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Abstract

Humanized mouse models offer a challenging possibility to study human cell function in vivo. In the huPBL-SCID-huSkin
allograft model human skin is transplanted onto immunodeficient mice and allowed to heal. Thereafter allogeneic human
peripheral blood mononuclear cells are infused intra peritoneally to induce T cell mediated inflammation and microvessel
destruction of the human skin. This model has great potential for in vivo study of human immune cells in (skin)
inflammatory processes and for preclinical screening of systemically administered immunomodulating agents. Here we
studied the inflammatory skin response of human keratinocytes and human T cells and the concomitant systemic human T
cell response. As new findings in the inflamed human skin of the huPBL-SCID-huSkin model we here identified: 1.
Parameters of dermal pathology that enable precise quantification of the local skin inflammatory response exemplified by
acanthosis, increased expression of human f-defensin-2, Elafin, K16, Ki67 and reduced expression of K10 by microscopy and
immunohistochemistry. 2. Induction of human cytokines and chemokines using quantitative real-time PCR. 3. Influx of
inflammation associated IL-17A-producing human CD4+ and CD8+ T cells as well as immunoregulatory CD4+Foxp3+ cells
using immunohistochemistry and -fluorescence, suggesting that active immune regulation is taking place locally in the
inflamed skin. 4. Systemic responses that revealed activated and proliferating human CD4+ and CD8+ T cells that acquired
homing marker expression of CD62L and CLA. Finally, we demonstrated the value of the newly identified parameters by
showing significant changes upon systemic treatment with the T cell inhibitory agents cyclosporine-A and rapamycin. In
summary, here we equipped the huPBL-SCID-huSkin humanized mouse model with relevant tools not only to quantify the
inflammatory dermal response, but also to monitor the peripheral immune status. This combined approach will gain our
understanding of the dermal immunopathology in humans and benefit the development of novel therapeutics for
controlling inflammatory skin diseases.
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Introduction

The in vivo study of human biological processes is severely
limited by ethical and technical constraints. An attractive relevant
alternative is the use of humanized mice or “mouse-human
chimaeras”. Humanized mice are immunodeficient mice that are
engrafted with human tissue or cells, such as hematopoietic stem
cells (HSCs) or peripheral blood mononuclear cells (PBMC).
Humanized mice offer a valuable tool in pre-clinical drug testing
in translational medicine and investigations of human biology in
areas like cancer, (auto-) inflammation/immunity, infectious
diseases and immunotherapy [1,2].
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Several humanized mouse models have been described to study
T cell mediated skin diseases [3-7]. In these models, healthy
human skin, diseased-prone skin or bioengineered skin is
transplanted onto immunodeficient mice, allowed to become
vascularized and heal, and in some of these models human
immune cells are infused that will reconstitute the recipient with
human immune cells to induce skin inflammation [5,6]. Although
all these models have advantages and disadvantages their
application to drug discovery and for the development of cellular
therapies has already proven to be fruitful [8-11].

To study the local inflammatory as well as the systemic human
T cell response in vivo we focused on the human peripheral blood
lymphocyte reconstituted severe combined immunodeficient
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mouse (SCID) human skin allograft model ( huPBL-SCID-
huSkin model ) initially described by Pober’s group [5,6]. In this
model human skin is transplanted on to immunodeficient SCID/
beige mice, and since these recipients lack functional mature T
and B cells and have impaired NK cell- and macrophage
function [12,13], human skin is revascularized and accepted.
After healing of the human skin, allogeneic human PBMC are
infused intra peritoneally (ip), resulting within 2-3 weeks in
microvascular cell injury and human T cell infiltration of the
human skin [5,6]. This model is of particular interest to study the
local pathology of skin inflammation. For this purpose it is
crucial to be able to quantify the cutaneous inflammatory
response by clinical relevant parameters associated with dermal
inflammation, such as inflammation-associated deregulated
expression of keratinocyte differentiation markers and charac-
terization and enumeration of skin infiltrating human lympho-
cytes. This information has not previously been published
regarding this model.

Most studies on inflammation in humanized mouse models
focus on the local site of inflammation. A caveat in these
humanized mouse models is the study of the systemic immuno-
logical response, which besides the local site of inflammation is
crucial in the generation and regulation of the immune program
(e.g, effector Thelper Thl, Th2, Th17, or regulating suppressor
Treg). Important steps in mounting a T’ cell immune response
include T cell activation, differentiation and expansion in the
draining lymph nodes. Activated T cells leave the lymph node via
the efferent lymphatics and enter the circulation through the
lymph-vascular system and depending on their homing imprint
the cells migrate into tissues or colonize other immune
compartments [14,15]. Moreover, inflammatory skin diseases,
such as moderate to severe psoriasis, are traditionally treated with
systemic medication such as methotrexate, retinoids, and
cyclosporine A and more recently with biologicals such as ant-
TNF or anti-p40 therapy. This systemic treatment will not only
influence the local skin immune response, but will also interfere
systemically with T cell activation, differentiation, expansion and
homing. At present, little Information is available on the effects of
systemic medication of immune modulating agents and their
effects on the systemic immune response in humanized mouse
models. This information is crucial to identify treatment-related
systemic biomarkers for immunomonitoring of patients undergo-
ing clinical trials.

In the present study, both local human skin inflammatory
processes as well as systemic human CD4+ and CD8+ T cell
responses in the huPBL-SCID-huSkin model were studied. As
new findings in this model we identified relevant markers of
human dermal pathology such as aberrant expression of hBD2,
Elafin, K10 and K16, enabling quantification of the local skin
inflammatory response by keratinocytes, markers for T cell
mediated responses in the skin, as well as, chemokine and
cytokine induction and analysis of IL-17A-producing and
Foxp3+ T cells. Also, we determined markers that enable
quantitative analysis of systemic immune activation responses.
Human skin inflammation was paralleled by the presence of
CD4+Foxp3+ T cells, suggesting that immune regulatory
pathways are serving to limit human tissue inflammation.
Unraveling these pathways of human cells in this @ viwo model
will undoubtedly offer novel therapeutic strategies for controlling
autoimmune tissue responses.
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Results

Acanthosis and aberrant epidermal marker expression of
hBD2, Elafin, K10 and K16 in the inflamed human skin in
the huPBL-SCID-huSkin allograft model

Here we set out to define and quantify clinical relevant dermal
parameters in the inflamed human skin the huPBL-SCID-huSkin
allograft model as initially described by Pober’s group [5,6]. The
model in brief, after grafting and healing of human skin onto
immunodeficient SCID beige recipients, allogeneic human PBMC
are infused intra peritoneally (1.p.), which results in microvessel
destruction and human T cell influx of the human skin graft [5,6].

Using histological microscopic examination of the human skin
(Fig. 1A) we demonstrated hyperkeratosis (thickened keratinized
upper layer), parakeratosis (nucleated keratinocytes in the corni-
fied layer), acantosis (abnormal epidermal thickening, 155,1+10,6
vs 315,9%£39,4 um; PBS vs huPBMC, resp, p<<0,01)Fig. 1B),
exocytosis (lymphocytes in the epidermis), spongiosys (intercellular
edema between the keratinocytes and elongated rete ridges
(fingerlike epidermal projections into the dermis) such as often
observed in psoriatic lesions (Fig. 1A).

Using immunohistochemistry we quantitatively demonstrated
that the changes in skin morphology were paralleled by a
significant induction of keratinocyte associated inflammatory
markers such as human B-defensin-2 (hBD2; 12,5+2,1 wvs
31,7%£10,9, p<0,01), Elafin (22,4%2,5 vs 43,0=14,7, p<<0,05)
and the hyper-proliferative marker keratin-16 (K16; 11,3%£1,0 vs
38,6125, p<0,01) , and down regulation of normal supra-basal
keratin-10 (K10; 59,3+1,6 vs 11,6%4,9, p<<0,01) (Fig. 1C).

