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d structural insights into RNA
motifs targeted by a CAG repeat DNA-binding small
molecule

Qingwen Chen, a Aina Fujiwara,b Kazuhiko Nakatani, a Gota Kawai b

and Asako Murata *ac

RNA-targeting small molecules have the potential to modulate RNA function and offer possible applications

in drug development. However, their molecular recognition mechanisms remain poorly understood due to

limited structural insights. To advance our understanding of how these small molecules interact with their

target RNAs, it is essential to identify and analyze RNA–small molecule complexes that can serve as models

for structural studies. In this study, we identified novel RNAmotifs that bind selectively to the small molecule

naphthyridine–azaquinolone (NA), previously known to interact with CAG/CAG motif in DNA. Using

different methods, including surface plasmon resonance (SPR), thermal melting, and cold-spray

ionization mass spectrometry, we investigated the interaction between NA and the RNA motifs.

Furthermore, we determined the solution structure of the NA–RNA complex, revealing a distinct binding

mode from its DNA interaction. The findings in this study provide molecular-level insight into RNA–small

molecule recognition and highlight the potential of NA as a scaffold for developing RNA-targeting small

molecules.
Introduction

With the identication of its diverse functions, RNA has
emerged as a promising target for therapeutic exploration.1–3

Since developing new drugs that target proteins has become
more challenging, RNA has attracted attention as a molecular
target because of its abundance in cells and functional
variety.4–6 Moreover, targeting RNA will provide opportunities to
target undruggable proteins and permit therapeutic interven-
tion in genetic disorders, including neurodegenerative diseases
that lack effective treatments.7–10 In response to the increasing
interest in modulating RNA function, particularly in disease-
related contexts, small molecules capable of binding to RNA
have attracted considerable attention from researchers in
various research elds. Since RNA structure plays a crucial role
in RNA function, researchers have explored small molecules
that target a specic RNA structure through screening and
molecular design. These small molecules target a wide variety of
RNAs, including ribosomal RNA,11,12 miRNA precursors,13–15

riboswitches,16,17 and RNA repeats,18–21 and other functional
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RNAs,22 all of which have the ability to form distinct tertiary
structures.

Despite the appeal of RNA as a drug target and of small
molecules as therapeutic modalities, progress in developing
RNA-targeted small molecules has been slower than that in
protein-targeted approach. This is mainly due to the limited
examples of small molecules known to bind to RNA and tech-
nical challenges in analyzing the structures of RNA–small
molecule complexes. Consequently, the rational design of small
molecules targeting RNA remains challenging.

To facilitate the rational design of small molecules targeting
specic RNAs, it is helpful to have examples of RNA–small
molecule interactions and investigate the mechanisms by
which these molecules bind their target RNAs.

Previously, we developed small molecules that can bind to
non-canonical structures in DNA and RNA, especially to mis-
matched base pairs.21,24–28 One of these small molecules, naph-
thyridine–azaquinolone (NA), selectively binds to adenine–
adenine (A–A) mismatches within the 50-CAG-30/50-CAG-30

(referred to as CAG/CAG)motif in a DNA duplex with 2 : 1 binding
stoichiometry (Fig. 1).29 Employing this selective binding capa-
bility of NA, we effectively induced contractions of the expanded
CAG repeats in cellular and mouse models of Huntington's
disease.23 NA exerts its effect by binding to long slipped-out
hairpins formed by expanded CAG repeats during HTT tran-
scription. This binding event interferes with the repair of CAG
slip-outs by repair proteins, thereby leading to contraction of the
repeat tract. The success observed with NA is attributable to its
Chem. Sci., 2025, 16, 16819–16828 | 16819
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Fig. 1 Chemical structure of naphthyridine–azaquinolone (NA) and its hydrogen bonding with nucleobases. NA binds to the adenine–adenine
(A–A) mismatch within the 50-CAG-30/50-CAG-30 (CAG/CAG) motif in a DNA duplex with 2 : 1 binding stoichiometry. The red rectangle indicates
the naphthyridine moiety, and the blue rectangle indicates the azaquinolone moiety.
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remarkable selectivity for CAG/CAGmotifs within DNA. However,
NA exhibits minimal affinity for CAG/CAG motifs in RNA. Our
recent ndings indicated that the dimerization of NA enhances
its binding affinity for CAG/CAGmotifs in RNA,30 highlighting its
diverse binding modes. Therefore, investigating the mechanisms
underlying NA's interaction with RNA and its ability to target
motifs beyond CAG/CAG motifs is crucial for broadening its
application as a modulator of nucleic acid structures and func-
tions, with important implications for drug development with
minimal side effects. In the present study, we identied new RNA
motifs for NA binding using an in vitro selection technique and
evaluated the binding affinity of NA for RNA and themode of NA–
RNA complex formation using surface plasmon resonance (SPR),
thermal melting, and cold-spray ionization mass spectrometry.
Additionally, to investigate the mechanisms by which NA binds
their target RNA motifs, we performed a detailed structural
analysis of the NA–RNA complex by NMR spectroscopy.
Results and discussion
In vitro selection identied an RNA motif specic for NA

