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Additional file 7: Figure S7. Detection of phospho-Rab8a in pathogenic LRRK2-expressing cells as well as in cells co-transfected with wildtype LRRK2 and wildtype Rab8a, but not phospho-deficient Rab8a. a Cells were transfected with constructs as indicated, and cellular lysates subjected to Western blotting with an anti-phospho-Rab8a antibody. Anti-GFP and anti-flag antibodies were used to measure total LRRK2 and Rab8a levels. b Example of HEK293T cells co-transfected with GFP-tagged wildtype LRRK2 and either mRFP-Rab8a or mRFP-Rab8a-T72A as indicated, and stained with pericentrin antibody and TOPRO. Scale bar, 5 m. c Quantification of the split centrosome phenotype in HEK293T cells co-expressing wildtype or pathogenic mutant LRRK2 and wildtype or phospho-deficient Rab8a mutant as indicated. Bars represent mean ± s.e.m. (n=3 independent experiments); *** p < 0.005; * p < 0.05. d Quantification of the split centrosome phenotype in non-transfected HEK293T cells (ctrl), or in cells co-expressing wildtype or pathogenic mutant LRRK2 along with Rab8a, in either the presence or absence of 500 nM GSK2578215A for 1h as indicated. Bars represent mean ± s.e.m. (n=3 independent experiments); *** p < 0.005.
image1.tiff
a ctrl wt R1441C Y1699C G2019S K1906M

- 4+ - 4+ - 4+ - + - + - + (GSK2578215A G2019S-
wt  G2019S K1906M
250 kDa - L e - S e s L a0t GFP (LRRK2) — E—
-+ - + - + (GSK2578215A
250 kDo N S G g— == anti-GFP (LRRK2)
50 KDa - — e s o — s o o e n 2-tUDUNIN g it
50 kDa— W SN SN S S s anti-tubulin
25 kDa—| __ - - = anti-phospho-Rab8a 25 kDa— s — anti-phospho-Rab8a
25 kDa’ ‘ - - w anti-flag (Rab8a)
25kDa - — — — anti-flag (Rab8a) 50 kDA w— — o — e ANtI-tubulin

— e w—a we w anti-tubulin

50KDa_ " - — —— —

b

pericentrin TOPRO

wt+Rab8a

-~
-

wt+Rab8a-T72A

(¢}

80 =

80+
60+ 60
40+ 40+

split centrosomes (% total)

-
! -
split centrosomes (% total)

TP F ,<\°’Y S F LS5
Q& K& P o O oF &
L o X o RN N )
& IS, S F S F

N & S & S
ESC R o Lo 2
RN RS

& 8




