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ABSTRACT

Long non-coding RNAs (lncRNAs) are prominently
associated with chromosomes in an ever-increasing
diversity of roles. To provide further insight into
the potential nature of these associations, we have
explored, for the first time, the interaction of long
single-stranded (ss) RNAs with cognate homologous
double-stranded (ds) DNA in vitro. Using magnetic
tweezers, we measured the effects of ssRNA on force
extension curves for dsDNA. We observe that the
presence of ssRNA impedes the extension of dsDNA,
specifically at low forces, dependent on homology
between the RNA and DNA species, and dependent
on ssRNA lengths (≥1 kb). The observed effect also
depends on the concentration of ssRNA and is abol-
ished by overstretching of the dsDNA. These findings
show that significant homologous contacts can oc-
cur between long ssRNA and dsDNA in the absence
of protein and that these contacts alter the mechan-
ical properties of the dsDNA. We propose that long
ssRNA interacts paranemically with long dsDNA via
periodic short homologous interactions, e.g. medi-
ated by RNA/DNA triplex-formation, and that dsDNA
extension is impeded by formation of RNA secondary
structure in the intervening unbound regions. Anal-
ogous interactions in vivo would permit lncRNAs to
mediate the juxtaposition of two or more DNA regions
on the same or different chromosomes.

INTRODUCTION

Five decades ago, Bonner et al. first reported that RNA as-
sociated with chromatin (1). Since then, an increasing body
of studies has showed that interactions between RNA and
chromosomes play important roles in vivo, e.g. for DNA
repair, transcriptional gene regulation, post-transcriptional
processing, chromatin modification, etc. (2–5).

For the mammalian transcriptome, long noncoding
RNAs (lncRNAs) comprise a main subgroup (6). It has
been shown that lncRNAs form scaffolds with chromatin
to mediate epigenetic regulation and to form higher-
order chromatin structure and functional nuclear sub-
compartments (5). Interestingly, also, in fission yeasts,
an interchromosomal interaction mediated by sme2 RNA
plays an important role in pairing of homologous chromo-
somes (2). It has been suggested that the scaffolds formed
by lncRNAs are mobile, thus permitting their interaction
with multiple gene loci; alternatively or in addition, these
RNAs are suggested to act as organizing centers, gathering
multiple gene loci into higher-order chromatin structure (5).

The mechanisms by which lncRNAs interact with chro-
mosomes are only beginning to emerge. In vitro studies
using oligonucleotide substrates have shown that single-
stranded (ss) RNA is capable of specifically binding ho-
mologous double-stranded (ds) dsDNA through formation
of a triple helix, where the ssRNA accommodates itself in
the major groove of dsDNA (7). These RNA-DNA triple-
helices were suggested to be involved in the biological roles
of non-coding RNA (8,9). Following on this possibility, lo-
cal single-site triplex formation has recently been implicated
in the interactions of ncRNAs with their cognate DNA
target regions, with inferences drawn by a combination of
oligonucleotide-based assays and correlated in vivo effects
(8,10,11).

The above studies leave unaddressed the possibility that
long ssRNA might interact with an homologous dsDNA in
more complex ways, either in vitro or in vivo. Here, we be-
gin to explore this long molecule regime in vitro. Using our
previously-described magnetic tweezers apparatus (12,13),
we have defined the force extension curve of dsDNA in the
absence, and in the presence, of various types of ssRNAs,
at physiological (neutral) pH, with the goal of detecting
changes in the dsDNA behaviour that might imply the pres-
ence of an interaction (Figure 1A).
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Figure 1. Schematic diagram of the experimental design. (A) Schematic
representation of the assay for measuring the extension of dsDNA due to
the binding of RNA. (B) Sequences to which analyzed RNAs are homol-
ogous. 6L = 6,396-nt low G+C content RNA and 6H = 6,107-nt high
G+C content RNA; positions shown relative to full length � DNA tem-
plate (black line). 1K = a 1025-nt subsegment of 6L. 416, 130 and 40 are
subsegments of 1K. Gray lines denote ssRNAs. A predicted nucleic acid
triple helices target site in the 40nt RNA is bold and underlined within the
total sequence.

