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The severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) non-structural protein 13 (Nspl3)
helicase is a multi-functional protein that can unwind dsDNA and dsRNA in an NTP-dependent manner.
Given that this viral helicase is essential for viral replication and highly conserved among coronaviruses, a
thorough understanding of the helicase’s unwinding and binding activity may allow for the development of
more effective pan-coronavirus therapeutics. Herein, we describe the use of genetic code expansion
techniques to site-specifically incorporate the non-canonical amino acid (ncAA) p-azido-L-phenylalanine
(AzF) into Nspl3 for fluorescent labelling of the enzyme with a conjugated Cy5 fluorophore. This Cy5-
labelled Nsp13-AzF can then be used in Forster resonance energy transfer (FRET) experiments to
investigate the dynamics of enzyme translocation on its substrate during binding and unwinding. Five sites
(F81, F90, Y205, Y246, and Y253) were identified for AzF incorporation in Nspl3 and assessed for
fluorescent labelling efficiency. The incorporation of AzF was confirmed to not interfere with the unwinding

Received 11th January 2025, activity of the helicase. Subsequently, FRET-based binding assays were conducted to monitor the binding

Accepted 18th April 2025 of Cy5-labelled Nsp13-AzF constructs to a series of fluorescently-labelled nucleic acid substrates in a
DOI: 10.1039/d4cb00230j distance-dependent manner. Overall, this approach not only allows for the direct monitoring of Nspl3's

binding activity on its substrate, it may also introduce a novel method to screen for compounds that can
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Introduction

Severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2)
is the etiological agent responsible for the coronavirus disease
of 2019 (COVID-19) pandemic, which has caused extensive eco-
nomic and health-related hardships worldwide.' Originating in
late 2019, this virus has infected over 704 million people and
caused over 7 million deaths.*® Despite the development of
vaccines and therapeutics against SARS-CoV-2, this virus remains
a significant threat to human health as novel variants continue to
emerge and evade developed therapeutics. As a result, there is a
need to better understand this virus’ mechanism of pathogenesis
to develop more effective pan-coronavirus therapeutics. RNA
viruses, such as SARS-CoV-2, often encode their own RNA helicase
as they play important roles in viral replication.®” The SARS-CoV-2
Nsp13 helicase is a multi-functional protein that possesses an
N-terminal zinc-binding domain (ZBD) and C-terminal nucleoside
triphosphatase (NTPase) domains.*™° This helicase hydrolyzes
nucleoside triphosphates (NTPs) to unwind double-stranded (ds)
nucleic acids (both DNA and RNA) in the 5 to 3 direction to allow
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inhibit this essential enzymatic activity during viral replication.

for the replication of the viral genome."*™* Additionally, Nsp13
plays a pivotal role in the 5’-capping of viral messenger RNA
(mRNA), through its RNA 5’-triphosphatase activity,"”*>™® and
can associate with the viral replication-transcription complex
(RTC) to facilitate genomic replication and RNA-dependent RNA
polymerase (RdRp) backtracking to allow for template switching
and proofreading of the viral genome.'>*® As Nsp13 is highly
conserved among coronaviruses,'®" it is often thought to be an
ideal therapeutic target.*>** However, despite this therapeutic
potential, its specific mechanism of binding and unwinding has
yet to be fully characterized.

Several approaches have been employed to investigate the
catalytic mechanism by which the Nsp13 helicase unwinds
nucleic acids. Recent cryo-electron microscopy studies uncovered
that Nsp13 directly interacts with the RTC to facilitate the
unwinding of the viral genome, potentially through mechanor-
egulation by the RARp.""*****> From high-resolution X-ray crys-
tal structures and hydrogen-deuterium (H/D) exchange assays,
an inchworm-type model for Nsp13 translocation along ssRNA in
the 5’ to 3’ direction was suggested.>*?® Collectively, these studies
provide enormous insight into Nsp13’s enzymatic activities;
however, they are limited to reporting the average activities of a
heterogenous population and cannot distinguish the activity of a
single Nsp13 molecule. This poses a great limitation for multi-
domain and multi-functional enzymes, such as Nsp13, which

© 2025 The Author(s). Published by the Royal Society of Chemistry
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cycles through different catalytic states during nucleotide binding
and unwinding,'®'" highlighting the need for single-molecule
experiments to monitor the dynamics of individual enzyme-
substrate complexes.

