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Plant RNA silencing operates via RNA-directed DNA-methylation (RdDM) to repress transcription or by targeting mRNAs via
posttranscriptional gene silencing (PTGS). These pathways rely on distinct Dicer-like (DCL) proteins that process double-
stranded RNA (dsRNA) into small-interfering RNAs (siRNAs). Here, we explored the expression and subcellular localization of
Arabidopsis thaliana DCL4. DCL4 expression predominates as a transcription start site isoform encoding a cytoplasmic
protein, which also represents the ancestral form in plants. A longer DCL4 transcript isoform encoding a nuclear localization
signal, DCL4NLS, is present in Arabidopsis, but DNA methylation normally suppresses its expression. Hypomethylation caused
by mutation, developmental reprogramming, and biotic stress correlates with enhanced DCL4NLS expression, while
hypermethylation of a DCL4 transgene causes a reduction in DCL4NLS expression. DCL4NLS functions in a noncanonical
siRNA pathway, producing a unique set of 21-nucleotide-long “disiRNAs,” for DCL4NLS isoform-dependent siRNAs, through
the nuclear RdDM dsRNA synthesis pathway. disiRNAs originate mostly from transposable elements (TEs) and TE-
overlapping/proximal genes, load into the PTGS effector ARGONAUTE1 (AGO1), and display a subtle effect on transcript
accumulation together with overlapping 24-nucleotide siRNAs. We propose that, via PTGS, disiRNAs could help to tighten the
expression of epigenetically activated TEs and genes using the methylation-state-responsive DCL4NLS.

INTRODUCTION

In many eukaryotes, RNA silencing serves key roles in gene
regulation and defense against invasive nucleic acids including
transposable elements (TEs) and viruses. In the model plant
Arabidopsis thaliana, posttranscriptional gene silencing (PTGS)
targetsmRNAs, whereas transcriptional gene silencing (TGS) can
be directed on chromatin via RNA-directed DNA methylation
(RdDM). PTGSandRdDMrequire differentDicer-like (DCL)RNase
III endonucleases to cleave double-stranded RNA (dsRNA)
precursors into small-interfering RNAs (siRNAs) or microRNAs
(miRNAs) of discrete length (Borges and Martienssen, 2015;
Bologna and Voinnet, 2014).

RdDM relies primarily on 24-nucleotide-long siRNAs produced
by DCL3 from dsRNA synthesized by the concerted activities of
RNA polymerase IV (PolIV) and RNA-dependent RNA polymerase
2 (RDR2). Twenty-four-nucleotide siRNAs then load into specific
Argonaute (AGO) effectors, primarily AGO4, which are believed to
bind RNA polymerase V transcripts and recruit the DNA methyl-
transferaseDRM2tomethylatecytosines inanysequencecontext
(CG, CHG, CHH) (Law and Jacobsen, 2010; Stroud et al., 2013).
The de novo methylated CG and CHG states can be inde-
pendently maintained by METHYLTRANSFERASE1 (MET1)
and CHROMOMETHYLASE2 (CMT2/CMT3), respectively,

while maintenance of asymmetric CHH methylation relies on
continued RdDM or CMT2 action (Stroud et al., 2014); additional
repressive histone tail methylation reinforces TGS by further
bolstering DNA methylation (Law and Jacobsen, 2010). Most
24-nucleotide siRNAsderive fromTE- and repeat-associated loci.
Constitutive loss of CHHmethylation in RdDMmutants increases
transcription at certain loci, yet causes minimal phenotypes,
presumably because robust CG and CHG methylation maintains
repression at most loci (Stroud et al., 2014), and/or because
additional stimuli are necessary to alter gene expression. During
pollen, ovule, and seed development, as well as in response to
biotic stress, CHH methylation is reduced via active DNA de-
methylation and repression of methyltransferases. In these re-
productive or infected tissues, TE-proximal genes involved in
developmentordefense, respectively, arederepressed, leading to
a broad hypothesis in the silencing field that dynamic epigenetic
changes may enable developmental reprogramming and stress
adaptation (Dowen et al., 2012; Yu et al., 2013; Ibarra et al., 2012;
Gehring et al., 2009; Slotkin et al., 2009; Jullien et al., 2012).
PTGS,bycontrast, targets expressedmRNAs for cleavageand/

or translational repression (Chen, 2004; Aukerman and Sakai,
2003; Brodersen et al., 2008; Baumberger and Baulcombe, 2005)
and is performed by several AGOs, including the main effector
AGO1. PTGS is guided both by miRNAs, processed by DCL1
from RNA-PolII-dependent fold-back precursors, as well as
21-nucleotide trans-acting siRNAs (tasiRNAs) produced byDCL4
and its cofactor DRB4 (dsRNA BINDING PROTEIN4) following
dsRNA amplification by RDR6 and SUPPRESSOR OF GENE
SILENCING3 (SGS3) (Vazquez et al., 2004; Hiraguri et al., 2005;
Gasciolli et al., 2005; Xie et al., 2005; Dunoyer et al., 2005; Adenot
et al., 2006). DCL4 also processes evolutionarily young miRNAs
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with near-perfect complementarity and viral dsRNA (Rajagopalan
et al., 2006; Bouché et al., 2006). DCL2 functions in these path-
ways as well, by producing distinct 22-nucleotide siRNAs from
endogenous inverted repeat loci and RNA viruses (Henderson
et al., 2006; Deleris et al., 2006; Wang et al., 2011).

TGS and PTGS are often considered to be genetically isolated
pathways. However, divergent DCLs may substitute for one
another to synthesize siRNAs from the same dsRNA templates.
For example, in dcl3 mutants, RDR2-dependent dsRNA can be
processed by DCL4 and DCL2, while in dcl4 mutants, DCL3 and
DCL2canprocessRDR6-dependentdsRNA(Gasciolli et al., 2005;
Xie et al., 2005). In wild-type plants, DCL3 could access RDR6-
synthesized dsRNA from a reactivated TE and promote RdDM
(Marí-Ordóñez et al., 2013), and several additional variations of
RDR6-induced RdDM have been described on TE and TAS
(tasiRNA-producing) loci or during virus infection, suggesting that
the DCL hierarchy can be modified in biologically relevant man-
ners in wild-type plants (Bond and Baulcombe, 2015; Nuthikattu
et al., 2013; Wu et al., 2012; Pontier et al., 2012; McCue et al.,
2015). Thus, PTGS and TGS may be interconnected under some
conditions.

Subcellular compartmentalization could work to isolate PTGS
and TGS. Hence, nuclear proteins such as PolIV, RDR2, DCL3,
andDRM2 regulate theTGSpathway (Ponteset al., 2006; Lawand
Jacobsen, 2010; Jullien et al., 2012), while AGO4 was shown to
shuttle between the nucleus and cytoplasm (Ye et al., 2012). In
contrast, PTGS components, including RDR6, SGS3, AGO1, and
DRB4, are entirely or partly cytoplasmic, a logical state for
a pathway that targets mature mRNAs (Kumakura et al., 2009;
Derrien et al., 2012; Zhu et al., 2013; Martínez de Alba et al., 2015;
Jouannet et al., 2012). Plant DCLs have all been assigned a nu-
clear localization based primarily on heterologous and/or over-
expression studies (Xie et al., 2004; Hiraguri et al., 2005; Fang and
Spector, 2007; Kumakura et al., 2009), while immunolocalization
results presented by Hoffer et al. (2011) showed DCL4 antibody
staining inboth thenucleusandcytoplasm.Nuclear localization of
Arabidopsis DCL4, in particular, poses a paradox because DCL4
operates on RDR6/SGS3 templates and on RNA viruses, which
replicate in the cytoplasm (Laliberté andSanfaçon, 2010; Pumplin
and Voinnet, 2013). Here, we investigated aspects of DCL4 ex-
pression regulation and determined the localization of Arabi-
dopsis DCL proteins using fluorescent reporter fusions. We
provide evidence that the ancestral plant DCL4 is localized in
the cytoplasm, while a DNA methylation-regulated DCL4 tran-
script isoformencodesaproteinwithanuclear localizationsignal
(NLS) that can process PolIV/RDR2-dependent dsRNA into
21-nucleotide siRNAs during silique development. We propose
that this Arabidopsis nuclear DCL4 isoform tightens RNA si-
lencing via PTGS when DNA methylation is reduced.

