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Development of new antiviral medication against the beta-coronavirus SARS-CoV-2 (SCoV2) is actively

being pursued. Both NMR spectroscopy and crystallography as structural screening technologies have

been utilised to screen the viral proteome for binding to fragment libraries. Here, we report on NMR

screening of elements of the viral RNA genome with two different ligand libraries using 1H-NMR-screening

experiments and 1H and 19F NMR-screening experiments for fluorinated compounds. We screened against

the 5′-terminal 119 nucleotides located in the 5′-untranslated region of the RNA genome of SCoV2 and

further dissected the four stem-loops into its constituent RNA elements to test specificity of binding of

ligands to shorter and longer viral RNA stretches. The first library (DRTL-F library) is enriched in ligands

binding to RNA motifs, while the second library (DSI-poised library) represents a fragment library originally

designed for protein screening. Conducting screens with two different libraries allows us to compare

different NMR screening methodologies, describe NMR screening workflows, validate the two different

fragment libraries, and derive initial leads for further downstream medicinal chemistry optimisation.

Introduction

The global pandemic caused by SARS-CoV-2 (ScoV2) has seen
the successful use of vaccines but also challenges for their
efficacy against the variants of concern that have emerged
during viral evolution.1 The first-generation oral therapeutics,
molnupiravir and the combinational drug Paxlovid
(nirmatrelvir (also known as PF-07321332) plus ritonavir) were
initially heralded as revolutionary until clinical-trial data
revealed lower-than-expected efficacy.2–4 Therefore, continued
efforts in developing new antivirals not only against the
validated viral targets (proteases and polymerases) but also
exploring other targets are required to evade resistance.5

The virus contains a small proteome of 27 proteins and an
RNA genome of a little less than 30.000 nucleotides. Most
efforts to develop antiviral drugs focus on targeting proteins,
because some viral proteins have been classified as validated
targets, and technologies, including fragment screening by
X-ray crystallography, have been established.6–10 By stark

contrast, only recently, targeting antiviral RNA has gained
interest.11–15 In fact, targeting conserved structural motifs of
viral RNAs with molecules of low molecular weight (small
molecules) would provide vast opportunities in developing
alternative approaches to inhibit viral proliferation.16 Such
targeting of RNAs by small molecules is not only relevant
towards developing antivirals but holds great promise also
for other diseases for which modulating RNA function has
been shown to affect disease outcome.17,18

Rapid and large-scale (ScoV2) RNA genome sequencing has
revolutionised the availability of the sequence data and thus
contributes towards understanding the dynamics of viral
evolution. Finding small molecules that can bind to conserved
and structured regions of the non-coding parts of a viral RNA
with high affinity and specificity is a powerful strategy to target
the untranslated part of the genome of SCoV2, for which few
mutations have been reported up to now.

The genome of SCoV2 contains four regulatory stem-loops
in the 5′-untranslated region (5′-UTR), which are highly
conserved among betacoronaviruses.19–21 Targeting such
structured RNA elements to interfere with their regulatory
function is regarded as a promising antiviral strategy, and
targeting the SL1 stem-loop by antisense oligonucleotides has
been shown to offer great therapeutic potential.22–25

In March 2020, the global consortium Covid19-NMR was
formed.26 It was its mission to make viral proteins and RNAs
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amenable to nuclear magnetic resonance (NMR)
spectroscopic studies including protein and RNA preparation
and the optimisation of sample conditions. RNA secondary
structures were determined for all conserved RNA elements
along with their NMR-based resonance assignment, thus
providing a basis for investigations of the interaction of small
molecules or viral and host proteins with the viral genome.27

Two massive fragment screening campaigns involving 20
RNA elements and 25 proteins from SCoV2 resulted in the
identification of 69 and 311 high-quality hits against the viral
RNAs and proteins, respectively.28–31

Here, we investigated and compared the general
targetability of the 5′-terminal region of the 5′-UTR of SCoV2,
consisting of the four stem-loops SL1, SL2, SL3, and SL4
(5_SL1234) and its three constituting sub-elements 5_SL1,
5_SL2 + 3ext, and 5_SL4 (Fig. 1) using an RNA-dedicated
library32 (DRTL-F library) and a non-RNA-dedicated fragment
library (DSI-PL).33,34 The DSI-PL and the DRTL-F library
consist of 768 compound fragments (200–250 Da) and 49
compounds (222–439 Da), respectively.

In general, NMR spectroscopy is well suited for fragment
screening and many such screens have been conducted in
academia and in the pharmaceutical industry.30,31,35 The
ability to detect weak binding, the comparably low amount of
sample required and the ability to detect binding to non-
modified molecular targets including proteins, nucleic acids
and their complexes in a non-destructive manner in solution
are particular advantages of NMR-based fragment screening.