We performed in vitro selection31 to isolate RNA aptamers
specically bound by NA. In vitro selection, or SELEX, has
proven to be a powerful technique for discovering novel binding
species (aptamers) for a given molecular target from a pool of
random sequences. We prepared an RNA library containing
a random 60-nucleotide region anked by primer-binding
regions at the 50 and 30 ends and applied it in the selection
experiment. We examined the enrichment of RNA aptamers
with high affinity for NA during in vitro selection process
through UV measurements of the RNA libraries before and aer
loading onto the NA-immobilized resin, as well as by SPR
measurements of the RNA libraries against an NA-immobilized
SPR sensor chip. The affinity of NA for the RNA library began to
increase aer the 6th round and reached saturation by the 10th
round (Fig. S1). The 12th and 13th DNA libraries were generated
from the RNA molecules that had bound to NA following the
11th and 12th selection rounds, and subsequently, they were
cloned for sequencing. Forty-eight clones were isolated from
each DNA library and sequenced by the Sanger method.
Sequence analysis identied multiple clones that appeared
more than twice in either the 12th or 13th DNA library and
appeared more than twice across both the 12th and 13th DNA
16820 | Chem. Sci., 2025, 16, 16819–16828
libraries (Table 1, the DNA sequences were converted into RNA
sequences). A single nucleotide insertion was observed in a few
clones (Seq1 and Seq4). The predominant clone in the 13th DNA
library was Seq1, accounting for 4 of 48 isolated clones. Seq2
predominated in the 12th DNA library (3 of 48 isolated clones).
However, it was not detected among the 48 clones isolated from
the 13th DNA library. The enrichment of these clones was
further conrmed by next-generation sequencing, which iden-
tied two new clones (Seq9 and Seq10, Table S1) among the top
seven enriched sequences. Although the enrichment of multiple
sequence clones was observed following in vitro selection, no
consensus sequence was found among the ten clones (Seq1–
Seq10). Therefore, we compared their secondary structures and
searched for potential motifs within these structures essential
for binding to NA. The secondary structures of Seq1–Seq10 were
predicted using the mFold program (Fig. 2).

All clones were predicted to form a stem–loop structure
within the randomized region (highlighted by the red line in
Fig. 2), and each clone contained at least one internal loop.
Upon closer examination of these internal loops, a 3 base × 3
base internal loop (3 × 3 internal loop) was consistently found
near the terminal loop. Notably, these 3 × 3 internal loops all
shared a 50-AUA-30/50-AYG-30 (Y= C or U) sequencemotif anked
by GU or CG base pairs (Fig. 3A and B and Table S2). In addition
to the optimal structures of Seq1–Seq10 shown in Fig. 2, this
same motif was also present in their suboptimal secondary
structures, further underscoring its structural signicance in
these RNA clones (Fig. S2). Aer identifying this characteristic
motif in Seq1–Seq10, we revisited the secondary structures of
each of the 48 clones from the 12th and 13th DNA libraries.
Among these clones, 41 of 48 clones in the 12th DNA library and
39 of 48 clones in the 13th DNA library contained a similar 3× 3
internal loop with a 50-ANA-30/50-ABG-30 (N= A, U, G, or C; B=U,
G, or C) motif (Fig. S3, Tables S2 and S3). These ndings
strongly indicate the signicance of this 3 × 3 internal loop in
NA binding. Thus, we examined the binding properties of the
clones possessing the 3 × 3 internal loop.
The internal loop containing a 50-AUA-30/50-AYG-30 motif is
crucial for binding to NA