RESULTS

DNA Methylation Status Influences DCL4 TSS Usage

While investigating DCL4 expression in high-depth RNA-seq li-
braries (40 million paired-end reads) from inflorescence samples,
wenoted that thebulk of readsbeganmapping in themiddle of the

first exon ofDCL4, while only a lowproportion of readsmapped to
the annotated 59 end or overlappedwith the predicted start codon
(Figure 1A; Supplemental Figure 1). In RNA-seq libraries from
silique samples, however, mapped reads included a higher pro-
portion of sequences spanning the predicted first ATG of DCL4
(green line, Figure 1A). This observation suggested that DCL4
might be expressed as two isoforms in these different tissues. To
verify this result, qRT-PCR was conducted using two primer sets
to measure the relative level of total DCL4 (all mRNA forms) and
longer DCL4 transcripts that include the upstream ATG. Ex-
pression was measured using the cycle threshold (Ct) value from
the long DCL4 primer set and normalizing by subtracting the Ct
value of total DCL4, in place of a housekeeping gene control. With
this approach, siliques showed an increased proportion of long
DCL4 transcripts normalized to total DCL4 transcript relative to
inflorescence samples (Figure 1B).
A few studies in plants and mammals have suggested that

promoter methylation changes might influence alternative mRNA
isoform transcription (Du et al., 2014; Hoivik et al., 2013; Connolly
et al., 2011), a possibility we therefore examined for DCL4 tran-
scriptional start sites (TSSs). Analysis of the DCL4 locus revealed
a discrete methylation patch affecting cytosines in CG, CHG, and
CHH contexts immediately upstream of the coding sequence
(Stroud et al., 2013) (Figure 1C; Supplemental Figure 2). Genome-
wide DNA methylation levels vary dynamically throughout plant
growth, particularly in siliques, in which the developing seed
endosperm DNA becomes hypomethylated (Gehring et al., 2009;
Ibarra et al., 2012). Accordingly, DCL4 promoter methylation was
reduced in silique samples relative to inflorescences of wild-type
plants (Figure 1D; Supplemental Figure 3). Furthermore, analysis
of published methylation data from dissected embryo and en-
dosperm samples (Pignatta et al., 2014) revealed that DCL4
promoter methylation is reduced in endosperm relative to em-
bryos (Supplemental Figure 4). Finally, the long DCL4 transcript
was enriched in dissected seeds and depleted from dissected
silique valves, while total DCL4 expression was similar between
the two tissue types (Supplemental Figure 5). These data suggest
that DNA methylation influences DCL4 TSS usage in developing
seeds, when the genome experiences global hypomethylation.
We found that the DCL4 promoter is associated with PolIV/

RDR2/DCL3-dependent 24-nucleotide siRNAs, which together
with asymmetric DNA methylation are hallmarks of an RdDM
target (Figures 1C and 1E). Accordingly, the methylation level of
theDCL4promoterwas reduced inRdDMmutants relative towild-
typeCol-0 control plants (hereafter referred to asCol), including in
single ago4, rdr2, and polIV and triple ddc (drm1 drm2 cmt3)
mutants, particularly in the CHH and CHG contexts (Figure 1F;
Supplemental Figure6A). Thispromoter regiondoesnot shareany
similarity with TE sequences, and because the vast majority of
siRNAs arising from this locus map uniquely to the DCL4 pro-
moter, we conclude that this methylated region does not share
high similarity with other sequences within the Arabidopsis ge-
nome. qRT-PCR analysis revealed that the levels of the long
transcript of DCL4 consistently increased by;2-fold in all RdDM
mutants tested, while total DCL4 expression remained largely
unaffected, relative to wild-type plants (Figures 1G and 1H). To-
gether, these data show thatDCL4 TSSusage is influencedby the
DNA methylation status of the plant via the RdDM pathway.
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Figure 1. Influence of RdDM on DCL4 Transcript Isoform Expression.

(A) Distribution of RNA sequencing reads along DCL4 exon 1, as a percentage of total DCL4 reads from libraries of inflorescence (top) and silique tissues
(bottom), each with two replicates (black and gray traces); ATGs marked with dashed green and blue lines. Results for entire DCL4 locus shown in
Supplemental Figure 1. The locations of primers used for qRT-PCR are shown with arrows.
(B) Relative expression measured by qRT-PCR of long DCL4 normalized to total DCL4. Mean6 SE of three independently harvested biological replicates,
each with three technical replicates shown. Asterisks denote P value < 0.01 in two-tailed t test.
(C) Illustration from the UCSC genome browser of DCL4 exon 1, methylation status, and 24-nucleotide siRNA accumulation.
(D)Methylation analysisof theDCL4promoter in inflorescences (n=67clonedsequences) andsiliques (n=70clonedsequences),measuredbysequencing
of bisulfite-converted DNA (error bars show 95% Wilson score confidence intervals).
(E) RNA gel blot analysis of 24-nucleotide siRNAs arising from the DCL4 promoter in RdDM mutants; Rep2, miR172 and U6 shown as controls. Analysis
performed by stripping and reprobing the same membranes.
(F)Methylation analysis of the DCL4 promoter region in wild-type and RdDMmutants (number of cloned sequences indicated in Supplemental Figure 6A,
error bars indicate 95% Wilson score confidence intervals).
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In addition to mutant backgrounds and specific developmental
stages, the Arabidopsis genome undergoes dynamic, genome-
wideDNAmethylationchangesupon infectionwithPseudomonas
syringae pv tomato strain DC3000 (Pst) (Dowen et al., 2012). We
therefore investigated whether Pst infection has any effect on
DCL4 expression and promoter methylation. In Pst-infected
leaves, DCL4 promoter methylation decreased (Figure 1I; Sup-
plemental Figure 6B), as observed in a previous genome-wide
study (Dowen et al., 2012). Pst infection did not significantly alter
total DCL4 expression; however, the long DCL4 transcript was
strongly induced relative tomock-inoculated leaves (Figures 1J to
1L). These results fromwild-type leaves experiencing biotic stress
serve as a third independent example, in which increased ex-
pression of the long DCL4 TSS correlates with a decrease in
promoter methylation. Taken together, induced expression of the
longDCL4 isoform is thus a consistent outcome of promoter DNA
hypomethylation.

The Major Arabidopsis DCL4 Isoform Is Cytoplasmic

The59RACE-PCRconductedonwild-typeCol seedlings revealed
that the DCL4 TSSs are within the first exon, consistent with the
RNA-seq observation from inflorescences (Figure 1A and 2A;
Supplemental Figure 7). ThismRNA formbypasses the annotated
first start codon and thus encodes a protein isoform beginning
with a downstream ATG and truncated relative to the standard
model (blue line, Figures 1A and 2A). The region of 61 amino acids
encoded between the two alternate start codons includes an
identifiableNLS (Kosugi et al., 2009) (Figure 2A),which is sufficient
toconfer nuclear localization toaGFP-GUS reporter fusion (Figure
2B). We therefore name the long isoform, which includes the
upstream ATG and NLS sequence, “DCL4NLS” and refer to the
shorter isoform dominantly expressed in inflorescences and
seedlings as “DCL4Δ.”

Toevaluate the localizationofalternativeTSS isoformsofDCL4,
we expressed the two isoforms of DCL4 as genomic coding
sequence fusions to GFP under the control of the constitu-
tive Ubiquitin10 promoter in transgenic Arabidopsis plants.
ProUbq10:DCL4NLS-GFP revealed exclusively nuclear signals in
the roots of transgenicplants, demonstrating that theNLSconfers
efficient nuclear import (Figure 2C).ProUbq10:DCL4Δ-GFP roots,
by contrast, displayed cytoplasmic signals, with occasional nu-
clear foci in some cells at the root tip (Figure 2D). Interestingly,
a transgene reporter encoding theentireDCL4 locus, including the
NLS, under the control of the native DCL4 promoter (ProDCL4:

DCL4-mCherry/GFP) produced cytoplasmic signals with some
nuclear foci, the same localization pattern observed inProUbq10:
DCL4Δ-GFP roots (Figures 2E and 2G). This result suggests that
the nativeDCL4 promoter drives expression of theDCL4Δ isoform
in roots, consistent with the RNA-seq results. Indeed, 59 RACE
sequencing of transgenic DCL4:DCL4-mCherry plants showed
a TSS similar to that of nontransgenic plants (Figure 2A). Finally,
qRT-PCR analysis of transgenic seedlings revealed that long
DCL4NLS had a relative expression level close to 1 when nor-
malized to total DCL4 transcripts in ProUbq10:DCL4NLS-GFP
plants (Figure 2F). This result shows that expression of full-length
DCL4 under the control of the Ubq10 promoter results in the
accumulation of the DCL4NLS TSS isoform and does not give rise
to significant levels of transcript encoding cytoplasmic DCL4, in
agreement with the fluorescent signals observed in nuclei (Figure
2C). In contrast, the long TSS form showed a relative expression
level below 0.1 compared with total DCL4 transcripts in Col and
ProDCL4:DCL4-mCherry plants, and 0 in ProUbq10:DCL4Δ-GFP
plants.Weconclude thatendogenousArabidopsisDCL4 ismainly
expressedasanalternativeshorter-than-annotatedDCL4ΔmRNA
isoformand that theendogenousDCL4protein is thereforemostly
cytoplasmic. These results show a distinctive behavior of DCL4 in
comparisonwithDCL1,DCL2, andDCL3,whichall localized to the
nucleuswhenexpressed from their respective nativepromoters or
the35Spromoter, consistentwithpreviousstudies (Supplemental
Figure 8).

