a
Immortalized human astrocytes Tumorspheres
IDH1 R132H P
5 TS603 (IDH1
K DOX inducible Constitutive R132H, 1p/19q)
= TS543, TS667
H3K4me3,
g e, H3K36me3,
o ’ H3K9me3, H3K4me3
= H3K9me3, H3K27me3
S H3K27me3 (I
H4K20me3
c
S
<5 . ) llumina 450K
% % (lllumina 450K) lllumina 450K (TS603)
£
c
.
c 0 RNA-seq, :
8 g Affymetrix Affymetrix RNA-seq
3
d f 5 3 oo o
$§¥055889
Passages following
Dox withdrawal at
Baseline baseline =
(P30) i -
¥ 1P 5P 10P 20P 40P ]
+ + 2 -
o +dox g - —>e & —
Tet-inducible @ off off e
IDH1 R132y e — = e
\ -dox ; ; —
-r® ——>® —

Gradual

Pers.

h i
10
O -
8 - é
74
G T T T T L L L

s Xb& o(\b"*:g o(\b":g (\bd*\éz 50*'[19‘2 (\m*‘bpq

o o o

IDH1 R132H ©Pb2+

IDH1 R132H CP24+

123
2
=
o
o]
3]
e
5]
s
9]
o
[S
3
z

Dox:

800 =y

600 =

400

200 =

Transient

Gradual

Pers.

EV

WT

MUT

-+ off

-+ off

-+ off

”, jIDH1 R132H

- ‘IDH'] R132H

T T AT

+dox 1P

x
9]
2

off dox 1P

+dox

o o
0
x x
o o
'_? ©

B
o o
~— 0

+dox 40P
+dox 10P

Log2(RPKM + 1)

+dox 20P

C o 4000 Flgure 1
IS
3000
&
¥y 2000
o
~~ 1000
o
I
N 0 T X T
Aef‘\o r{'ﬁq' (’g
& N
S X &
o o O o N o O N o
o — [SEETe) o o o o
N v x ¥ - & %
X o X (=} X X X x
o T o T o o o (=}
7% T % ST
= o
o o o
g
101
c
S5 - WNT6
83 - TMEM156
256+ - MTUS1
o T - \WNT2B
e --KRT15
° —-L1CAM
2 T T T T T T T
10+
.- - NKX2-1
hel
o3 s - MAF
83 -~ MEOX2
23 6-
u g
2=
o9 44
0T
2 T T T T T T
ﬁ>°+ xbo -\.\Q +éz '\QQ ’19Q \&Q
PG
o D O &
s GNAL NFE2L3
= SCN3A == NHBB
== CD24P4 L1CAM
LYN

DDDDDDDNDNDNDND
DODOD®N [ S S S G gy a4
B eeraseis

-
TANMYOCC T NN®OO T

Prenatal age

Postnatal age



a c Figure 2
IDH1 R132H IDH1 R132H
15 150000 B Passage 40 P2 P2 P10
5 [ Passage 10 ERN
9 2]
3 ¥ [Passage2 | o 2
2 @ 100000 e
<) D £ £
(&) b > ©
) ] X g
£ 5 2 : 2
S 2 T ;: T
g £ 50000
(D =]
e =z
= IDH1 R132H
3 > il ) Parental
/\Q@ +u<° 03{3& @9@
& & &
b d 100
Parental T
50000 Parental . =] non-coding
o [l Passage 40 o\\°’ ] intergenic
g " [l Passage 10 5 @ :
§ § [Passage 2 £% Il 3 UTR/TTS
] )
8 9__ E S50 I intron
P ] 2 g I exon
£ @ 53
5 'E w Il 5 UTR/ TSS
[ S %
0] z
B
P2 P10 P40 P2 P10 P40
Parental IDH1 R132H
e f
5 |P2
g P10
©
o P40 e,
200000 -dox
_|P2 . —
Z 5|p10 -~ @ i
8% § 150000+ Eoff dox 40P
P40 ., &
[ — pr— e
DANCR 2 1000004
£
= |P2
g ot et 2 50000
o (P10 el
& P40 .. ke 0
(P2 . ke & & & &
=% ,L\& & W& o
I &P10 4 e & e S &
T X P40 s e N
PDGFRA
g h
Mutant Passage 2 Mutant Passage 10 Mutant Passage 40 -dox +dox off dox 40P
i olololo o] o]o]o o] olo
2 0 0 0 1 0 0 0 0.8 0 0 0
3 0 0 69 | 3.1 0 0 0 0 0
4 0 8 43 4 0 0 0 35 0 0
H 0 0 4.2 4 5| 0.9 0 21 0
s ] 0 ||65105 | [s] 07 ] 0 0 1.8 0 0
0 [ 0 [26]22 [+ 090 06 0
] 0 581 15 | 5| 09 0 [28 [
=1 o0 y ; 0 133 |[o]| 1 0 | 1 0 I
(0] 0 0 1124 0.4 1 1.8 1
2 0% % 03 O % 03 % % o= % % o8 0% 2 3 % $ 8 X % % 8 =3 3 3
E E E E o E £ g E @ £ E E E ¢ e E 5§ § ¢ £ § § e £ § &
© S 0~ N £ ~ s © S £ ~ © o 3 £ NN 8 2 S g 3 S 8 g @
¢ s ¢ s e 8 g8 g gL s 88 L o8 2 % 03 5 8 8§ £
Q [s2] [ [s2]
g T 2 T 56 2 r 2 r & 2 2 T T § T2 2 T & 2 T 2 6 2 T 2



20 40 60

Figure 3

Percent Total

% o
S S
hypo hyper ? <
6 z
4 k)
qd__A
0 =
g4 off dox 1P 5
4 8
2 / 2
[ Vo o Y W WY W o N I W WY o WY N o Y o Yo Y 0 2
O O0OO IO QOO O WO «~ - B
N T T o x T N <= N F T o x x 6offdox5P
X X X 00 X X X X X 0 x 00 ©
§88vv88888¢v82%¢ 4 /\
T T + F + >
5% 5 ° ° 1 A,
3 ] off dox 10P
2 AN
15000 2 \_
Il Hypomethylated 0 /
5 off dox 20P
o Bl Hypermethylated 6
Z 10000 4 .J\
° 2
g 0 J
£ 5000 g off dox 40P g 5
2 4 z 5
°
2 4 e 2
0 " 0 T T ¥ ¥ o
transient gradual persistent <+ N N
S < s o
Delta Beta 20 2
50 T
f W hypomethylated B hypermethylated
hypomethylated hypermethylated 40
1
100 o Low 30
W Medium _
. o] 20
10 W High 3
¢ 2
€ 10 -
8 2
1 na_.) g
12345678 9101112131415 12345678 9101112131415 g
=}
i T | rsisten i : F 1 -Active TSS 6- Genic enhancers 11 - Flanking bivalent TSS/Enh
transient  gradua persistent transient  gradual  persistent 2 — Flanking active TSS 7 — Enhancers 12 — Bivalent enhancer
3 — Transcription at 5’ and 3’ 8 — ZNF genes + repeats 13 — Repressed Polycomb
4 — Strong transcription 9 — Heterochromatin 14 — Weak repressed Polycomb
5 - Weak transcription 10 — Bivalent/poised TSS 15 — Quiescent / low
H3K4me3 H3K27me3 H3K36me3 H3K9me3 RNA-Seq

Downregulated

g g
> <
ChlIP-seq £
| ||

42024



Chromatin State Transitions
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