Previous single molecule techniques, such as optical tweezer
and single-molecule Forster resonance energy transfer (SmFRET),
have provided valuable data on Nsp13 unwinding activity. Addi-
tionally, recent work using nanopore-based approaches has
revealed single-nucleotide steps of Nsp13 unwinding and trans-
location along DNA (Marx et al, 2023).”” These studies have
significantly advanced our understanding of Nsp13 function, yet
each technique has inherent limitations. Optical tweezers apply
external force, which may alter the enzymes natural conforma-
tional dynamics, while nanopore-based methods require a
specific experimental setup that may not capture all intermedi-
ate states of helicase function. The dynamic nature of Nsp13’s
transitions between different catalytic states during nucleotide
binding and unwinding underscore the need for complemen-
tary single-molecule techniques that provide additional mecha-
nistic insights.

While previous studies have provided foundational insights, a
critical knowledge gap remains in directly monitoring the tran-
sient interactions and real-time positioning of Nsp13 on its
nucleic acid substrates. This gap is significant because achieving
such goal would offer a more comprehensive understanding of
the helicase’s activity and regulatory mechanisms. The present
study aims to address this gap by developing a fluorescence-
based FRET assay, an approach that has been successfully used
for the characterization of other enzymes,*****° to observe the
binding dynamics of fluorescently labeled Nsp13 with its nucleic
acid substrates. We establish site-specific labeling using genetic
code expansion, in order to achieve FRET. The FRET assay for
NSP13 reported herein paves the way for future extensive and
detailed studies including screening for inhibitors as well as
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single molecule experiments that will allow for the tracking of
transient molecular movements along catalytic pathways.

In this study, we utilize genetic code expansion techniques to site-
specifically incorporated the non-canonical amino acid (ncAA) p-
azido-i-phenylalanine (AzF) into Nsp13 to act as a bioorthogonal
handle for fluorescent labelling.*>*" Next, we assessed the labelling
efficiency of the Nsp13-AzF constructs with a Cy5-dibenzocyclooctyne
(DBCO) conjugated dye and confirmed that helicase unwinding
activity was not altered with the incorporation of AzF. After identify-
ing suitable Nsp13-AzF constructs, FRET assays were used to char-
acterize Nsp13 binding interactions with nucleic acid substrates in a
distance-dependent manner.

Identifying and screening potential sites for the incorporation
of AzF into Nsp13

First, we identified potential sites for AzF incorporation in Nsp13
that would be suitable to serve as a reactive site-specific bioortho-
gonal handle for fluorescent labelling. Using published crystal
structures of the SARS-CoV-2 Nsp13 helicase,'**** we identified
all the Tyr (Y) and Phe (F) residues in the structure as these two
residues most closely resemble the structure of AzF, consequently
minimizing any structural or functional changes to the enzyme. To
further narrow down potential candidates, we selected residues
that were within FRET distance (10-100 A) to the modelled RNA in
the structure, were solvent or surface accessible for subsequent
click chemistry reactions and were primarily located in the flexible
loop regions of the protein. Furthermore, catalytic residues, such
as those involved in ATP hydrolysis and nucleotide binding, were
avoided to prevent altering the enzymatic activities of this helicase.
In the end, residues F81, F90, Y205, Y246, and Y253 were selected
as sites for AzF incorporation (Fig. 1A). To determine if AzF was
successfully incorporated into Nsp13, full-length wild type (WT)
and Nsp13-AzF protein expression was assessed in bacterial cell
lysates by western blot. In the absence of AzF in the growth media,
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Fig. 1 Site-specific incorporation of AzF into Nsp13. (A) Five sites were identified for AzF incorporation in SARS-CoV-2 Nsp13 (PDB: 6XEZ). Phe (F, purple)
and Tyr (Y, red) residues that are within FRET distance to modelled RNA in the crystal structure, are surface accessible, and were primarily located in the
flexible loop regions of the protein were selected for AzF incorporation. (B) Schematic depicting the incorporation of AzF into C-terminal His-tag Nsp13.
(C) Western blot showing full-length protein expression of Nspl3-AzF constructs in bacterial lysates in the presence and absence of AzF in the growth

media.

© 2025 The Author(s). Published by the Royal Society of Chemistry

RSC Chem. Biol., 2025, 6, 860-868 | 861


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d4cb00230j

Open Access Article. Published on 21 April 2025. Downloaded on 3/17/2026 6:55:03 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Chemical Biology

the protein sequence was prematurely terminated at the mutated
TAG site, as it is a canonical stop codon, and therefore no protein
was detected by western blot probing against the C-terminal His-
tag of the Nsp13 helicase. However, when AzF was supplemented
to the growth media, AzF was incorporated at the mutated TAG site
allowing for full-length protein expression (Fig. 1B). Full-length
expression of all five Nsp13-AzF constructs was observed. No
canonical amino acids were incorporated into our specified sites
of interest in the absence of added AzF as no protein expression
was observed (Fig. 1C and Fig. S1, ESIY).

