Antimicrobial research: Novel bioknowledge and educational programs (A. Méndez-Vilas, Ed.)

Aptamers as promising agents in diagnostic and therapeutic applications

D. Kubiczek', N. Bodenberger1 and F. Rosenau'
! Center for Peptide Pharmaceuticals, University Ulm, Albert-Einstein-Allee 11, 89081 Ulm, Germany

Keywords: Aptamer; SELEX; biosensors; antimicrobial treatment

1. Introduction

With increasing struggle to treat infectious diseases, for example due to multiple resistances against antibiotics, it
becomes more and more important to develop new approaches in terms of therapy and diagnosis to allow an effective
treatment. According to the world health organization especially carbapenem resistant Pseudomonas aeruginosa,
Acinetobacter baumanii and Enterobacteriaceae like Klebsiella pneumonia or Escherichia coli are classified as critical
[1]. A promising agent for the treatment and diagnosis of such pathogens are so called aptamers. The possible aptamer
selection approaches and their application will be discussed throughout this chapter.

The term aptamer is derived from the latin word “aptus”, meaning “to fit” and the greek word “meros”, which means
“part”. Aptamers are short single stranded nucleic acids like ribonucleic acid (RNA) or deoxyribonucleic acid (DNA)
and consist of up to 100 nucleotides. Through the formation of loops, stems and hairpins aptamers develop a three
dimensional structure, which allows them to bind specifically to a certain target similar to an antibody [2]. However,
aptamers have several advantages in comparison to antibodies making them a promising alternative for diagnostics and
treatment. An outstanding advance of aptamers is their chemical and physical stability. While proteins are known to
denature irreversibly at higher temperatures, aptamer reanneal to their original conformation and regain their ability to
specifically bind to their target. For this reason aptamers are also stable during long term storage making them suitable
for many applications. Furthermore, the identification and production of aptamers is more cost efficient. The
identification and production of antibodies involves the immunization of animals and later big scale biotechnological
fermentation for their recombinant production [3]. In addition to that, activity differences of the antibody may occur
between individual batches making additional testing of each batch necessary. On the other hand, aptamers can be
selected completely in vitro, even under non in vivo conditions, allowing the proper adjustment of the selected aptamer
to the desired conditions depending on the desired purpose. The production of the aptamer is then achieved by synthesis
by well-defined chemical reactions, making it highly reproducible and thus less differences in their activity appear. This
also allows the modification of aptamers easily during the chemical synthesis. This modification can simply regard its
stability but also fluorophores or other labels can be introduced to use aptamers as highly specific biosensors. Another
important point is that antibodies usually exhibit a high immunogenicity. In contrast aptamers are much less
immunogenic or toxic. For example a vascular epithelial growth factor (VEGF) specific aptamer has been reported,
which can be given to monkeys at a 1000 fold higher dose than the necessary dose for treatment, detecting only a little
immunogenic response [4,5]. Last but not least the generation of specific antibodies is limited due to the fact that they
are normally gained through the immunization of animals. Consequently, the isolation of antibodies against toxic targets
or molecules that trigger a high immune response is not practicable at all. Furthermore, it is not possible to find
antibodies against very small targets which cannot be detected by the immune system. However, aptamers are selected
in vitro, thus making the toxicity or immunogenicity of the target irrelevant and they are also able to bind very small
targets like ions specifically.

