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Supplemental Figure 1. Alignment of ZIX C-terminus with the Ataxin-10 related domain pfam09759 of other eukaryotes

Red residues: highly conserved, blue residues: moderately conserved.
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Supplemental Figure 2. Predicted secondary structure of ZIX by HHpred based on sequence alignment with proteins of known

structures.
Six representative hits (1, 3, 5, 21, 22, 23) were selected to show secondary structure alignment below the graphic presentation.
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No Hit Prob E-value P-value Score SS Cols Query HMM Template HMM
1 pfam09759 AtxlOhomo assoc Spin 100.0 7.7E-42 0 294.8 11.0 102 372-474 1-102 (102)
2 PF09759 AtxlOhomo assoc: Spin 100.0 9.8E-40 2.2E-44 283.0 8.9 103 372-474 1-105 (105)
3 2jdg A Importin alpha-1 subuni 98.9 2E-06 4.6E-11 85.7 27.7 324 11-436 23-353 (450)
4 lwab B Importin alpha subunit; 98.8 1.1E-06 2.6E-11 90.1 25.0 341 10-449 89-431 (530)
5 1jdh A Beta-catenin; beta-cate 98.8 8.3E-07 1.9E-11 90.0 21.7 337 10-449 22-358 (529)
6 1xm9 A Plakophilin 1; armadill 98.7 4.3E-07 1E-11 86.9 16.3 355 55-441 7-370 (457)
7 2z6h A Catenin beta-1, beta-ca 98.7 1.6E-06 3.6E-11 92.2 21.2 334 10-446 19-352 (644)
8 1jdh A Beta-catenin; beta-cate 98.7 1.1E-05 2.6E-10 81.8 25.3 407 8-442 62-500 (529)
9 ly2a C SRPl-alpha, importin al 98.6 5.4E-05 1.3E-09 73.4 26.7 330 10-441 9-349 (428)

10 2z6h A Catenin beta-1, beta-ca 98.6 1.4E-05 3.2E-10 85.0 23.5 408 8-441 59-496 (644)
11 1xm9 A Plakophilin 1; armadill 98.5 4.3E-05 1E-09 73.2 21.6 387 10-441 7-417 (457)
12 1ly2a C SRPl-alpha, importin al 98.4 0.00018 4.1E-09 69.8 25.4 299 52-443 9-308 (428)

13 2z6g A B-catenin; FULL-length, 98.4 1.7E-05 3.9E-10 87.2 20.3 337 10-449 155-491 (780)

14 2jdg A Importin alpha-1 subuni 98.2 0.00068 1.6E-08 67.7 23.4 295 50-441 20-316 (450)
15 2z6g A B-catenin; FULL-length, 98.1 0.00062 1.4E-08 75.0 23.2 406 8-441 192-632 (780)
16 lwa5 B Importin alpha subunit; 97.8 0.0028 6.6E-08 65.3 21.3 293 52-441 89-381 (530)
17 3grl A General vesicular trans 97.6 0.018 4.1E-07 63.7 25.1 359 7-449 24-413 (651)

18 1xgr A HSPBP1l protein; armadil 97.6 0.0017 4E-08 63.1 15.0 225 22-253 56-291 (296)
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19 1xgr A HSPBPl protein; armadil 97.5 0.0026 6.1E-08 61.8 14.9 200 9-214 86-289 (296)
20 3grl A General vesicular trans 96.8 0.023 5.4E-07 62.7 14.8 325 47-453 21-365 (651)
21 PF00514 Arm: Armadillo/beta-c 94.7 0.065 1.5E-06 37.3 4.6 40 388-429 1-40  (41)
22 pfam00514 Arm Armadillo/beta-c 94.6 0.062 1.5E-06 37.7 4.4 41 388-430 1-41  (41)
23 smart00185 ARM Armadillo/beta- 91.9 0.28 6.6E-06 34.4 4.1 41 388-430 1-41  (41)
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No 1

