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Figure S1. Transgene-free edited B73 plants confirmed by PCR.  

 

Figure S1. Transgene-free edited B73 plants confirmed by PCR. Three transgene-free edited plants (B73-

R1~R3) were tested for the presence of three genes encoded on the GOI T-DNA: mCherry, NptII, and 

zCas9. Gl2, glossy2; WT, wildtype control; P, pKL2359 plasmid DNA as a positive control; -, water control 

for PCR.   



Table S1. Summary of Glossy2 genotyping analysis in B104.  

 Homozygous Biallelic Heterozygous Mosaic Wildtype Total 

Control 1 (5.3%) 6 (31.6%) 0 (0%) 10 (52.6%) 2 (10.5%) 19 (100%) 

LBA4404Thy- 8 (22.9%) 13 (37.1%) 0 (0%) 8 (22.9%) 6 (17.1%) 35 (100%) 

EHA105Thy- 3 (21.4%) 2 (14.3%) 0 (0%) 7 (50%) 2 (14.3%) 14 (100%) 

EHA105TR 5 (19.2%) 10 (38.5%) 2 (7.7%) 4 (15.4%) 5 (19.2%) 26 (100%) 
Homozygous, one mutant sequence without wild type; Biallelic, two different mutant sequences; Heterozygous, wild 
type sequence and one mutant sequence; Mosaic, three or more mutant sequences in a single plant sample. 
LBA4404Thy-, auxotrophic LBA4404 strain with thymidine synthase gene (thyA) knock-out; EHA105Thy-, auxotrophic 
EHA105 strain with thyA knock-out; EHA105TR, recA-deficient auxotrophic EHA105Thy- strain. 

 

 

 



Table S2. List of primers used in this study    
Primer name Description Sequence (5'-3') 
ZmWUS2-F1 PCR primer to amplify maize Wus2 and TIn2-1 terminator cassette from PHP97334 [1] TTTAACTTAGCCTAGGATCCCATATTCACTCCCATGGCGG 

TIN2-1-R1 PCR primer to amplify maize Wus2 and TIn2-1 terminator cassette from PHP97334 [1] AACTGTCGGTCCAATAGACGCCGCTCTCTCTCTCCTTGCTA 

3xENH-F1 PCR primer to amplify 3x viral enhancers and maize Ubiquitin promoter from PHP97334 [1] AGTCGACCTGCAGGCATGCAAATCGACCGAAGCTTGCATG 

PZmUbi-R1 PCR primer to amplify 3x viral enhancers and maize Ubiquitin promoter from PHP97334 [1] GGATCCTAGGCTAAGTTAAAGTC 

P35-RUBY-F1 PCR primer to amplify the RUBY cassette from pCBL101-RUBY [2] TGATTACGAATTCGAGCTCGACACTGATAGTTTTGAGACTTT 

P35-RUBY-R1      PCR primer to amplify the RUBY cassette from pCBL101-RUBY [2] CGACTCTAGAGGATCCCCGGAAAACAGTTTTCCCAATGCCA 

DODA-R1  PCR primer to amplify the RUBY cassette from pCBL101-RUBY [2] CGAGATTGTAGTGGTAGGTG 

DODA-F1  PCR primer to amplify the RUBY cassette from pCBL101-RUBY [2] GACGGCACCTACCACTACAA 

zCas9-F PCR primer to check the presence of zCas9 [3] CCGATTCTGGAGAAGATGGA 

zCas9-R PCR primer to check the presence of zCas9 [3] TCGAAGAGATGGGCGTAAGT 

zCas9-seq-F2 PCR primer to check the presence of zCas9 CCTGTTCGGGAATCTCATTG 

zCas9-seq-R2 PCR primer to check the presence of zCas9 ACTCGTACAGGAGCGAGTGC 

zCas9-seq-F3 PCR primer to check the presence of zCas9 GTATGTGACCGAGGGCATGA 

zCas9-seq-R3 PCR primer to check the presence of zCas9 GGGTGCTCCTTGAGGATCTG 

zCas9-seq-F4 PCR primer to check the presence of zCas9 CAGCTGCAGAATGAGAAGCTC 

zCas9-seq-R4 PCR primer to check the presence of zCas9 AAATCCCTGCCCTTGTCC 

zCas9-seq-F5 PCR primer to check the presence of zCas9 ATTCTGCCTAAGCGGAACAG 

zCas9-seq-R5 PCR primer to check the presence of zCas9 GTGTGCGCAATGAAACTGAT 

Zm-gl2-F2 PCR primer to amplify maize Glossy2 for genotyping analysis [3] CACAGCCTTGCAATCAATTC 

Zm-gl2-R2 PCR primer to amplify maize Glossy2 for genotyping analysis [3] GCTGACGTGGAAGGAGTAGC 

