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Photoswitches for controllable RNA binding:
a future approach in the RNA-targeting therapy

RNA is an emerging drug target that opens new perspectives in the treatment of viral and bacterial
infections, cancer and a range of so far incurable genetic diseases. Among the various strategies towards the
design and development of selective and efficient ligands for targeting and detection of therapeutically

relevant RNA, photoswitchable RNA binders represent a very promising approach due to the possibility to
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control the ligand—RNA and protein—RNA interactions by light with high spatiotemporal resolution. However,
the field of photoswitchable RNA binders still remains underexplored due to challenging design of lead
structures that should combine high RNA binding selectivity with efficient photochemical performance.

The aim of this highlight article is to describe the development of photoswitchable noncovalent RNA binders

rsc.li/chemcomm

1. Introduction

The ribonucleic acid (RNA) is the most diverse and multifunc-
tional biomolecule in Nature that not only encodes genetic
information, but also catalyses chemical reactions in the cell
and provides intracellular recognition and transport.’” Due to
the multiple and important roles of RNA in living processes it
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and to outline the current situation and perspectives of this emerging interdisciplinary field.

has as a huge and essential impact on human health. Structural
changes and failure of the function of human RNAs often have
significant health-related consequences. For example, more
than 40 incurable neurodegenerative diseases, e.g. Huntington
disease, are caused by formation of mutant RNAs in humans
due to expansions of RNA sequence repeats.”> Moreover, the
involvement of microRNAs (miRNA) in oncogenesis and in the
development of metabolic, autoimmune and other disorders
was recently discovered.®® Exogenous RNAs can also pose a
serious threat to human health. The majority of human and
animal pathogenic viruses are RNA viruses whose genetic
information is stored in the form of RNA. These viruses cause
a range of diseases such as influenza, measles, polio, rabies,
Ebola fever, HIV infection, hepatitis C (HCV), COVID-19 and
others.”™™" Before this background, RNA obviously represents a
promising therapeutical target for treatment of a wide range of
diseases, from genetically caused disorders and cancer to life-
threating infections. RNA-targeting therapy could be applied
also to bacterial infections because interaction of drugs with
ribosomal RNA of bacteria can be used to fight pathogenic
microorganisms.’® Along these lines, RNA-targeting therapy
represents significant expansion, alternative or supplement to
the majority of the existing therapeutical approaches that
typically target proteins."® The rapidly increasing amount of
publications on RNA-targeting molecules points out the emerg-
ing importance of this interdisciplinary research area.'*™°
Similar to DNA and proteins, RNA possesses a range of impor-
tant features as a drug target. Like DNA, the chemical building
units of RNA are fewer and less complex in comparison to those
of proteins. RNA can also adopt a regular A-form double-helix,
which, however, is often disrupted by regions of unpaired or
mismatched bases that allow RNA to fold into more complex
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three-dimensional structures, analogous to those observed in
proteins. The plethora of RNA structural elements and folding
patterns®® that result in the formation of binding sites of
unique size, shape, and electrostatic potential distribution is
a prerequisite for highly selective interactions of RNA with
small molecules. The targetability of RNA arises also from the
absence of cellular RNA repair mechanisms and its accessibility
in ribonucleoprotein complexes.>’ Nevertheless, the rational
design of selective and efficient RNA binders still represents
a challenging task due to the absence of clear and univer-
sal design strategies arising from high variability of RNA
structures.