>pfam09759 AtxlOhomo assoc Spinocerebellar ataxia type 10 protein domain. This is the conserved C-terminal 100
residues of Ataxin-10. Ataxin-10 belongs to the family of armadillo repeat proteins and in solution it tends to
form homotrimeric complexes, which associate via a tip-to-tip association in a horseshoe-shaped contact with the
concave sides of the molecules facing each other. This domain may represent the homo-association site since
that is located near the C-terminus of Ataxin-10. The protein does not contain a signal sequence for secretion or
any subcellular compartment confirming its cytoplasmic localisation, specifically to the olivocerebellar
region.

Probab=100.00 E-value=7.7e-42 Score=294.76 Aligned cols=102 Identities=51% Similarity=0.903 Sum probs=0.0

Q ss pred cHHHHHHHHhccccceChhhHHHHHHcCCcHHHHhcCCccCCCHHHHHHHHHHHHHHhcCCHHHHHHHHhcCcccCcCcH
Q ZIX 372 GFRRDIVSVIGNCAYRRKEVQDEIRERDGLFLMLQQCVTDDENPFLREWGLWC IRNLLEGNPENQEVVAELEIKGSVDVP 451 (475)
Q Consensus 372 Gfk~~1v~1igN~~~~r~nnn gqd~vr~1~Gi~1iL~~c~~D~~Np~lreW~i~aiRnL~e~n~~nQ~~Ia~le~gqg~~~~~ 451 (475)
EEEas AN RN NN R A N NN AN
T Consensus 1 G~K~~1Vrli~nl~~~n~~vQd~vr~~~gl~1iL~~c~~D~~NP~irEwai~~iRnL~e~N~enQ~~Ia~Le~g~~~~~~ 80 (102)
T pfam09759 1 GFKRELVRLIANLTYKNKEVQDKVRELGGLALILSNTRIDDNNPFIKEWATFCIRNLLENNPENQEFIAGLEPQGVVDND 80 (102)
T ss_pred CcHHHHHHHHHHHHhcChhHHHHHHHcCChHHHHHhcCCCCCCcHHHHHHHHHHHHHHhCCHHHHHHHHhcCcccCceChH
Q ss _pred HHHhCCCeEEEcCCCCceEeccC
Q 7ZIX 452 QLREIGLRVEIDPKTARPKLVND 474 (475)
Q Consensus 452 ~L~~~Gl~veid~~tg~~~1lv~~ 474 (475)
R Rl I I S B IR S
T Consensus 81 ~L~~~G~~v~i~~~-Gk~~1~~~ 102 (102)
T pfam09759 81 LLKEAGLEVEINKE-GKLRLKSK 102 (102)
T ss pred HHHHCCcCEEEECCC-CcEeeccC
No 3

>2jdg A Importin alpha-1 subunit; transport, PB2 subunit, nuclear protein, protein transport, armadillo repeats;
2.2A {Homo sapiens}
Probab=98.89 E-value=2e-06 Score=85.70 Aligned cols=324 TIdentities=13% Similarity=0.077 Sum probs=0.0

Q ss_pred HHHHhcccccccHHHHHHHHHHhce—-—=———— CccccecececceccchHHHHHHHHHheCCCchhHHHHHHHHHHHEHhccchh

Q ZIX 11 QPLLHASDLSYSLEDCLKFLLESSK-——--- TDSGRSDLASKSILPSTILRLLQLLPYPSSRHYLNLSLKVLRNLCAGEVS 84 (475)

Q Consensus 11l ~~~nvvnvmvnva v 1~~~ S~——————~~~ gre~ Lo S~~~ 1~1r~LRN~cag~~~ 84 (475)
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T 2jdg A 23 SDMIEMIF-SKSPEQQLSATQKFRKLLSKEPNPPIDEVISTPGVVARFVEFL---KRKENCTLQFESAWVLTNTASGNSL 98 (450)