To validate the interaction between NA and the clones identied
by in vitro selection, we analyzed their binding using SPR. We
© 2025 The Author(s). Published by the Royal Society of Chemistry
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Table 1 RNA clones obtained by in vitro selection

a The count of clones among the 48 isolated clones.
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specically selected clones Seq1 and Seq2 for this analysis
because they exhibited the highest enrichment during the later
rounds of in vitro selection. Both Seq1 and Seq2 exhibited
signicant binding responses on the NA-immobilized SPR
sensor surface (Fig. 4A). The dissociation constant (KD) deter-
mined from the kinetic constants was 209.1 nM for Seq1 and
694.0 nM for Seq2 (Fig. 4B and C). In addition, we investigated
the binding of these clones with two other small molecules
structurally similar to NA to assess their selectivity for NA
(Fig. S4). Seq1 and Seq2 showed signicantly weaker SPR
signals on the naphthyridine carbamate dimer (NCD)-
immobilized sensor surface than on the NA-immobilized
sensor surface. However, the KD values of the complexes
determined from the kinetic constants were similar to those
obtained for the complexes with NA. The binding capability of
NCD could be attributable to the high similarity of the chemical
structure between NCD and NA, as both contain a 1,8-naph-
thyridine moiety in their structures. On the other hand, Seq1
and Seq2 exhibited minimal binding signals on the chip
immobilized with the restricted naphthyridine dimer (RND).
Both NCD and RND have two naphthyridine moieties, but they
differ in the length of the linker connecting the naphthyridine
rings and the substituents on naphthyridine. Based on these
results, it is evident that Seq1 and Seq2 exhibited the highest
affinity for NA. Moreover, they seem capable of distinguishing
the structural differences among the three molecules NA, NCD,
and RND.

Having conrmed the binding between NA and the enriched
clones obtained by in vitro selection, we next examined whether
their characteristic 3× 3 internal loop is crucial for NA binding.
To investigate this, we designed three Seq1 mutants, each
featuring an alteration of one of the three secondary structural
motifs within the randomized region of Seq1 that could
potentially serve as a binding target for NA (Fig. 3C). In Seq1-
m1, all nucleobases comprising the 3 × 3 internal loop (50-AUA-
30/50-ACG-30) were replaced with uracil, which likely exhibits the
© 2025 The Author(s). Published by the Royal Society of Chemistry
least affinity for the NA molecule. In Seq1-m2 and Seq1-m3, the
nucleobases in the mismatched base pair and terminal loop,
respectively, were replaced with uracil. The binding properties
of these mutants with NA were examined by SPR. Replacement
of the nucleobase forming the 3 × 3 internal loop with uracil
signicantly reduced the binding affinity of Seq1-m1 for NA
(Fig. 4D). In contrast, altering the nucleobases within the other
secondary structural motifs, as performed in Seq1-m2 and Seq1-
m3, did not affect their ability to bind to NA (Fig. 4E and F).
These observations clearly indicate that the 3 × 3 internal loop
is the motif responsible for the binding of Seq1 with the NA
molecule.
A simple RNA hairpin with the ACG/AUA motif is essential for
binding to NA

To identify the minimal sequence of Seq1 capable of binding to
NA and further analyze the binding mode between the 3 × 3
internal loop in Seq1 and NA, we designed a short version of
Seq1 (Seq1s) and its corresponding double-stranded RNA
(Seq1s-ds) (Fig. 5A). In both RNAmolecules, the adenine at the 3
position was changed to cytosine so that the newly formed CG
pair can compensate the destabilization of the RNA structure
caused by shortening the sequence. In Seq1s, the terminal loop
sequence of Seq1 was changed from 50-GAACU-30 to 50-UUUUU-
30 because this change did not signicantly affect the binding
ability of Seq1 to NA (Fig. 4F). SPR analysis revealed that Seq1s
could bind to NA, although to a lesser extent than the parental
Seq1 (Fig. S5). On the other hand, Seq1s-ds exhibited much
lower binding responses to the NA-immobilized sensor chip
within the same concentration range. This could be attributable
to the lower thermal stability of Seq1s-ds than that of Seq1s, as
well as the less efficient formation of the conserved structures.

We next investigated whether the binding of NA stabilizes
Seq1s and Seq1s-ds by UV-thermal melting experiments (Fig. 5B
and C). NA increased the thermal stability of both Seq1s and
Seq1s-ds, with a more pronounced effect observed for the
Chem. Sci., 2025, 16, 16819–16828 | 16821
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Fig. 2 Predicted secondary structures of the 10 selected clones. The structures with the lowest minimal free energy are presented. The red lines
represent the randomized region. The 3 base × 3 base internal loops are highlighted with red circles.
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former. In the presence of 10 mMNA, an increase in the melting
temperature (Tm) from 66.9 ± 2.0 °C to 72.1 ± 1.5 °C (DTm = 5.2
°C) was observed for Seq1s. In contrast, Tm increased only
16822 | Chem. Sci., 2025, 16, 16819–16828
slightly (DTm = 1.8 °C) from 52.9 ± 0.3 °C to 54.7 ± 0.6 °C for
Seq1s-ds in the presence of NA. In both cases, the melting
curves became steeper in the presence of NA, suggesting the
© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Motif identification. (A) The sequences of the 3× 3 internal loops. (B) The sequence logo of the 3× 3 internal loop with flanking base pairs.
The logo was generated using the WebLogo online tool (https://weblogo.berkeley.edu/logo.cgi). (C) The designed mutants of Seq1 for binding
analysis.
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inuence of NA binding on the thermal melting proles of these
RNAs. The binding between Seq1s and NA was demonstrated by
both SPR and thermal melting analysis. We selected Seq1s as
the minimal sequence for further experiments, considering the
simplicity of the analysis.