Up-regulation of Ki67 expression by the keratinocytes indicated
the presence of an increased number of dividing cells in the
epidermis, which supports ongoing epidermal hyper-proliferation
(Fig. 1D). Normal supra-basal K10 expression was found in the
human skin transplants in the absence of PBMC infusion,
indicating that the transplant procedure did not disturb normal
supra-basal K10 expression (Fig. 1C).

In summary, as a new finding we defined deregulated epidermal
marker expression of hBD2, Elafin, K10, K16 and Ki67 in the
inflamed human skin of the huPBL-SCID-huSkin model that can
be employed to analyze the local inflammatory skin response in
quantitative way.

Human T cell infiltration and detection of human

chemokines and cytokines in the inflamed human skin

Next to the epidermal changes described above, we found
mononuclear cell infiltrates, including human CD3+ T cells, with
a diffuse distribution throughout the human skin, but not in the
mouse skin (Fig. 2A+B). Control mice that were transplanted with
human skin and which received PBS instead of huPBMC showed
no evidence of inflaimmation in either epidermis or dermis
(Fig. 1A).

Inflammation of lymphocytes is regulated by pro-inflammatory
cytokines and chemokines that attract these immune cells. To
assess if human cytokines and chemokines might be involved in the
development of skin inflammation in the huPBL-SCID/skin
allograft model we determined gene expression levels in the skin
grafts using quantitative real time PCR (qPCR). To this end the
human skin grafts were removed 21 days after infusion of PBMC,
at this time point clear inflammation hallmarks were observed by
histology and immunohistochemistry (Fig. 1,2A). From the centre
of the human skin grafts 4 mm punch biopsies were taken and
subsequently prepared for gPCR analysis. A clear increase in gene
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Figure 1. Acanthosis and aberrant epidermal marker expression of hBD2, Elafin, K10 and K16 in the inflamed human skin of the
huPBL-SCID-hu Skin allograft model. A. Histology (H&E staining) of human skin grafts from SCID beige mice 21 days after infusion (i.p.) of
huPBMC. Representative photographs are shown after PBS (left photograph) and huPBMC infusion (right photograph). Photograph shows increased
epidermal thickness (acanthosis) and elongated fingerlike epidermal projections into the dermis (rete ridges) and large lymphocyte infiltration after
huPBMC infusion. Abnormal presence of nuclei in the stratum corneum (parakeratosis) and infiltration of lymphocytes in the epidermis (exocytosis)
(bottom-right photograph). 20x, 20 x, 40 x magnifications respectively. B. Quantitative microscopic histological analysis of the epidermal thickness
(um) of human skin grafts following infusion of PBS and huPBMC. Mean=SEM are shown for n=3 and 6 upon PBS and huPBMC infusion resp. C.
Immunohistochemistry of K10, K16, hBD2 and Elafin (brown) in human skin grafts from SCID beige mice 21 days after infusion (i.p.) of PBS (top panels)
or huPBMC (lower panels). Photograpsh show representative examples, summarized data are given in the figures. Mean+SEM percentages of the
area positive for the indicated markers is shown for n=3 and 5-8 upon PBS and huPBMC infusion resp. 10x magnification. D. Ki-67 expression
(brown) in the stratum basale of the epidermis. The insert shows a higher magnification. A representative example of n=12 is shown. 20x
magnification. Graphs show summarized data of Ki67+ cells/mm length of basement membrane after PBS or huPBMC infusion in human skin biopsies

(mean=SEM, of n=4 and 6, resp.).
doi:10.1371/journal.pone.0045509.g001

expression of the proinflammatory human cytokines IL1B, IL6
and IL8 was observed in the PBMC-injected skin compared to the
PBS-treated controls (Fig. 2B). Also, we found increased gene
expression of the human chemokines CXCLI1, CXCLI10 and
CCL5, as well as DEFB4, the gene encoding the antimicrobial
peptide human beta defensin-2 (hBD2) which was recently
demonstrated to attract CCR6 expressing cells [16]. mRNA levels
of human cytokines exclusively or predominantly expressed by
immune cells were close to or below the detection limit in either
some of the PBS-injected controls (e.g. IFNy which is clearly
induced in the treated skin) or in both treated and control skin
samples (such as IL12B, IL23A, IL17A, IL22 and 1L20)

Infiltration of CD4+ and CD8+ IL-17A-producing T cells
and CD4+ Foxp3-expressing T cells in the inflamed
human skin

Next, we further characterized the mononuclear cell infiltrate in
the skin by immunohistochemistry, and focused our analysis on
quantification of human CD4+ and CD8+ T cells. As reported
previously on the huPBL-SCID/skin allograft model [5,6] the
human skin contained both CD4+ and CD8+ T cells (Fig. 3A).
CD4+ T cell infiltrates were predominantly present within the
dermis (296,56%+86,52 vs 954,68%+35,9 cells/mm?, PBS vs
huPBMC, respectively, p<0,01), while CD8+ T cells were present
in both dermis (245,42+10,3 vs 1162,852107,8 cells/mm?
p<0,05) and epidermis (296,6+86,5 vs 954,7+309,4 cells/mm?
p<0,05) (Fig. 3B).

The cytokine interleukin 17A, which amongst other cell types is
produced by T cells, has strong pro-inflammatory potential and
has been clearly associated with psoriasis [17-19], and it also
contributes to the pathology of atopic dermatitis [20,21].
Therefore, we analyzed the in vivo potential of the human CD4+
and CD8+ T cells to produce IL-17A in this huPBL/SCID model.
IL-17A-producing cells were clearly present in the dermis, at the
basal layer and also in the epidermis (Fig. 3C); both human
CD4+/IL-17A+ and CDS8+/IL-17A+ (41.95*12.38 and
27.8£5.97 cells/mm2, resp.) were observed (Fig. 3D). Next to
these IL-17 —producing T cells, also CD3 negative IL-17-
producing cells were observed. Mast cells and neutrophils are
known for their IL-17A producing potential [22]. Here, we could
clearly demonstrate that in the inflamed human skin human IL-17
production was associated with tryptase+ human mast cells, while
we could not demonstrate IL-17+ elastase+ human neutrophils
(Fig. 3E). We could not demonstrate IL-17A in the serum of the
mice 3 weeks after infusion of huPBMC (data not shown), which
suggests that IL-17 plays a predominant role in the local
inflammatory skin response.

As opposed to pro-inflammatory cells, anti-inflammatory cells
are needed to regulate the immune response. CD4+ regulatory T
cells that express the transcription factor Foxp3 are renowned for
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their immunosuppressive potential and control of proinflamma-
tory T cells. Therefore we analyzed the presence of human
Foxp3+ cells in the human skin of the huPBL-SCID-huSkin
model. CD4+ Foxp3+ cells were mainly present at the basal layer
(Fig. 3F).

Taken together, inflammation of the human skin transplant of
the huPBL-SCID-huSkin model is characterized by aberrant
epidermal differentiation, presence of human cytokines and
chemokines and influx of CD4+ and CD8+ T cells and mast cells
that are able to produce the proinflammatory cytokine IL-17 as
well as the presence of putative anti-inflammatory Foxp3
expressing CD4+ T cells.

Local human skin inflammation in the huPBL-SCID-
huSkin model is paralleled by systemic CD4 and CD8 T
cell activation, proliferation and acquisition of homing
markers

In addition to the analysis of the local inflammatory response in
the human skin, we studied the systemic response of the CD4+ and
CD8+ T cells in the huPBL-SCID-huSkin model. Mice were
transplanted with human skin that was allowed to heal for 3 weeks
and subsequently inoculated with 150x10° human PBMC (i.p.) as
describe above. After 3 weeks the CD4+ and CD8+ T cells were
enumerated in peripheral blood, spleen and lymph nodes, and
these cells were analyzed for cell division status, activation and
homing marker expression using flowcytometry.

