International Journal of m\D\Py

Molecular Sciences

Supplemental Materials

(a)| Foxo1

55

70

100

130 5

GAPDH

12 3456789101112

GPR17

GAPDH

12345678911

GPR17 : GAPDH

123456 7 8
5

—eo— FoxO1

1234567 8910

o
o

°
3 —=— GPRI17

I
g3 04
Sa
53
2g02
g2
(o)
o

0+
0 6 12 18 24
Time (h)
0.6

5 mFoxO1 WGPRI7
T
g-o
£z
[}
o

0 25 50 100 200
IGF-1 Concentration (ng/mL)

(e)

Figure S1. Whole Western blotting results in Figure 1. Each result in Figure 1 was collected from
three separate experiments. Western blotting analyses of FoxO1 and GPR17 expression induced by
100 ng/mL IGF-1 within 24 h were presented from channels 1-12 in (a) and channels 6-11 in (b).
Western blotting analyses of FoxO1 and GPR17 protein expression by different IGF-1 concentrations
(0, 25, 50, 100, and 200 ng/mL) at 24 h were presented from channels 1-5 in (b) and channels 1-10 in
(c). WB results in Figure 1b were selected from (a). The FoxOl1 results in Figure 1b were selected
from channels 7-12 of (a) FoxO1; the GAPHD results in Figure 1b were selected from channels 7-12
of (a) GAPHD. WB results in Figure 1e were selected from (b). The FoxO1 results in Figure 1le were
selected from channels 1-5 of (b) FoxO1; the GAPHD results in Figure 1le were selected from chan-
nels 1-5 of (b) GAPHD. (d) Quantification of FoxO1 and GPR17 protein levels induced by 100 ng/mL
of IGF-1 within 24 h; (e) quantification of FoxO1 and GPR17 protein expression induced by different
concentrations of IGF-1 (0, 25, 50, 100, and 200 ng/mL) at 24 h. * p < 0.05 vs. 0 h or 0 ng/mL in the
IGF-1 group; ** p <0.01 vs. 0 h or 0 ng/mL in the IGF-1 group.
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Figure S2. Whole Western blotting results in Figure 3. Each result in Figure 3 was collected from
three separate experiments. Western blotting analyses of FoxO1 and GPR17 expression after FoxO1
silencing were presented from channels 1-6 in (a) and channels 1-6 in (b). Western blotting analyses
of FoxO1 and GPR17 protein expression after FoxO1 overexpression were presented from channels
1-12 in (c¢) and channels 1-12 in (d). WB results in Figure 3b were selected from (a) and (b). The
FoxO1 results in Figure 3b were selected from channels 1 and 2 of (a) FoxO1; the GAPHD results in
Figure 3b associated with FoxO1 were selected from channels 1 and 2 of (a) GAPHD; WB results in
Figure 3e were selected from (c) and (d). The FoxO1 results in Figure 3e were selected from channels
9-12 of (c) FoxO1; the GAPHD results associated with FoxO1 in Figure 3e were selected from chan-
nels 9-12 of (¢) GAPHD. (e) Quantification of FoxO1 and GPR17 protein levels after FoxO1 silencing;
(f) quantification of FoxO1 and GPR17 protein levels after FoxO1 overexpression. * p < 0.05 vs. con-
trol; ** p < 0.01 vs. control.
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Figure S3. Whole Western blotting results in Figure 4a. Each result in Figure 4a was collected from
three separate experiments. Western blotting analyses of P-Akt, Akt, pFoxO1, and FoxO1 protein
expression with 100 ng/mL IGF-1 within 60 min were presented from channels 1-12 of the left panel
and from channels 1-6 of the right panel. The P-Akt results in Figure 4a were selected from channels
1-6 in the left panel of (a) P-Akt; the Akt results in Figure 4a were selected from channels 1-6 in the
left panel of (b) Akt; the pFoxO1 results in Figure 4a were selected from channels 1-6 in the left
panel of (c) pFoxO1; the FoxO1 results in Figure 4a were selected from channels 1-6 in the left panel
of (d) FoxO1; the GAPDH results in Figure 4a were selected from channels 1-6 in the left panel of
(e) GAPDH.
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Figure S4. Whole Western blotting results in Figure 4e. Western blotting analyses of P-Akt, Akt,
pFoxO1, and FoxO1 expression with or without IGF-1 and/or PI3K inhibitor LY294002 were presented
in Figure 4e. The P-Akt results in Figure 4e were selected from channels 5—8 of (a); the Akt results in Figure
4e were selected from channels 5-8 of (b); the pFoxO1 results in Figure 4e were selected from channels 5—8
of (¢); the FoxOl1 results in Figure 4e were selected from channels 5-8 of (d); the GAPDH results in Figure
4e were selected from channels 5-8 of (e).
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Figure S5. Whole Western blotting results in Figure 4h. Western blotting analyses of GPR17 expression
with or without IGF-1 and/or PI3K inhibitor LY294002 were presented. The GPR17 results in Figure 4h
were selected from channels 14 of (a); the GAPDH results in Figure 4h were selected from channels
1-4 of (b). (c) Western blot analysis of GPR17 expression in cells with or without IGF-1 and/or PI3K
inhibitor (LY294002) treatment; (d) quantification of GPR17 levels in cells with or without IGF-1 and
PI3K inhibitor (LY294002) treatment.



