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Telomeres are specific nucleoprotein structures that are
located at the ends of linear eukaryotic chromosomes and play
crucial roles in genomic stability. Telomere DNA consists of
simple repeats of a short G-rich sequence: TTAGGG in mam-
mals and TTTAGGG in most plants. In recent years, the mam-
malian telomeric G-rich repeats have been shown to form
G-quadruplex (G4) structures, which are crucial for modulating
telomere functions. Surprisingly, even though plant telomeres
are essential for plant growth, development, and environmental
adaptions, only few reports exist on plant telomeric G4 DNA
(pTG4). Here, using bulk and single-molecule assays, including
CD spectroscopy, and single-molecule FRET approaches, we
comprehensively characterized the structure and dynamics of a
typical plant telomeric sequence, d[GGG(TTTAGGG)3]. We
found that this sequence can fold into mixed G4s in potassium,
including parallel and antiparallel structures. We also directly
detected intermediate dynamic transitions, including G-hair-
pin, parallel G-triplex, and antiparallel G-triplex structures.
Moreover, we observed that pTG4 is unfolded by the AtRecQ2
helicase but not by AtRecQ3. The results of our work shed light
on our understanding about the existence, topological struc-
tures, stability, intermediates, unwinding, and functions of
pTG4.

In eukaryotes, special nucleoprotein structures called telom-
eres are located at the end of linear chromosomes. They per-
form two essential functions in genomic maintenance (1, 2).
First, they protect chromosomes from end-to-end fusions and
the chromosome ends from being recognized as double-strand
breaks. Second, they prevent chromosomes from shortening
caused by lagging-strand incomplete replication and replica-
tion fork collapse. Telomeres, referred to as the “telomere
clock,” have close links to aging and cancer in humans and
growth, development, and adaptions to environmental stresses
in plants (3).

There are two conserved mechanisms that deal with chro-
mosome shortening for maintaining telomere length in mam-
mals, plants, and yeasts (4). One depends on telomerase, and
the other is the alternative lengthening of telomeres (ALT)3

based on homologous recombination (5). Canonical telomeric
DNA is composed of long tandem repeats of a short G-rich
sequence: TTAGGG in vertebrates and TTTAGGG in most
plants (4). The sequence d[GGG(TTAGGG)3] is able to fold
into human telomeric G-quadruplex (hTG4) structures, which
are four-stranded non–B-form secondary nucleic acid struc-
tures held together by Hoogsteen hydrogen bonds and further
stabilized by monovalent cations (typically K� or Na�) (6). The
formation of hTG4 during telomeric replication can result in
replication fork arrest and breakage (7). In addition, it will not
only inhibit telomerase activity during extension (8) but also
could present a barrier to ALT (9). Therefore, this structure
must be modulated by telomere-associated proteins (2, 4),
especially by helicases (10).

In recent decades, because of its essential biological func-
tions, hTG4 has been widely researched using theoretical and
experimental methods. Thus, many details about hTG4 have
been revealed, including its topological structures (11–13),
intermediates (14), dynamics (15–18), and unfolding (19 –22).
Surprisingly, there is little pTG4 information reported in the
literature. Understanding of pTG4’s biochemical and biophys-
ical properties is crucial to determining its cellular functions. In
this research, we set out to address three main questions: 1) Can
the plant telomeric repeat motif d[GGG(TTTAGGG)3] fold
into G4 structures? If so, what are the topological structures? 2)
How do monovalent ions (such as K�) interact with pTG4, and
what are the intermediates during pTG4 folding/unfolding? 3)
If there is a pTG4 structure, can it be unfolded by helicases?

In this report, we used CD spectroscopy to measure the exist-
ence and structures of pTG4 and found that pTG4 formed
antiparallel G4 in sodium and a mixture of parallel and antipa-
rallel G4 in potassium. The existence was further confirmed by
using a G-quadruplex–specific antibody, BG4 (23). Afterward,
the basic binding parameters during pTG4-K� interactions
were measured and calculated using microscale thermophore-
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sis (MST) (24). In addition, the single-molecule florescence res-
onance energy transfer (smFRET) method was used to detect
the intermediates and dynamics of pTG4. We directly captured
six folding dynamic states: ssDNA, G-hairpin, parallel G-tri-
plex, antiparallel G-triplex, parallel G4, and antiparallel G4.
Interestingly, the magnesium ion was found to play an impor-
tant role in the stability of pTG4. Further, we showed that
AtRecQ2, but not AtRecQ3, can unwind pTG4. Our results
may be helpful for understanding the functions of pTG4 and
focusing attention on G4 in the field of plant studies.