Screening Nsp13-AzF constructs for site-specific fluorescent
labelling with Cy5-DBCO

WT Nsp13 and Nsp13-AzF constructs were purified from bac-
terial cell lysates and labelled with a Cy5-DBCO conjugated dye
through strain-promoted alkyne-azide cycloaddition (SPAAC)
(Fig. 2A). The labelling efficiencies of these Nsp13-AzF con-
structs were analyzed by western blot. Despite unequal Nsp13
protein abundance between samples, we observed minimal
background Cy5 labelling of WT Nsp13 (Fig. 2B and Fig. S2,
ESIT). Normalizing the Cy5 fluorescence signal to the total
protein abundance demonstrated that all Nsp13-AzF constructs
yielded higher labelling efficiencies compared to WT ranging
from 7-fold greater with Y205AzF; 15- to 16-fold greater with
F90AzF, Y246AzF and Y253AzF; and 18-fold greater with F81AzF
(Fig. 2C).

The unwinding activity of F81AzF and Y253AzF were not
affected by the incorporation of AzF

After confirming that Nsp13-AzF constructs could be efficiently
labelled with Cy5-DBCO, we needed to ensure that the unwind-
ing activity of these constructs was not affected by the incor-
poration of AzF. An unwinding assay was performed to monitor
the rate each Nsp13-AzF construct unwinds a dsDNA substrate
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containing a black hole quencher and Cy3 fluorophore on
opposite strands.*® In this assay, as the dsDNA is unwound
by Nsp13, the Cy3 strand is released generating a corres-
ponding increase in Cy3 fluorescence (Fig. 3A). The unwinding
activities of F81AzF, F90AzF, and Y253AzF were found to be the
most similar to WT Nsp13, demonstrating unwinding rates of
0.42 £+ 0.06 nM min %, 0.25 + 0.03 nM min %, and 0.33 +
0.05 nM min ", respectively, compared to the unwinding rate of
0.59 + 0.14 nM min " observed with the WT (Fig. 3B). The two
other Nsp13-AzF constructs, Y205AzF and Y246AzF, demon-
strated a more gradual unwinding activity with rates of
0.04 £ 0.003 nM min~ " and 0.06 &+ 0.005 nM min ', respec-
tively (Fig. 3B). Altogether, F81AzF and Y253AzF were the two
Nsp13-AzF constructs with the best labelling efficiency and
unwinding rates most similar to WT Nsp13. Clicking on Cy5-
DBCO to Nsp13 F81AzF does not change unwinding activity
compared to Nsp13 F81AzF without Cy5 (Fig. S3-S5, ESIT).

Monitoring the binding of Nsp13-AzF to dsDNA substrates by
FRET

After determining that Nsp13 F81AzF and Y253AzF both showed
efficient Cy5-labelling and similar unwinding rates to WT Nsp13,
a FRET-based assay was conducted with these constructs to
monitor its binding to a series of Cy3-labelled substrates
(Fig. 4A). This assay was done in the absence of ATP to observe
Nsp13 substrate binding activity as opposed to helicase unwind-
ing activity. A series of 20 nt long Cy3-labelled DNA substrates
(S20-Cy3) with varying duplex lengths, denoted as “Xn” where
“n” refers to the length of the duplex region, were designed to
assess the distance-dependent relationship of FRET efficiency
(S20-Cy3/X5, S20-Cy3/X8, S20-Cy3/X10, S20-Cy3/X12, S20-Cy3/
X15, S20-Cy3/X17, S20-Cy3/X20) (Fig. 4B). As the length of the
duplex region increases, the ss-overhang region shortens, and
the distance between the bound Cy5-labelled Nsp13 and the Cy3

©

N
°

Unlabelled Cy5-DBCO
o
« & &KX AR B 2 15
Roal qQYj’ &Yﬂ' @vﬂ' 6’5?1,‘\ %\qu@y Q‘O‘?} &Yy&?& Qo
R G G VR R S L L P
@
o
Cy5 |- - - .23
=
Anti-His - &
Western Blot ... ..... -.