In addition to 1H-detected NMR experiments, 19F-detected
NMR experiments have been recently advertised because
binding can often be monitored on a single, background-free
19F signal in 19F-1D NMR experiments. 19F resonances show
chemical shift dispersions that are large compared to the 1H
or 13C chemical shift dispersions, allowing detection of
binding-induced chemical shift perturbations (CSPs) and
screening of mixtures containing a larger number of
molecules compared to screening mixtures if 1H detection is
used.35,36 Compared to 13C detection, 19F offers two
advantages: 19F is a pure isotope (100% natural abundance)
and it has a comparatively high sensitivity. The combined
readout of 1H- & 19F-CSPs provides more reliable data for
RNA screening in comparison to conventional STD
experiments used for protein screening, since reduced proton
density within RNA in contrast to protein leads to reduced
STD effects upon (transient) binding.37,38

The goals of our study reported were:
(i) To compare the hit rates of the DSI-PL versus the DRTL-F

library.
(ii) To investigate the validity of using isolated RNA sub-

elements for such NMR-based screening approaches.
(iii) To evaluate the utility of 19F and 1H chemical shift

perturbations (CSPs) and changes in T2 relaxation rates upon
binding to RNA as proxies reporting on binding in NMR-
based screening.

(iv) Evaluation of simultaneous NMR detection of CSPs for
1H and 19F ligands. Such dual detection scheme has become
possible with the introduction of dual NMR receivers in the
newest generation of NMR consoles. In principle, dual or
parallel detection leads to a reduction of measurement time
by a factor of two.39

We can show that the DRTL-F library is enriched in
molecules that bind RNA and the binders derived from
this library bind more tightly compared to molecules from
the DSI-PL.

19F screening provides a small, but significant improvement
in detecting binding compared to 1H screening, including
detection and quantification of low affinity binding.

Most importantly, the RNA binders show selectivity for
the 5_SL2 + 3ext element of the 5′-terminal SCoV2 RNA. In
order to map the RNA binding site to this preferred target
RNA, we assigned the 1H,15N imino chemical shifts utilising
NOESY, HSQC, and HNN-COSY experiments. These chemical
shift assignments allow for rapid mapping of the RNA
binding site by comparing chemical shift changes upon
addition of RNA binders.

Experimental
RNA synthesis and purification

All RNA constructs of SCoV2 were synthesised by in vitro
transcription using T7-polymerase and purified under the
same conditions. First, DNA sequences for 5_SL1, 5_SL2 +
3ext, 5_SL4 and 5_SL1234 were obtained by cloning DNA
oligomers encoding the T7 polymerase promotor (5′-TAATAC

Fig. 1 Schematic secondary structures of our chosen RNA sub
constructs of the SCoV2 5′-UTR as previously determined.27
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GACTCACTATAG-3′) these RNA constructs into a plasmid
based on the pSP64 vector. The plasmids also encode an
HDV ribozyme, and the genes of interest were cloned into the
plasmid using the EcoRI and NcoI restriction sites upstream
of the ribozyme sequence to allow transcription of the RNA
as an HDV fusion construct to avoid 3′ inhomogeneities of
the RNA constructs.40

Transcriptions were performed at 15 mL scale, and the
conditions were optimized for maximum yield and purity for
each construct. Purification was carried out by preparative
PAGE, HPLC and buffer exchange with screening buffer (25
mM KPi; 50 mM KCl; pH 6.2). After the PAGE, the desired
RNA was visualized by UV-shadowing, cutted out and eluted
with 0.3 M NaOAc. By using rpHPLC with a Kromasil RP 18
column and a gradient from non-polar to polar (0.1 M
acetonitrile/triethylammonium acetate), the remaining PAA
was removed. Concentrations of the samples were analysed
by UV/vis spectroscopy using the following molar extinction
coefficients (OD260): 5_SL1: 257.4 1/mM; 5_SL2 + 3ext: 390.0
1/mM; 5_SL4: 388.7 1/mM and 5_SL1234: 1064.1 1/mM, and
analytical PAGE was performed to verify the purity.

Sample preparation

For each RNA screened, there were two samples (one with
and one without the fragment to be screened). Each
screening sample contained 4 μM of RNA, 5% of D2O and
5% of [d6]DMSO, and the fragment at 0 μM or 40 μM
concentration resulting in an [RNA]/[ligand]-ratio of 1 : 10.
The screening buffer was 25 mM KPi (pH 6.2), 50 mM KCl in
H2O. Titration samples contained 25 μM of the fragment, 5%
[d6]DMSO (which was used as lock solvent), and RNA at
concentrations from 0–125 μM.