MATERIALS AND METHODS

Apparatus

The magnetic tweezers apparatus was set up as previously
described (13). The magnets were held in a lateral position
with respect to a microchannel containing the sample on a
three-axis translation stage to exert a force perpendicular
to the glass surface to which the dsDNA was bound. The
magnitude of the force applied on the beads was determined
by the distance between the magnet and the glass surface.
The calibration of the relationship between the force on a
magnetic bead and the position of the magnet was orig-

inally established using measurements of the Stokes drag
on individual magnetic beads in glycerol. This calibration
was checked using a Gauss meter to measure the magnetic
field as a function of distance from the magnet and using
the known magnetization of the magnetic beads to calculate
the force. The beads have some variation in magnetization,
which means that different beads experience slightly differ-
ent forces at a given magnet position. The variation in the
force is found to be ±5% for these beads. As a result, the
distance between the bead and the capillary, as a function
of force, varies from bead to bead. For the sake of clarity,
we normalized the force extension to 14 �m at 10 pN for
each bead. This normalization does not affect the shapes
of force extension curves. Occasionally, more than one ds-
DNA molecule will bind to a single bead. Such cases can
be detected by subjecting the bead to high forces that are
sufficient for a single dsDNA/bead ensemble to cause the
dsDNA to undergo the structural transition of ‘overstretch-
ing’, which is detected as a large increase in extension at
forces above 65 pN. Thus, upon completion of experimen-
tal assessment, every bead/dsDNA ensemble was assayed
for the overstretching response, as well as for the particular
behavior of interest. Ensembles that fail to exhibit the di-
agnostic overstretching response were not considered. For
observation of dsDNA overstretching, a small magnet with
higher magnetization was manually moved slowly towards
the glass surface. The overstretching response is indicated
by a discrete increase in DNA length, as described previ-
ously (14). All experiments were carried out at room tem-
perature (∼25◦C).

Sample preparation

Full-length � dsDNA (NEB; 48 502 bp) was prepared as
previously described (14). Briefly, � dsDNA was hybridized
and ligated to an oligonucleotide, complementary to the ss-
DNA tail at one of its ends, and containing a Digoxigenin-
labeled oligonucleotide and to the ssDNA tail with a bi-
otinylated oligonucleotide at the other end.

Total RNA was extracted from exponentially growing
culture of Saccharomyces cerevisiae strain YS1267 using
TRIzol (Invitrogen) and following the manufacturer’s in-
structions. Other RNAs (Figure 1) were transcribed in vitro
using T7 Quick High Yield RNA Synthesis Kit (NEB) and
DNA templates prepared by amplification with Crimson
LongAmp® Taq DNA polymerase (NEB). For short tran-
scripts (<0.3 kb), incubation of amplification reactions was
extended to 24 h. Long RNAs were purified by phenol-
chloroform extraction and ethanol precipitation, and dis-
solved in DEPC-treated water. Short RNAs (130 and 416
nt) were purified by gel electrophoresis on a Criterion 10%
polyacrylamide TBE–urea gel (Bio-Rad), precipitated with
ethanol and redissolved in DEPC-treated water. The short-
est RNA (40 nt) and other oligonucleotides used in this
study were purchased from Integrated DNA Technologies.
Oligonucleotide sequences are listed in Supplementary Ta-
ble S1.

Interaction reaction

Interaction experiments were carried out in a square micro-
cell (Vitrotubes; 0.8 mm) containing a round inner capil-
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lary (Vitrotubes; 0.55 mm in diameter) closed at its ends.
The inner capillary was modified by adsorption of 1 mg/ml
streptavidin in PBS (phosphate-buffered saline) pH 7.4
overnight. The reaction mixture containing dsDNA, ss-
RNA, RNasin® Ribonuclease Inhibitor (Promega) and su-
perparamagnetic beads (Dynabeads® M-280 Streptavidin)
was prepared and pre-incubated for 5 min at room tem-
perature (∼25◦C). The concentration of � dsDNA was 1
�g/ml in all experiments. RNA concentrations were varied
over a 105-fold range, e.g. 6L RNA analysis begins with 0.06
�g/ml, which represents a 1:1 molar ratio of RNA to DNA.

The reaction mixture was then introduced into the
micro-cell. After an initial incubation of 5 min, the DNA
molecules became tethered between the glass capillary sur-
face and the streptavidin-coated beads. The micro-cell was
then placed in the magnetic tweezers apparatus. Force was
increased at 1-s time intervals in force steps of �F = 0.04
pN for forces less than 0.7 pN, �F = 0.06 pN for forces be-
tween 0.7 and 1.5 pN, and �F = 0.2 pN for higher forces.
The position of each bead was followed in real time using
an inverted microscope and a digital camera. Each bead was
tracked by bead tracking software and recorded using Mat-
lab as described previously (13). After observation was com-
plete, the integrity of the RNA transcripts in the micro-well
was tested by denaturing agarose gel electrophoresis. No
significant decrease in the concentration or average RNA
molecular weight was observed in any of the reported stud-
ies, implying absence of significant degradation.

Statistical analysis

The data and the variation among the data were represented
using box and whisker plots. In brief, the data are arrayed
in order; the median value is identified and shown as the
horizontal line within the rectangular box; the medians are
then taken for the sets of data above and below the me-
dian, and these medians (which also define the third and
fourth quartiles of the data, respectively) define the top and
bottom of the rectangular box; the vertical lines extending
from the top and bottom of the rectangular box are set at
1.5× interquartile range above the third quartile, and 1.5×
interquartile range below the first quartile. For these plots,
statistical significance was analyzed by unpaired Student’s
t-test, with P-values <0.05 considered statistically signifi-
cant.

