
This journal is©The Royal Society of Chemistry 2020 Chem. Soc. Rev., 2020, 49, 8749--8773 | 8749

Cite this: Chem. Soc. Rev., 2020,

49, 8749

Covalent labeling of nucleic acids

Nils Klöcker,a Florian P. Weissenboecka and Andrea Rentmeister *ab

Labeling of nucleic acids is required for many studies aiming to elucidate their functions and dynamics

in vitro and in cells. Out of the numerous labeling concepts that have been devised, covalent labeling

provides the most stable linkage, an unrivaled choice of small and highly fluorescent labels and – thanks

to recent advances in click chemistry – an incredible versatility. Depending on the approach, site-,

sequence- and cell-specificity can be achieved. DNA and RNA labeling are rapidly developing fields that

bring together multiple areas of research: on the one hand, synthetic and biophysical chemists develop

new fluorescent labels and isomorphic nucleobases as well as faster and more selective bioorthogonal

reactions. On the other hand, the number of enzymes that can be harnessed for post-synthetic and

site-specific labeling of nucleic acids has increased significantly. Together with protein engineering and

genetic manipulation of cells, intracellular and cell-specific labeling has become possible. In this review,

we provide a structured overview of covalent labeling approaches for nucleic acids and highlight notable

developments, in particular recent examples. The majority of this review will focus on fluorescent

labeling; however, the principles can often be readily applied to other labels. We will start with entirely

chemical approaches, followed by chemo-enzymatic strategies and ribozymes, and finish with metabolic

labeling of nucleic acids. Each section is subdivided into direct (or one-step) and two-step labeling

approaches and will start with DNA before treating RNA.

1 Introduction

Labeling is a prerequisite to investigate and understand all
aspects of nucleic acid function. The underlying labeling con-
cepts form the basis for discoveries in basic research, biotech-
nology and medical applications. Some techniques, like
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on-chip labeling and detection in Next Generation Sequencing
(NGS),1 are so well established and commercialized that users
are not aware of labeled nucleic acids being involved. Scheme 1
provides an overview of areas in research and technology,
which rely on nucleic acid labeling. The selection illustrates
how diverse applications are; a complete list of applications
would require a review on its own.

In basic research, fluorescently labeled nucleic acids are
widely used in bulk and single-molecule experiments to eluci-
date fundamental processes, such as folding,2 replication,
transcription and translation.3–6 In cells, fluorescent labeling
is needed to visualize the subcellular localization of nucleic
acids, most importantly mRNAs.5 The spatial information
obtained in fluorescence microscopy cannot be obtained after
harvesting and breaking the cells and has become very precise
thanks to superresolution techniques.7 Fluorescently labeled
nucleic acids already form the basis of commercially available
methods used in fixed cells, such as Fluorescence In Situ
Hybridization (FISH) and variations thereof.7–9 Challenges in
the field of covalent labeling are methods for live cell labeling
and imaging, aiming to track the molecule of interest.10 As
a complement to fluorescent labeling, other reporters and

analytic modalities, such as spin-labeling of nucleic acids
together with Electron Paramagnetic Resonance (EPR)-based
techniques, have proven particularly suitable for probing con-
formational changes in long range interactions in vitro and in
cells.11–16

In biotechnology, the rise of NGS since its discovery in 2005
would not have been possible without fluorescently labeled
nucleotides, their enzymatic incorporation and localized detec-
tion. Nucleic acid samples are amplified in situ (sequencing by
synthesis) followed by the sequencing-reaction chemistry used
in the commercially available platform (e.g. 454, Illumina, Ion
Torrent and Gene Reader).1 NGS and emerging sequencing
techniques like nanopore and single-molecule sequencing
benefit enormously from the modification tolerance of
polymerases17 and developments in covalent labeling.18

As the throughput of NGS increased and the costs decreased,
transcriptome-wide studies have now become a common prac-
tice. Combined with chemical, chemo-enzymatic or metabolic
labeling, NGS can shed light on subsets of nucleic acids,
their modifications or interactions—in principle even for indi-
vidual cells.19,20 Hence, modifications to isolate nucleic acids of
interest or metabolic labeling, including cell-type specific
labeling bear high potential for broad applications and
commercialization.

The analysis of nucleic acids from cell samples and tissues
by NGS is tightly linked to diagnostic questions and provides a
route to personalized medicine.21,22 Some studies also point
out applications of nucleic acid labeling in molecular imaging
of tumors and infection.23,24 The existing and potential medical
applications are in turn a driving force for biotechnology.

This review article provides an in-depth view on cutting edge
covalent labeling approaches for DNA and RNA, including
chemical and chemo-enzymatic as well as direct and two-step
labeling strategies. The key advantage of covalent labeling
compared to methods based on binding (hybridization of
RNA-binding proteins) is the permanent linkage. This is parti-
cularly important in cells, where otherwise an equilibrium
between bound and unbound reporter would have to be con-
sidered. Nevertheless, non-covalent methods are very impor-
tant and popular, notably for mRNA labeling and tracking in
living cells and we would like to refer the reader to excellent
review articles in this field.25,26 Alternative methods for non-
covalent labeling are also covered in other chapters of this
special issue (fluorogenic aptamers) and recent reviews.27

We will start with fluorescent labeling approaches as these
are widely applied and offer a great variety of applications
(Fig. 1). Sections 2.1 and 2.2 will highlight the chemical direct
and two-step introduction of fluorescent labels via solid-phase
synthesis. Sections 2.3 and 2.4 will focus on chemo-enzymatic
fluorescent labeling of nucleic acids in either one or two steps,
involving methyltransferases (MTases), polymerases or other
enzymes. Additionally, ribozymes and other reporters applied
in various contexts will be treated in Sections 2.5 and 3,
respectively. Finally, Section 4 will give a detailed view on the
field of metabolic labeling, which provides access to dynamic
aspects of replication or transcription in cells. This review will

Scheme 1 Overview of select applications of labeled nucleic acids in
different areas.
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not cover radioactive or isotope labeling. For the following
closely related topics, we would like to refer readers to other
reviews within this themed issue: non-covalent labeling via
aptamers (Unrau), labeling with photocages (Deiters), novel
DNA base pairs (Hirao), fundamental photophysics of nucleic
acids (Seidel) and fundamental studies of ribozymes/DNA-
zymes.28 For the detection of natural modifications of DNA
and RNA, we would like to refer to an excellent recent review.29

1.1 Click chemistry

Numerous labeling methods – especially the two-step approaches
mentioned in this review – rely on click chemistry. In this brief
introduction, we will therefore cover the basics of click chemistry
and provide an overview of the benefits and drawbacks of the
most relevant click reactions. For more comprehensive informa-
tion about this topic, we refer the reader to dedicated reviews on
click reactions.30–34

Click reactions have become highly attractive for biological
applications because they are by definition fast, stereospecific
(not necessarily enantioselective) and can be performed in
aqueous solutions with high yields.35 These characteristics

make click reactions suitable for the conjugation of biomolecules
in vitro, or – if the reaction is non-toxic – even in cells or in vivo,
where the concentration of targeted biomolecules is usually
low.36–38 The Copper(I)-catalyzed Azide–Alkyne Cycloaddition
(CuAAC) between a terminal alkyne and an azide is widely used
and has been applied to label nucleic acids, proteins, lipids and
glycans39 (Fig. 2A). The reaction works fast (rate constants around
200 M�1 s�1)40 and the required functional groups are small.
However, the CuAAC reaction is not bioorthogonal as the copper
ions are cytotoxic at the required concentrations (mM range) and
can generate reactive oxygen species. These impair the function-
ality of biomolecules, making the application of CuAAC in living
cells challenging.41,42 Nevertheless, CuAAC reactions in living cells
have been reported—enabled by stabilizing ligands.43

Copper-free click reactions, like the Strain-Promoted Azide–
Alkyne Cycloaddition (SPAAC) and the Inverse Electron-
Demand Diels–Alder cycloaddition (IEDDA), represent valuable
alternatives as they do not require addition of a catalyst. In case
of the SPAAC, a strained alkyne, such as cyclooctyne, is reacted
with an azide (Fig. 2B). However, this reaction shows relatively
slow kinetics (rate constants around 0.12 M�1 s�1) when

Fig. 1 Schematic overview of labeling approaches and their application in cells. The illustrated methods include chemical and chemo-enzymatic one-
step labeling, chemical and chemo-enzymatic two-step labeling and metabolic labeling.
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dibenzocyclooctyne derivatives are used and faces restrictions
when performed in cells.44 The higher reactivity of strained
alkynes can lead to unwanted side-reactions with cellular
thiols.45 In contrast to the small terminal alkynes, the cyclo-
octyne derivates are bulky and usually not transferred by
enzymes, excluding applications in metabolic labeling up to
now. Azides, on the other hand, are easily reduced and should
thus not be exposed to the intracellular environment for long
periods of time.46

The most promising reaction for nucleic acid labeling in
cells is currently the tetrazine ligation—an IEDDA reaction
between a tetrazine and an alkene (Fig. 2C), because it is
bioorthogonal and fast – at least with strained alkenes (rate
constants 103 M�1 s�1 up to 105 M�1 s�1) for trans-cyclooctene
(TCO)-derivatives.47,48 The fluorescence of the reaction product
can be markedly increased compared to the starting material,
by choosing suitable tetrazine-conjugates. In these cases, the
tetrazine acts as an internal quencher of the dye, whose
quenching abilities are lost upon bioconjugation.34 Various
turn-on fluorophores allowing wash-free imaging have already
been reported.49–51 Furthermore, for live-cell labeling, cell
permeability of the reagent is important.

Both SPAAC and IEDDA reactions have also been used for
covalent labeling of nucleic acids as many examples in this
review will illustrate.

2 Fluorescent labeling of nucleic acids

Nucleic acids can be fluorescently labeled via binding, inter-
calation or covalent modification. This review will cover exclu-
sively the latter. For fluorescent labeling by non-covalent
interactions, we refer the reader to recent reviews in this
field.7,25,52,53 Covalent labeling of nucleic acids has become
the gold standard for numerous biophysical studies, such as
elucidation of structure and dynamics of different functional
nucleic acids,54,55 probing of local viscosity,56 optical genome
mapping,57 or electro-optical nanopore sensing.58

In general, a covalent fluorescent label can either be intro-
duced directly into the nucleic acid of interest, or in a two-step
approach, meaning that first a reactive handle is installed that

allows for subsequent post-synthetic functionalization using
the above mentioned click reactions. In the following sections,
we will give a comprehensive overview of current chemical
and enzymatic approaches for covalent fluorescent labeling.
Furthermore, we would like to point out recent reviews about
post-synthetic labeling of DNA and RNA.29,33,59–63

2.1 Direct chemical labeling via solid-phase synthesis

Solid-phase synthesis is the method of choice to make labeled
RNA and DNA of up to 150–200 nucleotides.64 This approach
uses nucleoside phosphoramidites as key building blocks
and is compatible with almost any natural or non-natural
modification as long as undesired side reactions during synthe-
sis are avoided and reactive hydroxyl and amino groups can be
protected. As the coupling efficiency is not directly affected by
the steric demand of the modification, fluorescent nucleobase
analogs can be directly incorporated (Fig. 3A). Alternatively,
labeling can be achieved in a two-step approach (Fig. 3B).65–67

This sub-chapter will cover approaches that introduce the
fluorescent label directly during solid-phase synthesis. The
entire nucleoside can be replaced by a fluorophore, which is
connected to a terminal phosphate group of the nucleic acid.
These non-nucleoside-based fluorescent labels cannot form a
duplex and are therefore preferably used for 50- or 30-end
labeling. Already in 1992, the 5-carboxyfluorescein (FAM) phos-
phoramidite was synthesized and incorporated into DNA.68 In
recent years, several non-nucleoside-based phosphoramidites
have been developed, like the xanthene 40,5 0-dichloro-20,70-
dimethoxy-fluorescein (JOE) and tetramethylrhodamine
(TAMRA).69 For the investigation of the unwinding mechanism
of dsDNA induced by the hepatitis C virus nonstructural
protein 3 helicase (NS3h) a DNA was labeled at the 50-end
with Cy3 via solid-phase synthesis. In combination with a
Cy5-labeled protein Förster Resonance Energy Transfer (FRET)
was measured to elucidate the dynamics of enzyme transloca-
tion during unwinding.70

Another category is denoted chromophoric base analogs.
Here, the entire nucleobase is exchanged for a fluorophore like
pyrene, coumarin or stilbene. These fluorophores provide high
fluorescence quantum yields and extinction coefficients, but

Fig. 2 Schematic illustration of selected click reactions commonly used
for nucleic acid labeling. (A) Copper(I)-catalyzed Azide–Alkyne Cycloaddi-
tion (CuAAC). (B) Reaction scheme of the Strain-Promoted Azide–Alkyne
Cycloaddition (SPAAC). (C) Reaction scheme of the Inverse-Electron
Demand Diels–Alder cycloaddition (IEDDA).

