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Figure S1. BiFC optimization studies. A) HEK293T cells were transfected with either one
(WT DJ-1-GN173) or two BiFC constructs and fluorescence was observed 24 h after
transfection. No signal was detected in cells transfected with only WT DJ-1-GN173. The
same results were obtained for cells transfected with DJ1 —CC155 only (data not shown).
Scale bar = 10 um. B) The complementation signal obtained at 30 °C for the two WT DJ-1
BiFC constructs was compared to the one obtained at 37 °C. The distribution of the ratios
clearly shows an enhanced effect of the lower temperature on the complementation signal,

thus confirming that 30 °C allows for a better maturation of the fluorophore.
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Figure S2. Effect of non-fluorescent DJ-1 on the efficiency of fluorescence complementation
between DJ-1 BiFC constructs. A) HEK 293T cells were transfected with either the two WT
DJ-1 BiFC constructs, the two L166P DJ-1 BiFC constructs or with the two WT DJ-1 BiFC
constructs together with the “cold” non-fluorescent DJ-1 encoding plasmid (0.16 pg each).
RFP encoding plasmid (0.08 pg) was used as an internal control. A decrease of ~47% in the

complementation signal was observed when cold DJ-1 was used. B) The histogram shows the

average ratio intensity (Green/Red) per well. *** P<0.001.
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Figure S3. Representative images of WT and E64D DJ-1 inclusions 48 h after transfection of
HEK 293T cells. Scale bar = 10 um.

Primer Name

Sequence (5' to 3')

hDJ-1 L166P Fw
hDJ-1 L166P Rev
hDJ-1 M26l Fw
hDJ-1 M26l Rev
hDJ-1 E64D Fw
hDJ-1 E64D Rev
hDJ-1 L10P Fw
hDJ-1 L10P Rev
hDJ-1 P158A Fw
hDJ-1 P158A Rev

CAGCTTCGAGTTTGCGCCTGCAATTGTTGAAGCCC
GGGCTTCAACAATTGCAGGCGCAAACTCGAAGCTG
CATCCCTGTAGATGTCATTAGGCGAGCTGGGATTAAG
CTTAATCCCAGCTCGCCTAATGACATCTACAGGGATG
CTTGAAGATGCAAAAAAAGATGGACCATATGATGTGGTGG
CCACCACATCATATGGTCCATCTTTTTTTGCATCTTCAAG
GAGCTCTGGTCATCCCGGCTAAAGGAGCAG
CTGCTCCTTTAGCCGGGATGACCAGAGCTC
ACAAGCCGGGGGGGGACCAGCTTC
GAAGCTGGTCCCCCCCCGGCTTGT

Table S1. Primer pairs used for the generation of DJ-1 BiFC constructs by site directed
mutagenesis.