RESULTS

Long ssRNA changes the mechanical properties of dsDNA

The response of dsDNA to progressively increasing force
(‘force–extension analysis’) has been precisely described in
many previous studies. Here, we investigate the effects of
pre-incubating an ssRNA with the dsDNA prior to defin-
ing its force extension response. For such analysis (13; Fig-
ure 1A), the two ends of full-length � dsDNA are differ-
entially labeled, one with biotin and the other with digoxi-
genin. The digoxigenin-labeled end can attach specifically to
an anti-digoxigenin coated capillary, and the biotin-labeled
DNA can attach specifically to a streptavidin coated mag-
netic bead. Force is imposed to extend the � dsDNA by ad-
justing the position of a magnet. For experimental analyses,

an RNA species of interest is present in the capillary cham-
ber prior to the application of force; control experiments for
� dsDNA in the absence of RNA were also performed. Im-
position of force moves the bead away from the surface of
the capillary (Figure 1A). The bead/surface distance mea-
sured by using an inverted microscope and a digital camera
(see Methods)(12). All ssRNAs used in this study were tran-
scribed in vitro from certain regions of the � genome (Figure
1B).

In our apparatus, forces between 0.4 and 0.7 pN can ex-
tend � dsDNA to between 12 and 13 �m (13). Here, we
progressively increased the imposed force starting from 0.3
pN. At this lowest force, the distance between the bead
and the capillary is approximately 11 �m for � dsDNA
alone (Figure 2A, dashed line). In contrast, in the pres-
ence of a 6,396 nt ssRNA homologous to an internal re-
gion of the � dsDNA (RNA ‘6L’; Figure 1B), the distance
is ∼3 �m shorter (Figure 2A, solid line). This result suggests
that there has been an interaction between the long ssRNA
and the dsDNA which somehow impedes the typical ds-
DNA force-mediated extension. At higher forces, the force–
extension curve obtained with RNA/dsDNA co-incubation
approaches that of � dsDNA alone, with the two curves
converging at ∼6 pN. Thus, the effect of 6L RNA on ho-
mologous dsDNA extension is only evident at low forces,
consistent with disruption of the previously-established in-
teraction at forces above ∼6 pN.

At the end of a series of measurements for one
bead/dsDNA ensemble, we performed an additional test to
determine whether the bead was attached to the capillary
by one single dsDNA molecule. To perform this test, we ex-
ploited the overstretching transition that is characteristic of
dsDNA. Overstretching is a force induced increase in length
that extends the dsDNA to ∼1.7× the B-form length. The
transition occurs at an applied force of ∼65 pN, and the
width of the transition is ∼2 pN. If one single dsDNA binds
the bead to the surface, then applying a force of ∼65 pN
to the bead will increase the extension of the dsDNA by a
factor of ∼1.7. In contrast, if the bead is bound to the sur-
face by two dsDNA, then the applied force will be shared by
both dsDNA molecules, then a force of ∼130 pN would be
required to overstretch both dsDNA molecules. Thus, ob-
servation of an abrupt length increase at an applied force of
∼65 pN provides confirmation that the dsDNA is bound to
the surface by a single dsDNA molecule.

The low force experiments were done with a stack of per-
manent magnets with a low magnetic field gradient. That
low gradient results in a low applied force, but the low gra-
dient improves the accuracy of the force values at forces
<10 pN. The ∼65 PN force required to overstretch dsDNA
could not be reached using the magnet stack we used for the
low force measurements, so overstretching was achieved by
adding a small magnetic tip to the stack of permanent mag-
nets after the low force measurements were completed. The
magnetic tip increases the field gradients, allowing us to ap-
ply a force in excess of 70 pN. In the presence of the mag-
netic tip, the applied force is poorly calibrated; however, the
force due to the tip cannot exceed 100 pN. After the mag-
netic tip was attached to the stack of magnets, the magnets
and the attached tip were moved toward the capillary. That
motion toward the capillary steadily increases the magnetic
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Figure 2. Long ssRNA changes the mechanical property of dsDNA. (A) Representative single force extension curves of � dsDNA in the presence or absence
of long ssRNA 6L (DNA:RNA mol ratio = 1:1000); (B) a zoom-in curve of (A). The dashed brackets indicate the low force region (0.3–0.7 pN). The grey
lines indicate the linear trend lines at this region, by which the slopes in Figures 3 and 4 are calculated.

force on the bead. The approach toward the capillary con-
tinued until overstretching was observed as a sudden change
in extension of the tethered molecule to about 1.7 times its
contour length. This significant change in extension is eas-
ily observed; if more than one dsDNA molecule is tethered
between the magnetic bead and the capillary surface, the
force applied with the magnetic tip is insufficient to over-
stretch the dsDNA. Thus, any bead that did overstretch was
assumed to be tethered to the surface by a single dsDNA,
whereas any bead that did not overstretch was assumed to
be tethered to the surface by more than one dDNA. Any
data taken with a bead tethered by more than one dsDNA
was rejected, so all of the data presented in this paper cor-
responds to experiments where the magnetic bead was at-
tached to the surface by one single dsDNA molecule.

