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Dependence of click-SELEX performance on the
nature and average number of modified
nucleotides†

Julia Siegl,a Olga Plückthuna and Günter Mayer *ab

The click-SELEX procedure enables the identification of nucleobase-

modified aptamers in which chemical entities are introduced by a

copper(I)-catalysed alkyne-azide ‘click’ reaction. Here we report on the

impact of modified nucleobases on PCR conditions and the average

amount of modified nucleobases on click-SELEX performance. We

demonstrate click-SELEX being strongly dependent on which and on

how many modifications are used. However, when using C3-GFP the

number of modifications did not impact the overall success of the

selection procedure.

Introduction

Molecules that specifically interact with proteins are important
tools in biomedical research. Besides antibodies and nano-
bodies, nucleic acid-based molecules have emerged over the
past decades as promising macromolecular ligands, with appli-
cations in basic science and synthetic biology, but also as
therapeutics and diagnostics.1,2 Chemically functionalized
DNA libraries using click chemistry3,4 provide a valuable strat-
egy to generate nucleobase-modified aptamers, so-called click-
mers, binding to a variety of target molecules.5 This approach
enables the incorporation of virtually any chemical modification,
which is available as an azide and compatible with the conditions
of copper(I) catalysed alkyne-azide cycloadditions and subsequent
enzymatic steps during the click-SELEX procedure.6 Nucleobase-
modified DNA aptamers and deoxyribozymes, oligonucleotides
with an altered phosphate-sugar backbone and aptamers with
extended alphabet, e.g., bearing non-canonical base pairs, are of
high interest in biomedical applications and as superior DNA-
based catalysts.7–13 Each of these technologies bear intrinsic

advantages, limitations and challenges, e.g., compatibility with
amplification steps of the SELEX procedure or the requirement of
specifically evolved polymerases or newly established sequencing
approaches. The click-SELEX procedure overcomes some of these
limitations in regard of nucleobase-modifications and compati-
bility with PCR, as the ethynyl modified nucleobase C5-ethynyl-
deoxyuridine can be used during PCR simply by replacing thymi-
dine triphosphates. However, currently, the methodology is lim-
ited to one modification per DNA strand but has been shown to be
adaptable to multiplex formats, thereby assaying several chemical
entities simultaneous.14,15 Here we describe the suitability of
different chemical entities for being used in the click-SELEX
procedure, the impact of modifications on PCR performance,
and the relation of selection output on the statistical number of
modifications per DNA strand in the starting library. Our experi-
ments reveal that the PCR performance is more reliable when
using less modifications per DNA sequence. Using a model target,
the success of the selection experiment, however seems to be less
affected and not directly impacted by the average amount of
chemical modifications per DNA strand in the starting library.

Results

Previously, we employed several azides for CuAAC to modify
DNA libraries and subjected these to click-SELEX procedures.
Among them, we used indole, benzyl, and other aromatic
residues and successfully identified clickmers binding to cycle
3 Green Fluorescent Protein (C3-GFP),5 streptavidin,14 CXCL9,15

and D9-tetrahydrocannabinol.16 To more systematically investi-
gate the suitability of individual azide moieties for the click-
SELEX procedure, we performed click-SELEX targeting C3-GFP
using eight different representative and available azides
(Fig. 1A). Among those, we were able to enrich libraries with
improved binding capabilities using indole (In-dU, Fig. 1B),
benzyl (Bn-dU), Fig. 1C) and benzofuran (BF-dU, Fig. 1D). None
of the other entities lead to the enrichment of binding species.
Moreover, the selection procedure had to be terminated due to
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the occurrence of PCR by-products (ESI† Fig. S1) and were
thus not further characterized. This finding is in accordance
with recently published results from split-combine selection
procedures,14 in which also In-dU, Bn-dU, and BF-dU as well as
ethylamine (Ea-dU) and 4-chloro benzyl (ClBn-dU) were used,
leading to clickmers only when using In-dU, BF-dU and Bn-dU. The
enriched libraries revealed click-dependent binding (Fig. 1B–D) and

were further analysed by next-generation sequencing (NGS). This
analysis revealed a strong reduction of the number of unique
sequences, most pronounced by using BF-dU, followed by In-dU
and Bn-dU (Fig. 1E). Likewise, the distribution of nucleotides
changed strongly from the staring library (Fig. 1F) to the enriched
libraries from selection cycles 10 (In-dU, Fig. 1G) and 8 (Bn-dU, and
BF-dU, Fig. 1H and I), respectively.