Results

pTG4 can fold into G4 structures

CD spectroscopy was widely used to identify the existence
and topological structures of G4. Because K� and Na� are the
physiologically relevant monovalent ions in plants and have
great influences on the stability and topology of G4s (25),
we measured the CD spectra of pTG4 (sequence listed in Table
S1) in buffers containing 2–200 mM NaCl, 2–200 mM KCl, 200
mM LiCl, and no salt (Fig. 1, A and B). The CD spectrum in NaCl
showed an �290-nm peak and an �260-nm valley, character-
izing the typical CD spectrum of antiparallel G4 (13). However,
the spectrum in KCl exhibited a peak at �290 nm with a small
shoulder peak at �260 nm, indicating that there were mixed G4
structures containing both parallel and antiparallel (17) or
hybrid G4 (26). We were more in favor of the first assumption
(please see the section ‘pTG4 shows six states in KCl’). The
peaks in the CD spectrum of both NaCl and KCl became
increasingly significant with the increasing salt concentration,
confirming that the typical peaks came from the interaction of
pTG4 with monovalent ions. In addition, just as expected,
under the LiCl and no-salt conditions, the CD spectra repre-
sented no structured oligonucleotides (Fig. 1, A and B). Surpris-
ingly, the CD patterns of pTG4 in NaCl and KCl were similar to
those of hTG4, which also believed to have an antiparallel struc-
ture in NaCl and the mixed G4 structures (which included par-
allel and antiparallel structures (Fig. S1) (17)). The structural
similarity suggests they may play a similar role in biological
progresses, because structure determines function.

To further confirm the folding of pTG4, a highly G4-specific
monoclonal antibody, BG4 (23), was used. The hTG4 sequence

has been reported to fold into stable G4 structures in 100 mM

KCl (17–19). Using it as a control, the half-maximal effective
concentration (EC50) values of 0.23 � 0.02 �M for pTG4 and
0.38 � 0.09 �M for hTG4 were measured by MST (Fig. S2B and
Fig. 1C). The comparable binding affinity further indicated the
formation of pTG4. In addition, the binding of BG4 with pTG4
sequence was checked in 100 mM LiCl (Fig. 1C), which did not
support the formation of G4 structures (Fig. 1A). The EC50
value of 4.47 � 0.09 �M in LiCl was �20 times higher than that
in KCl, reflecting its good specificity. Thus, the reason why the
binding affinities in this study are lower than their initial
reports (23) may come from different experimental conditions.

The basic binding parameters during G4 –K� interactions

G4 – cation interactions are the key processes of G4 folding/
unfolding, during which ions bind to the center of the quartet
arrangement channel to screen the charges and then stabilize
the structure (25); the binding of an ion depends on its size. The
smaller Na� ion can bind to the quartet plane, whereas the
larger K� sits in the area between two quartets (27). Thus,
three-layer G4 can maintain three Na� ions but only two K�

ions. Under physiological conditions, plants maintain a rela-
tively high K� concentration (100 –200 mM) and low Na� con-
centration (1–10 mM) (28, 29); thus, the K� structure should be
biologically more relevant.

