Supplementary Figures (Shibue ef al.)
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Supplementary Figure 3 Activation-related conformational change of Bax.

Total cell lvsates were prepared from the derivatives of NIH3T3 cells either or not infected with the Noxa-expressing retrovirus, using
CHAPS lvsis buffer that has a marginal effect on the conformation of Bax (Rel: Hsu and Youle, J Biol Chem 273, 10777, 1998).
Immunoprecipitation was performed using the anti-Bax monoclonal antibody 6A7. which specifically recognizes conformationally active
Bax molecules (Ref Hsu and Youle, J Biol Chem 272, 13829, 1997), followed by immunoblotting with the anti-Bax polyelonal antibody
N-20. which recognizes Bax molecules regardless of their conformation.  Cell lysates of 50 pg. which corresponds to 1/10 the amount of
cach of the samples analyzed by immunoprecipitation. were separately analyzed by the direct immunoblotting (input (x1/10)).

Supplementary Figure 4

NIH3T3 (pBabe) Ly

A NIH3T3 (pBabe) E1A-3T3 B i 31 — + pMx-hPuma L
pMx-hNaoxa pMx-hPuma pMx-hMNoxa pMx-hPuma 5254 E1A-3T3 }
ZWEHDfmk - + B + = + - + o T+ pMx-hNoxa
S PSP S PSP S PSP S PSP §2‘ o
Bax e ———r e, e — S -§1 5 ___/'-“-?/
& —
e
) 4 yr K < 15 %{é\ﬁ"%
f-tubulin === — —_ —_ —_ -_— -— — °
505
Bak -— - — — —_— — —_— - &
0 T T T 1
0 12 16 20 24

Time (h)

Supplementary Figure 4 Involvement of WEHDase activity in Puma-induced apoptosis of NIH3T3 cells.

(A) Effect of zZWEHDfimk on Noxa- and Puma-induced Bax membrane insertion in control NIH3T3 cells and E1A-3T3 cells.

(B) Changes in WEHDase activity during Puma-induced apoptosis of control NIH3T3 cells and Noxa-induced apoptosis of E1A-3T3
cells. In control NIH3T3 cells, Puma expression resulted in up to 197% inerease (24 h after Puma-expressing retrovirus infection) in the
absorbance of free p-nitroaniline (pNa) at 405 nm, which is released from WEHD-pNa upon WEHD sequence cleavage. Values shown

are means = S.D. from triplicate samples.




