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Figure S1 related to the introduction. Sequence alignment of all the claudins expressed in humans. The
cytosolic C-termini tail of claudins show higher variability in length and sequence compared to more conserved
regions like transmembrane domains (TM1-TM4) or extracellular loops (ECL1 and ECL2). TM:
transmembrane. ECL: extracellular loop. ICL: intracellular loop.
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Figure S2, related to Figure 2. Volcano plots showing the results from all CoIP experiments. LFQ intensity values of
YFP/CFP-Claudin pull-downs were compared against the GFP control using moderated t-test. First significance level adj-
pval<0.05 (grey line), 2nd level cutoff of adj-pval that leaves only 5% of the interactions identified in the GFP control (blue

line).
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YFP-CLDN Anti-ZO1 Merge

Claudin 23

CFP-Claudin 24

Cytosolic eGFP ctri

Figure S3, related to Figure 2. Confocal microscopy images of MDCK-C7 stable cell lines overexpressing
recombinant YFP-/CFP- claudins. Anti-ZO-1 (61-7300 Invitrogen) and Alexa Fluor® 647 were used for tight
junction staining.
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Itering strategy for SLiM-dependent interactors identified by PRISMA.
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A. Schematic representation of the SLiM

3

Figure S4, related to Figure

based intensity profile pattern used to filter significant PRISMA

interactions. B, C. Example of the intensity profile of filtered (highly abundant unspecific proteins) and SLiM-

dependent (CCT/TriC subunits) significant claudin interactors.

D. Heatmap showing all the significant

interactors identified by PRISMA with the SLiM-dependent interactors on top (based on their intensity profile)

and the interactions that were removed after the filtering process.
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Figure S5, related to Figure 3. Interacting partners of the unstructured C-termini of claudins identified by
PRISMA. A. Bar plot corresponding to the normalized intensities of the significant interactions (p-value<0.05
and intensity binding profile) identified per peptide spot. B. Heatmap showing the interaction patterns of the
significant proteins identified interacting with unmodified peptides derived from the C-terminal region of human

claudins.
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Claudin 23 Claudin 3 PLA GFP / MCU

80 - % %k %k

70 1
60 A }
50 -

40 A

a
w
>

(=
S

3
i
(&)

O

30 A &

(e 0)e)

20 - *
10 -

PLA counts per transfected cells

0

)
> PO

CLDN 23 CL

Figure S6, related to Figure 4. Proximity ligation assay confirms interaction between claudin-23 and the
mitochondrial protein MCU. A. Immunofluorescence images of PLA between MCU and claudin-23 or
claudin-3. Caco2 cells were transiently transfected with YFP-tagged claudin-23 or claudin-3. MCU
mitochondrial protein interacts with claudin-23 but not with claudin-3. B. Dot plot representing the number of
PLA signals per transfected cell. Statistically significant results (P<0.05) confirm those of the YFP-tagged
claudin-23 ColP .