T ss_dssp HHHHHHHH-SSCHHHHHHHHHHHHHHHHSSSSCCHHHHHTSTTHHHHHHHHH---TCTTCHHHHHHHHHHHHHHHSSCHH

T ss_pred HHHHHHHh-CCCHHHHHHHHHHHHHHHhCCcCccHHHHHHcCCCHHHHHHHH---cCCCCHHHHHHHHHHHHHHhcCCHH

Q ss_pred hhHHHHHcCChHHHHHHHhcCCccHHHHHHHHHHHHHHHhCCHHHHHHHHHHhchHHHHHHcCCCCc-cchhhHHHHHHH

Q ZIX 85 NQNSEFVDHDGSATVSDLLDSATADFETVRFGLQVLANVVLFGEKRQRDVWLRFYPERFLSTAKIRKR-ETFDPLCMILYT 163 (475)

Q Consensus 85 NQn~f~~1l~g~r~r~~~~ 1L~~rev~ e RcgLQfLgN~a~~ne~~Q~aiW~~~FPd~F~~~1~~~d~-kv~~y~CMiLfT 163 (475)
T o o e o o s S o o R R S S o Sl I I o SRR o S S T T T 5 5 RN R o5 RN L R

T Consensus 99 ~~~~ivvrgrivcLonlLv——g~nnayas~a~~~Lenla~~~~~~ fnmngrinnLrm Lo 1~~ 176 (450)
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>1jdh A Beta-catenin; beta-catenin, protein-protein complex; 1.90A {Homo sapiens} SCOP: a.118.1.1 PDB:

1g3j3 A 1thl

A
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Probab=98.79
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Q ss pred ccCCCHHHHHHHHHHHHHHhcCCHHHHHHHHhcCcccCcC
Q ZIX 410 TDDENPEFLREWGLWCIRNLLEGNPENQEVVAELEIKGSVD 449 (475)
Q Consensus 410 ~D~~Np~lreW~i~aiRnL~e~n~~nQ~~Ia~le~gqg~~~ 449 (475)
B e e e al [ S | .++
T Consensus 319 ~~nnnan v~~~a~~aLlir~Lin~s~snsns v i~~~ 358 (529)
T ljdh_A 319 RAGDREDITEPAICALRHLTSRHQEAEMAQNAVRLHYGLP 358 (529)
T ss_dssp HHTTCHHHHHHHHHHHHHHTSSSTTHHHHHHHHHHTTCHH
T ss pred hhhhhhhhHHHHHHHHhhhhhccecchhhhhhhHHhceCch
No 21
>PF00514 Arm: Armadillo/beta-catenin-like repeat; InterPro: The armadillo (Arm) repeat is an

approximately 40 amino acid long tandemly repeated sequence motif first identified in the Drosophila melanogaster
segment polarity gene armadillo involved in signal transduction through wingless. Animal Arm-repeat proteins
function in various processes, including intracellular signalling and cytoskeletal regulation, and include such
proteins as beta-catenin, the junctional plaque protein plakoglobin, the adenomatous polyposis coli (APC) tumour
suppressor protein, and the nuclear transport factor importin-alpha, amongst others . A subset of these proteins
is conserved across eukaryotic kingdoms. In higher plants, some Arm-repeat proteins function in intracellular
signalling like their mammalian counterparts, while others have novel functions . The 3-dimensional fold of an
armadillo repeat is known from the crystal structure of beta-catenin, where the 12 repeats form a superhelix
of alpha helices with three helices per unit . The cylindrical structure features a positively charged grove,
which presumably interacts with the acidic surfaces of the known interaction partners of beta-catenin. ; PDB:
2bct ljpp A 1i7x C 1mle A 1i7w A 3bct 1vl8 A 1jpw B 1thl B 1gz7 A ....
Probab=94.70 E-value=0.065 Score=37.34 Aligned cols=40 Identities=20% Similarity=0.281 Sum probs=0.0