Our previous study demonstrated that NA binds to its target
CAG/CAG motif in a DNA duplex with 2 : 1 binding stoichiom-
etry. Given that the RNA motifs specic for NA obtained by in
vitro selection were distinct from the target motif of NA in DNA,
we sought to determine the binding stoichiometry of NA to the
target RNA motifs. Therefore, we investigated the stoichiometry
of NA binding with the 3 × 3 internal loop featuring 50-AUA-30/
50-AYG-30 by cold-spray ionization time-of-ight mass spec-
trometry (CSI-TOF MS). The addition of excess NA (40 mM) to
Seq1s (5 mM) led to the production of distinct ions at m/z of
1725.41 and 2070.57 corresponding to 6− and 5− ions,
respectively (Fig. S6). This result suggests that NA most likely
binds to Seq1s with 1 : 1 stoichiometry.
Search for the identied motif in non-coding RNAs

To explore potential cellular RNA targets of NA, we systemati-
cally analyzed the secondary structure of human non-coding
RNAs (ncRNAs). A dataset containing 203 745 ncRNA
sequences was obtained from Ensembl release 114,32 and local
secondary structures were predicted using RNAfold (ViennaRNA
package 2.7).33 For sequences #500 nucleotides (nts), full-
length folding predictions were performed. For longer
© 2025 The Author(s). Published by the Royal Society of Chemistry
transcripts, a sliding window approach (500 nt window with 100
nt overlap) was applied to capture local structural features while
accommodating the complexity of long ncRNAs (Fig. S7A). The
resulting secondary structures, represented in dot-bracket
notation, were computationally screened for the 3 × 3
internal loops with the sequences identied in the SELEX
experiment: 50-GACGG-30/50-UAUAC-30 and 50-GAUGG-30/50-
UAUAC-30. An in-house Python script was developed to search
for these motifs within the predicted RNA structures. Using the
script, we found that the internal loop motifs are present in the
predicted secondary structure of nine ncRNA molecules
(Fig. S7B). While the functions of most of these ncRNAs remain
uncharacterized, one notable example is PROX1 antisense RNA
1 (PROX1-AS1), a long non-coding RNA (lncRNA) implicated in
the regulation of the PROX1 gene (Fig. S7C). PROX1 is a key
transcription factor that governs muscle cell differentiation,
ber-type identity, and actively represses cell fate plasticity to
maintain hepatocyte identity and prevent liver tumorigenesis,
whereas its regulator, the lncRNA PROX1-AS1, promotes tumor
progression by modulating gene expression via the miR-326/
FBXL20 axis.34–36 This nding suggests that NA-binding motifs
may exist in biologically relevant RNA contexts. Although
experimental validation of NA binding to these endogenous
RNAs and assessment of downstream biological effects in
cellular systems were beyond the scope of this exploratory study,
the results generate experimentally testable hypotheses for
subsequent functional studies, as well as provide a foundation
for future investigations into the transcriptome-wide relevance
Chem. Sci., 2025, 16, 16819–16828 | 16823
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Fig. 4 Binding analysis between RNAs and NA by SPR. (A) Schematic illustration depicting the immobilization of NA onto the SPR sensor chip via
a methylene linker. SPR measurements of the binding of (B) Seq1, (C) Seq2, (D) Seq-m1, (E) Seq-m2, and (F) Seq1-m3 with NA. Different RNA
concentrations are represented by different colors. The obtained SPR data were fitted to a 1 : 1 binding model to determine the kinetic
parameters and KD values.
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of NA-interacting RNA motifs and their potential therapeutic
implications.
NMR analysis revealed the unique binding mode between NA
and its target RNA

To better understand the mechanism of binding between NA
and the 3 × 3 internal loop in the RNA clones obtained by in
vitro selection, we analyzed the interaction between NA and
Fig. 5 Thermal melting profiles for the interactions of NA with the short
Seq1s and Ses1s-ds. Thermal melting profiles of (B) Seq1s and (C) Seq1s

16824 | Chem. Sci., 2025, 16, 16819–16828
a model RNA sequence by NMR spectroscopy. In these analyses,
we used the model RNA Seq1s-4U, in which the terminal loop of
Seq1s was changed from 50-UUUUU-30 to 50-UUUU-30.