Fig. 2 Site-specific fluorescent labelling of Nspl3-AzF constructs with Cy5-DBCO. (A) Schematic depicting the fluorescent labelling of Nspl3-AzF
constructs through SPAAC reactions with a Cy5-DBCO conjugated dye. (B) Purified WT Nspl3 and Nspl13-AzF constructs were incubated with Cy5-

DBCO at a molar ratio of 1:2 protein to dye. A Cy5 fluorescence scan was

used to assess the labelling efficiency of the constructs. (C) Densitometry

analysis was performed by normalizing the Cy5 intensity to the total protein abundance. The adjusted intensity is presented relative to the WT control.
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Fig. 3 F81AzF and Y253AzF demonstrate similar unwinding rates to WT
Nspl3. (A) Schematic depicting the Nspl3 helicase unwinding assay. As
Nspl3 unwinds a dsDNA substrate containing a black hole quencher and
Cy3 fluorophore on opposite strands, the Cy3 strand is released generating
a corresponding increase in Cy3 fluorescence. The competitor DNA
captures the free Cy3 strand to prevent the substrate from re-annealing.
(B) The unwinding activity of purified WT Nspl3 and Nsp13-AzF constructs
was monitored. 5 nM of purified protein was incubated with 50 nM of
dsDNA substrate and the reaction was initiated with the addition of 0.1 mM
ATP. The graph is presented as the fraction of substrate unwound over
time. Data is presented as mean + SD (n = 3). Fluorescence values were
fitted using a one-phase association on PRISM-GraphPad (v9.4.1) to
determine unwinding rates.

dye on the 3’ terminus of the substrate would also increase
thereby reducing FRET efficiency (Fig. 4A). First, we determined
the ratiometric intensity-based FRET proximity ratio (Epg), or
FRET value, for the binding of Cy5-labelled WT Nsp13, F81AzF,
and Y253AzF to a series of Cy3-labelled dsDNA substrates of
varying duplex lengths. With WT Nsp13, an Epg value of ~0.08
was observed with the fully duplexed substrate (S20-Cy3/X20).
The Epr values for WT Nsp13 remained low and constant
(~0.12-0.13) as the substrate’s duplex length increased (X5-
X17) (Fig. 4B). The Epy value of F81AzF and Y253AzF decreased
in a distance-dependent manner as the length of the duplex
region increased. For F81AzF, we determined a maximal Epg
value of ~0.35 with the S20-Cy3/X5 substrate as compared to the
residual Epg of ~0.14 with the fully duplexed substrate (S20-Cy3/
X20) (Fig. 4B). For Y253AzF, we determined a maximal Epg value
of ~0.28 with the S20-Cy3/X5 substrate as compared to the
residual Epg of ~0.12 with the fully duplexed substrate (S20-
Cy3/X20) (Fig. 4B). Next, we evaluated how the FRET signal
changes with varying protein concentrations. For all substrates,
the Epg value increased in a protein concentration-dependent
manner for both F81AzF and Y253AzF, with a consistently higher
Epg value observed with F81AzF (Fig. 4C). The corresponding
fluorescence emission spectra corroborate these findings and
show that the F81AzF construct generates a protein
concentration-dependent decrease in the Cy3 signal at 565 nm
with a corresponding increase in the Cy5 signal at 670 nm, which
is indicative of FRET (Fig. 4D and Fig. S6, ESIt). Altogether, the
F81AzF construct demonstrated the best distance-dependent
FRET efficiency, making it a viable candidate for future SmFRET

© 2025 The Author(s). Published by the Royal Society of Chemistry
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experiments to monitor the direct binding and positioning of a
Nsp13 molecule on its substrate.

Discussion

The incorporation of ncAAs, such as AzF, into proteins can provide
numerous potential applications. One of these highly useful
applications includes the ability to serve as a site-specific bioortho-
gonal reactive handle for fluorescent labelling.**”> This is espe-
cially useful for studying the transient dynamics of enzyme and
nucleic acid interactions as the site-specific labelling of each
molecule with corresponding FRET-pair fluorophores allows for
the direct monitoring of the enzyme along its bound substrate.

Five potential sites for incorporating AzF into the SARS-CoV-
2 Nsp13 helicase were investigated (F81, F90, Y205, Y246, and
Y253). Two of the selected residues, F81 and F90, were located
in the fairly flexible ZBD of SARS-CoV-2 and have been shown to
be on the interface involved with interactions between Nsp13
and Nsp8a in the RTC.?® Y205 is found in the 1B domain and
has been recently hypothesized to engage with residue W178 to
form a platen that aids in the conformation-specific recogni-
tion of Z-RNA, the left-handed conformer of normal dsDNA.*®
Y246 and Y253 are both found on an exterior flexible loop in the
1B domain, next to the RecA-like 1A domain but away from
conserved helicase motifs I, II, and III that make contact to
bound nucleotides."® Full-length protein expression of all five
Nsp13-AzF constructs was observed, but not to the same level as
WT Nsp13, which was to be expected since these evolved tRNAs
conjugated with AzF may compete with release factors that
facilitate the termination of protein synthesis at the amber stop
codon, TAG.*"*” Additionally, changes to the folding compe-
tency of these Nsp13-AzF constructs may account for some of
the variability in protein abundance observed.