One of the major challenges in the development of RNA-
targeting drugs is to establish complete spatial and temporal
control of the drug activity, specifically the rate of drug delivery,
its effective concentration in the proximity of a target, the
actual drug-target interaction, as well as the final drug deacti-
vation process. The latter is especially important to suppress
potential side effects of the therapy. In this context, the
introduction of a switchable functionality into an RNA binder
that allows manipulation of its properties by an external
stimulus is highly attractive. Among potential external stimuli
for drug activation, light is particularly attractive as a non-
invasive, bio-orthogonal tool possessing a high spatiotemporal
resolution of action. In this context, two main approaches of
the photochemical control of the structure and functions of
nucleic acids can be applied.”* (i) With the first approach, the
photoregulation is accomplished by a covalent integration of
photoswitches into the nucleic acids.**”>* This method is very
effective, but suffers from the disturbance of the native struc-
ture of nucleic acids, necessity of synthetically challenging
modifications of nucleotides and potential difficulties of appli-
cation in real systems, e.g. due to degradation by nucleases.
(ii) The second approach considers the application of photo-
switchable ligands as noncovalent nucleic acids binders, whose
binding affinity can be regulated by light. Along these lines, a
range of noncovalent photocontrollable DNA binders has been
described that can be activated for binding interaction with
DNA in a reversible®® or irreversible’” manner. At the same
time, the field of photocontrollable noncovalent RNA binders
has not been explored to the same extent, most likely, due to
the ambiguity of the design strategies. Nevertheless, the accu-
mulated data already allow to perform the first systematization
of the noncovalent photoswitchable RNA binders, make some
conclusions and suggest new ideas. This highlight outlines
the achievements, challenges and future perspectives of the
development of noncovalent light-controllable RNA binders
with the aim to bring this emerging interdisciplinary area to
the attention of chemists and biologists.

2. Types of the noncovalent
photoswitch—RNA interactions

Generally, there are four types of manipulation of noncovalent
ligand-RNA interactions by light (Scheme 1). The first type is
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Scheme 1 Existing and prospective types of systems involving noncova-
lent photoswitch—RNA interactions.

based on the photochemical transformation between two
ligand forms that possess significantly different affinity
towards RNA. In an ideal scenario, the light-controllable switch-
ing between the binding and non-binding isomer yields an
“ON/OFF binding”’ system (Scheme 1a). Hence, the geometrical
match of only one of the isomers to the binding pocket of the
target RNA is an essential feature of these systems.

In the other three types of the photoswitch-RNA interac-
tions, both the initial and photoinduced forms of the ligand
remain bound to the nucleic acid, but the photoswitching
allows to manipulate certain binding parameters of the ligand
or/and RNA. Thus, the photoswitching can be accompanied by
pronounced changes of the ligand fluorescence (‘“ON/OFF
fluorescence”) (Scheme 1b),*® resulting in a photoswitchable
stain, which can be applied in RNA bioimaging.>* Other possi-
ble effects may be the light-induced change of the ligand
binding mode (Scheme 1c) and the light-controllable reversible
un- or refolding of RNA (Scheme 1d). The photoinduced switch-
ing of the binding mode has been recently described for
quadruplex DNA.>®” To the best of my knowledge, however,
similar examples for RNA species have not been reported, so
far. Nevertheless, such systems can be envisaged for the natu-
rally occurring RNA motifs of sufficient complexity, for exam-
ple, three-helix junctions, riboswitches and pseudoknots,'? as
well as RNA G-quadruplexes.*®

In the next sections, the photoswitchable RNA binders
reported up to date are highlighted. The majority of the systems
belong to the “ON/OFF binding” type. Two single examples
represent the “ON/OFF fluorescence” and “RNA un/re-folding”
systems, respectively. The article is divided into sections
according to the structure and therapeutical importance of
RNA species, namely from synthetic RNAs having low thera-
peutical relevance to HIV-1 genome RNA.