2. Isolation of aptamers

The typical method for the isolation of aptamers was first described in 1990 [6-8] and is known as the “systematic
evolution of ligands by exponential enrichment” (SELEX). This procedure starts with a randomized library of
oligonucleotides, which have known flanking regions. This randomized library is incubated with the target of choice
under desired conditions. Aptamers exhibiting an adequate three-dimensional structure under the given conditions will
then bind to the target. All remaining unbound aptamers are subsequently removed by appropriate washing steps. The
bound aptamers are then eluted from the target and amplified by a polymerase chain reaction (PCR) using primers
complementary to the flanking constant regions. In case of RNA aptamers, a reverse transcription is necessary to
generate DNA prior to amplification and a successive transcription of the amplified DNA to RNA. In case of DNA
aptamers the undesired complementary strand has to be removed to regain a single stranded aptamer. A common
method to achieve this is the use of streptavidin-coated magnetic beads and a biotinylated reverse primer. In this way, a
biotin residue is introduced to the 5'-end of the unwanted strand. The product is then immobilized to magnetic beads
and the aptamer can be released by alkaline strand separation. Another technique is the generation of single stranded
aptamers by asymmetric PCR [9]. Hereby the forward primer is added in excess to favor the synthesis of the single
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stranded aptamer coding strand while the lower concentrated primer is incorporated into double stranded DNA. The
product consisting of single stranded aptamer and double stranded DNA can then be separated by a non-denaturing
polyacrylamide gel electrophoresis (PAGE) and the aptamers are eluted from the gel. A further possibility is to generate
strands with different length during the PCR. This is achieved by using a primer consisting of the complementary region
necessary for the PCR and a spacer like hexaethylen glycol, which functions as a terminator, as well as a polyA
extension at its 5'-end [10,11]. The resulting DNA strands can then be again separated by alkaline gel electrophoresis
and the desired strand can be purified. Last but not least single stranded aptamers can be generated by digesting the
undesired strand with lambda exonuclease. For this purpose, the primer used for the synthesis of the undesired strand is
phosphorylated while the other remains unphosphorylated. As the enzyme exhibits a specific 5>3'-
exodeoxyribonuclease activity the phosphorylated strand is removed while the desired ssDNA remains [12]. All this
methods are suited for the generation of ssDNA aptamers. However, the usage of streptavidin coated magnetic particles
and biotinylation of one strand is the most widely spread, as it does not include time consuming gel purification steps.

But one has to keep in mind that the alkaline treatment of the streptavidin coated beads could lead to the dissociation
of the biotin leading to a contamination of the sample with the complementary strands meant to be removed [13].
Nevertheless, purified single stranded aptamers are finally prepared to a new library, which is subsequently used in a
further round of selection. This leads to the exponential enrichment of specific aptamer ligands over usually 6 to 20
rounds. The general SELEX procedure is illustrated in figure 1.

Start of a new selection round

Elution, amplification and
purification of aptamers Removal of unbound aptamers

Y

After a sufficient number of SELEX rounds the enriched aptamers are sequenced. Therefore, amplified sequences
can be cloned into appropriate vectors using restriction enzymes, if the respective restriction sites are present in the
constant flanking regions. Therefore, the PCR product and the vector are restricted with the same enzymes, ligated and
transformed into bacteria for subsequent sequencing [14]. Another very popular cloning method is based on the addition
of a 3’-adenine overhang by the Tag polymerase, which is often used during the SELEX procedure. While the PCR
products bear the 3"-adenine overhang, the linear vector is designed to have a 3’-thymine overhang. In addition to that
topoisomerase I from vaccina virus is used, which specifically recognizes a pentameric sequence and covalently couples
to a phosphate group attached to the 3 -thymine of the vector [15]. Upon hybridization of the complementary overhands
of the PCR product and the vector, the ligation is catalyzed by the attached enzyme and then released from the vector.

However, this so called TOPO-TA cloning approach also has a major disadvantage. It has been shown that up to 90%
of the resulting clones generated double sequence results upon automated DNA sequencing runs making the gained
information useless. This is probably due to unwanted cleavage by topoisomerase I leading to an excision of a small
fragment from the vector and subsequent recircularization [16]. Furthermore, the system involves a blue white
screening of clones. Upon insertion of the PCR product the expression of the lac Z gene, which is coding for B-

Figure 1. Schematic illustration of the SELEX procedure
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galactosidase, is disrupted. As a consequence, clones, which contain an insert are not able to cleave 5-bromo-4-chloro-
3-indolyl-B-D-galactopyranoside (X-gal) and the colony remains white, while colonies bearing an empty plasmid turn
blue due to the formation of a blue product. But in case of cloning aptamers blue colonies can also bear successfully
cloned PCR products being thus false negative. This is due to their small size (often below 100 bp), which may not be
sufficient to disrupt the expression of the lac Z gene [17,18]. To circumvent this problem and to gain more insight into
selected sequences, next generation sequencing (NGS) has emerged as a powerful tool for the analysis of the diversity
of enriched aptamers. As the conventional cloning approach results in a few hundred sequences, many sequences are
lost or simply not captured [19]. On the other hand, NGS gives millions of sequence reads and thus allows the analysis
of the enrichment of single sequences compared to sequences already found in early stages of the SELEX procedure.