NA solution was added to Seq1s-4U dissolved in phosphate
buffer containing 5% D2O, and the NMR spectra were recorded.
Partial signals from the imino protons of Seq1s-4U were
assigned using the NOESY spectra. As the molar ratio of NA to
RNA increased, the signal intensities of the imino protons from
versions of Seq1 sequence. (A) Sequences and secondary structures of
-ds in the presence and absence of 10 mM NA.

© 2025 The Author(s). Published by the Royal Society of Chemistry
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the unbound RNA decreased, whereas new signals from the NA–
RNA complex appeared (Fig. 6A). The signals from the imino
protons of G6, G9, and G10, along with the amino proton of G9,
became detectable only upon the addition of NA, suggesting an
interaction between NA and the 3 × 3 internal loop region. In
addition to the signals from the RNA molecules, signals from
the amide protons of NA (NAH35 and NAH49, Fig. 6A), which
potentially form hydrogen bonds with the RNA, were also
observed. At a molar ratio of 1 : 1, only the signals from the NA–
RNA complex were observed, indicating that NA binds to Seq1s-
4U with 1 : 1 binding stoichiometry, which is consistent with the
result of CSI-TOF MS analysis. Note that signals from both
unbound and bound RNAs were detected at an RNA–NA molar
ratio of 1 : 0.5, indicating that the NA–RNA complex was stable
under the experimental conditions. Inter-molecular NOEs
between the naphthyridine moiety of NA and G9 were observed
Fig. 6 NMR structural analysis of the NA–Seq1s-4U complex. (A) Chang
Asterisks (*) denote the signals of NA complexed with Seq1s-4U. #: thes
between NA and Seq1s-4U. Correlations between amino/imino hydrog
imino hydrogens (blue circles), are presented with the assignment of hydr
absence (black) and presence (red) of NA.

© 2025 The Author(s). Published by the Royal Society of Chemistry
(Fig. 6B). Correlations between the amino hydrogen and methyl
group (red circle) and amide and imino hydrogens (blue circle)
were detected. Notably, the signal at 14.81 ppm shows strong
NOE with a signal at 8.06 ppm which was assigned to A24H2,
indicating the formation of azaquinolone-A24 base pair as
shown in Fig. S7A. Signal assignment for the NA–RNA complex
was conrmed by residue-specic stable isotope labeling for
U23 and A24 (Fig. S7B). NOEs were observed between A7 and G9,
as well as between A22 and A24 (Fig. S6C, orange). Additionally,
an NOE between A7 and A24 was detected (Fig. S7C, purple).
These ndings indicate the spatial proximity of these nucleo-
tide pairs within the NA–RNA complex. NMR signals from
nucleobases located within and near the 3 × 3 internal loop
were shied upon NA addition, as indicated by chemical shi
differences between free RNA and the RNA–NA complex, with
those from C8 and U23 exhibiting signicant downeld shis
es in the imino proton spectra of Seq1s-4U upon the addition of NA.
e signals are due to G6, G10 or U21. (B) NOESY spectra of the complex
ens and the methyl group (red circles), as well as between amide and
ogens. (C) Partial two-dimensional HOHAHA spectra of Seq1-4U in the
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Fig. 7 Solution structures of the NA–Seq1s-4U complex. (A) Superposition of the ten lowest total energy structures of the complex between NA
and Seq1s-4U. (B) Close-up structure of the 50-AUA-30/50-ACG-30 motif within Seq1s-4U bound with NA and (C) its structure pattern diagram.
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(Fig. S8 and Table S4). Comparison of the HOHAHA spectrum of
RNA in the presence (red) and absence (black) of NA revealed
a shi in most proton signals from the RNA upon NA addition,
indicating a conformational change (Fig. 6C). Consistent with
the earlier observation, a signicant shi was detected for C8
and U23. These results suggest that these nucleobases are
ipped out of the RNA stack upon NA binding. The ipping of
unpaired bases from the DNA/RNA helix was observed during
the binding of our mismatch-binding ligands.29,37

Finally, we determined the solution structure of the NA–RNA
complex. The superposition of the ten lowest energy structures
is presented in Fig. 7A, and the structural statistics are
summarized in Table S5. The structures of the NA–Seq1s-4U
complex were well dened, and close-up views of the minimized
average structure of the binding site of NA are presented in
Fig. 7B. As illustrated in Fig. 7C, the naphthyridine and
azaquinolone moieties formed base pairs with G6 and A24,
respectively, and A7 and A22 were stacked between the naph-
thyridine–G6 and azaquinolone–A24 base pairs. As a result, A7
and A22 form a base pair between the Watson–Crick edge of A7
and the Hoogsteen edge of A22 (Fig. S9).