Thermodynamic parameters are essential to understand the
interaction process. Recently, we developed an MST-based
method to simultaneously and accurately monitor the K� bind-
ing to and structural changes of hTG4. Thus, the basic binding
parameters, including the equilibrium dissociation constants
(KD), standard enthalpy change (�H�), standard entropy
change (�S�), and standard Gibbs free energy change (�G�),
can be measured or calculated (24). Here, we used the same
method and condition to detect the pTG4-K� interaction.
Fluorescently labeled pTG4 (FAM-pTG4) was mixed with
increasing concentrations of KCl (0.03–1000 mM) at different
temperatures (22–30 °C) and then the thermophoretic changes
were plotted (Fig. 2A). Thereafter, the biphasic thermophoretic
changes corresponding to the first and second K� binding were
fitted, allowing us to find their KD values (Fig. 2B). It should be
noted that the KD value of pTG4 at the same temperature is

Figure 1. pTG4 sequence is well-folded into G4 structures. A and B, CD spectra of pTG4 in different concentrations of the Na� buffer (A) and K� buffer (B).
C, detection of G4 structures using BG4 antibody by the MST method. BG4 bound pTG4 (red line) and hTG4 (black line) structures with EC50 values of 0.23 � 0.02
�M for pTG4 and 0.38 � 0.09 �M for hTG4 in 100 mM KCl and 10 mM MgCl2, implying their comparable binding affinity. BG4 bound pTG4 (blue line) with EC50
values of 4.47 � 0.09 �M in 100 mM LiCl, which did not support the formation of G4 structures, implying its good specificity.
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larger than that of hTG4 (24), meaning that pTG4 is less stable
than hTG4, because the smaller KD value represents a greater
binding affinity and more energetically stability. This fact is
consistent with the reports that an increase in the loop length
decreases the thermodynamic stability (30, 31). Furthermore,
the functions of ln (c�/KD) versus 1/T were plotted and fitted by
the van’t Hoff equation (Fig. 2C). Therefore, the �H� and �S� of
�45 � 3 kcal mol�1 and �141 � 8 cal mol�1 K�1 for the first
K� binding (Fig. 2C, orange) and �24 � 1 kcal mol�1 and
�77 � 3 cal mol�1 K�1 for the second K� binding (Fig. 2C,
green) were achieved. In addition, from �G� � �H� � T�S� ,
the values of �G� were calculated as �3.6 kcal mol�1 and �1.6
kcal mol�1 at 22 °C for the first and second K� binding, respec-
tively. Under the same experimental conditions, the �G� values
of hTG4 were reported to be �4.3 and �2.0 kcal mol�1 (24),
which are more negative than these of pTG4, further support-
ing the idea that pTG4 is less stable than hTG4.

pTG4 shows six states in KCl

After detecting the binding parameters during the gradual
folding of pTG4, the smFRET method was applied to monitor
the structural change in real time at the single-molecule level
to directly dissect the intermediates and dynamics of pTG4.
A fluorescently labeled substrate (referred to as DG4) was
designed (Fig. 3A). It was constructed with a single-strand oligo-
nucleotide containing a Cy3 (donor) attached to the 3� end of
the pTG4 motif, and its 5� tail was hybridized with a comple-
mentary stem strand modified by biotin at the 3� end for immo-
bilization and labeled by a Cy5 (acceptor) at the fifth nucleotide
from the 5� end. The fluorophores were spaced so that the
FRET signal could sensitively reflect the conformational change
of pTG4. With the increase of the K� concentration, the G4
structures were gradually induced by the monovalent cations
(Figs. 1B and 2A) (24, 27), resulting in an increase of the FRET
efficiency (14). This fact gave us an opportunity to detect the
intermediates and dynamics during G4 folding.

The pTG4 structures under various K� concentrations were
examined. The FRET efficiency histograms were shown in Fig.
3B, and the corresponding proportions were shown in Fig. 3C.
As the K� concentration increased, the population of low FRET
decreased, and the proportion of high FRET increased. Surpris-

