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Supplementary Figure 1 (related to Fig. 1). A neuron-based model for the
screening of agents preventing vincristine neurotoxicity. (A) Left panels —
whole-well images of live GFP* ES-MNs at DIV1, 3 and 5 obtained with
Trophos (insets show enlarged images of neurons). Right panels — whole well
images processed with MetaMorph for measurements of cellular quantity and
neurite length in pseudo colors. Scale bar 200uM and 20uM in the insets (B
and C) Kinetics of ES-MNs survival and neurite growth during 9 days in vitro.
Data are presented as Mean + SEM, n=4; One-way ANOVA, repeated
measurements. *p<0.0029 in (B); *p<0.001 in (C).



r* D
N

2 1204
< s 120 —— Cell Number
~— 1004 .
- —— Neurite Length
- © 804 .
g (@) 100
= 604 P~
g 2 o]
< O 404 (2]
= = S 80+
3 T 20 a
o £ T o) =
o o4 1 3467 % 60
i Time (Days) i
& =
[} - @)
= 6\0 = 40 =
=z <~ 800 1
= o
o b o
= > 600 o~
[ 8 20+
(=]
400
% L
g q>" 200 () p——— T T T T
= 0.01 0.1 1 10
DT:J ° Vincristine (nM)
Time (Days)
X 120 NS = Cell Number
5 o1 1209 -=- Neurite Length
; © 80
] o - I 3 I 3
5; 9 60 100Brerer===——F—" g e S K 3
e 3 o 40 o)
© £ =20 2]
£ o = 804
o o o~
; soum) &oum o 13 67 8 9/
- e == Time (Days) (0]
b . o 601
T E\iaoo- * Ja:)
2 - 2 a0d
—
o .§ %600— o
s a) R
I o 400 20-
@
()
= > 200
=
o 04
O o 0.01 0.1 1 10
o 13|56 78

Time (Days) Vincristine (nM)

Supplementary Figure 2 (related to Fig. 2) Cell-based assays for hits
validation in primary motor and sensory neurons. A) Top panels —images of
live GFP+ pMNs at DIV1 and DIV2 obtained with InCell Analyzer in 384-well
plates (insets show enlarged images of pMNs). Bottom panels —images
processed with MetaMorph for measurements of cellular quantity and neurite
length in pseudo colors. Scale bar, 50um and 30um in insets. (B and C)
Kinetics of pMNs survival and neurite growth during 7 days in vitro. Red boxes
indicate the selected timepoint for starting VCR treatment. Data are presented
as Mean + SEM, n=3; One-way ANOVA, repeated measurements. *p<0.05 in
(B); *p<0.001 in (C). (D) Dose-dependent effect of VCR on pMNs neurite length
(red curve) and cell number (black curve). VCR doses are expressed in log
scale. Data are presented as Mean + SEM of 3 independent experiments. (E)
Top panels — whole well images of alive td-Tomato+ DRG neurons at DIV1 and
DIV5 obtained with InCell Analyzer in 384-well plates (insets show enlarged
images of DRG neurons). Bottom panels — whole well images processed with
MetaMorph for measurements of cellular quantity and neurite length in pseudo
colors. Scale bar, 100pm and 60um in insets. (F and G) Kinetics of DRG
neurons survival and neurite growth during 8 days in vitro. Red boxes indicate
the selected timepoint for starting VCR treatment. Data are presented as Mean
+ SEM, n=3; One-way ANOVA, repeated measurements. *p<0.0001 in (F);
*p<0.0001 in (G). (H) Dose-dependent effect of VCR on DRG neurons neurite
length (red curve) and cell number (black curve). VCR doses are expressed in
log scale. Data are presented as Mean + SEM of 3 independent experiments.
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Supplementary Figure 3 (related to Fig. 4): Chronic vincristine and
molsidomine treatments are well tolerated. (A) Body weight gain during the
course of the treatment with vincristine (VCR and molsidomine (MOL). Note
that no a significant decrease was found in the body weight of VCR-treated and
VCR+MOL 20 mg - treated groups compared to the CTRL from the first
injection through the end of the experimental period. Data are presented as
mean = SEM (n=12/group). (B) Effect of MOL treatment on VCR-induced
thermal sensitivity. Noxious thermal stimulus (plantar analgesiometer test)
doesn’t show any significant changes after VCR administration and after MOL
treatment. Data are presented as mean + SEM (n=12).



