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Supplementary Figure S1 Phylogenetic analysis, conserved motifs, and gene
structural analysis of all ADF genes. (A) Phylogenetic analysis of ADF genes in maize
and six other plant species. At, Arabidopsis thaliana; Gm, Glycine max; Os, Oryza
sativa; Sb, Sorghum bicolor; Si, Setaria italica; St, Solanum tuberosum; and Zm, Zea
mays. (B) Conserved motif analysis of all ADF genes. The 20 motifs are represented by
different colored boxes. (C) Structural diagram of all ADF genes. Numbers in
parentheses after the structure diagram represent the length of the first exon of the ADF
gene.



ZmADFSo—-1 .. [AMAYKMATEG] 11
ZmADF5-2  MRDRIRRQRIPRFRRQGVHPIRDDPQATANRWENESINYNEE 40

ZmADF5-1 CQRWFMEMKWKK\/HRFV\/YIDERSRAVLVDVG 51
VAT AT B\ D)V K - ECQRWFMEMKWKK VHRFVV YT DERSRAVL VD[RV G| 80
ZmADF5-1 EELVAALPGDDCRYAVFDFDFVVDNCQKSKIFF 91
7AW \0) e G > G G YEEL VAALPGDDCRYAVFDFDFVYVDNCQKSK TFF 120

ZmADF5-1 SPAASRTRAKTLYATSKQGLRRLLDGVHYEVQATDPS 131
VARV SoRel N [ AWSPAASRIRAKILYATSKQGLRRLLDGVHYEVQATDPS 160

ZmADF5-1 IRGRA 142
7ZmADF5-2  [DilCiRnMnNe 171

Supplementary Figure S2 Amino acid sequence alignment of two ZmADF'5 genes.




+2065

+1
ZmADF51: —_— | B oo []uw
+1508

+1
ZmADF5.2: || j\_— [[] Exon  — Intron

GTGAAGGAGGAGTGCCAGCGCTGG

B
_ ZmADF51 GTGAAGGAGGAGTGCCAGCGCTGG
Wildtype ZmADF52 GTGAAGGAGGAGTGCCAGCGCTGE
saDFsKo  ZMADFS1  GTGAAGGAGGAGTGCCAGACGCTGG +1
ZmADF52  GTGAAGGAGGAGTGCCAGACGCTGG +1
ZmADF51 GTGAAGGAGGAGTGCG-— CGCTGE 3
ZmADF5-KO2 -
ZmADF52 GTGAAGGAGGAGTGCCAGGAGCCGCTGE +4

Supplementary Figure S3 Target site design of ZmADF5 gene knockout and PCR
identification of the knockout lines. (A) Design of the target sites of ZmADF5-1 and
ZmADFS5-2 genes by CRISPR/Cas9. (B) Insertion/deletion mutations at the target sites

in the ZmADF'5 knockout lines. Black font for target sequence, blue font for PAM
sequence, red base for an inserted base, dash for missing base.
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Supplementary Figure S4 Expression levels of differentially expressed genes in
different plants under normal and drought conditions.
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Supplementary Figure S5 ABA sensitivity of 35S:ZmADF5 transgenic Arabidopsis
plants during germination and post-germination growth. (A) Growth of WT and
35S:ZmADF’5 seedlings on 1/2 MS medium with or without (control) 0.5 uM ABA, 1.0
uM ABA or 1.5 uM ABA. The photographs show representative seedlings. (B)
Statistics of germination rate of WT and 35S:ZmADF5 transgenic Arabidopsis. (C)
Effects of ABA on the seedling growth of WT and 35S:ZmADF'5 transgenic Arabidopsis
plants on 1/2 MS medium containing 20 uM ABA. Scale bar, 1 cm. (D) Root length
statistics of WT and 35S:ZmADF5 transgenic plants on 1/2 MS medium containing 20
uM ABA. Significant differences were determined by t-tests. *P < 0.05, **P < 0.01.



