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Supplementary Fig. 1. EAFE optic neuritis time course and therapeutic study design. Diagram
shows the known time course of pathologic changes during optic neuritis in MOG-induced EAE
in C57BL/6J mice [28,29]. To study potential therapeutic effects of ST266, EAE was induced on
day O (a), and intranasal ST266 treatment was initiated at the peak of optic nerve inflammation
(b), midpoint of axon injury and demyelination (c), or onset of RGC loss (d). All mice were

sacrificed after RGC loss is essentially complete (e).
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Supplementary Fig. 2. Intranasal ST266 does not alter EAE spinal cord disease. A-D. EAE mice
were treated with one drop (6 ul) of PBS or ST266 in the nose daily beginning on the day of
immunization through the day of sacrifice 6 weeks later. Control (non-EAE) mice received daily
intranasal PBS. Clinical EAE scores, a measure of ascending spinal cord paralysis, were recorded
daily. A. A slight trend toward decreased EAE scores in ST266-treated EAE mice (N=6) vs. PBS-
treated EAE mice (N=5) was not significant. B. Mice were euthanized on day 42 post-
immunization. Representative sections stained by H&E and LFB show normal histology and
myelination in adjacent sections of one control mouse spinal cord. Examples of spinal cords from
two PBS-treated and two ST266-treated EAE mice show areas of cellular infiltration and
corresponding demyelinating plaques (delineated regions within dotted lines) occur in white matter
in EAE mice and are not prevented by ST266 treatment. C. Relative inflammation levels in spinal
cords of PBS-treated EAE mice are not significantly different from ST266-treated EAE mice. D.
Relative demyelination levels in spinal cords of PBS-treated EAE mice are not significantly
different from ST266-treated EAE mice. E-G. EAE mice (N=6/treatment group) were treated with
one intranasal drop of PBS or ST266 daily beginning 15 days post-immunization. ST266 was
given on indicated days (15-42; 15-30; 22-42; or 30-42) for each treatment group, and PBS was
given on all other days until mice were euthanized on day 42. E. Relative inflammation levels in
spinal cords of PBS-treated EAE mice are not significantly different from ST266-treated EAE
mice. F. Relative demyelination levels in spinal cords of PBS-treated EAE mice are not
significantly different from ST266-treated EAE mice. G. Variations in EAE scores between the
four different ST266-treatment groups and the PBS-treated EAE mice were not statistically

significant.



3.0

25

Supplementary Figure 2

20

EAE Score
Z.'

0.5

EAE Score

- EAE
-m- EAE+ST266

I

B inflammation (H&E)

10 12 14 16 18 20 22 24 26 28 30 32 34 36 38 40
Days Post-Immunization

bl S
4 6 8

Demyelination (LFB)

“Control

Inflammation Score

o

C
28 Inflammation
20
15
.0
5
00

Control EAE EAE +5T266

Demyelination

g
e
@
% 10
8
"
£
S 05
£
@
Q
Control EAE  EAE+ST286
E . .
Inflammation

Inflammation Score

n

Demyelination

20
g
é 15
[
S
% 10
&5
©
£os
@
o
0.0
> & B S 9
RO L. T
c.°<‘ \% R ’5@ l;\‘;sP '9‘\0 ; ,‘_53"’
B @ @
o L 3
G PP L
x x x x
EAE Score F & &L
401 = EAE
15 -m- EAE + ST266 days 15 to 42
’ -+ EAE + ST266 days 22 to 42
30{ -+ EAE + ST266 days 30 to 42
-~ EAE + ST266 days 15 to.

EAE Score
N
<

2 4 6 8

10 12 14 16 18 20 22 24 26 28 30 32 34 36 38 40 42
Days Post-Immunization