3. Photoswitchable RNA binders

3.1. Photoswitchable binders for synthetic RNA
homoduplexes and cellular double-stranded RNAs

RNA homoduplexes are RNA double helixes having precisely com-
plementary bases in the two strands. Synthetic RNA homoduplexes
are usually composed of two complementary homopolymeric single

This journal is © The Royal Society of Chemistry 2021
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strands, e.g. polyriboadenylic acid (polyA) with polyribouridylic acid
(polyU) or polyriboguanilic acid (polyA) with polyribocytidylic acid
(polyC). Given to their availability, these RNAs are widely used in
fundamental and medicinal studies of nucleic acids. The effect of
synthetic RNA homoduplexes to promote antitumoral immune
response has been explored in cancer immunotherapy for
decades.> However, as a drug target mimetic, such RNAs represent
only a very simplifying model, whose structure and properties
cannot be directly related to naturally occurring RNAs possessing
much more variable composition and folding patterns. Neverthe-
less, studies with synthetic RNA homoduplexes often become the
first step in the evaluation of the RNA-binding properties of ligands.
These RNAs possess a highly ordered helical structure with a very
shallow minor groove and a very deep and narrow major groove.
As a consequence, binding of small ligands to polymeric double-
stranded RNA (dsRNA) occurs mainly in two modes, namely inter-
calation between RNA base pairs and groove binding, like in the
case of the double-stranded DNA (dsDNA). For this reason, it is not
surprising that most DNA-binding ligands also associate with
synthetic RNA homoduplexes.

The first example of the photoactivated noncovalent RNA
binding was reported in 2005.>’* Thus, E-methyl-3-(furan-2-yl)-
2-phenylacrylate 1 that has no affinity towards nucleic acids was
photochemically transformed into polycyclic compound 2 that
intercalates between the dsDNA/RNA base pairs (Scheme 2a).
The photoreaction was performed directly in the presence of
the double-stranded calf thymus DNA (ct DNA) or synthetic
RNA homoduplexes polyA-polyU and polyG-polyC. However,
intercalator 2 showed no selectivity towards a certain type of
nucleic acids. Additionally, the photoreaction was irreversible,
i.e. subsequent photochemical or thermal deactivation of inter-
calator 2 was not possible.

Very recently, it was reported about the photoswitchable
diarylethene-pyrene conjugate 30 (Scheme 2b and Table 1) that
can be reversibly activated towards binding with polyA-polyU
RNA and different types of double-stranded DNA (ct DNA,
poly(dA:dT), poly(dG:dC)).** The open form of 30 is accommo-
dated in the dsDNA/RNA groove, whereas intramolecular stack-
ing of two pyrene residues makes the closed form 3c too bulky
for the groove binding resulting in the dissociation of the
ligand-RNA complexes.

Another recent example of the photocontrollable interaction
with dsRNA is spiropyran derivative 4 (Scheme 2c and
Table 1).** The closed form 4¢ did not bind to dsRNA whereas
the open form 4o intercalated between the base pairs of the
RNA A-helix. Studies with synthetic RNA homoduplexes polyA-
polyU and polyG-polyC revealed that 40 had a slight preference
towards interaction with GC-pairs (Table 1). Moreover, it was
shown that the open form 40 associated with cellular dsRNAs
obtained from HeLa cells. The long endogenous dsRNAs were
isolated by the treatment of the total HeLa RNA samples with
RNase T1 followed by phenol extraction that allowed to remove
single-stranded RNAs and hairpin RNAs. The binding of 40 to
the cellular dsRNAs was detected photometrically. However, the
identification of the particular structure of the dsRNA
species involved in this interaction has not been performed.

This journal is © The Royal Society of Chemistry 2021
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Scheme 2 Photoswitchable binders for double-stranded RNAs (com-
pound 4 also interacts with an RNA aptamer, see Section 3.2).

Additionally, the open form of spiropyran 40 was applied for
the optical detection of the increased dsRNA expression in the
HCT116 colorectal cancer cells after treatment with anticancer
drug decitabine.?® The analysis was performed on the isolated
dsRNAs samples.

Overall, the association of small ligands with dsRNA homo-
polymers and long cellular dsRNAs does not significantly differ
from the interaction with polymeric dsDNA. For this reason,
photoswitchable ligands 1, 3 and 4 lack selectivity in discrimi-
nation of dsRNA against dsDNA.

