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A direct interaction of JAM-C with the tight junction scaffold protein ZO-2
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[bookmark: _Hlk222492269]Suppl. Fig. S1: Recruitment of ZO-2 deletion constructs by JAM-C. (A) Cartoon of ZO-2 deletion constructs used in recruitment assays. (B) CHO-WT and CHO-JAM-C cells were transfected with Myc-tagged ZO-2 constructs shown in panel (A) and stained with antibodies against JAM-C (red) and against the Myc tag (green). Note that none of the three constructs is enriched at JAM-C-positive cell junctions. Data is representative of N = three independent experiments. Scale bars: 10 µm.
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Suppl. Fig. S2: Expression of JAM-A in JAM-A KO MDCKII cells. (A) Wildtype MDCKII cells, JAM-A knockout MDCKII cells or JAM-A knockout MDCK cells ectopically expressing mJAM-A were grown to confluency and stained with antibodies against JAM-A and ZO-1. Scale bars: 10 µm. (B) Wildtype MDCKII cells, JAM-A knockout MDCKII cells or JAM-A knockout MDCK cells ectopically expressing mJAM-A were grown under sparse conditions and stained with antibodies against JAM-A and ZO-1. Scale bars: 10 µm. 
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[bookmark: _GoBack]Suppl. Fig. S3: Localization of JAM-C in JAM-A KO MDCKII cells grown at sparse conditions. (A) Wildtype MDCKII cells, JAM-A knockout MDCKII cells or JAM-A knockout MDCK cells ectopically expressing mJAM-A were grown under sparse conditions and stained with antibodies against JAM-C and ZO-1. Scale bars: 10 µm. (B) Statistical analysis of JAM-C localization at cells-cell contacts in sparse cells. The data shows the ratios of JAM-C fluorescence cell-cell contacts to the ZO-1 fluorescence intensity and is depicted as normalized JAM-C fluorescence intensity. Statistical analysis was performed with Kruskal-Wallis Test for multiple comparisons. Data were obtained and data points were pooled from at least 11 randomly chosen fields of view (FOV) per experiment derived from three independent experiments (WT cells: 67 FOV; JAM-A KO cells: 70 FOV; JAM-A KO cells expressing mJAM-A: 71 FOV). Data is presented as Violin plot. Broken lines indicate mean values, dotted lines indicate first and third quartiles. ****p < 0.0001.  
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