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A. Immunoblots of NSC34 cells. EA induced TDP-43
C-terminal phosphorylations at S403/404 and
S409/410 in dose-dependent manners. These
phosphorylations were prevented by 2mM NAC. B.
Quantification of ROS using CM-H2DCFDA
oxidative assay. ROS productions were increased by
EA induction and suppressed by 2mM NAC.
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A. Sequential extraction analysis using Tris (TS), Triton
X100 (TX), Sarkosyl (Sar), and SDS buffers. TDP-43 in
TS and TX fractions was decreased by 70uM EA in
time-dependent manners, but that in Sar and SDS
fractions was increased by the treatment. These
phenomena were prevented by 2mM NAC.
Phosphorylated TDP-43 (S409/410) was increased in Sar
and SDS fractions in time-dependent manners. B.
Densitometric quantitations of TDP-43 C-terminal
fragment (CTF). In the long exposure of immunoblot
with anti-TDP-43 antibody (405-414) (TDP-43 C)
showed that CTF of TDP-43 were increased in Sar
fraction from 1h, and in SDS fraction at 5h after the EA
induction.
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A. Immunocytochemistry of NSC34 cells. Cells were
stained with TDP-43 antibody (green), phospho-specific
TDP-43 (pTDP-43) antibody (S409/410) (red) and DAPI
(blue). EA treatment (70uM, 5h) induced translocation of
TDP-43 from the nucleus to the cytoplasm in NSC34
cells. Cytoplasmic TDP-43 was immunopositive for
pTDP-43 antibody. In the control cells, TDP-43 was
localized in the nucleus without phosphorylation. Scale
bars indicate 10pum. B. The time laps analysis of NSC43
cells expressing GFP-WT-TDP-43. Images of GFP and
TDP-43 was distributed to the
cytoplasmof by 70pM EA.induction.
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A. Structures of WT- and SA-TDP-43 vectors.
SA-TDP-43 is contained serine to alanine substitutions at
403/404 and 409/410. B. Immunoblots of NSC34 cells
expressing GFP-WT- or GFP-SA-TDP-43. Endogenous
and GFP-WT-TDP-43 were phosphorylated at both
403/404 and 409/410 by 70uM EA, but



GFP-SA-TDP-43 was not phosphorylated by the
treatment. C. The time laps analysis of NSC34 cells
expressing GFP-SA-TDP-43. GFP-SA-TDP-43 was
distributed to the cytoplasm by 70uM EA as
GFP-WT-TDP-43. D. Sequential extraction of NSC34
cells expressing V5-WT- or SA-TDP-43. Sar-insoluble
fraction of SA-TDP-43 was not different from that of
WT-TDP-43 in the SA-insoluble fraction of the
EA-treated cells.
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