3.2. Photoswitchable binders for RNA aptamers

The next approximation towards native RNA structures was
realized by photocontrollable interactions with RNA aptamers,
i.e. short single-stranded RNAs that can selectively associate
with a specific target.>*® The high affinity and selectivity of
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the aptamer-target binding is provided by the unique tertiary
structure of aptamers arising from their flexibility and shape-
forming properties.’” To date, a wide range of aptamers has
been obtained for various targets, from small organic and
inorganic molecules to protein complexes and even cells.*® In
medicine, aptamers designed for certain therapeutic targets are
used as analogues of antibodies for diagnostic and treatment
purposes.**™*! RNA aptamers represent a more realistic model
of native RNAs in comparison to the synthetic RNA homo-
duplexes. However, the majority of RNA aptamers obtained up
to now does not correspond to the native RNA sequences,
although they can be artificially implemented, for example,
into bacterial plasmids.

The peculiarities of the aptamer-ligand interactions allowed to
obtain systems with highly efficient, light-controllable switching
of the ligand binding state (“ON/OFF binding”). Thus, four
examples of photoswitchable binders for RNA aptamers were
reported that are based on the reversible photoinduced transfor-
mations of spiropyran 4,** benzodihydropyrene 5,** azobenzene 6,
and stiff-stilbene 7*° (Schemes 2c, 3 and Table 1). The RNA
aptamers that bind specifically only to one of the two forms of
the ligands 4-6 were selected in vitro from RNA aptamer libraries
by the Systematic Evolution of Ligands by EXperimental enrich-
ment (SELEX) procedure® i.e. by screening the geometrical fit of
the ligands to the aptamer binding pockets. In the case of stiff-
stilbene 7, the selection was performed using an RNA pool derived
from a bacterial SAM-1 riboswitch by replacing its ligand-binding
domain with a random region of 45 nucleotides and partially
randomizing the terminator and anti-terminator hairpins.*® As a
result, the selected RNA aptamer was isolated as a fused construct
together with a riboswitch expression platform. The reversible
photoswitching between the isomers of ligands 4-7 gave the
systems an advantage of accomplishing repeated binding/disso-
ciation cycles with RNA. Whereas the studies on spiropyran 4 and
azobenzene 6 derivatives provided a proof-of-principle for the
selective light-controllable RNA binding, compounds 5 and 7 were
used in more complex systems for the manipulation of the
biological functions. Thus, introduction of the corresponding
RNA aptamer into a hammerhead ribozyme yielded a two-state
system with a >900-fold difference in catalytic activity that was
governed by the photoswitchable interaction with dihydropyrene
derivative 5. In the second example, a synthetic riboswitch
comprising the stiff-stilbene 7-binding aptamer has been success-
fully implemented into a bacterial plasmid that allowed to per-
form reversible photocontrol of the Fluc gene expression in the
modified E. coli in vivo.*®

Nevertheless, all the studied aptamer models were selected
from the randomized RNA libraries and had, therefore, no
therapeutic relevance, thus reducing the applicability of these
systems for real human disease models.

3.3. Special case: photoswitchable peptide-RNA interactions

The investigation of photocontrollable protein-RNA interac-
tions is especially important for a therapeutic perspective
because aberrant protein-RNA interactions are involved in
pathogenic mechanisms of various diseases. These interactions

This journal is © The Royal Society of Chemistry 2021
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Scheme 3 Photoswitchable binders for RNA aptamers.

involve abnormal protein binding to endogenous mutant
RNAs, which happens, for example, in RNA repeat expansion
diseases.'® In the case of viral infections, association of certain
proteins to viral genome RNA plays an important role in the
living cycle of viruses. For example, binding of the Tat protein
to the transactivation response element (TAR) of the human
immunodeficiency virus (HIV) RNA triggers the transcription of
HIV in infected cells.’” In this context, targeted disruption of
disease-related protein-RNA complexes is critical for achieving
a therapeutic effect in the treatment of RNA-associated dis-
eases. Along these lines, reversible regulation of protein-RNA
interactions by light may act not only as a therapeutical
approach but also as a powerful model for the understanding
of molecular mechanisms that underlie corresponding patho-
genic processes.

