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Figure EV1. Dynamics of pS65-Ub production.
A Total protein and immunoblots for the indicated antibodies of mitochondria-enriched fractions from wild-type flies treated for the indicated number of days with

paraquat. Recovery, return to normal food.
B Immunostaining of flight muscles of Pink1™ and wild-type flies. Signal acquisition, brightness and contrast settings for pS65-Ub are identical to those presented in

Fig 3D.
C pS65-Ub immunoblot of mitochondrial fractions from wild-type and Pink1™ flies following either no treatment (=) or after treatment for 3 days with sucrose (S) or

paraquat (PQ).

© 2022 The Authors EMBO reports €202153552|2022  EV1



EMBO reports Joanne L Usher et al

Figure EV2. Loss of rdgC (PPEF2) does not affect pS65-Ub degradation in vivo. >

Immunoblots for the indicated antibodies of whole-fly lysates treated with paraquat (PQ) followed by recovery on normal food. UT, untreated flies. LacZ RNAi serves as control
for comparison with knockdown of rdgC (the fly homologue of PPEF2). Chart shows the mean +/— SEM of equivalent blots from three biological replicates.
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Figure EV2.
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Figure EV3. pS65-Ub accumulates in park~'~ flies.

A Immunoblots for the indicated antibodies as controls for samples analysed in Fig 2C.
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B pS65-Ub immunoblot following subcellular fractionation and USP2 treatment as indicated. (1) 10,000 x g pellet; (2) 21,000 x g pellet; (3) 21,000 x g supernatant.

Asterisk (*) denotes nonspecific bands.
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Figure EV4. Pinkl-dependent pS65-Ub colocalises with Ub on park’/’ mitochondria.
A B Flight muscles from young, untreated (A) park™~ and (B) Pink1™ flies immunostained for conjugated Ub (FK2) and pS65-Ub.

Data information: Scale bars = 10 pm.

Figure EV5. Dynamics of pS65-Ub production/turnover in autophagy mutants.

A pS65-Ub immunoblot of mitochondrial fractions from wild-type and Atg5~ flies harvested at the indicated ages. Asterisk (*) denotes nonspecific band.

B pS65-Ub immunoblotting in whole-animal lysates from wandering L3 larvae of the indicated genotypes.

C pS65-Ub immunoblot of mitochondrial fractions from wild-type and Atg5~ flies following a paraquat (PQ) pulse-chase assay. UT, untreated; Recovery, return to nor-
mal food.

D Quantification of pS65-Ub lane densitometry from n = 3 independent replicates of (B), expressed relative to the most intense band in each blot. Charts show
mean £ SEM.
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Figure EV5.
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Figure EV6. Impact of lysosome and
proteasome inhibitors on pS65-Ub degradation.

A-D pS65-Ub immunoblots of whole-fly lysates
treated with paraquat (PQ) followed by recov-
ery on filter papers with sucrose solution only
(A) or dosed with (B) chloroguine (2 mM), (C)
MG132 (50 uM) or both (D). Blots are represen-
tative of duplicate experiments.
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