A

VCL

FMRP

VCL

FMRP

TUBA4A h o gy WS

uU20s
siC siFMRP

1 02+0.1

FMRP-/-
Flag-FMRP

FMRP-

56 59 81 87

e p— —

1 1

0.0+0.0 0000

—

FMRP-/-(59)

siC

siFMRP

Flag-FMRP

FMRP-/- (87

Merge
(TIAR FMRP DAPI)
g T

Merge
(TIAR FMRP DAPI)

©

-3

Ry

+

wl®
s
o
e,
=4
<
@
c
~
[e]
@
[=]
©

© w

o

X

+

N

©

3

xX

N )
(0]

N
S
<1
w
4
<
o
<
m
m
(=]
o
@

©

N

X

+

N

Bley et al., Figure S1



B Merge Enlargement

siC SiATXN2 (IGF2BP1 ATXN2 TIA1) (IGF2BP1 ATXN2 TIA1)
g 5
VCL | e mm— i :
1 02+0.1 ©
| 9 *
ATXN2 ! r 2 o
N8
s
<]
a,
=
g
™
c
N
o
(%]
[=]
[a] [T} %
g o
x
g +
2 w
) . D Merge Enlargement
siC SiIATXN2 (IGF2BP1 ATXN2 TIA1)
VOL | — —
1 0.1%01 ©
~
Q x
ATXNZ | . = #| o
Ll BN
k-]
o
@,
-+
L
o
T
c
=
]
(o]
o
g & e
= X
< +
3 N

Bley et al., Figure S2



siC siRSK2 B Merge
(IGF2BP1 GFP DAPI) IGF2BP1

€ F %99

RSK2 |y ey s

GFP-
ARRM-TIA1

elF2a e e e e T

sl1?2 sozn

P-elF2c. |[& ™ v

GFP-
ARRM-TIA1
€ %bb
s|192 LYnH an1sod-og

GFP
SF%IT

Bley et al., Figure S3



A

Merge
(HDAC6 SG-marker DAPI)

SG-marker

TIAR

G3BP1

B Merge
(TIA1 GFP DAPI) GFP-HDAC6 TIA1

GFP-HDAC6

Merge Enlargement
(TIA1 HDAC6 DAPI) HDAC6 (TIA1 HDAC6 DAPI)
-

o

o
o
Q X
v +

174

N (0]

k-]

o

w

=

<

®

Cc

N

o

| (%]

\ (=]

ot ol &

g ks
o ES
T +
= o

C siHDAC6

S|

. -

1 0.1£0.0

- | HDAC6

Bley et al., Figure S4



A Merge

TIAR YB1 IGF2BP1 (YB1TIAR IGF2BP1)

siC

[-4
<
E
v

Merge

TIA1 YB1 IGF2BP1 (YB1 TIAR IGF2BP1)

- : B
S .
!: ﬂ
[

Merge

(TIA1 G3BP1IGF2BP1)

-
[-%
-]
m
Qo
[

U“

Enlargement
(YB1 TIAR IGF2BP1)

Enlargement
(YB1TIAR IGF2BP1)

SI192 soZn

Enlargement
(TIA1 G3BP1IGF2BP1)

g —
[-'4 [J)
2 = 8 - g 30
(8] = = [C] .
H 7 % % £ 1004 = g '
5 T © 0 ‘
VCL| | % T é 2.5 M .
S 807 Iy ' '
TUBA4A|————| — X
< = 20
ACTB = . T s .
o 0 S
1 01201 11201 10£00 3 B 15
o ©
@ 40 A L™ 10
1 11200 0204 14%04 9 s - .
TIAR| — | ¥ =
= == = G . 5.0 1 17
1 10200 0901 01%04 7] (0]
GSBP1| | v ’
O 9 - [-4 - (&] - [-'4 -
% 2 I 2 2 % =
E E o = E %
an @ (U] ) ] U]
& 5