ingly, at lower K� concentrations (2 and 10 mM KCl), the FRET
histograms could be well-fitted by a multipeak Gaussian distri-
bution with six peaks. Representative traces were also recog-
nized as the six states using the step-finding algorithm based on
hidden Markov modeling (32) (Fig. S3, A and B). Furthermore,
we built the transition density plots for 2 mM KCl from 47 sin-
gle-molecule traces (14, 32). From transition density plots, the
information of direct transitions between these states was cap-
tured (Fig. S4). Above 50 mM KCl, there were only three states
left, and the corresponding representative traces were shown in
Fig. S3 (C–E). This fact was consistent with the gradually
increasing levels of G4 folding that were achieved with the
increasing K� concentration in the CD and MST experiments
(Figs. 1B and 2A, respectively). Therefore, we assigned the low-
est state (FRET � 0.15– 0.19) to the completely unfolded G4
and the highest two folding peaks of FRET � 0.76 (F1) and �
0.87 (F2) to the parallel and antiparallel G4 structures, respec-
tively. Thus, the other three states should be intermediate
states, referred to as I1, I2, and I3. These were very likely the
G-hairpins and G-triplexes hypothesized in a number of recent
studies (18, 19, 33–41). We assigned FRET of �0.76 (F1) to the
parallel structures and FRET of �0.87 (F2) to the antiparallel
structures for two reasons: 1) the fraction of parallel G4 was less
than that of the antiparallel G4 in CD assay (Fig. 1B); and 2) the
Cy3-Cy5 spatial interval of parallel G4 is farther than that of
antiparallel G4 (17, 42), thus leading to a smaller FRET (43).
Why was the folded G4 not a hybrid structure? If pTG4 folded
into hybrid G4 under the experimental conditions, 1) there
would be no FRET more than � 0.75 (14, 44), and 2) there
would at most four states captured, corresponding to the
unfolded, G-hairpin, G-triplex, and G4 states. Considering
the structural similarity of pTG4 with hTG4 in K� (Fig. 1B and
Fig. S1) and the state assignment of hTG4 (18, 19, 33–41), this
outcome was reasonable.

To further confirm the assignment states, putative G-hairpin
and G-triplex structures were constructed by replacing the
GGG column of DG4 with TTT (Fig. 4, A and D, where the
structures were referred to as DG2S and DG3S). Under 100 mM

KCl, the FRET distributions consisted of two Gaussian peaks at
0.22 and 0.32 for DG2S (Fig. 4B) and four Gaussian peaks at

Figure 2. Determination of the thermodynamic parameters of the pTG4-K� interactions during pTG4 folding by MST. A, binding curves of K� with pTG4
represented by normalized fluorescence (1/1000) were fitted using the law of mass action over the temperature range of 22–30 °C. B, KD values of K� binding
to pTG4 at different temperatures. KD1 and KD2 correspond to the first and second K� binding, respectively. C, fitting of pTG4-K� interaction parameters using
the van’t Hoff equation.
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0.22, 0.31, 0.46, and 0.59 for DG3S (Fig. 4E), consistent with the
dynamic transitions shown in the representative traces (Fig. 4,
C and F). DG2S can only fold into the G-hairpin second struc-
ture, so the lowest peak � 0.22 should be a completely unfolded
single-stranded DNA, and the peak 0.32 should be a G-hairpin.
Therefore, considering that DG3S can fold into a G-hairpin and
G-triplex, the peaks �0.46 and �0.59 should be parallel and
antiparallel G-triplexes, respectively, which was proved
recently by smFRET (36). It should be noted that the FRET
values of DG2S and DG3S were close to the four lower FRET
values of DG4 (Fig. 3B), supporting that intermediate states
should be G-hairpins and G-triplexes in Fig. 3B, and the missing
of FRET of �0.76 (F1) and �0.87 (F2) further supported the
fact that F1 and F2 should be well-folded G4s.

One may ask about why, in early smFRET research about
G4s, there are no parallel and antiparallel G-triplexes identified
at the same time (14, 19). We think this discrepancy comes from
the difference in the substrates. In this study, the parallel
(FRET � �0.46) and antiparallel (FRET � �0.59) G-triplexes
were distinguished clearly because at FRET levels of �0.5, the
change of the FRET is the most sensitive (43) (Fig. S5). In addi-

tion, because FRET � �0.32 is less sensitive, we cannot distin-
guish the potential parallel and antiparallel G-hairpins in our
experiment. Therefore, the G-hairpin– and G-triplex–involved
folding pathway of pTG4 was proposed (Fig. 5). During folding,
both parallel and antiparallel pTG4 can go through the corre-
sponding G-hairpin and G-triplex folds. It should be empha-
sized that in addition to the step-by-step transitions shown in
Fig. 5, there were also some other direct transitions between
these states (Fig. S4). These transitions may not require step-
by-step transitions. Alternatively, intermediate states in these
transitions may not be captured under the time resolution of
our experiments (100 ms). It should also be noted that we had
confirmed the intermediate states of pTG4; however, we could
not rule out the existence of other second structures.