Although the range of light-responsive peptides has been
developed for peptide-DNA-interactions,**>! the photoswitch-
able RNA-targeting peptides have been, again, surprisingly
underexplored. The first and, so far, the only fully light-
controllable peptide—RNA interaction was accomplished by
the introduction of the photoswitchable azobenzene moiety
into a short peptide.”” Several RNA aptamers that selectively
bind to the photoresponsive peptide 8 in its E-form (Scheme 4
and Table 1) were obtained by in vitro selection from 70 random
nucleotides sequence pool of RNA. The E-Z photoisomerization
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of the azobenzene chromophore upon UV irradiation resulted
in significant changes in the structure of peptide Z-8 leading to
the dissociation of the peptide-RNA complex. The backwards
Z-E isomerization and re-activation of the peptide E-8 towards
RNA binding was performed upon irradiation with visible light.

Overall, the studies with synthetic RNA homoduplexes and
aptamers provided a clear proof-of-principle for the “ON/OFF
binding” concept to control ligand-RNA interactions by light.
Nevertheless, these studies were mainly performed on non-
native RNA sequences or undefined natural RNAs that may not
be appropriate models for the therapeutically relevant human
or viral RNAs. Application of the UV light for the photoswitch-
ing in model systems is, in principle, justified because RNA is
more UV-resistant in comparison with DNA.>* However, in real
systems the necessity to use UV light for the activation of the
binders may significantly hamper their potential application
due to the damage of biomolecules and low UV penetration
depth of the tissues.>

3.4. Photoswitchable binders for messenger RNAs (mRNAs)

A messenger RNA (mRNA) is a single-stranded ribonucleic acid
that is complementary to one of the DNA strands of a gene.>
The genetic information on the protein structure is copied from
DNA into an mRNA molecule during the transcription process.
Once it is complete, the mRNA moves to the cytoplasm where
ribosomes decode it and synthesize the corresponding protein
during the translation process. The importance of mRNA
studies has recently drawn public attention in connection with
the application of mRNA-based vaccines for the immunization
against COVID-19 that started in December 2020.%%°°

Despite the large amount of publications on mRNA, there is
only one example of the interaction of an organic photoswitch
with mRNA, so far.>” Thus, a positively charged azobenzene
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Scheme 5 Photoswitchable binder for mRNAs.

derivative E-9 (Scheme 5 and Table 1) that acts as an unspecific
electrostatic binder induced aggregation of 759-base mRNA
coding the Enhanced Green Fluorescent Protein (EGFP)*® in
the in vitro experiments.”’* The system represents the “RNA
un/re-folding” principle (Scheme 1d). Since the protein transla-
tion directly depends on the condensation state of the nucleic
acid, mRNA aggregation yielded the inhibition of the EGFP
synthesis. The E-Z photoisomerization of E-9 upon irradiation
with 365 nm light triggered the dissociation of the mRNA
aggregates and re-activated the translation process. The inhibi-
tion and re-activation of the translation was followed by the
detection of the fluorescence intensity of EGPF. In a follow-up
study,’”? the E-9-induced condensation of mRNAs was accom-
plished in the presence of gene-silencing small RNAs. Two
mRNAs called 164-mRNA-EGFP and 156-mRNA-DsRedM, which
code EGFP and DsRedM*® fluorescent proteins and additionally
contain antisense sequences of two small RNAs (miR164 and
miR156), respectively, were used in this experiment. In this
case, the E-Z isomerization of E-9 led to the selective photo-
activation of genes that were not silenced by small RNAs.