DCL4Δ Localization in Nuclear Dicing Bodies Requires DRB4

ProDCL4:DCL4-mCherry/GFP, ProUbq10:DCL4NLS-GFP, and
ProUbq10:DCL4Δ-GFP transgenic roots all displayed signals in
nucleoplasmic foci in some cells of the root tip (Figures 2C to 2E
and 2G, arrowheads), resembling the previously described DCL1
dicing bodies (Song et al., 2007; Fang and Spector, 2007). Further
studies of DCL4 and DRB4 in roots showed that these proposed
dicing bodies are largely distinct from Coilin- and U2B99-labeled
Cajal bodies (Supplemental Figure 9).
DCL4Δ can localize to nuclear dicing bodies in roots despite

lacking an NLS (Figure 2D), possibly through its interacting pro-
tein, DRB4. Indeed, DCL4 colocalizeswith DRB4 in nuclear dicing
bodies of native promoter-expressing plants (Supplemental
Figure 10). ProDCL4:DCL4-GFP was transformed into drb4 mu-
tants, and multiple roots of three independent transgenic lines
were analyzed bymicroscopy for nuclear dicing body localization.
Despite the consistent cytoplasmic localization throughout root

Figure 1. (continued).

(G) and (H)Relative expression of long DCL4 (G) and DCL4 total measured by qRT-PCR (H), normalized toActin2. For all qRT-PCR results, mean and SE of
three independently harvested biological replicates, each with three technical replicates are shown. *P value < 0.05 and **P value < 0.01 as determined by
a two-tailed t test compared with Col.
(I)Methylationanalysis as in (F), comparingmock infiltrated leaves (gray bars,n=41cloned sequences) toPseudomonas syringae infected leaves (redbars,
n = 44 cloned sequences), 5 d postinfiltration.
(J)Relative expression of long DCL4 normalized to total DCL4measured by qRT-PCR. Samples from indicated time points after infiltration withP. syringae
(red) or buffer control (gray). Mean and SE of three independently harvested biological replicates, each with three technical replicates shown.
(K) and (L)Relative expression of longDCL4 (K)or total DCL4 (L), normalized toActin2with samesamples used in (J). *P value<0.05 and **P value <0.01 as
determined by t test compared with respective mock control.
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tips, no dicing body signals were ever observed in drb4 mutant
roots, in contrast to the easily detectable dicing body signals in
dcl4 roots (Figure2G). Therefore, at least twodistinctmechanisms
account for DCL4 nuclear localization: (1) as the purely nuclear
DCL4NLS isoform, which enters through the traditional nuclear
import machinery (Cook et al., 2007), or (2) via DRB4, which likely
binds and imports a fraction of the predominant and cytoplasmic
DCL4Δ isoform into dicing bodies in cells of the root tip.

The DCL4 Promoter Methylation State Directly Influences
TSS Usage

While analyzing expression in reporter fusion plants, we noted
that the transgenic reporter ProDCL4:DCL4-mCherry expressed

a significantly lower fraction of long transcript compared with wild-
type plants (Figure 2F). Methylation analysis of the introduced
transgenic promoter, using a specific primer that recognizes the
artificial cloning junction between promoter and coding sequence,
revealed a substantial level of hypermethylation (Figure 3A;
Supplemental Figure 11). To test whether promoter methylation
directly causes a change in isoform expression, we analyzed four
independent transgenic lines expressing ProDCL4:DCL4-GFP.
Two lines (#16 and #20) displayed hypermethylation on the in-
troduced DCL4 promoter and expressed lower ratios of DCL4NLS

transcript tototalDCL4, relativetothenontransgeniccontrol (Figure
3). By contrast, two different lines (#7 and #30) displayed extremely
low methylation levels on the introduced promoter. These lines
displayeda substantial increase inDCL4NLS ratio (>25%compared

Figure 2. DCL4Δ Isoform Predominates and Encodes a Cytoplasmic Protein.

(A) Illustration of DCL4 locus and detailed view of exon 1. Exons, blocks; introns, lines; UTR, gray; ATGs highlighted in green and blue. TSS determined by direct
sequencing of bulk PCR products from nested RACE PCR are depicted with arrowheads: Col wild type (white) and ProDCL4:DCL4-mCherry (red).
(B) Images of GFP-GUS (left) or GFP-GUS fused to the first 61 amino acids of DCL4 (right) expressed from UBQ10 promoter in N. benthamiana leaves.
Overlaid with chlorophyll autofluorescence (blue) and bright field (differential interference contrast).
(C)Confocal images of fluorescent signal and bright field (differential interference contrast; right) from roots of Arabidopsis plants transformed with Ubq10
promoter-driven GFP fusions to the genomic coding sequence of DCL4NLS,
(D) Genomic coding sequence of DCL4Δ, corresponding to the TSS determined by RACE sequencing.
(E) DCL4 native promoter fused to the full DCL4 genomic coding sequence, including NLS, fused to mCherry.
(F) Relative expression by qRT-PCR of DCL4NLS normalized to total DCL4 in Col and transgenic seedlings. Mean 6 SE of three independently harvested
biological replicates, each with three technical replicates shown. ***P value < 0.001 in t test relative to Col.
(G) Confocal images of ProDCL4:DCL4-GFP in roots of dcl4 (top) or drb4 mutant plants (bottom).
Images represent consistent results in at least three independent transgenic lines. Dicing bodies indicated with arrowheads. Bars = 10 mm.
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with<10%in thewild type), comparablewith the increaseobserved
inRdDMmutants. Interestingly,while all transgenic linesexpressed
transcript above the level ofwild-typeCol plants, hypermethylation
correlatedwith higher expression of total DCL4 relative to that seen
in hypomethylated lines (Supplemental Figure 12), showing that
promoter methylation plays a role in repressing the DCL4NLS TSS
isoform, as opposed to repressingDCL4Δ, which is consistentwith
results fromtheRdDMmutantsandbacterial infection (Figures1Fto
1L). These results therefore demonstrate that DCL4 promoter
methylation likely plays a causative role in influencing TSS usage,
and that the changes to TSS caused by genome-wide hypo-
methylation are not likely due to effects of other loci operating in
trans. Nevertheless, the lack of promoter methylation does not
cause a complete upstream shift in TSS usage, but rather it en-
hances the level of upstream TSS usage. Thus, additional factors
must contribute to TSS specification, and even in hypomethylated
conditions, DCL4Δ transcript isoform still predominates.

Cytoplasmic Localization of Plant DCL4 Homologs

In addition to the restricted expression pattern of DCL4NLS in
Arabidopsis, amino acid sequence analyses conducted with
DCL4 amino acid sequences from a range of plant families re-
vealed that the NLS encoding N-terminal extension is limited to
Brassicaceae homologs (Figure 4A). Interestingly, the promoter
sequenceofDCL4,whichbecomesmethylated in theArabidopsis
genome, is not conserved in sequences upstream of the DCL4
codingsequence inArabidopsis lyrata,Brassica rapa, norCapsella
rubella; however, it is not known whether the promoters of these
DCL4 homologs are methylated. Non-Brassicaceae homologs,
fromdicots to thebryophytePhyscomitrellapatens, encodeastart
codon more closely aligned to the DCL4Δ ATG of Arabidopsis
and are devoid of predictable NLS sequences. DCL4 in non-
Brassicaceae species is thus expected to localize to the cytoplasm.
Accordingly, a full-length cDNA of tomato (Solanum lycopersi-
cum) DCL4 fused tomCherry resulted in purely cytoplasmic signal
in transient expression experiments in Nicotiana benthamiana

leaves (Figure4B).Asexpected,controlmCherry fusions toDCL4Δ

andDCL4NLS localized to thecytoplasmandnucleus, respectively
(Figures 4C and 4D). Thus, DCL4NLS encodes a purely nuclear
protein that aroseduringBrassicaceae evolution,while themostly
cytoplasmic DCL4Δ likely represents the ancestral protein form in
plants.

DCL4NLS and DCL4Δ Both Rescue DCL4 Functions in
Endogenous PTGS

To determine the biological significance of alternate DCL4 locali-
zation, ProUbq10:DCL4NLS-GFP (nuclear), ProUbq10:DCL4Δ-GFP
(cytoplasmic), ProDCL4:DCL4-mCherry (cytoplasmic), and
a Pro35S:DCL4-mCherry fusion (nuclear) were tested for com-
plementation of the dcl4 mutant. All transgenes complemented
the dcl4 leaf morphology defects and restored accumulation of
tasiRNAs and of the DCL4-dependent miR822 (Figure 5; Sup-
plemental Figure 13). Thus interestingly, both isoforms can rescue
the known DCL4 functions in endogenous PTGS, possibly while
localized in nuclear dicing bodies.

