Figure S5. Determining the molecular mechanism of anemia-prevention by
compensatory mutation (related to Figure 5)

C

01/

A Ubiquitylation of FANCD2

by the FA pathway FANCA-Q/K; Onalespib

°
o 3 =
FANCA — & 22 G £ 100-
mitant 3 2 § & >= 4% 8 & DMSO
ub 2o ) & 757 10nM
un—| W ey S B | Anti-FANCD2 € & [ o
= S 501
ge VS B = 30nM
. o =
W% e e | Anti-FANCA £ R"=0.9486 3 251 \\-\-‘ & 40nM
T >
10 15 O-rmrrrrrrmrrrrrmrrrrrrYy
s s e | Anti-HSP90 Chemosensitivity (z-score) 8 16 32 64
FANCA-QK cells Mitomycin C (nM)
D E FANCA mutants F
FANCA-WT FANCA WT vs. Q/K mutant
30 : B wT HR80Q M QK 30 ,
g o5 ° interactors | FANCG- < 40 g o5d|° interactors
3 © controls S} 3 © controls
& 20 / 2 a0l & 20 /
o 2 _ o =) FANCG
o151 0% FAAP20 > £ 15
5 < 101 S 20 £ qof FANCS ¥
e S | FANCC 5 > b S I
= = 5] NN\ < ol g 9 N FAAP20
S o FANCF < S O " FANCF
z X o
< 5 ° - Z 5 5
w 4 0- P’ e 2
N o L
-10 -5 0 5 10 15 20 25 30 vy? ((@C’ Q‘SO Q§° -10-5 0 5 10 15 20 25 30
- <
FANCA-WT binding (z-score) . FANCA-WT binding (z-score)
replicate 1 FLAG-tagged FANCA interactors
G r:rac H ubiquitysation of FANCD2 | IP: FLAG
) by the FA pathway _
H HSP90 FLAG-FANCA
FLAG-FANCA FANCA mutant I HSP70 mutants
g mutants
é —_— R880Q Q/K o 15 <
1 g o I B ©
3 2« © o ? = 1.04 @
g 58 5 e 2., g2 58 ¥ 22 %
@ c £ o ¢ ¢ B 0.51 g £ 8 8 &
« ww s | Anti-HSPOO 288 388 8 g% w = ¢ ¢ u
£ 5 0.04 — —
= . = ks € o5 Anti-HSP90
Anti-FLAG Anti-FANCA o
- 40— - -
ubd . e omm o 933 S :
un’| ——— — Hh © © © Anti-Rluc
Anti-FANCD2 @@ ' e
5 -
- WT - E966K 2 y
K 120- Anti-FLAG
E, ~ 1001
e N
o2& 80 <,
88 60 N
25 \;
ﬁe\f’, 40 \\\
> 20

o

4 8 1632 6412
Mitomycin C (nM)