NMR spectroscopy

Spectra were recorded on a 600 MHz Bruker spectrometer
equipped with a Neo console and a 5 mm cryogenic
quadruple resonance 1H[13C,15N,19F] QCI probe and a
SampleJet automatic sample changer. Measurements were
performed in 3 mm sample tubes with a final volume of 170
μL. 1H 1Ds, 19F 1Ds and 19F T2-CPMG experiments were
measured to identify binders (19F experiments were only
measured for the fluorinated compounds). CPMG
measurements were conducted with mixing times of 0, 16,
64, 128 and 256 ms.35,41,42 For the CSP evaluation, titrations
were performed by 1H 1D measurements (and 19F 1D for all
fluorinated fragments) on 8 samples with RNA
concentrations varying from 0–125 μM and fixed ligand
concentration of 25 μM. All NMR-measurements were
conducted at 298 K. 5% [d6]DMSO was used as locking
solvent for the spectrometer and shim optimization was done
for every sample in an identical manner with a shimming-
script loaded into the IconNMR-Automation Software. In 1H
1D screening experiments as well as titration experiments, a
conventional excitation sculpting sequence was used to
suppress the water.43 1H 1D experiments were performed

with 16k points, 1k scans, a spectral width of 8 kHz and a 53
min runtime each. 19F 1D experiments were performed with
150k points, 256 scans, a spectral width of 75 kHz and 9 min
runtime. All data were processed and analysed using the
software package TopSpin 4.0.7.

To assign the imino region of the 5_SL2 + 3ext RNA, an
1H–1H-NOESY, an 1H–15N-BEST-TROSY and an HNN-COSY
experiment were conducted. The spectra were recorded with
430 μM 15N-labelled 5_SL2 + 3ext RNA. The experiments were
performed at a 800 MHz Bruker spectrometer equipped with
an Avance III HD console and a 5 mm cryogenic triple
resonance 1H[13C, 15N] TCI probe. The measurements were
carried out with the RNA in RNA buffer (25 mM KPi, pH 6.2
and 50 mM KCl) as much as 95% H2O/5% D2O. The

1H–1H-
NOESY was run for 30 h with 400 points in the indirect
dimension and 256 scans. The 1H–15N-BEST-TROSY was
performed with 256 points in the indirect dimension and 16
scans for 35 min. The HNN-COSY was conducted with 192
points in the indirect dimension and 64 scans for 11 h
runtime. All three spectra were recorded at 283 K.

For NMR-based binding site mapping detecting changes in
the NMR spectra of G and U imino resonances in 1H,15N
heteronuclear correlation experiments, two 1H–15N-BEST-TROSY
spectra were recorded with 84 μM 15N-labelled 5_SL2 + 3ext RNA
alone and after addition of 420 μM ligand (ratio 1 : 5) under
equal conditions. The measurements were run with a 800 MHz
Bruker spectrometer equipped with an Avance III HD console
and a 5 mm cryogenic triple resonance 1H[13C, 15N] TCI probe.
The sample buffer was 25 mM KPi, pH 6.2 and 50 mM KCl. For
locking of the spectrometer frequency, 5% D2O was added to
the pure RNA sample and 5% D2O plus 5% [d6]DMSO was
added to the RNA–ligand sample. Both measurements of the
RNA alone and RNA plus ligand were performed with 256 points
in the indirect dimension, 32 scans and 45 min runtime.

The dual detection experiments were performed on a 600
MHz spectrometer equipped with a Bruker Avance Neo
console and a cryogenic probe for 1H, 19F [13C, 15N] (QCI).
This type of console combines frequency generation with a
digital receiver for each channel to ease implementation of
dual receive experiments. Individual reference 1H and 19F-1D
experiments were acquired with 512 scans and a relaxation
delay of 1.4 s at an acquisition time of 1 s (1H) and 0.5 s (19F)
in 20 min (1H) and 16 min (19F). The same settings were used
for the dual receive experiment, recorded in 20 min. Water
suppression for the proton experiment was achieved with a
SOGGY sequence.44 This sequence was shown to be robust
for use in screening experiments.31 The measurements were
carried out with the ligand DRTL A04 at a concentration of
100° μM in RNA buffer and 95% H2O/5% DMSO.

Analysis of NMR data

For every screening sample, the following three experiments
were conducted: 1H 1D, 19F 1D and 19F T2-CMPG (Fig. 2). As
hit criterion, we defined changes in all three parameters to
be required (CSP (1H) ≥ 3 Hz; CSP (19F) ≥ 5 Hz; intensity
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decrease in the 19F T2-CPMG experiment 19F T2Q. ≥
30%).35,41,42 The T2-reduction in percentage between peak
integrals of samples containing ligand and RNA and sample
containing only ligand with each 16 ms CPMG and 256 ms
CPMG was calculated for all screening samples.

