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Supplementary Results
ACTGTTCTCAGCAGTAAGATCTTTGGAGGGTGAAGCCTTAAAGCT
TCTTTTGCACTGCGAAACAGAAAATCCATCTCAGACAAAACATCGFlanking Sequences of the Transposed CACTA1 Element

Transpositions were confirmed by directly sequencing flanking re- TAGTCGATCTTGTCCCCATGTTTTCCAATCAGTTTCTTCTGCTCG
TCCAAAGCCGCGGACCACCAGTGTTTGTTTTGAATTAGATAAGCAgions of CACTA1 for cmt3 single and met1-cmt3 double mutants.

The experimental conditions were as described in Miura et al. [S1]. CCGGTCCATGTGGCAGTGATAGAGCTTGTATGTTGTCCTGCAAAC
AAACCAGCAATGAGCAAACCAGTTACTTCAGATTCAGTTGTCTCT
CTACCGTCTTTGTACTTTGAGTCGATGAAACATTGTAGCATGTCGcmt3-met1 Double Mutant in F2 Families in Figure 2C
TTCTCTGATTTGTCACCAGAGCGTTTTCTTGTTGCTATGATGTTTGPlant 1 in Figure 2C
AAAAGATTTTTGCAATCTTTCCGCGAGCACGGTCACGACAATTGTATTTCCTAATCCGAAGTGTTTCTAAGATTTCAGCGTCTTTTCTTTGT
GAGCTGGAATGGGGAGCTTTGGGAAGATGACACTTATGGGTTGCTTTCTCTTTGAATAAATTTATCCTTGCTTCCTGCTTTGTATGTTCGC
ATGCCTTTATCAAGGTCATGGAACAATGGAGCAACATCATCAAAAATAGTCGAACTCCTTATTTTTATTCGTACGTATAATCGAACTATTCT
AGTTGGTCACGGACTTCTCGACCCAATAGACATCTACTAGCAGTCTCAACATGAATAAAACAAATTTTATTAATAGCTGAACTCGTTTCCG
AAGGTGATTAGACGCTCTAACTCGGCCTTTAGATCCACTTCCCCAAGATGCCTACATACCCATTTCGAGATCAAGCCACACCGTAGTTCA
CTTTCTCCCCATTTTGAGAAGTAATCCTGCAAACATTACA (Com-TGTACAAAGAATGC (Complete match to AB010068, 17517–17272,
plete match to AC002329, 37846–38470, on chromosome 2.)on chromosome 5.)
Progeny of Plant 33 (Fourth Lane from Left)Plant 4 in Figure 2C
AATCCTTAAGAAAAAGATGAATTCTCCGAACATAACCGAAAGTATAAGGATAAGTGGAAAAGACTATTCAGGAAGGAAAGTTTGCACAAA
GATAAAAAAAAGATACTTGAACAGTTAAACACAAATATAATAGTAAGAGATCACACACTGTTGGGGTGTAAGGGCTTTGCCATTTTAGAG
GATCCTCGTTCACTGACACGAAACATAAAATAAAGCCAAAACCTTATAAAAGAGTGTAAATACACTTTTTCGTGTATTCGAAACTTTCTTA
TGGTTCGTTTTATTGAAGTAATCTCATAAATGACAATGACTTGTGGTCTTGTTCACGAGCTTGATTTCTACGTATATTGTAACGTTCTGTA
AACGTGAGCCAACACAACAAAAGAAAATAGAAAGCTTATAAAGAAACGGATTGCTGGAAAGATTTTGACCAAGACGTAGGATTTGGTCAC
ACTTCGGTTCCACCGAATACATATTTTTAAAAATAATCAAAAAATGATTTATTGCTATGAACTCGTAGATTTTTGATAATTTTCTTGTTCTAT
CAAACCATGTTCATAAAAAGAACTTATTCGAAACGCACTCACTTATTCTTTTTGTTTGTGCGTGTGTTTGTCTCAACAATTCAGACGGTCG
TTCGAAAAGAACTTATTGGATGGAGACTCTATTTTAGAGGTGTAGAGATACAGTCTAGAG (Complete match to AL163832.1, 24913–
TATGAAAAAAATAAAGTTTA (Complete match to AC007293, 18904–25246, on chromosome 3, except 1 base of INDEL.)
18524, on chromosome 2.)Plant 4 in Figure 2C
Progeny of Plant 33 (14th Lane from Left)TGACTCTTCTTTACCTGTTATCCAATTCGTATTCATTCAATAACTGA
CATATAATATTAATGCGAATTACTAGTAGAGAGTATAATAATAGTATTTTTTTTTGTTTGGTAAGAAACATTCAATAAATGTCTGAAGTTATT
ATAACAAAATGCTTGGTTACTGTATGTAAATCCCTAGACAAAAAGATATGGATTTTGATCATTTTGAGTCCGATAACGAAT (Complete
ATAAGAATAAAAAGAGCAAAATTCTTCATCCCAAGATCCATCAGGmatch to AB026658, 22974–23102, on chromosome 3.)
AGAGTCAGAGTCAGACCCCATCTCTCATTTCCCATCTCTCCTTTTPlant 18 in Figure 2C
CACATTTATTTCCTTTTTTTTCTTTCTAGA (Complete match toTGTCATAACCCACATTAGATTTTTCGCCGAGTGAATTAAGTTGTGT
AC001229, 77642–77853, on chromosome 1.)CTTGTTTTGACGTATTCAACGACTCCGACATTAGTCGTTAGAAAG
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AAAGGATTTGAACTTACTTGCGAATGAATTGACCTTTGACGTGAG
GCCGTTGCTCAGCTAGTTTCTTCCTGCTATGGTACCTAACCTAAA
GGATACCAAAAAAAACGTTAGTTTCGTCTCAGGAAACAAGAGCTT
AAGCTTGTTTAGAGCTTACCTTTTTCTCAAAACATCGCTCTTTAC
GTTTAAGGCGAAACTTCATCAAAGCAGCTTCTCTTTGTGCCCATC
GGTCACTTCCACTAGACTGCTGCTTTAAAGGATTGTCACTGCTTG
AACTCGAACCCAACAGTTTTGCAATAGGACTGTCATGAGGAGAA
CAACTTTCCACATTTTCTTCTGGAGCCTAACTCAGCAAAAGTTCA
AAGTTTTTGATGAAACCGGCATAAATTTCAAAGACAGCGCCAAG
CATCATGAAAAGTTACCTTCTTAGCAGAAGTAGCACCATTATTGT
ATCTGCATATCACAAGAGAACCAATAACTCCAAATCAGTCACAGG
TTCGACATTTCATTTGCAGTTAATGTCAAGAACTTACTTTGAGAAT
GCAGAGAGATTTGAATGCCTCAACACACTTCGATCACCGACTTTG
TAATCTCTATCCTCTCTTGTTTTT (Complete match to AB019231,
27471–28078, on chromosome 5.)
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Figure S1. Methylation Patterns at the 5�-Terminal Region of CACTA1