A Unique Population of DCL4NLS-Dependent 21-Nucleotide
siRNAs Accumulates in Siliques

Analysis of siliques, which are naturally enriched in DCL4NLS

(Figures 1A and 1B), may reveal an isoform-specific DCL4 func-
tion. Illumina HiSeq small RNA (sRNA) sequencing was thus
conducted in siliques of wild-type Col, dcl4 mutants, and dcl4
mutants complemented with Ubq10 promoter-drivenDCL4NLS or
DCL4Δ to identify candidate loci for subsequent validation that
might produce small RNAs from one specific isoform. Differential
analysis of 20- to 21-nucleotide sRNAs between Col and dcl4
libraries identified 2213 DCL4-dependent sRNA loci (Figure 6A;
Supplemental Data Set 1). Subsequently, those loci were tested
for differential sRNA accumulation in DCL4Δ- versus DCL4NLS

-expressing plants. sRNApopulations accumulating in transgenic
lines above the levels of wild-type plants were discarded as

Figure 3. Methylation Level Directly Influences DCL4NLS TSS Usage in Transgenic Plants.

(A) Methylation analysis of the transgenic DCL4 promoter in independent transgenic lines, including ProDCL4:DCL4-mCherry, whose expression is
depicted inFigure2F,comparedwith theendogenouspromoterofwild-typeColplants,measuredbysequencingofbisulfite-convertedDNA.Graphsdepict
averages with error bars showing 95%Wilson score confidence intervals. Number of cloned sequences analyzed is indicated in Supplemental Figure 11.
(B) Relative expression by qRT-PCR of DCL4NLS normalized to total DCL4 in Col and transgenic seedlings. Mean6 SE of three independently harvested
biological replicates, each with three technical replicates shown. **P value < 0.01 and ***P value <0.001, as determined by a pairwise two-tailed t test
compared with Col.
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probable artifacts due toDCL4 transgenic expression (Figure 6A).
The vast majority of sRNAs were produced by both DCL4 iso-
forms, consistent with the results of complementation experi-
ments shown in Figure 5. Of the 2213 loci, only two were
specifically DCL4Δ dependent, whereas sRNA from 118 loci were
DCL4NLS dependent (Figures 6A and 6B; Supplemental Data Set
2). Thus, ;5% of DCL4-dependent loci were candidates to be
produced byDCL4NLS, unraveling amore specific role for theNLS

than the Δ isoform. Selected loci identified by sequencing were
investigated by RNA gel blot analysis. All probes tested revealed
abundant 24-nucleotide species and additional populations of
21-nucleotide siRNAs in wild-type and DCL4NLS plants. The 21nt
siRNAs were distinctively absent or their levels substantially re-
duced in dcl4 mutant and DCL4Δ plants (Figure 6C, arrow). The
levelsof24-nucleotidespecieswerealso reduced indcl4mutants,
consistent with previous reports (Pélissier et al., 2011), and in

Figure 4. DCL4NLS Isoform Is Confined to Brassicaceae Homologs.

(A) Amino acid sequence alignment of DCL4 homologs from representative plant species, with alternative start codons and NLS from Arabidopsis
highlighted.
(B)Confocal image of Pro35S:DCL4S.lycopersicum-mCherry expressed by transient expression inN. benthamiana leaves. Fluorescent signal (red) is overlaid
with bright field (differential interference contrast).
(C) Confocal image of Pro35S:DCL4Δ-mCherry.
(D) Pro35S:DCL4NLS-mCherry by transient expression in N. benthamiana leaves.
Nucleus is (N) indicated. Bars = 10 mm.
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DCL4NLS- but not DCL4Δ-expressing plants; although the
mechanism underlying this phenomenon is unknown, we hy-
pothesize that cytoplasmic DCL4 sequesters a DCL3 repres-
sor away from the nucleus. We hereafter refer to the unique
21-nucleotide siRNAs as DCL4NLS isoform-dependent siRNAs or
“disiRNAs.” Detection of disiRNAs in wild-type siliques and the
finding that their production iscomplementedbyDCL4NLS,butnot

byDCL4Δ, confirms that DCL4NLS is expressed inwild-type plants
and that nuclear DCL4confers a uniquemolecular function, which
is naturally present in Arabidopsis siliques.

disiRNAs Arise from TE-Associated Loci in a Noncanonical
RDR2/PolIV-Dependent Manner

Loci that produce disiRNAs include both protein-coding genes
(63 loci) and specific TE sequences (51 loci) (Supplemental Data
Set 2). Interestingly, disiRNA-associated genes had a higher in-
cidence of overlapping TEs compared with the entire genome
(;50% versus ;10% of loci; Figure 7A). Genes without an
overlapping TE had a substantially closer average distance to the
nearest TE than the average of all Arabidopsis genes (Figure 7B),
suggesting a key contribution of TEs to disiRNA production.
disiRNA-associated TEs represent diverse families of both DNA
and retrotransposons, in a proportion reflecting their abun-
dance in the genome, suggesting a general process (Figure 7C;
Supplemental Data Set 3). Further analyses showed that disiRNA
accumulation predominates in siliques 5 to 6 d after pollination
(DAP); disiRNA are below the detection limits of RNA gel blot
analysis in seedlings, leaves, flowers, and young siliques 1 to
2 DAP (Figure 7D). Accordingly, disiRNA-associated mRNAs are
primarily expressed in developing siliques, seeds, and pollen
(Schmid et al., 2005) (Supplemental Figure 14). Genes in this
population serve diverse functions, but are enriched in tran-
scription factor annotation (Supplemental Figure 15) and include
genes known to undergo silencing-mediated regulation in sili-
ques, such as the TE-associated AGAMOUS-LIKE91 (AGL91)
and AGL40 (Lu et al., 2012). Therefore, both the expression and
silencingofdisiRNA-associated loci appear tobedevelopmental
stage specific.
Mapping sRNA reads onto disiRNA-associated loci revealed

remarkable overlapping populations of 21- and 24-nucleotide
siRNAs covering parts or the entirety of corresponding coding
regions, suggesting they shared the same dsRNA precursors
(Figure 7E; Supplemental Figures 16 to 19). RNA gel blot
analysis of RNA extracted from siliques harvested from
a panel of mutant plants revealed, as expected, the strict
DCL3 dependency of the 24-nucleotide species and con-
firmed the exclusive requirement for DCL4 for 21-nucleotide
disiRNA accumulation (Figure 7F). Furthermore, disiRNAs over-
accumulated in dcl3 mutants, consistent with the hierarchical
DCL action on shared dsRNA substrates, and showing that in
wild-type plants, DCL4NLS access to nuclear dsRNA sub-
strates is somewhat limited by DCL3 activity. Some disiRNA
loci also accumulated 22-nucleotide siRNA species in dcl4 and
dcl3 mutants, which were lost in dcl2 dcl4 or dcl2 dcl3 double
mutants (Figure 7F). Surprisingly, the rdr6 mutation did not
reduce disiRNA accumulation, despite the established con-
nection between RDR6 and DCL4 in mediating PTGS; how-
ever, mutants in RDR2 and PolIV, required to provide dsRNA
templates to DCL3, lost both 24-nucleotide siRNA and
21-nucleotide disiRNA populations (Figure 7F). The polV
mutation had variable outcomes, echoing its known effects
on siRNA synthesis (Law and Jacobsen, 2010). As both
small RNA sequencing and RNA gel blotting revealed dis-
crete 24-nucleotide and 21-nucleotide siRNAs dependent,

Figure 5. DCL4 Isoforms Complement dcl4 Mutant Developmental
Phenotype.

(A) Morphology of Col, dcl4-2 mutants, and complementation by
ProUbq10:DCL4NLS-GFP and ProUbq10:DCL4Δ-GFP. Plants shownwere
grown for 3 weeks in soil under stable growth chamber conditions with
a 16-h-light/8-h-dark cycle.
(B) RNA gel blot hybridization showing complementation of tasiRNA255
and miR822 production by ProUbq10:DCL4NLS-GFP and ProUbq10:
DCL4Δ-GFP. U6 and Rep2 shown as controls.
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respectively, on DCL3 and DCL4, these RNA species are
genuine and not likely due to degradation or experimental
artifacts. Because both populations accumulate as overlapping
populations, which require RDR2 and PolIV, but not RDR6, for
biogenesis, we conclude that DCL3 and DCL4NLS can share the
same population of dsRNA precursors in siliques. disiRNAs thus
represent a small proportion of DCL4-dependent siRNAs, distin-
guished by a biogenesis mechanism in which the canonical RdDM
components PolIV and RDR2 are connected to the downstream
action of DCL4 through the nuclear variant.

disiRNAs Load into AGO1 and Act with 24-Nucleotide
siRNAs to Regulate Transcript Accumulation

To explore whether disiRNAs can function in silencing, we
tested the expression of disiRNA-producing genes in siliques
of wild-type Col as well as dcl2 dcl4, dcl2 dcl3, dcl2 dcl3, dcl4,
rdr2, and rdr6 mutants, 5 d after hand-pollination to ensure
optimal fertilization and synchronized development. The dcl2
mutation was included in these mutant combinations to ex-
clude contributions from 22-nucleotide siRNAs found at some

disiRNA loci in single dcl3 or dcl4 mutants (Figure 7F). The
comparison between dcl2 dcl3 and dcl2 dcl3 dcl4 is most
relevant to isolating a specific role for DCL4 and disiRNAs.
Many disiRNA-associated gene and TE transcripts accumu-
lated to significantly higher levels in dcl2 dcl3 dcl4 compared
with dcl2 dcl3 or Col siliques, demonstrating that disiRNAs can
mediate silencing on their own (Figure 8A). Because dcl2 dcl3
dcl4 mutants accumulate higher levels of these transcripts
compared with dcl2 dcl4 mutants, the 24-nucleotide species
produced coincidently with disiRNA are also sufficient to si-
lence these loci. Transcripts from disiRNA-producing loci
overaccumulated in the rdr2 but not in the rdr6 mutant, con-
sistent with the genetics of disiRNA biogenesis (Figures 7F and
8A). We conclude that disiRNAs synthesized by nuclear DCL4
regulate TE and TE-proximal/overlapping gene expression to
a slight but significant degree, in a cooperative or redundant
manner with DCL3-dependent 24-nucleotide species.
The potential for cooperative regulation, rather than mere re-

dundancy, could be revealed if 21-nucleotide disiRNAs and
24-nucleotide siRNAs are specifically loaded into different
effectors of the PTGS and RdDM pathways. To test this idea,

Figure 6. DCL4NLS Produces a Unique Set of siRNAs in Siliques.

