Table S1. Features of selected CRISPR RNA (crRNA) against members of the PpKAI2L gene family clade i.

On-target gene’

crRNA sequence and SS (%)"

Predicted off-targets sequenceb’C

Off-target annotation”

Pp3c2_19340
(PpKAI2L-A)

Pp3cl4 6110
(PpKAI2L-B)

Pp3c25_5350
(PpKAI2L-C)

Pp3c6_10610
(PpKAI2L-D)

Pp3c5_ 16420
(PpKAI2L-E)

GTTGTCCTCGGCCATGGTTTIGG
99)

GTGTCCGGGACCGACTCTGTTGG
(100)

GCTAAAATACTCCGGGTCGGTGG
99)

TCGGCACGGATCAATCTGTGTGG
(98)

TGGACATTCGGTGGCCGGTATGG
99)

BrrGECcCTBGECCATGGTTTIGG
GTRGTCCTEGCCATGGR/TTTGG
GTRGTECTCHGCCATGGHTTTGG
GTRGTCCTCElICCATGGRBTTCGG

cTlGTHcTRGGCCATGGRTTIGG
GT crcclic T7GG

GGCCATGG
Brifirccrccad TGGTTTTGG
GTTGT| CTIGGC

TGGRTITGGG
GTTG ccrcaoeclirlir@ircce
@rrerccrccGBA@TGG TTCGG

GTTGTCCTCGACEBMTGGTT
GGTTTGGG

lciuveseen [clele
GTGT CGGG CCGAC TGTCGG
GTGT CGGG CCGAC TGTCGG
@rercccoliacc@@crcrcTa66
GTGTCC‘GGAC GACBcTlTGGG

GCTEAABTACTCEGGGTCRGTGG
GeTaaAf@TACTCCGGTClGTGG
GC AAATICTCCGIGTCGIAGG
TlcccacllcaTcaatcBcrcree
TCGGCACGGATCAl.C GTGIGG
TcGlcAlGGBrcaaBcTGTGAGG
TCBGCACGGRBCAATRTGTGAGG
ThcccAcCBGABCABTCTGTGTGG
TGlABATTClGTGGCCGGTA4GA
TGGACATTCGGTGGBBGGTATGG
tGGllcaTTclcTGliclcaTATGG
TN\ [Yeleleire (¢ e INiek;

OffT1*:
OffT2*:
OffT3*:
OffT4*:

Intergenic between Pp3c22 8523 - Pp3c22 8540
Exon of Pp3c10_1460 (PpKAI2L-F)

Exon of Pp3cl 18010 (PpKAI2L-K)

Exon of Pp3c19 19860

OffT5: Exon of Pp3c12 8770 (PpKAI2L-I)
OffT6: 5’UTR of Pp3c20_10270 locus
OffT7: Intergenic between Pp3c22 14060 - Pp3c22 14160
OffT8: 3’UTR of Pp3cl 24440
OffT9: Exon of Pp3c19_4690

OffT10:
OffT11:
OffT12:

nf
Exon of Pp3c12 14550

Intergenic between Pp3¢c20_19870 - Pp3¢c20_19940

OffT1: Exon of Pp3c5 25610
OffT2: Exon of Pp3c5_ 25430

OffT3*:

Exon of Pp3cl1 17570

OffT4: Exon of Pp3cl 4090

OffT1%*:
OffT2%*:
OffT3*:
OffT1%*:
OffT2*:
OffT3*:

Exon of Pp3c6 10610 (PpKAI2L-D)
Exon of Pp3c2 19340 (PpKAI2L-A)
Exon of Pp3c20 4150

Exon of Pp3c25 5350 (PpKAI2L-C)
Exon of Pp3cS 16420 (PpKAI2L-E)
Exon of Pp3c2 19340 (PpKAI2L-A)

OffT4: 3’UTR of Pp3c7 22220
OffTS: Exon of Pp3c6 29320

OffT1*:
OffT2*:
OffT3*:
OffT4*:

5’UTR of Pp3c26_10400

Exon of Pp3cl16_8770

Exon of Pp3c6_10610 (PpKAI2L-D)
Exon of Pp3c25 5350 (PpKAI2L-C)

*: Identifier and annotation of genomic elements from Phytozome V11 - P. patens genome V3.3, nf: not found,

b, Protospacer adjacent motif (PAM) sequence preceded by crRNA sequence is shown in italics and underlined. SS; Specificity score data from CRISPOR (Hsu et al., 2013),

‘: Mismatch of off-target sequence with respect to the crRNA sequence is shown in red,
*Off-targets for which the activity of the sgRNA was measured by sequencing PRC fragments of the surrounding predicted site in 10 mutants.





