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Supplementary Figure S1: Over-expression of tagged TDP-43 and a-synuclein. A. Cells
were lysed in RIPA buffer with 4M Urea, subjected to SDS-PAGE, analyzed by western
blot and immuno-reacted with anti-TDP-43 (left panel; lanes were vertically juxtapose
from the same blot) or anti-a-synuclein antibody (right panel) and anti-B-actin antibody.
Level of over-expressed proteins was quantified and estimated to be ~3 fold higher
compared to endogenous protein level. Quantification was performed using ImageQuant™
TL. B. Cells were lysed in high salt RIPA buffer, pellets were collected and dissolved in
Laemmli sample buffer and subjected to SDS-PAGE and analyzed by western blot and
immuno-reacted with anti-TDP-43 (left panel) or anti-a-synuclein antibody (right panel)
and anti-B-actin antibody. We were able to detect high-molecular weight aggregates only
in the HA-tagged TDP-43 cells and not in the HA-tagged a-synuclein cells. C. Cells were
sonicated in detergent-free buffer, subjected to native PAGE and immuno-reacted with
anti-a-synuclein antibody. The smear in the lysates obtained from cells over-expressing
HA-tagged a-synuclein are indicative of a wide range of oligomeric species (see Materials
and Methods).




Max Pixel Cy5 (AU)

Similarity score

Supplementary Figure S2: IFC analysis of GFP-expressing 'recipient' cells co-cultured
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with ‘donor' cells expressing HA-tagged TDP-43. A-B. Bivariate analysis of GFP-
expressing 'recipient’ cells collected from (A) 'time point zero' and (B) three day co-culture.
HA™ gated cells are demarcated. C. Double positive (HA™) cells collected after three days
co-culture were further gated to exclude Cy5 staining outside cell boundaries using the
Internalization score and the Similarity score between the GFP and Cy5 channels (see
Materials and Methods). The gated cells represent a high Internalization score within the
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GFP-expressing cells .D. Images representing true and false 'double positive' cells.
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Supplementary Figure S3: IFC analysis of naive 'recipient’ cells co-cultured with GFP-
expressing 'donor’ cells. A. Bivariate analysis of naive 'recipient’ cells collected from ‘time
point zero'. GFP* gated cells are demarcated. B. Positive (GFP*) cells collected were further
gated to exclude GFP signal residing outside cell boundaries using the Internalization score
and the Max contour position score (see Materials and Methods). The gated cells represent
a high Internalization score within the naive cell population. C. Images representing
‘Internalized’ and 'Non-internalized' GFP transfer to naive cells.
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Supplementary Figure S4: Scheme of the studied proteins (a-synuclein and TDP-43)
stained with ThS (A.) and OC antibody (B.). ThS and OC antibody stain recombinant
fibrils-488 (see arrows) however they do not stain or co-localize with the HA-tagged
proteins. DAPI (blue), Fibrils-488 (Green), ThS/OC (red) and anti-HA-antibody
(turquoise). Scale bar: 20 pm.