(A) Flowchart of sequence analysis pipeline for library size-normalized 20- to 21-nucleotide sRNA reads, uncovering a population of candidate loci that
produce sRNAs made by DCL4NLS. Loci with adjusted P value < 0.05 were considered as candidates.
(B) Heat map showing log(e)-fold differential accumulation of 20- to 21-nucleotide siRNAs in different pairwise library comparisons for a selection of loci.
(C)RNAgel blot detection of siRNAs in siliques of Col (wild type), dcl4mutant plants, and dcl4mutants expressing ProUbq10:DCL4NLS-GFP orProUbq10:
DCL4Δ-GFP, revealing24-nucleotide speciesand21-nucleotidedisiRNAsproducedbyDCL4NLS (arrow); analysis performedbystrippingand reprobing the
same membrane.
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nativeAGO1 (PTGS) andAGO4 (RdDM)were immunoprecipitated
from wild-type siliques (Figure 8B), and coprecipitated sRNA was
tested by RNA gel blot analysis. This revealed loading of
21-nucleotide disiRNAs specifically in AGO1 and 24-nucleotide

species in AGO4 (Figure 8C), consistent with the well-described
sRNA size preference of these AGOs. While it is possible that
disiRNAs load into additional AGOs, thewell-established functions
of AGO1 and its strong loadingwith disiRNAs (Figure 8C) lead us to

Figure 7. disiRNAs Are Associated with TEs, and Biogenesis Requires RDR2 and PolIV.

(A) Genes that contain overlapping TEs or no overlapping TEs in genome and disiRNA loci. x2 test P value < 2.2 e-16.
(B) Box plot analysis of average distance to nearest TE for genome versus disiRNA loci without an overlapping TE. Filled bars indicate median TE gene
distance, andboxes indicate rangebetween the first and thirdquartiles (Q1andQ3, respectively) defining the interquartile range (IQR).Whiskers correspond
to data between Q1 2 1.5 3 IQR or Q3 + 1.5 IQR. Outliers are not shown. P value < 3e-05 by Wilcoxon rank test.
(C) Analysis of TE classes, by proportion, present in the Arabidopsis genome and those directly producing disiRNAs.
(D) RNA gel blot detection of disiRNAs in different tissues of Arabidopsis. miR168 and RNA staining is shown as a loading control. Analysis performed by
stripping and reprobing the same membrane.
(E) Small RNA sequencing reads from both strands mapped onto an example locus, AT3G66656 (left); 24-nucleotide siRNAs in red, 22-nucleotide siRNAs
green, and 21-nucleotide siRNAs blue. Histograms of sRNAs are shown at the right, with 21-nucleotide disiRNAs highlighted with a blue arrow.
(F) RNA gel blot detection of disiRNAs in siliques of dcl, rdr, and pol mutants reveals genetic basis for biogenesis. Analysis performed by stripping and
reprobing the same membrane.
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Figure 8. disiRNAs Act with 24-Nucleotide siRNAs to Regulate Transcript Accumulation.

(A)Relative accumulation of disiRNA-producingmRNA in hand-pollinated siliques ofmutants. Mean6 SE of three biological replicates shown, with P value
derived from two-tailed t test.
(B)Protein gel blot analysis following immunoprecipitation from siliques by AGO1, AGO4, or no (Neg) antibodies. Immunoprecipitation (IP) samples and an
Input control were analyzed by AGO1 or AGO4 antibodies (indicated with @).
(C)RNAgelblotdetectionof immunoprecipitatedRNAsbyAGO1,AGO4,ornoprimaryantibodycontrol (Neg), comparedwith Input.Blotswerestrippedand
reprobed to analyze multiple loci.
(D) A model for DCL4NLS conditional expression and activity. (i ) Steady state DCL4Δ expression gives rise to a cytoplasmic protein that can shuttle into
nuclear dicingbodies viaDRB4. (ii ) Hypomethylationpromotes usageof anupstreamTSS, resulting in expressionof thenuclearDCL4NLS isoform.Note that
DCL4Δ is additionally expressed in siliques. (iii ) Subset of TEs and TE-proximal genes are activated in siliques during a phase of genome-wide hypo-
methylation.RdDM,operatedviaAGO4-loaded24-nucleotidesiRNA, canmediateTGSat theDNA level,whereas thepoolof preexistingmRNAsmade from
the activated loci is eliminated via PTGS mediated by DCL4NLS-dependent disiRNAs loaded in AGO1. Both 24-nucleotide siRNAs and 21-nucleotide
disiRNAs share the same PolIV/RDR2-dependent dsRNA precursors.
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conclude that disiRNAs have the necessary attributes to mediate
PTGSandthusfunctiondistinctly fromAGO4-loaded24-nucleotide
siRNAs.

DISCUSSION

Evolution of Dicer Localization and Function
across Kingdoms

The amino acid sequence alignment and localization of tomato
DCL4 presented here strongly suggest that DCL4 evolved in
plants as a cytoplasmic enzyme that acquired an additional NLS-
containing module during the emergence of the Brassicaceae.
Previousconclusions thatDCL4 isnuclear localizedreliedmostlyon
theNLS-containingannotatedgenemodelofArabidopsis,whereas
experiments reported in this work show that a shorter transcript
encoding cytoplasmic DCL4Δ dominates in Arabidopsis seedlings
and flowers. Furthermore, immunolocalization results presentedby
Hoffer et al. (2011) were used to conclude that DCL4 localizes
strictly in the nucleus; however, their data also show cytoplasmic
localization, which was not discussed. Cytoplasmic localization
wouldenableDCL4 todirectly targetRNAviruses,oneof its primary
and universal functions; additional experiments will be required to
directlyaddress thecontributionof isoforms toantiviraldefenseand
to clarify how nuclear DCL2 can perform its antiviral function.

This Brassicaceae-specific DCL4 elaboration is not without
precedent, as Dicers have experienced multiple modifications
during eukaryotic evolution. In monocot plants, gene duplication
at the DCL3 locus spawned DCL3b/DCL5, which produces
24-nucleotide siRNAs from tasiRNA-like precursors (Song et al.,
2012). Phylogenetic analyses also revealed that the DCL2 clade
did not arise until the evolution of gymnosperms (Ma et al., 2015).
Recent studieshave further revealedexamplesof alternativeDicer
localization that affect biological functions. Dicer of Schizo-
saccharomyces pombe, which directs heterochromatin forma-
tion, was shown to shuttle between the nucleus and cytoplasm
through motifs that mediate nuclear export and retention
(Emmerth et al., 2010). Caenorhabditis elegans Dicer can reloc-
alize to the nucleus following ERK-mediated phosphorylation
(Drake et al., 2014), while the nematode Trichinella spiralis evolved
a Dicer with anN-terminal NLS, which can likelymediate RdDM to
repress transposons (Sarkies et al., 2015). Finally,metazoanDicer
is cytoplasmic, but human Dicer encodes a noncanonical nuclear
localization signal, normallymasked in the foldedprotein, andwas
shown to shuttle into the nucleus where it represses spurious
interferon response activation (White et al., 2014; Doyle et al.,
2013; Burger and Gullerova, 2015).

