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In eukaryotic organisms, replication initiation follows a temporal program. Among the parameters that regulate this pro-

gram in Saccharomyces cerevisiae, chromatin structure has been at the center of attention without considering the contribution

of transcription. Here, we revisit the replication initiation program in the light of widespread genomic noncoding transcrip-

tion. We find that noncoding RNA transcription termination in the vicinity of autonomously replicating sequences (ARSs)

shields replication initiation from transcriptional readthrough. Consistently, high natural nascent transcription correlates

with low ARS efficiency and late replication timing. High readthrough transcription is also linked to increased nucleosome

occupancy and high levels of H3K36me3. Moreover, forcing ARS readthrough transcription promotes these chromatin fea-

tures. Finally, replication initiation defects induced by increased transcriptional readthrough are partially rescued in the

absence of H3K36 methylation. Altogether, these observations indicate that natural noncoding transcription into ARSs in-

fluences replication initiation through chromatin regulation.

[Supplemental material is available for this article.]

DNA replication is a fundamental process occurring in all living
organisms and ensuring accurate duplication of the genome.
Eukaryotic replication initiation takes place at several dispersed lo-
cations termed replication origins. Origins are defined by a specific
chromatin structure consisting of a nucleosome-depleted region
(NDR) and the binding of specific replication initiation factors.
In Saccharomyces cerevisiae, replication origins or ARSs (autono-
mously replicating sequences) are specified by an 11bp T-rich
ARS consensus sequence (ACS) (Stinchcomb et al. 1979; Niedus-
zynski et al. 2006). ARSs also contain more degenerate A-rich B
elements proposed to contribute to origin function by excluding
nucleosomes (Bell 1995; Segal and Widom 2009; Eaton et al.
2010). Despite the occurrence of thousands of ACSs in the ge-
nome, only 200–300 are efficient for the recruitment of the AAA
+ ATPase origin recognition complex (ORC) (Raghuraman et al.
2001; Hawkins et al. 2013; McGuffee et al. 2013). During the G1-
phase, the ORC in conjunction with Cdt1 and Cdc6 promotes
the binding of theMCM2-7 double hexamer helicase complex giv-
ing rise to the prereplication complex (pre-RC) (Deegan and Diff-
ley 2016). The resulting ORC/MCM2-7-bound ARSs are said to be
licensed for replication initiation and have the ability to initiate
replication during the subsequent S-phase (Aparicio 2013).

Replication follows a temporal program of activation during
S-phase. ARSs are defined by an activation timing based on the ob-
servation that some ARSs replicate earlier than others (Raghura-
man et al. 2001; Hawkins et al. 2013). Moreover, using DNA
combing, it appears that the fraction of cells in a population
initiating replication at a given ARS is variable, defining a firing ef-
ficiency probability for each ARS (Czajkowsky et al. 2008; Hawkins
et al. 2013;McGuffee et al. 2013). Timing and efficiency are linked,
as inefficient origins tend to fire late during S-phase or to be repli-
cated passively through the use of a neighboring origin (Yang et al.
2010). These two interdependent measurements of timing and ef-

ficiency are usually used to describe the replication initiation prop-
erties of ARSs.

In S. cerevisiae, many parameters affect ARS activity including
limiting trans-acting factors, different chromosomal location, and/
or subnuclear localization (Yoshida et al. 2013). ARS activity also
depends on the chromatin context and histone modifications.
First, early origins have a wider NDR than late ARSs and adjacent
nucleosomes are more precisely positioned (Soriano et al. 2014;
Rodriguez et al. 2017). Moreover, the strength of ORC recruitment
correlates with ARS activity and is itself important for NDR estab-
lishment (Eaton et al. 2010; Belsky et al. 2015). Second, early
ARS activation during S-phase depends on histone acetylation
(Vogelauer et al. 2002; Unnikrishnan et al. 2010). Indeed, the
Class I Histone Deacetylase (HDAC) Rpd3 delays initiation of
a huge number of replication origins (Vogelauer et al. 2002;
Aparicio et al. 2004; Knott et al. 2009) and narrows their nucleo-
some-depleted regions (Soriano et al. 2014).

Numerous studies attempting to consider transcription as an-
other parameter to define replication initiation led to conflicting
results. On one hand, transcription revealed some positive links
with replication initiation, as highly transcribed genes were pro-
posed to replicate earlier than lowly expressed genes (Fraser
2013). Furthermore, stalled RNA polymerase II (RNA Pol II) was in-
volved in the recruitment of the ORC at the rDNA locus, and the
activity of many replication origins depends on the presence of
specific transcription factor binding sites (Knott et al. 2012;
Mayan 2013). On the other hand, active ARSs are excluded from
annotatedORFs and tend to localize after 3′-transcription termina-
tors, suggesting that transcription and replication initiation donot
coexist (Nieduszynski et al. 2006). Furthermore, natural or artifi-
cial induction of transcription through origins leads to replica-
tion defects via dissociation or sliding of the pre-RC and MCMs,
respectively (Snyder et al. 1988; Nieduszynski et al. 2005; Mori
and Shirahige 2007; Blitzblau et al. 2012; Gros et al. 2015). In
this study, we aimed at clarifying the role of transcription in
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replication initiation considering the widespread genomic non-
coding transcription.

