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Figure S1. P565-VAPB does not affect the localization of selected RNA bindind proteins, proteins involved in autophagy
or nucleoporins. HeLa cells were transfected with either wild type (HA-VAPB) or mutant (HA-P56S-VAPB) VAPB and
analyzed by indirect immunofluorescence and confocal microscopy detecting the HA-tagged proteins and endogenous
TDP43, FUS, LC3, LAMP1, ELYS, Nup358, as indicated. Bar, 10 pm.
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Figure S2. RAPIDS with NES-APEX2 reporter. (A) Scheme of FKBP12-NES-GFP-APEX2. (B) HeLa cells were transfected
with a plasmid coding for FKBP12-NES-GFP-APEX2 (NES-APEX2) and treated with or without rapamycin, as indicated.
The subcellular localization of the overexpressed proteins was analyzed by confocal microscopy, detecting the GFP-signal.
In the merged pictures (right) also the DAPI signal is shown. Bar, 10 um. (C-E) FKBP12-NES-GFP-APEX2 -transfected
cells were grown in “light” (L) or “heavy” (H) medium as indicated and subjected to APEX2-dependent biotinylation in
the absence (-) or presence (+) of rapamycin in forward and reverse experiments. (C) Proteins from cell lysates were bound
to Neutravidin beads and the total and the bound fractions were analyzed by Western-blotting, using streptavidin-HRP
for the detection of biotinylated proteins. (D) The scatter-plot shows normalized log2-ratios of proteins eluted from Neu-
travidin beads in forward and reverse experiments. (E) Total and bound proteins were analyzed using specific antibodies

against VAPB, GFP and GAPDH.
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Figure S3. Analysis of VAPB-SQSTMI1 interactions. (A) HeLa cells were transfected with either wild type (HA-VAPB) or
the MSP-domain mutant (HA-K87D/M89D-VAPB) VAPB and subjected to immunoprecipitation assays using anti-HA
antibodies. Co-precipitated proteins were detected using anti-SQSTM1 and anti-OSBPL9 antibodies. Tubulin was used as
a loading control. (B) HeLa cells were treated with or without LMB for 1 h and endogenous SQSTM1 was detected using
indirect immunofluorescence and confocal microscopy. Bar, 10 um. (C) MBP-SQSTM1 or MBP alone were immobilized
using amylose beads and incubated in the presence of either GST alone or GST-VAPB or GST-P565-VAPB as indicated
(lanes 2—4). GST proteins were immobilized using Glutathione Sepharose beads and incubated in the presence of either
MBP alone or MBP-SQSTM1 as indicated (lanes 5-8). For generating pMal-SQSTM1 the sequence coding for SQSTM1 was
cloned into the pMal-C2 vector. Transmembrane domain-lacking versions of VAPB or P565-VAPB were cloned into pGEX-
6p1 to obtain pGEX-VAPB or pGEX-P565-VAPB. The recombinant proteins were purified using standard methods.