Fig. 3 Strategies for labeling nucleic acids based on solid-phase synthesis.
(A) Co-synthetic incorporation of expanded nucleobases. (B) Post-synthetic
fluorescent labeling, achieved by a two-step approach: co-synthetic incor-
poration of a functional group and subsequent labeling via click chemistry.
Similar approaches are usually used for DNA (R = H) and RNA (R = O-TOM)
labeling.
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lack a hydrogen bonding face for Watson–Crick or Hoogsteen
interactions, limiting their general applicability.

More versatile are expanded nucleobase analogs, i.e. fluor-
escent nucleotides, which can be incorporated into a nucleic
acid chain without perturbing the secondary structure and
pertaining intra- and intermolecular hydrogen bond interac-
tions. The latter can be achieved by fusing aromatic rings to the
pyrimidine or purine nucleobases (Fig. 4B).71 These are also
termed isomorphic, in that they closely resemble the corres-
ponding natural nucleobases with respect to their overall
dimensions, hydrogen bonding patterns and ability to form
isostructural Watson–Crick base pairs. The design of such
nucleobase analogs is challenging, but qAN1, qAN4 and qAnitro

represent recent and notable examples (Fig. 4B).71 The respec-
tive phosphoramidites were successfully used for DNA
synthesis.72 Moreover, qAN1 or qAN4 were suitable as a FRET
pair with qAnitro and thus used to determine the FRET effi-
ciency when installed at different positions of a DNA helix.73

Another example of an expanded nucleobase analog is pyrrolo-
(d)C, a fluorescent analog of (deoxy)cytidine (Fig. 4B).74

Interestingly, the incorporation of qAN4 even stabilized the
B-form of DNA. However, other expanded nucleobase analogs
(although they retain their Watson–Crick face) rather perturb
the resulting oligonucleotide structures due to their large sur-
face area. Moreover, compared to typical commercially avail-
able fluorophores, such as Cy3, they are less fluorescent, as they
exhibit lower extinction coefficients and fluorescence quantum
yields and are also more sensitive to photo-bleaching.75

Isomorphic nucleobases do not necessarily have to be
expanded. The most commonly used fluorescent ribonucleo-
side is 2-aminopurine (Fig. 4A), which usually pairs with
thymine as an adenine-analog, but can also pair with cytosine
as a guanine-analog.77 Excitation of 2-aminopurine is selective,
due to a red-shifted absorption from 260 nm to 303 nm
in an aqueous solution at neutral pH.78 The 2-aminopurine

nucleoside was extensively used for elucidation of structure
and dynamics of different functional nucleic acids, like the
SAM-IV riboswitch54 or the hammerhead ribozyme.55 However,
several studies revealed that the fluorescence of 2-aminopurine
is highly susceptible to several parameters: the pH,78 the
polarity of the solvent, the concentration of nucleotides in
solution77 and the stacking of 2-aminopurine with purines and
thymidines79—these affected the excitation and emission wave-
lengths, the fluorescence lifetimes and the quantum yield.
Therefore, conclusions drawn from experimental results with
2-aminopurine have to be assessed with great care.

More recently, uridine-mimicking nucleobase analogs were
developed (Fig. 4C, 2–4). These expanded and isomorphic nucleo-
base analogs proved suitable for two-photon excitation at 690 nm
and 740 nm and the corresponding phosphoramidites were used in
solid-phase synthesis of labeled RNA.76 A new addition to this set of
uridine analogs is extended by the addition of a selenophene group
at the C5-position. This SeU (Fig. 4C, 3) was incorporated into the
bacterial ribosomal decoding site (A-site) via solid-phase synthesis
and used to study RNA–drug interactions by fluorescence titration
and X-ray crystallography.80

Considering the scope of fluorescent probes that can be
introduced into nucleic acids, solid-phase synthesis is the most
versatile methodology. Plenty of fluorophores can be intro-
duced at every given position of an oligonucleotide, even if
they are sterically demanding. Its biggest drawback is that
the yield of the synthesis drops with the length of the
oligonucleotide, limiting synthesis to around 150–200 nt.64

Therefore, although many interesting short RNAs – such as
siRNAs and microRNAs or test substrates – can be made
directly, large nucleic acids, such as mRNAs and lncRNAs
(typically 41000 nt) are not directly accessible. In these cases,
splint-ligation of chemically synthesized short and enzymati-
cally produced long fragments provides a solution, as exempli-
fied in labeling a SAM-I riboswitch for single-molecule FRET
analysis to investigate ligand-induced structural changes.81

An interesting and conceptually different approach – named
functionality transfer – for sequence- and site-specific labeling of
RNA that – at least in theory – is not limited by the length of the
target RNA was developed by the Sasaki group (Fig. 5).82 This
method relies on the transfer of an a,b-unsaturated carbonyl unit
of a 6-thioguanosine derivative onto the N4-position of a desired
cytosine within the target RNA via enamine formation. Sequence-
specificity is achieved by embedding this S-functionalized
6-thioguanosine within a complementary guide-DNA. With this
approach, it was possible to label a desired cytidine within a
specific sequence of the target RNA either with a reactive handle
for subsequent reactions or directly with a fluorophore, in this
case pyrene. By adjusting the pH, the functionality-transfer could
be used to target the amino function of either cytidine (pH 7) or of
a mismatched guanosine (pH 9.6).83

2.2 Two-step chemical labeling via solid-phase synthesis

This sub-chapter will show how solid-phase synthesis has been
used to incorporate functional handles for subsequent post-
synthetic labeling of nucleic acids (Fig. 3B).

Fig. 4 Structures of fluorescent nucleobase analogs sorted according to
their emission wavelengths. (A) Structure of 2-aminopurine. (B) Examples
of expanded nucleobase analogs that are fluorescent. (C) Examples
of expanded nucleobase analogs that are fluorescent and two-photon
excitable. 1: 7-amino-1-ribose-quinazoline-2,4(1H,3H)-dione, 2: 5-(furan-
2-yl)-2 0-deoxyuridine, 3: X = S: 5-(thiophene-2-yl)-20-deoxyuridine, X =
Se: 5-(selenophene-2-yl)-2 0-deoxyuridine, 4: 5-(thiophene-2-yl)-6-aza-
uridine. R denotes the (deoxy)ribose.76
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The attachment of fluorescent labels may influence both
structure and function of nucleic acids depending on whether it
involves the Watson–Crick, the Hoogsteen or the sugar edge of
a given nucleoside. As already shown, isomorphic nucleobase
analogs aim to preserve those interactions, but sensitive detec-
tion is hampered by their low extinction coefficients, poor
fluorescence quantum yields and potential photo-bleaching.75

To circumvent these issues, two-step approaches first introduce
a small reactive handle and then use selective chemistry to
install a fluorescent label with better properties. In this chapter,
we focus on click chemistry for labeling, which has become very
common in the field of nucleic acids. However, we would like to
mention that numerous typical conjugation chemistries, using
thiols, amines84 and maleimides85 have also been successfully
combined with solid-phase synthesis. For a more detailed
overview, we recommend the reviews from Madsen et al. and
Ivancová et al.29,86

Various functional handles like terminal alkynes,87,88

cyclooctynes89,90 and norbornenes91 were successfully incorpo-
rated during solid-phase synthesis without the necessity of
additional protection chemistry. Fluorescent labeling was then
achieved in a second step by click chemistry. Alkynes were
introduced at the C5-position of thymidine analogs, converted
to the corresponding phosphoramidites, used for DNA synth-
esis and subsequently labeled with coumarin and fluorescein
azides.88 Other examples are the alkyne-modifications at the
phosphate backbone,92 the exocyclic O4- or N4 position of
pyrimidines and the N3-position of thymine.93

Schoch et al. achieved incorporation of an alkyne and a
trans-cyclooctene group into the same oligonucleotide by
standard phosphoramidite chemistry on the solid-phase. The
resulting modified oligonucleotides were suitable for dual
labeling via CuAAC and IEDDA reactions with different
fluorophores like Cy5 azide and TAMRA tetrazine, and then
applicable for FRET studies.90

The IEDDA reaction has also been performed on synthetic
RNA in mammalian cells. Kath-Schorr and coworkers synthe-
sized a norbornene-modified uridine phosphoramidite and
incorporated it into a 21 nt long RNA. The RNA was labeled
with Oregon Green 488-tetrazine conjugates in transfected
NCI-H460 cells.91 Internally quenched tetrazines were devel-
oped to make the click reaction fluorogenic. Combined with
proper antisense probes for the target oligonucleotide, it was
possible to fluorescently label DNA and RNA in HeLa and
SKBR3 cells.94 With a similar approach miRNA was detected
in SKBR3, MCF-7 and HeLa cells.95

The Wagenknecht group synthesized a 20-deoxyuridine DNA
building block with a cyclooctyne at the C5-position attached
via a flexible or rigid linker. The building block was incorpo-
rated into oligonucleotides using solid-phase synthesis. Subse-
quent copper-free click reaction with azide-conjugated
fluorophores was performed.96 In a follow-up study, HeLa cells
were transfected with DNA containing the cyclooctyne moiety.
The DNA was click labeled with a set of new water-soluble and
membrane-permeable benzothiazolium-based fluorescent dyes.97

While cyclooctynes are compatible with solid-phase synth-
esis, the introduction of azido-groups poses a challenge. The
preparation of a classical azido-modified phosphoramidite is
difficult, due to an unwanted Staudinger reaction, which occurs
between the azido and phosphoramidite group, forming an
iminophosphorane.98,99 To circumvent this issue, an azido-
modified H-phosphonate was synthesized and used in common
solid-phase synthesis. Here, an important observation was that
the Staudinger reaction was not disturbing the azido group
in the support-bound growing nucleotide chain upon
further assembly using phosphoramidites.100 Later, Fomich
et al. presented an interesting azido-bearing phosphoramidite
based on 4-azaribose, which was stable (i.e. did not undergo the
unwanted Staudinger reaction) and successfully incorporated
into a DNA oligonucleotide during solid-phase synthesis.101

To circumvent the difficulties associated with azides in
phosphoramidite chemistry, Winz et al. developed an alterna-
tive route and used it for site-specific one-pot triple click
labeling of DNA and RNA. In this approach, different bioortho-
gonal groups are combined: first, a norbornene and an alkyne
moiety were introduced during solid-phase synthesis. Then, an
azido-modified nucleotide was added enzymatically, using the
terminal deoxynucleotidyl transferase (TdT) or the poly(A)-
polymerase (PAP). A one-pot click reaction was performed to
label all three different reactive handles with three different
fluorophores via CuAAC, SPAAC and IEDDA reaction. This
triple labeling can be used to study the dynamics of nucleic
acid structures during folding and the population of multiple
folding states using FRET.102

Fig. 5 Functionality transfer for RNA labeling. (A) Proposed reaction
mechanism. The 1-aryl-2-methylydene-1,3-diketone building block from
the S-functionalized 6-thio-9-methyl-guanine is transferred onto the
exocyclic amino function of cytidine or guanosine depending on the pH
in the area where the guide-DNA hybridizes with the target RNA. R1 is
usually a methyl or phenyl group, R2 is the fluorophore (pyrene, ATTO550,
Cy3). (B) Scheme illustrating RNA labeling guided by a DNA oligo-
nucleotide containing modified 6-thioguanosine (Gs).
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In this subchapter, we tried to illustrate the broad scope of
phosphoramidites and solid-phase synthesis for position-
specific incorporation of a plethora of modified nucleobases
into oligonucleotides and subsequent labeling via click chem-
istry. Most of the two-step approaches mentioned above are
suitable for both DNA and RNA labeling. Nevertheless, all
approaches based on solid-phase synthesis, irrespective of
one-step or two-step strategies, bear one great disadvantage,
which is the length limit of the oligonucleotides.