The analysis of appropriate mutants and the development of
new tools to examine nascent transcription have revealed that
RNA Pol II occurs pervasively and that the transcriptional
landscape in eukaryotic genomes extends far beyond mRNAs
and stable noncoding RNAs (Churchman and Weissman 2011;
Schaughency et al. 2014). One source of noncoding transcription
stems from initiation at NDRs, an event controlled through early
termination by the Nrd1-Nab3-Sen1 (NNS) complex recruited at
the 5′ end of all RNA Pol II transcription units via interaction
with the RNA Pol II C-terminal domain (CTD) (Steinmetz et al.
2001; Arigo et al. 2006). Recognition by Nrd1/Nab3 of specificmo-
tifs on the nascent RNA induces RNA Pol II termination usually
within the first kilobase of transcription in a process coupled to
degradation by the nuclear exosome component Rrp6 (Tudek
et al. 2014). These cryptic unstable transcripts (CUTs) are revealed
in the absence of Rrp6 (Wyers et al. 2005; Neil et al. 2009; Xu et al.
2009; van Dijk et al. 2011; Jensen et al. 2013). Depletion of Nrd1
results in transcriptional readthrough and accumulation of Nrd1
unterminated transcripts (NUTs), most of which correspond to ex-
tended CUTs (Schulz et al. 2013; Schaughency et al. 2014). In the
presence of inefficient early termination signals, loss of Rrp6 can
also favor readthrough transcription and elongation of CUTs
(Castelnuovo et al. 2013). Another source of noncoding transcrip-
tion is linked to mRNA 3′ end formation. The cleavage and polya-
denylation (CPF) and cleavage factor (CF) complexes cleave the
nascent mRNA just upstream of RNA Pol II. RNA Pol II release de-
pends on a CPF-induced allosteric modification of the elongation
complex as well as on the digestion of the generated 3′ fragment by
the 5′-3′ exonuclease Rat1 (for a recent review, see Porrua et al.
2016). Thus, before being caught up by the so-called “torpedo,”
RNA Pol II continues transcription, leading to an average 160-bp
termination window after the polyadenylation site. Inefficient
cleavage and polyadenylation can increase the level of this natural
source of pervasive transcription (Kim et al. 2004; Luo et al. 2006;
Baejen et al. 2017).

Using nascent transcription and replication analyses in
strains depleted for early termination activities, we delineate how
noncoding transcription negatively influences replication initia-
tion by shaping the chromatin structure of ARS. Our study clearly
defines genome-wide noncoding transcription as a new parameter
regulating replication initiation.

Results

CUTs and NUTs are enriched at early and efficient ARSs

To determine the overlap of NUTs and CUTs with replication ori-
gins, we defined a list of 234 ARSs (Supplemental Table S1) with
previously annotated ACSs (Nieduszynski et al. 2006; Soriano
et al. 2014) and for which replication timing and efficiency had
been established (Hawkins et al. 2013). Among the 234 well-de-
fined ARSs used in this analysis, 52 (22%) overlap with a CUT (as
already observed in Looke et al. 2010), a NUT, or both (Fig. 1A;
Supplemental Fig. S1A; Xu et al. 2009; Schulz et al. 2013). CUTs
and NUTs are defined in amutant context when early termination
is compromised. The presence of CUTs and NUTs over 52 replica-
tion origins indicates that termination of noncoding transcription
through the NNS pathway is robust around these ARSs. Notably,
the 52 ARSs overlapping with NUTs and/or CUTs (ncARSs) tend
to be replicated earlier and more efficiently, on average, than the

remaining 182ARSs (Other ARSs) (Fig. 1B). These observations sug-
gest that noncoding transcription termination may be a determi-
nant of ARS replication timing and efficiency.

Noncoding transcription readthrough affects replication

initiation

One hypothesis is that NNS termination in the vicinity of a subset
of ARSs may shield them from pervasive transcription potentially
deleterious for replication initiation. To investigate the effect of
noncoding transcription readthrough on replication, early ter-
mination of noncoding RNAs was abrogated by rapid nuclear
depletion of Nrd1 through anchor away (AA) (Haruki et al.
2008). Nrd1 depletion, induced by addition of rapamycin (Rap)
to the engineered Nrd1-AA strain, is accompanied by transcription
elongation and accumulation of NUTs (Schulz et al. 2013). To ex-
amine the effect on replication, the Nrd1-AA strain was treated
with alpha factor to synchronize the cells inG1-phase and incubat-
ed an additional hour −/+ Rap to induce noncoding transcription.
Cellswere then released fromG1arrest in the presenceof BrdU (Fig.
1C). FACSanalyses indicate a slight cell cycledelayat80min incells
depleted for Nrd1, with an increased number of cells in G1 in +Rap
compared to –Rap (Supplemental Fig. S1B). Sampleswereharvested
for BrdU-seq at 70 min after G1-phase release. Visualization of the
data revealed a number of well-defined peaks centered on specific
ARSs (Fig. 1D; Supplemental Fig. S1C,D). Global analysis of the
BrdU-seq showed that, out of the 178 selected early ARSs, 36
(20.2%) present a reproducible, more than 35% decrease in BrdU
incorporation in +Rap versus −Rap (17 show >50% decrease and
19 between 35%–50% decrease) (Fig. 1E). Consistently, metagene
analysis from −10 to +10 Kb around the ACS of the >50% affected
ARSs revealed a substantial reduction in the BrdU-seq profile in
+Rap,while the curves including the <35%affectedARSs presented
only a slight change in +Rap versus −Rap (Fig. 1F). Affected ARSs
showed a nice overlap with the NUTs-containing ARSs defined in
Figure 1A (Supplemental Fig. S1E). Todefinewhether thedecreased
BrdU-seq signal of affectedARSsuponNrd1depletionwas linked to
transcription, RNA Pol II PAR-CLIP data from the Corden lab
(Schaughencyet al. 2014)were used to examine the level ofnascent
transcription over ARS when depleting Nrd1. The ARSs with the
strongest decrease in BrdU incorporation in +Rap versus −Rap
also showed the highest increase in nascent RNA Pol II transcrip-
tion into the ACSs to +100 bp ORC-footprinting area (Fig. 1E–G;
Belsky et al. 2015). Thus, the replication defect observed following
Nrd1 depletion is not due to the slightly slower cell cycle progres-
sion in +Rap but is directly linked to increased nascent transcrip-
tion through the affected ARS.

