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Validation

All data supporting the findings of this study are available within the manuscript. Source data are provided with this paper.

No sample size calculation was performed. At least three independent experiments were performed in all cases as per commonly accepted
field standards and to enable statistical analysis.

Data was excluded in case technical problems were detected during experiment performance.

A minimum of three independent replicates were conducted for all experiments. Specific number of independent replicates is stated in figure
legends.

Mouse embryos of both sexes were chosen randomly for neuronal cell cultures. For all other experiments randomization did not apply.

No blinding was applied since data collection and analysis were not strongly dependent on subjective interpretation of the data. The findings
are supported by quantitative measurements and statistical analysis when relevant.

anti-phospho-Tau AT8 (MN1020, Thermo Fisher Scientific), anti-CHMP2A (10477-1-AP, Proteintech), anti-Galectin 8 (ab109519,
Abcam), anti-MAP2 (NB300-213, Novus Biologicals), Tau/Repeat Domain antibody (2B11, TECAN), mouse monoclonal Clu-! antibody
(sc-5289, Santa Cruz Biotechnology), anti-Tau-1 antibody (nclone PC1C6, MAB3420, MERCK), Tau monoclonal antibody (TAU-5,
MA5-12808, Thermo Fisher Scientific), recombinant anti-Clusterin antibody (EPR2911, ab92548, abcam) and anti-alpha-Synuclein
antibody (LB509, ab27766, abcam). Anti-Mouse IgG HRP (A4416, Merk), anti-rabbit IgG (whole molecule)–peroxidase antibody
produced in goat (A9169, MERCK) Goat-anti Rabbit IgG Alexa Fluor 405 (A-31556, Thermo Fisher Scientific), F(ab')2-Goat anti-Mouse
IgG Alexa Fluor 633 (A-21053, Thermo Fisher Scientific), Alexa Fluor 647 AffiniPure Donkey Anti-Chicken IgY (IgG) (H+L)(703-605-155,
Jackson Immunoresearch).

Most antibodies are validated by commercial suppliers:
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Eukaryotic cell lines
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Commonly misidentified lines
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Animals and other organisms
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Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.
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Plots

Confirm that:
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The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Immunoblotting:

- Anti-phospho-Tau AT8 (MN1020, Thermo Fisher Scientific): This Antibody was verified by Cell treatment to ensure that the antibody
binds to the antigen stated. Referenced in 191 publications.

- Tau/Repeat Domain antibody (2B11, TECAN). This antibody was validated in-house by immunoblotting by comparing the Tau/
Repeat Domain antibody signal with the GFP antibody signal (11814460001, Sigma) of HEK293T cell lysate from cells overexpressing
TauRD-YFP and purified TauRD-YFP.

- Mouse monoclonal Clu-! antibody (sc-5289, Santa Cruz Biotechnology): Knockdown validation. Referenced in 38 articles.

- Anti-Tau-1 antibody (nclone PC1C6, MAB3420, MERCK): Specificity described in Szendrei GI et al, J Neurosci Res 1993 and Billingsley
ML, Kincaid RL Biochem J 1997. Referenced in 94 publications.

- Tau monoclonal antibody (TAU-5, MA5-12808, Thermo Fisher Scientific): Referenced in 70 publications.

- Recombinant anti-Clusterin antibody (EPR2911, ab92548, abcam): Knockout validated. Referenced in 4 publications.

- Anti-alpha-Synuclein antibody (LB509, ab27766, abcam): Abpromise guarantee. Referenced in 51 publications.

Immunofluorescence:

- Anti-phospho-Tau AT8 (MN1020, Thermo Fisher Scientific): This Antibody was verified by Cell treatment to ensure that the antibody
binds to the antigen stated. Referenced in 28 publications.

- Anti-CHMP2A (10477-1-AP, Proteintech): Knockdown/Knockout validated. Referenced in 12 publications.

- Anti-Galectin 8 (ab109519, Abcam): Abpromise guarantee. Referenced in 7 publications.

- Anti-MAP2 (NB300-213, Novus Biologicals): Knockdown validated. Referenced in 27 publications.

SH-SY5Y cells were a gift from Konstanze Winklhofer and Joerg Tazelt (10.1038/emboj.2011.86) and originally purchased
from DSMZ (ACC 209).

HEK293T were purchased from ATCC.

No further authentication was performed.

No contamination was found by light microscopy (DAPI staining).

None.

Primary cortical neurons were prepared from E15.5 CD-1 wild type mouse embryos of both sexes (breeding line MpiCrlIcr:CD-1).

Mice were housed in a specific pathogen free facility at 22 ± 1,5 °C, 55 ± 5% humidity, 14-hour light / 10-hour dark cycle.

No wild animals were used in the study.

No field collected samples were used in the study.

All experiments involving mice were performed in accordance with the relevant guidelines and regulations of the Government of
Upper Bavaria (Germany).

Creation of stable cell lines expressing the corresponding !-Syn and Tau constructs fused to fluorescence proteins: SH-SY5Y
and HEK293T cells were transfected using Lipofectamine (Thermo Fisher). Cells were cultured in in Dulbecco’s modified
Eagle’s medium (DMEM, Biochrom) supplemented with 10 % fetal bovine serum (FBS, GIBCO), 2 mM L-glutamine (GIBCO)
and 1,000 µg/ml geneticin for selection. Polyclonal and monoclonal cell lines were generated by fluorescence-activated cell
sorting. Upon selection, cells were cultured in medium supplemented with 200 µg/ml geneticin (Thermo Fisher) and
penicillin/streptomycin (Thermo Fisher).




