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ATM FHEHI & LT KU55933. ATR FHZEHI & LT VE-821, Chk2 BH%##] & L T Chk2 inhibitor II 2\ 7z, T 5
DFHZEH]IZ Calbiochem 3 & OF Sigma #:2>5 AF L7z,
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Anti-ATM pS1981 monoclonal antibody (mAb; Epitomics, Burlingame, CA, USA), anti-ATM polyclonal antibody
(pAb; Santa Cruz Biotechnology, Santa Cruz, CA, USA), anti-ATR pS428 pAb (Cell Signaling Technology, Beverly,
MA, USA), anti-ATR mAb (Genetex, Irvine, CA, USA), anti-Chkl S345 pAb (Cell Signaling Technology), anti-Chkl1
mAb (MBL, Nagoya, Japan), anti-Chk2 T68 pAb (Cell Signaling Technology), anti-Chk2 mAb (MBL), anti-caspase-3
pAb (Cell Signaling Technology), anti-p53 pAb (Cell Signaling Technology), anti-p53 AcK382 (Cell Signaling
Technology), anti-p53 S15 pAb (Cell Signaling Technology), anti-p53 S20 mAb (MBL), anti-PUMA pAb (Cell
Signaling Technology), anti-p21 (MBL), anti-CDC25A mAb (MBL), anti-CDC25C pAb (Cell Signaling Technology),
and anti-GAPDH mAbD (as a loading reference; Organon Teknika, Durham, NC).
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Western blotting of DDR proteins in Molt-4/V and Molt-4/shp53 cells after heat stress at 44C for 30 min
(A) Phosphorylation of ATR, Chkl, ATM, and Chk2 0-2 h after heat stress (HS). (B) Effects of ATM or
ATR inhibitors on ATM and Chk2 phosphorylation induced by HS. Cells were pretreated with 10 u M
Kub5933 (ATMi) or VE-821 (ATRi) 30 min before HS exposure. Cells were harvested 30 min after HS. (C)
HS-induced p53 response and caspase-3 cleavage 2 - 12 h after HS. Cells 6 h after IR exposure were used
as positive control for phospho-p53 at serine 20.
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Fig. 2. Induction of cell cycle arrest and cell death in Molt-4/V and Molt-4/shp53 cells after HS

(A) Percentage of cells in the G2/M phase, as detected by PI-based DNA staining 6 - 24 h after HS (means
+ SDs, n = 3). (B) HS-induced cell death detected by Annexin V (AnV)-FITC staining after HS exposure
(means = SDs, n = 3). Recovery duration after HS was 12 h. *P < 0.05
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Fig. 3. The role of Chk2 in the p53 response after HS

Effects of ChkZ inhibitors on HS-induced pb53 acetylation, accumulation, and pb3 target molecules in
Molt-4/V cells. Cells were pretreated with 10 4 M Chk2 inhibitor II (Chk2i) 30 min before HS exposure.
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Fig. 4. The role of Chk2 in p53-dependent and -independent cell death
(A) Typical histograms and (B) profiles of HS-induced cell death detected by AnV-FITC/SYTOX
AADvanced (SYTOX) staining after HS exposure (means = SDs, n = 3). *P < 0.01; N.S.: not significant.
Molt-4/V and Molt-4/shp53 cells were pretreated with Chk2i 30 min before HS and were then allowed to

recover for 16 h, followed by cell death analysis.



A Control HS HS + Chk2i
S

(&)

(0]

>
¥
s
=
Q| o
Q. c
% | 3
Y| ©F
= ]
2 I

DNA contents g

B 50 1~ "

g 40 a *k *k

)

£ 30 1

<

— 20 1

»

©

0 .
HS - + + - + +
Chk2i - - + - - +
Molt-4 vector Molt-4 shp53
C
+HS
Chk2i - - + - +
Chk1li - - - +

coczsn N

CDC25C .- -— e -

GAPDH "= s s s s

Fig. 5. Effects of the Chk2 inhibitor on HS-induced G2/M arrest
(A) Typical cell cycle histograms and (B) percentage of cells in the G2/M phase in Molt-4/V and Molt-4/
shpb3 cells. Cells were pretreated with Chk2i and then exposed to HS followed by cell cycle analysis. The
duration of recovery time after HS exposure was 16 h (means = SDs, n = 3). P < 0.01. (C) Western
blotting of CDC25A and CDC25C in Molt-4/shpb3 cells pretreated for 30 min with Chkli and Chk2i. Cell
extracts were prepared 1 h after HS exposure.
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