Due to this reason NGS has become more and more important in the field of aptamer identification especially with
the prices for these techniques drastically decreasing from year to year [20-27].

Aside from this general description of the SELEX procedure, many different variations have been developed to
adjust it to the intended approach. Below, some of these variations are highlighted to illustrate the variability and
adjustability of the SELEX procedure.

2.1 capillary electrophoresis SELEX

In order to select aptamers against a specific protein, an immobilization of the target is necessary to allow a separation
of unbound sequences from the bound ones. There are many different matrices like functionalized agarose or sepharose
materials, which have been used for this purpose. Another approach for sequence separation was the filtration of the
proteins through an appropriate filter. These methods usually need large amounts of target protein and also possible
aptamer binding sites for aptamers might be blocked through the immobilization. Furthermore, washing steps are
involved to eliminate unbound or unspecific bound sequences. In capillary electrophoresis SELEX (CE-SELEX) the
binding is directly performed in solution. Upon binding of specific aptamers, the target undergoes a electrophoretic
mobility shift [28]. During a subsequently performed capillary electrophoresis unbound aptamers leave the capillary
first while bound sequences are retained by the target molecule and can then be amplified from the respective fraction.
Without any washing steps this procedure allowed the isolation of specific aptamers within only four selection rounds
[29].

2.2 FluMag SELEX

The enrichment of aptamers throughout the SELEX process has to be monitored in order to verify its success. This was
traditionally done by the introduction of radioactive labels. By measuring the amount of radioactive bound and unbound
fractions, conclusions can be drawn about the specificity of the used aptamer pool. However, the radioactive labelling
of DNA makes the SELEX procedure quite expensive and in addition to that the process has to be performed under
special laboratory conditions for the handling of isotopes. A SELEX modification termed “FluMag SELEX”
circumvented this issue by introducing fluorescent labels to the aptamers. This allows to readout the success of the
specific aptamer enrichment by the increasing fluorescence signal throughout the procedure. A further advantage of the
FluMag SELEX is the use of magnetic particles for the immobilization of a target. This also circumvents the previously
mentioned problem of large target protein amounts necessary [10].

2.3 cell-SELEX

While SELEX mainly targets purified proteins, the cell-SELEX approach targets whole eukaryotic or prokaryotic cells
in order to isolate aptamers directed towards a specific type of cells. More specifically, the complete cell surface and the
including proteins serve as a complex target for the aptamer selection [14]. In case of cells in suspension, several
centrifugation steps are necessary for removing unbound aptamers during the selection process. In addition to that often
counter selection steps are performed towards other (control) cells. This assures that the selected aptamers specifically
target the desired cell type instead of non-specific cell surface structures, which are common for different types of cells
including the control. In other words, the counter selection assures the discrimination of the selected aptamers between
two closely related targets [30]. A further variation of the cell-SELEX approach was termed “target expressed on cell-
surface” SELEX (TECS-SELEX). This approach also targets whole cells, but the selection is driven towards one
specific protein displayed on the cell surface. This is achieved by using cells, which express the desired target protein to
their surface. The respective counter selection is performed against the same cells, but these cells do not display the
target protein. In this way aptamers against the target can be enriched, without a previous purification, which can be
challenging especially for membrane proteins [31]. While this procedure was mainly performed with mammalian cell
lines, it was also demonstrated for yeast cells. Using a “yeast surface display” SELEX (YSD-SELEX) it was possible to
identify target motifs of a certain class of homing endonucleases, which recognize long sequences. In this special case,
the SELEX process is performed with a randomized library consisting of double stranded DNA. Subsequently the
library is incubated with yeast cells which displayed the homing endonucleases on their surface so that fitting sequences
can bind, while others are washed away. Sequences recognized by the homing endonucleases are then isolated and
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amplified for the next selection round as usual [32]. Although the YSD-SELEX did not screen for aptamers that
specifically bind a target, it perfectly illustrates the broad variability and applicability of the SELEX process.

