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Figure S1: Snapshot of the initial search on MSU-RGAP for OsCENH3 locus reveals the coordinates

of the gene on Chromosome 5
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Figure S2: Schematic representation of the gene OsCENH3. It has seven exons and six introns. The
numbers ranging from 1 (ATG) to 2166 (TGA) signify the length of the gene and positions of exons
on it. Other numbers mark preceding and trailing regions included for designing overlapping
primers.
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AAAAAAGGAAAAAAAAACAAGAAACATAACTCGATCACTCGACCGTTGGACACATACGCGCGCGTGGCGTTGTG
GCCTTGTGGGATGTGAAAAACGCAACTGACACAGACTGACCCATAAATAACAACAAAACCAAGGGCCTAACCGCA
AAAAGGGATCCCCAACCCAAAACCAAAAGAAACCCTCTCCCATTTGCCTCCACGCCGCTTCAGTTTGAAAACCCAC
CGCCACGTCGCCGLCGCCGLCGLCGLCGCCGCCGACGCCEAGATEGGCTCGCACGAAGCACCCGGLGGETGAGGAA
GTCGAAGGCGGAGCCCAAGAAGAAGCTCCAGTTCGAACGCTCCCCTCGGCCGTCGAAGGCGCAGCGLGCTGGTGE
GTGAGCGCGCGCTCTCTCCCCCTCTGCGTTTCTTTTTITTTTTITCCTTITTITCTTTCAATGGCGGTGGATGGTGAAGCTT
ATGCCCCCCCCCCCCCCTTCCCGCCTCTTGCTTGTCCCCTTITGCAGGCGGCACGGGTACCTCGGCGACCACGGTGLG
TGCGGGAGCGGGETCTTTCGTTTGGTGATTTITTGATTITIGTGGGGGGATATGTTTITGTTITIGTATCTTGGCTGGAT
GGATGGCTTGCTCACCACCTGTITGATGGAATGCAGAGGAGCGCGGLTGGAACATCGGCTTCAGGTGCGTTCTCT
TGGGGGGEGETTTCTAGGGTTATTCATGGGCTCGTTGGAGCTTTTCCTTTCTGTCTCTTGGATTCCGGGGGACCTGAG
GGGCTCAATGTGTCCCTTTTCTTGCTCTGTTTTACCGTGTGCTGTACTTTCCTCATCGTTGTTTTCTGAATATATTATA
AGAACAGTAGTTGCAGAAAGATCTTCAATTGCTCATCAGTCAAAGCTTTTCTIGTTTTCATTCTGAAATAATAGCAA
ATCCAGTTTGGTCCATGGAGGGGTTATCTGAAACATTATGACCATAAAACATGGTATTAAGCATTGCTAGCCAAGA
AATGTGTGGTTTTITAGACACGATGTTGATAGGTGATTTTTATGCTCATCCATTATTAGTCTTTGCATCGTGGGAACT
GATTTAGTAAACTTTCTTTAGTGTCATGGTTCAAATAGCGTCTGTTCTACCTAGATGATAGGTATCCATATGGAAGT
CTTGGCTTTGGAATTGCTCTCCTTTTGTTCTCCTGTGATTAAATAACTTTAACATGTGTGTGAAGCAGGGACGCCTA
GGCAGCAAACGAAGCAGAGGAAGCCACACCGCTTCCGTCCAGGCACAGTGGCACTGCGGGAGATCAGGAAATTT
CAGAAAACCACCGAACTGCTGATCCCGTTTGCACCATTTTCTCGGCTGGTGGGTACATCCTGAACCTGCCTTCTCTC
TATATCAAATATTTCGTAGTGCAAACTTGTGTGATGGAAGCTTTTTGTGCCGATAAAATTTGCAGGTCAGGGAGAT
CACTGATTTCTATTCAAAGGATGTGTCACGGTGGACCCTTGAAGCTCTCCTTGCATTGCAAGAGGTCAGTGGTCAA
ACCTGTTTATTATAAGTTTACAACTGATGGCTTAGTTAGGGAAGGGTCAGACTGAATTATACTGTTTAAATTCCATT
CTGCTTCAAGACTCAAGTCACGGCTCAAGAGTGTAACTGAAAAATGTACAAATCTTCCATGATCAATAAAATGAAT
ATCTCTGTGTGTTIGATTITATGAGTCAGATTGCTAAATTATTATCCTTTTTCAGTAGAACACCTATATACTACAAATAT
GCAACCTCCCTATTTTIGTTGTGTCTGTTCAAGATTGCTATCATAGAGTATACCAATTTCAGTTCCTTCTTTCCAGCCA
TGTCTGTTTCTGCATAACCAGGAAAAGGAACAAAGAGCTGACTTAATTCTCACAAAATAAATTATGTTATTITACTTG
CTGTCCTGCAAATTTCCAGTGGTTTTCCCTCTCCTGCAGGCAGCAGAATACCACTTAGTGGACATATTTGAAGTGTC
AAATCTCTGCGCCATCCATGCTAAGCGTGTTACCATCAGTAAGTTGTCATTCTGAATGAACTTTITCTCTITCTITITCT
CCCTTTATATTATTATGCTAAATGGATATCATATATGCCACAGCCTACATGATATCATATACGCATCCACTTCAAAAG
CATTCTATTTTTTTATAGGAATAACATTCTAATTGCAGGATGATTCTTAATACATGTGTTTATATTTAATGTCATATCT
AGTTTTCATACTCTTAAATTTATCATGATTATTGATTAAACATAGGGAGAATTAGTTIGGTTTGTGAGTTTTGAGGTG
TGAAATATGCTGCTTGCTATTCCCTGTAAAGCTTATCAGCGTTGTCATTGTGTGGTTTAACAAATAAACGTTTGTTCT
GCAGTGCAAAAGGACATGCAACTTGCCAGGCGTATCGGTGGGECGGAGGCCATGGTGAAAATTTGTTTGCGAGCC
ATGCAGCATGATGGACAAGGAGCAACATGTGTCGTTGATTAACATTTTAGAAAGTAGTGTAGATGTATCTTCACAT
AGGGATCAACTTACCCTTCGTTCCCATTCTAATTCAGTTGATGTTAGTATTTACCTTTTGCTCCATTTGGATTGGTCG
AATTCAGGATTTCATCAAACAGTCGATTGTGAAATGTGAACCAGGAATTGTTGTGTTGATTGCAATAATGGGTTCC
TCTCACCTGCTTCTTCCATCAGATATTTGAACAGCTGTTTTCAAGAACCCTGTGCTCAAGGAACACAGGCAGTTGTT
GAGTGCAGAGGACCTTGAAATATTTCCTCCAACCCCATATATTGCACTCATGATTTGTTATTCAGACAATGTTACAA
AGTTACTGGATCTAGATGGAAACAAGTGGCAAGATGGAAAAAATGGCAGGATCTACACGGAAGCCA