19F T2Q: ¼ 100 × 1 −

Integral target 256 ms
Integral reference 256 ms

� �

Integral target 16 ms
Integral reference 16 ms

� �
2
664

3
775

where “integral target” describes ligand with RNA and

“integral reference” is only the ligand peak integral.

CSP-based calculation of the estimated dissociation
constant (KestD ) was done by plotting the changes in CSP
values during NMR-titration experiments against RNA
concentration and non-linear fitting. For this analysis,
OriginLab Software was used.

Δδobs

¼ Δδmax

L½ �0 þ R½ �0 þ Kest
D

� �
−

ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
L½ �0 þ R½ �0 þ Kest

D

� �2 − 4 L½ �0 R½ �0
q

2 L½ �0

8<
:

9=
;

We report estimated KD values because the concentration-

dependent CSPs often do not reach saturation.

Fig. 2 Ligand-based NMR screening and binding classification: schematic illustration of conducted experiments and criteria to identify binders A
and non-binders B.

Fig. 3 A: Pulse sequences for the single-receive experiments and the multi-receive experiment, respectively. B: FIDs of the multi-detected experiment
with a shorter acquisition time for 19F. C: The individually recorded 1H-1D spectrum in red and the 1H-1D from the multi-detected experiment in black.
Relevant signals of the compound are assigned. D: 19F-1D spectrum from the multi-detected experiment in black, the single recorded spectrum in red
and the 19F-1D with 1H decoupling in green. The experiments were recorded with 512 scans at a field strength of 600 MHz.
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Results
Dual-detected NMR experiments

We attempted to improve NMR screening technologies utilising
dual detection schemes that allow detection of the 1H and the
19F at the same time (Fig. 3).45 In principle, such dual detection
reduces the measurement time by combining detection of the
response of two different NMR signals upon addition of ligands
at the same time. Implementation of such approach, while
feasible in principle, meets several challenges.

Typically, sensitivity of probes can only be optimised for
detection of a single nucleus at a time. Thus, 19F-detected
experiments require the inner coil to be tuned to 19F so that
the detection coil picks up the rf-output of the 19F NMR
signals, optimally exploiting the largest filling factor.

The presence of 1H–19F long-range couplings (nJ(H,F) with n
= 2–5) leads to splittings of both, 1H and 19F spectra that, while
being information-rich, require expert analysis. Thus, typically
1H decoupling is used employing a second outer coil for probes
that are optimised for 19F detection. Probes optimised for 1H
detection can implement only band-selective 1H decoupling. If
both nuclei are detected at the same time in dual detection
mode, decoupling of either one of the two nuclei cannot be
implemented. Decoupling is, however, not required for
molecules that contain CF3-groups as these methyl groups
typically do not feature large nJ(H,F) couplings.

We tested the feasibility of dual 1H and 19F detection. The
DRTL-F (RNA-dedicated) library contains compounds with
CF3-groups as well as fluorinated aromatic systems.

Simultaneous detection of 1H and 19F NMR signals was
established using DRTL A04 as ligand (Fig. 3C). Each acquisition
parameter was optimised individually and recorded under these
conditions and compared with the parallel detected spectra
(Fig. 3C and D). The signal-to-noise ratio (S/N) is identical in
both cases for 1H and 19F. DRTL A04 carries a fluorine atom in a
1,4 di-substituted aromatic ring. 2J(H,F) and 3J(H,F) couplings
cannot be suppressed in these experiments, so the S/N for the
19F experiments is worse compared to the decoupled 19F-1D.
The less sensitive 19F-CPMG experiment can therefore not be
performed in a reasonable time. Thus, while dual detection
experiments can be performed for molecules carrying CF3
ligands, for ligands with sizeable scalar J(H,F) couplings, gains
in measurement time due to dual detection cannot be realised
as the heteronuclear couplings cannot be decoupled.

Ligand-based screening via NMR spectroscopy

We screened two fragment libraries for binding to four RNA
constructs derived from the 5′-UTR of the SCoV2 genome using
ligand-based NMR experiments detecting either of the two
NMR-active isotopes 1H or 19F.19,27,36,46 Before screening the
various ligands, we verified that DMSO-induced shifts up to the
volume percentage of 5% used in the screening experiments did
not affect the chemical shifts of the RNA signals (ESI† Fig. S1).

The experimental design allows comparison of screening
results based on either of the two detected NMR nuclei in
parallel and in comparison to each other. Two libraries were

used for screening: (i) the DSI-PL of fragments with 768
compounds, and (ii) the DRTL-F library developed by the
Hargrove lab,32 containing 49 compounds.