RNA and BrdU analyses were also performed with the Rrp6-
AA strain. Anchor away of Rrp6 has already been described by
our lab to result in CUT elongation (Castelnuovo et al. 2014).
Depletion of Rrp6 resulted in similar effects on ncRNA accumula-
tion and replication initiation (Supplemental Fig. S2).

Overall, these data suggest that replication initiation may be
hindered by noncoding readthrough transcription.

High noncoding readthrough transcription leads to ARS

chromatin regulation

Given the links between replication initiation and chromatin
structure, we then analyzed the effects of the Nrd1 depletion-in-
duced transcription readthrough into replication origins on nucle-
osome positioning. Chromatin was extracted from Nrd1-AA cells
either untreated or treated for 1 h with rapamycin and digested
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Figure 1. NUTs- and CUTs-containing ARSs are down-regulated when early termination of noncoding RNAs is abrogated. (A) Numbers and proportions
of ARSs overlapping with CUTs only (red), NUTs only (orange), or both CUTs andNUTs (pink). ARS annotations used in this study are listed in Supplemental
Table S1. CUTs and NUTs were considered as overlapping when showing 50 bp of overlap in the ACS to +100 bp area according to the ACS T-rich se-
quence. (B) Scatter dot-plot indicating the timing and efficiency of the noncoding RNA-containing ARSs (ncARSs) compared to replication origins devoid
of overlapping CUTs and NUTs (Other ARSs). Timing and efficiency data were retrieved from Hawkins et al. (2013). The mean and the 95% confidence
interval are indicated. (C) Nrd1-AA cells were synchronized in G1-phase with alpha-factor for 3 h at 30°C. During the last hour, rapamycin (Rap) was added
or not in themedium. Cells were then washed and released into the cell cycle at 18°C in the presence of BrdU and−/+Rap. After 70min, cells were collected
for DNA extraction and BrdU-seq. (D) Snapshot depicting a part of Chromosome XIII for the BrdU-seq. Affected ARSs are indicated in red and nonaffected in
green. Bottom panel shows a zoom around ARS1320 of the RNA Pol II PAR-CLIP in the Nrd1-AA strain (Schaughency et al. 2014). Transcriptional read-
through is indicated by an arrow. (E) Plot depicting the mean coverage of BrdU nascent DNA in a 5-kb window around ACS in −Rap versus +Rap. The
17 red dots and 19 yellow dots represent the ARSs showing at least 50% and 35%–50% decrease in BrdU incorporation in +Rap, respectively. Blue
dots represent the ARSs defined as nonaffected in BrdU incorporation. (F) Top: Metagene analysis of the BrdU-seq for the 142 nonaffected ARSs
(<35%) and the 17 most affected ARSs (>50%). Profiles represent the mean coverage smoothed by a 200-bp moving window. ARSs were oriented accord-
ing to their ACS T-rich sequence. Bottom:Metagene profiles of the ratio log2 +Rap/−Rap of the RNA Pol II PAR-CLIP signal 500 bp around the oriented ACS of
the least andmost affected ARS (Schaughency et al. 2014). Plots were smoothed by a 10-bpmovingwindow. Since ARSs are oriented, nascent transcription
going toward replication origins is defined as Top and Bottom. The gray box represents the window in which transcriptional readthrough was analyzed in
G. (G) Scatter dot-plots representing the ratio log2 +Rap/−Rap of the RNA Pol II PAR-CLIP signal over the three classes of ARSs defined in E. Total nascent
transcription in +Rap and −Rap was defined on oriented ARSs by adding the RNA Pol II PAR-CLIP mean densities between the ACS to +100 bp on the top
strand to the signal over the same region on the bottom strand in each condition using the data from Schaughency et al. (2014). Each 100-bp segment was
considered as 1 bin (see Methods). (∗) P-value < 0.05; (∗∗∗∗) P-value < 0.0001.
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with micrococcal nuclease (MNase). First, sequencing of the 120-
to 200-bp fragments protected by nucleosomes revealed the typi-
cal NDR around the ACS as previously described (Fig. 2A; Eaton
et al. 2010). Second, analysis of nucleosome positioning at the
classes of ARS defined in Figure 1E revealed a statistically signifi-
cant increased density of nucleosome dyads in the NDRs of the
ARSs that are the most affected for replication initiation and pre-
sent a higher increase in readthrough transcription (Figs. 1G,
2A–C). Additional analyses reveal that the >50% class is signifi-
cantly different from the <35% group not only when taking the
mean of two replicates but also when considering each individual
experiment (Fig. 2B; Supplemental Fig. S3). These results suggest
that high levels of noncoding transcription into replication origins
leads to chromatin closing, which may in turn perturb replication
initiation. However, additional parameters are likely to influence
replication since the mildly affected ARSs (35%–50%) do not
show significant nucleosome shifting although they are affected
in replication initiation.