2.3 Direct chemo-enzymatic labeling

Enzymes can also be used to label nucleic acids co- or post-
synthetically in one- or two-step procedures if they accept
suitable substrate analogs. We will present non-natural nucleo-
side triphosphates that are converted by DNA- and RNA-
polymerases as well as substrate analogs of nucleic acid-
modifying enzymes, most notably MTases.

Compared to solid-phase synthesis, the scope of enzymatic
modifications is certainly limited, although protein-engineering
bears the potential to fundamentally broaden it. On the positive
side, the length of the nucleic acid does usually not limit the
enzymatic approaches.

2.3.1 Polymerase-based direct enzymatic labeling. Nature’s
oligonucleotide synthesizers are DNA and RNA polymerases,
which work with high speed and precision. Their substrate
promiscuity can be exploited to incorporate modified nucleo-
tides into nucleic acids. This alternative to solid-phase synthe-
sis is template-dependent but does not face length limitations,
making it advantageous for generation of long, fluorescently
labeled nucleic acids. Typically, the modified (d)NTP is added
to a PCR or in vitro transcription reaction, and will randomly
and partially substitute for the canonical counterpart. The
incorporation is nucleotide but not position-specific. Increas-
ing the fraction of non-natural (d)NTP can decrease the amount
of nucleic acid produced, due to steric or electrostatic
hindrance at the polymerase’s active center. In general,
modifications at the C5-position of pyrimidines and the
C7-position of deazapurines are reasonably well tolerated by
polymerases.103–105 For a detailed overview how modified
nucleotide analogs are incorporated into nascent DNA, we
recommend the review from Hottin et al.17

In this sub-chapter, we will elaborate on polymerase-based
labeling strategies to directly incorporate fluorescent reporters
into nucleic acids – a co-synthetic approach (Fig. 6A). In 2001,
for the first time, the replacement of the complete set of dNTPs
by analogs labeled with different fluorophores was reported.
This primer extension synthesized DNA of up to 40 basepairs.
Modified dUTPs bearing a coumarin or a fluorescein residue at
the C5-position were successfully incorporated by three differ-
ent DNA polymerases and full-length PCR products were
obtained. Polymerases belonging to family B, such as Vent exo�

and Tgo exo�, were more efficient at incorporating labeled
dNTPs compared to the commonly used Taq polymerase, which
belongs to family A.106

While the fluorophores are typically connected via alkyl,107

amide106 and polyethyleneglycol87 linkers, a recent study

revealed that rigid phenylethyne linkers (Fig. 7A) improve the
fluorescence properties of the labeled nucleic acid significantly.
Specifically, fluorescently labeled dTTP and ddTTP analogs (i.e.,
modified with fluorescein at the C5-postion via different lin-
kers) were successfully incorporated into DNA during primer
extension using TaqFS polymerase. It turned out that longer,
fully conjugated linkers shifted the absorption maximum of the
label to longer wavelengths and increased the extinction coeffi-
cient of the modified nucleotide. The authors hypothesized
that the phenylethyne linker acts like a donor that channels
more energy into fluorescein during absorption, which
enhances the fluorescence intensity. Moreover, it was shown
that shorter linkers (like in 5 and 6) were not well tolerated by
TaqFS, whereas a longer linker (like in 7) placing the dye further
away from the nucleobase is efficiently incorporated.108

Fig. 6 Polymerase-based fluorescent labeling strategies for nucleic acids.
(A) Direct enzymatic incorporation of fluorescent nucleotides. (B) Two-
step labeling approach. Enzymatic incorporation of a functional group for
subsequent fluorescent labeling via click chemistry. Templates for poly-
merases are omitted.

Fig. 7 Structures of fluorescent (d)NTPs. (A) Structures of rigid
phenylethyne linkers of increasing lengths lead to a bathochromic shift
increasing with the length of the linker. (B) Structures of the fluorescent
dNTP/NTP analogs dCBdpTP (BODIPY), dCTBdpTP (thiophene-linked
tetramethylbodipy), dCFLTP (fluorene), dCTrpTP (tryptophan), 4CIN-TP
(4-cyanoindole-2 0-deoxyribonucleoside-5 0-triphosphate) and thGTP
(thieno). R denotes 5 0-triphosphorylated (deoxy)ribose.
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More recently, the rat DNA polymerase b was found to be
suitable for the consecutive incorporation of multiple fluores-
cently labeled nucleotides. Interestingly, the incorporation
kinetics for polymerase b with different commercially available
dNTPs (fluorescein-12-dNTP) revealed similar Km values for
unlabeled and fluorescently labeled dNTPs. This means that
polymerase b can tolerate sterically demanding modifications
(such as fluorescein and its linker) at the C7 of deazapurine and
the C5 of pyrimidine bases without affecting the incorporation
efficiency.109

Fluorescent Molecular Rotors (FMRs) are tools to probe local
viscosity. The Hocek group developed a novel fluorescent
environment-sensitive nucleoside analog dCBdpTP (BODIPY)
(Fig. 7B) for fluorescence lifetime-based biophysical assays
and successfully incorporated it into nascent DNA using KOD
XL DNA polymerase. This approach allowed the investigation
of complexes between transfection agents (here DOTAP)
and nucleic acids, rendering this approach suitable for the
screening of new transfection reagents. Furthermore, transfec-
tion of HeLa cells with DNABdp via DOTAP-lipoplexes revealed
that the local environment of exogenous DNA undergoes
significant changes during the process of transfection. The
phenyl-substituted BODIPY fluorophores have proven adequate
sensors for measuring local viscosity in cells. Furthermore,
protein–DNA interactions can be observed due to changes in
the fluorescence lifetime after the BODIPY rotor is bound to a
hydrophobic pocket of the protein.56

Along these lines, the Hocek group synthesized a novel dCTP
analog whose fluorescence lifetime depends on the viscosity of
the environment—the thiophene-linked tetramethylbodipy
dCTBdpTP (Fig. 7B). This new fluorescent probe, which was also
accepted by DNA polymerases, provides longer fluorescence
lifetimes especially in viscous media than the previous phenyl
BODIPY construct.110

Another approach to observe interactions between DNA and
DNA-binding proteins or lipids, uses a solvatochromic push–
pull fluorophore. This fluorene based fluorophore was attached
to the C5-position of dCTP analogs (dCFLTP) (Fig. 7B). The KOD
XL and Bst DNA polymerases were able to use dCFLTP as a
substrate for DNA synthesis. A 50 nt long dsDNA containing two
dCFL nucleotides was synthesized to determine DNA–protein
and DNA–lipid interactions by observing the shift of the
fluorescence emission maxima.111

Furthermore, a dCTP analog bearing a tryptophan-based
fluorophore from cyan fluorescent protein (dCTrpTP) (Fig. 7B)
was synthesized, incorporated into DNA, and used to sense
protein–DNA interactions. To this end, a single stranded
19-mer DNA bearing one dCTrp nucleotide was synthesized
and the fluorescence emission was detected in absence and
presence of single-strand binding protein from E. coli (SSB)
revealing a 2-fold increase of fluorescence in presence of
SSB.112 Importantly, dCTBdpTP, dCFLTP and dCTrpTP were not
only successfully used for primer extension but also in DNA
amplification by PCR.

Minimal perturbation of Watson–Crick and Hoogsteen inter-
actions can be achieved by the use of isomorphic nucleotides.

Recently, the fluorescent 4-cyanoindole-20-deoxyribonucleoside-50-
triphosphate (4CIN-TP) (Fig. 7B) was synthesized and successfully
incorporated into DNA by DNA polymerase I Klenow exo�

fragment.113

Similar to DNA polymerases, RNA polymerases were also
exploited to introduce fluorescently labeled nucleotides into
nascent RNA. Thieno[3,4-d]pyrimidine represents an isomorphic
GTP analog termed thGTP (Fig. 7B) which was incorporated into
nascent RNA by T7 RNA polymerase. This thGTP could be used
instead of GTP in transcription reactions, yielding a highly
emissive RNA transcript in which all guanosine residues had
been replaced. However, this approach is not generally applicable
as the T7 polymerase accepts only a limited set of modified NTPs.
Also, termini-modifying enzymes such as alkaline phosphatase
and T4 polynucleotide kinase tolerated thGTP and were used to
modify RNA at the 50-end. Such modified transcripts contain a
pppthG at their 50-end.114

The examples above illustrate that fluorescent reporters
can be directly incorporated by various polymerases to produce
labeled nucleic acids. However, due to the size of the fluores-
cent reporter molecules and the limited, not completely
predictable promiscuity of the polymerases, the compatibility
of each new (d)NTP analog needs to be carefully evaluated.
Long linkers between the base and the fluorophores have
proven useful to prevent abrogation of elongation in several
cases. Furthermore, it is important to keep in mind that
polymerases incorporate the non-natural nucleotides randomly
unless a nucleoside triphosphate was completely replaced. To
overcome the size limitations associated with direct incorpora-
tion of fluorescent nucleotides, the two-step polymerase-based
approach represent attractive alternatives (Section 2.4.1).

2.3.2 Nucleic acid-modifying enzymes for direct installation
of fluorescent labels. This section covers enzymatic strategies for
direct post-synthetic labeling of nucleic acids. Enzymatic one-step
labeling of nucleic acids with a reporter molecule is challenging,
since the fluorophores are large modifications that are not
generally tolerated as additions or substitutes of enzymatic
cosubstrates. On the other hand, post-synthetic strategies bear
potential for sequence-specific modification of nucleic acids,
which is highly important for analytical and functional studies
of DNA and RNA, but hard to achieve by the polymerase-based
approaches mentioned in the previous section.

