Figure S2

A B
Rad17  BRCAT Merge & 1007
PostIR . . ouT Rad17  DAPI Merge
, Q 1
Control FRE ! ; 0 1h post IR 3
SIRNA S = 60 1 Dox (-) s
[e} B £
5 40
k]
Rad17 T 20 Dox (+)
siRNA [¢]
x o1
Control  Rad17
siRNA siRNA
C
Untreated 1 hPost IR
BRCA1 DAPI Merge BRCA1 DAPI Merge

DOX(-) - --

D Untreated 1h Post IR
MDC1 K704

e ouT

3 601 ® 1h Post IR
C_ontrol g 50
siRNA 2

©-301

3
Rad17 = 20
siRNA (D) 104

= o4

Control Rad17

siRNA siRNA



Figure S2 Rad17 is necessary for BRCA1 and MDCL1 recruitments to the DSB sites. (A)
Rad17 is required for BRCAL recruitment. U20S cells transfected with indicated siRNA
for two days were either left untreated or exposed to 5 Gy of IR. Cells were fixed and
stained with anti-Rad17 and anti-BRCAL as indicated. A cell containing 10 or more foci
is considered as a foci positive cell. The percentage of BRCAL foci positive cells was
plotted (mean = SD, n=3). (B) Stable inducible Rad17 knockdown cells (U20S) were
either untreated or treated with Dox for two days. Cells were fixed and stained with anti-
Radl7. (C) Radl7 promotes BRCAL foci formation at DSBs. Stable inducible Rad17
knockdown cells (U20S) treated with or without Dox for two days was either left
untreated or exposed to 5Gy of IR. Cells were fixed 1 hour after IR and stained with
anti-BRCA1l. (D) Radl7 is essential for MDC1 recruitment to DSBs. U20S cells

transfected with control siRNA or Radl7 siRNA were either untreated or exposed to

5Gy of IR. Cells were fixed and stained with anti-Radl7 and anti-MDC1. The

percentage of MDC1 foci positive cells was plotted (mean + SD, n=3).
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