ARSs with a high basal level of readthrough transcription are late

and inefficient

Recent data show that noncoding transcription occurs all over eu-
karyotic genomes (Jensen et al. 2013), and our results indicate that
this transcription isdetrimental for replication initiation.Theseob-
servations led to the hypothesis that differences in nascent tran-
scription between ARSs may influence both their activity and

chromatin structure at steady-state. First, we confirmed that the
production of stable transcripts, defined by RNA-seq, strongly
drops in the vicinity of the 234 replication origins (including
both early and late origins), while profiles of nascent transcription
indicate that RNA Pol II density stays relatively constant through
theseARSs (Fig. 3A,B). Theseobservations establish thatnoncoding
transcription through replication origins is a frequent event. The
same set of ARS was then analysed for the level of natural basal
readthrough transcription over a 100-bp segment between the
ACS and the B elements using published RNA Pol II PAR-CLIP
data (Schaughency et al. 2014). ARSs were subdivided into three
groups according to their natural readthrough transcription levels
into this region using a nonbiased k-means clustering approach
(Fig. 3C). The highly transcribed ARSs were significantly enriched
in ARS lying between two convergent genes (Supplemental Fig.
S4A). Importantly, nascent transcription toward the ARSs mea-
sured upstream of and downstream from the oriented ACS was
also significantly different for the three groups (Supplemental
Fig. S4B), indicating that high ARS readthrough mainly stems
from higher levels of nascent transcription from the adjacent con-
vergent genes. Running these three groups ofARSs through replica-
tion timing and efficiency data (Hawkins et al. 2013) revealed that
the 72 ARSs with high readthrough transcription have a signifi-
cantly delayed replication timing and reduced replication efficien-
cy compared to the ARSs with lower transcriptional readthrough
(Fig. 3D), although the global correlation was low (Supplemental
Fig. S4C). This suggests that once a certain threshold of pervasive

A B

C

Figure 2. Noncoding transcription readthrough into replication origins alters nucleosome occupancy. (A) Metagene analysis of MNase-seq from Nrd1-
AA cells treated or not with rapamycin for 1 h at the three classes of ARSs defined in Figure 1. Only paired-end reads from 120 to 200 bp length were con-
sidered to define nucleosome dyad coverage. The gray box represents the window in which transcriptional readthrough was analyzed. (B) Scatter dot-plot
representing the difference of dyads coverage (Δcoverage= coverage [+Rap]− coverage [−Rap]) between the ACS to +100 of oriented ARSs when
comparing +Rap and −Rap conditions. (C) Snapshot of the MNase-seq around ARS822 belonging to the class of most affected ARSs. (∗) P-value < 0.05;
(∗∗) P-value < 0.01.
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Figure 3. Natural pervasive transcription correlates with timing/efficiency and specific chromatin features of replication origins. (A) Metagene analysis of
Top and Bottom RNA Pol II PAR-CLIP (Schaughency et al. 2014) and (B) RNA-seq (Uwimana et al. 2017) data in the vicinity of 234 oriented replication
origins. Data were smoothed by a 20-bp moving window. The gray box represents the window in which transcriptional readthrough was analyzed.
(C ) The 234 replication origins were divided into three classes (High, Mid, or Low) according to their level of total natural readthrough transcription using
a nonbiased k-means clustering approach. This basal nascent transcription was calculated on oriented ARSs by adding the RNA Pol II PAR-CLIP mean den-
sities between the ACS and +100 bp on the top strand to the signal over the same region on the bottom strand. Each 100-bp segment was considered as
1 bin. Natural nascent transcription data were taken from Schaughency et al. (2014). (D) Replication timing and efficiency of the three classes of ARSs de-
fined as in C. (E–H) Nucleosome positioning, ORC, H3K36me3, andH3K18ac levels considering the three classes of replication origins. Data for nucleosome
positioning, ORC recruitment, and histone marks were retrieved from Kubik et al. (2015), Belsky et al. (2015), and Weiner et al. (2015), respectively. For
these plots, ARSs were oriented and aligned according to their ACS T-rich sequence. The significance of differences between the three classes was calculated
over the ACS to +100 bp region considered as 1 bin and is indicated in the top left of each panel. No annotation is considered as nonsignificant. (∗) P-value <
0.05; (∗∗) P-value <0.01; (∗∗∗) P-value < 0.001; (∗∗∗∗) P-value < 0.0001.
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transcription readthrough is reached, ARS activity is significantly
reduced. Notably, the 52 NUTs/CUTs-containing ARSs present sig-
nificantly lower natural readthrough transcription than the highly
transcribed ARSs and appearmore similar to themildly transcribed
ARSs, further supporting that NNS-mediated termination posi-
tively contributes to replication timing and efficiency by shield-
ing ARSs from pervasive transcription (Supplemental Fig. S4D).
Consistent with these results, earlier-defined ORC-bound ARSs
(ORC-ARS) exhibit significantly less readthrough transcription
compared to non-ORC-bound and nonreplicated ARSs (nr-ARSs)
(Supplemental Fig. S4E; Eaton et al. 2010).

Thus, natural pervasive transcription into the ORC-binding
area appears to be anti-correlated with ARS function as defined
by its timing and efficiency as well as its ability to bind the ORC
complex.

Steady-state highly transcribed ARSs present distinctive

chromatin features

Using recently published nucleosome occupancy data (Kubik et al.
2015; Weiner et al. 2015), the 72 ARSs with high pervasive tran-
scription levels appear to be associatedwith significantly increased
nucleosome dyad density over the ORC-binding area compared to
the 162 with lower transcription levels (Fig. 3E). This observation
appears to be independent of the MNase sensitivity of the replica-
tion origins NDRs since less digested chromatin leads to a similar
conclusion (Supplemental Fig. S5A; Kubik et al. 2015). Thus,
high levels of nascent transcription into the ACS to +100 bp area
correlate with higher nucleosome occupancy and are, as expected,
also associated with lower ORC binding (Fig. 3F; Hoggard et al.
2013; Looke et al. 2013; Belsky et al. 2015; Das et al. 2015; Peace
et al. 2016).

We also analyzed the correlations between natural pervasive
transcription into ARSs and histone modifications (Weiner et al.
2015). We found that H3K36me3 levels over the ACS-100-bp
area positively correlate with the levels of nascent transcription
(Fig. 3G). We did not detect a significant correlation between na-
scent transcription andH3K18, H3K14, H4K12, andH4K5 acetyla-
tion over theORC-binding region (Fig. 3H; Supplemental Fig. S5B–
D). However, we detected a significant lack of these acetylation
marks at the downstream nucleosome of the highly transcribed
class (Supplemental Fig. S5F).