We note that interactions between ssRNA 6L and � ds-
DNA could cause a decrease in the slope of the force–
extension curve by changing the stiffness of the dsDNA per
se and/or by forming secondary structures in which differ-
ent dsDNA regions are linked. Changes in extension due to
the formation of secondary structures have been observed
for single-stranded DNA (ssDNA). In particular, at low
forces, hairpin formation results in decreases in extension;
however, when the applied force is sufficient to melt all of
the hairpins, the extension versus force curve is no longer
influenced by the presence of secondary structure. For ss-
DNA, the force required to melt hairpins is ∼9 pN (15,16).
In the present case, we suggest that the observed effect could
result from local interactions of the ssRNA at multiple po-
sitions along the dsDNA, in combination with ssRNA hair-
pins (Discussion).

We also note that, given these possibilities, we cannot
characterize the observed extension vs. force curves in terms
of ‘persistence length’. Such characterization is possible for
force versus extension curves of an individual polymer that
is not interacting with itself (a ‘non-interacting polymer’).
The force versus extension curves for non-interacting poly-
mers are well characterized by entropic models based on
non-interacting units with length of the order of the per-
sistence length. In the present case, however, the dsDNA
is, effectively, a self-interacting polymer, and such polymers
have force versus extension curves that contain additional
free energy terms due to interactions between different parts

of the polymer (15). Thus, we cannot characterize the ex-
tension versus force curves in terms of ‘persistence length’
as defined by a model based on non-interacting polymers.
For this reason, in what follows, we simply report the ex-
perimentally observed changes in the extension versus force
curve without fitting those curves to any specific model (e.g.
a model based on non-interacting polymers).

The effect of homologous ssRNA on extension of dsDNA at
low force is RNA concentration dependent

We performed force–extension analyses analogous to those
described above, with 1 �g/ml dsDNA per reaction mix-
ture, but with varying amounts of RNA 6L in molar ratios
ranging from 1:1 to 1:100 000, measuring the slope (x/F) at
0.3–0.7 pN of � dsDNA as shown in Figure 2B. As can be
seen in Figure 3A, at a 1:1 DNA/RNA ratio, no effect of the
RNA is detectable. At ratios of 1:10–1:10,000, the slope of
the force–extension curve progressively increases. A strong
decrease then occurs at the highest ratio (1:100 000). The
basis for this decrease is unclear. One possible explanation
is that the high concentration of ssRNA leads to conden-
sate formation, which prevents RNA binding to dsDNA.
However, there is another, more interesting, possibility. We
suggest that the effect observed at lower DNA/RNA ratios
is due to the interaction of one ssRNA molecule with dis-
tant dsDNA binding sites that are brought together by the
folding of the ssRNA; moreover, it is likely that the num-
ber of available binding sites is limited (Discussion). In this
situation, at high RNA concentration, there will be an in-
creased probability that the available sites will be bound in-
dependently by different ssRNAs, thus precluding tethering
of disparate dsDNA sites. In contrast, at low ssRNA con-
centrations binding of RNA to DNA may be sufficiently
rare that a single ssRNA molecule that binds to one region
has enough time to explore binding sites on the dsDNA and
find a second binding position before another RNA binds
to that region from the solution.

Long ssRNA impedes extension of dsDNA at low force only
when the two species are homologous

The 6L ssRNA analyzed above is homologous to a sub-
region of � dsDNA. We next asked whether the observed
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Figure 3. The effect of long ssRNA on dsDNA extension at low force (e.g. Figure 2B) is dependent on concentration, homology, and length. Box-and-
whisker plots (see Materials and Methods) show the slopes of the low force–extension curves (Figure 2B) of the indicated samples. (A) DNA:RNA molar
ratio was varied from 1:1 to 1:105. Statistical analysis (asterisks) compared 1:1 versus all other ratios. (B) The effects of non-homologous ssRNA controls.
Fluc is a 1766-nt control transcript provided in the T7 Quick High Yield RNA Synthesis Kit, showing 43% identity with the 37 441–39 524 region of the
genome of � dsDNA. Y-RNA is the total RNA of S. cerevisiae strain. For 6KM13, bacteriophage M13mp18 circular ssDNA ∼7200 nt was amplified as
the template for in vitro transcription. The resulting ssRNA is 6001 nt and presents 44% identity with the genome of � dsDNA (region 22 893–31 255). 6L
and 6H are ∼6k nt species homologous to adjacent regions of � dsDNA (Figure 1B). DNA:RNA molar ratio = 1:1000 in all samples; statistical analysis
was performed for the ratio of � dsDNA alone versus all other ratios. (C) The effects of various lengths of ssRNA (described in Figure 1B), DNA:RNA
molar ratio = 1:1000. (a, b, c) n = 10, *P < 0.01, **P < 0.001, ***P < 0.0001.

