Supplementary Information

“Endothelial FAT1 inhibits angiogenesis by controlling YAP/TAZ protein
degradation via E3 ligase MIB2” (Li et al.)

Supplementary Figures

Suppl. Fig. 1. Loss of endothelial FAT1 increase cell proliferation. (a) RNA

prepared from HUAECs was analyzed by RNA sequencing to determine expression of
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genes. Shown are the results for FAT1-4 (n=3 independently performed experiments).
(b,c) Analysis of FAT1-4 expression by RNA-sequencing in murine retinal endothelial
cells (MREC) isolated at postnatal day 6 (Accession Number: GSE199858
[https://www.ncbi.nim.nih.gov/geo/query/acc.cgi?acc=GSE199858]) (b; n=4
independently performed experiments) and in adult murine cardiac endothelial cell
(MCEC) (Accession Number: GSE180794/GSE180733 [https://www.ncbi.nlm.nih.gov/
geo/query/acc.cgi?acc=GSE180733]) (c; n=4 independently performed experiments).
(d) Expression of FAT1 and FAT4 in HUAECs at different cellular densities as
indicated. Shown is a representative immunoblot and the statistical evaluation (n=3
independently performed experiments). GAPDH served as a loading control. (e)
Relative Fatl mRNA levels in HUVECs and HUAECSs at different cellular densities (n=3
independently performed experiment). (f) FAT1 protein turnover in HUVECs kept at
40% density or at confluence (100% density) as determined by incubation of cells with
50 pg/ml of cycloheximide (CHX) for the indicated time periods. Shown is a
representative immunoblot with GAPDH loading control and the statistical evaluation
(n=3 independent experiments). (g,h) Knock-down efficiency of sSiRNA against human
FAT1 and FAT4 in HUVECs and HUAECs determined by gRT-PCR (g, n=3
independently performed experiments) or Western blotting (h). (i) Cell growth of
HUAEC s after siRNA-mediated knock-down of FAT1 and FAT4 as determined using a
colorimetric cell proliferation assay (n=4 independently performed experiments).
Shown are mean values + SEM. n.s., non-significant. Comparisons were performed
using one-was ANOVA and Tukey'’s post-hoc test (d,e), unpaired t-test (g) or two-way

ANOVA and Bonferroni’s post-hoc test (f,i).



Suppl. Fig. 2. MIB2 knock-down efficiency. (a) HUVECs were transfected with
control siRNA or siRNA directed against MIB2. 36 hours later, cells were lyzed, and
MIB2 protein levels were determined by immunoblotting using an anti-MIB2 antibody.
GAPDH served as a loading control. (b,c) HUVECs were transfected with control
siRNA or siRNA directed against YAP/TAZ (b) and MIB2 (c). Thereafter, cells were
lysed, and YAP/TAZ (b) and MIB2 (c) were immunoprecipitated. Immunoprecipitates
were analyzed by Western blotting with the indicated antibodies. Shown is a
representative of 3 independently performed experiments. In b, additional controls

using an unspecific IgG were performed as indicated.



Suppl. Fig. 3. Gating strategy for the analysis or sorting of total or proliferating
endothelial cell populations in primary tumors. Tumors were digested and strained
through 70 um and 40 pum filters. Afterwards, cells were stained with anti CD31-FITC
and anti-CD45-PE antibodies (or with anti-CD31-PE and anti-CD45-FITC antibodies)

followed by EAU-AF 647 and DAPI staining.



Supplementary Table

Suppl. Tab. 1. Proteins enriched by immunoprecipitation of FAT'®® from HUVEC

lysate (s. Fig. 6¢). Shown are statistically post-processed proteomics data using two-
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side Bayesian moderated t-test provided by the limma package and p values
were adjusted for multiple hypothesis testing using the method by Benjamini-

Hochberg.



