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Figure EV1. Analysis of enhancer of polycomb-like proteins in Arabidopsis.

A Phylogenetic analysis of enhancer of polycomb-like proteins in Arabidopsis.

Lian-Mei Tan et al

B The EPCRI1-Flag transgene complements the developmental defects in the epcrl/2 mutant. We generated a construct harboring a native promoter-driven EPCR1
genomic sequence and transformed the construct into the epcrl/2 mutant for complementation testing. Two independent transgenic lines were selected for analysis.
Morphological phenotypes of 10-day-old seedlings are shown. Western blot shows the expression of EPCRI-Flag protein in the epcrl/2 mutant, and ACTIN signals are

shown as loading controls.

Source data are available online for this figure.
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Figure EV2. PWWP, EPCR, ARID, and TRB proteins form complexes in vivo as determined by gel filtration.

Proteins were extracted from PWWP2-Myc, EPCR1-Flag, ARID2-Flag, and TRB1-Flag transgenic plants in the wild-type background. The proteins were eluted on a Superose 6
increase (10/300 GL) column. The epitope-tagged proteins in different fractions were detected by antibodies against the Myc or Flag-tag. Arrows indicate the fractions that
correspond to the standard proteins 443 kDa.

Source data are available online for this figure.
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Figure EV3. Transcriptional silencing in the wild type and the arid2/3/4 and epcr1/2 mutant seedlings at different development stages.
Transcript levels of solo LTR, AtSN1, AtGP1, AtCOPIA28, and SDC in the wild type and the arid2/3/4, and epcrl/2 mutant seedlings grown for 2, 4, 7, and 10 days after
germination. Shown are transcript levels of indicated loci, as determined by qPCR analysis. Error bars represent SD from three independent biological replicates.
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A arid2/3/4 epcri/2 hda6 Figure EV4. Effect of the arid2/3/4, epcr1/2, and
hda6 mutations on small RNA accumulation.
Up ! | = “ ! ﬂlll I = | { | A Distribution of the Pol IV-dependent siRNA
) 1 0 regions that are differentially expressed in the
chr1 —:— arid2/3/4, epcrl/2, and hda6 mutants relative to
| ] 11 =|| n “ I| IIII“ ni |I | ='.|= ||=| ] |= =|l| ni l ] . I| the wild type. “Up” and “Down” refer to the Pol
Down iy 1 o tint 1 B0KIE WOEIVE GNOW RU0 0 (B TN i Rt i) IV-dependent siRNA regions in which the siRNAs

are up- and downregulated, respectively, in the
indicated mutants relative to the wild type.
B Relative levels of 21- and 24-nt siRNAs from the

Fins I 45S rDNA intergenic spacer locus /GS1 in the wild
U g i 1 type, arid2/3/4, epcrl/2, and hdaé mutants. The
chr2 ! 1 1w ! RNA levels were indicated by normalized small
RNA reads as determined by our small RNA-seq
Down ATVIW LM wiw oW ! analysis.
LTI I TR N NN I ] | IR
| |
Up
chr3
| (O I R N N TLY ] DR TR LN N NI |
L] In 1 |
Up [} 111 11 I
[ [ NN [
Chrd e— ———
Di (L (AT i [T TT TN T | I
own TR R L A I
(NI U | I (R T T NI
| MINEmEN N 1 |
Up IHimn . 11| I
(11 | BN [
chrb
Down II IIIIl m v mien n “IIIH | IIlI :I
| (N T (Il (e el (RIN N I m mionn
B 1GS1-siRNA
n 40 BWT Warid2/3/4 epcrl/2 MW hda6
©
©
L 30 -
k5
N 20 A
‘©
g 10 -
(]
= ]
0 T

24 nt 21nt

© 2018 The Authors The EMBO Journal e98770|2018  EV4



The EMBO Journal PEAT complexes required for silencing Lian-Mei Tan et al

ROS1

wT il Ll TR m |

aazva | | (b LA 0

i N ™

IBM1
- — i - HHHHHHD

wr TR |

epl1/2

=
3

arid2/3/4 , N X MLM e | .
epl1/2 3 Wl .|‘.|“|M. L
B ROS1
WT | uutaiibiiiibetinediniiin.dih. b b .. &
T
N
2111234 ot et | 2
z
epcr1/2 M

IBM1

WT A_A.““_ eattnnsmenniliiines,
arid2/3/4 . .

st ]
epcrt/2 m

Figure EV5. Genome browser snapshots showing DNA methylation and histone H4K5 acetylation patterns of ROS1 and IBM1 in wild type, arid2/3/4,

and epcr1/2.

A DNA methylation of ROSI and IBM1 as determined by the whole-genome DNA methylation analysis. The length of blue lines represents DNA methylation levels of
cytosine sites. Red boxes highlight genomic loci harboring DNA methylation that is required maintenance of the expression of ROS1 and IBM1-L.

B Histone H4KS5 acetylation of ROS1 and IBM1 as determined by the histone H4K5Ac ChIP-seq experiment.
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