop-
sies (4 mm) from unirritated normal skin and from each patch
tested area 96 h after irritation induction, using 1% mepivacaine as
local anaesthetic. In experiment 1, four biopsies were taken from
each volunteer, and in experiment 2, two biopsies were taken.

Immunocytochemistry

The paraffin-embedded tissue was cut into sections of thickness
4 oan. Two sections per proliferating marker per skin sample were
stained with PCNA (DAKO, Glostrup, Denmark) diluted 1:50,
with MIB 1 (Dianova, Hamburg, Germany) and KiS1 (kindly made
available by the Institute of Pathology and Haematopathology,
Kiel, Germany), both diluted 1:10. The antibody/antigen reaction
was visualized using the alkaline phosphatase antialkaline phos-
phatase technique. The counterstaining was performed with Mayer’s
haematoxylin.

Microscopy

The sections were examined at a total magnification of - 400. All
of the PCNA-, MIB 1- and KiS1-positive keratinocytes in each sec-
tion were counted by hand with the aid of a haemocytometer. This
was followed by a total count of all basal keratinocytes including
stained and unstained cells. Each section was evaluated twice and
without knowledge of the treatment. A mean value for the number
of proliferating keratinocytes per 100 basal cells for each biopsy
and each antibody was then calculated by combining the results
obtained from the four counts in the two sections.

Statistical methods

The increases in TEWL and proliferating activity in comparison
with normal skin were analysed using Wilcoxon’s signed ranks
test for matched pairs. In experiment 1, statistical comparison was
made between the mean values of the TEWL 48 h after irritation
and also between the mean number of proliferating keratinocytes
in each SLS concentration group using the Friedman rank variance
analysis with consecutive Wilcoxon/Wilcox comparisons. This
statistical method allows the comparison of the degree of increase
between different groups. In experiment 2, the correlation between
TEWL and the density of dividing keratinocytes was investigated
using Spearman’s rank coefficient of correlation [18].

Results

Experiment 1

Irritation with SLS resulted in dose-dependent changes in
TEWL and proliferating activity. The highest TEWL
values were reached 48 h after irritation with 2% SLS in
four of the six subjects and with 0.5% SLS in three sub-
jects (Fig. 1). The proliferating activity of basal keratino-
cytes also increased after irritation. This was observed with
all three proliferation markers (Fig.2) with some differ-
ences in the number of positive cells and the specificity of
staining. MIB 1 stained the highest number of keratino-
cytes in normal skin and in irritated skin. PCNA and KiS1
showed lower numbers of positive cells and a stronger
background staining. The increases in both TEWL and pro-
liferation showed a correlation with the SLS concentration
(Fig.3). The highest increase was induced by the 2% SLS
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Fig.1 Changes in TEWL (g/m? per h) before irritation and after
24, 48 and 96 h, irritation with 0.1%, 0.5% and 2% SLS. Values
are means + standard deviation (*P < 0.05, **P < 0.001)
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Fig.2 Changes in proliferation for MIB 1, KiS1 and PCNA 96 h
after irritation with 0.1%, 0.5% and 2% SLS (positive keratino-
cytes/100 basal keratinocytes). Values are means + standard devi-
ation (*P < 0.05, **P < 0.001)

concentration. The mean values of TEWL and the mean
number of proliferating keratinocytes in each SLS con-
centration group are given in Table 1. Significant in-
creases in TEWL after irritation occurred in response to
0.5% and 2% SLS (P < 0.001) whereas only the increase
in proliferating activity in response to 2% SLS was statis-
tically significant (P < 0.05) using the Wilcoxon’s signed
ranks test.
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Fig.3 Dose-dependent increases in TEWL (g/m? per h) 48 h after
irritation and proliferation (MIB 1-positive keratinocytes/100 basal
keratinocytes) 96 h after irritation with 0.1%, 0.5% and 2% SLS.
Values are means + standard deviation (*P < 0.05, **P < 0.001)

Fig.4 a Section of normal skin immunolabelled with MIB 1
demonstrating the density of proliferating keratinocytes within the
basal layers of the epidermis. b Irritation with a 0.5% aqueous so-
lution of SLS caused a marked increase in the density of dividing
cells after 96 h
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Fig.5 Results of Spearman’s rank correlation coefficient test.
Scattergrams show no significant correlation between the degree
of barrier perturbation (difference between TEWL after 48 h and
TEWL of normal skin) and the extent of the increase in epidermal
proliferation (difference between proliferation rate after irritation
with 0.5% SLS and proliferation rate of normal skin) for prolifera-
tion markers MIB 1, KiS1 and PCNA

Experiment 2

As in experiment 1, irritation with 0.5% SLS caused sig-
nificant increases in TEWL and proliferating activity in
comparison with unexposed skin (Wilcoxon test for
matched pairs, P < 0.001). A high interindividual vari-
ability of the degree of barrier disturbance after identical
irritation was observed. The TEWL values ranged from
15 to 66 g/m? per h after 48 h. Figure 4 shows sections of
normal (a) and irritated (b) skin immunolabelled with
MIB 1. The scattergrams in Fig.5 demonstrate the change