In this study, we isolated RNA aptamers that bind specically
to the small molecule NA. Among these aptamers, we identied
a characteristic 3× 3 internal loop with the 50-AUA-30/50-AYG-30 (Y
=C or U)motif. Seq1, themost enriched aptamer, strongly bound
to NA with a submicromolar dissociation constant, as demon-
strated by SPR measurement. The shorter version of Seq1 Seq1s,
maintained binding affinity for NA, although its KD was three to
four times higher than that observed for the Seq1–NA interaction.
The 3 × 3 internal loop with 50-AUA-30/50-AYG-30 was found to be
crucial for NA's binding, however, the binding affinity can be
inuenced by surrounding sequences and structural context. As
part of the discussion, we additionally designed eight Seq1s
mutants (m1–m8) to compare the anking base pair sequence
and its role in NA recognition. The anking base pairs of Seq1s
were replaced with the different base pairs not found in Seq1–
Seq10 (Fig. S10A) and examined their binding to the NA-
immobilized SPR sensor chip (Figs. S10B and C). When
comparing the response units at steady state (4 s before the end of
analyte injection), the response signals of all eight RNA mutants
were weaker than that of the parental RNA. The mutant m1, in
which the G10–U22 base pair was replaced with U10–G22,
16826 | Chem. Sci., 2025, 16, 16819–16828
produced a much lower response on the NA-immobilized sensor
surface than the other mutants. The SPR signals varied according
to the anking base pairs, although no signicant relationship
was observed between the intensity of the binding signal and the
base-pair types (Fig. S10C). It is noted that the anking base pairs
may inuence NA binding through alterations in stacking and/or
electrostatic interactions, and that further structural studies,
including MD simulations, may be necessary to understand the
binding mechanism.

Finally, we determined the solution structure of the NA–RNA
complex using NMR spectroscopy, which revealed the interac-
tions important for its specicity. Formation of hydrogen bonds
between NA and the adenine and the guanine within the 3 × 3
internal loop (50-AUA-30/50-ACG-30, underlined bases) is accom-
panied by the ipping of U out of the RNA stack. Additionally,
the other two adenine bases in the 3 × 3 internal loop (50-AUA-
30/50-ACG-30, underlined bases) formed a non-canonical base
pair stabilized by hydrogen bonding between the Watson–Crick
and Hoogsteen edges. This particular structural arrangement
may explain why these adenines were preferentially selected
through the in vitro selection process. As illustrated in Fig. S11,
replacing the adenine opposite to the guanine in the 3 × 3
internal loop (50-AUA-30/50-AYG-30, underlined) with the other
nucleobases is expected to disrupt the formation of the internal
loop. On the other hand, replacing the adenine in the opposite
strand (50-AUA-30/50-AYG-30, underlined) with cytosine or
guanine does not appear to affect the formation of the 3 × 3
internal loop (Fig. S11). The requirement for adenines in these
positions is likely attributable to the aforementioned interac-
tion between two adenines via the Watson–Crick and Hoogs-
teen edges, which could help stabilize the NA–RNA complex.
Conclusions

Overall, our study identied previously unreported RNA motifs
as binding targets for NA. The limited number of known RNA-
binding small molecules has been a major challenge in RNA-
targeted drug discovery and development. Our demonstration
that NA, originally designed as DNA-binding small molecule,
also interacts with specic RNA motifs, will expand the chem-
ical space of potential RNA-targeting scaffolds. While the NMR
structure provides a detailed characterization of the interaction
© 2025 The Author(s). Published by the Royal Society of Chemistry
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between the RNA motif and NA, the dynamics of RNA in
a cellular environment remains unexplored. Future studies
should delve into the interactions of NA with its target RNA
motifs and assess its behavior under physiological conditions to
broaden the applicability of the results. Although NA is not
widely recognized, its well-characterized DNA-binding proper-
ties make it a valuable model for studying RNA–small molecule
interactions. Identifying RNA motifs that selectively bind to NA,
as well as detailed structural analysis performed in this study,
provides insights into molecular recognition principles. NA-
binding motifs were found in ncRNAs, with PROX1 antisense
RNA 1 (PROX1-AS1) being a notable example, suggesting
potential biological relevance. The ndings contribute to
structure-guided approaches for designing RNA-targeting small
molecules and offer valuable data that extend understanding
beyond current machine learning capabilities.
Author contributions

A. M., K. N. and G. K. conceived and designed the experiments.
Q. C. performed all in vitro experiments, including in vitro
selection, SPR measurements, Tm analyses and mass spectro-
graphic analyses. G.K. and A.F. performed structural analysis of
RNA–NA complex by NMR spectroscopy. A. M., Q. C., K. N and
G. K. wrote the manuscript, and all authors reviewed it.
Conflicts of interest

The authors declare no conict of interest.
Data availability

Solution structures of the complex of naphthyridine–
azaquinolone (NA) and an Seq1s-4U have been deposited with
Protein Data Bank (https://www.rcsb.org) under accession
number 8ZNQ. Upon a reasonable request, the authors will
provide the raw data, additional information and materials.
The requests should be addressed to A. M. The data
supporting this article have been included as part of the SI.