Anti-human CD45 monoclonal antibody was used to detect
human lymphocytes in the humanized mice. CD45-expressing
CD4+ and CD8+ T cells were observed in the peripheral blood,
spleen and lymph nodes of the huPBL-SCID-huSkin model
(Fig. 4A). In the peripheral blood equal percentages of CD4+
(42,3%5,5%) and CD8+ (48,5%7,6%) T cells were found (Fig. 4A),
whereas in the lymph nodes CD4+ T cells (58,9%3,7%) were more
predominant as compared to CD8+ T cells (27,7 £3,9%)(Fig. 4B).
Although less clear, the spleen seemed to contain more CD8+
(55,0%6,9%) than CD4+ T cells (30,2%2,0%) (Fig. 4B).

The majority of human T cells present in spleen, lymph nodes
and peripheral blood expressed the memory marker CD45RO
(Fig. 4C,D). Given that the inoculated huPBMC population pre-
infusion contained about 60% CD45RA expressing T cells
(Fig. 4D), which is indicative for the presence of naive T cells,
this suggests that the naive T cells became activated i vivo. The
presence of an allogeneic human skin transplant was required to
induce this activated phenotype i viwvo, as in the absence of a
human skin transplant higher number of naive CD45RA+ were
observed spleen and lymph nodes (Fig. 4C). Irrespective of
whether human skin was grafted, in peripheral blood we found
similar percentages (>90%) of CD45RO+ cells (Fig. 4C). It
should however be emphasized that higher absolute CD45RO+
numbers were found when a skin transplant was present (approx.
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Figure 2. Induction of human chemokines and cytokines and influx of human T cells in the dermis and in the epidermis of huPBL-
SCID-hu Skin allograft model. A. Images show representative panoramic overviews (H&E staining) of human skin grafts from SCID beige mice 21
days after infusion (i.p.) of PBS (top) or huPBMC (below). Note that human epidermis is thicker than the mouse epidermis (present in the left edge of
the specimen in the top image and in both edges in the bottom image) and in contrast with human skin, mouse skin has closely spaced hair folicules
troughout the epidermis. Images were composed using PTGui software (New House Internet Services B.V., http://www.ptgui.com/). B.
Immunohistochemistry of human CD3+ (brown) T cell infiltration in the human dermis and epidermis, 21 days after infusion of huPBMC.
Representative example of n=12 are shown. 20 x magnification. C. Gene expression analysis using quantitative real-timePCR of human cytokine and
chemokine transcripts in the human skin 21 days after infusion of huPBMC. Figure shows fold increase in cytokine and chemokine mRNA expression
levels after huPBMC infusion as compared to PBS infusion (n=5 and 3; huPBMC and PBS resp.).

doi:10.1371/journal.pone.0045509.9002
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Figure 3. Infiltration of human IL-17A-producing T cells and CD4+ Foxp3-expressing T cells in the inflamed human skin in the SCID/
skin allograft mouse model. A. Inmunohistochemistry of human CD4 (brown, top) and CD8 (brown, bottom) expression in human skin grafts
from SCID beige mice 21 days after infusion or huPBMC. Photographs show representative examples. 20 x magnification. B. Summarized data of
figure A. showing mean=+SEM CD4 (top) or CD8 (bottom) positive cells/mm? of n=4 and 10 upon PBS and huPBMC infusion resp in the epidermis
(white bars) and dermis (black bars). C. Immunohistochemistry of human IL-17A expression in human skin grafts from SCID beige mice 21 days after
infusion of PBS (left) or huPBMC (right). Photographs show representative examples of n=6 (huPBMCs) n=3 (controls). 20 x magnification. Graph
shows summarized data of IL-17A positive cells/mm? following PBS or huPBMC infusion in the human skin biopsies (mean=SEM, of n=4 and 10). D.
Immunohistochemistry of coexpression of human CD4 (blue) and IL-17A (red, top) and CD8 (blue) and IL-17A (red, bottom) in human skin grafts from
SCID beige mice 21 days after infusion of huPBMC (20 x magnification). Inserts show a higher magnification (40x) of single CD4/CD8 and IL-17A
staining and CD4/IL-17A or CD8/IL-17A co-staining. . Photographs show representative examples of n=6. E. Inmunohistochemistry of IL-17A (red) in
human mastcell tryptase (brown) and granulocyte elastase (brown) in human skin biopsies from SCID beige mice 21 days after infusion of PBS (left) or
huPBMC (right). Photographs show representative examples of n =6 (huPBMCs) n =3 (controls). 20 x magnification. F. Inmunohistochemistry of co-
expression of human Foxp3 (brown) and CD4 (blue) in human skin grafts from SCID beige mice 21 days after infusion of PBS (left) or huPBMC (right)
(40 x magnification). Inserts show a higher magnification (63 x) of single Foxp3 and CD4+ staining and Foxp3/CD4 co-staining. Photographs show

representative examples of n=6 (huPBMCs) n=3 (controls).
doi:10.1371/journal.pone.0045509.9g003

5%10* vs. 1x10? CD45RO+ cells in 20 pl retro-orbital blood samples
after human skin transplantation vs. no transplantation, resp.) In
peripheral blood, and spleen we found proliferating human CD4+
and CD8+ cells, as indicated by Ki67 staining (Fig. 4E,F).
Interestingly, we observed that the presence of a human skin graft
led to the induction of cutaneous lymphocyte associated antigen
(CLA) expression on peripheral CD3+ T cells (Fig. 4G,H). This
was not the case for the lymph node homing marker CD62L
(Fig. 4G,H). It appeared that in particular CD8+ T cells had
acquired CLA expression which was observed in both peripheral
blood cells and spleen, but not in the case of lymph nodes
(Fig. 41,J). This indicates that the human skin can instruct homing
receptor expression of the inoculated human cells in this
humanized mouse model. Moreover, we found that more CD4+
T cells as compared to CD8+ T cells in the peripheral blood
expressed the lymph node homing marker CD62L (Fig. 4L,]).

In summary, the flowcytometric analysis of human CD4+ and
CD8+ T cells in peripheral blood and lymphoid organs in the
huPBL-SCID-huSkin humanized mouse enables the study of the
immune status and homing of human T cells 2 vivo. This together
with the study of the local inflammatory response, as described
above, empowers the huPBL-SCID-huSkin model as an important
tool in the development and preclinical evaluation of novel
systemic immunomodulating agents.

Cyclosporin-A and rapamycin prevent human T cell
mediated skin inflammation and systemic activation and
proliferation of the human T cells

Next, we studied the value of the above mentioned newly
identified parameters in the huPBL-SCID-huSkin allograft model
by analyzing the effect of systemic treatment with the T cell
mhibitory agents cyclosporine-A and rapamycin. We used the
combination of Cyclosporine (CsA) and Rapamycin (Rapa), which
has previously been demonstrated to decrease the extent of
mononuclear cell infiltration and reduce the degree of microvessel
mjury in a huPBL-SCID-huSkin model [6]. Administration of CsA
(0,4 mg/kg/day) was started at the day of inoculation with the
huPBMC. Co-administration of Rapa (0,4 mg/kg/day) was
initiated at day 7 and given on alternate days until the end of
the immunosuppressive treatment.

Macroscopic evaluation 21 days after inoculation with
huPBMC indicated that treatment with CsA and Rapa reduce
visible signs of inflammation; the skin graft looked healthier and
less inflamed, as indicated by a reduction in erythema, scaling and
skin thickness (Fig. 5A). Histological analysis revealed that the
epidermal thickening, elongated rete ridge formation and mono-
nuclear cell infiltrates induced in this humanized mouse model was
effectively inhibited by combined CsA and Rapa treatment
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(Fig. 5B). Quantitative microscopic analysis clearly demonstrated
a significant reduction in epidermal thickening by CsA and Rap
treatment (315,9£68,2 vs 135,4%45,1 ym, no treatment vs
CsA+Rapa, resp, p<0,05)(Fig. 5B). Immunohistochemistry
revealed that the aberrant epidermal differentiation, as indicated
by the increased hBD2 and Elafin expression, and dysregulated
K10/K16 expression, in the human skin were significantly
inhibited following CsA and Rapa treatment (hBD2; 40,229
vs 12,2%5,2, Elafin; 24+2 vs 14,4+4,K10; 18,9%3,4 vs 43,6 6,8,
K16; 73,3+4,7 vs 17,8%£10% positive area, no treatment vs
CsA+Rapa, resp, p<0,05) (Fig. 5C,D). As expected, the number
of CD4+ and CD8+ T cells in the human dermis (CD4;
783,5%38,8 vs 251,1%£42,9, CD8; 1162,9%£716,3 vs 71,3%+38,4
cells/mm?, no treatment vs CsA+Rapa, resp, p<0,05 and p<<0,01)
and epidermis (CD4; 605,8%76,6 vs 296,6£35,6, CDS8;
1232,5+648,4 vs 183,9,9710,7 cells/mm? both p<<0,01) were
significantly reduced by the immunosuppressive treatment
(Fig. S5E,F). Interestingly, the numbers of IL-17A-producing T
cells were also substantially inhibited (Fig. 5G). CsA+Rapa
treatment resulted in a substantial reduction of Foxp3+ cells in
both the human skin graft and spleen (data not shown).

