
0308

sh
CTRL

sh
CHD4 #

1

sh
CHD4 #

2

TS667

sh
CTRL

sh
CHD4 #

1

sh
CHD4 #

2

RAD51

Vinculin

1.5 3 5 8 12 240 Gy 1.5 3 5 8 12 240 Gy

γH2Ax

Actin

Time after IR (hours)

3 Gy 3 Gy

TS667 cells expressing:

shCTRL: shCHD4 #2:

sh
CTRL

sh
CHD4 #

1

sh
CHD4 #

2

0308

sh
CTRL

sh
CHD4 #

1

sh
CHD4 #

2
0308

γH2Ax

Actin

CHD4

Vinculin

sh
CTRL

sh
CHD4 #

1

sh
CHD4 #

2
TS667

sh
CTRL

sh
CHD4 #

1

sh
CHD4 #

2

TS667a b

c

d

Supplementary Figure S1: CHD4 suppression in tumor initiating cells results in a defec-
tive DNA damage response and decreased RAD51 expression. (a, b) Immunoblot for CHD4 
(a) and γH2Ax (b) after suppression with the indicated shRNAs in TS667 and 0308 cells.
(c) Immunoblot for γH2Ax in TS667 cells expressing shCTRL or shCHD4#2 after either no radia-
tion (0Gy) or 3Gy radiation at 1.5, 3, 5, 8, 12 or 24 hours after exposure. (d) Immunoblot for
RAD51 after suppression of CHD4 using the indicated shRNAs.
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Supplementary Figure S2:  Loss of CHD4 in LN229 and U251 cells does not significantly 
alter cell cycle. (a, b) Cell cycle profile of LN229 cells expressing shCTRL or shCHD4 #2 (a), 
which is graphed in (b). (c, d) Cell cycle profile of U251 cells expressing shCTRL or shCHD4 #2 
(c), which is graphed in (d).  Average percent of cells in each phase is indicated.  Data are shown 
as the mean ± SEM. (e) Immunoblot for p21 protein expression after depletion of CHD4 in the 
indicated cell lines. 
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