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Supplementary figure 1: CuET is causing DNA damage preferentially in S/G2 cells. (A) WB 
analysis of knock-down efficiency in H1299 cells expressing DOX inducible shBRCA1 or shBRCA2 
after 3 days of incubation in the medium containing doxycycline. (B) DOX-inducible shBRCA1 or 
shBRCA2 were cultivated for at least 3 days in DOX-containing media and then treated with CuET 
(250 nM) for 5 hours and γH2AX foci per nucleus were analysed by quantitative microscopy. (C) 
H1299 shBRCA2 cells were treated as in (B) a γH2AX foci per nucleus were quantified with 
respect to cyclin A positivity defining S/G2 phase. (D) MDA-MB-231 and (E) U2OS cells were 
treated by CuET for 5 hours and γH2AX intensity was quantified with respect to cyclin A positivity 
defining S/G2 phase. 
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Supplementary figure 2: CuET impairs DNA replication in MDA-MB-231 and U2OS cells. (A) 
MDA-MB-231 and (B) U2OS cells were treated with CuET (250 nM for 5 hours) and EdU 
intensity was quantified.
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Supplementary figure 3: Detection of DNA breaks after CuET treatment. (A) Detection of 

DNA breaks by alkaline comet assay in Capan-1 and MDA-MB-436 cells treated by CuET 

(250 nM) or HU (2 mM) for 5 hours. Quantification of tail moment in  (B) Capan-1 cells and (C) 

MDA-MB-436 cells. (D) Detection of DSBs by FIGE in U2OS cells trated by HU (2 mM) or 

CuET (500 nM).

DM
SO

HU (4
h)

HU (2
4h

)

CuE
T (4

h)

intact DNA

DSBs

D



0.1

0.2

0.3

0 10 20 30

DMSO
CuET

time post laser microirradation (min)

ex
ce

ss
 s

ig
na

l i
n 

st
rip

es
 (

re
la

tiv
e)

Supplementary figure 4: Microscopy-based quantitative analysis of fluorescence signal  in cells. 
Quantification of ATR-GFP excess signal in stripes at different timepoints after laser 
microirradiation in DMSO and CuET treated cells (250 nM for 5 hours).