Next, using flowcytometry, we analyzed the effect of CsA and
Rapa treatment on the systemic immune response. We found that
following CsA and Rapa treatment the number of human CD4+
and CD8+ T cells was reduced in peripheral blood of the mice
(CD4+, 6,66 x10°+6,08x10% vs 1,47 x10°+2,78x10* and CD8+,
5,78 x10°%5,51 %10 vs 1,96x10°*+1,00x10° total cell numbers,
no treatment vs CsA+Rapa, resp. (p<<0,01) Fig. 6A).

Moreover, after CsA and Rapa treatment the number of
proliferating (Ki67 expressing) (Fig. 6B) and activated/differen-
tiated (CD45RO expressing) (Fig. 6C) human CD4+ and CD8+
T cells in the peripheral blood was substantially decreased.

Discussion

In our current work we further advanced the huPBL-SCID-
huSkin allograft model initially described Pober’s group [5,6] for
studying local skin inflammation, by identifying new local (skin) —
as well as systemic parameters that turn this model into an even
more powerful tool to study human skin immunopathology i vivo.
A good understanding of the human skin immunopathology is
crucial in the development of novel therapeutics for the treatment
of (auto) inflammatory skin diseases.

Although the major focus of the huPBL-SCID-huSkin allograft
model is on skin immune pathology, we also directed our attention
on the systemic immune response of the human PBMC. We here
demonstrate systemic proliferation, activation, and induction of
homing marker acquisition by human T cells. This was prevented
by systemic treatment with the immunosuppressive agents CsA
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Figure 4. Systemic human CD4 and CD8 T cell activation, proliferation and acquisition of homing markers in the SCID/skin allograft
mouse model. A. Flowcytometry showing side scatter (SSC, X-axis) and CD45 expression (Y-axis) (top panel) and CD4 (X-axis) and CD8 (Y-axis)
expression (lower panel) in peripheral blood and lymph node and spleen cell suspensions 21 days after infusion or huPBMC. Representative dotplots
are shown (n=4-7). CD4/CD8 expression is shown after gating on huCD45+ cells. In case of PBS infusion hardly any human CD45+ lymphocytes was
detected (data not shown). B. Summarized flowcytometry data of human CD4+ and CD8+ cells upon huPBMC infusion as shown in A. (n=6). C.
Flowcytometry of human CD45RO+ (X-axis) and CD45RA+ (Y-axis) cell populations in peripheral blood and lymph node and spleen cell suspensions
21 days after infusion of huPBMC in SCID beige mice that either lacked (top panel) or were previously grafted with human skin (lower panel)
Representative dotplots gated on huCD45+ cells are shown. D. Summarized flowcytometry data of CD45RO+ and CD45RA+ cells upon huPBMC
infusion in SCID beige mice that were grafted with human skin as shown in C. (n=6). E. Flowcytometry of Ki67 expression in CD4+ (top panel) and
CD8+ (lower panel) human T cells in peripheral blood (left) and spleen (right). F. Summarized flowcytometry data of Ki67 expression in CD4+ and
CD8+ human T cells as shown in E. (n=6). G. Flowcytometry of CLA (top panel) and CD62L (lower panel) expression on human CD3+ cells
populations in peripheral blood, 21 days after infusion of huPBMC in SCID beige mice that either lacked (right panel) or were previously grafted with
human skin (right panel) Representative dotplots gated on huCD45+ cells are shown. H. Summarized flowcytometry data of CLA and CD62L
expression on human CD3+ cells as shown in G. (n=4-5). I. Flowcytometry of CLA (top panel) and CD62L (lower panel) expression on human CD4+
(left) and CD8+ (right) cells in peripheral blood, 21 days after infusion of huPBMC in SCID beige mice that previously grafted with human skin.
Representative dotplots gated on huCD45+ cells are shown. J. Summarized flowcytometry data of CLA and CD62L expression on human CD4+ and

CD8+ cells as shown in peripheral blood, lymph nodes and spleen. (n=4-5).

doi:10.1371/journal.pone.0045509.g004

and Rapa. Systemic analysis of the immune response in this
preclinical humanized model is important for two reasons. First,
the induction of a local T cell immune response is a multistep
phenomenon taking place locally at the affected skin site (antigen
recognition), in the draining lymph nodes (antigen presentation, T
cell activation, differentiation, expansion) and peripheral blood
(migration of activated T cells to the affected site and to other
lymph nodes) [14]. Second, during the last decade there is an
increasing use of systemic agents, like anti-inflammatory drugs or
biologicals, to treat severe inflammatory skin diseases [23] [24]. At
present, little Information is available on the effects of systemic
medication of immune modulating agents and their effects on the
systemic immune response in humanized mouse models. This
information is crucial to identify treatment-related systemic
biomarkers for immunomonitoring of patients undergoing clinical
trials. For analysis of the systemic human immune response in the
huPBL-SCID-huSkin model, peripheral blood samples containing
relatively few cells can be used to analyze the effects of an anti-
inflammatory drug by multi-color flowcytometry over time.

In the huPBL-SCID-huSkin model we observed that the
presence of the human skin graft instructs CLA expression on a
fraction of the peripheral human CD8+ T cells. This suggests that
migration of T cells from skin or skin draining lymph nodes to the
periphery is taking place. In mice it has been demonstrated that
memory/effector phenotype T cells migrated from the skin to the
draining lymph nodes in the steady state conditions, and this
process was increased during a cutaneous immune response [25].
Early in a primary cutaneous immune response, proliferating T
cells were released from the skin-draining lymph nodes and
migrated via the circulation to antigen free lymph nodes that drain
other tissues [26]. This migration of dividing T cells from the skin
draining lymph nodes might explain the presence of human
dividing Ki67+ T cells that we identify in the peripheral blood and
spleen in the huPBL-SCID-huSkin model. Little is known about
the migratory capacity of human T cells i vivo, the huPBL-SCID-
huSkin model will be a helpful tool in improving our understand-
ing in this respect.

IL-17-producing CD4+ T cells, designated Thl7 cells, are
important in the protection against extracellular pathogens, but
Th17 cells are also associated with inflammatory and autoimmune
conditions in humans [27]. IL-17 is a cytokine that acts as a potent
proinflammatory mediator by increasing chemokine production to
recruit monocytes and neutrophils to the site of inflammation.
Immunity mediated by Thl7 cells is particularly important at
epithelial and mucosal surfaces [28]. IL-17-producing T cells
appear to be important in the pathogenesis of psoriasis; Th17 cells
have been demonstrated by both immunohistochemistry and
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flowcytometry in psoriatic lesions [17,18]. Furthermore, a recent
phase-II clinical study with a human antibody to IL-17A (AIN457,
secukinumab) in psoriasis patients showed promising results
supporting a role for Th17 in the pathophysiology of psoriasis
[19]. Also in the early stages of atopic dermatitis IL-17-producing
cells seem to contribute to the pathology of the disease [20,21]. In
the inflamed skin of the huPBL-SCID-huSkin model we observed
the presence of IL-17A-producing CD4+ and CD8+ cells.
Although Th17 cells, which are classically defined as CD4+ IL-
17-producing cells, previously has received the major focus, it has
recently been established that also CD8+ IL-17-producing cells
contribute to inflammatory skin disorders including psoriasis
[29,30].