effect is dependent on that homology. Several RNA tran-
scripts were chosen for parallel analysis as non-homologous
controls (Figure 3B). Fluc is a 1766-nt control transcript
provided in the T7 Quick High Yield RNA Synthesis Kit,
showing 43% identity with the 37 441–39 524 region of the
genome of � dsDNA. Y-RNA is the total RNA of S. cere-
visiae strain. For 6KM13, bacteriophage M13mp18 circular
ssDNA ∼7200 nt was amplified as the template for in vitro
transcription. The resulting ssRNA is 6001 nt and presents
44% identity with the genome of � dsDNA (region 22 893–
31 255). None of these non-homologous RNAs changes the
slope of the dsDNA force extension curve (Figure 3B). In
contrast, a significant interaction was detected with a sec-
ond homologous long ssRNA, 6H, which maps next to 6L
along the � dsDNA genome (Figures 1B and 3B). These re-
sults suggest the effect of the long ssRNAs on extension of
dsDNA is homology-dependent.

The effect of homologous ssRNA on extension of dsDNA at
low force increases with increasing RNA length

To determine if short ssRNAs have the same effect as long
ones, we measured the slope of the low force–extension re-
lationship for � dsDNA coincubated with ssRNAs of dif-
ferent lengths (40, 130, 416, 1025 and 6396 nt; Figure 1B).
We find that the slope significantly increases as the length of
ssRNA is longer than 1,000 nt (Figure 3C). Thus, the abil-
ity of an ssRNA to alter dsDNA force extension curves is
specifically a function of ssRNA length.

Overstretching eliminates the effect of long ssRNA on ds-
DNA

The above findings suggest that homology-based interac-
tion of long ssRNA with dsDNA creates an impediment to
force-mediated extension of the DNA. As discussed above,
when dsDNA is subjected to pulling forces above ∼65 pN,
its structure changes into an ‘overstretched’ conformation
wherein its contour length is suddenly increased up to 1.7

times the canonical B-form dsDNA length. We were inter-
ested to know whether RNA/dsDNA interactions would,
or would not, survive such a change in conformation. As
discussed above, the maximum force that can be obtained
using the stack of magnets is less than the force required
to overstretch dsDNA. Thus, after studying the low force
extension of the dsDNA, we added a magnetic tip to the
magnetic stack. With the tip attached to the stack, we ap-
plied the ∼65 pN force required to overstretch the dsDNA.
After overstretching, we withdrew the stack of magnets
and the magnetic tip from the capillary until the applied
force was <1 pN. We then removed the magnetic tip from
the magnetic stack. With the tip removed, we took a sec-
ond set of extension versus force curves using the stack of
magnets to exert low forces on the magnetic bead. Several
bead/dsDNA ensembles were probed in this way, and a typ-
ical result is shown in Figure 4.

Beads that exhibited the signature diagnostic of
RNA/DNA interaction when they first experienced
low force did not retain that behavior after being sub-
jected to overstretching. Instead, the force extension curve
has the slope characteristic of dsDNA alone (Figure
4A), consequently the slope of overstretched samples
significantly drops (Figure 4B). This result implies that
the overstretching disrupts an existing homologous long
ssRNA/dsDNA interaction, thus further confirming the
presence of such an interaction. We also note that a de-
tectable ssRNA/dsDNA interaction does not re-form after
overstretching. This effect does not result from ssRNA
degradation (Methods). Also, allowing increased time for
recovery after overstretching did not restore a detectable
interaction. We tested various waiting time periods (5, 10,
30 and 60 min) at zero force after the overstretching event
and before another force increase; however, in no case did
we observed the decrease in length at low force that we
believe is characteristic of the binding of one ssRNA to
multiple distant regions in the dsDNA. Its basis remains
to be determined. However, this may result from different
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Figure 4. Overstretching (o/s) abolishes the effect of long ssRNA. (A) Representative force extension curves in the presence or absence of ssRNA 6L
(DNA:RNA mol ratio = 1:1000). One bead/dsDNA ensemble was initially followed and extended till about 10 pN (black solid curve). Subsequently a
small tip was placed on the stack of magnets to achieve forces till about 70 pN (Materials and Methods; text). This bead/dsDNA exhibited a sudden
change in extension that corresponds to the overstretching transition (not shown). The magnet was then slowly moved away from the glass surface to allow
the molecule to recoil, and the tip was removed from the stack of magnets. Finally a second curve was measured with the stack of magnets up to a force
of about 10 pN (gray curve). A typical force–extension curve for � dsDNA in the absence of RNA is shown for comparison (dashed curve). The dashed
bracket indicates the low force region (0.3–0.7 pN). (B) The box-and-whisker plot (Materials and Methods) displays the slope changes at low force region
(0.3–0.7 pN) before or after overstretching (o/s). The statistical analysis was performed for � dsDNA before overstretching versus all other samples. n =
10, ***P < 0.0001.