The existence and specific role of DCL4NLS are clearly revealed
by the sequencing and RNA gel blot results presented in Figures
6C and 7E, which demonstrate disiRNA species accumulating in
wild-type and DCL4NLS-expressing dcl4mutant plants, but not in
dcl4 mutants or those expressing DCL4Δ. The surprising non-
canonical biogenesis pathway for disiRNA precursors is none-
theless logical, as PolIV andRDR2produce dsRNA in the nucleus.
Thus, DCL4NLS is probably able to compete with DCL3 for pro-
cessing, while cytoplasmic DCL4Δ does not gain efficient access
to these precursors. It is interesting to note that only a subset of

PolIV/RDR2 dsRNAs give rise to disiRNAs in siliques, while in
seedlings the expression of DCL4NLS does not seem to process
PolIV/RDR2 products (Figures 5B and 7F; Supplemental Data Set
1), suggesting that additional factors are required for DCL4NLS to
process RdDM dsRNA substrates. Somewhat puzzling is the ob-
servation that this studydidnot shed light on the locationofmiR822
and tasiRNA processing. These substrates can be processed by
bothDCL4 isoforms,suggesting thatdsRNAprecursorscanshuttle
between compartments or that they are produced in nuclear dicing
bodies, where both DCL4 isoforms can localize.

An Unexplored Aspect of Epigenetic Regulation?

DNA methylation control of alternative TSS expression is a fas-
cinating concept that is just starting to emerge: Only two such
examples are available inmetazoans (Hoivik et al., 2013; Connolly
et al., 2011), and two imprinted genes were recently shown to
undergo this type of regulation in rice (Oryza sativa) endosperm,
although the functional significance of alternative TSS isoforms
was not elucidated in this instance (Du et al., 2014). While ex-
pression studies on RdDMmutants did not detect profound gene
expression changes (Reinders et al., 2009; Stroud et al., 2014),
such studies would have unlikely revealed subtle changes in TSS
usage such as DCL4Δ and DCL4NLS. Recent detailed studies in
zebra fish uncovered;900 genes, in which the TSS shifted within
100 bp between maternal oocytes and zygotes, revealing that
tissue-specific signals can direct subtle changes to promoter
usage (Haberle et al., 2014). While DCL4 is not an imprinted gene
(Gehring et al., 2011), the possibility remains that the NLS isoform
is maternally expressed in the endosperm. We analyzed available
endosperm-specific RNA-seq data; however, low read coverage
over theDCL459 regionprecludedanyconclusionsaboutwhether
this form is specifically expressed in the endosperm or imprinted.
Expression of the two TSS isoforms is likely due to the co-

existence of two cis-element regions inDCL4, which guide distinct
transcriptional starts.Ourdata in tissues,mutants, andbiotic stress
establish a correlation between methylation of the endogenous
DCL4 promoter and alternative TSS usage, and our analysis of
multiple independent transgenic lines reveals a causative role for
promoter methylation in influencing TSS usage. We propose that
this methylated region directly affects transcription factor binding,
such that hypomethylation allows a transcription factor to bind an
otherwise inaccessible, or poorly accessible, cis-element to initiate
DCL4NLS transcription (Figure 8D). Hypermethylation of the pro-
moterwouldthuspreventordecreasetranscriptionfactorbindingto
the DCL4NLS-specifying cis-element and would thus favor DCL4Δ

expression. Based on the finding that DCL4NLS is never the major
formexpressed fromtheendogenouspromoter,we further suggest
that the transcription factor(s) is likely present in limited amounts
and/or in discrete cell types. Deciphering the exact mechanisms
andconditions thatregulateDCL4TSSusagewouldshedakey light
on the epigenetic sensitivity of transcription initiation in plants.

Feedback Regulation and Epigenetic Control of RNA
Silencing Genes

The methylation-dependent conditioning of DCL4NLS expression
echoes the rheostaticmodeof regulation at theDNAdemethylase
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REPRESSOR OF SILENCING1 (ROS1) locus, which contains
a methylated TE-derived fragment in its promoter. Unlike most
loci, ROS1 expression increases when methylated and, con-
versely, decreases when unmethylated. ROS1 functions to re-
move DNA methylation, and its expression regulation represents
an elegant mechanism to maintain DNA methylation homeosta-
sis (Lei et al., 2015; Williams et al., 2015). This autoregulation
mechanismdiffers from that of DCL4, which does not play a direct
role in the DNA methylation pathway. Specifically, mRNA of both
DCL4 isoforms accumulates to similar levels in dcl4-2mutants as
inwild-type plants, demonstrating thatDCL4 does not regulate its
own expression (Supplemental Figure 10). A recently evolved
mouse Dicer isoform also exhibits rheostatic regulation, although
the involvement of DNA methylation is not clear in this case: An
MT-C retrotransposon inserted into the sixth intron of Dicer is
highly transcribed in mouse oocytes, serving as an alternative
promoter for the truncated and oocyte-specific DicerO isoform,
which enables potent RNAi of coincidently induced transposons.
Loss of DicerO causes sterility, highlighting the functional im-
portance of this adaptation (Flemr et al., 2013).

We propose that the DCL4 locus in Arabidopsis functions in an
analogous manner during seed development, whereby hypo-
methylation leads to induction of DCL4NLS, which produces a new
population of disiRNAs arising from the PolIV/RDR2 portion of the
RdDM pathway. disiRNAs then mediate PTGS via AGO1 to re-
press targets that themselves are induced during this period of
hypomethylation (Supplemental Figure 14), thus contributing to
transcriptome homeostasis (Figure 8D). This example of RdDM-
to-PTGS interconnectivity represents the inverse of recent discov-
eries showing PTGS-to-RdDM connections (Bond and Baulcombe,
2015; Nuthikattu et al., 2013; Marí-Ordóñez et al., 2013; Wu et al.,
2012; Pontier et al., 2012).

Tightening the Silencing of TEs and TE-Associated Genes

Genome-wide hypomethylation described in endosperm results
from active DNA demethylation by DEMETER in the central cell
before fertilization, and further repressionof theMET1,DRM2,and
CMT3DNAmethyltransferases in the endospermafter fertilization
(Jullien et al., 2012; Ibarra et al., 2012). Interestingly, the meth-
ylation status of maternal-origin seed tissues is not known. In
contrast to methyltransferase expression, the PolIV/RDR2 path-
way is not downregulated by 5DAP; rather, 24-nucleotide siRNAs
accumulate to high levels (Mosher et al., 2009; Lu et al., 2012),
although their exact role remains unclear. Some evidence sug-
gests their movement from endosperm into embryo where they
could reinforce TGS (Ibarra et al., 2012), while recent work
demonstrated that an RDR2-dependent 24-nucleotide siRNA
could mediate PTGS (Klein-Cosson et al., 2015). Nevertheless,
the most parsimonious model is that endosperm 24-nucleotide
siRNAs guide RdDM to silence gene expression as part of the nor-
malendospermdevelopmentalprogram,whichrequires the tightly
controlled expression of several key MADS box transcription
factors (Bemer et al., 2010; Lu et al., 2012). The simultaneous
induction and repressionof targets fits for geneswhose function is
required for only a brief developmentalwindow, as is described for
seed development (Belmonte et al., 2013; Bemer et al., 2010). Of
the 63 disiRNA-producing genes identified here, seven are indeed

AGL/MADS box genes, including AGL91 and AGL40, which were
previously studied in the frame of seed size regulation in uneven
tetraploid crosses leading to endosperm defects in Arabidopsis
(Lu et al., 2012). Lu et al. (2012) pointed out that 24-nucleotide
siRNA species found at the AGL91 and AGL40 loci coincided
with an overlapping population of 21-nucleotide siRNAs, which,
as shown here, are disiRNAs. While they can execute RNA si-
lencing on their own in a dcl2 dcl3 mutant, we propose that
AGO1-loaded disiRNA most likely function cooperatively with
RdDM in wild-type siliques, to eliminate, via PTGS, the pool of
preexisting transcripts produced by these loci (Figure 8D). The
ensuingconsolidationofsilencingcouldcontribute tosubtly tighten
the spatio-temporal expression window of endosperm-specific
genes.Wenote that themildly enhanced levelsofdisiRNAtargets in
dcl2dcl3dcl4mutants relative towild-typeplants (;2-foldor lower)
is comparable to the often modest increase in accumulation of
miRNA targets in plants mutated for components of the miRNA
pathway (Todesco et al., 2010). Nevertheless, DCL4 does not play
a major role in seed development under growth chamber con-
ditions, as mutant plants, including dcl2 dcl3 dcl4, did not display
any drastic impairment in seed development.
A second nonmutually exclusive function of disiRNAs might be

to reduce the detrimental effects of epigenetically reactivated TEs
during seed development. Although most disiRNAs are spawned
from inert transposon remnants, their loading into the PTGS ef-
fector AGO1 suggests that they could trans-target active and
potentially harmful TEs. Consistent with this idea, transposon
expression is high in endosperm up to 3 to 4 DAP, but decreases
coincidently with the burst of disiRNA and 24-nucleotide siRNAs
(Figure 7D; Belmonte et al., 2013). In metazoan germlines, piwi-
interacting RNAs silence TEs in trans through both PTGS and TGS
mechanisms (Siomi et al., 2011), and in Arabidopsis, TEs can be
repressed in the developing male germline by epigenetically acti-
vatedsiRNAsofvegetativeorigin (Slotkinetal., 2009).Productionof
these epigenetically activated siRNAs depends on both themiRNA
pathway and DCL4 (Creasey et al., 2014; Slotkin et al., 2009).
disiRNAs could thus be a functional equivalent, in seeds, of the
pollen epigenetically activated siRNAs, and a defensive function
against TEs might underpin the primary origin of these molecules.
A unique and crucial function for the DCL4NLS isoform is ulti-

mately suggestedby its conservation in all available Brassicaceae
genomes. Whether these species also regulate DCL4 isoform
expression through DNA methylation remains an open question.
While the promoter sequence is not conserved between Arabi-
dopsis and other Brassica species, it is possible that methylation
on this locus was maintained throughout evolution of the nucle-
otide sequence. It is also possible that this isoform in Arabidopsis
plays a more significant role in other tissues or under variable/
adverse environments. For example, we used the hypomethylation
induced by bacterial infection to support the connection be-
tween methylation state and isoform expression, and it is fur-
ther possible that this regulation plays a role in plant disease
responses. The continued evolution of Dicers indicates that
grasping the full complexity of silencing mechanisms will require
analyses of a large diversity of plant families. Finally, establishing
the extent to which DNA methylation regulates protein isoform
diversity may reveal an important and unappreciated epige-
netic function.
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METHODS

