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• 4 Supplementary Figures (Figures S1-S4), included here with their legends. 
 

• 3 Supplementary Tables (Tables S1-S3), available as separate Excel files: 
o Table S1: Complete data of the proximity-labelling/MS experiment. 
o Table S2: Complete data of the IP-MS experiment. 
o Table S3: Top hits of the proximity-labelling/MS and IP-MS experiments 

and the 73 proteins common to both (corresponds to Venn diagram of 
Figure 6B). 
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Figure S1. Schematic representation of plasmids and Rac1 assay. (A) Plasmids 
used in this study. Only the protein coding portions are shown in detail. The illustration 
was created with BioRender.com. (B) Scheme of the hybrid Rac1 sensor protein 
encoded by plasmid Rac1Cluc (adapted from ). Luc-N and Luc-C denote N- and C-
terminal domains of click beetle luciferase; PAK CRIB, Cdc42/Rac-interactive binding 
domain of p21-activated kinase; CAAX, C-terminal sequence for membrane 
anchoring. (C) Hypothetical mechanism of how the Rac1 sensor may report on GPER1 
activity (inspired by ). 
 
 
 
 
 
 
 
 

 
Figure S2. Nucleoporins and torsins. Hierarchically clustered heat map illustrating 
the enrichment of certain biotinylated proteins in the proximity-labelling MS experiment 
in the presence of the APEX2 fusion proteins and E2 as indicated on the left. The heat 
map was generated with the average Log2 LFQ intensities of 3 biological replicates. 
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Figure S3. PRKCSH interacts with GANAB and CLPTM1. (A) Co-IP experiment with 
HEK293T cells transiently expressing indicated proteins demonstrating interaction of 
exogenously expressed F-PRKCSH with endogenous GANAB, independently of 
CLPTM1. (B) Co-IP experiment with HEK293T cells transiently expressing indicated 
proteins demonstrating interaction of exogenously expressed F-PRKCSH and Myc-
CLPTM1. Numbers on the right point out molecular weights of marker proteins 
closeby. 
 
 
 
 
 
 
 
 

 
 
Figure S4. Impact of CLPTM1 knockdown on subcellular localization of F-
GPER1-APEX2. IF experiment with Hela cells that were transiently transfected to 
express F-GPER1-APEX2 and with a shCLPTM1 construct that allows the production 
of shRNA to knock down endogenous CLPTM1 expression. Scale bar = 50 μM. 
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