The Weinhold group developed a DNA labeling strategy,
based on an engineered fluorescent cofactor for the DNA MTase
from Thermus aquaticus (M.TaqI). Normally, M.TaqI transfers
the methyl group from the cofactor S-adenosyl-L-methionine
(AdoMet or SAM) to the exocyclic amino group of adenosine
within the double-stranded 50-TCGA-30 DNA sequence. For direct
labeling, a non-natural cofactor containing an aziridinyl residue
instead of a methionine sidechain was synthesized (Fig. 8A). This
cofactor led to the transfer of the entire nucleoside onto the
exocyclic amino function of adenosine. Importantly, the C8-
position of the adenosine moiety of the non-natural cofactor
could be modified with a fluorophore (in this case dansyl-
based), because this position points out of the enzyme and does
not impair binding.115
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In 2008, M.TaqI was used, together with a newly developed
Cy3 bearing aziridine cofactor, to label the two DNA plasmids,
pUC19 and pBR322. After transfection of mammalian CHO-K1
cells, the labeled plasmids were visualized by fluorescence
microscopy.116 Using the DNA cytosine-C5 MTase from Haemo-
philus haemolyticus (M.HhaI), Weinhold and coworkers pre-
sented a similar approach for direct labeling of DNA (Fig. 8A).
In this case, the fluorophore was attached to the C7-position of
the cosubstrate, yielding a stable 7-deazaadenosylaziridine
moiety, which was transferred to the C5-position of cytosine
within the 50-GCGC-30 motif in short duplex oligonucleotides
and plasmid DNA.117 By using M.TaqI and a TAMRA-modified
AdoMet analog (AdoYnTAMRA), it was possible to fluorescently
label the genomes of l and T7 bacteriophages in a single step.
This optical mapping strategy provides an excellent method for
accurate genotyping.118

Recently, a novel approach was developed to circumvent
tedious synthesis of non-natural AdoMet analogs for MTase-
based labeling strategies of nucleic acids. Usually, the reaction
of S-adenosyl-L-homocysteine (SAH) with allyl bromides suffers
from low yields and requires a high excess of the bromide.
Hofkens and coworkers presented the synthesis of cysteine
(instead of homocysteine)-based AdoMet analogs – i.e. one
methylene group shorter. The respective unnatural cofactors
were successfully used to transfer rhodamine fluorophores
onto the plasmid DNA, pUC19 by M.TaqI. Despite reduced
enzymatic transfer efficiency compared to homocysteine-
based cofactor analogs, various fluorophores like Cy3, Cy5
and cascade blue were successfully linked to DNA.119

Direct post-synthetic labeling was also successful with several
RNA-modifying enzymes. To label RNA in fixed mammalian cells

(CHO cells), an approach using bacterial (E. coli) tRNA guanine
transglycosylase (TGT) was developed. Prokaryotic TGT naturally
performs a transglycosylation reaction, in which the guanine is
exchanged with an amine-containing queuine pre-cursor, PreQ1

(Fig. 8B). The remarkable promiscuity of TGT allowed the direct
transfer of fluorophores like Thiazol Orange, Cy7 and BODIPY
onto its 17 nt hairpin recognition motif.120

Recently, 30-end labeling of ssRNA was achieved by the
animal Hen1 20-O-methyltransferase utilizing AdoMet analogs
bearing biotin and Cy3 moieties (Fig. 8C). Selective detection of
a specific 30-labeled ssRNA was then accomplished using a
Cy5-labeled ssDNA counter strand and FRET measurements.
Interestingly, the human Hen1 enzyme, piRNA MTase HsHEN1,
requires cobalt ions (Co2+ or Co3+) for enzymatic activity,
whereas Drosophila DmHen1 is also active in the presence of
other divalent cations, like Mn2+, Mg2+ and Ca2+.121 However,
cobalt ions are cytotoxic, limiting the application of this
enzyme to in vitro RNA labeling.122

Although a one-step procedure appears to be most straight-
forward to label nucleic acids, there are a few disadvantages
that should not be overlooked. Most importantly, many mod-
ifying enzymes show a limited promiscuity regarding the rather
big fluorescent reporter molecules.

2.4 Two-step chemo-enzymatic labeling

2.4.1 Polymerase-based two-step labeling. This chapter
focuses on the polymerase-based incorporation of modified
nucleotides bearing a reactive handle for subsequent conjuga-
tion to a fluorescent reporter molecule (Fig. 6B). This approach
has a broad scope since many polymerases accept (d)NTP analogs
with small modifications that can be selectively converted using
click chemistry.123 Up to now, many functional groups of different
sizes and reactivities have been co-synthetically incorporated into
DNA and RNA (Fig. 9).

Jäschke and coworkers investigated the polymerase-based
incorporation of norbornene-modified pyrimidine- (dUNorb,
dCNorb) and deaza-purine-nucleotides (dANorb) into nascent
DNA. Building on the known acceptance of C5-modified pyr-
imidines and C7-modified 7-deazapurines by DNA poly-
merases, they synthesized the respective norbornene-modified
nucleoside triphosphates (Fig. 9A). The Taq DNA polymerase
accepted dUTPNorb as a substrate and 38 nt long full-length
products were obtained. The PEX Phusion polymerase was able
to incorporate all three modified nucleotides but failed in the
PCR experiment. The amplification of DNA is more challenging
because the enzyme must additionally tolerate the modifica-
tions in the template strand. However, the KOD-XL DNA
polymerase, an engineered DNA polymerase from the archaeon
Thermococcus kodakarensis, successfully amplified a 429 nt long
dsDNA containing around 600 norbornene moieties.124 In this
study, no fluorescent reporter was attached, although the click
reaction with tetrazine-bearing fluorophores should be
straightforward (see Introduction: Click chemistry).

In a related strategy, 7-vinyl-7-deaza-20-deoxyadenosines (dvinA)
were incorporated into dsDNA using KlenTaq DNA polymerase
(Fig. 9A). In this case, the modified dATP substituted its natural

Fig. 8 Direct post-synthetic enzymatic labeling strategies for nucleic
acids. (A) M.TaqI was used to transfer a Cy3 bearing aziridine cofactor
onto the exocyclic amino function of adenine in the 50-TCGA-30 sequence
of the two plasmids, pUC19 and pBR322. Mammalian CHO-K1 cells were
transfected with these labeled plasmids, which could then be detected by
fluorescence microscopy. (B) TGT from E. coli can transfer fluorescent
PreQ1 analogs onto a small 17 nt hairpin motif and label RNA in fixed cells.
(C) Hen1 20-O-methyltransferase utilizing a Cy3-bearing AdoMet analog
for labeling ssRNA at the 30-end. Together with a Cy5-labeled comple-
mentary ssDNA for the labeled ssRNA was detected by FRET.
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counterpart completely and the modification was reacted
with fluorescently labeled tetrazines in a subsequent IEDDA
reaction.125 In addition to the different cycloadditions, other
reactions were used for the attachment of fluorophores. In
2018, the group of Hocek reported the introduction of a fluor-
ophore in a two-step manner by first incorporating an aldehyde
modified UTP that could be reacted in a second step via reductive
amination.126 The same group further reported the introduction
of a coumarine via thiol–ene click chemistry, only utilizing a
single modification in the minor groove of DNA.127

For proteins and ligands binding to the DNA minor groove,
labeling at the respective positions could provide new insights
into their molecular interactions. However, these positions of
the nucleobases are difficult to modify since they are crucial
both for Watson–Crick base pairing and for key minor groove
interactions with DNA polymerase that are vital for the exten-
sion of the chain. Nevertheless, several 2-substituted dATP
derivatives were synthesized and incorporated into DNA by
PEX, Vent exo� or Bst DNA polymerase. Vinyl- and ethynyl-
modified dATPs (dvinylATP and dethynylATP) allowed post-synthetic
labeling of DNA via thiol–ene or CuAAC reactions with thiols or
azides, respectively (Fig. 9A).128 Wagenknecht and coworkers
recently presented a DNA polymerase-based approach to incorpo-
rate the 1-methylcyclopropene (1MCP) group at the 7-position of
7-deaza-adenine (dzA) nucleotides into oligonucleotides by primer
extension. Subsequently, a tetrazine-bearing fluorescent dye was
attached via click chemistry to obtain fluorescently labeled DNA
(Fig. 9A). Additionally, HeLa cells were transfected with the
modified DNA oligonucleotides, a click reaction was performed

inside living cells and the DNA was visualized by confocal
microscopy.129

In 2018, the group of Jäschke reported site-specific one-pot
labeling of DNA and RNA via click chemistry. They combined
three different click reactions (CuAAC, SPAAC and IEDDA)
utilizing a DNA or RNA equipped with three different functional
moieties (azide, alkyne and norbornene; see also Section 2.2).
With this approach, it was possible to triple label, for instance,
the preQ1 riboswitch RNA, rendering this strategy applicable
for folding and dynamic studies.102

For RNA labeling, the polymerase-based approaches are, in
principle, similar to the DNA-labeling approaches, but based on
in vitro transcription with a DNA-dependent RNA polymerase,
such as T7. In 2014, a cytidine triphosphate analog bearing a
trans-cyclooctene at the 5-position (CTPtco) was synthesized and
incorporated into RNA by T7 RNA polymerase (Fig. 9B). A
fluorescein with a tetrazine functionality was then used to label
the RNA via IEDDA.130 Recently, the Srivatsan group developed
an alkyne-modified UTP analog, 5-(1,7-octadiynyl)uridine
triphosphate (ODUTP), with a disubstituted alkyne as Raman
scattering label (Fig. 9B).131

Slightly different is the development of a two-step labeling
approach for RNA at its 30-terminus that uses poly(A) poly-
merases (PAPs). Winz et al. presented this template-
independent strategy in 2012. Several PAPs were tested to
incorporate different azido-modified NTPs. The PAP from yeast
turned out to exhibit the highest incorporation activity for all
modified NTPs. The NTPs were modified with azido groups at
various positions (8C-N3-ATP, 20-N3-20-dNTP, 30-N3-20,30-ddATP/
ddTTP). Except for 20-N3-20-dATP, where multiple successive
incorporations were observed, the yeast PAP was able to incor-
porate up to two azido-modified nucleotides. In a second step, a
CuAAC or SPAAC reaction was performed to fluorescently label
the RNA. This robust approach was successfully used to label
RNA that was isolated from E. coli.132

We used the latter approach to 30-end label the poly(A) tail
of mRNAs (eGFP-, Gaussia luciferase (GLuc) or Cypridina
luciferase (CLuc) mRNA) with yeast PAP and 20-N3-20-dATP or
30-N3-20,30-ddATP. After introduction of the azido-groups, a
SPAAC reaction for fluorescent labeling was performed
in vitro and in HeLa cells. Interestingly, it turned out that the
modified poly(A) tail, before and after click reaction with a
rhodamine fluorophore, increased the translation efficiency of
the mRNA both in vitro and in HeLa cells. Further experiments
showed that the increase in the translation efficiency is not
caused by transfection efficiency or stabilization at the mRNA
level, rendering this a potential strategy in the field of ther-
apeutic mRNAs, where the change of pharmacokinetic proper-
ties of mRNAs is an important point of research.133

Recently, together with the Raz group, we expanded the
applicability of the 30 poly(A) tail labeling strategy. By using
yeast PAP and 20-N3-20-dATP as cosubstrate, reporter mRNAs
bearing localization-specifying 30-UTRs were successfully azido-
modified. Subsequently, SPAAC reactions were performed to
label the mRNAs with different fluorophores. Afterwards, the
in vitro-labeled mRNAs were injected into 1-cell stage zebrafish

Fig. 9 Modified (d)NTPs for chemo-enzymatic two-step labeling of
nucleic acids. (A) dNTPs for chemo-enzymatic two-step labeling of DNA.
(B) NTPs for chemo-enzymatic two-step labeling of RNA. (C) NTPs with
unnatural base-pairs for chemo-enzymatic labeling of RNA using the
dTPT3–dNaM system. R denotes 50-triphosphorylated (deoxy)ribose.
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embryos. Further experiments revealed that the label neither
negatively affected the translational activity nor altered the
subcellular localization of the injected mRNAs.233 This strategy
was used for live imaging of labeled mRNA in vivo, which is
important for understanding the dynamic aspects underlying
its function.