H3K36me3 is deposited by the Set2 histone methyltransfer-
ase and leads to the recruitment of the Rpd3 HDAC known to
de-acetylate the lysines cited above and described as being in-
volved in replication control (Rundlett et al. 1996; Knott et al.
2009). In contrast, the three groups of ARSs present no difference
in H3K4me2, another mark promoting de-acetylation of the chro-
matin via binding of the Set3 HDAC (Supplemental Fig. S5E; Woo
et al. 2017).

Together these observations support the view that noncoding
transcription through an ARS promotes the formation of a closed
chromatin structure reducing its ability to interact with an ORC,
thereby decreasing its efficiency and/or delaying its replication
timing.

Noncoding and mRNA readthrough transcription over ARSs

induce H3K36 methylation, histone deacetylation, and increased

nucleosome occupancy

To strengthen the causal relationship between nascent transcrip-
tion, changes in chromatin organization and ARS activity, we ex-
amined the effect of induced transcription on ARS chromatin

changes. We first ranked the replication origins according to their
increase in transcriptional readthrough levels in the Nrd1-AA
strain and to their decrease in BrdU incorporation during early S-
phase. We picked three ARSs belonging to the most affected
ARSs in BrdU incorporation and presenting high levels of induced
transcriptional readthrough (Fig. 4A). As a control, we took two
replication origins belonging to the least affected ARSs in replica-
tion and showing no or weak induced readthrough. To relate the
replication defect induced by noncoding readthrough transcrip-
tion to changes in chromatin structure, chromatin immunopre-
cipitation was used to compare histone H3 occupancy, H3K36
methylation, and H3K18 acetylation in −/+ Rap. Primers for
qPCR were designed to target the NDR of the ARSs. At the three af-
fected ARSs, rapamycin treatment resulted in increased H3 occu-
pancy and H3K36 methylation as well as a decrease in H3K18
acetylation, while no changes were observed at the nonaffected
ARSs (Fig. 4B).

Since 86%of replication origins are located in the vicinity of a
convergent coding gene, we decided to anchor away the essential
mRNA 3′ cleavage and polyadenylation factor (CPF/CF) endonu-
clease Ysh1. As expected, nuclear depletion of Ysh1 has a major
impact on replication progression andmore specifically on replica-
tion initiation, asmost of the 178 consideredARSs showed reduced
BrdU incorporation in the presence of rapamycin, with 31 ARSs
presenting more than an 80% decrease (Supplemental Fig. S6A–
D). Combining BrdU-Seq in Ysh1-AA −/+ Rap with published
RNA Pol II PAR-CLIP data of this strain (Schaughency et al. 2014)
revealed that the 31 ARSs with the strongest replication defect
also present the highest increase in readthrough transcription,
suggesting a direct involvement of nascent transcription read-
through in this massive replication defect (Supplemental Fig.
S6D,E). However, due to the general role of Ysh1 as an mRNA ter-
mination factor, we cannot fully rule out an indirect effect of its
depletion on completion of replication. Replication origins were
then ranked according to their induced levels of readthrough
anddefects in early replication as performed for theNrd1-AA strain
(Fig. 4A). Chromatin immunoprecipitation revealed increased H3
occupancy for the ARSs showing high levels ofmRNA readthrough
(with the exception of ARS507), while H3K36me3 levels increased
and H3K18ac levels decreased (Fig. 4C).

Taken together, these experiments demonstrate that in-
creased noncoding and mRNA readthrough transcription causes
increased nucleosome occupancy and histone deacetylation at
the downstream ARSs, two parameters described to interfere with
the efficiency of ORC binding and ARS licensing (Vogelauer
et al. 2002; Aparicio et al. 2004; Knott et al. 2009; Soriano et al.
2014).

Replication defects induced by noncoding readthrough

transcription are partially rescued in the absence of H3K36

methylation

To decipher the molecular cascade of events, we analyzed the ef-
fects of noncoding transcription readthrough on replication initi-
ation in a Nrd1-AA set2Δ strain (Fig. 5A). Global analysis of
replication by flow cytometry indicates that replication is still de-
layed in the absence of H3K36 methylation in the Nrd1-AA back-
ground (Supplemental Fig. S7A). However, by taking the same
classes of defective ARSs as defined in Figure 1, we observed a
partial rescue of BrdU incorporation (Fig. 5B–D), although
noncoding RNAs were still produced in the absence of Set2 (Sup-
plemental Fig. S7B). These observations support the view that
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nascent transcription drives chromatin regulation of replication
origins, which in turn defines, at least in part, ARS activity.

Rapamycin treatment of the Nrd1-AA set2Δ strain led to the
appearance of small BrdU incorporation peaks all over the genome
(Fig. 5D), suggesting that replication initiation loses its specificity
when both noncoding transcription termination and H3K36
methylation are abrogated. Moreover, analysis of BrdU incorpora-
tion around non-ORC-bound and non-replicated ACSs (Eaton
et al. 2010) revealed an increase of replication initiation at nonca-
nonical sites when noncoding transcription readthrough is in-
duced in the absence of Set2 (Fig. 5E,F). Thus, while noncoding
transcription interferes with replication in the presence of Set2
by favoring a closed chromatin structure, transcription over dor-
mant ARSs in the absence of Set2 activates replication, probably
as a result of nucleosome instability.

Discussion

Wehave shown that ncRNA early termination by the Nrd1-depen-
dent pathway in the vicinity of a subset of ARSs protects these or-
igins from transcription and replication initiation defects. These
observations suggest that inefficient noncoding transcription ter-

mination may influence replication origin activity. Consistently,
our analyses reveal that natural readthrough transcription corre-
lates with reduced ARS activity and a specific replication origin
chromatin structure. Moreover, using mRNA or cryptic transcrip-
tion termination mutants, we have established that nascent tran-
scription is the causal link defining chromatin organization at a
number of ARSs. Finally, we have presented evidence that tran-
scription-induced chromatin modifications and not only nascent
transcription per se control ARS activity. Thus, we propose wide-
spread noncoding transcription as a novel primordial parameter
defining replication initiation features (Fig. 6).