Fig. 1 Click selections with various modifications targeting C3-GFP (A) Scheme of chemical structures of azide modifications in correlation with
successful selection for C3-GFP (checkmark indicates successful enrichment, x indicates no enrichment) (B–D) Enrichment of selections targeting
C3-GFP with indole (In-dU) (B), benzyl (Bn-dU) (C) and benzofuran (BF-dU) (D) modification after 10 or 8 selection cycles. 500 nM Cy5 labelled DNA from
the starting library (SL) or the last selection round (c10/c8) were analysed either modified or unmodified (E-dU) for binding to C3-GFP with flow
cytometry. In all 3 selections an increase in binding can be seen with the modification of the last selection round (n = 2, mean +�SD) (E–I) NGS analysis of
the three C3-GFP selections. (E) Analysis of the unique sequences in the respective libraries over selection cycles 4, 6, 8, and 10 (F–I) Nucleotide
distribution of the starting library (F), indole cycle 10 (G), benzyl cycle 8 (H) and benzofuran cycle 8 (I). All three selections show a strong enrichment of
single sequences in the last selection round.
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We next investigated the impact of the clicked-in modifica-
tions on the PCR performance. Therefore, we employed qPCR
and compared Ct values obtained from the DNA library (built
from canonical nucleotides), the respective EdU-modified
library (replacing thymidine by EdU) and library variants
modified with different azides. For this analysis we chose
In-dU, Bn-dU, phenol-dU (Phe-dU), guanidinium-dU (Gua-dU),
and lactose-dU (Lac-dU) as representative entities covering

aromatic, polar, aliphatic, and larger residues. Likewise, we
varied the average number of EdU residues per DNA strand,
having either 5.5, 7.0, or 9.3 EdU (Table 1). The qPCR data
reveal that less EdU content results in a PCR performance more
similar to the one of the naı̈ve DNA, whereas applying click
chemistry conditions only (in the absence of an azide) already
impacts PCR yields (Fig. 2A). The introduction of modifications
further reduces PCR performance, although less pronounced
when using libraries having an average of 5.5. EdU molecules
and gradually decreasing when using libraries with 7.0 to
9.3 EdU (Fig. 2A). Interestingly, the chemical nature of the
clicked-in modification seems to have less impact on PCR
performance. We also applied variations of the PCR conditions,
e.g., change of elongation time and temperature, variation of
the Mg2+-ion concentration, addition of DMSO, and using
different polymerases (ESI† Fig. S2 and S3). None of these
variations improved PCR performance significantly. We also

Table 1 NGS analysis of the nucleotide distribution of the three different
EdU containing DNA libraries

Nucleotide [%]