RNA molecules binding to the distant DNA binding sites
as mentioned above.

DISCUSSION

The results presented demonstrate that long ssRNA
and dsDNA can directly interact in a homology- and
concentration-dependent manner without requiring the
presence of proteins. This interaction is detected because
it alters the typical extension of dsDNA at low forces. In-
terestingly, the detected interaction is specifically dependent
on ssRNA length - it is prominent for RNAs of ∼1 kb and
∼6 kb and absent or greatly reduced for shorter RNAs.

A possible general explanation for these observations is
as follows (Figure 5A). The ssRNA would be bound inter-
mittently to the dsDNA along the homologous region. In
between these interspersed contact points, the RNA would
form secondary structures, creating bends in the dsDNA.
The need to dissociate this secondary structure would ex-
plain why higher forces are required to get a particular ds-
DNA extension when homologous ssRNA is present than
for dsDNA alone. Also, overstretching of the dsDNA in
the ssRNA/dsDNA complex would dissociate the bound
ssRNA molecule, allowing dsDNA to exhibit its typical
force–extension behavior, as is observed.

A further issue raised by these findings is the local
nature of the constraining ssRNA/dsDNA contacts. It
has been previously shown that short ssRNA oligonu-
cleotides can bind duplex DNA in a sequence-specific
manner by Hoogsteen or reverse-Hoogsteen pairing in
polypurine/polypyrimidine tracts (17–19). Such binding
provides an attractive basis for the interactions observed
here. The obvious alternative would be the formation of
an ‘R-loop’, in which the ssRNA locally invades the DNA
duplex and displaces the same-sequence strand. These
two possibilities could be distinguished by their differen-

tial sensitivities to RNase H, which will cleave R-loops
but not triplex structures (20); however, our experimen-
tal system does not permit addition of RNase H after the
ssRNA/dsDNA interaction has been established. Although
the formation of R-loops is a suggested mechanism for
lncRNA-dependent gene regulation (21,22), we note that
R-loops normally form under conditions, which favors ds-
DNA denaturation, which is not the case in the current
study. In either case, longer ssRNAs are predicted to exhibit
stronger effects on dsDNA extension because they contain
more local tracts suitable for interaction.

To further probe the plausibility of triplex formation as
the basis for the observed interaction, we predicted the oc-
currence of triplex target sites (TTSs) along � dsDNA using
an algorithm termed Triplexator (23). As shown in Supple-
mentary Table S2, when the length of the target sequence is
set at a value larger than 19 bp, only two hits (22 793–22 814,
40 465–40 487) are obtained. As it has been reported that
12-nt of triplex-forming oligonucleotide is sufficient to form
the triple helix even at neutral pH (24), we set the length
threshold of TTS as 10 nt. 6L and 6H obtain 11 and 4 hits,
respectively. The second longest TTS (20-nt) of � dsDNA
is found in 6L (Supplementary Table S2, Figure 1B). This
might in part explain why the effect of 6L is more distinct
than 6H. The five ssRNAs in Figure 3C: 40, 130, 416, 1025
and 6396 exhibit 1, 1, 2, 2 and 11 hits, respectively. Since
the proposed interspersed local interaction requires at least
two RNA/DNA bindings, the failure of 40 and 130-nt ss-
RNAs to give a detectable signal in force–extension anal-
ysis might be attributable to the presence of only a single
possible interaction site. Alternatively, or in addition, the
polypurine/polypyrimidine tracts in these ssRNAs may be
sequestered in ssRNA secondary structure, whose forma-
tion will compete with the formation of RNA/DNA inter-
actions.
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Figure 5. Possible inter-molecular interaction between long ssRNA and dsDNA. (A) Schematic diagram showing dsDNA with filled black segment indi-
cating the region of homology with the ssRNA. The thin grey curve indicates the long ssRNA, which contacts the dsDNA at two positions (indicated by
thick grey lines) and is folded into a secondary structure, thereby linking disparate segments of the dsDNA with concomitant looping of the intervening
region. (B) A predicted secondary structure of 6L RNA via RNAfold webserver (http://rna.tbi.univie.ac.at/cgi-bin/RNAfold.cgi). Two enlarged regions
containing predicted triplex target sites are indicated by black dots. A total of 11 such sites are predicted for this species (see text).