Next, the reactivity of Nsp13-AzF constructs for a strained
alkyne-conjugated dye, Cy5-DBCO, was assessed. When purified
Nsp13-AzF was reacted with two-molar excess Cy5-DBCO, with-
out the removal of unincorporated dye, we observed some back-
ground labelling of the unmodified WT Nsp13. This background
labelling may be attributed to the fact that strained-alkynes can
sometimes cross-react with nucleophiles, such as free thiols, via
a Michael addition.?® Therefore, as there are 26 cysteine residues
in Nsp13, these thiol side chains may react with the strained
alkyne leading to some unspecific background labelling as the
unreacted dye was not removed.*® Further optimization of the
labelling conditions (e.g., time, concentration etc.) and subse-
quent removal of unreacted dye may help mitigate this concern.
Despite this, it is evident that the Nsp13-AzF constructs can be
efficiently and specifically labelled with Cy5-DBCO, with F81AzF
showing the best labelling efficiency.

When evaluating the unwinding activity of the Nsp13-AzF
constructs, we identified that F81AzF and Y253AzF were the
only constructs to have unwinding rates within a two-fold
difference compared to the WT. Interestingly, the Y246AzF
showed a substantially lowered unwinding activity despite this
mutation being located in the same region as Y253AzF. Both of

RSC Chem. Biol., 2025, 6, 860-868 | 863
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Fig. 4 Monitoring the binding of Cy5-labelled Nsp13 F81AzF and Y253AzF to Cy3-labelled dsDNA by FRET. (A) Schematic representation of the binding
of Cy5-labelled Nspl13-AzF to dsDNA substrates. Upon excitation at 520 nm, if Nsp13 is bound to the ss-overhang of the substrate at a close enough
distance to the Cy3 dye on the dsDNA substrate, FRET will be observed through emission of the Cy5 signal at 670 nm. (B) A series of DNA substrates with
duplex lengths varying from 5 to 20 nt were used in FRET-based binding assays. The ratiometric intensity-based FRET proximity ratio (Epg) was calculated
to assess the binding of Cy5-labelled WT Nspl3, F81AzF, and Y253AzF to a series of dsDNA substrates. (C) The Epg for the binding of Cy5-labelled WT
Nspl3, F81AzF, and Y253AzF to dsDNA substrates with varying duplex lengths shows an increase in FRET with increasing protein concentration. Data are
presented as mean + SD (n = 3). (D) The emission spectra for the binding of Cy-5 labelled WT Nspl13 and F81AzF to the S20-Cy3/X12 substrate shows a

Cy3 peak at 565 nm and a Cy5 peak at 670 nm.

these residues are not currently known to be directly involved in
the unwinding process;'**>*® however, it may be interesting to
further evaluate the kinetic implications of this Y246 residue on
helicase activity in the future and see if the addition of AzF at
this site changes the overall fold of the protein. Y205AzF
demonstrated the lowest unwinding rate, which may corre-
spond to its hypothesized role in binding dsRNA.*® Altogether,
we showed that unwinding activity is not compromised with
the incorporation of AzF at sites F81 and Y253.

After screening for suitable Nsp13-AzF constructs, F81AzF and
Y253AzF were selected for use in FRET-based binding assays.
When comparing the Epg values of F81AzF and Y253AzF with
varying substrate duplex lengths and protein concentrations, we
found that F81AzF consistently showed higher FRET efficiency. In
order to observe FRET, the donor and acceptor transition dipoles
must be aligned.*™* As such, the higher Epg values observed
with F81AzF may suggest that the Cy5 fluorophore at this site is
attached at a more suitable position/orientation for FRET with

864 | RSC Chem. Biol., 2025, 6, 860-868

the Cy3 fluorophore located on the DNA substrate, as compared
to Y253AzF. Overall, we found that as the length of the duplex
increased, the Epgr value decreased, indicating that Nsp13 bound
on average farther from the Cy3. This was evident as the greatest
Epg value for both Nsp13-AzF constructs was observed with the
S20-Cy3/X5 substrate as it had the shortest duplex region. For the
fully duplexed substrate (S20-Cy3/X20), the resulting Epr was
reduced to ~0.14 with F81AzF and ~0.12 with Y235AzF. This
residual Epg may be due to the bleed-through of the Cy3 signal into
the Cy5 channel, which is observed with the Cy3-labelled dsDNA
substrate alone. For the F81AzF construct specifically, as protein
concentration increases, we observed an increase in the Cy5 signal
at 670 nm by FRET, along with the expected concomitant decrease
in the donor Cy3 signal at 565 nm. However, with the Y253AzF
construct, we observed an increase in the Cy5 signal, with increas-
ing protein concentration, but it was not anti-correlated with the
donor Cy3 signal. This may be due to the fact that previous reports
have indicated that protein-induced fluorescence enhancement