Q Ssipred ChhhHHHHHHcCCcHHHHhcCCccCCCHHHHHHHHHHHHHHAh

Q ZIX 388 RKEVQDEIRERDGLEFLMLQQCVTDDENPFLREWGLWCIRNLIL 429 (475)

Q Consensus 388 ~~~~gd~vr~1~Gi~1lilL~~c~~D~~Np~lreW~i~aiRnL~ 429 (475)
R i o o R T R e Bt st o I Ikl B

T Consensus 1 ~~~~vn~n B e e A B v~~~a~~~L~nl~ 40 (41)

T PF005147consen 1 SPENRQAIIEAGAIPALVQLLK--SSDEEVQENAAWALSNLA 40 (41)

T ss_dssp SHHHHHHHHHTTHHHHHHHHTT--SSSHHHHHHHHHHHHHHH

T Ssgpred CchHHHHHHHcCCHHHHHHHhc--CCCHHHHHHHHHHHHHhC

No 22

>pfam00514 Arm Armadillo/beta-catenin-like repeat. Approx. 40 amino acid repeat. Tandem repeats form super-helix
of helices that is proposed to mediate interaction of beta-catenin with its ligands. CAUTION: This family does
not contain all known armadillo repeats.
Probab=94.62 E-value=0.062 Score=37.72 Aligned cols=41 1Identities=20% Similarity=0.262 Sum probs=0.0

Q ss pred ChhhHHHHHHcCCcHHHHhcCCccCCCHHHHHHHHHHHHHHhC

Q ZIX 388 RKEVQDEIRERDGLFLMLQQCVTDDENPFLREWGLWCIRNLLE 430 (475)

Q Consensus 388 ~~~~gd~vr~1~Gi~1liL~~c~~D~~Np~lreW~i~aiRnL~e 430 (475)
o e o AR SR SR [ [ R S R et B I I [

T Consensus 1 o e L e I B v~~~a~~aL~nL~~ 41 (41)

T pfam00514 1 SPENKQAVIEAGALPPLVQLLS--SPDEEVQEEAAWALSNLAA 41 (41)

T ss_pred CcHHHHHHHHCCCHHHHHHHHc--CCcHhHHHHHHHHHHHHKC


http://pfam.sanger.ac.uk/family?acc=PF00514
http://pfam.sanger.ac.uk/family?acc=PF00514
http://pdb.rcsb.org/pdb/explore.do?structureId=2bct
http://pdb.rcsb.org/pdb/explore.do?structureId=2bct
http://pdb.rcsb.org/pdb/explore.do?structureId=1jpp
http://pdb.rcsb.org/pdb/explore.do?structureId=1jpp
http://pdb.rcsb.org/pdb/explore.do?structureId=1i7x
http://pdb.rcsb.org/pdb/explore.do?structureId=1i7x
http://pdb.rcsb.org/pdb/explore.do?structureId=1m1e
http://pdb.rcsb.org/pdb/explore.do?structureId=1m1e
http://pdb.rcsb.org/pdb/explore.do?structureId=1i7w
http://pdb.rcsb.org/pdb/explore.do?structureId=1i7w
http://pdb.rcsb.org/pdb/explore.do?structureId=3bct
http://pdb.rcsb.org/pdb/explore.do?structureId=3bct
http://pdb.rcsb.org/pdb/explore.do?structureId=1v18
http://pdb.rcsb.org/pdb/explore.do?structureId=1v18
http://pdb.rcsb.org/pdb/explore.do?structureId=1jpw
http://pdb.rcsb.org/pdb/explore.do?structureId=1jpw
http://pdb.rcsb.org/pdb/explore.do?structureId=1th1
http://pdb.rcsb.org/pdb/explore.do?structureId=1th1
http://pdb.rcsb.org/pdb/explore.do?structureId=1qz7
http://pdb.rcsb.org/pdb/explore.do?structureId=1qz7
http://pdb.rcsb.org/pdb/explore.do?structureId=....
http://pdb.rcsb.org/pdb/explore.do?structureId=....
http://pfam.sanger.ac.uk/family?acc=PF00514
http://pfam.sanger.ac.uk/family?acc=PF00514

