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Fig. S1. Co-staining with matrix-targeted RFP confirms accurate location of
mitochondrial targeting sequences. YPH499 cells were transformed with NeonGreen-
expressing plasmids differing in promoter strength and mitochondrial targeting sequences in
conjunction with a pY X142-mtRFP plasmid [19]. Cells were grown in glucose medium to mid

log phase for imaging. Scale bar, 5 um.
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Fig. S2. MoClo plasmids can be used for the expression of recombinant proteins in E. coli
or for SP6-driven in vitro transcription / translation reactions in reticulocyte lysate. (A)
Schematic representation of the protein expression plasmid for in vitro transcription and
translation in reticulocyte lysate. (B) Autoradiography of radiolabeled Oxal synthesized from
pGEM4 and cHHYTKS56. Both plasmids lead to similar amounts of Oxal(left). The in vitro
import of Oxal into isolated mitochondria is the same regardless of the plasmid source (right).
(C) Schematic representation of the protein expression plasmid for E. coli. (D) Coomassie
stained gel after protein purification. Rossetta E. coli cells were transformed with cHHYTK55
and grown on LBamp media. Protein expression was induced by addition of IPTG for 4 h.

Afterwards cells were harvested, lysed and subjected to Ni-NTA affinity purification.
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Fig. S3. Grayscale fluorescence images showing the distribution of NeonGreen fused to
different target sequences as indicated that was expressed under control of the RNR1
promoter. Cells were grown and analyzed as described for Figure 3. The panels shown bright

field and fluorescence signals.