3.5. Photoswitchable binders for natural therapeutically
relevant RNAs

The first example of a noncovalent photoactive ligand for
natural therapeutically relevant RNA was reported in 2019.”®
In this study, a photoswitchable hemi-indigo binder Z-10 for
human immunodeficiency virus RNA was developed. It was
shown that compound Z-10 (Scheme 6 and Table 1) associated
with the transactivation response element (TAR) and the stem
IIB region of the Rev response element (RRE-1IB) of HIV-1 RNA.
In contrast to the previously reported systems, both forward
and backward photoisomerization of 10 could be activated by
visible light and did not require the use of UV. However, both
the initial Z-10 and photoinduced E-10 forms showed

o]

o g

") }
- /
Vis' N
—0 O*\_\ H
N_
Z-10 / E-10
HIV RNA binding - HIV RNA binding -

fluorescence ON fluorescence OFF

Scheme 6 Photoswitchable binder for HIV-1 TAR and RRE-11B RNA.
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significant affinity towards RNA, thus hampering the photo-
regulation of binding. Nevertheless, photoswitching of the
RNA-bound Z-10 resulted in significant changes in the fluor-
escent properties of the ligand which allowed to turn the
fluorescent staining of RNA on (Z-10-RNA) and off (E-10-RNA)
by repeated irradiation with blue and amber light (“ON/OFF
fluorescence’). On/off switching of the fluorescence could be
performed only upon binding of 10 to RNA because the ligand
showed no emission in bulk solution. In this context, binding
of both isomers of 10 to RNA is advantageous because the
ligand can be used as a tunable fluorescent stain to study
dynamic processes of the RNA.

4. Summary and outlook

To sum up, the approaches towards development of photo-
controllable interactions with RNA are far from being fully
explored and realized. This is not surprising because the design
of photoswitchable RNA binders is particularly challenging due
to the limited possibility of the ligand modification. Thus,
structural modifications for adjustment of the RNA binding
properties can be mainly performed on the binder periphery
keeping the photoswitchable core intact such that the photo-
chemical properties are not disrupted. Additionally, for the
realization of the “ON/OFF binding”, only one of the two
isomers of the photoswitch should possess a strong affinity
towards RNA to ensure the photocontrol of the binding. For
this reason, in the majority of cases, it was the RNA structure
that was selected from the pool to bind selectively to a photo-
switch with known structure. The only attempt to target pre-
defined therapeutically relevant sequences (TAR and RRE-IIB
HIV RNA) with a photoswitchable ligand yielded the RNA
binder 10 of “ON/OFF fluorescence” type. However, the selec-
tivity towards a certain RNA structure as well as the photocontol
of binding to naturally occurring RNAs still was not achieved.

A significant potential of photoswitchable ligands for con-
trollable binding and manipulation of the spatial structure of
therapeutically relevant RNAs, including RNA repeat expan-
sions is foreseen. Light-controllable manipulation of the RNA
folding will, in turn, open the opportunity of reversible regula-
tion of the RNA-protein interactions for investigation and
treatment purposes. Additionally, selective RNA markers with
photoswitchable fluorescence are perspective for the real-
time monitoring of RNA dynamics by novel bioimaging
approaches.” Interestingly, all the examples highlighted in
this article were developed experimentally without the use of
any computational methods and modelling. Along these lines,
future application of computational approaches that facilitate
the design of photoswitchable RNA binders of different types
(Scheme 1) is envisaged.®® As have been shown by collected
examples, different classes of photoswitches are compatible
with RNA binding (Table 1). However, for real applications,
special attention should be paid to the shifting of the excitation
energy to longer wavelength that, in an ideal case, should fit to
the biooptical transparency window (650-900 nm).>* In this
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context, all-visible indigoid photoswitches, such as hemi-
indigo,** hemithioindigo®® and N,N’-substituted indigo,*>
represent promising candidates for the further development
of the photoswitchable binders for disease-related RNA species.
Overall, I hope that this highlight will provide a basis for the
development of various photoswitchable RNA binders for
future therapeutical applications.
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