The seminal recent development of unnatural base pairs
(UBPs) that are treated in detail in a dedicated review in
this themed collection by Hirao, provided also the basis for
site-specific RNA labeling. First, a DNA containing UBPs is
synthesized on the solid phase and then amplified by PCR,
including the dNTP analogs.134 Subsequently, the DNA with
UBPs is used as template for transcription with modified
ribonucleoside triphosphates, including the NTP analog. In a
final step, the RNA is labeled via click chemistry.135–137

Recently, Feldman et al. were successful in delivering the
necessary (d)NTPs for the UBP-approach into E. coli by over-
expression of a nucleoside triphosphate transporter from
Phaeodactylum tricornutum (ptNTT2).138 The application of this
method to eukaryotic cells remains a challenge, due to low
delivery efficiency of (d)NTPs.

The Kath–Schorr group presented an approach to incorporate
an unnatural ribonucleoside triphosphate (Nor-UB) containing a
norbornene moiety for post-transcriptional functionalization by
IEDDA with Oregon Green 488 tetrazine dyes (Fig. 9C). The
unnatural NTP was accepted by T7 RNA polymerase and the
subsequent click reaction with the dye-tetrazine conjugate labeled
the UBP-containing RNA efficiently. Along these lines, an unna-
tural base of the dTPT3–dNaM system developed by Romesberg
and Li was modified with a cyclopropene residue (TPT3CP,
Fig. 9C).139 The cyclopropene group bears an additional methyl
group to ensure prolonged stability in solution allowing IEDDA
reactions on biomolecules (Fig. 9C). With this approach the highly
structured 77 nt Methynococcus jannaschii tRNA was fluorescently
labeled in the anticodon loop.137

One significant advantage of the two-step labeling approach is
the higher tolerance of several polymerases for small functional
groups, compared to sterically demanding reporter moieties
required in one-step approaches. Current work in the directed
evolution of polymerases suggests that the scope of compatible
functional groups can be significantly expanded in the future.140

However, this approach – with exception of the UBPs – still leads
to random incorporation which results in a lack of specificity.

2.4.2 Nucleic acid-modifying enzymes for two-step installation
of fluorescent labels. A complementary chemo-enzymatic
two-step approach for nucleic acid labeling relies predomi-
nantly on cosubstrate-dependent methylation reactions and
AdoMet analogs. Examples of MTase-directed labeling via
click reactions have been reviewed previously.141,142 The scope
of available AdoMet analogs with transferable groups was
continuously expanded over the past few years and comprises
terminal alkyne, alkene,143–145 azido and amino functionalities146

that can be modified in a second step via click chemistry
or N-hydroxysuccinimidyl-esterification (NHS-esterification). An
important recent addition to this toolbox were AdoMet analogs
with a norbornene moiety (Fig. 11), as they enabled a fast tetrazine

ligation for post-synthetic labeling of DNA and RNA.147 Lately,
AdoMet analogs were also used to modify DNA with photo-
cleavable groups.148

Two main strategies have been established to label DNA
using MTases and fluorophore bearing cofactors. The
Sequence-specific Methyltransferase-Induced Labeling (SMIL-
ing) approach relies on N-mustard analogs of AdoMet that form
aziridine AdoMet analogs carrying an aziridine ring at the 50-
sulfonium in an in situ reaction. A nucleophilic attack by the
target compound (e.g. an amino group of a DNA) induces a ring
opening and transfers the entire cofactor following an SN2
reaction mechanism similar to the direct labeling approach
described in 2008 with M.TaqI mentioned in Section 2.3.2.149

Du et al. used this method to transfer azido- and alkyne-
functionalized AdoMet analogs to DNA by the sequence-specific
MTases, M.TaqI and M.HhaI. The subsequent labeling with
fluorophores was achieved in a CuAAC reaction. Since DNA is
labeled sequence-specifically this approach shows promise to
further investigate biological methylation sites.150 This strategy
can also be used in one-step labeling experiments, as men-
tioned above (Section 2.3.2).116,151

The other widely used method in the field of two-step MTase
labeling is called Methyltransferase-directed Transfer of Acti-
vated Groups (mTAG). Like the SMILing method, it relies on
MTases and AdoMet analogs. However, in mTAG, the AdoMet
analogs are not completely transferred but act as cosubstrates
for transfer of an extended alkyl group. This approach was
implemented for numerous DNA and RNA MTases, but also for
other biomolecules.152 The AdoMet analogs often carry a
sulfonium-bound extended side chain with a terminal func-
tional group. If accepted by MTases, the target nucleic acid
will be covalently modified with functional groups that can be
labeled with a reporter group in a second step (Fig. 10B, 11).153

In 2007, the groups of Klimašauskas and Weinhold demon-
strated sequence-specific labeling of oligonucleotides by
functionalizing methylation sites of DNA with an amino group.
Plasmid DNA was modified using an AdoMet analog with an
amino-alkyl group within the side chain using the enzymes
M.TaqI or M.HhaI. A subsequent NHS-esterification resulted
in the desired fluorescence or biotin-labeled plasmid.154

More recent studies expanded the scope of transferred side
chain functionalities (amino-, azido-, alkyne-groups) leading to
a variety of modified DNAs amenable for labeling with click
reactions in vitro and in cell lysate.155

These advances in cosubstrate chemistry together with the
identification of suitable MTases156 have contributed to the
development of techniques like optical genome mapping57 or
electro-optical nanopore sensing.58

There are only few other classes of DNA-modifying enzymes
that have been harnessed to label DNA. Of note is the use of
b-glucosyltransferase (b-GT) from T4 bacteriophage for labeling
5-hydroxymethylcytosine in DNA (Fig. 10A, 11). Its cosubstrate
uridine 50-diphosphate glucose (UDP-glucose) can be modified
at the 6-position of the D-glucose residue with a functional group.
Similar to the above-mentioned procedures, the functionalized
DNA can be labeled in a second step using click chemistry.157
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This method was used to map the epigenetic modification that
leads to the formation of 5-hydroxymethylcytosine on genomic
DNA.158 In clinical diagnostics, the single-molecule detection of

5-hydroxymethylcytosine shows potential to diagnose several types
of blood and colon cancers by distinguishing between malignant
and healthy tissue.159

Fig. 10 Schematic overview of post-synthetic enzyme-mediated two-step covalent labeling of nucleic acids and its applications. (A) Beta-
glucosyltransferase (b-GT)-directed tagging of 5-hydroxymethylcytosine (5-hmC) in DNA. (B) Labeling of DNA and different RNA species using AdoMet
analogs and various MTases. (C) tRNAIle-agmatine synthetase (Tias)-directed tagging of RNA. (D) tRNA guanine transglycosylase (TGT)-mediated labeling.
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Also for RNA, a number of post-synthetic two-step labeling
strategies have been reported (Fig. 10B, 11). Similar to the DNA
labeling strategies mentioned before, a suitable MTase can be
used to transfer a functional group site-specifically from an
AdoMet analog to the RNA of interest for subsequent chemical
conjugation to a fluorophore. A privileged labeling position for
mRNA is the 50 cap, which is involved in several processes like
nuclear export, translation and stabilization of mRNA.160

Furthermore, the cap provides various positions for enzymatic
modification. In 2013, our group presented a two-step labeling
approach based on a trimethylguanosinesynthase (Tgs) variant,
which recognizes the N7 methylguanosine triphosphate of the cap
and enables the transfer of functional groups to the N2 position of
this guanosine. A variant of the Tgs from Giardia lamblia (GlaTgs)
was able to transfer alkene and alkyne groups from an AdoMet
analog to the 50 cap. The alkyne-functionalized mRNA was then
fluorescently labeled via CuAAC.143 The same enzyme also proved
suitable to transfer an azido and an alkene group to label RNA
using the SPAAC, IEDDA or photo-click reaction.145,161 To provide
a way for intracellular functionalization and click labeling reac-
tions, the two-step approach was implemented in a biocatalytic
cascade starting from stable methionine analogs, which – in
contrast to AdoMet analogs – are cell permeable.162

More recently, the N7 position of the guanosine of the cap
has been modified using the highly promiscuous MTase from
Encephalitozoon cuniculi (Ecm1). This enzyme efficiently trans-
fers bulky side chains and thus expands the scope of enzymatic
modifications. In 2016, we reported a method to label target
mRNA in cells. The N7 position of the 50 cap was enzymatically
modified with Ecm1 using various AdoMet analogs. The func-
tionalized mRNA was used for transfection of HeLa cells.
Subsequently, the cells were incubated with a clickable fluor-
ophore conjugate. This intracellular bioorthogonal RNA labeling
may prove useful for investigating the subcellular RNA localiza-
tion during dynamic processes.163

Due to its cosubstrate promiscuity, wild-type Ecm1 was suita-
ble for the transfer of norbornene moieties that were tethered to
SAH via benzylic linkers, stabilizing the corresponding AdoMet
analog and promoting rapid transfer. The norbornene was sub-
sequently reacted in a tetrazine ligation to label mRNA in cell
lysate. These results are promising for future application in
cells.147 The GlaTgs and Ecm1 based strategies have also been
combined, resulting in a double labeled 50 cap.164

Although mRNA plays a key role in gene expression and is
extensively studied, the majority of RNAs are non-coding,
necessitating approaches to label them specifically for biophy-
sical and cellular studies. In particular, miRNAs and siRNAs
have attracted a lot of attention as crucial regulators of gene
expression in organisms ranging from plants and insects to
mammals.165 The 20-O-methyltransferase from Arabidopsis
thaliana (HEN1) was utilized to label miRNA and siRNA
duplexes. Similar to Ecm1, GlaTgs or M.TaqI it uses AdoMet
as a cosubstrate and is sufficiently promiscuous to transfer
extended side chains. HEN1 was used to functionalize small
double stranded RNAs, like miRNA or siRNA, by transferring a
functional group (amine, thiol, alkyne, azide) with an extended
linker onto the 20-O position of a 30-terminal nucleotide of a
small RNA duplex or heteroduplex (Fig. 10). Subsequent ester-
ification or click chemistry completed the labeling.166,167 While
the HEN1 MTase from plants only modifies dsRNA, the HEN1
enzyme from Drosophila turned out to modify the 30-end of all
RNAs, further expanding the scope. The labeling approach
with HEN1 has not been tested in cells yet. However, due to
the recently optimized conditions for the enzyme, resulting in
improved efficiency, this strategy can form the basis for in vitro
and in vivo labeling of specific RNAs in single stranded RNA pools,
which could become highly relevant for RNA sequencing.121

Comparable strategies can be applied for tRNA labeling. The
MTase Trm1 from Pyrococcus furiosus was used to fluorescently
label the N2-position of guanosine-26 in tRNAPhe. Trm1
requires an RNA substrate forming a stem loop structure.168

However, it is promiscuous regarding the cosubstrate and can
transfer an azide bearing extended side chain from an AdoMet
analog to tRNA. Subsequent click chemistry enabled fluores-
cent labeling of RNA.169

The only enzyme reported to date that can be used for
sequence-specific modification of RNA is a box C/D small
ribonucleoprotein RNA 20-O methyltransferase (C/D RNP) from
the thermophilic archaeon, Pyrococcus abyssi. It has been used
to functionalize tRNA, rRNA and spliceosomal RNA with alkyne
moieties at specific target sequences corresponding to a pro-
grammable guide RNA.170 The required functionalization of the
alkyne group based on the CuAAC reaction renders these
methods disadvantageous for applications in cells.