Mg2� can stabilize the pTG4 structure

hTG4 can almost fold into stable G4 structures under a phys-
iological K� concentration (17, 42). However, the above results
in this research showed that under a typical plant K� concen-
tration up to 200 mM, there was still �33% in the incompletely
folded states (Fig. 3C). This fact is also consistent with the fact

Figure 3. Six states of pTG4 in K� are distinguished from FRET. A, schematic view of the smFRET assay. The pTG4 containing overhang DNA was Cy3-labeled
(green) and Cy5-labeled (red). A 532-nm laser was used to light up Cy3. Biotin was used for immobilization. B, FRET histograms for different concentrations of
K�. Multipeak Gaussian distributions were used to fit those histograms. C, the fractions of the different folding structures at increasing concentrations of K�.
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that pTG4 is less stable than hTG4, as shown in the MST result
(Fig. 2). So why does one-third of the pTG4 not fold into a stable
G4 structure? From the literature, we found that the most
abundant divalent Mg2� is one of most studied cations that
assists with G4 stabilization (19, 34), and the concentration of
Mg2� is also equivalent to the millimolar level in the plant cell
(45). Thus, a relatively low concentration of MgCl2 was added
to the same smFRET system, yielding the FRET distributions
(Fig. 6A) and corresponding fractions (Fig. 6B) in the simulta-
neous presence of Mg2� and K�. The G4 folding fractions were
obviously higher than the corresponding fractions in the
absence of Mg2� (compare Fig. 6B with Fig. 3C), indicating that
Mg2� can stabilize the pTG4 structure and may play a modu-
lating role in plants.

pTG4 can be unwound by AtRecQ2 but not AtRecQ3

The formation of stable G4s at the telomere will block the
extension of the telomere through telomerase and ALT path-
ways (8, 9, 46), leading to the shortening of the telomere. There-
fore, various specialized helicases are needed for unwinding
them. Those helicases include, but are not limited to, RecQ
family helicases, Pif1 family helicases, and iron–sulfur helicases
(10). Even G4 is thought to play an important regulatory role in
plants (47). However, to the best of our knowledge, no plant G4
unwinding helicases have been identified. Humans have five
RecQ family members (HsRecQ1–5). The deficiencies of
HsBLM (HsRecQ2), HsWRN (HsRecQ3), and HsRTS
(HsRecQ4) cause the Bloom, Werner, and Rothmund–
Thomson syndromes, respectively (48). Interestingly, these
three helicases can robustly unwind G4 structures and join
in telomere maintenance (48).

In Arabidopsis, there are seven RecQ-like helicases (49), but
only AtRecQ2 and AtRecQ3 have been comprehensively stud-
ied in vitro experiments, showing they can unwind different
recombination intermediates (50, 51). However, whether they
can disrupt G4 is still unknown. We first expressed and purified
these two helicase to homologues (Fig. S6A) and prepared a
substrate by adding 10T to the 3� of DG4, which was referred to
as DG4S (Fig. 7A). This 3� ssDNA has been shown to be indis-
pensable for AtRecQ2 and AtRecQ3 unwinding (50, 51). In the
presence of 10 mM Mg2� and 100 mM K�, DG4S almost folded
into G4 structures (Fig. 7B), which was consistent with Fig. 6. A
previous smFRET study suggested HsBLM and HsWRN can
disrupt hTG4 in the absence of ATP, just from binding (52). To
check this possibility, we incubated 100 nM AtRecQ2 with
DG4S and then recorded the FRET traces directly after 20 s and
10 min. After 20 s of incubation, only a negligible FRET change

Figure 4. Formation of the G-hairpin and G-triplex. A and D, schematic diagram of DG2S (A) and DG3S (D). B and E, FRET distribution of DG2S (B) and DG3S
(E) in 100 mM K�. Multiple-peak Gaussian distributions were used to fit their histograms. C and F, representative FRET traces of DG2S and DG3S in 100 mM K�.
Two (C) and four (F) states were determined by hidden Markov modeling (red).