Supplemental Data. Ngo et al. (2012). Plant Cell 10.1105/tpc.112.102384

No 23

>smart00185 ARM Armadillo/beta-catenin-like repeats. Approx. 40 amino acid repeat. Tandem repeats form superhelix
of helices that is proposed to mediate interaction of beta-catenin with its ligands. Involved in transducing
the Wingless/Wnt signal. In plakoglobin arm repeats bind alpha-catenin and N-cadherin.
Probab=91.85 E-value=0.28 Score=34.43 Aligned cols=41 Identities=17% Similarity=0.296 Sum probs=0.0

Q ss pred ChhhHHHHHHcCCcHHHHhcCCccCCCHHHHHHHHHHHHHHhC

Q ZIX 388 RKEVQDEIRERDGLELMLQQCVTDDENPEFLREWGLWCIRNLLE 430 (475)

Q Consensus 388 ~~~~gd~vr~1~Gi~1liL~~c~~D~~Np~lreW~i~aiRnL~e 430 (475)
RIS i o s R Bk

T Consensus 1 e vV~ grie Ly~ LIy == i~~~a~~alL~nl~~ 41 (41)

T smart00185 1 DDEQKQAVVDAGGLPALVELLK--SEDEEVVKEAAWALSNLSS 41 (41)

T ss pred CcHHHHHHHHcCChHHHHHHHc--CCcHhHHHHHHHHHHhhcC
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Supplemental Figure 3. Identification of Arm repeats in ZIX

Putative ZIX Arm repeat motifs were aligned with known Arm repeats of two proteins with crystal 3-D structure (yeast importin-a and

mouse (-catenin) and with the consensus pfam00514 and smart00185 protein domains.

H1 H2 H3
Yeast importin-a (SRP1)
HRPPIDVVI QAGV VPRLVEFMR-ENQP EMLOLEAAWALTNIA
TSAQTKVVV DADA-VPLFIQLLY--TGS VEVKEQAIWALGNVA
DSTDYRDYV LQCNAMEPILGLFN--SNK PSLIRTATWTLSNLC
POQEAIQAVI DVR-IPKRLVELLS--HES TLVQTPALRAVGNIV
NDLQTQVVI NAG-VLPALRLLLS--SPK ENIKKEACWTISNIT
NTEQIQAVI DANL-IPPLVKLLEV--AE YKTKKEACWAISNAS
RPDIIRYLV SQG-CIKPLCDLLEIA--D NRIIEVTLDALENIL
Mouse B-catenin
NYQODDAELA TR--AIPELTKLLN--DED QVVVNKAAVMVHQLS
KEASRHAIM RSPQMVSAIVRTMQ-NTND VETARCTAGTLHNLS
CSSNKPAIV EAG-GMQALGLHLT--DPS QRLVONCLWTLRNLS
NQESKLIIL ASG-GPQALVNIMR-TYTY EKLLWTTSRVLKVLS
DKEAAEAIE AEG-ATAPLTELLH--SRN EGVATYAAAVLERMS
QEGAKMAVR LAG-GLOKMVALLN--KTN VKFLAITTDCLQILA
AEMAQNAVR LHY-GLPVVVKLLH-PPSH WPLIKATVGLIRNLA
HREGLLAIF KSG-GIPALVKMLG--SPV DSVLEFYAITTLHNLL
NYKNKMMVC QVG-GIEALVRTVLRAGDR EDITEPAICALRHLT
CPANHAPLR EQG-AIPRLVQLLVRGVRM EEIVEGCTGALHILA
pfam00514
SPENRQAIT EAG-AIPALVQLLK--SSD EEVQENAAWALSNL
smart00185
DEQKQAVVD AG--GLPALVELLK--SED EEVVKEAAWALSNLS
ZIX
SDLASKSIL P---SILRLLOLLP-YPSS RHYLNLSLKVLRNLC
VSNONSFVD HD--GSAIVSDLLDSAIAD FETVRFGLQVLANVV
RKEVQDEIR ERD-GLFLMLOQCVTDDEN PFLREWGLWCIRNLL