Nrd1-dependent transcription termination protects a subset of

early/efficient replication origins from noncoding transcription

Previous studies on the relationship between transcription and
replication have led to conflicting observations. Our analyses
of pervasive transcription lead to the conclusion that transcrip-
tional readthrough at ARSs is detrimental for replication initia-
tion as already proposed by some reports (Snyder et al. 1988;
Mori and Shirahige 2007; Blitzblau et al. 2012; Gros et al. 2015).
Importantly, we show that natural nascent transcription per se is

A B C

Figure 4. Noncoding andmRNA transcription readthrough at replication origins leads to chromatin changes. (A) Heatmap representing the fold change
of transcriptional readthrough at replication origins in Nrd1-AA and Ysh1-AA mutants. The 178 ARSs were classified according to their BrdU incorporation
defects and ranked by their total readthrough increase over the ACS to +100 bp region. The three ARSs indicated in red for each mutant present a high
increase in total readthrough. The ARSs depicted in green showmid or low total readthrough and have been used as controls for the following experiments.
(B,C) Chromatin immunoprecipitation (ChIP) of H3, H3K36me3, or H3K18ac at ARSs with high (red) and low (green) readthrough transcription.
Asynchronous cells were treated 1 h or 30 min with rapamycin to induce Nrd1 and Ysh1 depletion from the nucleus, respectively. ChIP was performed
as described in Methods. Immunoprecipitated ARS loci were normalized to immunoprecipitated SPT15 ORF after qPCR amplification. Fold enrichment
was artificially set to 1 for the −Rap condition (n =3). Error bars represent the standard error of the mean (SEM).
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a criterion defining ARS activity genome-wide. Thus, the strategy
for a replication origin to increase its activity would be to limit per-
vasive transcription. Accordingly, a subset of early and efficient
ARSs are protected from pervasive transcription thanks to sur-
rounding noncoding transcription termination by the Nrd1-de-

pendent pathway (Figs. 1, 3; Supplemental Fig. S4D). Thus, we
propose that Nrd1-dependent termination in the vicinity of a rep-
lication origin is an efficient way to decrease transcriptional read-
through. Since Nrd1-dependent termination is regulated under
stress conditions, it is tempting to speculate that this might also

A

C

D

F

E

B

Figure 5. Absence of Set2 H3K36 methyltransferase partially rescues replication defects due to noncoding transcription readthrough. (A) Experimental
scheme as described in Figure 1C. (B) Metagene analysis of the BrdU-seq for the 142 nonaffected ARSs (<35%) and the 17 most affected ARSs (>50%) for
the Nrd1-AA andNrd1-AA set2Δ strains. Plots for the Nrd1-AA strain were already presented in Figure 1F, with the exception of the normalized coverage, for
which calculation is detailed in Methods. Profiles represent the mean coverage smoothed by a 200-bp moving window. ARSs were oriented according to
their ACS T-rich sequence. (C) Scatter dot-plot presenting the normalized BrdU ratio for the different classes of ARS affected in BrdU incorporation in an
Nrd1-AA strain and for the same classes of ARSs in the Nrd1-AA set2Δ strain. (D) Snapshot depicting the BrdU-seq reads for a part of Chromosome XIII. ARSs
that are rescued in BrdU incorporation in the Nrd1-AA set2Δ +Rap condition are depicted in red, while nonaffected ARSs are in green. (E) Metagene analysis
of BrdU incorporation 5 kb around nonreplicating ACSs (nr-ACS) in the indicated strains grown in −/+Rap. The representation is smoothed over a 200-bp
moving window. (F ) Snapshot illustrating the activation of a dormant nr-ACS in the Nrd1-AA set2Δ +Rap condition. (∗) P-value < 0.05; (∗∗) P-value < 0.01;
(∗∗∗) P-value < 0.001.
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affect replication origins usage (Bresson et al. 2017; van Nues et al.
2017). This scenario would define a novel role for noncoding tran-
scription in the regulation of genome maintenance.

No mechanism similar to Nrd1-dependent termination has
been described in other eukaryotes yet (Wittmann et al. 2017).
In S. cerevisiae, Nrd1-protected origins reach a median firing effi-
ciency peaking at 58%, while firing efficiency is around 30%
in Schizosaccharomyces pombe (Heichinger et al. 2006). An attrac-
tive view is that Nrd1-dependent transcription termination repre-
sents an evolutionary pathway maximizing replication initiation
efficiency.

Our results indicate that there is no significant linear correla-
tion between nascent transcription and ARS activity. This connec-
tion appears when ARSs are divided into subsets (Fig. 3). Similar
data were described in a recent paper (Candelli et al. 2018).
These observations indicate that nascent transcription influences
ARS activity only beyond a certain threshold and that other param-
eters contribute to origin function. Accordingly, a variety of mo-
lecular events have been involved in regulating ARS activity,
which include MCM levels bound to ARSs, cell cycle regulated
binding, and affinity of the ORC for the ACS, or the presence of
Fkh1/2 proteins (Hoggard et al. 2013; Looke et al. 2013; Belsky
et al. 2015; Das et al. 2015; Peace et al. 2016).

Replication origin chromatin structure is influenced

by noncoding readthrough transcription

Previous work has involved the chromatin structure at replica-
tion origins as a parameter defining replication initiation. Early
ARSs tend to show an open chromatin, low H3K36me3, and
high histone acetylation levels (Pryde et al. 2009; Soriano et al.