Regulatory T cells are important in the control of immune
homeostasis and tolerance [31]. In particular CD4+ regulatory T
cells expressing the Treg master transcription factor Foxp3 were
extensively studied over the last decade. Skin resident CD4+
Foxp3+ Treg were identified in mice and men [25,32]. In mice,
skin resident CD4+Foxp3+ Treg suppress inflammation and
appear to migrate from the skin to the draining lymph nodes
under steady state conditions. During a cutaneous immune
response migration of Treg was increased [25,32]. Moreover,
Treg that migrated from the skin returned to the skin upon skin
antigen exposure [25]. In normal human skin under steady state
conditions between 5 and 10% of the skin resident T cells are
CD3+/FOXP3+ Treg [33] and proliferation of CD4+/Foxp3+
Treg was induced after a cutaneous challenge [34]. Together these
data suggest that Treg circulate between blood, skin, and
lymphoid tissues and that local Treg proliferation takes place in
order to regulate peripheral skin immune responses. In the
affected human skin of the huPBL-SCID-huSkin model, we now
demonstrate the presence of human CD4+Foxp3+ T cells in the
dermis of the human skin, which suggests active immune
regulation in the inflamed human skin of this humanized mouse
model. A possible reason why Foxp3+ Treg in this model do no
inhibit the IL-17A production by CD4+ and CD8+ T cells might
be explained by the fact that Treg can become unstable under
proinflammatory conditions and lose suppressor function and even
gain pro-inflammatory characteristics, resulting in an increased
inflammatory response [35]. Also human Treg have this propen-
sity to convert into proinflammatory cytokine secreting cells, in
particular when activated under proinflammatory conditions [36].

We studied gene expression levels of cytokines and chemokines
by quantitative real-time PCR in the affected human skin of the
mice 3 weeks after the inoculation with PBMC when inflammation
of the human skin was established. We found an increase in gene
expression of human IL1B, IL6, IL8, CXCL1, CXCL10, CCL5
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Figure 5. Cyclosporin-A and rapamycin treatment restores aberrant human epidermal differentiation marker expression and
prevents infiltration of inflammation associated IL-17A producing human T cells of the human skin in the huPBL-SCID/skin
allograft mouse model. A. Macroscopic (top panel) and histological (H&E) (lower panel) appearance of human skin graft from SCID beige mice 21
days after infusion of huPBMC with no treatment (left panel) and treatment with CsA and Rapa (right panel). B. Quantitative microscopic histological
analysis of the epidermal thickness (um) of skin grafts following infusion of huPBMC with or without CsA and Rapa. Mean*+SEM are shown for n=3
and 5 upon PBS and huPBMC infusion resp. 20 x magnification. C. Immunohistochemistry of K10, K16, hBD2 and Elafin in human skin grafts from
SCID beige mice 21 days after infusion (i.p.) of huPBMC without (top panel) and with CsA and Rapa treatment (lower panel). Representative examples
are show. 10x magnification. D. Summarized data represented in C are given in the figures. Mean=SEM percentages of the area positive for the
indicated markers is shown for n=3 and 4-6 upon no treatment and treatment with CsA and Rapa, resp. E. Immunohistochemistry of CD4 (top
panel) and CD8 (lower panel) in human skin grafts from SCID beige mice 21 days after infusion (i.p.) of huPBMC without (left panel) and with CsA and
Rapa treatment (right panel). Representative examples are show. 20 x magnification. F. Summarized data represented in E. are given in the figures.
Mean=SEM percentages of CD4 (top) and CD8 (bottom) positive cells is shown for n=3 and 4-5 upon no treatment and treatment with CsA and
Rapa, resp. G. Immunohistochemistry of IL-17A (brown) (representative examples of n=5 are shown) 10x magnification. Graph shows summarized
data of IL-17A positive cells/mm? present in human skin biopsies following infusion of huPBMC in the absence or presence of Rap/CsA resp.

(mean=*SEM, of n=3 and 4-5).
doi:10.1371/journal.pone.0045509.g005

and DEFB4. The upregulation of DEFB4 correlated with the
increased protein levels of hBD2 found by immunohistochemistry.
Besides the chemokines and cytokines presented in figure 2C, we
analyzed a number of other relevant cytokines that might play a
role in skin inflammation (such as IL12, 1123, IL17, and IL.22).
Gene expression levels of these cytokines, arising from immune
cells, were close to or below the detection limit. The reason for this
is probably related to the fact that we have been analyzing gene
expression at a late time point when overt inflammation was taken
place (3 weeks after infusion of human PBMC) combined with the
low levels of immune cells compared to keratinocytes in the skin
biopsy. Future studies are needed to reveal time-kinetics of gene
expression.

In the humanized inflammatory skin model that we here
present, we showed differential expression of epidermal pathology-
related proteins such as increased human B-defensin-2, Elafin,
Keratin 16 (K16), and Ki67 levels, and reduced expression of
Keratin 10 (K10). Most chronic inflammatory skin diseases are
characterized by increased proliferation of keratinocytes, resulting
in epidermal thickening (acanthosis). Proliferating keratinocytes
are further characterized by upregulation of the proliferation
marker Ki67. The proliferative response is further accompanied
by a shift in keratin expression in the supra-epidermal layers. K16
is upregulated, while K10 is downregulated in keratinocytes. K16
expression, which is not expressed in healthy epidermis, was first
explained as the specific result of hyperproliferation. However,
more recent studies show K16 expression to be a marker of

general trauma and stress of the skin ([37,38]. Elafin and hBD-2
are anti-microbial peptide/proteins secreted by keratinocytes, they
constitute part of the innate immune defense and participate in
skin protection against invading microorganisms [39]. Elafin and
hBD-2 are not present in healthy human epidermis, but they are
highly induced under chronic inflammatory conditions of the skin
(eg. psoriasis) and in case of skin barrier disruption [40-43]. The
proinflammatory cytokine IL-17A can induces the expression of
hBD2 in keratinocytes [44—46]. Next to its antimicrobial activity,
hBD2 acts as pro-inflammatory chemoattractant for immune cells
such as T-cells, dendritic cells, mast cells and neutrophils [47]. The
upregulation of these anti-microbial peptides in our model is most
likely the result of the influx of activated T cells and other immune
cells and points to involvement of the innate immune system and
impaired skin barrier function.

Psoriasis is a highly prevalent T cell mediated chronic
inflammatory skin disease, which has both environmental and
genetic causes to its etiology [48,49]. The multi factorial and
complex pathophysiology of the disease results in disturbed
communication between cells of the immune system and
epidermal cells, leading to abnormal differentiation and hyper-
proliferation of keratinocytes [50]. Recently it emerged that the
disease is strongly associated with IL-23 [51] and IL-17-producing
T helper cells [17-19]. Psoriatic plaque lesions are histologically
characterized by an increase in epidermal thickness, caused by
disturbed keratinocyte differentiation and hyper proliferation
(acanthosis), elongated epidermal rete ridges and influx of immune
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Figure 6. Cyclosporin-A and rapamycin treatment prevents systemic activation and proliferation of human CD4+ and CD8+ T cells
in the huPBL-SCID/skin allograft mouse model. A. Enumeration of CD4+ and CD8+ cell populations by flowcytometry in peripheral blood 21
days after infusion of huPBMC without (white bars) or with CsA (black bars) and Rapa. Summarized flowcytometry data are presented (n=6). B.
Flowcytometry of Ki67 in human CD4+ of CD8+ cells in peripheral blood 21 days after infusion of huPBMC without (white bars) or with CsA and Rapa
(black bars). Summarized data of n=6 are shown. C. Flowcytometry of CD45RO and CD45RA expression on human CD3+ T cells in peripheral blood
after infusion of huPBMC without (white bars) or with CsA and Rapa (black bars). Summarized data of n=6 are shown.
doi:10.1371/journal.pone.0045509.g006
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cells among which many T cells [50]. Clinically these alterations
are represented by scaling, plaque thickening, and erythema [50].
At the molecular level, a regenerative epidermal differentiation
program is induced that includes expression of genes such as
Keratin 16 (K16), elafin, psoriasin and B-defensin-2 (hBD-2), and
because differentiation is impaired keratinocytes loose expression
of normal supra-basal keratin-10 (K10) [52-55] and increase
expression of Ki67 in basal keratinocytes [50]. The association of
psoriasis and hBD-2 induction [52] has recently been further
substantiated by demonstrating increased B-defensin copy num-
bers in psoriasis patients [42].

