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Fig. S1. Phylogenetic and sequence alignment analyses of DMR6 orthologs. A. Phylogenetic tree of DMR6 orthologs in different plant species, including proteins from N. tabacum, N. tomentosiformis, N. sylvestris, S. lycopersicum, S. tuberosum, and A. thaliana. The scale bar indicates amino acid substitutions per site. Bootstrap support values based on 100 replicates are shown at the nodes. B. Protein sequence alignment of NtDMR6T and NtDMR6S with AtDMR6, SlDMR6-1, SlDMR6-2, StDMR6-1, and StDMR6-2. The conserved 2OG oxygenase domain (Pfam: PF03171) is indicated.
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Fig. S2. DNA and predicted protein sequence alignments of NtDMR6 mutant lines. A. DNA sequence alignment of the NtDMR6S locus in DC6198L compared with the wild type, showing that the NtDMR6S homolog was not edited in this NtDMR6T single-mutant line. B. DNA sequence alignment of the NtDMR6T locus in DC6527L compared with the wild type, showing that the NtDMR6T homolog was not edited in this NtDMR6S single-mutant line. Dark blue shading indicates exon 3, gray shading indicates intron regions, red lines mark the gRNA target sites, and orange shading highlights the PAM sequences. C. Predicted protein sequence alignment of NtDMR6T among the three mutant lines, showing premature termination in DC6198L and DC6229L. D. Predicted protein sequence alignment of NtDMR6S among the three mutant lines, showing premature termination in DC6527L and DC6229L.
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Fig. S3. Comparison of plant height between wild-type HD and NtDMR6 mutant lines under greenhouse conditions. Height was measured from the base of the stem above the soil to the shoot apex. A total of 15 plants were measured for each mutant line and for the HD control. Data are presented as mean ± SD. ns indicates no significant difference based on one-way ANOVA followed by Tukey’s HSD.
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[bookmark: _GoBack]Fig. S4. Relative expression levels of immune-related genes (WRKY6, WRKY46, PR1, NPR1, and RRS1) and plant development-related genes (PSAF, PNSL4, ARFA, and TCP4) in DC6229L and HD at 0 hpi, as determined by RT-qPCR. Data are presented as mean ± SD from three biological replicates. Asterisks indicate significant differences between DC6229L and HD for each gene based on two-tailed Student’s t-test: **P < 0.01; ns, not significant.
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