Figure S3: Sequence of the gene in which primer binding regions have been highlighted. ATG in
green represents start codon and TGA in red represents stop codon. The binding site for primer pair
cenh3-p3b is highlighted in pink; for primer pair cenh3-p2a in purple and that of primer paircenh3-
plain blue.



<Wild species accessions> M € Wild species accessions 2 M € Wild species accessions =

< Wild species accessions=> M €Wild species accessions 2>M €< Wild species accessions =

e

Figure S4: Amplification profile in different wild species using primer pairs (a) cenh3pla, (b)
cenh3p2a and (c) cenh3p3b. M = Thermoscientific Generuler 1kb plus ladder
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Figure S5: Secondary structure predicted for rs# 175193154

Figure S6: Alignment of 3avl (Purple) and our reference OsCENH3(yellow)



Figure S7: Alignment of rs# 175193154 (Blue) with our reference OsCENHS3 (green)

Ramachandran Plot

saves
180 | -
[
: " F ‘
% . I
i [ . J
i [, -l
g T
2o i T J
i = | ‘ ‘ A
= g
B =
= |
1 o ’ | ‘
150 is )

Figure S8: Ramachandran Plot of OsCENH3
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Figure S9A: Ramachandran Plot of H5, B: Ramachandran Plot of H10, C: Ramachandran Plot of
H12, D: Ramachandran Plot of H3, E; Ramachandran Plot of HO, F: Ramachandran Plot of HC.
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Figure S10: Ramchandran plot for rs# 175193154
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Figure S11: Protein Alignment of OsCENH3 with Arabidopsis thaliana CENH3



