


Fig. S1. Claudin family members and TAMPs show colocalization within intracellular compartments and at cell-cell contacts
between transfected cells. HEK-293 cells were co-transfected with a Cld and a TAMP as indicated. YFP is pictured in green, CFP
in red, colocalization is represented in yellow (see merge). FRET measurements were performed at cell-cell contacts (arrows). The
coexpression of Cld1 or Cld5 with TAMPs led to a contact enrichment for Occl and Tric (see Fig. 2A). This effect could not be
observed at coexpressions with other Clds. Scale bars, 5 pm.



Fig. S2. Tricellulin, like zonula occludens protein 1 (ZO-1) and claudin-1, is first transported to bicellular cell-cell contacts
before it is distributed to tricellular contacts. Co-immunofluorescence staining of Cld1 (green) or Tric (green) together with ZO-1
(red) in MDCK-II cells. In the control, Cld1 and ZO-1 are localized at bicellular, Tric at tricellular TJ (arrows in the lower control
panel). After 16 h of Ca*" depletion, the TJ proteins are localized in intracellular compartments. After 30 min of Ca?* readdition, Tric
like Cld1 and ZO-1 are initially localized at the bicellular TJ (arrows in lower panel after readdition of Ca*"). Scale bars, 10 um.



Fig. S3. Tricellulin transfected alone into tight junction-free HEK-293 cells formed short, discontinuous up to continuous and
seldom branched tight junction strands on the protoplasmic fracture face. HEK-293 cell transiently transfected with CFP-Tric
were analyzed by freeze-fracture electron microscopy. Further description, see text; scale bars, 0.2 pm.

Fig. S4. Proximity ligation assay indicated interaction of endogenous claudin-1 with endogenous occludin in MDCK-II cells.
Cells were fixed and incubated with anti-Cld1 and anti-Occl (A) or anti-Cld1 and anti-glyceraldehyde-3-phosphate, GAPDH (C)
antibodies. Subsequently, duolink® II proximity ligation assay was performed. Lines of red dots indicating close proximity between
Cld1 and Occl were found frequently at cell-cell contacts (A). In contrast, for Cld1/GAPDH red dots are found only rarely and show
no clear association with cell-cell contacts (C). In the lower panel overlay of A and C with the respective transmission images is shown
(B and D). Scale bars, 10 pm.



