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A 5Target1 GATCGCGAAAACTGTGGAATTGG Mutation type
c WT
-11
GCGAA 3 A ( WT
) GATCG"GAAAACTGTGGT"ATA«Z BeTTGG 735
GATCGCGAAAACTGTGGAATTGG WT
I GATCGCGAAAACT GT GG-ATT GG -1
| GATCGCGAAAACTGTGGAATTGG WT
GAT CGCGAAAACT GT GG---—--- A 8
| GATCGCGAAAA------AATTGG -6
GATCGCGAAAACT GT--AATTGG 4
5 Target2 GCAGATATTCGTAATTATGCGGG
= GCAGATATTCGTAATTATGCGGG WT
| GCAGATATTCGTA---ATGCGGG -3
= GCAGATATTCGTAATTATGCGGG WT
— | GCAGATATTCGTAA----GCGGG 4
GCAGATATTCGTAATTATGCGGG WT
— ——| GCAGATATTCGTAAT--TGCGGG 2
= | GCAGATATTCGT--TTATGCGGG 2
GCAGATATTCGTAATT— ———C 17
T GGG 18
| GCAGATATTCGTA-------GGG e
B 3'Target1 GATCGCGTCAGCGCCGTCGTCGG
GATCGCGTCAGCGCCGTCGTC WT
e e | GATCGCGTCAGCG Corn- GTCGG -4
— -18
-7
-18
— -7
= ] GATCGCGTCAGCG------TCGG -6
GATCGCGTCAGC-------TCGG i9
— GATCGCGTCAGCGCCGTCG--G 3
GATCGCGTCAGCGCC-CGTCGG 2
3 Target2 GATCGCGTCAGCGCCGTCGTCGG
GCGTTGGCGGTAACAAGAAAGGG WT
"—I GCGTTGGCGGTAAC---AAAGGG -3
| GCGTTGGCGGTA----AAAGGE -5
GCGTTGGCGGTAAC----AAGGG -4
GCGTTGGCGGTAACAA--27bp--ACC 27
| GCGTTGGCGGT--------AGGG -8
| GCGTTGGCGGTAA---AAAGGG -4
GCGTTGGCGGTAAC----AAGGG 13
] GCGTTGGCGGTAACAAG-AAGGG )
GCGTTGGCGGTAACAA-AAAGGS -1

Figure S1. Sequencing results of the targeted region in transgenic hairy roots. (A) Target se-
quences were designed to the 5" end of the GUS gene. (B) Target sequences were designed to the 3’
end of the GUS gene. Each hairy root is an independent event. Base substitutions are indicated with
orange capital letters. The targeted sequences are shown on the top. The genotype of the mutation
is indicated at the right of each sequence. -n, nucleotide deletion of the indicated number; +n, nucle-
otide of the inserted number; Percentages next to sequences indicate the number of amplicons with
sequence over the number of total amplicons sequenced. There were 10 amplicons per event from
the 5'-target and 3'-target events, respectively.
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Target sequence GCATTAATGATCGGTTACAATGG

GCATTAATGATCGGTTACAATGO WT
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Figure S2. GmPDS sequencing results of the targeted region in transgenic hairy roots. (A) Sequenc-
ing of Cas9-induced GmPDS mutation in the T0 transgenic soybean plants. Wild-type sequences are
in green, deletions and insertions are shown in red. Base substitutions are indicated with orange
capital letters. The targeted sequences are shown on the top. -n, number of nucleotide deleted; +n,
number of nucleotide inserted; Percentages next to the sequences is the ratio of amplicons with this
sequence over the number of total amplicons sequenced. Ten amplicons per event were sequenced.
(B) Sequencing analysis of GmPDS-CRISPR/Cas9 T1 soybean plants.
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Non-mutation gRNAS-2, 19G170100

Non-mutation gRNAS5-2, 03G168700

TEACCEETC TACACT T TTETTTTTETTITITT  AGGCCAGCEABSTCERTATCCARATEETET TEETTAGACT TAGAGCETETTT
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GGCACAGETTTAGGAGAAGTGECOAGASACEGTETE GETACGAATGTGA
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Mutation gRNA5-2, 03G168700
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Non-mutation gRNA6-2, 13G297700 Non-mutation gRNAG6-2, 12G203900
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Mutation gRNA6-2, 13G297700 Mutation gRNA6 -2, 12G203900
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Figure S3. Sequencing results of target regions of transgenic hairy roots for the selected sgRNA.
Results showed the sequences alignment of selected sgRNA5-2 (target of soybean Glymal9G170100

and  Glyma03G168700) and sgRNA6-2 (target of soybean Glymal3G297700
Glyma12G203900). The target sequence locations were shown in the orange rectangle.
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