The three helices of Arm repeats were
designated as H1, H2, and H3. The amino acid
positions of three putative ZIX Arm repeat motifs
were given in parentheses.

Color codes for amino acid residues: blue:
aliphatic; green: basic; red: acidic; gray shade:

conserved amino acid.

(33-79)
(83-122)
(388-429)
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Supplemental Figure 4. Two top 3-D thread models of ZIX predicted by I-TASSER using proteins of known crystallized structures.

A and B: predicted 3-D models of ZIX. C: crystal structure of yeast importin-a (SRP1) complexed with c-myc NLS peptide (1ee4).

D: crystal structure of human B-catenin Arm repeat region and C-terminus (2z6h).
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Supplemental Figure 5. Expression data of ZIX transcripts and proteins from public databases

A. ZIX spatial expression data were extracted from Genevestigator v3. The x-axis indicates expression levels.
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B. ZIX developmental expression data were extracted from Genevestigator v3. The y-axis indicates expression levels.
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C. ZIX protein expression data were extracted from AtProteom. Two peptides were detected from roots and siliques.

Protein
Gene model Description MW pl
AT4G00231 Symbols: MEESO | MEESO (maternal effect embryo arrest S0); binding | chrd: 97523-99050 FORW ARD 53173 4,53

Sequence
MEASLPEEVL QPLLHASDLS YSLEDCLKFL LESSKTDSGR SDLASKSILP SILRLLQLLP YPSSRHYLNL SLKVLRNLCA GEVSNQNSFV DHDGSAIVSD
NVVLFGEKRQ RDVWLRFYPE RFLSIAKIRK RETFDPLCMI LYTCVDGSSE TASELCSCQG LTIIAETLRT SSSVGSVEDY WLKLLVSRIC VEDGYFLKLF
RMVSDIANER IGKVSIPKDT ACSILGLFRQ SVDVFDFVSG ERSELPTGST IVDVMGYSLY IIRDACAGGR LEELKEDNKD SGDTVELLLS SGLIELLLDL
SSSSLKPCPY RGFRRDIVSY IGNCAYRRKE VQDEIRERDG LFLMLQQCVT DDENPFLREW GLWCIRNLLE GNPENQEWVA ELEIKGSVDV PQLREIGLRV

RES TTP Qty Peptides
475 29 2

LLDSAIADFE TVRFGLQVLA
SKLYEDAENE IFSSEQAFLY
LSKLDPPTTI KKALNQSPSS
EIDPKTARPK LVNDT

Links
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Peptide Browser
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Supplemental Figure 6. ZIX promoter activities in early seeds

A-C: maternal ZIX:GUS. D-F: paternal ZIX:GUS. A,D: 4-cell embryo. B,E: 8-cell embryo. C,F: globular embryo. Scale bar

220 ym.
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Supplemental Figure 7. Chromatin mark and small RNA distributions at ZIX locus from public databases.

A. DNA cytosine methylation, small RNAs, and mRNAs in wild-type and mutant immature floral tissues.
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mC: methylated cytosine, SmMRNA; small RNAs, ddc: drm1,drm2,cmt3, rdd: ros1,dml2,dmI3
yellow bars: CG, blue bars: CHG, red bars : CHH (absent from this locus)

green squares: RNA-sequencing reads.

Data were extracted from http://neomorph.salk.edu/epigenome/epigenome.html.
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Supplemental Figure 7 (cont.). Chromatin mark and small RNA distributions at ZIX locus obtained from public

databases.