While quality control NMR had already been conducted
for the first library, we also conducted quality control NMR
experiments for the DRTL-F library, in particular to
determine solubilities of all compounds in the RNA NMR
screening buffer by 1H 1D and 19F 1D spectroscopy.34

Definition for binding within the screening

First, we screened the 4-stem-loop construct 5_SL1234
containing 119 nucleotides against both libraries. The most
pronounced effects were observed for binding of compound
DRTL A04 to 5_SL1234. We detected large CSPs in the 1H 1D
(14 Hz) and the 19F 1D (17 Hz) and a signal decrease the 19F
signal at ([ligand] : [RNA] = 10 : 1) for T2 relaxation times of 16
ms or 64 ms, respectively, compared to the reference signal
without the RNA (Fig. 4A).

For comparison, we show the signature of the compound
DRTL E03 that we classified as non-binder because neither a
significant CSPs nor strong signal intensity attenuation in
the T2-CPMG experiment could be detected (Fig. 4B).

Applying the hit criteria defined in Fig. 2A, we found 10
binders out of the 49 compounds from the DRTL-F library
(Fig. 5). 5 out of 768 fragments of the DSI-PL were reported to
bind previously.30 These numbers translate to a hit rate of
20.4% for the DRTL-F library versus 0.7% for the DSI-PL. The
binding profiles of the 10 compounds from the DRTL-F library
(Table S1†) and the 5 compounds from the DSI-PL (Table S2†)
binding to 5_SL1234 are given in the ESI.†

In the next step, we screened the three sub-elements
5_SL1, 5_SL2 + 3ext and 5_SL4 against the four most
promising binders to 5_SL1234 from the DRTL-F library. All
these ligands were amiloride derivatives.47,48

Apparently, those four amilorides did not bind to all three
RNA sub-elements (Table 1), although they were found to be
strong binders in the screening with the entire 5_SL1234
RNA before. This finding confirms that there is binding
specificity for structured RNA motifs. The secondary

Fig. 4 Chemical structures of DRTL A04 defined as binder (A) and
DRTL E03 classified as non-binder (B) and their spectra (1D 1H, 1D 19F,
T2-CPMG 19F after 16 ms and 64 ms) without (black) and in presence
of 5_SL1234 RNA (coloured).
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structures of the three RNA sub-elements 5_SL1, 5_SL2 + 3ext

and 5_SL4 differ significantly: the secondary structure of
5_SL1 features an internal loop, 5_SL4 shows pyrimidine
mismatches and 5_SL2 + 3ext is the most flexible RNA sub-
element and contains two structured stem regions and two
loops of which one is a large loop.

Binding of amilorides to RNA involves electrostatic
interactions. Our initial screening protocol uses a buffer

system containing 50 mM KPi and 25 mM KCl, in accordance
with optimal NMR spectral quality. We thus tested the
influence of increased salt concentration up to 250 mM KCl
on the binding of DRTL A04 to SL2 + 3ext. Interestingly, we
observe largest 1H and 19F CSPs and substantially increased
line widths at the lowest salt concentration. These large CSPs
become smaller at higher salt concentration, but the large
line widths remain. Such salt dependence on the primary

Fig. 5 Comparison of all DRTL-F library and DSI-PL binders and their molecular subunits and chemotype comparison for the hits of both libraries.

Table 1 Results of screening the RNA sub-elements with the four most promising hits from the screening of 5_SL1234 with DRTL-F library. Binding can
be derived from CSP values and the quotients of T2 reduction

RNAs

DRTL A04 DRTL B04 DRTL D04 DRTL A05
1H CSP 19F CSP 19F T2Q.

1H CSP 19F CSP 19F T2Q.
1H CSP 19F CSP 19F T2Q.

1H CSP 19F CSP 19F T2Q.

5_SL1234 14 17 78 13 27 96 26 6.5 100 20 1.6 100
5_SL1 3 10 0 0 11 78 1 2 2 2 7 20
5_SL2 + 3ext 8 24 100 3 17 100 0.7 0 39 1.8 7 43
5_SL4 3 13 17 3 7 92 2 2 48 0.8 6 11
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NMR output could be consistent with more unspecific
binding events involving more than a single site at higher
KCl salt concentration (ESI† Fig. S2).

Interestingly, 5_SL2 + 3ext binds two out of four screened
compounds following the criteria applied for 5_SL1234, while
5_SL1 binds none and 5_SL4 only binds to DRTL B04 (Table 1).

While five fragments of the DSI-PL showed binding to
5_SL1234, there was no binder found at all in the screening of
that library for 5_SL2 + 3, five for 5_SL1 and seven for 5_SL4.

Apparently, the (not-RNA dedicated) DSI-PL contains less
compounds that bind RNA compared to the RNA-dedicated
DRTL-F library. Closer analysis of the constitution of the
binding compounds found in the two libraries shows that
chemotypes for RNA binding differ as well (Fig. 5).