Bley et al., Figure S5



A Merge

(IGF2BP1 TIAR DAPI)

siC

siSGs

siC

siSGs

siC siSGs
stress - A T - A T

VCL|'I—-I---|- l—-ll—ll-"|

ACTB |_~— ———|

1 1.0 1.0 0.2 0.2 0.2

TIA1|1E—! .- = |
1 1.0 1.0 0.2 0.2 0.2

TAR | e el =B 5 = 5 - 5 |
1 1.0 1.0 0.1 0.1 0.1

G3BP1 | — —— g - - - |

elF2a [‘H e —— ” |
1.9 14 1 1.7 1.6

1

cells with SGs [%)]

100

(o]
o

D
o

N
o

IGF2BP1

O arsenate
H thapsigargin

siC

siSGs

9jeuasie - Zyny

uiSae8isdeyy - LynHy

Bley et al., Figure S6



siC

siHUR

siC

silGF2BP1

siC

siYB1

siC

siRBPs

IGF2BP1

TIA1

Merge
(TIA1 HUR DAPI)

Merge
(TIA11GF2BP1 DAPI)

Merge
(TIA1YB1 DAPI)

Merge
(TIA1 IGF2BP1 DAPI)

Enlargement
(TIA1 HUR DAPI)

Enlargement
(TIA1 IGF2BP1 DAPI)
. e .

Enlargement
(TIA1 YB1 DAPI)

Enlargement
(TIA1IGF2BP1 DAPI)

TI%L6

T+ % 86

TF¥%L6

T+ % 86

TF¥% L6

€% % 96

C¥%L6

1+ % 86

s|192 SOZN aAsod-ng s[122 SOzN @nusod-Hg

sl192 soznannisod-os

s|192 SOZN dnsod-os

D

siC siHUR
| p— T | \/CL
1 0.1£0.1
_— HUR
siC silGF2BP1
— | V/CL
1 0.1£0.0
IGF2BP1
siC siYB1
1 0.1£0.41
— YB1
siC siRBPs
T e VCL
1 0.1£0.0
1 0.1£0.0
_—— IGF2BP1
1 01401
| — YB].
Bley et al.,

Figure S7



t), [sec]

immobile fraction [%] experiments

protein conditions SGs cytoplasm SGs cytoplasm SGs cytoplasm
OE-induced 6,6 36,2 10
) 1,1 15,2 10
e transient/arsenate 3,4 30,6 10
stable/arsenate 3,5 1,8 21,7 15,8 30 20
all 3,5 1,6 23,7 15,7 50 30
TIA1 transient/arsenate 2,5 2,8 24,4 26,2 10
TIAR transient/arsenate 2,2 3,0 24,9 29,4 10
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Table S1: siRNAs, plasmids and oligonucleotides

SiRNAs sequence

siC (C.el.mir239b) uuguacuacacaaaaguacug

silGF2BP1 ugaauggccaccaguugga

siYB1 gcgaagguucccaccuuacua

siHUR ggacaaaaucuuacagguu

SiTIAL auucgagucuuuccagaua

SiTIAL (2) caggaaagucuaagggaua

SiTIAR ugacagaaguccuuauacu

SiTIAR (2) gaaaggaggucaaaguaaa

siG3BP1 aaagccugagcecaguauua

siG3BP1 (2) cauuaacaguggugggaaa

siRSK2 ccaugaagguauugaaga

siHDAC6 gguaaagaagaaaggcaaa

SIATXN2 uaugaggaugguucauaua

plasmids vector sense antisense cloning

GFP-DRRM-TIA1 pEGFP C2 aagaattcatgcgtcagactttttcacc ctcgagtcactgggtttcataccctge EcoRI/Xhol in Sall

GFP-HDACE pEGFP C2 aaaga tct atgacctcaaccggcecaggattccacc aacccgggttttcattttctctgtggeecgg Bglll/Xma
aacccgggagctgeaccgtgagagttccaac aatctagattagtgtgggtggggcatatccteece Xma/Xbal