Figure 5. Proposed folding pathways of pTG4. The upper pathway is for the
antiparallel pTG4 structure, and the lower one is for the parallel pTG4 struc-
ture. Purple lines indicate the distance between Cy3 (green dot) and Cy5 (red
dot). The folding processes of both parallel and antiparallel pTG4 include
ssDNA, G-hairpin, G-triplex, and G4, corresponding to the FRET values of
�0.2, 0.32, 0.62, and 0.87 (antiparallel pTG4) and 0.2, 0.32, 0.46, and 0.77
(parallel pTG4), respectively.
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was observed. However, after 10 min of incubation, there was a
significant FRET change captured (Fig. 7B). Interestingly, in the
presence of 100 nM AtRecQ2 and 1 mM ATP, it only took 20 s to
achieve the 10-min effect (Fig. 7B). The corresponding repre-
sentative traces were shown in Fig. S6B. These results suggested
that AtRecQ2 can indeed unfold pTG4 in the absence of ATP,
but it is less efficient than in the presence of ATP, implying its
potential role in telomere metabolism. However, no FRET
change was detected in AtRecQ3 unwinding under the same
experimental conditions of AtRecQ2 (Fig. S7A), indicating
AtRecQ3 might have no (or a very weak) G4 unwinding ability.
This difference may come from the lack of the helicase and
RNaseD C-terminal (HRDC) domain in AtRecQ3 (49), which
has been shown to be important for G4 disruption (53). Inter-
estingly, human HRDC-lacking RecQ helicase HsRecQ5 has a
partial G4 unwinding activity (54), and HsRecQ1 cannot even
unwind G4 (55). These results indicate the importance of the
HRDC domain during G4 unwinding.

In addition, we prepared an overhang substrate, replacing
pTG4 with the same length of polyT (named DS) to measure
the effect of pTG4 on AtRecQ2 (Fig. 7C). The full unwinding of
the dsDNA of DS will lead to the release of Cy3-labeled ssDNA,
showing the disappearance of both Cy3 and Cy5 fluorescent
spots (20, 56). Thus, the unwinding fractions at different time
were obtained from counting the number of Cy5 spots (Fig. 7C)
in the presence of 100 nM AtRecQ2 and 1 mM ATP. Fitting the
data to a single-exponential decay yielded the corresponding

unwinding rate constant value of 1.1 � 0.2 s�1. However, when
pTG4 was restored, the unwinding fraction of DG4S� at each
time was less than that of DS, resulting in a rate constant value
of 0.10 � 0.01 s�1. The rate constant of DG4S� was �10 times
less than that of DS under the same experimental conditions,
indicating that pTG4 hindered the translocation of AtRecQ2,
because pTG4 must be first unfolded into ssDNA (53, 57).
Without a 3�-ssDNA tail next to the duplex DNA, neither
AtRecQ2 nor AtRecQ3 can unwind it (50, 51). For AtRecQ3, its
translocation was also blocked by pTG4, just as expected (Fig.
S7B). From another perspective, the blocking phenomenon fur-
ther confirmed the formation of pTG4. The above results
showed that the pTG4 structure was able to be efficiently
unwound by AtRecQ2 but not AtRecQ3, and pTG4 acted as a
translocation block for AtRecQ2 and AtRecQ3.

Discussion

We comprehensively studied the existence, stability, inter-
mediates, and unwinding of pTG4, mainly using the single-
molecule method (58); some unprecedented details were
revealed. These results should be helpful for understanding the
cellular functions of pTG4.

Recently, G4s were thought to play a key role in plants by
bioinformatics (47, 59), and their existence was verified from
G4-seq (60). However, this insight did not get as much atten-
tion as the same kind of insight about G4s in mammals. Telo-
meric G4 DNA is one of most studied G4 structures, because of

Figure 6. Mg2� can promote the folding of pTG4. A, FRET distributions of DG4 in different concentrations of K� and Mg2�. Multiple-peak Gaussian
distributions were used to fit their histograms. B, the fractions of different folding states at increasing concentrations of K� and Mg2�.