24 AEGIS-SELEX

Compared to antibodies which gain their structural variety from a sequence composed of twenty different amino acids,
DNA or RNA aptamers gain their structural differences from four different nucleotides. To increase the variety of
possible aptamer folding additional natural not occurring nucleotides are introduced in the aptamer library [33]. The
“artificially expanded genomic information system” (AEGIS) adds eight additional nucleobases to DNA or RNA
besides the natural occurring adenine, thymine, uracil, guanine and cytosine [34]. As these additional nucleotides are
able to pair with each other and furthermore can be amplified by a usual polymerase chain reaction it met all the
requirements to be used in a SELEX process. It was also observed that in such a reactions natural occurring bases
mutate into artificial ones and vice versa, allowing evolution accordingly to the Darwinian idea further supporting the
idea that during SELEX only the best fitting ligands are enriched [35]. In the first AEGIS-SELEX two additional
nucleosides P and Z were introduced to the aptamer library which are illustrated in figure 2.

Figure 2. Nucleobases used in the AEGIS-SELEX. Besides the natural occurring bases T, A, C and G, the artificial bases Z and P
were added, which are able to pair by forming three hydrogen bridges.

In this AEGIS-SELEX approach a whole cell-SELEX was performed towards a breast cancer cell line. Although, the
selected aptamer did not show a higher affinity compared to conventional aptamers, the authors stated that high affinity
aptamers were enriched in fewer number of rounds. This conforms with higher diversity resulting from the artificially
expanded genetic code, so that the used aptamer library contains more possible aptamers with nanomolar affinities
which are consequently enriched faster. It was also observed that the replacement of the artificial nucleobases by natural
occurring ones the specificity was almost completely lost [36]. Taken together the AEGIS-SELEX provides an
improved method to select genetically expanded aptamers whenever an increased diversity for the SELEX procedure is
desired or necessary.

2.5 Genomic SELEX

The starting library of a SELEX process consists of synthetic randomized sequences with constant flanking primer
binding sites. For the genomic SELEX approach the library is derived from the genome of an organism. Therefore,
genomic DNA is isolated from the desired organism and sheared to obtain fragments. Subsequently constant regions are
introduced by random priming and used for the synthesis of the library. After a denaturing gel electrophoresis the
library with the desired size is eluted from a gel and a T7 promoter is introduced by an overhang extension PCR to
allow transcription and thus the generation of a RNA aptamer library [37]. The genomic SELEX thus helps to identify
protein binding RNAs, which would have been missed by cDNA based approaches due to a low transcription level also
resulting from different physiological conditions [38].

2.6 Conjugate SELEX

Usually aptamers are selected as single molecules, which are subsequently modified for example by attaching desired
cargos. A modified aptamer was e.g. used to coat liposomal nanoparticles for drug delivery purposes. Aptamers are thus
used for the recognition of specific cells, while the cargo delivers a drug to the cell [39]. The conjugate SELEX
approach demonstrated that it is possible to apply the SELEX process also when the aptamers are coupled to liposomal
nanoparticles already in the beginning of the selection process. The aim thereby was to screen only for aptamers which
were internalized into cells. Therefore, a nanoparticle coupled aptamer library is incubated with the desired target cells
and internalized aptamers are isolated from the cytosol. After amplification, the aptamers are again coupled to
liposomal nanoparticles and subjected to a new round of selection. In summary the conjugate SELEX procedure drives
the selection towards target specific aptamers, which fulfill predefined properties, in this case for drug delivery
purposes [40].
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3. Modification of aptamers

