Figure S7

A
++++

G3BP1 NTF2L Acidic RG-rich-

C Cell extracts
WT ANTF2L S149E S149A

G3BP1 in vitro
WT ANTF2L S149E S149A

198 kDa -
D 198kDa -
98 kDa -
98 kDa o |
---- ++++ a ) D
G3BP1[__NTF2L Acidic RG-rich- B2KDa 1 oy - |
|
?149 49 kDa 1 62kDa- __ = =
. I —
P 38 kDa - 49 kDa v
®O/||\O" 38 kDa o
() BS? -+ - + - + - + Bs* - + - + - + - +
F + Total RNA (no Ficoll) + 10% Ficoll
D 10% Ficoll E RNA 200 ng/ul (no RNA)
12.5 uM 25 uM 50 pM 100 pM 0 ng/pl 50 ng/pl 100 ng/ul 200 ng/pl ""‘& ™
S5p H 50 p __100uM ng/y ng/u 100 ng/p 200 ng/p ;s" < C
= B RN N SRR — e, B R 3 o . 0 bR BT
2 E ; |8 Z |z ey
— — = tY
% % : g & ¢ '\.\As(
8 ~ - - Sade
) ] 1 5 v z| MEEGN
3 — 2 . : a g N NS
3 & Oly » O | v S
2 2 4 . . £ 94
) 2 T ROPIRS N LN
Py o Ny e b
o [a]
8 g _
3 S S G DAPI GFP elF3n Merge
< < X
o o 5 Jo 2
o o L i
o 0} A @
2 g i .
2 o 5 .
— 'y ©v
o
& g 4
3 ) e
Tandem
Dimerization Central IDRs RNA bindin
T 0 l g ] Closed Open Phase separated
Intramolecular Intermolecular G3BP-RNA core
G3BP1 NTF2L IDR1 — IDR3 - interaction interaction of stress granule
(IDR1::IDR3) (IDR3::RNA)

Synthetic Ash1 —Ash1 ~RRMDGRI

GFP-Synthetic GFP-G3BP1

e

U‘w e LLPS
(}
\ |
\

I

Interplay between 3 IDRs controls the
equilibrium between closed and open
conformations. Phosphorylation of IDR1
favors the closed conformation.

The open conformation can bind and
cross-link RNA, triggering LLPS to initiate
stress granule formation.