In the inflamed human skin of the huPBL-SCID-huSkin model
we here demonstrate that the skin inflammatory phenotype
resembles human plaque-type psoriasis at multiple levels; macro-
scopically we found erythema and skin thickening, microscopically
using histology we demonstrated acanthosis, parakeratosis and
psoriasis like rete ridges, and by immunohistochemistry we found
increased expression of hBD-2, elafin, K16 and Ki67 and reduced
K10 expression. Moreover, we detected CLA expressing human
CD8+ T cells in the peripheral blood of the huPBL-SCID-huSkin
model. The presence of CLA-expressing CD8+ T cells in the
peripheral blood of psoriasis patients is a hallmark of the disease
[56,57]. Most of the huPBMC-induced changes were significantly
inhibited or completely prevented after CsA and Rapamycin
treatment. Together these findings suggest that the huPBL-SCID-
huSkin model is of potential interest to study the pathology of
psoriasis at the level of skin and immune biology.

In conclusion, employing the huPBL-SCID-huSkin allograft
model of human skin inflammation combined with the local and
systemic markers for human cells that we here identified enable
preclinical evaluation of novel immuno-modulating agents and
cell-based therapy. Also, it will contribute to our understanding of
inflammatory and regulatory processes by human T cells and
keratinocytes in the pathology of skin inflammatory disorders n
vivo.

Materials and Methods

Mice

Female B17.B6-Prkde““Lyst */Crl (SCID/beige) mice, 6-8
weeks old, were purchased from Charles River Breeding
Laboratories and housed in the SPF facility of the Central Animal
Laboratory of the RUNMC. All the animal experimental
procedures were in accordance with the international welfare
guidelines taking in consideration the 3Rs (Refinement, Reduc-
tion, Replacement) and approved by the institutional ethical
animal care committee of the Radboud University Nijmegen
(number 2008167).

Humanized mouse model; huPBL-SCID-hu Skin allograft
model

The huPBL-SCID-hu Skin allograft model used in our study is
with slight adaptations based on the model described by Murray et
al. [5]. Superficial human skin, 600 to 700 pm thick, was
harvested using a dermatome and kept in culture medium with
penicillin/streptavidin at 4°C and within max. 30 hours trans-
planted onto the back of SCID/beige mice. Abdominal skin from
healthy individuals was obtained from elective surgeries through
the RUNMC Department of Plastic Surgery. After healing of the
human skin (21 days), 150x10° ficoll density gradient isolated
(Lymphoprep; Nycomed-Pharma AS, Oslo, Norway) human
peripheral blood mononuclear cells (huPBMC), obtained from
bufly coats of blood donors, purchased from Sanquin Blood Bank,
Nijmegen, The Netherlands, were infused intra peritoneally (i.p) in
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a volume of 0.8 ml PBS. Mice were killed at the end of the
experiment and tissues of interest were collected.

The use of human skin and peripheral blood were approved and
in accordance with the regulations set by the Medical Ethical
Committees for human research of the RUNMC. Human skin
and bufly coats from healthy donors, who gave written informed
consent for scientific use of the human materials. Bufty coats were
purchased from Sanquin Blood Bank, Nijmegen, The Netherlands

Drug treatment

Cyclosporine-A (Sandimmune, Novartis®) was administered at
a concentration of 0.4 mg/kg/day s.c. via mini-osmotic pump
(pumping rate was 1 pl/h , reservoir volume 200 pl). The control
group was implanted with a mini-osmotic pump filled with PBS.
Rapamycin was injected intraperitoneally (i.p.) at a dose of
0.4 mg/kg body weight in a volume of 100 pL. PBS at alternating
days, starting 7 days after the infusion of huPBMC.

Histology & Immunohistochemistry

Human skin grafts were fixed in neutral buffered 4% formalin
(Mallinckrodt Baker, Inc Deventer, The Netherlands) for 4 hours,
processed and embedded in paraffin. Sections (6 um) were stained
with hematoxilin-eosin (HE) or processed for immunohistochem-
ical staining.

Keratinocyte differentiation was analyzed using primary,
antibodies directed against: Elafin (rabbit 92-1), hBD-2 (ab9871,
Peprotech, London,UK), K10 (RKSE60, Eurodiagnostica) and
K16 (LL025, Novocastra Laboratories, Newcastle upon Ty-
ne,UK). Cell division was studied using antibodies against Ki67
(MiB-1, Dako cytomation). To enumerate CD4+ and CD8+ T
cells antibodies against CD4 (BC/F6, Santa Cruz Biotechnology,
Santa Cruz, CA) and CD8 (144B, Dako Cytomation) were used.
IL-17 production was detected using polyclonal goat IL-17A
antibody (R&D-systems). To detect Foxp3 expression anti-FoxP3
(PCH101) was used. To detect the presence of human neutrophils
and mast cells, antibodies against human neutrophil elastase
(NP57; Dako) or human mast cell tryptase (AA1; Dako) were used.
Antibody stainings were visualized using the Dako Cytomation
EnVision+system-HRP (ABC) kit (DAKO, Glostrup, Copenha-
gen, Denmark) combined with 3,3'-diaminobenzidine tetrahy-
drochloride (DAB, brown) (Sigma-Aldrich, St. Louis, USA) or
using that Labeled Streptavidin Biotin method (Universal LSAB
Kit/AP; Dako) combined with either Permanent Red (Dako) or 5-
Bromo-4-Chloro-3-Indolyl Phosphate/Nitro Blue Tetrazolium
(BCIP/NBT) (Dako).

Sections were photographed using a microscope (Axiokop2
MOT; Zeiss, Sliedrecht, the Netherlands), digital camera
(Axiocam MRc5; Zeiss) and AxioVision software (Zeiss).

Image analysis of immunohistochemistry

To enumerate huCD4+ and huCD8+ cells, representative
pictures were made at 10X magnification. A representative region
of interest (ROI) was drawn from the lowest epidermal papilla till
300 um dept into the dermis. Cell quantification was performed
by setting a threshold and relating this to a number of cells per
mm?. For evaluation of number of CD4+ and CD8+ IL-17A-
secreting cells, double positively stained cells were counted
manually in CD4 CD8 infiltrated areas of the tissues and the
numbers were reported per mm?% Ki67+ cells were counted
manually and related to the length of basement membrane (BM).
For quantification of hBD-2, Elafin, K10 and K16 positive cells,
photographs were made at 10x magnification. The total
epidermal area and K10 or K16 positive area was measured in
the ROI (epidermal compartment). Epidermal differentiation was
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defined as: % K10 or K16 positive epidermal area. Each photo
was analyzed using Image] software (NIH, http://rsb.info.nih.
gov/1j).

Determination of epidermal thickness

Histologic assessment of the grafts was performed by light
microscopy both before and after transplantation of human skin.
The mean epidermal thickness was calculated using the program
Visiopharm Integrator System (VIS) (Visiopharm, Horsholm,
Denmark) as epidermal area divided by epidermal surface length.