Fig. 5 summarises graphically the identified 15 chemotypes:
Six chemotypes (III, VII, IX, X, XI) are unique for the DRTL-F
library and two chemotypes (XIV, XV) are unique for the DSI-PL.
The DSI-PL is enriched in several chemotypes (oxadiazol I, 15
fragments; imidazole IV, 12 fragments; piperidinium-ion V, 76
fragments; morpholine VI, 49 fragments) that are not found
within its binders but are part of the binders of the DRTL-F

library. Thiazole fragment XIII is found in 39 DSI_PL fragments
of which two bind but is found to not be part of a binder in the
DRTL-F library. Chemotype V, piperidinium-ion, is also found in
ten DRTL-F library compounds but is only present in one binder,
while one of the two DRTL-F library compounds containing
chemotype morpholine VI is found to bind. The 6-membered
nitrogen-carrying chemotypes V and VI often increase solubility,
but apparently do not contribute to RNA binding. The amiloride
chemotype 11 within the DRTL-F library stands out for its
binding capability and represents a high-affinity non-specific tag
for RNA binding, at least in part because the acyl guanidinium
group is capable of forming hydrogen bonds on the Hoogsteen-
edge in particular for a guanine nucleobase within the target
RNA. An overview of the compounds screened within the
DRTL-F library is given in Fig. 6.

Estimation of relative binding affinities by 1H and 19F NMR
titration

The initial hit identification for the DRTL-F library was
conducted using a tenfold excess of ligand over RNA target.

Fig. 6 Overview of screening results from screening of 5_SL1234 with 49 compounds of the DRTL-F library. Strong binders are marked green,
medium binders blue and weak binders yellow.
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We determined binding affinities for each of the amilorides
prioritised for the RNAs to the three RNA sub-elements by 1H
and 19F NMR titration. Here, the ligand concentration was
fixed to 25 μM and increasing amounts of RNA were added
up to a concentration of 125 μM. Compound CSPs were
monitored for the titrations by 1H and 19F 1D spectra.
Estimated KD values (Kest

D ) were calculated by fitting the CSPs
as function of RNA concentration (Fig. 7). From analysis of
the data, the sub-element 5_SL2 + 3ext was found to be the
best targetable RNA element. So, NMR-based binding site
mapping was performed with 5_SL2 + 3ext using changes of G
and U imino resonances in 1H,15N heteronuclear correlation
experiments of RNA alone compared to RNA with ligand as
indicator of binding (Fig. 7). To do so, it was necessary to
predominantly assign resonances of the imino region of
5_SL2 + 3ext, which was done by performing 1H–1H-NOESY,
1H–15N-BEST-TROSY and HNN-COSY experiments. Finally,
since a small but detectable percentage of this RNA sub-
element forms a secondary conformation, the experiments
were performed at 283 K, which corresponds to the
temperature range where the second conformation is least
pronounced (ESI† Fig. S3).

To further compare the binding affinities of hits derived
from either of the two libraries, the five fragments from the
DSI-PL identified to bind to 5_SL1234 were titrated and
affinities to the 5_SL2 + 3ext were determined using 1H NMR
of the non-fluorinated compounds. We found approximate
affinities to range between 250 to 780 μM for these fragments
(Table 2).

NMR titration of hits identified in both libraries show that
the dedicated RNA-library contains compounds that bind
significantly stronger than those from the DSI-PL. Only for
fragments ligand 1 and ligand 3 from the DSI-PL, binding

affinities in the high micromolar range could be detected. By
contrast, several low micromolar binding events for the
amilorides of the DRTL-F library were observed.

We further compared the affinities determined by 1H
versus 19F CSPs for three RNA-compound pairs. The CSPs
shown in Fig. 8 are standardised to the respective spectral
dispersion

Y ¼ CSP
SWH

×1000

and show that the titration behavior for each of the nuclei 1H

or 19F can be clustered and separated, indicated by the grey
dotted line.

Discussion and conclusion

Herein, we screened and titrated several compounds using
1H and 19F NMR to detect and characterise their binding to
conserved RNA elements from the 5′UTR of the SCoV2
genome. All three elements of the 5_SL1234 untranslated
region feature regular A-form secondary structures disrupted
either by bulges or loops. Our findings suggest, that there
must be binding specificity for either the structured RNA
motifs of the sub-elements or unstructured spacer regions
present in 5_SL1234 and not present in either of the sub-
constructs. Each of the RNAs consists of unique structural
elements. CSP can be detected both on the 1H and 19F
resonances but weaker binding can be detected by 19F
screening as its chemical shift dispersion (in Hertz) is larger
than for 1H. Fig. 8 illustrates the CSP behaviour of 1H and
19F ligand resonances during titration with an RNA target. In
addition, Fig. 9 shows the decrease in transverse relaxation