Plant Material and Growth Conditions

Arabidopsis thalianaCol-0 ecotype was used as the wild type in all studies
and compared with previously described mutants dcl4-2, dcl2-1, dcl3-1,
rdr2-1, rdr6-15, ago4-5, polIV (nrpd1a-3), polV (nrpd1b-11), ddc (drm1-2
drm2-2 cmt3-11), all in theCol background.Seedlingsweregrownon0.53
MS medium without sucrose in a 12-h-light/12-h-dark growth chamber;
expression analysis was performed on plants 10 to 14 d after germination.
For inflorescence andsilique tissue, plantswere grown for 2weeks in soil in
a 12-h-light/12-h-dark cycle, thenmoved into a 16 h/8 h chamber. Growth
chambers were equipped with 36-Watt fluorescent lights in a 2:1 ratio of
840 CoolWhite:Grolux with an average light intensity of 160 mmol m22 s21

and 60% relative humidity. Stable transgenic plants were established
through the flower dip method (Clough and Bent, 1998) and selected for
homozygous, single locus insertion by antibiotic resistance segregation. A
minimumof three lines from independent transgenic eventswere analyzed
for each reporter to ensure consistent results. Coilin and U2b99 expressing
plants were ordered from the NASC stock center. Transient expression in
Nicotiana benthamiana was performed according to de Felippes and
Weigel (2010), and the viral suppressor P38 was included for DCL4 ex-
pression experiments. For expression analysis in dissected siliques, 3- to
4-DAP siliques were harvested and anchored with tape under a dissecting
microscope, and syringe tips were used to dissect and immediately freeze
valve tissue. Septa, with attached seeds, were then removed to a new tube
and frozen.

Plasmid Construction

All constructs reported here were created in the pB/K7m34GW vector by
multisite Gateway recombination, as described by Karimi et al. (2005).
Briefly, promoters and coding sequenceswere amplified fromArabidopsis
genomic DNA with Phusion polymerase (Thermo Scientific) using primers
listed in Supplemental Data Set 4 and recombined into the appropriate
pDONRplasmidwithGatewayBPClonase (Invitrogen). DCL4 from tomato
(Solanum lycopersicum) was amplified from cDNA synthesized as de-
scribed below. Fluorescent reporters were similarly amplified, and all
plasmids were sequenced. Three-way recombination was subsequently
performedwithGateway LRClonase to create the promoter:gene-reporter
constructs used in this study.

Pseudomonas syringae Infection

Bacterial infection experiments were performed as described (Yu et al.,
2013). Briefly,Pseudomonas syringaepv tomato strainDC3000wasgrown
in liquid culture to log phase (OD600 = 0.6), pelleted by centrifugation, and
resuspended in 10 mM MgCl2 to a concentration of 107 colony-forming
units per milliliter. Four leaves of 5- to 6-week old plants were syringe-
infiltratedwith thePstsolutionor abuffer control andharvestedafter 12, 24,
48, and 120h. Twoplantswere combined for each biological replicate, and
threebiological replicateswerecompared for eachexpression experiment,
while two replicates were compared for methylation analysis. Pst infection
experiments were conducted three times with similar results.

59 RACE

RACE was performed according to Scotto-Lavino et al. (2006). RNA was
extracted from Col and ProDCL4:DCL4-mCherry seedlings by TRIzol (Life
Technologies), incubated with DNaseI (Thermo Scientific), and cleaned
with an RNeasy mini kit (Qiagen). Following first-strand cDNA synthesis,
a tailing reaction was performed and an adapter, which includes primer
binding sites for oligos Outer and Inner, was added by PCR. Nested PCR

was performed on cDNA first with primers Outer and DCL4R3, diluted
1/1000, and reamplifiedwith primers Inner andDCL4R7. PCRproductswere
purified on PCR Spin columns (Qiagen), and this population of products
was sent directly for sequencing with internal primer DCL4R6. By avoiding
subcloning and sequencing of individual PCR products, this approach
yields the major 59 cDNA end within the population.

Bisulfite Sequencing

DNA methylation was determined by extracting genomic DNA from the
indicated tissues and genotypes using a DNeasy Plant Mini Kit (Qiagen)
followed by bisulfite conversion with an EpiTect Bisulfite Kit (Qiagen).
Converted DNA was amplified by PCR with primers designed specifically
for bisulfite-treated DNA according to Henderson et al. (2010). PCR
products were gel-purified and ligated into pGEM-T Easy (Promega), and
single colonies were sent for sequencing. Percentage of methylated cy-
tosineswas determined by analyzing sequence datawith the Kismethweb
tool (Gruntman et al., 2008). Averagemethylation in a 168-nucleotide-long
DCL4 promoter region was presented, with 95%Wilson score confidence
intervals as error bars. Experiments were repeated at least twice with
similar results.

Live-Cell and Immunofluorescence Imaging

All fluorescence data were acquired with a Zeiss 780 confocal laser
scanning microscope using a 403 water immersion objective (LD
C-Apochromat 403/1.1). Images were analyzed and contrasted in Fiji
(Schindelin et al., 2012) and assembled in Adobe Photoshop CS5 (Adobe).
Fluorescent protein fusion-expressing roots and leaves were imaged
immediately following excision from growing plants. Differential in-
terference contrast (bright field) is included to show tissue/cellular details.
Images shown in figures are representative of consistent results observed
in multiple experiments.

cDNA Synthesis and qRT-PCR

RNA was extracted from frozen, ground tissue with TRIzol reagent (Invi-
trogen) from seedlings and leaves, while RNA from siliques and inflor-
escenceswasextractedwith anRNeasymini kit (Qiagen). RNAwas treated
with DNaseI and reverse transcribed with a Maxima First-Strand cDNA
synthesis kit (Thermo Scientific). Quantitative RT-PCR was performed on
a LightCycler480 II (Roche) in optical 384-well plates with a SYBR Fast
qPCR Kit (KAPA Biosystems) and Ct values determined by 2nd derivative
max on three technical replicates, defined as the same combination of
cDNA and primers, per sample. Occasional individual technical outliers
that differed from the other two technical replicates by more than one Ct
value (usually a failed reaction) were deleted while calculating the average.
ΔCt was calculated by comparing genes of interest to Actin11 for siliques
and GAPC and Actin2 for other tissues. For relative DCL4NLS measure-
ments, ΔCt was calculated by normalizing the Ct of DCL4NLS (F2 and R6)
reactions toCtofTotalDCL4 (F1andR6).Primerefficiencywasdetermined
for DCL4 primer sets as 1.93; for the remaining genes, efficiency of 2 was
used to estimate RNA abundance. Data are presented as average of three
biological replicates, defined as independent plants of similar genotype/
tissue, with error bars indicating SE of the mean. P values were calculated
with a Student’s t test. Primers are listed in Supplemental Data Set 4. All
qRT-PCR experiments were repeated at least three times with similar
results.

Amino Acid Sequence Alignment and NLS Analysis

NLSs were predicted with NLS mapper (http://nls-mapper.iab.keio.ac.jp/)
(Kosugi et al., 2009). Sequences of DCL4 homologs from representative
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plant species with available high-quality genome sequence were acquired
through TBLASTN searches for genes with the highest predicted amino
acid similarity to the Arabidopsis DCL4NLS sequence. Sequences are
available in Supplemental File 1 and represent full-length coding anno-
tations. Sequences from representative plant families were aligned with
ClustalW.