Although the methods of using nucleic-acid modifying
enzymes are widely used, chemo-enzymatic RNA labeling is
not restricted to AdoMet analogs as cosubstrates. For example,
the tRNAIle2-agmatidine synthetase (Tias) with its unique RNA
sequence-specificity and cosubstrate promiscuity has been
applied to site-specifically transfer azido and alkyne groups to
an RNA target in vitro and in mammalian cells.171 The RNA was

Fig. 11 Chemical structures of functionalities transferred to nucleic acids
using b-GT, MTase, Tias or TGT and the corresponding cofactors.
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subsequently labeled via click chemistry. For the modification,
Tias requires an agmatine analog instead of the AdoMet
analogs used by MTases (Fig. 10C, 11). Agmatine analogs with
suitable functional groups were synthesized and accepted by
Tias. A related approach that also provides site-specific labeling
of RNA in mammalian cells is based on tRNA guanine trans-
glycosylase (TGT) from Escherichia coli.120 This enzyme is a key
element of the recently established RNA-TAG (transglycosyla-
tion at guanosine) strategy, which allows genetically encoded
site-specific labeling of large transcripts by employing modified
mRNA (mRNA bearing 5-methylcitidine and pseudouridine sub-
stitutions). The TGT enzyme together with a 7-deazaguanine
derivative (preQ1), which served as cosubstrate, were used in an
RNA-TAG experiment that permitted the enzymatic transfer of a
tetrazine to mRNA (Fig. 10D, 11). In a subsequent step a fluoro-
phore was attached to the mRNA by tetrazine ligation.172

2.5 Ribozymes

In recent years, ribozymes and deoxyribozymes have become
versatile tools to label RNA with fluorescent tags, either directly
or in two steps.

Vauléon et al. engineered a small twin ribozyme that mediates
specific exchange of RNA patches. If the patch is functionalized,
e.g. by an amino group, the entire RNA will be functionalized and
prepared for subsequent chemical conjugation (Fig. 12A). This
patch needs to be provided and chemically modified, if an
application in cells is envisioned.173 Recently, a 42 nt long
catalytic RNA from the thermophilic archaeon, Aeropyrum pernix
was discovered, which catalyzes a reaction between a guanosine
and a disubstituted epoxide (Fig. 12B). To spot this activity, the
assay comprised epoxides with clickable/functional groups, which
specifically react with RNA containing functional groups with
enhanced nucleophilicity. The newly formed C–N bond resulted
in covalently functionalized RNA that was subsequently labeled
via click chemistry.174

In 2018, a polymerase ribozyme was reported, which
attaches one of various possible functionalized nucleotide
analogs at the 30-end (Fig. 12C). This ribozyme successfully
added nucleotides, which already carried a fluorophore or a
clickable functional group for fluorescent labeling and success-
fully labeled 5S-rRNA in total RNA.175

An alternative way to post-transcriptionally label RNA is
based on deoxyribozymes (DNAzymes) (Fig. 12D). Studies report
successful labeling by modifying an internal 20-hydroxy group
of an adenosine with either a GMP that carries a fluorophore
(or other reporters) or a functionalized tagging-RNA, which can
be further modified by NHS-esterification. DNAzymes catalyze a
sequence-specific nucleophilic attack at the desired position16,176

and attach a guanosine or adenosine equipped with a fluorescent
dye or a reactive handle under formation of a 20,50-linked phos-
phodiester with the RNA. The group of Höbartner also developed
another approach to transfer dyes or functional groups to RNA
with ribozymes, utilizing orthogonal substrates that are based on
the antiviral-drug tenofovir. Labeling of 16S and 23S rRNAs with
fluorescent dyes and attachment of functional groups was suc-
cessful in total cellular RNA.177

Furthermore, they developed a labeling strategy called
DEoxyribozyme-CAtalyzed Labeling (DECAL). To this end, a
tagging RNA with a 5-aminoallylcytidine was first labeled with
either a fluorescein or TAMRA fluorophore via an NHS ester-
ification. Subsequently, the 10DM24 deoxyribozyme, a catalytic
DNA, was used to covalently connect the 20-OH of a specific
adenosine of the target RNA with the 50-triphosphate of the
labeled tagging RNA. With this approach the folding of the
P4–P6 domain of Tetrahymena was observed via FRET.176 Based
on DECAL, Höbartner et al. developed, in 2018, the FH series
ribozymes, FH14 and FH31. With these ribozymes, the 5S rRNA
from E. coli was covalently labeled with fluorescein, ATTO550 and
Cy3. The FH ribozymes, similar to the 10DM24 deoxyribozyme,
catalyze the phosphodiester formation by connecting the 20-OH of
the target RNA with the a-phosphate of the 50-triphosphate of
the labeled RNA.178 The DECAL strategy allows labeling, even
multiple color labeling, of long RNAs, which is difficult to achieve
by solid-phase synthesis. For every new target site the binding
arms of the deoxyribozymes have to be adapted.176

Ribozyme- and deoxyribozyme-assisted strategies are highly
versatile for in vitro labeling, but not yet suited for in-cell
experiments. Even if problems like NTP delivery in cells are
solved, obstacles like competition with endogenous nucleotides
or background fluorescence must be overcome before experi-
ments in cells can succeed.

3 Labeling nucleic acids with other
reporters

Fluorescent labels are the most widely applied reporters
attached to nucleic acids and undoubtedly enable numerous
biophysical and intracellular studies. In the previous chapters,

Fig. 12 Ribozyme-assisted labeling of nucleic acids. (A) Twin ribozyme-
mediated insertion of short-labeled RNA fragment by strand exchange.
(B) Ribozyme-directed reaction between a labeled electrophile and nucleo-
philic groups in RNA. (C) Polymerase ribozyme-based strategy to attach
functionalized or labeled nucleotides at the 30-end. (D) DNAzyme-assisted
labeling of 20-OH of internal adenosine residues using functionalized GTP.
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we elaborated on methods for their random or site-specific
incorporation and pointed out which ones are compatible with
applications in cells. This chapter aims to introduce different
reporters than fluorescent labels for nucleic acids including a
glimpse of their current and future applications. The methods
to incorporate these reporters rely on the strategies outlined
previously (Section 2) and thus, again, can be divided into
chemical and chemo-enzymatic approaches.

3.1 Chemical non-fluorescent labeling of nucleic acids

One important factor for the investigation of nucleic acids is to
use biologically relevant conditions. Therefore, the determina-
tion of long-range distances is critical to probe conformational
changes in folding and function in complex systems.11,15,16 Two
strategies, which fulfill these demands, are FRET (based on
fluorescent labeling) and electron paramagnetic resonance
(EPR) spectroscopy.179,180 EPR spectroscopy requires an
unpaired electron, which can be introduced by a spin label,
usually as a nitroxyl radical (N–O) that is incorporated into a
heterocyclic ring (Fig. 13A). Spin labeling of nucleic acids
can be performed during chemical oligonucleotide synthesis
(Section 2.1)181,182 or post-synthetically via click chemistry.183

A current limitation for the application of spin labels in cells is
the stability of the unpaired electron, which is quickly reduced
under cellular conditions. The broadly applied gem-dimethyl
nitroxide spin label is therefore not suited for cell experiments.
For that reason, other spin labels were recently investigated
and showed that gem-diethyl nitroxide labels, which were
introduced via click chemistry, provide higher stability against
reduction in HeLa cell lysate.184

Fluorophores are suitable for a wide range of biophysical
investigations but face limitations with respect to photo-
bleaching, chemical stability and quantum yields. Quantum
dots are luminescent semiconductor nanocrystals and show
promising optical properties like broad absorption and narrow
photoluminescence, allowing for a bioorthogonal setup with-
out influencing chromophores present in biological systems,
high resistance to photo-bleaching and high quantum yield.185

These quantum dots can be covalently attached to DNA by
NHS-esterification between amine-functionalized DNA and car-
boxylic groups that are present on the quantum dot surface
(Fig. 13B).186 However, the quantum dot strategy requires an

excess of reagent, several purification steps and the surface of
the quantum dots could react with other molecules within cells
or cell lysate.186

3.2 Chemo-enzymatic non-fluorescent labeling of nucleic
acids

To study weak or transient interactions between nucleic acids
and proteins, photo-cross-linking is widely applied.187,188

However, strategies to site-specifically introduce photo-cross-
linking moieties using enzymes are rare. Recently, MTases
in combination with AdoMet analogs were used to install
photo-cross-linking moieties in RNA (Fig. 14A), based on the
procedure described in Section 2 of this review. AdoMet analogs
that contain a side chain with photo-cross-linking moieties
were enzymatically transferred with Ecm1 to the 50 cap of
mRNA. The resulting product was successfully linked to the
cap-binding protein eIF4E enabling the study of RNA–protein
interactions.189

Biotin is another widely applied label for nucleic acids as it
can be used as reliable interface for enrichment and detection.
It can be introduced in the same way as fluorescent labels but
its enzymatic introduction is particularly relevant to make
certain nucleic acids, motifs or modifications in biological
samples accessible to further analysis, in particular by next
generation sequencing.

Song et al. biotinylated DNA at sites containing
5-hydroxymethylcytosine. They utilized the b-GT MTase and
an analog of the cofactor uridine 50-diphosphate glucose, with a
ketogroup to functionalize DNA at these modification sites.
Subsequent chemical conversion with biotin enabled enrichment
of DNA and detection of the modification sites at single base
resolution in DNA sequencing (Fig. 14B).190 A different approach

Fig. 13 Chemically introduced reporters (besides fluorophores) and their
application. (A) Introduction of spin labels in RNA and DNA using click
chemistry. (B) Attachment of quantum dots to functionalized DNA via
NHS-esterification.

Fig. 14 Chemo-enzymatically introduced reporters (besides fluoro-
phores) and their applications. (A) Incorporation of photocrosslinker via
MTase. (B) DNA biotinylation based on b-GT modification. (C) Biosensor
for detection of 5-hmC by modifying immobilized DNA (magnetic beads
are illustrated as black circle). (D) RNA MTase-directed modification and
subsequent clicking with biotin.
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to detect 5-hydroxymethylcytosine in DNA via biotinylation was
presented in 2016. The DNA was functionalized with an amino
group at 5-hydroxymethylcytosine with the help of the MTase,
M.HhaI and cysteamine. Biotinylation was then achieved with a
biotin-NHS-ester. Binding of an avidin–alkaline phosphatase fusion
protein forms a photoelectrochemical biosensor that enables highly
sensitive detection of 5-hydroxymethylcytosine (Fig. 14C).191,192

Biotin labeling was also used in the Rentmeister group in
cooperation with the Leidel group to detect MTase target sites
in RNA. The RNA was modified with alkyne groups at target
sites of wild-type METTL3–METTL14, which is an MTase
complex that usually transfers methyl groups to the N6 position
of adenosine but is also able to transfer propargyl groups
(Fig. 14D). The RNA was further conjugated to a biotin using
click chemistry. The biotin-labeled RNA in combination with
next generation sequencing allowed detection of the METTL3–
METTL14 target sites.193

Aside from biotin labels or optical detection, redox labeling
offers a viable alternative that is applied in sequencing and
diagnostics.194,195 A common strategy is to attach a redox active
group to a dNTP, which can be incorporated into DNA during
the polymerase based synthesis.196 In a recent report it was
shown that differently substituted ferrocene labels could be
incorporated into DNA using the above mentioned strategy.197

Due to the orthogonality of the oxidizable labels it was possible
to directly measure the relative abundance of two different
nucleotides in a target sequence.197 With future work, ortho-
gonal labels for all four nuclebase may become available and
provide a valuabe strategy for sequencing.

