Supplemental figure 1

Schematic diagrams of transformation vectors used in this study. Rf1a MTS was amplified by PCR using primers 5’- GGATCCACCTCTCCGTATAAGACAAACTG-3’ (Bam HI site is underlined) and 5’- AGATCTGAGCAATTCGTCGAACACGT-3’ (Bgl II site is underlined). gATPase MTS was amplified by PCR using primers 5’- GGATCCATGGCAATGGCTGTTTTCCG-3’ (Bam HI site is underlined) and 5’-AGATCTAACTCCAAGAAGTCCTTCCT-3’ (Bgl II site is underlined) and the plasmid mt-GFP /pUC (Niwa et al. 1999). Orf79 lacking first ATG was amplified by PCR using primers 5’-AGATCTGCAAATCTGGTCCGATG-3’ (Bgl II site is underlined) and 5’-GAGCTCCCTATAAACGGACCAGGTGG-3’ (Sac I site is underlined). GFP lacking first ATG and stop codon was amplified by PCR using primers 5’-AGATCTGTGAGCAAGGGCGAG-3’ (Bgl II site is underlined) and 5’-GAGCTCGGATCCCTTGTACAGCTCGTCCA-3’ (Sac I and Bam HI sites are underlined). Each fragment was subcloned into TA-cloning vector (pGEM-T Easy vector, Promega) and then MTS and orf79 or GFP were linked in frame using the Bgl II site. Plant expression vectors carrying orf79 were prepared by replacing the Bam HI-Sac I fragment with the fusion genes or orf79 in the pBI101H, which contained the CaMV 35S-hygromycin phosphotransferase (35S HPT) cassette. GFP constructs were prepared by replacing the Bam HI-Bam HI fragment in pBI101H with the fusion genes or GFP.

Supplemental figure 2
Accumulation of ORF79 in transgenic T1 plants. (A) Accumulation of ORF79 in calli induced from T1 seeds was detected by SDS-PAGE immunoblot analysis. Total cellular protein was loaded. Left, Rf1a MTS orf79; right, non MTS orf79. (B) Accumulation of ORF79 in mature anther of T1 plants was detected by SDS-PAGE immunoblot analysis. Lane 1, Rf1a MTS orf79. Protein extracted from mitochondria was loaded. Mitochondria were purified by method of Abe et al. (2002). Lane 2, non MTS orf79. Total cellular protein loaded.

Supplemental figure 3

Pollen fertility of transgenic T1 plants carrying a single copy of orf79 hemizygously. Pollen grains were stained with 1% potassium iodide. Hundred pollen grains were chosen randomly and grouped into darkly stained (fertile; white bar), lightly stained as those of BT-CMS line (sterile; gray bar) and not stained (abnormal; black bar). Columns 1-5, Rf1a MTS orf79; columns 6-8, Rf1a MTS GFP; columns 9-10, non MTS orf79; column 11, non MTS GFP; column 12, 35S HPT (vector control); column 13, Taichung 65, and column 14, F1 of BT-CMS and restorer line of BT-CMS. The percentage of each group represents the mean ± SE (n = 3). 
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