Library A EdU C G

9.3 8.6 9.3 8.8 15.2
7 12.3 7.0 12.0 10.7
5.5 11.3 5.5 11.9 13.2

Fig. 2 qPCR analysis of DNA libraries with various EdU content. Depicted is the threshold cycle (CT). (A) Analysis of PCR amplification with synthetic DNA
libraries as template. Template was either naı̈ve DNA or with different EdU content (5.5, 7 or 9.3 EdUs in random region). Libraries were analysed
untreated (E-dU), incubated in click solution but without azide (c.s.), or click modified with different azides (indole (In-dU), benzyl (Bn-dU), phenol (Phe-
dU), guanidine (Gua-dU), or lactose (Lac-dU)). (n = 6, mean � SD). (B) Analysis of amplification with synthetic or pre-PCR amplified DNA libraries as
templates. Templates were either naı̈ve DNA or DNA with different EdU content (5.5, 7 or 9.3 EdUs in the random region). Libraries were analysed
untreated (E-dU), incubated in click solution but without azide (c.s.), or click modified with indole azides (In-dU) (n = 2, mean � SD).
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Fig. 3 Click SELEX with DNA libraries with various EdU content targeting C3-GFP. (A) Enrichment of selections targeting C3-GFP with indole (In) with
three different DNA libraries. Cy5 labelled DNA (300 nM) from the starting library (SL) or the last selection cycle (c7) were analysed either indole modified
(In-dU) or unmodified (E-dU) for binding to C3-GFP by flow cytometry. (n = 2, mean � SD) (B–J) NGS analysis of the three C3-GFP selections. (B–D)
Nucleotide distribution of the starting library (SL) and selection cycle 7 of library with 5.5 (B), 7 (C), or 9.3 (D) EdUs. (E) Analysis of the unique sequences in
the respective libraries over selection cycles 2, 4, 6 and 7 of the three DNA libraries. (F–H) Frequency of the 3–4 most enriched sequences for selection
with 5.5 EdU (F), 7 EdU (G) and 9.3 EdU (H). (I) Overlap of sequences between the three click selections. (J) Number of EdU nucleotides within the three
libraries with respect to analysed SELEX cycles. (K) Flow cytometer binding assay of selected sequences. Cy5 labelled DNA (300 nM) from the starting
library (SL) and selected sequences were analysed either indole modified (In-dU) or unmodified (E-dU) for binding to C3-GFP with flow cytometry (n = 2,
mean � SD).
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analysed the PCR performance of synthetic libraries compared
to pre-amplified libraries and different EdU content. As expected,
pre-amplified libraries reveal a better performance, as these
libraries are already adapted to the amplification procedure and
the number of non- or hardly amplifiable sequences are lower
(Fig. 2B). Applying click conditions only, In-modifications
and different EdU content (Fig. 2B) follows the same trend when
using synthetic libraries as observed in the previous experiments
(Fig. 2A).

Having shown the impact of the average number of EdUs on
PCR performance, we next analysed its impact on enrichment
during click-SELEX. Therefore, we performed three click-SELEX
experiments targeting C3-GFP using previously reported condi-
tions and DNA libraries with the indicated average number of
EdUs modified with In. We analysed the binding properties of
enriched compared to the starting libraries by flow cytometry
and observed enrichment of binding species independent of
the amount of EdU employed after 7 selection cycles (Fig. 3A).
Interestingly, the signal intensity of the starting library is
increasing with the average number of EdUs (Fig. 3A), which
is in line with previous data revealing dependency of inter-
action properties of the starting library when using different
types of click-in entities. We subsequently performed next-
generation sequencing (NGS) of the selected libraries. This
analysis revealed a distribution of EdU in the starting libraries
of 5.5, 7, 9.3 EdUs, respectively (Fig. 3B and Table 1). The
libraries of selection cycles 7 in turn, reveal a defined pattern of
enrichment of specific nucleotides at different positions of the
random region, which is most pronounced in the library having
an average number of 9.3 EdU per strand (Fig. 3B and ESI†
Fig. S4–S6). In accordance with this observation, the number of
unique sequences in each population of enriched libraries
declines rapidly in the library having an average number of
EdU of 9.3 and gradually to a lesser extent when using a lower
amount of EdUs in the starting libraries (Fig. 3C). We chose two
representative sequences (Table 2 and ESI† Table S3–S5) from
each of the three selections and performed binding experi-
ments to validate that all conditions indeed yield monoclonal
clickmers binding to C3-GFP. Besides the most frequent
sequence found in the enriched DNA populations from selec-
tion cycle 7, we choose additional sequences with similar
enrichment profiles (Fig. 3F–H). The overlap of sequences

among the three selections was found to be very low, i.e. 4, 5,
10, 91 out of 0.4–1.0 million sequences (Fig. 3I and ESI† Table
S6). Interestingly, the EdU content of the library starting from
an average number of 5.5 per sequence changed significantly
over the course of the selection, whereas the EdU content of the
9.3 and 7.0 libraries remained similar when comparing round 7
DNA with the starting library (Fig. 3J). All sequences were found
to bind to C3-GFP and only when modified with In (Fig. 3K).
These data are in line with results obtained from click-SELEX
procedures targeting C3-GFP. With exception of clickmer
7EdU(1) these clickmers share a sequence motif (CTTTGAA-
TATGTAG) with the previously identified clickmer I10,14 indi-
cating a robust and reproducible enrichment process.