Flowcytometry

Mesenteric/peripheral lymph nodes and spleen were processed
to obtain a single cell suspension. Retro-orbital blood samples
were collected and lymphocytes were isolated by density gradient
centrifugation. For cell surface staining, the following conjugated
mAbs were used: anti-CD45 PE (Beckman-Coulter), anti-CD3 PE
(Beckman-Coulter), anti-CD4 PE-Cy7 (SFCI12T4D11, Beckman-
Coulter), anti-CD8 PE-Cy5(B9.11 , Beckman-Coulter), anti-
CD62L (DREG56, Beckman-Coulter) anti-CD45RA  FITC
(HI100, BD), anti-CD45RO ECD (UCHLI, Beckman-Coulter)
and anti-CLA FITC (HECA-452, BD). Intracellular Foxp3
staining was performed after fixation and permeabilization of
the cells as indicated by the supplier (Ebioscience). Cell samples
were measured on a 5 color FC500 flowcytometer (Beckman-
Coulter), and the data were analyzed using CXP software
(Beckman-Coulter).

Gene expression analysis

Tissues were homogenized using a TissueLyser (Qiagen). RNA
was extracted using the RNeasy Lipid Tissue Mini Kit (Qiagen)
and reverse-transcribed by use of the High-Capacity ¢cDNA

References

1. Shultz LD, Ishikawa F, Greiner DL (2007) Humanized mice in translational
biomedical research. Nat Rev Immunol 7: 118-130.

2. Legrand N, Ploss A, Balling R, Becker PD, Borsotti C, et al. (2009) Humanized
mice for modeling human infectious disease: challenges, progress, and outlook.
Cell Host Microbe 6: 5-9.

3. Nickoloff BJ, Wrone-Smith T (1999) Injection of pre-psoriatic skin with CD4+ T
cells induces psoriasis. Am J Pathol 155: 145-158.

4. Wrone-Smith T, Nickoloff BJ (1996) Dermal injection of immunocytes induces
psoriasis. J Clin Invest 98: 1878-1887.

5. Murray AG, Petzelbauer P, Hughes CC, Costa J, Askenase P, et al. (1994)
Human T-cell-mediated destruction of allogeneic dermal microvessels in a
severe combined immunodeficient mouse. Proc Natl Acad Sci U S A 91: 9146
9150.

6. Murray AG, Schechner JS, Epperson DE, Sultan P, McNiff JM, et al. (1998)
Dermal microvascular injury in the human peripheral blood lymphocyte
reconstituted-severe combined immunodeficient (HuPBL-SCID) mouse/skin
allograft model is T cell mediated and inhibited by a combination of
cyclosporine and rapamycin. Am J Pathol 153: 627-638.

7. Guerrero-Aspizua S, Garcia M, Murillas R, Retamosa L, Illera N, et al. (2010)
Development of a bioengincered skin-humanized mouse model for psoriasis:
dissecting epidermal-lymphocyte interacting pathways. Am J Pathol 177: 3112—
3124.

8. Igney FH, Asadullah K, Zollner TM (2004) Techniques: species’ finest blend—
humanized mouse models in inflammatory skin disease research. Trends
Pharmacol Sci 25: 543-549.

9. Sagoo P, Ali N, Garg G, Nestle FO, Lechler RI, et al. (2011) Human regulatory
T cells with alloantigen specificity are more potent inhibitors of alloimmune skin
graft damage than polyclonal regulatory T cells. Sci Transl Med 3: 83ra42.

10. Feng G, Nadig SN, Backdahl L, Beck S, Francis RS, et al. (2011) Functional
regulatory T cells produced by inhibiting cyclic nucleotide phosphodiesterase
type 3 prevent allograft rejection. Sci Transl Med 3: 83ra40.

11. Issa F, Hester J, Goto R, Nadig SN, Goodacre TE, et al. (2010) Ex vivo-
expanded human regulatory T cells prevent the rejection of skin allografts in a
humanized mouse model. Transplantation 90: 1321-1327.

12. Mosier DE, Stell KL, Gulizia R], Torbett BE, Gilmore GL (1993) Homozygous
scid/scid;beige/beige mice have low levels of spontancous or neonatal T' cell-
induced B cell generation. J Exp Med 177: 191-194.

PLOS ONE | www.plosone.org

Humanized Mouse Model of Skin Inflammation

Reverse Transcription Kit (Applied Biosystems). The samples were
amplified by quantitative real-time PCR using Applied Biosystems
validated gene expression assays and PRISM7900HT sequence
detection system (SDS 2.3). Expression of GAPDH was used for
normalization and fold changes calculated by the comparative Ct
method.

Gene expression assay ID: IL1B-Hs00174097_ml, ILG6-
Hs00985639_m1, IL.8-Hs00174103_m1, CCL5-
Hs00174575_m1, CCL20-Hs00171125_ml1, CXCLI-
Hs00236937_m1, CXCL10-Hs00171042_m1, DEFB4-
Hs00823638_m1, IFNG-Hs00174143_ml, IL12B-
Hs00233688_m1, 1L23A-Hs00372324_ml, IL17A-
Hs00174383_m1, 1L.22-Hs00220924_m]1, 1L20-

Hs00218888_m1, GAPDH-Hs99999905_m1.

Statistics

The results were analyzed by a two-tailed Mann Whitney t test
using GraphPad Prism software. * P value<<0.05; ** P
value<<0.01; *** P value<<0.001.

Acknowledgments

We thank all the personnel involved in collecting human skin samples at
the plastic surgery department and biotechnicians at the central animal
facility (CDL) of the RUNMC, Nijmegen for expert assistance in animal
experiments and care.

Author Contributions

Conceived and designed the experiments: VLO IJ HJPMK. Performed the
experiments: VLO HN EF RRMCK. Analyzed the data: VLO HJPMK
PEVE LS MMBS. Contributed reagents/materials/analysis tools: PH
PCMvdK ML TL. Wrote the paper: VLO HJPMK 1IJ.

13. Takizawa Y, Saida T, Tokuda Y, Dohi S, Wang YL, et al. (1997) New
immunodeficient (nude-scid, beige-scid) mice as excellent recipients of human
skin grafts containing intraepidermal neoplasms. Arch Dermatol Res 289: 213
218.

14. Clark RA (2010) Skin-resident T cells: the ups and downs of on site immunity.
J Invest Dermatol 130: 362-370.

15. Tomura M, Itoh K, Kanagawa O (2010) Naive CD4+ T lymphocytes circulate
through lymphoid organs to interact with endogenous antigens and upregulate
their function. J Immunol 184: 4646-4653.

16. Rohrl J, Yang D, Oppenheim JJ, Hehlgans T (2010) Specific binding and
chemotactic activity of mBD4 and its functional orthologue hBD2 to CCR6-
expressing cells. J Biol Chem 285: 7028-7034.

17. Wilson NJ, Boniface K, Chan JR, McKenzie BS, Blumenschein WM, et al.
(2007) Development, cytokine profile and function of human interleukin 17-
producing helper T cells. Nat Immunol 8: 950-957.

18. Lowes MA, Kikuchi T, Fuentes-Duculan J, Cardinale I, Zaba LC, et al. (2008)
Psoriasis vulgaris lesions contain discrete populations of Thl and Th17 T cells.
J Invest Dermatol 128: 1207-1211.

19. Hueber W, Patel DD, Dryja T, Wright AM, Koroleva I, et al. (2010) Effects of
AIN457, a fully human antibody to interleukin-17A, on psoriasis, rheumatoid
arthritis, and uveitis. Sci Transl Med 2: 52ra72.

20. Koga C, Kabashima K, Shiraishi N, Kobayashi M, Tokura Y (2008) Possible
pathogenic role of Th17 cells for atopic dermatitis. J Invest Dermatol 128: 2625
2630.

21. Di CA, Di MP, Nestle FO (2008) A role for Th17 cells in the immunopatho-
genesis of atopic dermatitis? J Invest Dermatol 128: 2569-2571.

22. Cua DJ, Tato CM (2010) Innate IL-17-producing cells: the sentinels of the
immune system. Nat Rev Immunol 10: 479-489.

23. Paul C, Ortonne JP (2011) Use of conventional systemic treatments in psoriasis:
systematic review and expert opinion of a panel of dermatologists. J Eur Acad
Dermatol Venereol 25 Suppl 2: 1.