Details of materials and methods, synthesis and character-
ization of the compounds, as well as supporting data for
sequencing, SPR, ESI, NMR analyses, are provided in the SI. See
DOI: https://doi.org/10.1039/d5sc05255f.
Acknowledgements

This work was supported by Japan Society for the Promotion of
Science (JSPS) [JSPS KAKENHI Grant-in-Aid for Challenging
Research (Exploratory) (JP21K19050) to A. M. We thank Dr
Eitaro Murakami for erifying the purity and concentration of NA
solution.
References

1 S. Hombach and M. Kretz, Adv. Exp. Med. Biol., 2016, 937, 3–
17.
© 2025 The Author(s). Published by the Royal Society of Chemistry
2 L. Statello, C.-J. Guo, L.-L. Chen andM. Huarte,Nat. Rev. Mol.
Cell Biol., 2021, 22, 96–118.

3 L. S. Kristensen, T. Jakobsen, H. Hager and J. Kjems, Nat.
Rev. Clin. Oncol., 2022, 19, 188–206.

4 G. J. R. Zaman, P. J. A. Michiels and C. A. A. van Boeckel, Drug
Discovery Today, 2003, 8, 297–306.

5 O. Khorkova, J. Stahl, A. Joji, C.-H. Volmar and
C. Wahlestedt, Nat. Rev. Drug Discovery, 2023, 22, 539–561.

6 A.-M. Yu, Y. H. Choi, M.-J. Tu and R. M. TOUYZ, Pharmacol.
Rev., 2020, 72, 862–898.

7 B. D. Adams, C. Parsons, L. Walker, W. C. Zhang and
F. J. Slack, J. Clin. Invest., 2017, 127, 761–771.

8 Y. Zhu, L. Zhu, X. Wang and H. Jin, Cell Death Dis., 2022, 13,
644.

9 S. Toden, T. J. Zumwalt and A. Goel, Biochim. Biophys. Acta
Rev. Canc, 2021, 1875, 188491.

10 C. M. Connelly, M. H. Moon and J. S. Schneekloth, Cell
Chem. Biol., 2016, 23, 1077–1090.

11 W. Hong, J. Zeng and J. Xie, Acta Pharm. Sin. B, 2014, 4, 258–
265.

12 H. Paternoga, C. Crowe-McAuliffe, L. V. Bock, T. O. Koller,
M. Morici, B. Beckert, A. G. Myasnikov, H. Grubmüller,
J. Nováček and D. N. Wilson, Nat. Struct. Mol. Biol., 2023,
30, 1380–1392.

13 S. P. Velagapudi, S. M. Gallo and M. D. Disney, Nat. Chem.
Biol., 2014, 10, 291–297.

14 D. Bose, S. Nahar, M. K. Rai, A. Ray, K. Chakraborty and
S. Maiti, Nucleic Acids Res., 2015, 43, 4342–4352.

15 A. Ghosh, N. Ranjan, L. Jiang, A. H. Ansari, N. Degyatoreva,
S. Ahluwalia, D. P. Arya and S. Maiti,Mol. Ther.–Nucleic Acids,
2022, 27, 685–698.

16 C. E. Lünse, A. Schüller and G. Mayer, Int. J. Med. Microbiol.,
2014, 304, 79–92.

17 J. A. Howe, H. Wang, T. O. Fischmann, C. J. Balibar, L. Xiao,
A. M. Galgoci, J. C. Malinverni, T. Mayhood, A. Villafania,
A. Nahvi, N. Murgolo, C. M. Barbieri, P. A. Mann, D. Carr,
E. Xia, P. Zuck, D. Riley, R. E. Painter, S. S. Walker,
B. Sherborne, R. De Jesus, W. Pan, M. A. Plotkin, J. Wu,
D. Rindgen, J. Cummings, C. G. Garlisi, R. Zhang,
P. R. Sheth, C. J. Gill, H. Tang and T. Roemer, Nature,
2015, 526, 672–677.