Fig. 7 Fits of the chemical shift perturbations as function of RNA concentration from 1H and 19F 1D spectra of 5_SL2 + 3ext and DRTL A04 and
DRTL B04. 2D TROSY spectra overlays of RNA alone and RNA + ligand for 5_SL2 + 3ext with DRTL A04 and DRTL B04.
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T2 (19F) for DRTL A04 upon titration with 5_SL2 + 3ext. We
found that standardisation of the observed CSPs with the
spectral dispersion (accessible chemical shift range) for 1H
and 19F, respectively, lead to a higher consistency between
each compound–RNA-pair. In addition, after normalisation,
the range of 19F CSPs is smaller and they are clustered.

Measuring both 1H and 19F experiments on identical
samples allowed us to compare advantages and limitations
with such experimental setup.

After detection of binding at one fixed concentration ratio
of ligand over RNA ([ligand] : [RNA] = 10 : 1), binding affinities
for those positive hits are characterised by suitable follow-up
NMR experiments.

Here and in previous works, we propose to detect binding in
a ligand-observed method by recording CSPs at a fixed ligand
concentration and variable target concentrations.28,30,31,34

Especially for low affinity RNA binders (KD of 100 μM–1 mM),
estimates of ligand affinity are quick and easy to perform and
provide a valuable checkpoint prior to performing detailed
characterisation of the observed RNA binding. The latter
method is more challenging in terms of sample amount,
adjustment of experimental conditions, and ligand solubility.
There is especially a problem with weaker binders that require a
higher excess of RNA, where the ligand concentration must be
sufficiently high to record NMR experiments within a
reasonable time. Addition of DMSO to improve ligand solubility
is limited: RNA folding, and thus binding site architecture, can
be compromised at DMSO concentrations greater than 5%,
which we often found to be the minimum required to keep
compounds soluble during our experiments.

From the ligand-based affinity titrations conducted here,
there are mainly two factors that determine the range of
affinities that can be reliably quantified by NMR: signal-to-
noise limits the lowest KD that can be detected: from our
experience, 1H and 19F experiments require ligands at a
concentration of at least 10 μM. In 1H experiments, we
prepared samples with [ligand] = 25 μM and added RNA up
to a concentration of 125 μM.

Depending on the chemical shift of the ligand signal, we
often observed spectral overlap in 1H spectra starting at a 1 :
1 ratio of compound to RNA. Obviously, this resonance
overlap was circumvented in 19F-detected titrations.
Additionally, 19F does not require solvent suppression and is
not compromised by the presence of additional impurities
from either RNA, buffer or ligand in general, although such
impurities were not an issue in the work conducted here.

The affinities we detect here represent relative estimates
rather than highly precise KDs. Thus, we refer to estimated
affinities (KestD ), because the signal-to-noise ratio of the ligand
signal often limits us with respect to the lowest possible ligand
concentrations, which does not allow us to add sufficient
excess of RNA to accurately determine the endpoints of the
titration.49 Especially for 19F, we often observe substantial line
broadening when RNA is added in excess over ligand (Fig. 10).

Table 2 Results of proton-detected NMR titration of 5_SL2 + 3ext with the screening hits from the DSI-PL

RNA

Ligand 1 Ligand 2 Ligand 3 Ligand 4 Ligand 5

1H estimated KD [μM] 1H estimated KD [μM] 1H estimated KD [μM] 1H estimated KD [μM] 1H estimated KD [μM]

5_SL2 + 3ext 255 ± 14 >1000 779 ± 365 >1000 >1000

Fig. 8 Estimated affinity plots of chemical shift perturbation against RNA
concentration by stepwise titration of 5_SL2 + 3ext and 5_SL4 to DRTL
A04 and DRTL B04 via 1H and 19F NMR over various RNA concentrations
at a fixed compound concentration. CSP values were standardised with
the observed spectral dispersion in Hertz of 1H or 19F 1D experiments,
respectively. The grey dotted line indicates the border of the ranges of
values between 1H and 19F CSPs induced by ligand binding.

Fig. 9 DRTL A04 19F T2 relaxation times at a fixed ligand
concentration of 25 μM and increasing 5_SL2 + 3ext RNA
concentrations from 0–125 μM. For [RNA] = 15 μM, the appearance of
a shoulder peak is apparent. The signal-to-noise are indicated in the
inlet showing the 1D spectra for each T2 mixing time.
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This line broadening is presumably caused by several aspects:
especially for 19F, the kinetics of the interaction change from
fast exchange to intermediate exchange. The change in
exchange regimes can be more readily observed for 19F than for
1H resonances, in line with larger chemical shift changes for
19F. In addition, some of the titration data suggest that the
interaction of the ligand with RNA is not restricted to a single
binding site, but two or several binding sites are involved.
Here, we refrained from quantitatively describing these more
complex interaction models, but especially for DRTL A04
binding to 5_SL2 + 3ext (Fig. 11), we observed an initial steep
CSP response followed by a second CSP change at higher RNA :
ligand ratios.

