[bookmark: OLE_LINK3][bookmark: OLE_LINK4]
[image: ]
[bookmark: OLE_LINK154]Figure S1. Location and standardized of SN position from mouse brain (a) Sketch picture showing the position of the immunostaining pictures obtained from brain. (b) TH positive immunostaining proved the SN position.
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Figure S2. Levels of inflammatory factors in α-synuclein and ADM3100 treated primary microglia
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[bookmark: OLE_LINK1][bookmark: OLE_LINK2]Figure S3. Expression of CXCR4 in BV-2 cells. (a) Western bolt showed no difference for different times of the expression of CXCR4 in controlled untreated BV-2 cells. (b) Quantitative fluorescence intensity of CXCR4 from various microscopy fields.

[image: ] Figure S4. Verification of TLR4/IκB-α/NF-κB signaling in primary microglia. (a) The phosphorylation of IκB-α was detected by western blot after 24 h of incubation with α-synuclein with or without TAK242. (b) The levels of NF-κB p65 complex in the nucleus (NF-κB p65 N) and cytoplasm (NF-κB p65 C) were detected by western blot after 24 h of stimulation with α-synuclein with or without TAK242. Actin served as the control for NF-κB p65 C, while histone 3 served as the control for NF-κB p65 N. (c) ELISA showed the CXCL12 levels in supernatants collected after 12, 24, 36 and 48 h of stimulation with α-synuclein with or without inhibitors.
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Figure S5. Control condition of the inhibitors in BV-2 cells. (a)(b) Western bolt showed no difference of p-IKB and NF-KB p65 expression when TAK242 alone was added. (c) ELISA showed that CXCL12 expression was inhibited by C29, TAK242 or PDTC.
[bookmark: _GoBack][image: ]Figure S6. Verification of FAK/Src/Rac-1 signaling induced by CXCL12 in primary microglia. (a) The expression levels of GTP-Rac1 and total Rac1 were detected by western blotting after 24 h of stimulation by CXCL12 with or without AMD3100. (b) Western blot showed the expression levels of phospho-FAK (pY397), FAK, phospho-Src (pY416) and Src after stimulation with CXCL12. (c) Migration of primary microglia towards CXCL12 with or without inhibitors was measured by the Transwell assay. (d) Expression of GTP-Rac1 and total Rac1 were detected by western blotting after 24 h of stimulation by CXCL12 with or without PP2 or PF573228. Data were shown as the mean ± SEM from three independent experiments. ****p < 0.0001. ***p < 0.001. **p < 0.01. *p < 0.05. BSA served as a control.[image: ] 
Figure S7. Verification of FAK/Src/Rac-1 signaling induced by α-synuclein in primary microglia. (a)(b) Western blot analysis was used to assess the expression of phospho-FAK (pY397), FAK, phospho-Src (pY416), Src, GTP-Rac1 and total Rac1 after stimulation (α-synuclein with or without AMD3100 and NSC23766).
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Figure S8. Verification of FAK/Src/Rac-1 signaling induced by α-synuclein in RAW 264.7 cells. (a)(b) Western blot analysis was used to assess the expression of phospho-FAK (pY397), FAK, phospho-Src (pY416), Src, GTP-Rac1 and total Rac1 after stimulation (α-synuclein with or without AMD3100 and NSC23766).
image4.tif
a-syn

a. b. NC  a-syn ,1ak24
2
asyn NF-KB PE5C W o
NC  asyn ,1ak242
PAKBu e e —— GAPDH s eeme SIS
IKBa W — — NF-KB PE5N s S o

HiStone 3 e S —

2.5+
w
% o8 . N P . . =3 a-syn
g |_"_| o 2.04 |_“_| . a-syn+TAK242
5 ¥
D o6 5 .
s 51
5 04 3
% K] 1.0
202 £ 05
= Rl
= 5
- @
2 00 z
& S 9 B — p —
& I\v@ NF-B PGSCIGAPDH NF-KB P65NIHistone 3
&
2
¢
C.
£ 709 . T . NG
60
0 . = q-syn
50-
—— a-syn+C29
407 = qsyn+TAK242
30 —— a-syn+PDTC
20
510
[T
E 0 T T T 1
12 24 48

Time (hours)




image5.tif
b. NC TAK1 NC2 TAK2
NC TAK242 NF-kB p65 N ———
e -
PIKB O e — Histone o — e
Nekepssc D B B B

IKB O e e i
GAPDH e
c
& 0.20 H 03 ns Fos
g s £ £ L
5 0.15: 5 T 8
< ' 02 g 02
< s H
5 010 z i
H o1 S 0
o 0.05: g g
H b H
- Q o
g ¥ 00 ¥ o
& 0.00 T AR L blank TAK242 L 00 blank TAK242
C. z
E 225+
£ 200 —— blank
4754 — C29
150 — TAK242
125 -+ PDTC
1004 3
75+
50+
3 25
t 0- T T T T
48

24 36
Time (hours)




image6.tif
a. b.

o

CXCL12+
Control CXCL12 AMD3100

GTP-Raci s s s

tRact W S —

S 15

: t

L 1.0

05
0.0
GRS
& o N
* & O
o
N
oV
&

_ 4 d.
°
o
$%3
BE
3
29
E 2
hs =)
o= - N
281 - -
E
3
z

Relative level of p-FAK/FAK

o

o

o

o

o

p-FAK(pY397) +  #*% wws
FAK e L )

p-src (PY416) e s gmp =

SRC W™

tubulin A

9 25
@ - .
= e i
8 S 20
@
6 ‘;1.5
4 210
K
°
2 2 05
=
o & 0.0
> o & RN
< O N S LAy
& 4N 'y & .:» P
o Nl & (SN
.‘S}’ _‘.ov & &L &S
>
o
« »
N O
& &

CXCL12  CXCL12
Control CXCL12 +pp2  +PF573228

GTP-Rac! W SN S— —

TRACT  ——————




image7.tiff
p-src (pY416) - e e

SRC — — e —

PFAK(PY397) s mi won

FAK o s s -

caroH (D

a-syn - + + +

AMD3100 - - + -

NSC 23766 - - - +
GTP-Rac1

o e— —

t-Ract . S . .

a-syn - + + +
AMD3100 - - + -
NSC 23766 - - - +

Relative level of p-SRC/SRC

w»

°

e
w»

4
o

. o

Relative level of GTP-Rac1/Rac1

Relative level of p-FAK/FAK
& 5 P

Il
°

1.5
2y
1.0

0.5

0.0




image8.tif
P-STC (pY416) Wi s

a.

11
|

)

VAV Jo 19N

anpele:

& 0.00

2 2 © % 9 9
2¥S/0¥S-d Jo ard] anyEIeY

SRC

p-FAK(pY397)

—— — —

FAK

GAPDH

a-syn
AMD3100

NSC 23766

LOBY/LOBY-dLD JO 33| aAnR|3Y

©

L —

GTP-Rac1

t-Rac1

a-syn

AMD3100

NSC 23766




image1.tif




image2.tiff
IL-1b

TNFa

19A97 YNYW 9-71

19A97] YNYW PINL




image3.tiff
a Oh  12h 24h  48h b.
L o
. Control <
QCtin - — — 5
X
(8]
k]
Untreated 2 0.06:
7]
0.8+ ns s
£ 004
8
i £ 0.02
3 3
2 4
§ 0.4+ §
[5) a-syn [ Control a-syn
X
© 0.2
0.0-

Oh 12h 24h 48h