Discussion

In conclusion, we describe the impact of several parameters on
the click-SELEX process and the amplification behaviour of
chemical modified libraries used for this procedure. Using the
model protein C3-GFP as target molecule in the selection
experiment, we found that not all used chemical entities were
compatible with the click-SELEX approach. Importantly, when
using individual chemical entities, the selection could not be
driven to completion and had to stop early on in the procedure.
This was mainly due to the onset of by-products,17 which
usually counteract on the enrichment of binding species. This
limitation can putatively be overcome by changing the library
design, e.g., by using less modifications per DNA strand,
different primer binding sites or by implementing emulsion
or digital droplet PCR. As our study is limited to C3-GFP using
other target proteins might reveal a different set of modifica-
tions which indeed lead to clickmers. ClBn-dU has been used in
a split-combine click-SELEX approach,14 in which 5 different
chemical entities were used simultaneously. In this process,
by-product formation was not observed, probably due to the
presence of other entities, i.e. Bn-dU, In-dU and BF-dU that
enable smooth PCR performance and enrichment of binding
species. But also, in this approach ClBn-dU dependent click-
mers were not enriched. In most of our previous studies, In-dU,
BF-dU, and Bn-dU were used successfully in click-SELEX and
found leading to target-specific clickmers.

Table 2 Random region and EdU content of main sequences found in the next-generation-analysis (NGS) of the click SELEX targeting C3-GFP with the
three different libraries (9.3 EdU, 7 EdU and 5.5 EdU)

Name Random region EdU content

9 EdU (1) CGTAGCTTTCGATATGTTGCCGGGGGGTAACGAGGCCGGGGC 9
9 EdU (5) CGCGGTGAACAGAACCGGCTTTCGATATGTAGGTGCGAACAC 8
9 EdU (19) CTGTCGGACGAGTTGTAGCCCCGGCTTTGCATATGTAGGGG 11
7 EdU (1) TGGACAGACCATAACCTGTAACCCCTACACCTTCCAGGGGC 7
7 EdU (5) AGCAACTCGGCTTTCAATATGTAGAGATGAAACGGGAACCA 8
7 EdU (8) TACGTGCTGACATCGACGGCTTTGAATATGTAGGAGGACCGG 10
7 EdU (21) TGAGCCTACTTTAACGGCATATCGAACCCCCGGGGAACTGC 8
5.5 EdU (1) CCGGCCTTTCGATATGTAGGACCCGGGGTCATTGCCAAGGAA 9
5.5 EdU (3) CGGAGGACCTACGGAAGCGCCACGGCTTTCGATACGTAGGGG 6
5.5 EdU (4) AGGGCCACGAACTAGCGCGCCTTTCGATATGTAGCACGGTAA 8
5.5 EdU (7) CAGCAACTTTCGATATGTACGGCCGAGGTCTAAGACGGTCGC 9
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PCR performance assessment revealed that the average
number of EdU residues per DNA strand as well as the condi-
tions of the click reaction do have an impact, most likely due to
minor DNA damage occurring during the click reaction.18,19

Surprisingly, the nature of the clicked-in molecule had less
impact on PCR performance than previously expected. Even
larger molecules, such as lactose were tolerated very well. This
might be due to the imprinting step during PCR, i.e. the
replacement of the chemical modified EdU-residue in the
DNA by EdU during the first extension cycle of the PCR
reaction, which subsequently is used as template for the
following PCR cycles. Although it has been shown previously,
that fully and modified DNA templates can be amplified by
PCR,20,21 a reduction of the number of EdUs per strand was
found to have no strong impact on the overall enrichment of
binding species, although the occurrence of high copy number
sequences, correlating with the number of unique sequences in
the selected DNA populations, was found shifted to later
selection cycles. Indeed, using an average of 5 EdUs per strand
has become a standard in out lab for click-SELEX experiments.
The investigated parameters represent important details to
finetune and optimize selections using click-modified nucleic
acid libraries for the identification of interaction partners, not
only for proteins but also for small molecules and other targets.
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and G. Mayer, Identification and characterization of
nucleobase-modified aptamers by click-SELEX, Nat. Protoc.,
2018, 13, 1153–1180.

7 M. Kimoto, R. Yamashige, K. Matsunaga, S. Yokoyama and
I. Hirao, Generation of high-affinity DNA aptamers using an
expanded genetic alphabet, Nat. Biotechnol., 2013, 31,
453–457.

8 K. Sefah, Z. Yang, K. M. Bradley, S. Hoshika, E. Jiménez,
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