© 2025 The Author(s). Published by the Royal Society of Chemistry
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(PIFE) can influence low FRET situations and cause the intensity of
the dye on the protein (Cy5) to increase without the anti-correlated
decrease exhibited by the other dye.**

It is also important to note that this assay measures the
average FRET of a heterogeneous population. Therefore, varia-
tions in the FRET efficiencies observed may reflect heterogene-
ity in the protein population as well as the dynamics and
kinetics of the Nsp13 binding to its substrate. It is also possible
that these FRET measurements reflect the presence of multiple
protein binding modes and not solely the desired binding of
Nsp13 at the ss/ds junction on the Cy3-labelled substrate. Since
previous studies have demonstrated that some helicases can
have basal ATPase activities stimulated by ss nucleic acids,*’
our results may reflect the average FRET efficiency of Nsp13 as
it slides along the ss-overhang of the substrates in the absence
of ATP.

Collectively, these results show that we can fluorescently label
Nsp13 through genetic code expansion techniques and use it to
detect DNA binding by FRET. This approach in using ncAAs as a
bioorthogonal handle for fluorescent labelling provides many
advantages over other common methods of protein labelling, such
as labelling through the cysteines or amine groups in the
protein.*® To start, this method enables the site-selective modifica-
tion of a single residue, consequently minimizing alterations
to the native protein structure and function. This starkly contrasts
the relatively large size of many fluorescent proteins (typically
~25 kDa), such as the commonly used green fluorescent protein
(GFP),Y” which can compromise the function of co-expressed
biomolecules. Also, by attaching the fluorophore to a single
position, we can improve the chances that the generated FRET
observed in ensemble assays is specific to a given binding mode or
conformation. The flexibility to label any residue on a protein is
also imperative for ensuring that the fluorophore is in an agreeable
position and orientation for FRET. However, despite this specific
labelling of Nsp13, the FRET-based binding assays we have con-
ducted here still report on the average conformation and activity of
a heterogeneous population of Nsp13 molecules, making it diffi-
cult to discern the behaviour of individual molecules in different
catalytic states.

In order to delineate the molecular mechanism by which
Nsp13 interacts with its nucleic acid substrate, SmFRET can
provide key insights into binding kinetics, conformational transi-
tions and helicase-substrate interactions at the single-molecule
level. While the temporal resolution of SmFRET is insufficient to
resolve single-nucleotide translocation steps given the unwinding
and translocation rates of Nsp13 (~100 nts~* and ~1000 nts ",
respectively), this technique remains a powerful tool for inter-
rogating slower, functionally relevant processes. Specifically,
SmMFRET can probe dynamic binding equilibria, detect distinct
conformational states of Nsp3 during substrate engagement, and
assess the influence of nucleotide state or cofactors on helicase
function. Our study points to a role of leveraging site-specific
fluorophore labelling to distinguish different nucleic acid-bound
states of Nsp13, observing unwinding conditions in various
conditions, and further quantify helicase binding and unbinding
kinetics. These insights will complement existing high-resolution

© 2025 The Author(s). Published by the Royal Society of Chemistry
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single-molecule techniques by providing a structural and mecha-
nistic framework for understanding Nsp13 function during viral
replication. Our method also allows for convenient screening of
inhibitors of both binding and unwinding of double stranded
RNA intermediates.

Conclusions

Overall, we identified two Nsp13-AzF constructs, F81AzF and
Y253AzF, that can be efficiently labelled with a Cy5-DBCO dye
through SPAAC reactions. We confirmed that these mutations
had little effect on its helicase unwinding activity and therefore
were ideal candidates for FRET-based in vitro characterization
of Nsp13 binding activity. Ultimately, F81AzF was identified to
be the best Nsp13-AzF construct for use in future SmFRET
experiments to study and unwinding.

Materials and methods
Nucleic acids

All subcloning and site-directed mutagenesis primers were
purchased from Sigma-Aldrich (Darmstadt, Germany). All
DNA oligonucleotides for the helicase unwinding assay and
FRET assay were purchased from Integrated DNA Technologies
(Coralville, IA, USA).