2014). Our results indicate that these featuresmay be directly relat-
ed to the level of natural nascent transcription. Indeed, when com-
pared to highly transcribed ARSs, origins with a low level of
readthrough transcription present lower nucleosome occupancy,
lower H3K36me3, and higher histone acetylation levels (Fig. 3).
Of note, H3K36me3 is deposited by Set2, a histonemethyltransfer-
ase (HMT) recruited through interaction with the elongating RNA
Pol II CTD. H3K36me3 serves as a platform for the binding of
Rpd3S, a histone de-acetylase complex described to de-acety-
late and stabilize reassembled nucleosomes in the wake of the
transcription machinery, suppressing initiation from cryptic sites
within ORFs (Carrozza et al. 2005; for a recent review, see Woo
et al. 2017). Thismolecular mechanismmay represent the connec-
tion between pervasive transcription and chromatin structure of
replication origins. Indeed, increasing transcriptional readthrough
into replication origins is accompanied by higher levels of
H3K36me3, lower levels of H3K18ac, increased nucleosome occu-
pancy, and replication defects (Figs. 1, 2, 4; Supplemental Fig.
S6). Importantly, BrdU-seq experiments cannot discriminate be-
tween timing and efficiency defects. However, since nucleosome
methylations are relatively stable modifications, it would be ap-
pealing topropose thateven rareeventsofnoncoding transcription
may stably inactivate replication origins until the subsequent S-
phase dilutes or a histone de-methylase erases these methylation
marks. In such amodel, pervasive transcriptionmay shape replica-
tion origin chromatin for inefficient usage.

These observations shed new light on earlier published re-
sults. First, loss of Rpd3 leads to a global increase in acetylation
around ARSs and early firing of many late origins (Vogelauer
et al. 2002; Knott et al. 2009). It was proposed that the “accelerat-
ed” replication in rpd3Δ is mainly due to a reduced titration of rep-
lication initiation factors by the rDNAorigins (Yoshida et al. 2014);
however, loss of Rpd3 also has a global impact on increasing the
size of replication origins NDR (Soriano et al. 2014). Of note, loss
of Rpd3 abrogates the function of both Rpd3S and Rpd3L, another
histone de-acetylase complex involved in gene repression follow-
ing recruitment to promoters via a Set2/H3K36me3-independent
pathway (Woo et al. 2017). While loss of Rpd3L subunits was
shown to result in increased BrdU incorporation at a number of
ARSs, especially those adjacent to up-regulated genes, loss of
Rpd3S subunits or Set2 led to a weaker but more generalized in-
crease in ARS replication initiation (Knott et al. 2009). This differ-
ence could reflect a primary specific effect of loss of Rpd3L on
rDNA replication and increased availability of replication factors
in the absence of this HDAC. Although the replication phenotype
was less pronounced when deleting Rpd3S, the data support the
view that pervasive transcription promotes Set2/H3K36me3-medi-
ated histone de-acetylation by Rpd3S and globally contributes to
negatively regulate replication origin activity.

Our results further indicate that high readthrough transcrip-
tion correlates with decreased ORC binding (Fig. 3; Supplemental
Fig. S4E). It was proposed that replication initiation timing de-
pends more on the surrounding chromatin than on the ORC-
ACS in vitro affinity by itself (Hoggard et al. 2013). It would be in-
teresting to further dissect the molecular events at origins and to
define whether nascent transcription per se evicts the ORC, lead-
ing to nucleosome deposition and histone modifications, or
whether RNA Pol II readthrough and nucleosome incorporation
outcompete ORC turnover (Fig. 6).

We observe genome-wide appearance of BrdU peaks when
SET2 is deleted in conjunction with the anchor away of Nrd1.
These peaks are not detected in the set2Δmutant alone, indicating

Figure 6. Noncoding transcription influences replication timing/effi-
ciency by modulating ARS chromatin structure and ORC binding. The
chromatin structure of replication origins is defined, at least in part, by
the level of pervasive readthrough transcription. In the presence of efficient
noncoding (Nrd1/Nab3/Sen1-dependent) or mRNA (CPF/CF-dependent)
transcription termination, ARSs present low H3K36 trimethylation, high
downstream nucleosome acetylation (Ac), a wide NDR, and more ORC
binding at the ACS, favoring early and efficient replication. If transcription
termination is deficient, H3K36me3 by Set2 increases and histone acetyla-
tion decreases, likely through the recruitment of the Rpd3 histone deace-
tylase; these modifications increase nucleosome stability and occupancy
over the ARS, lowering the level of ORC recruitment and resulting in late
and inefficient ARS replication.
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that activation of dormant origins is not only related to the ab-
sence of the histonemark. Deletion of SET2 is known to drastically
increase the level of intra-genic transcription initiation (Malabat
et al. 2015). A fraction of this novel nascent transcription may
be cleared by the Nrd1-dependent termination pathway. We pro-
pose that, in the absence of Nrd1, transcription may hit dormant
origins, which, in the absence of H3K36 methylation, will pro-
mote replication initiation due to nucleosome instability and
chromatin opening. Thus, when not associatedwithH3K36meth-
ylation, transcription may have a positive effect on replication
initiation.