Figure 7. AtRecQ2 can unwind pTG4, and pTG4 hinders AtRecQ2 translocation in turn. A, schematic diagram of DG4S. B, FRET histograms for DG4S alone,
in the presence of 100 nM AtRecQ2 and of 100 nM AtRecQ2 with 1 mM ATP at different times. C, unwinding fractions of DS and DG4S� at different times after
addition of 100 nM AtRecQ2 and 1 mM ATP in the presence of 100 mM KCl and 10 mM MgCl2.
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the importance of telomeres for cells. Here, we used CD and
BG4 to confirm the existence of pTG4 in vitro (Fig. 1). Surpris-
ingly, the folded structures of pTG4 are very similar to those of
mammals under the same conditions, strongly suggesting that
they may share analogous molecular mechanisms during telo-
meric metabolism. Further, by using the MST method (24), the
basic thermodynamic parameters of pTG4 sequence with K�

were revealed (Fig. 2) and compared with these of hTG4.
The dynamic folding/unfolding processes of pTG4 are essen-

tial for understanding its functions. Using G4-forming fluores-
cently labeled plant telomere sequence and mutations, six
states were captured for the first time and assigned to different
unfolding states, including ssDNA, G-hairpins, parallel G-tri-
plex, antiparallel G-triplex, parallel G4, and antiparallel G4 at
the single-molecule level (Figs. 3 and 4). These results allowed
us to propose the folding/unfolding pathways of pTG4 (Fig.
5). It is worth mentioning that this is the first time that
parallel and antiparallel G4s’ folding/unfolding pathway was
well-defined in one system, profiting from the sensitivity of
Cy3-Cy5 FRET of �0.5 (Fig. S5). Before this study, there
were only up to four states captured (14), and the parallel and
antiparallel G-triplex states were monitored using different
substrates (36). In addition, Mg2� was proved to promote
the stability of pTG4 and may play an essential role in pTG4
maintenance (Fig. 6).

During plant telomere extension, pTG4 must be unfolded,
mainly by helicases (10). However, no G4 unfolding helicases
have been identified before this study. In this report, we pro-
vided direct evidence that AtRecQ2 can unfold intramolecular
pTG4, but AtRecQ3 cannot (Fig. 7 and Fig. S7). On the other
hand, pTG4 acted as a translocation block for AtRecQ2 and
AtRecQ3. AtRecQ2 and AtRecQ3 have been considered to be
the homologues of the HsWRN and HsRecQ5� helicases,
respectively (50, 51), which is consistent with the fact that
HsWRN has strong G4 unwinding abilities, but HsRecQ5� has
only partial G4 unwinding abilities (48, 54). There are incom-
patible reports that HsBLM can unwind human telomeric G4
dependent (19, 61) or independent (52) of ATP. We demon-
strated that AtRecQ2 can unwind pTG4 in the absence of ATP,
but it is less efficient than in the presence of ATP (Fig. 7). Study-
ing the function of the AtRECQ2–pTG4 interaction in cells will
be our next step.

Based on the above analysis, it can be optimistically expected
that pTG4 may play a role in regulating reactions in telomeres.
This research serves as a reference to study other types of G4s in
plants, and it would be interesting to further study the function
of G4 DNA in plant cells.

Materials and methods

Buffers

The reaction buffer contained 20 mM Tris-HCl (pH 8.0) and
different concentrations of KCl and MgCl2, as specified in the
text. For single-molecule imaging, the oxygen scavenging sys-
tem (0.8% D-glucose, 1 mg/ml glucose oxidase (266600 units/g,
Sigma), 0.4 mg/ml catalase (2000 –5000 units/mg, Sigma)), and
4 mM Trolox were added.

DNA preparations

All the oligonucleotides were purchased from Sangon Bio-
tech (Shanghai, China) and listed in Table S1. In the smFRET
experiments, DNA constructs were composed of a secondary
structure (or an ssDNA) containing a strand and a complemen-
tary stem strand. DNA substrates were annealed in a mixture
with a 3:2 ratio for the smFRET experiments. The strand with-
out a biotin label was used in excess to reduce the possibility of
a nonannealed strand anchoring at the coverslip surface. The
concentration of the stem strands was 2 �M. In the CD and
MST measurements, the substrate was only a single-strand G4,
and the annealing concentrations were 10 and 1 �M, respec-
tively. All annealing was carried out by incubation at 95 °C for 5
min and then cooled to room temperature for �3 h in the cor-
responding reaction buffer.