Finally, our findings suggest interesting new possibilities
for the effects of lncRNAs in vivo. The effects observed here
specifically pertain to long ssRNAs, ≥1 kb. By implication,
in vivo, the observed effects will pertain to lncRNAs that
are relatively long. Most importantly, the presented find-
ings suggest that a sufficiently long ncRNA has the poten-
tial to interact with two or more different homologous re-
gions. By our proposed hypothesis, such interactions could
bring two or more regions along the same chromosome into
closer proximity, thus favoring other interactions in the af-
fected region. Alternatively or in addition, such interactions
could juxtapose two or more regions on different chromo-
somes, which might be homologs or non-homologous chro-
mosomes that happen to share local homology.

Our finding also implies that periodic lncRNA/dsDNA
interactions will alter the state of the dsDNA partner out
of its most natural conformation. In addition to increasing
the proximities of interacting regions, such effects might al-
ter dsDNA supercoiling status; thereby, destabilizing nucle-
osomes or promoting protein binding.

Overall, ssRNA/dsDNA interactions could create com-
plex two- and three-dimensional meshworks comprising ss-
RNA and altered-conformation dsDNA segments.

In summary, the presented results show that it is possi-
ble for long ssRNAs to interact directly with an homolo-
gous dsDNA, and that such interactions have the potential
to alter the mechanical properties (and, by our hypothe-
sis, the conformation) of the dsDNA. These findings pro-
vide emerging evidence that the in vivo roles of lncRNAs
involve such direct interactions. RNA/dsDNA triplex in-
teractions identified thus far in vivo involve single contact
points between the two molecules (8,10,11). The present ob-
servations suggest that more complex interactions should
also be possible. It also seems likely that the detected con-
tacts involve paranemic interactions of the two molecules.
A long ssRNA is unlikely to wind plectonemically around
the dsDNA, which is tethered at both ends. Analogous in-
teractions between ssRNA and dsDNA in vivo would lead
to a situation in which a lncRNA is periodically associated

with its chromosomal target but with a complex array of
sequence-specific primary and secondary ssRNA structures
in the intervening regions that would be available for inter-
action with proteins (or small RNAs) as needed for forma-
tion of specific chromatin structures and/or networks

SUPPLEMENTARY DATA

Supplementary Data are available at NAR Online.

FUNDING

National Institutes of Health [RO1 GM025326 to
N.K.]. Funding for open access charge National In-
stitutes of Health [R01 GM025326]; Shenzhen grants
[JCYJ20140610152828703 and CXZZ20140901004122088
to C.L.].
Conflict of interest statement. None declared.

REFERENCES
1. Huang,R.C. and Bonner,J. (1965) Histone-bound RNA, a component

of native nucleohistone. Proc .Natl. Acad. Sci. U.S.A., 54, 960–967.
2. Ding,D.Q., Okamasa,K., Yamane,M., Tsutsumi,C., Haraguchi,T.,

Yamamoto,M. and Hiraoka,Y. (2012) Meiosis-specific noncoding
RNA mediates robust pairing of homologous chromosomes in
meiosis. Science, 336, 732–736.

3. Zhang,H., Zeitz,M.J., Wang,H., Niu,B., Ge,S., Li,W., Cui,J.,
Wang,G., Qian,G., Higgins,M.J. et al. (2014) Long noncoding
RNA-mediated intrachromosomal interactions promote imprinting
at the Kcnq1 locus. J. Cell Biol., 204, 61–75.

4. Engreitz,J.M., Pandya-Jones,A., McDonel,P., Shishkin,A.,
Sirokman,K., Surka,C., Kadri,S., Xing,J., Goren,A., Lander,E.S.
et al. (2013) The Xist lncRNA exploits three-dimensional genome
architecture to spread across the X chromosome. Science, 341,
1237973.

5. Nagano,T. and Fraser,P. (2011) No-nonsense functions for long
noncoding RNAs. Cell, 145, 178–181.

6. Goff,L.A. and Rinn,J.L. (2015) Linking RNA biology to lncRNAs.
Genome Res., 25, 1456–1465.

7. McDonald,C.D. and Maher,L.J. 3rd (1995) Recognition of duplex
DNA by RNA polynucleotides. Nucleic Acids Res., 23, 500–506.

