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Figure S1 The guide RNAs of KNR6 and editing types in KNR6 knockout lines

The two target sites of gRNAs are marked in blue and green. The protospacer-adjacent motif is
boxed, and deletions are indicated by dashes. The two gRNA sites are located in the second and
third exons of KNR6. The 261-bp deletion and 1-bp insertion led to premature transcriptional
termination of KNR6 at the 72" amino acid residual (aa) and the lack of a protein kinase domain at

the 80™ amino acid residual, respectively.
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Figure S2 Guide RNAs of AGAP and editing types in AGAP knockout lines
The target site of the gRNA is marked in blue. The protospacer-adjacent motif is boxed, and
deletions are indicated by dashes. The gRNAs site is located in the second exon of AGAP. The 1-bp

deletion led to the premature transcriptional termination of AGAP at the 56" amino acid residual.



A < © MO TON I\ C TRHEED -2 5] ROD- -G
8 € SRR\ & 1z B2Z
AGAP
0 ArfGap ) C2_ArGAP = Ca?* binding pocket
B 0.1

! SORBI3009G121200

Zm00001d038063 AGAP

SEVIR3G267200v2

ScEinG--—T ¢ 13

SEEun LA
xlinnIgnn

SETIT024903mg

0OB05G22610

— HORVU1Hr1G057260

TraesCS1D02G239400

H
B
1
L
H

= L <

AET1Gv20585900 e . : FEFETEEIE . -
[ AT3G07940
BnaC01g39560D

Figure S3 Protein structure, phylogenetic tree and conserved domain analyses of AGAP

AGD (marked inred) and C2_AGAP (marked in blue) domains were conserved across grass species.
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Figure S4 Vegetative and reproductive traits of AGAP""? and agap”?
A—C) States, developing ear inflorescences and leaves of AGAPY"? and agap®? plants. Scale bar =
b

10 cmin (A, C) and 1 mm in (B).



(D-K) Statistical results for plant height (D), ear height (E), tassel length (F), number of florets (G),
kernel row number (H), leaf length (I), leaf width (J) and inflorescence meristem width (K) between
AGAP™ and agap®? plants. The values in (D-K) are the means + s.d.s, and the significance levels
of differences were estimated using a one-way ANOVA. *** indicates a statistical difference at the

p <0.001 level.
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Figure S5 KNR6, AGAP and ARF1 could not form a ternary protein complex
The yeast strains contain KNR6, AGAP and ARFs were diluted (10!, 102, 103, 10*#) and grown on
SD /-Met/ -Trp and SD /-His /-Leu /-Met/ -Trp plates. The pGADT7-ARF1.1 and pBridge-KNR6

were as negative control.