Subcloning and site-directed mutagenesis of Nsp13

The full-length coding sequence of the SARS-CoV-2 Nsp13 helicase
was subcloned into the pET-21(a)+ vector for bacterial expression.
Briefly, a bacterial codon-optimized sequence for SARS-CoV-2 Nsp13
helicase (Addgene, plasmid #159614) was subcloned by PCR into the
PET21(a)+ bacterial expression vector using forward and reverse PCR
primers (Table S1, ESIt). The PCR products were then digested with
BamHI and HindIII and inserted into the multiple cloning site of
pET21(a)+, keeping the C-terminal 6x-His-tag in frame. The result-
ing Nsp13 bacterial expression vector (pET21-Nsp13) was confirmed
by sequencing performed at Genome Quebec (Montreal, QC). Site-
directed mutagenesis was performed to introduce an amber stop
codon (TAG) mutation into pET21-Nsp13 at the following positions:
F81, F90, Y205, Y246, and Y253. Reactions were carried out in PCR
tubes consisting of 20 ng of pET21-Nsp13 plasmid DNA, 1x
Xtremebuffer, 0.4 mM dNTPs, 0.3 pM each of the corresponding
forward and reverse site-directed mutagenesis primers (Table S1,
ESIt), and 0.02 U pL ™" KOD polymerase (Novagen) in a total reaction
volume of 50 pL in water. Reactions were placed in a thermocycler
and run at 98 °C for 2 minutes, 95 °C for 30 seconds, 55 °C for
1 minute, 72 °C for 7 minutes (1 minute KB '), repeating steps 24
for a total of 18 cycles before a final extension at 72 °C for 5 minutes.
The resulting Nsp13-AzF plasmid sequences were confirmed by
sequencing performed at Genome Quebec (Montreal, QC).

Small-scale bacterial expression and screening of AzF
incorporation

To assess the bacterial expression of Nsp13-AzF constructs,
E. coli strain BL21 (DE3) (Thermofisher Scientific) cells were
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transformed with Nsp13-AzF plasmids along with an orthogonal
tRNA/aminoacyl tRNA synthetase pair (tRNA/aaRS) gifted from
the lab of Dr Peter G. Schultz (Addgene plasmid # 31186).*® The
transformed cells were then grown in 2 mL cultures of LB media
supplemented with 100 pg mL™' ampicillin and 50 uL mL™*
spectinomycin at 37 °C to an OD of 0.5-0.6. Expression of the
Nsp13-AzF constructs was induced with the addition of 1 mM
isopropyl pB-p-1-thiogalactopyranoside (IPTG) (Teknova) and
1 mM AzF (MedChemExpress LLC) and allowed to grow at
18 °C overnight. The cells were pelleted by centrifugation, resus-
pended in 2x Laemmli Buffer (Biorad), and heated at 95 °C for
15 minutes. The samples were resolved on a 10% stain-free SDS-
PAGE gel (Bio-Rad) and scanned on a ChemiDoc MP imager (Bio-
Rad) before the proteins were transferred to a PDVF membrane
and probed for Nsp13-AzF expression using a 6x-His Tag mono-
clonal antibody (Thermofisher Scientific).

WT Nsp13 and Nsp13-AzF protein purification

Large-scale bacterial expression of WT and Nsp13-AzF were pre-
pared as described under “small-scale bacterial expression and
screening of AzF incorporation”. Briefly, transformed E. coli strain
BL21 (DE3) cells containing the Nsp13-AzF plasmids were grown in
600 mL of LB supplemented with 100 pug mL~' ampicillin and
50 UL mL~" spectinomycin at 37 °C to an OD of 0.5-0.6. Protein
expression was induced with the addition of 1 mM IPTG (Teknova)
and 1 mM AzF (MedChemExpress LLC) before allowing the cultures
to grow at 18 °C overnight. Cells were harvested by centrifugation at
5000xg for 5 minutes. The pellet was resuspended in lysis buffer
(50 mM Tris (pH 8.0), 300 mM NaCl, 10 mM imidazole (pH 8.0))
supplemented with cOmplete™ Protease Inhibitor Cocktail (Roche)
and subsequently lysed by sonication (50% amplitude) for 2 min-
utes cycling between 1 second off and 1 second on ice. The cells
were then centrifuged at 20 000x g for 20 minutes at 4 °C to obtain
the soluble fraction. WT Nsp13 and Nsp13-AzF constructs were
purified using HisTrap HP columns (Sigma) and washed with wash
buffer (500 mM Tris (pH 8.0), 600 mM NaCl, 60 mM imidazole (pH
8.0)). Purified protein was eluted using elution buffer (50 mM Tris
(pH 8.0), 300 mM NacCl, 300 mM imidazole (pH 8.0)) and concen-
trated using 30 kDa MWCO ultra-centrifugation tubes (Amicon)
before buffer-exchanged into a buffer containing 50 mM Tris (pH
8.0), and 100 mM NaCl. Size-exclusion fast protein liquid chroma-
tography (FPLC) was then performed using a S75 column (GE
Healthcare Life Sciences). Purified protein concentrations were
determined on a NanoDrop 2000 (Thermo Scientific) using the
caleulated extinction coefficient of 68785 M~" ecm ™%

