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Validation

Sample size of 3 was chosen for Western blot, FRAP and splicing assay was chosen, which is sufficient for statistical significance.

The filter binding assay was performed in duplicates and repeated 3 times.

Nuclear cytoplasmic fractionation were done by two different methods, each repeated twice.

For immunofluorescence quantification, the smallest number of transfected cells per cover slip (n = 200) was chosen and two cover slips (N =
2) were quantified.

For the quantification of droplet size 100 cells per condition were analysed. This number was sufficient to capture the variability in droplet size
among cells.

Apoptotic cells were excluded from the immunofluorescence analysis. Clogged wells were excluded from the filter binding assay analysis.

Experiments were performed 3 independent times, unless stated otherwise, under similar conditions and reagents. All attempts of replication
were successful.

HEK293-E cells in suspension were distributed randomly in the different well/plates used for experiments.

Experimenters were blinded only for the analysis of droplet size of figure 5e. Blinding for the rest of experiments was not applicable due to the
lack of manpower. Experimental data was analysed by the respective experimenter.

In this study the following antibodies were used for Western blot (WB) and immunofluorescence staining (IF): rat anti-[acK84]TDP-43
(WB, 1:10 supernatant; IF,1:2; this work), rat anti-[acK136]TDP-43 (WB, 1:10 supernatant; IF,1:2; this work; mouse anti-6xHis (WB,
1:10000; IF, 1:1000; Amersham 27-4710-01), rabbit pan-acetylated lysine (WB, 1:1000; Cell Signalling #9441), rabbit mAb mix pan-
acetylated lysine (WB, 1:1000; Ac-K-100, Cell Signalling #9814), mouse anti-Flag HRP-coupled (WB, 1:10000; Sigma #A8592), mouse
anti-GAPDH (WB, 1:50000; clone 6C5, Biodesign International #H86504M), rabbit anti-Hsp90 (WB, 1:1000; Cell Signalling #4874), rat
anti-[pS409/410]TDP-43 (WB, 1:10; IF, 1:50; clone 1D3), rabbit anti-TDP-43 (WB, 1:8000; IF, 1:1000; ProteinTech 10782-2-AP), mouse
anti-TDP-43 (WB, 1:2000; IF, 1:1000; Abnova #H00023435), mouse anti-tubulin (WB, 1:10000; Sigma #T-5168), mouse anti-ubiquitin
(WB, 1:4000; Millipore #MAB1510), mouse anti-YY1 (WB, 1:2000; clone H-10, Santa Cruz Biotechnology #7341), mouse anti-hnRNPA1
(WB, 1:2000; clone R196, Cell Signaling #5380), mouse anti-!-actin (WB, 1:50000; clone AC-15, Sigma #A5441); rabbit anti-mouse
HRP-coupled (WB, 1:10000, Amersham #NIF825); goat anti-rabbit HRP-coupled (WB, 1:10000, Amersham #NIF824); donkey anti-rat
HRP-coupled (WB, 1:10000, Jackson Immunoresearch, 712-035-150) and secondary Alexa Fluor 488- (anti-Mouse: Cat # A32723;
anti-Rabbit: Cat # A32731), 555- (anti-Mouse: Cat # A32727; anti-Rabbit: Cat # A32732), 647- (anti-Mouse: Cat # A32728; anti-Rabbit:
Cat # A32733) conjugated antibodies for IF produced in goat were from Invitrogen (1:1000).

All antibodies were validated by the manufacturer. Antibodies against acetylated K84 TDP-43 and acetylated K136 TDP-43 were
validated by ourselves as shown in the paper (Figure 6).
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