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Figure S1
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Parkin expression and translocation to damaged mitochondria during CCCP treatment were

confirmed in HeLa (Parkin-flag) cells.

(A) Parkin expression in HeLa (Parkin-flag) was performed by western blot using indicated
antibodies.

(B) HeLa (Parkin-flag) cell expressing EB2-YFP (green) and Mito-BFP (blue) was treated with
CCCP (20 M) for 9 hours and then subjected to immunostain with flag antibodies ( red).
Scale bar, 5pm.
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CCCP treatment and EB2 overexpression did not induce caspase-3 cleavage. HelLa
(Parkin-flag expressed) expressing EB2-CFP or not were treated with CCCP for 24 h or not
as indicated and then subjected to immunoblot analysis by using indicated antibodies.



Supplemental Methods

Immunoblot analyses

Cell lysates were prepared in SDS loading buffer. The following primary antibodies were used:
purified mouse anti-Timm23 antibodies (1:1000; BD Biosciences, 611223) , anti-caspase-3,
pl7 specific rabbit polyclonal antibodies (1:1000; proteintech, 25546-1-AP), anti-Parkin
mouse monoclonal antibodies (1:1000; EMD Millipore, 05-882), anti-GFP rabbit polyclonal
antibodies (1:5000; Abmart), anti-B-actin mouse monoclonal antibodies (1:100000; Abmart,
224175). The following secondary antibodies were used: Horseradish peroxidase (HRP)-
conjugated Affinipure goat anti-rabbit (1:10000; Jackson) and HRP-conjugated Affinipure goat
anti-mouse (1:10000; Jackson).

Immunofluorescence microscopy

HeLa (Parkin-flag expressed) cells expressing EB2-YFP and mito-BFP were treated with
CCCP for 9h and then fixed in 4% PBS-paraformaldehyde, permeabilized with 0.25% triton x
100 for 10 min, incubated with anti-flag mouse monoclonal antibody (1:5000; Beyotime)
against Parkin-flag followed by secondary antibodies conjugated with Alexa 546. Images were
obtained from confocal microscope of NiKon N-SIM.