24. Griffiths CE, Strober BE, van de KP, Ho V, Fidelus-Gort R, et al. (2010)
Comparison of ustekinumab etanercept for moderate-to-severe psoriasis.
N Engl ] Med 362: 118-128.

25. Tomura M, Honda T, Tanizaki H, Otsuka A, Egawa G, et al. (2010) Activated
regulatory T cells are the major T cell type emigrating from the skin during a
cutaneous immune response in mice. ] Clin Invest 120: 883-893.

October 2012 | Volume 7 | Issue 10 | e45509



26.

27.

28.

30.

31.

32.

33.

34.

36.

37.

38.

39.

40.

41.

Liu L, Fuhlbrigge RC, Karibian K, Tian T, Kupper TS (2006) Dynamic
programming of CD8+ T cell trafficking after live viral immunization. Immunity
25: 511-520.

Tesmer LA, Lundy SK, Sarkar S, Fox DA (2008) Th17 cells in human disease.
Immunol Rev 223: 87-113.

Miossec P, Korn T, Kuchroo VK (2009) Interleukin-17 and type 17 helper T
cells. N Engl J Med 361: 888-898.

. Ortega C, Fernandez A, Carrillo JM, Romero P, Molina IJ, et al. (2009) IL-17-

producing CD8+ T lymphocytes from psoriasis skin plaques are cytotoxic
effector cells that secrete Thl7-related cytokines. ] Leukoc Biol 86: 435-443.
Clark RA, Chong BF, Mirchandani N, Yamanaka K, Murphy GF, et al. (2006)
A novel method for the isolation of skin resident T cells from normal and
diseased human skin. J Invest Dermatol 126: 1059-1070.

Sakaguchi S (2000) Regulatory T cells: key controllers of immunologic self-
tolerance. Cell 101: 455-458.

Dudda JC, Perdue N, Bachtanian E, Campbell DJ (2008) Foxp3+ regulatory T
cells maintain immune homeostasis in the skin. J Exp Med 205: 1559-1565.
Clark RA, Kupper TS (2007) IL-15 and dermal fibroblasts induce proliferation
of natural regulatory T cells isolated from human skin. Blood 109: 194-202.
Vukmanovic-Stejic M, Agius E, Booth N, Dunne PJ, Lacy KE, et al. (2008) The
kinetics of CD4+Foxp3+ T cell accumulation during a human cutaneous
antigen-specific memory response in vivo. J Clin Invest 118: 3639-3650.

. Zhou X, Bailey-Bucktrout SL, Jeker LT, Penaranda C, Martinez-Llordella M, et
al. (2009) Instability of the transcription factor Foxp3 leads to the generation of

pathogenic memory T cells in vivo. Nat Immunol 10: 1000-1007.

Koenen HJ, Smeets RL, Vink PM, van RE, Boots AM, et al. (2008) Human
CD25highFoxp3pos regulatory T cells differentiate into IL-17-producing cells.
Blood 112: 2340-2352.

Paladini RD, Takahashi K, Bravo NS, Coulombe PA (1996) Onset of re-
epithelialization after skin injury correlates with a reorganization of keratin
filaments in wound edge keratinocytes: defining a potential role for keratin 16.
J Cell Biol 132: 381-397.

Franssen ME, Boezeman JB, van de Kerkhof PC, Van Erp PE (2004)

Monitoring hyperproliferative disorders in human skin: flow cytometry of

changing cytokeratin expression. Cytometry B Clin Cytom 57: 32-39.

Gallo RL, Huttner KM (1998) Antimicrobial peptides: an emerging concept in
cutaneous biology. J Invest Dermatol 111: 739-743.

Schalkwijk J, van V, I, Alkemade JA, de Jongh GJ (1993) Immunohistochemical
localization of SKALP/elafin in psoriatic epidermis. J Invest Dermatol 100:
390-393.

Alkemade JA, Molhuizen HO, Ponec M, Kempenaar JA, Zeeuwen PL, et al.
(1994) SKALP/elafin is an inducible proteinase inhibitor in human epidermal
keratinocytes. J Cell Sci 107 (Pt 8): 2335-2342.

PLOS ONE | www.plosone.org

14

42.

43.

44.

46.

47.

48.
49.

50.

51.

52.

53.

54.

o
=

56.

57.

Humanized Mouse Model of Skin Inflammation

Hollox EJ, Huffmeier U, Zeeuwen PL, Palla R, Lascorz J, et al. (2008) Psoriasis
is associated with increased beta-defensin genomic copy number. Nat Genet 40:
23-25.

Kamsteeg M, Jansen PA, van Vlijmen-Willems IM, Van Erp PE, Rodijk-Olthuis
D, et al. (2010) Molecular diagnostics of psoriasis, atopic dermatitis, allergic
contact dermatitis and irritant contact dermatitis. Br ] Dermatol 162: 568-578.
Liang SC, Tan XY, Luxenberg DP, Karim R, Dunussi-Joannopoulos K, et al.
(2006) Interleukin (IL)-22 and IL-17 are coexpressed by Thl7 cells and
cooperatively enhance expression of antimicrobial peptides. J Exp Med 203:
2271-2279.

. Nograles KE, Zaba LC, Guttman-Yassky E, Fuentes-Duculan J, Suarez-Farinas

M, et al. (2008) Th17 cytokines interleukin (IL)-17 and IL-22 modulate distinct
inflammatory and keratinocyte-response pathways. Br J Dermatol 159: 1092
1102.

Peric M, Koglin S, Kim SM, Morizane S, Besch R, et al. (2008) IL-17A
enhances vitamin D3-induced expression of cathelicidin antimicrobial peptide in
human keratinocytes. J Immunol 181: 8504-8512.

Lai Y, Gallo RL (2009) AMPed up immunity: how antimicrobial peptides have
multiple roles in immune defense. Trends Immunol 30: 131-141.

Nestle FO, Kaplan DH, Barker J (2009) Psoriasis. N Engl J Med 361: 496-509.
Mueller W, Herrmann B (1979) Cyclosporin A for psoriasis. N Engl ] Med 301:
555.

Schon MP, Boehncke WH (2005) Psoriasis. N Engl ] Med 352: 1899-1912.
Nair RP, Duffin KC, Helms C, Ding J, Stuart PE, et al. (2009) Genome-wide
scan reveals association of psoriasis with IL-23 and NF-kappaB pathways. Nat
Genet 41: 199-204.

Ong PY, Ohtake T, Brandt C, Strickland I, Boguniewicz M, et al. (2002)
Endogenous antimicrobial peptides and skin infections in atopic dermatitis.
N Engl ] Med 347: 1151-1160.

Nonomura K, Yamanishi K, Yasuno H, Nara K, Hirose S (1994) Up-regulation
of elafin/SKALP gene expression in psoriatic epidermis. J Invest Dermatol 103:
88-91.

de Jongh GJ, Zeeuwen PL, Kucharekova M, Pfundt R, van d V, et al. (2005)
High expression levels of keratinocyte antimicrobial proteins in psoriasis
compared with atopic dermatitis. J Invest Dermatol 125: 1163-1173.

. Zaba LC, Cardinale I, Gilleaudeau P, Sullivan-Whalen M, Suarez-Farinas M, et

al. (2007) Amelioration of epidermal hyperplasia by TNF inhibition is associated
with reduced Th17 responses. J Exp Med 204: 3183-3194.

Sigmundsdottir H, Gudjonsson JE, Jonsdottir I, Ludviksson BR, Valdimarsson
H (2001) The frequency of CLA+ CD8+ T cells in the blood of psoriasis patients
correlates closely with the severity of their disease. Clin Exp Immunol 126: 365
369.

Langewouters AM, Bovenschen HJ, de Jong EM, Van Erp PE, van de Kerkhof
PC (2007) The effect of topical corticosteroids in combination with alefacept on
circulating T-cell subsets in psoriasis. ] Dermatolog Treat 18: 279-285.

October 2012 | Volume 7 | Issue 10 | e45509



