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REST upregulates gremlin to modulate diffuse intrinsic pontine
glioma vasculature

SUPPLEMENTARY MATERIALS
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Supplementary Figure 1: REST promotes tumor growth in vivo. (A) Gross imaging was done to demonstrate a measurable
difference in tumor burden in the forebrain area of mice injected with ffluc-tagged SU-DIPG-IV cells expressing control shRNA (upper
panel) compared to animals implanted with isogenic cells expressing with RESTshRNA (lower panel). (B) Lower magnification (4X)
images of H&E and Ki67 stained brain sections of mice injected with SU-DIPG-IV cells expressing control shRNA or REST-shRNA. Scale
bars, 200um (related to Figure 2).
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Supplementary Figure 2: REST expression promotes an increase in blood vessels in DIPG tumors. (A) Low magnification
(4X) images oflHCs for CD31 and VEGFR2 in tumor bearing mice brains injected with SU-DIPG-IV cells expressing control shRNA or
REST-shRNA. Scale bars, 200um (related to Figure 3). (B) MTT assays were performed to evaluate growth of HUVEC when cultivated for
16 h with conditioned medium from DIPG cells transduced with either control shRNA or REST-specific shRNA.

www.impactjournals.com/oncotarget 1 Oncotarget



«w
o
I
>
[

S 30- ns S ns
2 1 w301 1
7] 2 ns
o g 259 I s
g 204 % 20- [ |
) L °
& 104 & 104
< ° I °® °
n ° W 54 (]
o
g of e G o & T
s N N Y N
& 0«0 & q;\\% \\0& .\0\\ &
> > > \& N &
s & @
~ > L Q >N L
N
VEGF-B
25_ ns
= 159 ns .5 ns
.% 1 @ 204 ™
o L [ I s
2104 9. 2 15+
S X [ 1
X
) o
4 o
o s -... S 10
- o
° [ w
3, el I R
2 N
> 5 5l—y r x r :
9 Q> N A N
'y & & &S &S
N \ 2 & &
2 2 RSN \ \a
\;0&‘ o‘& o o\q \0 &
S 0{2 Q \Qo
C )
. 15m ns
g 10 ns -5 — 1 -
] 7] 1
e 7] ns
g 8 £ I | ns
g ¢ g 10 | |
3 6 o D)
o o
c ° s [
B T 5
Q [ XJ LI)
w 2 eelee w
[G) ol® o So-6
w oole® W i ¥ aTEE _ga- &3
c T - T T T
. & N\ D N )
@& & & N & &
O < > & 8 N &
2 & & O o &
B &
S & M
D SU-DIPG
el "
i **  [Jveerc| IV
oo
i .
- .
e 77 [Jveer<c| VI
.
e _—
e *® [Juecrc Xl

Supplementary Figure 3: VEGF profiles in DIPG. (A-C) Gene expression datasets deposited in GEO were retrieved and analyzed
for VEGF-A, VEGF-B, VEGF-C mRNA expression using GEO2R. A comparison between normal brain samples (n=10) and DIPG
patient samples (n=35) were shown. Each dot corresponds to an individual patient. Bars represent mean with standard deviations. (D) A
commercially available human angiogenesis proteome profiler array kit was used to identify VEGF secreted by SU-DIPG cell lines -1V, -VI
and -XIII) and demonstrate absence of VEGF in the conditioned medium of the above cells. (related to Figure 4).
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