RNA Gel Blot Analysis

Total RNA was extracted from frozen, ground tissue with TRIzol reagent
(Invitrogen) and eluted in 50% formamide. Total RNA was separated on
a 17.5% polyacrylamide-urea gel, electrotransferred to a Hybond-NX
membrane (GE Healthcare), and cross-linked with 1-ethyl-3-(3-
dimethylaminopropyl) carbodiimide-mediated chemical cross-linking,
aspreviouslydescribed (Pall andHamilton, 2008). All radiolabeledprobes,
except those noted below, were made by incubating gel-isolated
PCR fragments with the Prime-A-Gene kit (Promega) in the presence of
[a-32P]dCTP (Hartmann Analytic). Oligonucleotides complementary to U6,
tasiRNA255,miR822,miR159,miR172, siRNA1003, and siRNARep2were
end labeled by incubation with T4 PNK (Thermo Scientific) in the presence
of [g-32P]dATP.Multiple sequenceswere probed on individualmembranes
by stripping twicewith boiling 0.1%SDSand reprobing.Results shownare
representative of at least three independent experiments. Raw data from
RNA gel blotting are included in Supplemental Data Set 5.

Small RNA Sequencing

Total cellular RNA (10mL, 200 to300ng/mL), extracted usingTRIzol reagent
(Invitrogen), was processed into sequencing libraries using adapted Illu-
mina protocols and sequenced at Fasteris using the Illumina HiSeq se-
quencer. FASTQ file generation, demultiplexing, and adapter removalwere
done by Fasteris.

RNA Sequencing

Total RNA sequencingwas done at the Zurich Functional GenomicCenter.
RNAwas isolated from inflorescences and siliques using aQiagen RNeasy
kit. Ribosomal depletion and random hexamer paired-end (2 3 100 bp)
stranded RNA sequencing were applied, producing around 23 40 million
reads per library.

Bioinformatic Analysis

Small RNA reads were filtered to 15- to 35-nucleotide-long reads and
matched against the Arabidopsis genome (TAIR10) using MUMmer v3.0
(Kurtz et al., 2004). Only reads with a perfect match over their entire
length were analyzed further (16,267,721; 18,755,127; 27,059,402;
and 21,670,047 reads for Col wild type, dcl4, DCL4NLS, and DCL4Δ, re-
spectively).

Differential Analysis

The number of 20- to 21-nucleotide reads matching nuclear genome
annotations (TAIR10genes and transposable elements aswell asmiRBase
v19 miRNA precursor) were normalized (reads per 10 millions reads) and
then compared between libraries using DESeq2 v1.2.10 (Love et al., 2014).
Full analysis is shown in Supplemental Data Set 1. Loci with adjusted
Pvalue (which takes into account false discovery rate) lower than0.05were
considered as significantly changed. This analysis was conducted to
identify targets for further studybyRNAgelblot analysisandqRT-PCR,and
the lackof replicatedsamples limits thestatistical power todetectgenome-
wide all loci that produce disiRNAs. Thus, the list of 118 candidates is likely
an underestimate of the genome-wide disiRNA-producing loci.

Small RNA Profile Representation

Simple genomic position comparison was applied to retrieve sRNA read
counts and positions corresponding to the selected loci. Those were then
used to calculate the normalized read counts (reads per 10 millions reads)
for each nucleotide and to produce a graphical representation using R. A
heat map was constructed using the heatmap2 function from the gplot R
package. For each locus, 20- to 21-nucleotide read count was calculated
and library-size normalized. Those values were compared between li-
braries by calculating the log(e)-ratio of those value plus 1 (to avoid division
by 0) and are shown in Supplemental Data Set 2. Loci in the heat map are
shown hierarchically clustered by similarity based on Euclidian distance
and single aggregation algorithm, while columns are hierarchically clus-
tered by similarity based on Manhattan distance and Ward aggregation
algorithm.

For RNA sequencing, reads from inflorescences and siliques were
aligned on the Arabidopsis TAIR10 reference genome using TopHat
(v2.0.11) (Kim et al., 2013) and Bowtie (v2.2.1.0) (Langmead et al., 2009).
Reads corresponding to theDCL4 locuswere retrieved by simple genomic
position comparison.

Immunoprecipitation

Silique tissue, frozen in liquid nitrogen andgroundwith amortar andpestle,
was mixed 1:4 (volume ground tissue:volume buffer) with immunopre-
cipitation buffer (50 mM Tris-HCl, pH 7.5, 150 mM NaCl, 10% glycerol,
0.1% Nonidet P-40) containing 2 mM proteasome inhibitor MG-132 and
cOmplete protease inhibitor cocktail (Roche), and incubated for 25 min at
4°C on a rotating wheel. All steps were performed at 4°C and on ice. Cell
debris was removed by centrifuging twice for 10 min at 8000g. The su-
pernatant was precleared by incubating for 15 min with 50 mL of Protein
A-agarose beads (Sigma-Aldrich). The beads were removed by centrifu-
gation for 1 min at 10,000g, 100mL of supernatant was removed for the
Input control, and the remaining sample was separated into three groups
and incubated with previously established antibodies at 1/1000 dilution of
anti-AGO1 (Qi et al., 2005) (Agrisera), 1/500 dilution of anti-AGO4 (Garcia
et al., 2012) (Eurogentec), or no primary antibody for 45 min. Twenty-five
microliters of Protein A-agarose beadswas added, followed by incubation
for 45 min. The beads were pelleted, washed three times in immunopre-
cipitation buffer, and resuspended in 100 mL PBS and 10mL for protein
analysis and 90mL for RNA analysis. RNAwas extracted from precipitated
complexes by the addition of 150mLPBS+1%SDS, 10mLof ProteinaseK
and incubating 25 min at 37°C, followed by phenol extraction and pre-
cipitation in sodium acetate, ethanol, and glycogen and elution in 50%
formamide. As a control, 100 mL of input sample was mixed with 1 mL of
TRIzol reagent, and RNA was extracted and eluted in 50% formamide.

Protein Blot Analysis

Protein was resolved by SDS-PAGE, electrotransferred to Immobilon-P
PVDF membrane (Millipore), and following 1 h blocking in PBS + 0.1%
Tween 20 supplemented with 1% BSA, antibody incubations were per-
formed overnight at 4°C with constant shaking. Primary antibodies were
used with the following dilutions: AGO1 (1/8000) and AGO4 (1/4000).
Following three washes in PBS + 0.1% Tween 20, membranes were in-
cubated for 1 h in horseradish peroxidase-conjugated goat anti-rabbit
antibodies then rinsed three times before detection with an ECL Western
Blotting Detection Kit (GE Healthcare). Raw data from protein blotting are
included in Supplemental Data Set 5.

Accession Numbers

Genes referred to in this study correspond to the following Arabidopsis
Genome Initiative locus identifiers:DCL4,AT5G20320;DCL3,AT3G43920;
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DCL2, AT3G03300; DCL1, AT1G01040; DRB4, AT3G62800; RDR2,
AT4G11130; PolIV, AT1G63020; PolV, AT2G40030; RDR6, AT3G49500;
AGO4, AT2G27040; AGO1, AT1G48410; DRM1, AT5G15380; DRM2,
AT5G14620; CMT3, AT1G69770; ACTIN2, AT3G18780; ACTIN11,
AT3G12110;GAPC,AT3G04120;UBQ10,AT4G10590;ROS1,AT2G36490;
MET1, AT5G49160; AGL91, AT3G66656; and AGL40, AT4G36590. Se-
quences of DCL4 homologs in other species correspond to the following
NCBI references: S. lycopersicum, NM_001279281.2; Arabidopsis lyrata,
XM_002873945.1; Brassica rapa, XM_009122569.2; Capsella rubella,
XM_006289369.1. RNA and small RNA sequencing data are available
from the NCBI Gene Expression Omnibus under the following reference
numbers: GSE74731, GSM1930763, GSM1930764, GSM1930834, and
GSM1930835.

Supplemental Data

Supplemental Figure 1. RNA-sequencing reads of DCL4.

Supplemental Figure 2. DCL4 methylation and small RNA accumu-
lation.

Supplemental Figure 3. DCL4 promoter methylation bisulfite data.

Supplemental Figure 4. DCL4 promoter methylation in endosperm
and embryo.

Supplemental Figure 5. DCL4 isoform expression in dissected seeds
and valves.

Supplemental Figure 6. DCL4 promoter methylation bisulfite data.

Supplemental Figure 7. DCL4 TSS determined by 59 RACE sequenc-
ing.

Supplemental Figure 8. Localization of DCL proteins.

Supplemental Figure 9. Colocalization analysis with Cajal body
markers.

Supplemental Figure 10. Colocalization of DCL4 and DRB4 in nuclear
bodies.

Supplemental Figure 11. DCL4 transgenic promoter methylation
bisulfite data.

Supplemental Figure 12. DCL4 expression in independent transgenic
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Supplemental Figure 13. DCL4 isoform complementation analysis.

Supplemental Figure 14. Expression pattern of disiRNA-producing
genes.

Supplemental Figure 15. GO annotation of disiRNA-producing
genes.

Supplemental Figure 16. sRNA accumulation in siliques over
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Supplemental Figure 17. sRNA accumulation in siliques over
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Supplemental Figure 18. sRNA accumulation in siliques over
AT2G21235.
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Supplemental Data Set 1. Differential analysis of silique small RNA
sequencing.
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