Table 1 Mean values (+ standard deviation, n = 6) of TEWL after
48 h (g/m? per h) and proliferating keratinocytes (positive kera-
tinocytes/100 basal cells) 96 h after irritation with 0.1%, 0.5% and
2% aqueous solution of SLS and in unirritated skin. (*P < 0.05,
**P < 0.001, vs normal skin)

Normal skin 0.1% SLS  0.5% SLS 2% SLS
MIB1 16.0+38 365+82 49.6+£29.5 62.5+27.3%
KiS1 7.5+48 157+46 18.0+ 7.2 223+ 9.3*
PCNA 6.1 +33 8.1+6.6 17.4+14.1 19.4 + 9.8*
TEWL 106+3.1 164+6.7 32.1 £ 12.0* 56.5+ 12.6%*

in the density of proliferating keratinocytes in relation to
the increase in TEWL. The conditions varied slightly be-
tween the antibodies used. However, Spearman’s rank co-
efficient of correlation indicated that there was no linear
correlation between the two parameters.

Discussion

The integrity of the stratum corneum is essential for nor-
mal skin barrier function. Several studies have shown that
topical application of irritants leads to a disturbance of the
stratum corneum with a subsequent TEWL increase due
to disorganization of the lipid bilayers, removal of choles-
terol and free fatty acids with a subsequent increase in
lipid synthesis [15], and denaturation of keratin. Other
groups have investigated the penetration of SLS and its
interaction with keratinocytes in the deeper cell layers of
the epidermis. There are several mechanisms believed to
influence the kinetics of keratinocyte proliferation, e.g.
the effects of cytokines, growth factors, calcium concen-
tration and other mediators [14, 24, 26, 27].

Two distinct ways by which the irritant response
modulates epidermal proliferation have been formulated:
(a) direct interaction of the irritant with the keratinocytes
and (b) an indirect mechanism via damage to the skin bar-
rier. In our study, we confirmed that abnormal barrier
function after a 24-h irritation was accompanied by epi-
dermal hyperproliferation even 4 days after SLS applica-
tion. Furthermore, in the experiment 1 we demonstrated
that both the TEWL and the density of proliferating kera-
tinocytes were related to the SLS dose (Table 1).

Proksch et al. [16] have postulated a direct link be-
tween barrier function and epidermal DNA synthesis in a
hairless mouse model. However, we were not able to con-
firm this direct relationship between proliferation rate and
barrier damage in our in vivo human study. It seems more
likely that the proliferating activity occurring after irrita-
tion with 0.5% SLS in experiment 2 was rather a nonspe-
cific response to irritation. We could not confirm that the
degree of damage to the skin barrier is proportional to the
increase in cell division rate. It appears that conclusions
from animal experiments are not easily transferable to
conditions in human skin.

There are differences between the model of SLS irrita-
tion and tape stripping which is said to be a mechanical ir-



ritant influencing only the barrier. The TEWL increase af-
ter SLS irritation is not only due to extraction of lipids but
is also a consequence of inflammation and spongiosis.
Recent studies have shown that the mode of action of irri-
tants is always more complex than only disturbing the
stratum corneum. Denda et al. [6] have investigated the
effects of repeated tape stripping and have found that it
also leads to cytokine production in the viable epidermis.
The results of the study are in accordance with our results
that the hyperplasia is not directly linked to the water loss.

In our study the proliferating activity of the epidermis
was determined using three different monoclonal antibod-
ies. The cell counting conducted in our experiments was
semiquantitative with known shortcomings. One was the
variable expression of the antigen during the cell cycle
with different staining intensities, which may have made
it difficult to evaluate positively labelled cells. Comparing
the results with the three proliferating markers, it is note-
worthy that there were higher values for MIB 1 than for
PCNA and KiS1. The monoclonal antibody MIB 1 is as-
sociated with all active phases of the cell cycle [4],
whereas PCNA shows maximum staining of cells in the
S phase [12], and KiS1 expression increases with progres-
sion through the cell cycle, and G1 cells exhibit a weaker
labelling than G2/M cells [11]. This indicates that the
keratinocytes at our time-point of 96 h after irritation were
in the later phases of the cell cycle in G2 and M phase as
well as in G1 and S phase. Because of the more specific
association of PCNA and KiS1 antibody with one of the
cell cycle phases, it might be that the number of prolifer-
ating cells was underestimated. However, there are nu-
merous sources of error, and we have to be careful in in-
terpreting immunohistochemical data. Because of these
problems we decided to use three different markers to in-
crease the validity. In agreement with Rose et al. [17] we
found MIB 1 to be the most suitable proliferating marker,
not least because of its clear labelling pattern.

In conclusion, our results indicate that irritant-induced
hyperproliferation of human epidermal keratinocytes is
dose dependent. The degree of proliferation is modulated
by a direct interaction of the irritant with the keratinocytes
and/or by release of proliferation-regulating mediators,
rather than the consequence of perturbation of the barrier
function. The heterogeneous pattern of skin reaction in
our study emphasizes the individual nature of susceptibil-
ity to irritants and shows that TEWL measurement cannot
provide information about predictable changes of the hu-
man epidermal cell kinetics.
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