Implications for a pervasive transcription-dependent replication

initiation model in metazoans

Identification of replication origins inmouse embryonic stem cells
showed that nearly half of them are contained in promoters
(Sequeira-Mendes et al. 2009), and recent ORC binding data in hu-
man cells led to the same conclusion (Dellino et al. 2013; Miotto
et al. 2016). In contrast, replication initiation in S. cerevisiae
more frequently occurs next to gene terminators (Nieduszynski
et al. 2006). Human promoters are bidirectional and lead to the
production of highly unstable promoter upstream transcripts
(PROMPTs), suggesting that pervasive transcription could also
play a role in metazoan replication initiation (Preker et al. 2008;
Mayer et al. 2015; Nojima et al. 2015). It has recently been shown
that replication initiation in human cells occurs within broad,
over-30-kb regions, flanked by ORC binding at one of the two
ends (Petryk et al. 2016). Considering that MCM helicases can
slide along the chromosome with the help of transcription (Gros
et al. 2015), it is appealing to propose that promoter-associated
noncoding transcription redistributes the MCM helicases
from their ORC binding initial site of loading. Sincewe have estab-
lished widespread noncoding transcription as a novel primordial
parameter regulating replication initiation in S. cerevisiae, its im-
portance for the metazoan replication program warrants future
study.

Methods

Yeast strains

All strains were derived from W303 and Anchor-Away genetic
backgrounds (see Supplemental Table S2; Haruki et al. 2008).
Cells were cultivated as described in Supplemental Material.

G1-phase synchronization and BrdU labeling

Cells were grown as described in Soudet et al. (2014) with some
modifications, indicated in Supplemental Material.

BrdU immunoprecipitation and sequencing

BrdU immunoprecipitation was mainly performed as described in
Soudet et al. (2014) with some modifications, indicated in the
Supplemental Material. Libraries of immunoprecipitated BrdU-
containing DNA were constructed using the iDeal Library
Preparation kit (Diagenode). Sequencing was performed on the
HiSeq 4000 sequencer (Illumina). For specific loci analyses by
quantitative PCR, BrdU-containing DNA was amplified using the
SYBR Select Master Mix for CFX (Applied Biosciences) on a
CFX96 real-time detection system (Bio-Rad).

MNase-seq

MNase treatment was performed as described in Weiner et al.
(2015). Chromatin was extracted by breaking cells with bead beat-
ing in amagnalyser (Roche). Chromatinwas then collected by cen-
trifugation and resuspended in NP-buffer (0.5 mM spermidine,
1 mM β-ME, 0.075% NP-40, 50 mM NaCl, 10 mM Tris at pH 7.4,
5 mM MgCl2, 1 mM CaCl2). MNase (Thermo Fisher Scientific)
treatment was performed at a previously optimized concentration
to have comparable intensity of both mono- and di-nucleosomes
within and between the samples. MNase treatment was followed
by de-crosslinking and protease treatment, and DNAwas extracted
using NucleoSpin gel and PCR extraction columns (Macherey-
Nagel). An iDeal Library Preparation kit (Diagenode) was then
used for library construction. Sequencing was performed on the
HiSeq 4000 sequencer (Illumina).

BrdU-seq and MNase-seq bioinformatic analyses

Fifty-base pair paired-end readswere aligned to sacCer3 genome as-
sembly using HTSstation (David et al. 2014). PCR duplicates were
removed from the analysis. For theMNase-seq, 120- to 200-bp frag-
ments were filtered to detect molecules with nucleosome size us-
ing HTS Bioscript (David et al. 2014). BrdU-seq and MNase-seq
density files (bigWig) were averaged for the two replicates of
each condition. All subsequent analyses were performed using
HTS Bioscript including metagene analyses. To assign one value
of BrdU incorporation to each ARS, BrdU incorporation was mea-
sured 5 kb around ACSs considering this area as 1 bin. For the
MNase-seq, nucleosome occupancy was quantified over the ACS
to +100 bp area of oriented ARSs.

Since no spike-in was used in our experiments and since
Nrd1-AA set2Δ +Rap substantially changes the density profile
because of dormant origins firing, Figure 5 was normalized as fol-
lows: The <35% affected ARS class for BrdU incorporationwas con-
sidered as equal in +Rap and −Rap in an average 5 kb around the
ACS in both Nrd1-AA and Nrd1-AA set2Δ. This gave a normaliza-
tion factor for each strain, which was then used to quantify the
other classes.

Chromatin immunoprecipitation (ChIP)

ChIP experiments were performed as described previously with
some modifications (Camblong et al. 2007), described in the
Supplemental Material. ChIPs were repeated three times with dif-
ferent chromatin extracts from independent cultures. Immuno-
precipitated DNA was then purified and quantified by qPCR.
Immunoprecipitated ARS loci were normalized to immunoprecip-
itated SPT15 ORF after qPCR amplification.

List of noncoding RNAs and replication origins

The list of CUTs was obtained from Xu et al. (2009), while the list
of NUTs was kindly provided by the Cramer lab (Schulz et al.
2013). Among the NUTs, only those showing at least a twofold in-
crease in +Rap/−Rap were taken into account to unify the thresh-
old of ncRNA definition between CUTs and NUTs. The list of ARS
(Supplemental Table S1) consists of the 234 ACS taken from
Soriano et al. (2014) that overlap with the replication origins de-
scribed in Hawkins et al. (2013), for which replication timing
and efficiency have been defined. Replication origins with an effi-
ciency <15% were not taken into account.

Statistical analysis

All statistical analyses of this work were performed using Prism 7.0
(Graphpad). All tests are nonpaired tests (with the exception of Fig.
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5C). t-tests or Mann–Whitney U tests were used according to the
normality of the data analyzed, which was calculated using a
d’Agostino-Pearson omnibus normality test.

Downloaded data sets

For RNA Pol II PAR-CLIP, RNA-seq, chromatin and ORC profiles,
data were retrieved from Schaughency et al. (2014) (GEO:
GSE56435), Uwimana et al. (2017) (GEO: GSE89601), Kubik et
al. (2015) (GEO: GSE73337), Weiner et al. (2015) (GEO:
GSE61888), and Belsky et al. (2015) (SRA: SRP041314).

Data access

All sequencing data from this study have been submitted to the
NCBI Gene Expression Omnibus (GEO; https://www.ncbi.nlm.
nih.gov/geo/) under accession number GSE111058.
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