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Abl activation increases p-Tau levels.
Western blot analysis showing ApR42 effects in
AbIPP/tTA mice on A) mouse p-Tau (ATS,
Tau396 and AT180) relative to actin and B)
AB42 expression with and without Parkin
expression in AbIPP/tTA mice on p-Tau. C)
densitometry in total brain lysates from
AbIPP/tTA mice expressing lentiviral AB42
[ Ser 396 with and without ParkintDox. D) Western blot

300 3 AT8 analysis showing human Tau effects in
*- AT180 AbIPP/tTA mice on p-Tau (AT8, Tau396 and

AT180) relative to actin and E) Tau expression
200 with and without Parkin expression. F)
densitometry in total brain lysates from

AbIPP/tTA mice expressing lentiviral Tau with

and without ParkintDox. Mean+SEM, ANOVA

with Neumann Keuls multiple comparison.

N=4, asterisks are statistically significant

compare to same treatment *Dox or as

G.L.OO:Q\)DO";,L,,OOI&,‘OO‘:,&S)O:Q‘,‘00* indicated on graph. * is p<0.05, ** P<0.01.
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Suppl Fig. 2 Lonskaya et. al

Abl activation worsens p-Tau
accumulation. Lentiviral Tau
increased (64%,

"% N=4, P<0.05) AT180 levels in
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| AbIPP/tTA hippocampus with —

Dox (B) compared to LacZ (A);
co-expression
reduced (50%) p-Tau (C)
compared to Tau alone, but
remained significantly higher
(29%) than LacZ-Dox. Tau

*| increased (71%, N=4, P<0.05)
| AT180

levels in the
hippocampus with +Dox (E)
compared to LacZ+Dox (D)
and  Parkin  co-expression
reduced (80%) p-Tau (C)
compared to Tau alone and
back to LacZ-Dox. No
significant difference in p-Tau
was observed between LacZ —

| Dox (A) and LacZ+Dox (D).

Similar changes were observed

2 in the cortex where p-Tau was

increased (140%, N=4, P<0.01)
with —Dox when Tau was
expressed (H) compared to
LacZ (G) and Parkin reduced p-
Tau (I) compared to Tau alone

(68%, P<0.05), but p-Tau
remained higher than LacZ
(81%, P<0.01). p-Tau was

slightly increased in the cortex
in LacZ-Dox (G) compared to
LacZ+Dox (J) and Tau
expression increased p-Tau (K,
67%, N=4, P<0.01) compared
to LacZ+Dox and Parkin

reduced p-Tau (L, 55%,
P<0.05), which  remained
higher that LacZ control.

Staining with the human HT7
antibody show no expression in
LacZ (M&N), but Tau
increased with —Dox (N, 40%,
P<0.05) and +Dox (Q, 43%,
P<0.05, N=4). Parkin does not
affect Tau with —Dox (O) but
drastically reduces it with +Dox
(R, 51%, P<0.05).
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Abl activation reduces Parkin ubiquitination and solubility. Soluble endogenous Parkin level was
decreased in —Dox alone (3A&C) relative to actin or V5 levels. Insoluble Parkin was significantly higher
relative to soluble Parkin in -Dox (B&C) compared to +Dox relative to actin. Parkin was co-expressed with
Tau (D&E), and insoluble Parkin was also increased (E &C) relative to soluble Parkin in —Dox. Parkin was
immunoprecipitated (F&G) and probed with anti-ubiquitin antibodies, which showed decreased levels of
ubiquitinated protein smears (F&G) when Abl was activated (-Dox) compared to +Dox without Tau
expression in the presence or absence of Parkin over-expression. Total anti-tyrosine antibodies did not
show any difference in Parkin phosphorylation at tyrosine tDox (F&G). Bars are meanSzEM and * indicates
significantly different, p<0.05. N=4.
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Suppl Fig. 4- Parkin expression increases cell survival. No differences in Cupric silver staining were observed in
LacZ-Dox (Fig. 7A, J, G & P, N=4) compared to +Dox (Fig. 7D&M), indicating that Abl activation alone does not
cause cell death. No differences were also observed in AB42-Dox (Fig. 7B&G) compared to +Dox (Fig. 7TE&G, N=4,
P<0.05), but Parkin+Ap42 reduced cell death —Dox (Fig. 6C &G, N=4) and +Dox (Fig. 6F &G) compared to AB42
alone. Silver staining was higher when in Tau-Dox (Fig. 7K&O, p<0.05) compared to +Dox (Fig. 7N&P, N=4) and
Parkin+Tau drastically reduced cell death with —Dox (Fig. 7L&P) and +Dox (Fig, 70&P) compared to Tau alone.
Caspase-3 activity increased with AB42 (Fig. 70, N=4, P<0.05) and Tau (Fig. 7P, N=4, P<0.05 —Dox compared to
+Dox and LacZ. Parkin+AB42-Dox reduced caspase-3 activity (Fig. 70, P<0.05) or Tau (Fig. 7P, P<0.05). N=4,
asterisks are statistically significant compare to same treatment +Dox or as indicated on graph. * is p<0.05.