Fluorescent labelling of Nsp13-AzF with Cy5-DBCO

5 uM of purified WT Nsp13 and Nsp13-AzF constructs were allowed
to react with 10 uM Cy5-DBCO (Sigma Aldrich) in 1x PBS (pH 7.4) at
room temperature for 30 minutes. To remove excess dye, the
labelled proteins were run through a P30 gel microspin column
(Bio-Rad) according to the manufacturer’s protocol. SDS-PAGE
loading buffer was added to the samples and heated at 95 °C for
10 minutes before being resolved on a 10% stain-free SDS-PAGE gel
(Bio-Rad). The gel was scanned for Cy5 fluorescence and stain-free
protein visualization on a ChemiDoc MP imager (Bio-Rad). The
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labelled proteins were then transferred to a PDVF membrane and
probed for Nsp13-AzF expression using a 6x-His Tag monoclonal
antibody (Thermofisher Scientific).

Helicase unwinding assay

The helicase unwinding assay was adapted from a previous
publication with some modifications.® Briefly, the Cy3-DNA
strand and black hole quencher-2 (BHQ-2) (Table S2, ESIf) were
annealed at a 1:1.1 ratio with concentrations of 20 uM:22 uM,
respectively, in a thermocycler by heating to 75 °C for 5 minutes
followed by a gradual cooling to 4 °C over 50 minutes. In a 96-well
black bottom plate, a 2x enzyme solution containing 5 nM of
purified WT Nsp13 or Nsp13-AzF in reaction buffer (20 mM HEPES
(pH 7.6), 20 mM NaCl, 5 mM MgCl,, and 0.1 mg mL ™" BSA) was
added in triplicate. To start the reaction, a 2x solution containing
50 nM duplex substrate, 250 nM competitor strand DNA, and 100
UM ATP in reaction buffer was added to the enzyme solution in the
plate. Samples were excited at 530 nm (9 nm slit width) and
emission was recorded at 570 nm (15 nm slit width) using a
SpectraMax i3 plate reader (molecular devices) every minute for 60
minutes. Fluorescence values were fitted using a one-phase asso-
ciation on PRISM-GraphPad (v9.4.1) to determine unwinding rates.

Fluorescent resonance energy transfer assay

A 20 nt long DNA strand was ordered with a Cy3 dye attached to
the 3’ terminus (S20-Cy3). A series of complementary DNA
sequences were designed to form partial duplexes of varying
lengths with the S20-Cy3 strand. These sequences are denoted as
“Xn”, where “n” refers to the length of the duplex region (Table S3,
ESIt). For the FRET assay, the substrates were prepared by
annealing the S20-Cy3 strand with the Xn strands at a 1:2 ratio
with concentrations of 20 pM: 40 pM, respectively, by heating to
75 °C for 5 minutes followed by gradual cooling to 4 °C over 50
minutes in a thermocycler. The FRET assay was performed in a
total volume of 40 pL in 96-well black bottom plates. Purified and
Cy5-DBCO labelled WT Nsp13, F81AzF and Y253AzF Nsp13 con-
structs (50-400 nM) were serially diluted in FRET reaction buffer
(25 mM MOPS (pH 6.0), 10 mM NaCl, 3 mM MgCl,, and 0.1%
Tween-20) and incubated with 100 nM of corresponding Cy3-DNA
substrate (S20-Cy3/X20, S20-Cy3/X17, S20-Cy3/X15, S20-Cy3/X12,
S20-Cy3/X10, S20-Cy3/X8, S20-Cy3/X5) for 30 minutes at room
temperature. Samples were excited at 520 nm and the fluorescence
spectra were recorded from 555 to 700 nm using a SpectraMax i3
plate reader (molecular devices). The ratiometric intensity-based
FRET proximity ratio (Epg) was defined as I/(I + Ip), where I, and
I, are the emission maximum intensities of the Cy5 acceptor at
670 nm and the Cy3 donor at 565 nm, respectively.*
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