Anatomical distribution analysis reveals lack of Langerin+ dermal dendritic cells in footpads and tail
of C57BL/6 mice
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Supplementary Methods
Animals
C57BL/6 mice with transgenic overexpression of RANK under the control of the S100A8 promotor
active in hair follicles were bred heterozygously (1,2). The transgenic mouse strain tg(Grm1)EPv,
were developed by Dr. Suzie Chen (Chemical Biology Lab for Cancer Research, Rutgers University,
Piscataway, NJ, USA) (3). They develop spontaneous melanocytic tumors around the 4th month of life,
due to over-expression of the metabotropic glutamate receptor 1 (Grm1) under control of the
melanocyte-specific dopachrome tautomerase promoter.

Evan’s blue injection
Mice were anesthetized by isoflurane inhalation before being injected subcutaneously in the
proximal part of the tail with 5% Evan’s blue diluted in PBS buffer. After 3 h, mice were sacrificed and
the color of sciatic (proximal) and brachial (distal) LNs was visually evaluated.

Imiquimod-induced skin inflammation
Mice were anesthetized by isoflurane inhalation and skin inflammation was triggered by one
application of 2.5mg imiquimod (AldaraTM) on tail skin. Mice were sacrificed 2, 5 or 8 days poststimulation. DC subsets in sciatic and brachial LNs were assessed by flow cytometry analysis.

Fluorescent tracking of skin-derived LCs in skin-draining LNs
A 5% (5mg/mL) stock solution of Tetramethylrhodamine-5-(and-6)-isothiocyanate (TRITC; Molecular
Probes) was prepared in DMSO, then diluted to 1% in a 1:1 acetone-dibutylphtalate diluent (4). 50 µl
of the 1% TRITC solution was applied to the tail of anaesthetised C57BL/6 mice. Three days later,
TRITC label present in DC subsets of sciatic and brachial LNs were assessed by flow cytometry.

Immunofluorescence microscopy
Back, footpad and tail skin from C57BL/6 and footpad skin from BALB/c mice were floated on PBS
supplemented with 4% ammonium thiocyanate (Sigma-Aldrich) for 45min at 37°C to separate
epidermis from dermis. Both epidermal and dermal sheets were then fixed in -20°C acetone for
30min on ice. Sheets were then incubated in a blocking solution containing PBS supplemented with
2% donkey serum, 1µg/mL anti-CD16/32 antibody (BD Bioscience) and 10µg/mL rat IgG2aK antibody
(BioXcell) for 1h at room temperature. Epidermal and dermal sheets were labelled with a FITC
coupled anti-Langerin antibody (929F3.01, Dendritics) and an APC coupled anti-EpCAM antibody
(G8.8, AbCam) overnight at 4°C. Tissues were mounted into DAKO mounting medium (DAKO) and
analysed by confocal microscopy (LSM780, Zeiss)
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Supplementary Figure legends
Supplementary Figure 1: Isotype control stainings for flow cytometry analyses
(a) Cells obtained from C57BL/6 back skin were labelled with or without Fixable Viability Dye and
with the following antibodies (left panel) or their respective isotype controls (right panels): antiLangerin-FITC (Rat IgG2a), anti-CD45 (Rat IgG2bK), anti-CD11c-PE-Cy7 (Armenian hamster IgG1), antiCD3-PE (Armenian hamster IgG), and anti-CD103-PercP-Cy5.5 (Armenian hamster IgG). To exclude
potential CD11c+ CD3low activated T-cells in the CD11c+ CD3- population, a supplementary control
was made by comparing Langerin and CD3 markers in which only Langerin+CD3- and Langerin-CD3were selected. (b) Cells obtained from C57BL/6 inguinal LNs were labelled with the following

antibodies (left panels) or their respective isotype controls (right panels): anti-CD11c-PercP-Cy5.5
(Armenian hamster IgG), anti-CCR7-biotin (Rat IgG2aK) followed by a streptavidin-APC incubation,
anti-CD103-PE (Rat IgG2aK) and anti-Langerin-FITC (Rat IgG2a).

Supplementary Figure 2: Identification of Langerhans cells (LCs) and Langerin+ dermal DCs in situ
(a) Epidermal sheets, obtained from back, footpad and tail skin of C57BL/6 mice, were stained for
Langerin (FITC) and EpCAM (APC) and analysed by confocal microscopy. Epidermal LCs uniformly coexpress Langerin (green) and EpCAM (magenta). (b) Epidermal LC density was quantified using
ImageJ software counting individual cells using 3 randomly chosen images from 3 mice (significant
values: *<0.05). (c) Dermal sheets from footpads of C57BL/6 and BALB/c mice were stained for
Langerin (FITC) and EpCAM (APC) and analysed by confocal microscopy. Dermal Langerin+ DC do not
express EpCAM whereas LCs express both markers. Magenta-colored arrows point to occasional LCs
in high magnification images whereas green arrows highlight the numerous Langerin+ EpCAM- dDCs
in BALB/c mice. Scale bars: 100µm.

Supplementary Figure 3: The sciatic LNs drain tail skin
(a) Evan’s blue dye was injected subcutaneously into the base of the tail. Colorations of sciatic and
brachial LNs were monitored 3 h later. (b) Sciatic LNs of C57BL/6 (wild-type) or Rank-transgenic (Tg)
mice were compared by visual inspection (inset) and cell counting (n≥4 mice in each condition). The
results are pooled from 2 independent experiments (**<0.005). (c) Tg(Grm1)EPv mice developing
spontaneous tail melanoma were dissected and sciatic LNs exposed for visual inspection for the
presence of melanin. (d) Skin tail inflammation was induced by application of imiquimod cream on
C57BL/6 mice. Cell suspensions from sciatic and brachial LNs were numbered and analysed by flow
cytometry. The results were pooled from 2 independent experiments after 0, 2, 5 or 8 days (n=4

mice) (*<0.05, **<0.005). (e) A TRITC solution was applied onto the tail skin of C57BL/6 mice and skin
tail inflammation was induced by the irritant diluent (1:1 acetone-dibutylphtalate). Brachial (nondraining) and sciatic (draining) LNs were harvested after 3 days. The presence of TRITC+ cells was
scored as the percentage of CD11c+ CCR7+ Langerin+ CD103- LCs.

Supplementary Figure 4: Quantification of Langerin- CD103+ and Langerin- CD103- dermal DCs in
the skin and in skin-draining LNs
(a) Compiled percentage data of either subset in different skin areas and across mouse strains (n≥4
mice in each condition). (b) Compiled percentage data of either subset in LNs draining different skin
areas and across mouse strains (n≥5 mice in each condition). The results were pooled from 2
independent experiments. Asterisks (*) indicate a significant difference between a given strain and
C57BL/6 mice. Triangles (Δ) indicate a significant difference between a given LN and inguinal LNs. (*
or Δ: p<0.05; ** or ΔΔ: p<0.005, *** or ΔΔΔ: p<0.0001).