Genomic DNA was isolated from leaf tissue of the indicated strains and digested with Dra I and Hind III. Conditions for bisulfite treatment
are as described by Paulin et al. [S2]. The primer pairs used for the first and the second PCR are BS-F1 (5�-TTCCCCTTAAATATCCACATAATAAT
TACT-3�) � BS-R12 (5�-TGAAATGGATTAATAAGGAATAAGGAAGAAAGA-3�) and BS-F2 (5�-TTTTCTTTTTAATTCAAACATACACCATTCCAAA-
3�) � BS-R13 (5�-TTTTAGGTTGAATCGATTTTGGGAGTGGA-3�), respectively.
The obtained PCR products were cloned into pT7 Blue T-Vector (Novagen) and sequenced with the primer BS-F4 (5�-TACTCATTCTCACATGA
TACATCAAA-3�).
In each plant, the completeness of bisulfite treatment was confirmed by directly sequencing the PCR product from the control ASA1 sequence
[S3].
Data are shown for nine independent clones of each sample, with the monitored cytosines indicated by squares. Filled squares indicate
methylation and empty squares indicate no methylation. CG cytosines are highlighted in black. In wild-type Col, both CG and non-CG (especially
CNG) sites are methylated.
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Figure S2. Transposition of CACTA Elements in the F3 Generation of Families 3 and 4

Self-pollinated progeny from F2 plants of each genotype class in Figure 2C are shown. As the parent plants 6, 4, 33, and 36 were heterozygous
for some of the CACTA copies, segregation of bands was observed in their progenies.
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Figure S3. Effect of the cmt3-i11 Mutation on Transposition of CAC Elements Introduced from Wild-Type Col Plants

The transposition was monitored as described in Figure 1.
(A) A cmt3-i11 homozygote in WS background was backcrossed three times to wild-type Col, resulting in a CMT3/cmt3 plant homozygous
for all the CAC copies present in Col background (plant #02-112/3). From self-pollinated progeny of this plant, cmt3/cmt3 and CMT3/CMT3
homozygotes were selected and transposition was scored after one more self-pollination. No transposition was observed in 64 self-pollinated
progenies from the cmt3 mutants. This contrasts with the low-frequency CAC transpositions in cmt3 mutants in families 3 and 4 (Table 1,
Figure 3C), where the transposons were introduced from MET1/met1 heterozygote. The results suggest that when CAC elements are introduced
from wild-type instead of MET1/met1 heterozygote, the cmt3 single mutation may not be sufficient for the mobilization. This difference may
reflect heritable partial demethylation of CAC elements that segregated from the MET1/met1 background.
(B) In order to confirm effect of cmt3 mutation in this family in combination with met1 mutation, the same parental CMT3/cmt3 plant (02-
112/3) was also crossed to a MET1/met1 plant to generate a double heterozygote MET1/met1, CMT3/cmt3. From self-pollinated progeny of
the double heterozygote, the met1/met1, cmt3/cmt3 double mutants were selected and transposition was scored after one more self-
pollination. High-frequency transposition was observed, confirming the results for families 3 and 4. Taken together, the results further support
our proposal that CMT3 and MET1 function redundantly in the immobilization of the CAC elements.