4 Metabolic labeling
4.1 Feeding nucleoside pre-cursors

Metabolic labeling typically makes use of cell-permeable
nucleotide pre-cursors, i.e. nucleosides or nucleobases. These
need to enter the salvage pathway and be processed to (d)NTPs
that can be used by polymerases (see Sections 2.3.1. and 2.4.1).
Hence, small modifications that do not interfere with metabo-
lism are preferred. Here, we will focus on modifications that
can be reacted with reporters via click reactions, typically to
achieve fluorescent labeling, but also other labels will be
mentioned where appropriate. For thiol-reactive chemistry,
which has proven particularly useful for studying transcrip-
tional dynamics, we refer to recent review articles.63,198

4.1.1 DNA labeling with alkyne-modified nucleosides. The
most commonly used clickable label for DNA to date is the
thymidine analog 5-ethynyl-20-deoxyuridine (EdU) which is
readily taken up by cells, metabolized to the corresponding
triphosphate and efficiently incorporated into DNA (Fig. 15).
The CuAAC reaction with a variety of azido-functionalized
fluorescent dyes enables visualization of DNA in various set-
tings – typically in fixed cells. Interestingly, stimulated Raman
scattering can even be used to directly image EdU in cells by
making use of the alkyne vibration.199 In combination with
colcemid treatment that arrests the division of cells in mitosis,

EdU labeling followed by click chemistry can be used for
multicolor imaging of chromosomal DNA, as an alternative to
non-covalent staining with propidium iodide or via FISH.200

Recently, EdU labeling was used in vivo in a mouse xenograft
model. EdU was injected intraperitoneally, the mice were
sacrificed and the DNA was labeled with a fluorescent azide.
Importantly, EdU labeling indicated proliferating areas of the
tumors, as validated by immunostaining.23

An interesting application for metabolic labeling of DNA was
to mark newly synthesized DNA in different viruses (adeno-
virus, herpes virus, vaccinia virus). During a significant part of
their replication cycles, viruses do not exist in the form of
morphologically distinct virus particles, but either as subviral
nucleoprotein complexes, as genetic information only, or as
newly-synthesized virion components.24 Detecting viral nucleic
acids is therefore a central objective for scientists who want to
image virus–cell interactions. After metabolic labeling using
various ethynyl-containing nucleosides at 1–2.5 mM (and fluor-
escent labeling via CuAAC), DNA trafficking could be visualized
at single-molecule resolution within mammalian cells using
super-resolution microscopy. Interestingly, different ethynyl-
modified nucleosides were incorporated with variable efficien-
cies into DNA virus replication sites, indicating that screening
is valuable to optimize virus genome labeling. The procedure
did not affect viral infectivity.201

Fig. 15 (A) Concept of metabolic DNA labeling. Deoxynucleosides
with small modifications (red triangle) are taken up by cells and enter
the salvage pathway to dNTPs. After polymerase-based incorporation into
DNA, click chemistry is used for (fluorescent) labeling. (B) Deoxynucleosides
successfully used for metabolic labeling. Abbreviations: EdU: 5-ethynyl-20-
deoxyuridine, F-ara-EdU: 20-deoxy-20-fluoro-5-ethynyluridine, dF-EdU:
20-deoxy-20,20-difluoro-5-ethinyluridine, EdC: 20-deoxy-5-ethynylcytidine,
EdA: 7-deaza-7-ethynyl-20-deoxyadenosine; AzC: 1-(2-azido-20-deoxy-b-
D-arabinofuranosyl)cytosine, AmdU: 5-(azidomethyl)-20-deoxyuridine; VdU:
5-vinyl-20-deoxyuridine; VTdT: 5-(vinylthio-ethoxycarbamoyl-methyl)-20-
deoxythymidine.
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Despite the widespread use of EdU for metabolic labeling, it
should be noted that this compound is toxic, and perturbs DNA
function and stability at concentrations in the micromolar
range.202–204 The arabinofuranosyl derivative, F-ara-EdU, was
found to be an alternative for metabolic incorporation into
DNA. F-ara-EdU (Fig. 15) proved less toxic than EdU and was
successfully used in cells and zebrafish. It proved superior in
experiments where long-term cell survival and/or deep-tissue
imaging was desired.205

Similar to EdU, the cytidine analog, 20-deoxy-5-ethynylcytidine
(EdC, Fig. 15), was shown to work for DNA labeling in vivo with
comparable efficiency.206 Ethynyl-modified purine analogs were
also reported. Here, 7-deaza-7-ethynyl-20-deoxyadenosine (EdA,
Fig. 15) exhibited selective metabolic labeling in cells and zebra-
fish embryos, whereas 7-deaza-7-ethynyl-20-deoxyadenosine (EdG)
was not suitable.207

4.1.2 DNA labeling with azido-modified nucleosides. To
benefit from copper-free click reactions, namely SPAAC, in
metabolic labeling, azido-modified nucleosides were devel-
oped. Aromatic azides show limited stability in water208 and
only very weak signals for labeled cellular DNA were obtained
with 5-azido-20-deoxyuridine (AdU). The benzylic azide, 5-(azi-
domethyl)-20-deoxyuridne (AmdU, Fig. 15), however, is stable
in solution and yields robust labeling of DNA after CuAAC
or SPAAC with a fluorophore.209 Together with F-ara-EdU and
5-bromo-deoxyuridine (BrdU), AmdU was used for three-color
staining of nuclei in fixed HeLa cells. AmdU enabled visualiza-
tion of DNA in unfixed (but permeabilized) HeLa cells using a
bicyclononyne-fluorophore.209

An azido group was also installed at the 20-position of
arabinose-analogs of cytosine (AzC, Fig. 15), albeit not with
labeling as the primary purpose.210 AzC is not only a clickable
analog but also a known anticancer prodrug. Surprisingly,
the compound – in combination with click chemistry – led to
efficient labeling of DNA in drug-resistant cells, whereas drug-
sensitive cells were less efficiently labeled. Detailed evaluation
and super-resolution imaging revealed stalled replication
forks as reason for high incorporation and – later – resumption
of DNA synthesis as reason for drug-resistance of these
cancer cells—a prime example of how nucleoside analogs can
contribute to understanding a fundamental mechanism of
toxicity.210

The potential alternative approach to realize SPAAC via
metabolic incorporation of strained alkynes has not been
realized to the best of our knowledge and is unlikely to be
compatible with the cellular machinery.

4.1.3 DNA labeling with modified nucleosides with other
functionalities. Metabolic labeling with 5-vinyl-20-deoxyuridine
(VdU, Fig. 15) was used to visualize DNA after IEDDA with a
fluorescent tetrazine.211 Much like the established EdU, the
modification of the nucleoside is extremely small, facilitating
efficient uptake and incorporation. Although the IEDDA reac-
tion in cells is preferentially performed with faster-reacting
strained alkenes, the VdU proved suitable for labeling in this
case. In combination with EdU, dual labeling of HeLa nuclei
was possible and pulse-chase experiments could be realized.

However, 3-fold higher concentrations of VdU (30 mM) than of
EdU (10 mM) were used in these experiments, suggesting that
the CuAAC reaction was more efficient than IEDDA with these
substrates.211 Further combination with BrdU labeling and
antibody-based detection now allows to label cells with three
distinct pulses. VdU was also used in combination with the
fluorogenic photo-click reaction.212 Here, a coumarin-fused
tetrazol and UV irradiation led to DNA labeling in cells and
zebrafish. A recent addition to nucleosides for metabolic DNA
labeling is vinyl thioether-modified thymidine (VTdT, Fig. 15),
which was used for DNA labeling in a hetero-Diels–Alder
reaction with an o-quinoline quinone methide.213

4.1.4 RNA labeling with alkyne-modified nucleosides.
Similar to EdU, ethynyl uridine (EU) is the most common
ribonucleoside used for metabolic labeling of RNA. It is readily
taken up by cells and enters the salvage pathway, resulting in
formation of the triphosphate, which is used for transcription
by all RNA polymerases. For RNA nucleosides, it is also impor-
tant to ensure that the respective NDPs are not substrates for
the ribonucleotide reductase that catalyzes the deoxygenation,
which would lead to dNTPs and incorporation in DNA.

Metabolic labeling of RNA with EU provides a way to label
all newly transcribed RNAs using the CuAAC in fixed cells but
cannot distinguish between different types of RNA.214 Although
widely used, it does impair cell proliferation, especially at
long incubations times (48 h).215 EU was injected into mice
intraperitoneally and click chemistry was performed in the
harvested organs 5 h later.214 It should be mentioned that
CuAAC can also be used to enrich nascent RNAs after metabolic
labeling.216 Together with NGS, this approach has recently
emerged as a powerful method to get insights into transcrip-
tional dynamics – also with other, notably thiol-sensitive,
chemistries as reviewed by Yamada et al.198

In addition to EU, the adenosine analogs N6-propargyl-
adenosine (N6pA) and 2-ethynyladenosine (EA) have been used
for metabolic labeling and subsequent click reactions in eukar-
yotic cells (Fig. 16).217,218 In addition to RNA polymerase I, II
and III, the modified adenosines are also used by PAPs,
providing access to monitoring poly(A) tail dynamics. To
achieve selective poly(A) tail labeling in eukaryotic cells using
EA, transcription was blocked by actinomycin. EA was also used
in frog oocytes, where polyadenylation of stored mRNAs hap-
pens during development and can be induced by addition of
progesterone.218 This experiment was not used to label but to
isolate RNA for subsequent NGS analysis.

4.1.5 RNA labeling with nucleosides with azides and other
functionalities. In addition to these ethynyl-modified nucleo-
sides, the respective vinyl-modified nucleosides 5-VU and 2-VA
(Fig. 16), were also successfully used for metabolic RNA label-
ing, whereas 5-vinylcytidine and 8-vinyl-modified purines
were not.215 The vinyl group was used for IEDDA reaction
with tetrazines, mainly for isolation of the respective tran-
scripts, and – in the case of 5-VU – also for visualizing nascent
transcripts in HEK293T cells (click reaction after fixation
and permeabilization). Interestingly, 5-VU was less toxic and
affected the expression of fewer genes than the widely used
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5-ethynyluracil (5EU)—a relevant finding, since metabolic
labeling should not interfere with other cellular processes.
5-Vinyluridine was also used for labeling during cell divsions
and tumor imaging in living mice,219 based on a photoclick
reaction triggered in the UV-A range.220

Only few azido-modified nucleosides – most notably 20-azido-
20-deoxyadenosine (20-azA, Fig. 16) – were successfully incorporated
in amounts relevant for RNA imaging in HeLa cells.221 In most
cases, the formation of the respective NTP is inefficient,
because the first kinase of the salvage pathway does not accept
the nucleoside analog. To circumvent this limitation, a kinase
of the salvage pathway responsible for the first phosphorylation
step but expressed only in few tissues, was targeted. The over-
expression and engineering of this uridine-cytidine kinase 2
(UCK 2) enabled efficient metabolic labeling with azidomethyl-
uridine (5AmU, Fig. 17) in HeLa cells—an important step
towards cell-selective labeling.222

4.2 Cell-selective metabolic labeling

Building on the concept of overexpression, it is also conceivable
to achieve metabolic labeling of nucleic acids exclusively in
a subset of cells—namely the ones expressing the particular

enzyme. However, this requires absence of metabolic labeling
in wildtype cells.

