Table S1. The primer list used in this study

Genes

Forward primer

Reverse primer

Experiments

OsU3 pro(Hindlll) F
gRNAter (Xbal) R
miR399d

AAGCTTAAGGRATCTTTAARCATACGA
TCTAGRRRRACARRARARAGCACCGACTCGGTGE

TCACCARRMACGGCCTGCCAAGTTTTAGAGCTAGARATAGT

TTGECAGECCGTTTTGETGAGCCACGGATCATCTGCA

@
@
miR418 (@ AATTCCACCGTGGTCCCTGGGTTTTAGAGCTAGARATAGT @ CCAGGGACCACGGTGGAATTGCCACGGATCATCTGCA
miR156d (@ AGAGTGAGCACACGGCGTGAGTTTTAGAGCTAGARATAGC @ TCACGCCGTGTGCTCACTCTGCCACGGATCATCTGCR
miR399e (@ TGCCCAGCAATGCAACTTTGGTTTTAGAGCTAGARATAGC @ CARRGTTGCATTGCTGGGCAGCCACGGATCATCTGCA
miR399i (3 TGCTAGCCTTTCCCTGCCAAGTTTTAGAGCTAGARATAGC @ TTGGCAGGGAARGGCTAGCAGCCACGGATCATCTGCA .
miR169f (3 AAGRAGCTGATTCGGTAGCCAGTTTTAGAGCTAGARATAGT (@ TGGCTACCGAATCAGCTCTTGCCACGGATCATCTGCA For construction of CR
miR171f @ TTGGCATGGTTCAATCARACGTTTTAGAGCTAGARATAGC (@ GTTTGATTGAACCATGCCARGCCACGGATCATCTGCR ISPR/rCas9
OsNAC14 (3 AAGAGCTCTGGTGCAAGARGGTTTTAGAGCTAGARATAGT (@ GTTCTTGCACCAGAGCTCTTGCCACGGATCATCTGCA
miR156g @ GAAGAGAGTGAGCACACAGCGTTTTAGAGCTAGARATAGC (@ GCTGTGTGCTCACTCTCTTCGCCACGGATCATCTGOR
miR399k (3 GETTACCAGACTACTGCCAAGTTTTAGAGCTAGARATAGC (@ TTGGCAGTAGTCTGGTAACCGCCACGGATCATCTGCA
miR#18b @ ATATTATGGGACGGAGGGATGTTTTAGAGCTAGALATAGT (@ ATCCCTCCGTCCCATAATATGCCACGGATCATCTGCR
miR814a (3] ACTTCATAGTACAACGAATCGTTTTAGAGCTAGARATAGC @ GATTCGTTGTACTATGAAGT CGGATCATCTGCA
miR§16 @ ATATTTTACTACAACGAATCGTTTTAGAGCTAGARATAGC (@ GATTCGTTGTAGTAAAATAT
miR399d GCACAAGAGGCACACTAC GTTGCCGCCCAGACTTCCTTTAC
miR418 GGGTCACGGARARGETC GTGGGEATARCGATATTGGACCT
miR156d GCTGAATTTCTCTGTACCARG CCGCTCACCGGATCCARGARG
miR399 GGTTGGARGAGGAGGARG GTCCAARACACATATACARGGACCE
mIR399i GCTGCTCARGCATTGTCAG GTACACCCTCARGGCCTTAACTC
miR169f CGTTGCARTCCATGGACATC GGGGAGATATGGGTATCTAGGAS Genomic DNA PCR
miR171f GTTTGCGTTCGCCATGETC GGCAGGCATGTGARATARCACGT TA Cloning
OsNAC14 CCTCCGACGAGCTTGTTCTGTG CGGGTAACGCATGATTTGGGE PCR sequencing
miR156g GAGACCTCCCCAGATCTGG TGAGGAGGAGCAGTAGTAGCCG
miR399k AGARAGGCCGTGTAGCTS AGATTGCTCTCTCCCAATTCOTE
miR#18b GATCGATCTCGTCGTCG GAACCTTGCACATGACTTCAGCTAG
miR814a TTTCTGCCAGTGCTCCTAGT CCCTCTGTGGTTTTAAGGGCAG
miR§16 GATTCGTAGTACTAGRACGTG GGCTGGCAGTGGCTCAGATC
Universal R GTGCAGGGTCCGAGET

mIR171F-50_RT
MiR818b_RT

CEGCGETGTTGGCATGETTCAATC

GOGGCGGAATCCCTTATATTATGES

GTCGTATCCAGTGCAGGETCCGAGGTATTCGCACTGGATACGACTTTGATTG
GTCGTATCCAGTGCAGGETCCGAGGTAT TCGCACTGGATACGACCCGTCCCATA
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T, plants