ZmGl2-exon2-F1 Sequencing primer for Glossy2 fragment for genotyping analysis [3] ACACCGTGTCTTCGTCAAAA 

Ruby_F1 PCR primer to check the presence of RUBY from the transgenic plants TTTACGACCAGCCTCAACCT 

Ruby_R1 PCR primer to check the presence of RUBY from the transgenic plants GCAGGTTGATGATGTCGGAC 

mCherry-F1 PCR primer to check the presence of mCherry from the transgenic plants GGGCGAGGAGGATAACATGG 

mCherry-R1 PCR primer to check the presence of mCherry from the transgenic plants GGTGTAGTCCTCGTTGTGGG 

mCherry-F2 PCR primer to check the presence of mCherry from the transgenic plants TTCAAGGTGCACATGGAGGG 

mCherry-R2 PCR primer to check the presence of mCherry from the transgenic plants GATGTTGACGTTGTAGGCGC 

NptII_F1 PCR primer to check the presence of NptII from the transgenic plants GAATGAACTGCAGGACGAGG 

NptII_R1 PCR primer to check the presence of NptII from the transgenic plants GAATCCAGAAAAGCGGCCAT 
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Table S3. List of transgenic B73 plants with indel mutations. 

Plant ID  T0 genotype Glossy2 sequence 
Indel 
mutation 

Contribu
tion% 

 WT 
Allele 1: TTGGTCACAGATCACAAACTTCAAATGCGGTGGGCTGGCGCTGGGGTTCAGCT 0 bp  

Allele 2: TTGGTCACAGATCACAAACTTCAAATGCGGTGGGCTGGCGCTGGGGTTCAGCT 0 bp  

B4-A-15 BI 
Allele 1: TTGGTCACAGATCACAAACTTCAAAATGCGGTGGGCTGGCGCTGGGGTTCAGCT +1 bp 45 
Allele 2: TTGGTCACAGATCACAAACTTCA----------GCTGGCGCTGGGGTTCAGCT -10 bp 41 

B5-A-06A BI  
Allele 1: TTGGTCACAGATCACAAACTT---ATGCGGTGGGCTGGCGCTGGGGTTCAGCT  -3 bp 89 

Allele 2: TTGGTCACAGATCACAAA-----------------TGGCGCTGGGGTTCAGCT -17 bp 1 

B5-A-16A HT 
Allele 1: TTGGTCACAGATCACAAACTT---ATGCGGTGGGCTGGCGCTGGGGTTCAGCT -3 bp 64 
Allele 2: TTGGTCACAGATCACAAACTTCAAATGCGGTGGGCTGGCGCTGGGGTTCAGCT  0 bp 26 

B4-A-11 MO 
Allele 1: TTGGTCACAGATCACAAACTTCAAATGCGGTGGGCTGGCGCTGGGGTTCAGCT 0 bp 12 
Allele 2: TTGGTCACAGATCACAAAC---------------CTGGCGCTGGGGTTCAGCT -15 bp 7 
Allele 3: TTGGTCACAGATCACAAACTTCAA--------------CGCTGGGGTTCAGCT -14 bp 7 

B5-A-01D MO 
Allele 1: TTGGTCACAGATCACAAACTTCAAATGCGGTGGGCTGGCGCTGGGGTTCAGCT 0 bp 73 
Allele 2: TTGGTCACAGATCACAAACTT---------------GGCGCTGGGGTTCAGCT -15 bp 14 
Allele 3: TTGGTCACAGATCACAAACTTCAANATGCGGTGGGCTGGCGCTGGGGTTCAGCT +1 bp 6 

B5-A-03A MO 
Allele 1: TTGGTCACAGATCACAAACTTCAANATGCGGTGGGCTGGCGCTGGGGTTCAGCT +1 bp 30 
Allele 2: TTGGTCACAGATCACAAACT----ATGCGGTGGGCTGGCGCTGGGGTTCAGCT -4 bp 15 
Allele 3: TTGGTCACAGATCACAAACTTCAA----GGTGGGCTGGCGCTGGGGTTCAGCT -4 bp 7 

B5-A-11A MO 
Allele 1: TTGGTCACAGATCACAAACTTCAAATGCGGTGGGCTGGCGCTGGGGTTCAGCT 0 bp 62 
Allele 2: TTGGTCACAGATCACAAACTTC---TGCGGTGGGCTGGCGCTGGGGTTCAGCT -3 bp 16 
Allele 3: TTGGTCACAGA---------------------------------GGTTCAGCT -33 bp 10 

WT, wild type; HT, heterozygous mutation; BI, biallelic mutation; MO, mosaic mutation showing more than 3 mutations at the 
target site. PAM (blue) and protospacer (red) sequences are highlighted. Inserted bases (A, N) are underlined. Contribution % 
represents relative proportions of indel sequence (p < 0.001) in each sample. 
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