From Fig. 11 it is apparent that there is a much larger
region between the titration steps of 50 μM added and 125
μM added compared to the start of the curve where the
titration steps, and respectively the gaps between CSP values,
are much smaller. Thus, the chemical shift changes at higher
RNA concentrations are larger than those at low RNA
concentrations. This observation is consistent with a two-
binding-site-scenario featuring a first binding site at ∼10 μM
and a second, weaker binding and may account for frequent
differences between NMR-detected affinities compared to
other biophysical methods. In line with this, we observed
different values for each RNA/fragment-pair depending on
which of the CSPs we used (1H or 19F resonances) (Fig. 7 and
8). The reason for these differences could be that there are
multiple binding events for the fragments to the RNA.

The exact nature of each individual interaction is likely
different among all binding events, especially if the molecular
encounter is driven by electrostatic or by stacking interactions,
which are redundantly present in every RNA. The result is an
ensemble of several local CSPs representing an average of all
interaction events of either the fluorinated site of the
compound or one proton resonance and RNA on the same
timescale. In fact, we were able to detect such “delocalized”
binding in our RNA-observed experiments (Fig. 7).

Towards the development of drugs targeting RNA
optimised from initial fragment binders, we recommend
using 1D and 2D NMR techniques to validate binding for
those fragments that should be prioritised from initial
ligand-based screens. NMR is particularly well suited for

reliably selecting promising candidates in the lower affinity
regime (3-digit μM) because it can distinguish between
specific and non-specific binding.

The latter is a common issue with compounds targeting
RNA rather than targeting proteins due to the large
electrostatic contributions to binding and the inherent
structural redundancy of many RNA motifs. Importantly, low-
affinity binders that are selective for a particular RNA motif
may be readily tuned to higher affinities for the same
reasons, provided that detailed structural information about
the binding site is available. Thus, by using the NMR
methods presented here in the early stages of ligand
development, the number of false positives leading to
fruitless follow-up efforts can be reduced, and the same is
true for the number of false negatives that may have been
wrongly discarded. Especially when affinities in the single-
digit micro molar range have been developed, additional
biophysical methods need to be in place to accurately
determine affinities. For example, fluorescent-based methods
exploiting the inherent fluorescence of ligands or of

Fig. 10 Overlayed 1D spectra of NMR titration 1H detected versus 19F detected.

Fig. 11 CSPs from 19F-detected NMR titration of 5_SL2 + 3ext to DRTL
A04 plotted against the RNA concentration. The blue dotted lines
indicate two regions which differ in terms of CSP change in correlation
to the RNA concentration.
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fluorescent 2-aminopurine RNA residues introduced within
the RNA target are options to pursue.

In conclusion, we demonstrate that RNAs can be targeted
with substantial affinity and selectivity even by fragments.
Enrichment of RNA binders in such fragment libraries
accelerates the process of rapidly detecting binders in the 10–50
μM range. Our data support the notion that selectivity of 1–2
orders of magnitude in differential binding affinity can be
reached over the set of RNAs investigated here even with low
molecular weight molecules that are fragments but not yet
optimized by extensive follow-up medicinal chemistry
campaigns. The fluorinated library, that was used, is a subset of
the Duke RNA-targeted Library (DRTL)32 with accompanying
synthetic molecules and is not optimised for ease of NMR
detection. Methodological NMR-centred screens often use
compound libraries s containing only CF3-groups. The design of
the library was guided in part by medicinal chemistry
considerations including optimisation of affinity and selectivity
as well as ease of follow-up chemistry in the hit-to-lead process
and thus contain 19F groups where they may improve the
binding properties of the hit but are not optimal for dual NMR
detection. 19F screening provides advantages and limitations
compared to 1H screening, we thus advocate to use both NMR
screening technologies in parallel. While feasible in principle,
dual detection schemes in NMR screening campaigns is
hampered by insufficient S/N with the currently available probe
technology and we recommend conducting individually
optimised 1H and 19F experiments. However, methodological
improvements are currently being developed to conduct such
screens with a single sample strictly in parallel by dual detection
methodology and with the right hardware and the
correspondingly designed library, a lot of measurement time
can be saved in the near future. The work reported will support
the vast number of efforts to make also the RNA genome of
viruses targetable by small molecules, both for mechanistic
studies as an RNA target specific chemical probe but also
towards antiviral medication. For such research, NMR
spectroscopy is an indispensable tool to support medicinal
chemistry campaigns.
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