PCR sequencing

AGGGGC AR

AAGGGGGCAC

GC
.
ﬂl N‘
WT seq. AAGAAGGGGCAAGC  AAGAAGGGGCAAGC  AAGAAGGGGCAAGC AAGAAGGGGCAAGC
Seq 1 AAGAAGGGGCAAGC — AAGAAGGGGCAAGC AAAAGGGGCAAGC  AAAAGGGGCAAGC

Seq2 AAGAAGGGGCAAGC  AAGCGGCTCTGCTC AMAGAAGGGGCAAGC
wt/wt wt/del(10bp) del(1bp)/del(1bp) del(1bp)/in(1bp)
Homozygous Heterozygous
Wild Monoallelic Biallelic
type mutation mutation

Figure S1. Determination of mutation types from PCR products. Genomic DNA extracted from T,
transgenic plants was used for PCR-amplification of the single guide RNA (sgRNA) targeting site. The
PCR products were analyzed by the Sanger sequencing method, and resultant chromatograms were used
for the determination of mutation types. Wild type, non-mutated transgenic plants; Monoallelic mutation,
one allele is mutated; Biallelic mutation, the two alleles are mutated; Homozygous, the two alleles have the
same mutations; Heterozygous, the two alleles have different mutations.



- GTGAAGAGCTCTGGTGCA%GAAGGGGC
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(a) AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAGAAGGGGCAAGCGGCTCTGETCC AD 13 (b) {
ABGAGGAAGGCCGACGTGAAGAGCTCTGGTGC AT 1 Position /
AAGAGGAAGGC TCTGCTCC A-38 |
AAGAGGAAGGCCGACGTCTGG A-44/+4
AAGAGGAAGGCCGACGTGCT A A-43/+3
ABGAGGAAGGCCCGGCTGCGGEGA GGCAAGCGGCTCTGCTCC A=277411
AAGAGGAAGGCCGACGTGAAGAGCTCTGGT cc A-25
AAGAGGAAGGCCCACGTGAAGAGCTCTGGCAAL CGGCTCTGETCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAG CGGCTCTGETCC
ABGAGGAAGGCCGACGTGAAGAGCTCTGGT CAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTG GGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCCACGTGAAGAGCTCTGGTAAG GGGGCAAGCGGCTCTGETCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTG GGGCAAGCGGCTCTGETCC
ABGAGGAAGGCCGACGTGAAGAGCTCTGGT GGGGCAAGCGGCTCTGETCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAARL CAAGCGGCTCTGCTCC
AAGAGGAAGGCCCACGTGAAGAGCTCTGGTG GGEGCAAGCGGCTCTGETCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAL GCAAGCGGCTCTGCTCC
ABGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAA GCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAA GGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCCACGTGAAGAGCTCTGGTGCAAG GCAAGCGGCTCTGETCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAAG GCAAGCGGCTCTGETCE
ABGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAA GCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCG GGGGCAAGCGGCTCTGETCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCA GGGGCAAGCGGCTCTGETCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGRTG  AAAGGOGCAAGCGGCTCTGETCC
ABGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAL  GGGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAL — GGGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAA  GGRGGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAL  GGOGCAAGCGGCTCTGETCE
ABGAGGAAGGCCGACGTGAAGAGCTCTGGTGCA AAGGGGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAA  AGGGGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAG  GRGGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAG GGAGGCAAGCGGCTCTGETCE
ABGAGGAAGGCCGACGTGAAGAGCT CTGGTGCAAGGGGGEGGCAAGCGGCTCTGLTCE
ABGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAGE GGGGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAA AAGGGGCAAGCGGCTCTGCTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAGA GGOGCAAGCGGCTCTGETCE
ABGAGGAAGGCCGACGTGAAGAGCTCTGGTGCA
ABGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAGT AAGGGGCAAGCGGCTCTGLTCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAGGAAGRGGCAAGCGGCTCTGETCC
AAGAGGAAGGCCGACGTGAAGAGCTCTGGTGCAAAGAAGAGGCAAGCGGCTCTGETCE
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Figure S2. Analysis of CRISPR/rCas9-mediated base insertion and deletion (indel) patterns in
CRISPR/rCas99sNAC14 transgenic plants. a. Indel mutation patterns and frequency. b. The graph showing
the correlation between the degree of indel (y-axis) and the position where indel occurs (x-axis). The
graph in the bottom is an enlarged image of the area where spots are concentrated. The white circle at the
origin indicates the frequency of non-mutated plants.



