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Supplementary Figure S1: Sequence alignment of predicted protein sequences of ostor mutant alleles,
34-1_aland 34-1_a2, with plant, fungal and animal TOR proteins. The intensity of the blue color indicates
the degree of conservation of amino acid residues at a particular position. The sequences were aligned
with ClustalX2 and visualized in Jalview (v2.11.2.0). Predicted mutations in 34-1_al and 34-1_a2 are boxed
with red outline.
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Supplementary Figure S2: Illustration of OsSnRK1a targeting. (a) Simultaneous targeting of OsSnRK1aB
and OsSnRK1aC at the homologous sites, and (b) single targeting of OsSnRK1aA at two sgRNA target sites
(sg1 and sg2). Mutations in each allele (a1l and a2) of OsSnRK1aA, OsSnRK1aB, and OsSnRK1aC are shown
as insertion (+) or deletions (A) and the effect of mutation is indicated. Different TO lines showing identical
mutations are grouped. PAM sequence in each sg site is underlined and the predicted DSB site is indicated
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Supplementary Figure S$3: PCR analysis of pNS73 (SnRK1aA) lines. PCR was conducted using genomic DNA
from TO lines transformed with pNS73 using primers spanning the sgl and sg2 target sites and resolved
on 0.8% agarose gel. The expected amplicon size is 1.5 kb. Minor bands of smaller than 1.5 kb indicate

somatic deleti

ons.

Supplementary Table S1: Primers used in this study

Gene Primer Primers (5'-3") Application

OsTOR TOR-F1 TTATGCAGATTGCTCCTCG Genotyping of OsTOR target site
TOR-R1 TGGATGGCTCAATCAAGG 1 in the HEAT region
TOR-F2 GGTGAATACTCTGCTGGA Genotyping of OsTOR target site
TOR-R2 CTG ACA CAA GTT TGT TCA GG | 2 in the kinase domain

OsSnRK1aA | SnRK1a-F1 | ATTGGTCACAGTTGACCAGCC | Genotyping of OsSnRK1aA
SnRK1a-R3 | GAGGAGCAATGGAGTGAAG target sites 1 and 2

OsSnRK1aB | Snlab-F1 TGGAATTTCATGCATGCC Genotyping of OsSnRK1aB
Snlab-R2 | ACCTCTGGAGCAGCATAG target sites 1 and 2

OsSnRK1acC | Snib-F1 CCTGCTAATGCTTGTGAGTG Genotyping of OsSnRK1aC
Snib-R2 ACCTCTGGAGCAGCATAA target sites 1 and 2




