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Supplementary Figure 1. Inducible transgenic expression of Rae-l in the
epidermis. Schematic outline of tissue-specific control of Rae-| gene regulation using the
Tet-ON system. Tg mice expressing the reverse tetracycline-responsive transactivator
(rtTA) under the involucrin promoter were intercrossed with mice bearing the Rae-|
transgene under control of a tetracycline-dependent response element (pTRE).
Offspring expressing both the regulatory and response element (BiTg) were induced to
express Rae-| by administration of dox in solid food. In the presence of dox, rtTA binds

pTRE and activates transcription of Rae-|.



Supplementary Figure 2
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Supplementary Figure 2. NKG2D expression is unaltered on resident DETC by
local upregulation of Rae-I. Flow cytometry of epidermal cell suspensions from ear skin
of SingleTg and BiTg mice after 120h on dox (n=6). NKG2D expression was determined
on DETC gated as CD3"TCRyd" epidermal cells (p=0.66). In graphs each dot represents
an individual mouse; histograms and dot plots depict one representative mouse.



Supplementary Figure 3
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Supplementary Figure 3. TCRaf" cells rapidly infiltrate the epidermis upon
upregulation of Rae-|. Epidermal cell suspensions were prepared from ears of SingleTg
(n=7) and BiTg (n=15) mice after 120h on dox or 120h on followed by 3d (n=4) or 14d
(n=3) off dox, and the percentage of TCRaf" T cells of total CD3" epidermal cells was
determined by flow cytometry. Each dot represents an individual mouse.



Supplementary Figure 4
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Supplementary Figure 4. Rae-| protein is expressed in both papillomas and
carcinomas and is primarily detected in close association to V,5" DETC. Papillomas and
carcinomas were dissected from wild-type FVB mice following chemically induced
cutaneous carcinogenesis. (@) Serial cryostat cross-sections of a pailloma. Left, isotype
control (red); right, anti-Rae-| (red). (b) Cross-sections of a carcinoma. Left and right
panels depict staining with V,5-specific antibody (green); right panel depicts costaining
with anti-Rae-1 (red). Nuclei were visualized with DAPI (blue). Original magnification
x40.



Supplementary Figure 5
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Supplementary Figure 5. Epidermis of Langerin-DTA mice does not contain a3 T
cells. Freshly isolated epidermal cells from body wall skin of indicated mice were stained
with antibodies specific for TCRy0 (GL3) and TCRaf (H57) and were analysed on a

FACScalibur.



Supplementary Methods

Mice. FVB/N LC-deficient (Langerin-DTA) mice were generated by using a transgene
encoding the human Langerin promoter to drive expression of diptheria toxin, as
previously described'. Tcrd”? Tcrg-V5"3, Terb™, Cd4™, and Tcrd-VI"* mice were
backcrossed onto the FVB/N background for >10 generations. Tcrg-V5" Terd-VI™", Terb™
Langerin-DTA, and Cd4”Langerin-DTA mice were generated by intercrossing the
respective mutants. Mice were maintained under specific pathogen-free conditions and
food and water provided ad libitum. Mice were used at >6 weeks of age.

Fluorescence microscopy of tumor sections. For microscopic analysis of
tumors, papillomas and carcinomas were extracted, embedded in OCT medium (Sakura
Finetek) and snap-frozen in liquid nitrogen and t-Butanol (Sigma). 6um cross-sections
were prepared using a Leica JUNG CMI800 cryostat and stored at -80°C. When
defrosted, slides were air-dried for ~15min and sections encircled with an InmEdge pen
(Vector) and left to dry. Sections were then fixed in acetone for 5 min at -20°C and
subsequently rehydrated for 7 min in 0.02M PBS containing 0.15M NaCl. Following
blocking with 0.02M PBS containing 3% BSA and 0.15M NaCl for |h at room
temperature, sections were incubated with monoclonal antibodies against Rae-|
(186107), TCRy0 (GL3), V.5 (536), CD3 (145-2CI 1) and NKI.I (PK136) for Ih at room
temperature. Sections were washed three times for 5min in 0.02M PBS containing
0.15M NaCl and antibody binding was visualized with goat anti-rat 555 or goat anti-
mouse 488 or 494 (all from Invitrogen), which were incubated for |h at room
temperature. Sections were washed three times for 5 min in 0.02M PBS containing
0.15M NaCl and mounted with a cover slip using anti-fade mounting medium with DAPI
(Vector). Analysis was performed using a Leica TCS SP2+AOBS confocal laser scanning
microscope with digital processing using LCS v2.02 (Leica). Tumour sections were
additionally stained for hematoxylin and eosin and tumour histology examined using a
Nikon Microphot-sa microscope (Nikon) with Openlab (Improvision) software.
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