B. DNA cytosine methylation and histone methylation, acetylation and ubiquitylation marks compiled from

multiple data sources at http://epigara.biologie.ens.fr/cgi-bin/gbrowse/a2e/.
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EISIEH3K4me2 Coll - Zhang et al. (2009}
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I
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Supplemental Data. Ngo et al. (2012). Plant Cell 10.1105/tpc.112.102384

Supplemental Figure 8. ZIX-GFP protein localization in early seeds
DIC and GFP overlay images. A: 4-cell embryo. B: 8-cell embryo. C: early globular embryo. D:

early heart stage embryo. Scale bar: 20 ym.

Supplemental Figure 9. Maternal MINI3:GUS expression in zix seeds
A: 1DAP wild-type (wt) seed. B-D: 2DAP zix seeds. Scale bar: 20 ym.
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Supplemental Table 1. Primers and PCR parameters

Supplemental Data. Ngo et al. (2012). Plant Cell 10.1105/tpc.112.102384

allele primer sequence (5'to 3")
Ds borders of Ds5-2 CGTTCCGTTTTCGTTTTTTACC
all 3 zix Ds3-2 CCGGTATATCCCGTTTTCG
zix-1 SET2325 5' ATTGCTTGAAATTTCTTCTAGAGTCTTC
SET2325 3' GCCCTTGACAGCTACAAAGC
zZix-2 SET3862 5' ACTGTCTCGAAATCCGCAAT
SET6076 3' GTGGTGAAGGCCAAACAAAT
zix-3 SGT8064 &' CATCCTCACAAGAAAGGCTTG
SET5779 3' GGCCCATTACACGAAACACT
At4g00231 LP At4g00231 exon2 Dral GTAGCTGTCAAGGGCTCACC
SNP RP At4g00231 exon2 Dral TCAGGGTTCCCTTCCAGTAA
Ler metl & met1 For CTCTTTAGTAGAAGTTGGCATG
Col metl met1 Rev ATATGTATGTATAGATATTTTCTCC
Ler ddm1-2 DDM1f CAGATCTCTACCCTCCTGT
ddm1-2dRsa TGAGCTACGAGCCATGGGTTTGTGAAACGTA
Col ddm1-1 ddm1-1 for TTTGAGGTTTGCAGAATCGATGGCA
ddm1-1 rev CCTATAAACATGAACAGGTTTCGTCTGCCCGAT
Ler cmt3-7 cmt3-7 for TTGACTACCCCGGGAATGAACCCATTTGT
cmt3-7 rev GATCTGCAACAAATCTCAGC
Lg At4g00231 ad1 gMEE AAAAAGCAGGCTGCGGTCCAATCGCCGATTA
transgene ad2 gMEE AGAAAGCTGGGTAGCATCATCATCCAGTTAGATGCT
attB1 for GGGGACAAGTTTGTACAAAAAAGCAGGCT
attB1 rev GGGGACCACTTTGTACAAGAAAGCTGGGT
ZIX:ZIX-GFP ad1 gMEE AAAAAGCAGGCTGCGGTCCAATCGCCGATTA
ad2 gMEEfuse AGAAAGCTGGGTGGTGTCATTGACAAGCTTTGG
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Supplemental Data. Ngo et al. (2012). Plant Cell 10.1105/tpc.112.102384

All PCRs were carried out for 30 cycles, except for At4g00231 SNP, which was done for 35 cycles, at 94°C / 30 sec, 55°C / 30 sec,
72°C / 60 sec, with 94°C / 2 min at the beginning and 72°C / 3 min at the end. The annealing temperatures for met1, ddm1-2, and
ddm1-1 alleles were 45°C, 48°C, and 67°C, respectively. PCR parameters for amplifying the Lg At4g00231 transgene were
performed as recommended by the Gateway cloning protocol per manufacturer (Invitrogen, CA, USA).
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