Protein purification

The plasmid encoding BG4 with the expression and purifica-
tion methods was from Professor Shankar Balasubramanian’s
lab (23, 62). AtRecQ2 and AtRecQ3 were expressed and puri-
fied as previously described (50, 51). The purified BG4,
AtRecQ2, and AtRecQ3 were 	90% pure, according to the
analysis by SDS/PAGE (Figs. S2A and S6A).

CD spectropolarimetry

CD experiments were performed on an AVIV model 420SF
optical system (Aviv Biomedical Inc.) equipped with a temper-
ature-controlled cell holder using a quartz cell with a 1-mm
path length. A 10 �M solution of G4 was prepared in 20 mM

Tris-HCl, pH 8.0, containing a corresponding concentration of
salt. The CD spectra were recorded in the UV (200 –320 nm)
region in 1-nm increments at 25 °C.

MST

For the measurement of the basic binding parameters of
pTG4 –K� interactions, the reaction buffer contained 20 mM

Tris-HCl (pH 8.0) and different concentrations of KCl (0.03–
1000 mM). For the equilibrium measurement of DNA binding
with BG4, the reaction buffer was 20 mM Tris-HCl (pH 8.0), 100
mM KCl, and 10 mM MgCl2. The concentration of the DNA
substrates was 20 nM. The MST assays were performed accord-
ing to the manufacturer’s protocol using a NanoTemper mono-
lith NT.115 (NanoTemper Technologies). A particular DNA
substrate was incubated with varying concentrations of KCl (at
22–30 °C) or BG4 (at 22 °C) for 30 min. Afterward, the experi-
ments were carried out using 60% LED power and 40% MST,
Laser-On time 30 s and Laser-Off time 5 s, at specific temper-
atures. The original fluorescence data were collected from the
thermophoresis signal via NTAnalysis from three independent
experiments.

smFRET data acquisition and analysis

A homebuilt objective-type total-internal-reflection micro-
scope was used. The Cy3 (donor) was excited by a 532-nm laser
(Coherent). An oil immersion objective (100
, N.A. 1.49) was
used to generate an evanescent field of illumination. Fluores-
cence signals from Cy3 and Cy5 were split by a dichroic mirror
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and collected by an EMCCD (Photometrics). Fluorescence sig-
nals were controlled and recorded by a NIS-Elements AR
(Nikon). The coverslips (Fisher Scientific) and slides were
cleaned thoroughly with a mixture of sulfuric acid, hydrogen
peroxide, acetone, and sodium ethoxide; then the surfaces of
the coverslips were coated with a mixture of 99% mPEG
(m-PEG-5000, Laysan Bio, Inc.) and 1% of biotin-PEG (biotin-
PEG-5000, Laysan Bio, Inc.). Streptavidin (10 �g/ml) in the
reaction buffer was added to the PEG-coated chamber and
incubated for 10 min. After washing, 50 pM DNA was added to
the chamber and allowed to be immobilized for 10 min. Then
the free DNA was removed by washing with the reaction buffer.
Subsequently, the reaction chamber was equilibrated with the
reaction buffer containing the oxygen scavenging system. We
used an exposure time of 100 ms for all measurements at a
constant temperature of 22 °C. To obtain the fraction of DNA
unwinding with time, a series of movies were recorded with 2-s
durations at different times, and the Cy5 (acceptor) spots were
counted to represent the number of remaining DNA molecules
from three independent experiments. The FRET efficiency was
calculated using IA/(ID � IA), where ID and IA represent the
intensity of the donor and acceptor, respectively. Hidden
Markov modeling was employed to characterize the states (32).
Single-molecule FRET histograms were generated by picking
100 frames of each trace from �150 molecules. Basic data anal-
ysis was carried out by scripts written in R, and all data fitting
was generated by OriginPro 2017.
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