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Appendix Figure S1. Generation of DRP1 knockout (Drp1*-) 293T cell lines by CRISPR/Cas9 gene
editing (related to Fig 1).

A. The sequence and location of single guide RNA (gRNA, red) targeted to the human DRP1 gene and
the corresponding protospacer adjacent motif (PAM, green) required for CRISPR/Cas9 gene targeting
are shown.

B. Sequence alignments around the edited gRNA targeting sites of wild-type (WT) and mismatches
(blue) in the DRP1 knockout clonal cell line. The data were obtained from PCR cloning followed by
sequencing.

C. The single cell colonies derived and expanded from Drp1”/- 293T cells were confirmed by Western
blot analysis as indicated.

D. Genetic ablation of Drp1 resulted in a super-fused mitochondrial phenotype as confirmed by confocal
microscopy (stained with MitoTracker Red).
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Appendix Figure S2. Generation of DRP1 knockout (Drp1--) HeLa cell lines by CRISPR/Cas9 gene
editing (related to Fig EV1).

A. The sequence and location of single guide RNA (gRNA, red) targeted to the human DRP1 gene and

the corresponding protospacer adjacent motif (PAM, green) required for CRISPR/Cas9 gene
targeting are shown.

B. Sequence alignments around the edited gRNA targeting sites of wild-type (WT) and mismatches

(blue) in the DRP1 knockout clonal cell line. The data were obtained from PCR cloning followed by
sequencing.

C. The single cell colonies derived and expanded from Drp17- Hela cells were confirmed by Western
blot analysis as indicated.

D. Genetic ablation of Drp1 resulted in a super-fused mitochondrial phenotype as confirmed by confocal
microscopy (stained with MitoTracker Red).
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Appendix Figure S3. Generation of human FIS1 knockout (hFis1’) 293T cell lines by
CRISPR/Cas9 gene editing (related to Fig 4).

A. The sequence and location of single guide RNA (gRNA, red) targeted to the human Fis1 gene and
the corresponding protospacer adjacent motif (PAM, green) required for CRISPR/Cas9 gene
targeting are shown.

B. Sequence alignments around the edited gRNA targeting sites of wild-type (WT) and mismatches
(blue) in the hFIS1 knockout clonal cell line. The data were obtained from PCR cloning followed by
sequencing.

C. The single cell colonies derived and expanded from hFis1/- 293T cells were confirmed by Western
blot analysis as indicated.

D. Genetic ablation of hFis1 resulted in a tubular mitochondrial phenotype as confirmed by confocal
microscopy (stained with MitoTracker Red).
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Appendix Figure S4. Generation of DRP1/OPA1 double knockout (Drp1/OPA1°X°) 293T cell lines
by CRISPR/Cas9 gene editing (related to Fig 8).

A. The sequences and locations of single guide RNAs (gRNA, red color) targeted to the human DRP1
and OPA1 genes and the corresponding protospacer adjacent motif (PAM, green color) required for
CRISPR/Cas9 gene targeting are shown. The DRP1 KO is as described in Appendix Figure S1.

B. Sequence alignments around the edited gRNA targeting sites of wild-type (WT) and mismatches
(blue color) in the DRP1/OPA1 double knockout clonal cell line. The data were obtained from PCR
cloning followed by sequencing.