18 C. H. Wong, L. Nguyen, J. Peh, L. M. Luu, J. S. Sanchez,
S. L. Richardson, T. Tuccinardi, H. Tsoi, W. Y. Chan,
H. Y. E. Chan, A. M. Baranger, P. J. Hergenrother and
S. C. Zimmerman, J. Am. Chem. Soc., 2014, 136, 6355–6361.

19 S. G. Rzuczek, L. A. Colgan, Y. Nakai, M. D. Cameron,
D. Furling, R. Yasuda and M. D. Disney, Nat. Chem. Biol.,
2016, 13, 188–193.

20 E. Khan, S. K. Mishra, R. Mishra, A. Mishra and A. Kumar,
Sci. Rep., 2019, 9(1), 1–15.

21 T. Shibata, K. Nagano, M. Ueyama, K. Ninomiya, T. Hirose,
Y. Nagai, K. Ishikawa, G. Kawai and K. Nakatani, Nat.
Commun., 2021, 12(1), 1–13.

22 J. L. Childs-Disney, X. Yang, Q. M. R. Gibaut, Y. Tong,
R. T. Batey and M. D. Disney, Nat. Rev. Drug Discovery,
2022, 21(10), 736–762.
Chem. Sci., 2025, 16, 16819–16828 | 16827

https://www.rcsb.org
https://doi.org/10.1039/d5sc05255f
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d5sc05255f


Chemical Science Edge Article

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

1 
A

ug
us

t 2
02

5.
 D

ow
nl

oa
de

d 
on

 1
2/

7/
20

25
 3

:2
1:

44
 A

M
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n 
3.

0 
U

np
or

te
d 

L
ic

en
ce

.
View Article Online
23 M. Nakamori, G. B. Panigrahi, S. Lanni, T. Gall-Duncan,
H. Hayakawa, H. Tanaka, J. Luo, T. Otabe, J. Li, A. Sakata,
M.-C. Caron, N. Joshi, T. Prasolava, K. Chiang,
J.-Y. Masson, M. S. Wold, X. Wang, M. Y. W. T. Lee,
J. Huddleston, K. M. Munson, S. Davidson, M. Layeghifard,
L.-M. Edward, R. Gallon, M. Santibanez-Koref, A. Murata,
M. P. Takahashi, E. E. Eichler, A. Shlien, K. Nakatani,
H. Mochizuki and C. E. Pearson, Nat. Genet., 2020, 52,
146–159.

24 K. Nakatani, S. Hagihara, S. Sando, S. Sakamoto,
K. Yamaguchi, C. Maesawa and I. Saito, J. Am. Chem. Soc.,
2003, 125, 662–666.

25 T. Peng, T. Murase, Y. Goto, A. Kobori and K. Nakatani,
Bioorg. Med. Chem. Lett., 2005, 15, 259–262.

26 K. Nakatani, N. Natsuhara, Y. Mori, S. Mukherjee, B. Das and
A. Murata, Chem.–Asian J., 2017, 12, 3077–3087.

27 A. Murata, M. Nakamori and K. Nakatani, Methods, 2019,
167, 78–91.

28 Y. Lu, C. Dohno and K. Nakatani, Chem. Commun., 2020, 56,
754–757.

29 K. Nakatani, S. Hagihara, Y. Goto, A. Kobori, M. Hagihara,
G. Hayashi, M. Kyo, M. Nomura, M. Mishima and
C. Kojima, Nat. Chem. Biol., 2005, 1, 39–43.

30 Q. Chen, T. Yamada, K. Miyagawa, A. Murata, M. Shoji and
K. Nakatani, Bioorg. Med. Chem., 2024, 98, 117580.

31 A. D. Ellington and J. W. Szostak, Nature, 1990, 346, 818–822.
32 S. C. Dyer, O. Austine-Orimoloye, A. G. Azov, M. Barba,

I. Barnes, V. P. Barrera-Enriquez, A. Becker, R. Bennett,
M. Beracochea, A. Berry, J. Bhai, S. K. Bhurji, S. Boddu,
P. R. Branco Lins, L. Brooks, S. B. Ramaraju,
L. I. Campbell, M. C. Martinez, M. Charkhchi, L. A. Cortes,
C. Davidson, S. Denni, K. Dodiya, S. Donaldson, B. El
Houdaigui, T. El Naboulsi, O. Falola, R. Fatima, T. Genez,
J. G. Martinez, T. Gurbich, M. Hardy, Z. Hollis, T. Hunt,
16828 | Chem. Sci., 2025, 16, 16819–16828
M. Kay, V. Kaykala, D. Lemos, D. Lodha, N. Mathlouthi,
G. A. Merino, R. Merritt, L. P. Mirabueno, A. Mushtaq,
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