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Y€ T TTGGTCGCCATTCGATTATCCCAAATAACCAGATTGGTACCGCCTCTGCTTCCGCTGGTGAAGACCATGTCTCTGCCT
CCGCTACGTCTGGTCACATTCCTTACGACGATATGGAAGAAATCCCTCATCCTGACTCTATCTATGGTGCTGCCTCCGATTT
GATTCCCGATGGCTCTCAATTGGTTGCTCACCGATCCGATGGCTCTGAATTACTTGTTTCTCGGCCACCGGAAGGGGCGAAT
CAGCTTACGATCTCGTTCCGTGGACAAGTTTACGTTTTTGATGCCGTTGGTGCTGACAAGGTGGATGCTGTGTTGTCGCTGT
TGGGTGGTTCTACTGAGCTTGCTCCTGGTCCGCAGGTGATGGAACTAGCTCAACAGCAGAATCATATGCCTGTTGTAGAATA
TCAGAGCCGCTGTAGCCTTCCGCAACGGGCACAATCCTTGGATAGGTTTCGGAAGAAGAGGAATGCTAGATGTTTCGAGAAG
AAAGTAAGATACGGTGTTCGCCAAGAAGTTGCCTTAAGAATGGCACGTAATAAAGGTCAATTCACCTCTTCAAAGATGACAG
ATGGGGCTTATAACTCTGGCACAGATCAAGATTCTGCCCAAGATGATGCCCATCCAGAAATATCGTGTACTCATTGCGGCAT
TAGTTCCAAATGTACACCAATGATGCGACGTGGCCCTTCCGGCCCCAGGACTCTCTGCAATGCCTGTGGACTTTTTTGGGCT
AACAGGGGTACATTGAGGGATCTCTCAAAGAAAACAGAAGAGAATCAGTTGGCTTTAATGAAACCGGATGATGGTGGGAGTG
TTGCTGATGCTGCTAACAACTTAAACACTGAAGCTGCAAGTGTTGAAGAACACACTTCCATGGTTTCTCTTGCCAATGGGGA
TAATTCTAATCTGTTAGGTGATCACHEY

> AtGATA25 amino acid / 309 a.a
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QLTISFRGQVYVFDAVGADKVDAVLSLLGGSTELAPGPQVMELAQQONHMPVVEYQSRCSLPQRAQSLDRFRKKRNARCFEK
KVRYGVRQEVALRMARNKGQFTSSKMTDGAYNSGTDQDSAQDDAHPEISCTHCGISSKCTPMMRRGPSGPRTLCNACGLEFWA
NRGTLRDLSKKTEENQLALMKPDDGGSVADAANNLNTEAASVEEHTSMVSLANGDNSNLLGDH




Supplementary Fig. S1 Sequence analysis of AtGATA25 gene. A AtGATA25 cDNA sequence obtained from Arabidopsis thaliana Col-0. B Protein sequence deduced from the AtGATA25 cDNA sequences
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ORG: Arabidopsis thaliana (TAIR10), Position: 4:12645542..12647965, Length: 2424
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Startwith A" () 'G" () The current sgRNAS are G(N)20GG or A(N}20GG depending on if US or U3 promoters are used for transcribing the RNA molecues.

Sort by 'score’ | 'ge’  ‘position’
On-score ® Sequence Region  %GC
ide10 on-score: 0.6406
guidel  0.8572  GTTGGITTATCCACATANGGEB intron 40v o«
quidez  0.8142  ATAAACCAACCAGAMACACABEE  exon 353 [ postion: 4:+12645938
guidel  0.7759  CCGICGGGTGAATTCGACGABGE  utr 60
guides  0.7691  AGAGCCATCGGGANTCAMATEGE  exon 451

guide sequence: GCCTCCGATTTGATTCCCGARGE

guides  0.7331  AATGTGACCAGACGTAGCGGHGE  exon  55% [ SnoRNA prosoter US
quides  0.7104  TIACAGAGAGAGNIGOTONTE  uer 40y () 5 LCACCOGCCTCCGATTIGATTCCCOATGG-3"
uide?  0.7010  GTAATTCAGAGCCATCGGATEGE  exon  45% 3" ~CGGAGGCTARACTAAGGGCTACCCARA-S "

guides  0.6875  CCGTCGTCGAATTCACCCGABGE  utr  60%
guides 0.6695  TTATTTGTGTGAAGTCTCGANG@ intron  35%
guidel0  0.6406  GCCICCGATTTGATTCCCGARGE  exon 551
guidell  0.6363  AGAGACATGGTCTICACCAGEGE  exon  S0%

- number of offtarget sites: 2

top 20

- Sequence off-score O WD  Locus Gone  Region
quidelz  0.6193  GIAGTAGGCTICATIGRCCARM intron 45\ () cccreconmeece v e A0 eoen
guideld  0.6097  TGTACACCAMGATGCGACGEE  exon  50% GAGTCCGATTTGATACTC 0.098  amis  S:eld6s2362  ATSGIT055 exon

guidels 05993  GGITATTTGGGATAMTCGANE@@  exon 35
guidels  0.5966  ATTCTIGTAGGGTACATTGABE intron 35\
guidels  0.5792  CTACICTICTGGCTATGCTCH@  intron  S0v
guidel?  0.5600  GTTAGCCCAAAAAAGTCCACHEE  exon  45%
guidels  0.5553  GCTGIGTTGICGCTGTTGGGHGE  exon  60%
guidel9  0.5234  GATTCCCGATGGCTCTCAATEGE  exon  50%
Guide20  0.5218  TCAAATACTACAGCAAGCCARG  intron 403
guide21 78 CCCATTGGCAAGAGARACCARE@  exon  50%

advance Get the secondary structure and microhomology score of the selected SgRNAS above



Supplementary Fig. S2 gRNA design result of AtGATA25 from Arabidopsis thaliana using CRISPR-P 2.0
Supplementary Table. S1 List of primers used in this study

[image: image3.png]AGI number Name Forward (5’ to 3') Reverse (5’ to 3) Purpose
At4g24470 AtGATA25-T7E1_F GGTCGCCATTCGATTATCCC - T7E1 assay
At4g24470 AtGATA25-T7E1-R - GCAAGCTCAGTAGAACCACC T7E1 assay
At1g13320 AtPP2A GACCAAGTGAACCAGGTTATTGG TACTCTCCAGTGCCTGTCTTCA gRT-PCR
At4g24470 AtGATA25 AAGATACGGTGTTCGCCAAG AGCCCCATCTGTCATCTTTG qRT-PCR
At2g43010 AtPIF4 GCCAAAACCCGGTACAAAACCA CGCCGGTGAACTAAATCTCAACATC qRT-PCR
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