Cell-selective metabolic labeling of DNA was achieved for
cells infected with Herpes Simplex Virus-1 (HSV-1) and could
thus be used to visualize pathogen-infected cells.223 Here, a
gemcitabine metabolite analog, 20-deoxy-20,20-difluoro-5-ethynyl-
uridine (dF-EdU, Fig. 15) was used. The analog’s phosphorylation
depends on the herpes virus thymidine kinase and is not catalyzed
by the human enzyme.

In the field of RNA labeling, an interesting strategy
for cell-specific metabolic labeling is based on feeding
the modified nucleobase 5-ethynylcytosine (5EC, Fig. 17).
5EC is readily taken up by cells and can be processed to
5-ethynyluridine-monophosphate (EU-monophosphate) in two
steps. First, cytosine deaminase converts 5EC to 5EU, then
uracil phosphoribosyltransferase (UPRT) catalyzes formation
of EU- monophosphate (Fig. 17). Importantly, UPRT is lacking
in mammals but expressed in protozoan parasites, enabling
tissue-specific metabolic RNA labeling upon heterologous
expression, as originally demonstrated with 4-thiouracil and
termed ‘‘TU-tagging’’.224 The ethynyl group was used to detect
the RNAs and allowed cell-type specific gene expression data to
be gathered from Drosophila larvae.225 Cell-type specific RNA
labeling is an important step forward as it overcomes the
inherent non-specificity of metabolic RNA labeling approaches.

However, recent work showed that off-target cells can use
5EC to a limited extent, which causes background. Instead, the
combination of feeding 20-azidouridine (20AzUd, Fig. 17) and
urine-cytidine kinase 2 (UCK2) overexpression proved superior
to achieve cell-selective metabolic labeling.226 The above men-
tioned 5AmU also led to more efficient labeling in combination
with overexpression of suitable UCK2 mutants. However, in cell

Fig. 16 (A) Concept of metabolic RNA labeling. Nucleosides with small
modifications are taken up by cells and enter the salvage pathway to NTPs.
After incorporation into different types of RNA during transcription or by
PAPS, click chemistry is used for (fluorescent) labeling. (B). Nucleosides
successfully used for RNA metabolic labeling. Abbreviations: EU: 5-
ethynyluridine, EA: 2-ethynyladenosine, N6pA: N6-propargyl-adenosine,
5VU: 5-vinyluridine, 2VA: 2-vinyladenosine, 7-dVA: 7-deaza-7-vinyl-
adenosine, 20-azA: 20-azido-20-deoxy-adenosine. Arrows indicate uptake
of nucleosides and export of RNA.

Fig. 17 Approaches for cell-specific RNA labeling. (A) Cells overexpressing
UPRT, which is lacking in mammals can convert 5EC to EU-monophosphate.
WT cells can use 5EU to a limited extent, causing background. (B and C) Cells
overexpressing UCK2 or an improved variant can process 5AmU and 20AzUd
to the respective monophosphates. The monophosphates are processed to
the respective triphosphates and incorporated into RNA, which can be
labeled. In mammalian wildtype cells, low (A and B) or no (C) background
labeling is detected.
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viability and proliferation tests, cells fed with 20AzUd
performed better than cells fed with 5AmU.226 Subsequent
CuAAC was used to visualize nascent RNAs and confirmed
cell-specificity for 20AzUd, whereas 20-azidocytidine resulted
in RNA labeling also in the absence of UCK2 expression. As a
proof of concept, the method was used to enrich RNA from a
mixture of cells, as confirmed by RNA sequencing.226 This
combination of cell-selective metabolic RNA labeling with iso-
lation and sequencing bears huge potential for studying
dynamic aspects of the transcriptome. For labeling subtypes
of cells, the metabolic RNA labeling still has to compete with
the plethora of fluorescent proteins that can also be routinely
expressed in specific cells and tissues.

4.3 Feeding methionine analogs

Both DNA and RNA can be naturally modified after their
polymerase-based synthesis and the most prevalent modifica-
tion is methylation. Although simple and small, the effects of
methylation are remarkably relevant, with restriction/methyla-
tion systems in prokaryotes and epigenetic silencing by methy-
lation of CpG sites being the most remarkable examples. The
methyl group in the AdoMet originates from methionine.
Therefore, metabolic labeling of methyl-derived modifications
can be accomplished by feeding clickable analogs of methio-
nine, as performed with propargyl-selenohomocysteine (PSH)
for total RNA.193

Like in all metabolic labeling approaches, the specificity is a
major bottleneck for this approach as the resulting AdoMet
analog can be used by all sufficiently promiscuous MTases.
Therefore, this approach has not been used for labeling but for
isolation of the respective species after pre-enrichment of the
biomolecule class. RNA sequencing then gave insights into the
MTase target sites.193

4.4 Approaches to increase uptake or production of
nucleotides

Feeding cells with cell-permeable nucleosides or nucleobases
is convenient. However, for generation of the corresponding
NTPs, the first phosphorylation is often the critical step as the
kinase is highly specific and thus susceptible to non-natural
modifications—more than the subsequent kinases. Thus, the
first kinase is in many cases the limiting factor for the meta-
bolic incorporation of certain modified nucleotides. There are
two strategies to address this issue and they are detailed in the
following sections.

4.4.1 Synthesize the monophosphate and use a pro-label
strategy. The first strategy is to synthesize the required
50-monophosphate chemically. In the best case, this strategy
will allow incorporation of nucleotides with all modifications
accepted by polymerases. However, it shifts the problem to a
different field: now the uptake becomes more challenging, as
charged molecules, such as nucleotides, do not enter the cells
spontaneously. To increase the lipophilicity and cellular
uptake, a ‘‘Trojan horse’’ or ‘‘pro-label’’ approach (referring
to pro-drug approaches common in medicinal chemistry) can
be used.227

EdU was chemically monophosphorylated and esterified to
improve its function and maintain uptake,228 resulting in PEdU
(Fig. 18). Similar to F-ara-EdU, PEdU was less toxic than EdU
and suitable for DNA labeling in cells and mice that were
injected with PEdU.228 A cyclosal-phosphortriester of EdU was
also a suitable pro-label for feeding cells and labeling nuclei.229

Also azido groups were incorporated into DNA in cells and in
zebrafish by using membrane-permeable nucleotide triesters,
such as POM-AdmdU (Fig. 18).230

4.4.2 Use a delivery strategy to get nucleoside mono-di-
triphosphates into cells. In some cases, the modified triphosphate
was delivered into cells by transfection/permeabilization. Living
cells took up and metabolized 5-azidomethyl-UTP after treatment
with a transfection reagent.131 The resulting RNA was labeled via
Staudinger ligation or a click reaction. However, the spontaneous
uptake of mono-, di- or triphosphates into cells did not take place.

Recently, a synthetic nucleoside triphosphate transporter
(SNTT) was developed to address this issue. The SNTT is based
on a cyclodextrin scaffold equipped with a receptor moiety for
the triphosphate and a cell-penetrating agent (Fig. 18).231 This
SNTT managed to transport fluorescently labeled NTPs into
cells and was used for DNA labeling in live cells.232

5 Conclusions

In summary, many approaches exist to label nucleic acids for a
specific purpose but there is no general solution that fits all.

Site-specific labeling of short nucleic acids for biophysical
studies can best be achieved by solid-phase synthesis. Iso-
morphic nucleobases that do not interfere with the secondary
structures are particularly useful, and we presented well-known
examples like 2-aminopurine as well as recent additions to
this toolbox, that are red-shifted or compatible with two-
photon excitation (qAN1–4, extended uridines). However, if
fluorophores with high photostability and quantum yield are
needed or different labels have to be tested (e.g. for cellular

Fig. 18 Approaches to increase uptake of deoxynucleoside phosphates.
(A) Membrane-permeable phosphotriester derivatives successfully used as
pro-labels for DNA metabolic labeling. (B) Schematic illustration of the
synthetic nucleoside-triphosphate transporter (SNTT).231 A labeled dNTP
binds to the transporter that enters the cell via a cell-penetrating peptide.
Cellular ATP binds to the transporter, facilitating release of the labeled
dNTP and subsequent DNA metabolic labeling.
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applications or as efficient FRET pairs), two-step-approaches
provide more flexibility regarding the label. Most of the
bioorthogonal groups presented in Section 1 – namely alkynes
(both terminal and strained cyclic ones), tetrazines, and several
strained alkenes – are compatible with solid-phase synthesis.
Azides have proven to be difficult in solid-phase synthesis,
although approaches are being developed to solve this limitation.

For longer nucleic acids, ligation of a short chemically
modified fragment and a long enzymatically produced frag-
ment is a widely used strategy – in particular for RNA labeling.
However, the additional step makes the overall procedure
tedious and reduces the yield. Thus, straightforward efficient,
site-specific labeling of long nucleic acids is still highly
sought after.

The chemo-enzymatic post-synthetic modification of nucleic
acids represents the other side of the spectrum and nicely
complements the possibilities of solid-phase synthesis. It
proves useful for sequence- and site-specific modification of
nucleic acids and is – in principle – independent of the length.
MTases, TGT and Tias have proven highly valuable to introduce
numerous labels – either directly or in combination with click
chemistry. The TGT or Tias recognition motif can be appended
to the nucleic acid sequence, partially solving the above men-
tioned goal of labeling long nucleic acids site-specifically, albeit
at the cost of having changed the nucleic acid sequence.

The mild reaction conditions typically required for enzy-
matic conversions are compatible with introduction of azides,
although attention has to be paid to reducing conditions in
buffers or the cellular milieu. On the other hand, in contrast to
solid-phase synthesis, enzymes have not been used to directly
attach bulky strained alkenes, such as DBCO or TCO to nucleo-
sides. If such moieties were enzymatically introduced (both by
polymerases or MTases), they were usually attached via an
extended linker, such as a rigid alkyne-based linker (Fig. 7) or
a benzylic linker (Fig. 11).

Polymerases have been thoroughly tested for their ability to
accept modified (d)NTPs. The resulting nucleic acids are par-
tially or completely labeled at specific nucleotides, however, the
labeling is usually not position-specific. To achieve site-specific
labeling of nucleic acids with polymerases, the UBPs are a great
recent addition to the toolbox. UBPs are treated in a separate
article in this special edition. Future developments in this field
will show, whether this approach – that currently requires
significant synthetic efforts – will become straightforward and
widely used in life sciences, e.g. by commercialization of
primers containing UBPs for site-specific introduction of mod-
ification sites by PCR. The same is true for recent advances in
(deoxy)ribozymes and their application as a general labeling
strategy. If the design rules for a specific sites are straightfor-
ward, and both the (deoxy)ribozyme and the fluorescent
substrates are commercially available, this approach bears
potential to become a standard technique in molecular biology
for labeling long nucleic acids.

The last part of this review introduced methods for meta-
bolic labeling of nucleic acids. For this approach, three aspects
are of key importance: (i) cell permeability, (ii) compatibility

with the salvage pathway, where the critical step is usually the
first phosphorylation of nucleosides and (iii) compatibility with
polymerases. Similar to the in vitro labeling with polymerases,
metabolic labeling lacks position-specificity. In the case of
RNA, the different types of RNA (rRNA, tRNA, mRNA and more)
cannot be specifically addressed. Nevertheless, metabolic label-
ing brings a new twist to studying nucleic acids in cells, as
dynamic aspects can be followed in combination with NGS.
Thus, labeling of nucleic acids can be combined with click
chemistry for affinity enrichment rather than fluorescent label-
ing and imaging. The combination of metabolic labeling and
NGS is an emerging field enabling studies of transcriptional
dynamics and potentially modification dynamics in the future.
Therefore, the recent development of cell-specific metabolic
labeling approaches bears exceptional potential, especially in
the light of single-cell sequencing to understand the function
and development of individual cells in complex organisms.
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