GFP-G3BP1 described in Stohr et al. 2006 gggaattcatggtgatggagaagcctagte gggtcgacttactgeegtggegcaageccccttc EcoRl/Sall

GFP-G3BP1 pLVX-puro-GFP gcacgaattcatggtgatggagaagectagtceectgetgg tggcgtcegactcactgeegtggegeaagecccctteccac EcoRl/Sall

GFP-G3BP1-DRGG pLVX-puro-GFP gcacgaattcatggtgatggagaagectagtceectgetgg ggegtegactcaatctegteggtegectteectggeageteg EcoRl/Sall

GFP-G3BP1-FFVV  pLVX-puro-GFP
GFP-G3BP1-S149A pLVX-puro-GFP
GFP-G3BP1-S149E pLVX-puro-GFP

ggcgtegactcaatctegteggtegecttecctggeageteg
gagcctcaggaggaggctgaagaagaagtagagg
gagcctcaggaggaggaagaagaagaagtagagg

shATXN2 pSuper

GFP-YB1 PEGFP C2, Clontech

GFP-HUR pEGFP C2, Clontech

GFP-ZBP1 described in Stohr et al. 2006

YFP-TIA1 kind gift from R.H. Singer, Albert-Einstein College of Medicine, NYC
GFP-TIAR pEGFP C2, Clontech gggaattcatgatggaagacgacgggcage

Dendra-ZBP1
Dendra-G3BP1

pDendra2-C, Clontech, modified MCS
pDendra2-C, Clontech, modified MCS

tcagaatcatcaaacacaacaacaccaacattgggtaatttcccac
cctctacttcttcttcagectectectgaggete
cctctacttettcttcttectectectgaggete

ggctcgagtcactgtgtttggtaacttgecatac

mutagenesis
mutagenesis
mutagenesis

subcloned from pcDNA3.1 via EcoRI/Xhol in Sall
subcloned from pcDNA3.1 via EcoRI/Xhol in Sall

EcoRI/Xhol in Sall
subcloned from pcDNA3.1 via EcoRI/Xhol
subcloned from pcDNA3.1 via EcoRI/Xhol in Sall

gRT-PCR sense Antisense

HSP90AA ggtcctgtgeggtcacttag aaaggcgaacgtctcaacc
HSPAA/B1 caagatcaccatcaccaacg tegtcctecgcetttgtactt
HSPA2 caagatcaccatcaccaacg cgtcctecgcetttgtactte
MAPK4 tgctcaagattggggatttc gatgagttgcatctgctcca
MYC agcgactctgaggaggaac cgtagttgtgctgatgtgtg
ACTB agaaaatctggcaccacacc agaggcgtacagggatagca
PPIA gtcaaccccaccgtgttctt ctgctgtctttgggaccttgt
RPLPO ggcgacctggaagtccaact ccatcagcaccacagccttc
VCL ttacagtggcagaggtegts tcacggtgttcatcgagtte

Table S2: antibodies

antibodies Company Clone number
anti-IGF2BP1 Stohr et al., 2012 mouse monoclonal
anti-IGF2BP1 Huttelmaier et al., 2005 rabbit polyclonal
anti-YB1 Santa Cruz 59-Q

anti-HUR Santa Cruz 5C-5261
anti-TIAR BD Transductions 610352
anti-TIA1 Santa Cruz N-17
anti-G3BP1 Santa Cruz H-10

anti-elF2a Cell Signaling 9722
anti-phospho-elF2a (S51) Cell Signaling L57A5

anti-RSK2 Cell Signaling 9340

anti-FMRP Abcam ab27455
anti-HDAC6 Santa Cruz H-300
anti-ATXN2 BD Transductions 611378
anti-GFP Santa Cruz B-2

Bley et al., Table S1
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