8. Schmitz,K.M., Mayer,C., Postepska,A. and Grummt,I. (2010)
Interaction of noncoding RNA with the rDNA promoter mediates

http://rna.tbi.univie.ac.at/cgi-bin/RNAfold.cgi
http://nar.oxfordjournals.org/lookup/suppl/doi:10.1093/nar/gkw758/-/DC1


Nucleic Acids Research, 2017, Vol. 45, No. 2 901

recruitment of DNMT3b and silencing of rRNA genes. Genes Dev.,
24, 2264–2269.

9. Martianov,I., Ramadass,A., Serra Barros,A., Chow,N. and
Akoulitchev,A. (2007) Repression of the human dihydrofolate
reductase gene by a non-coding interfering transcript. Nature, 445,
666–670.

10. Grote,P., Wittler,L., Hendrix,D., Koch,F., Wahrisch,S., Beisaw,A.,
Macura,K., Blass,G., Kellis,M., Werber,M. et al. (2013) The
tissue-specific lncRNA Fendrr is an essential regulator of heart and
body wall development in the mouse. Dev. Cell, 24, 206–214.

11. O’Leary,V.B., Ovsepian,S.V., Carrascosa,L.G., Buske,F.A.,
Radulovic,V., Niyazi,M., Moertl,S., Trau,M., Atkinson,M.J. and
Anastasov,N. (2015) PARTICLE, a Triplex-Forming Long ncRNA,
Regulates Locus-Specific Methylation in Response to Low-Dose
Irradiation. Cell Rep., 11, 474–485.

12. Danilowicz,C., Feinstein,E., Conover,A., Coljee,V.W., Vlassakis,J.,
Chan,Y.L., Bishop,D.K. and Prentiss,M. (2012) RecA homology
search is promoted by mechanical stress along the scanned duplex
DNA. Nucleic Acids Res., 40, 1717–1727.

13. Danilowicz,C., Lee,C.H., Kim,K., Hatch,K., Coljee,V.W.,
Kleckner,N. and Prentiss,M. (2009) Single molecule detection of
direct, homologous, DNA/DNA pairing. Proc. Natl. Acad. Sci.
U.S.A., 106, 19824–19829.

14. Danilowicz,C., Limouse,C., Hatch,K., Conover,A., Coljee,V.W.,
Kleckner,N. and Prentiss,M. (2009) The structure of DNA
overstretched from the 5′5′ ends differs from the structure of DNA
overstretched from the 3′3′ ends. Proc. Natl. Acad. Sci. U.S.A., 106,
13196–13201.

15. Dessinges,M.N., Maier,B., Zhang,Y., Peliti,M., Bensimon,D. and
Croquette,V. (2002) Stretching single stranded DNA, a model
polyelectrolyte. Phys. Rev. Lett., 89, 248102.

16. Danilowicz,C., Lee,C.H., Coljee,V.W. and Prentiss,M. (2007) Effects
of temperature on the mechanical properties of single stranded DNA.
Phys. Rev. E, Stat. Nonlinear Soft Matter Phys., 75, 030902.

17. Morgan,A.R. and Wells,R.D. (1968) Specificity of the three-stranded
complex formation between double-stranded DNA and
single-stranded RNA containing repeating nucleotide sequences. J.
Mol. Biol., 37, 63–80.

18. Beal,P.A. and Dervan,P.B. (1991) Second structural motif for
recognition of DNA by oligonucleotide-directed triple-helix
formation. Science, 251, 1360–1363.

19. Duca,M., Vekhoff,P., Oussedik,K., Halby,L. and Arimondo,P.B.
(2008) The triple helix: 50 years later, the outcome. Nucleic Acids
Res., 36, 5123–5138.

20. Wahba,L., Amon,J.D., Koshland,D. and Vuica-Ross,M. (2011)
RNase H and multiple RNA biogenesis factors cooperate to prevent
RNA:DNA hybrids from generating genome instability. Mol. Cell,
44, 978–988.

21. Cloutier,S.C., Wang,S., Ma,W.K., Al Husini,N., Dhoondia,Z.,
Ansari,A., Pascuzzi,P.E. and Tran,E.J. (2016) Regulated formation of
lncRNA-DNA hybrids enables faster transcriptional induction and
environmental adaptation. Mol. Cell, 61, 393–404.

22. Skourti-Stathaki,K. and Proudfoot,N.J. (2014) A double-edged
sword: R loops as threats to genome integrity and powerful regulators
of gene expression. Genes & development, 28, 1384–1396.

23. Buske,F.A., Bauer,D.C., Mattick,J.S. and Bailey,T.L. (2012)
Triplexator: detecting nucleic acid triple helices in genomic and
transcriptomic data. Genome Res, 22, 1372–1381.

24. Soukup,G.A., Ellington,A.D. and Maher,L.J. 3rd (1996) Selection of
RNAs that bind to duplex DNA at neutral pH. Journal of molecular
biology, 259, 216–228.


