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SUPPLEMENTARY INFORMATION 

 

Supplementary Figure S1. Incidence of Snail expression in human squamous cell 

carcinoma (hSCC) of the skin.  Sections of paraffin embedded tissue (purchased from 

Biomax) were stained with a Snail antibody and number of tissues positive for Snail 

expression were quantified. 

 

Supplementary Figure S2. Level of c-myc in Snail transgenic vs. wild type 

epidermis.  RNA was extracted from the epidermis of wild type (WT) or Snail transgenic 

(Snail Tg) mice, reverse transcribed to cDNA and c-myc levels were quantitated by 

quantitative PCR.  Results are representative of three independent preparations done in 

triplicate.  Error bars are SEM. 

  

Supplementary Figure S3.  Characterization of immune cell infiltration into the 

transgenic skin.  (A) Immunofluorescence of wild type (WT) and Snail transgenic (Snail 

Tg) skin sections stained with keratin 5 (K5; red) and CD4 to mark helper T-cells, CD8 

to mark cytotoxic T-cells,  γδT-cells, and Gr1 to mark granulocytes.  RT-PCR was 

performed on RNA extracted from skin to determine the presence of M2/TAMs (tumor 

associated macrophages) using primers specific for (B) the lectin YM1/2 and (C) the 

chemokine CCL-22. Bars, 30μm. 

 

Supplementary Figure S4.  Effect of immunosuppression on the Snail transgenic 

phenotype.  Newborn transgenic mice were injected daily with either PBS (Tg + PBS) or 
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dexamethasone-indomethacin cocktail (Tg + DI) for 5 days.  Effects on the phenotype 

were monitored on the tail, paw, keratin 5 (K5) expression, T-cells using the pan T-cell 

marker CD3, macrophages using the marker Mac-1, and blood vessels stained with the 

marker CD31. Bars, 30μm. 

 

Supplementary Figure S5. Increased proliferation of epidermal keratinocytes in the 

Snail transgenic skin.  Wild type (WT) and Snail transgenic (Snail Tg) skin sections 

from 7 day old mice were stained for K5 (red) and the proliferation antigen Ki67 (green). 

Epi = epidermis; der = dermis; hf = hair follicle. Bars, 30μm. 

 

Supplementary Figure S6.  Effect of macrophage secreted factors on keratinocyte 

proliferation.  Primary mouse keratinocytes were treated with either growth media, 

macrophage conditioned media (Mac CM) or tumor associated macrophage conditioned 

media (TAM CM) over four days and cell number was measured daily using the XTT 

assay. 

 

Supplementary Figure S7. Formation of benign skin tumors. Frequency (A) and 

incidence (B) of tumors in wild-type (WT) and Snail transgenic (Snail Tg) mice. Female 

mice received a single dose of DMBA. Two week later, animals were promoted with 

topical application of TPA. Mice were observed for 10 wk after initiation. The tumors 

were a combination of papillomas and sebaceous adenomas. Wild type mice (n=10) and 

Snail transgenic mice (n=16).  

 


