[bookmark: _GoBack]Fig. S5 Altered internalisation and recycling of endogenous Dsg3 were detectable in Dsg3 mutant cells. (A) Dsg3 internalisation assay in MDCK Vect Ct, FL and 458 lines. Top panels showed positive surface Dsg3 labelling (left) and sufficient antibody quenching using a combination of low pH wash and anti-A488 Ab (post-quenching). Lower panels were MDCK lines with surface Dsg3 labelling and its internalisation at 18°C for 30 min. Cells grown to ~60% confluence were subject to calcium depletion and then repletion (1.8mM) for 2 hrs prior to the internalisation assay. The quantitative data of surface and internalised proteins are shown in bar charts. A reduction of surface Dsg3 was detectable in mutant cells compared to Vect Ct or FL cells. The Dsg3 internalisation was decreased in mutant and increased in FL compared to control. (B) Dsg3 recycling assay in SqCC/Y1 lines. Surface was labelled with 5H10 and A488 IgG and then the antibodies were allowed to internalise at 18°C for 30 min followed by surface antibody quenching. A set of samples was fixed for analysis of internalised proteins. Another set was incubated at 37°C in water bath for 30 min prior to another surface quenching before fixation and DAPI staining. Fluorescent images (≥5 fields/coverslip) were analysed and data were a representative of 3 independent experiments for both internalisation and recycling assays (mean±SD, *p<0.05, ***p<0.001). Scale bars, 10µm. Note that different magnification for the images of mutant cells with surface labelling due to an enlarged cell size. 

