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Supplementary Figure 1. Endogenous Drpl is associated with cell-expressed Bcl-xL. Either YFP
or Bcel-xL-YFP was introduced into HEK293 cells. Lysates were subjected to pulldown using YFP-
Trap for YFP or YFP-tagged Bcl-xr. YFP-Trap and lysate samples were immunoblotted with Drpl,
GFP, and B-actin antibodies.
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Supplementary Figure 2. 1-50aa in the N-terminus of Mff is not required for the Mff-Bcl-xL
interaction. GST, GST-Mff, or GST-Mff AN50 were transfected into HEK293 cells. GST-PD and
lysate samples were immunoblotted with Bcl-xL, GST, and f -actin antibodies. The schematics
illustrate domain structure for Mff and Mff AN50 mutant (Upper panel).
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Supplementary Figure 3. OGD plus reoxygenation results in Drpl deSUMO-2/3-ylation.
HEK293 cells were subjected to OGD for 2 h followed by 24 h reoxygenation. At the end of
reoxygenation the cells were harvested and SUMO-2/3 conjugates were purified using SUMO-2/3-
Trap beads. SUMO-2/3-Trap and lysate samples were immunoblotted with Drpl and GAPDH
antibodies.
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Supplementary Figure 4. Drpl is associated with Bcl-x. in HEK293 cells. A4)
Immunoprecipitation of Bel-xi was carried out using a rabbit monoclonal antibody bound to protein
A beads from HEK293 cells. B) Drpl is associated with precipitated Bel-x. from HEK293 cells. IP
and lysate samples were immunoblotted with Bel-x., Drpl, 3 -actin and GAPDH antibodies.
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Supplementary Figure 5. Reoxygenation following OGD does not seem to result in apparent

cleavage of Bcl-xL. HEK293 cells subjected to OGD plus reoxygenation. Lysate samples were
separated on a 15% resolving gel and immunoblotted with Bel-x1 and B-actin antibodies.
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Supplementary Figure 6. Expressing YFP-Bcl-x; lacking amino acids 2-76 does not cause
significant changes in LDH release in HEK293 cells subjected to reoxygenation following OGD.
Immunoblots (lower panel) shows the levels of cleaved PARP in HEK293 cells expressing YFP, Bcl-
x.-YFP or Bcl-xp, AN-YFP mutant following OGD plus reoxygenation. Values are presented as mean
+ SEM in the histogram (n=6 replicates for each group; N.S., not significant, p>0.05).
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