When talking about application of aptamers in terms of diagnosis or therapeutics, usually modifications of the aptamers
are necessary in order to introduce e.g. labels which are used for readouts or to increase its stability. As oligonucleotides
are casy to synthesize, there is a range of different modification which can be introduced, without changing its
specificity and affinity towards its respective target. First of all, it is possible to reduce the size of an aptamer to a
shorter length, for example by removing the primer binding sites to guarantee a cost-efficient chemical synthesis,
without reducing its affinity [41,42]. It was observed that a shortened aptamer can even exhibit a strongly increased
affinity [43,44]. However, the truncation of aptamers has to be performed carefully. Although structures formed by the
constant regions of the aptamer are less likely to be the ones which are responsible for the specific interaction, as they
appear in all aptamers and thus no sequence would be specifically enriched. On the other hand interactions between the
constant region and the randomized region can surely be important for the specific folding of the variable region and
thus for the affinity towards the target. So, as imaginable there are also examples of aptamers, which exhibited lower or
complete loss of their affinity upon truncation [41]. Due to this, the truncation has to be well thought-out by analyzing
the enriched conserved motifs and the secondary structures previously. Therefore also bioinformatical tools like
ValFold are available, which help to predict secondary structures for the shortened aptamers [45]. Further modifications
are made to increase the stability of the aptamer in order to make it suitable for e.g. therapeutic applications. Especially
RNA is prone towards degradation by nucleases. The nuclease resistance can be increased by modifications of the
sugars in the backbone of the aptamer by introduction of fluoride, primary amino or methoxy groups at their 2 -position
[46-50]. Besides that, the use of so called locked nucleic acids (LNA) can increase the nuclease resistance and thermal
stability of aptamers. In LNA the 2"-oxygen of the sugar is coupled to the 4 -carbon [51,52]. In addition to its increased
stability it was also observed that the usage of an LNA can increase an inhibitory effect of an aptamer in comparison to
a conventional counterpart [53]. These locked nucleotide variants can already be implemented during the SELEX
process, as an amplification by PCR is possible [54,55]. Another approach to increase the resistance especially towards
exonucleases can be the ligation of the 3'-hydroxy and the 5’-phosphate end of the aptamer or of different aptamers to
generate a ring structure with several specificities [5S6]. An extremely high resistance can be also achieved by generating
so called “Spiegelmers”. In this special form of aptamers the D-form sugars of the backbone are replaced by their
respective L-configurated form. This modification is only possible if the previous SELEX process was performed with
the unnatural D-form of the protein using natural D-form aptamer libraries. The selected aptamer can then be
synthesized in its L-configuration and binds to the natural L-protein target. Spiegelmers are usually highly stable
towards degradation, because the L-aptamer is not a target of nucleases [57-59].

In order to make aptamers applicable as therapeutics they often have to be PEGylated to increase their
bioavailability. Due to their small size aptamers can be quickly cleared out from the blood stream through renal
filtration. The conjugation of PEG residues to the aptamer leads to a decreased renal excretion so that the aptamer
remains in the blood stream for up to several days. A further positive effect of the PEGylation is that the efficiency of
the delivery into tissues and organs is increased [60,61]. The nucleobases of aptamers are usually modified at the C5
position of pyrimidines for example to further improve its affinity [62]. Therefore, a range of for example hydrophobic
or hydrophilic groups are capable to be introduced to tune the binding ability of the aptamer. It has been shown that
already a single modification of a base can lead to a 37 fold increased binding affinity [63]. Other modifications like 5-
iodouracil or bromouracil nucleotides can be used to generate aptamers which can be crosslinked to their target by a
photochemical reaction, which helps to identify the interaction site between aptamer and target [64—66]. Finally, the
introduction of fluorescent dyes to the 5" or 3"-end or over a functional group introduced to a base of the aptamer make
them a powerful tool especially in diagnostic applications, as will be discussed later on. Figure 3 gives a short overview
of possible modifications that are used to improve aptamer stability, affinity and functionality.
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Figure 3. Modification of a selected aptamer. Possible modification approaches and specific modification sites are indicated by
arrows.
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4. Application of aptamers in diagnostics

In public health and in food industry the detection of pathogens is extremely important. Due to their high specificity,
chemical stability and their easy and cost efficient synthesis, aptamers are a perfect reagent in diagnosis. Therefore,
numerous biosensors based on aptamers have been developed of which some are subsequently highlighted to illustrate
the broad applicability of aptamers in diagnostic assays. Aptamers can be coupled to fluorescent nanoparticles, which
then selectively and specifically bind to target cells. This was already shown for aptamers directed against Escherichia
coli. The nanoparticle labelled cells can be detected using a microfluidic system on a single cell level [67]. Other
approaches rely on the directly on the fluorescent labelling of the aptamer. For example, a molecular beacon was
constructed from an aptamer, which specifically binds and inhibits the tat protein of HIV-1. More precisely two
oligonucleotides were developed based on the aptamer. Thereby the first oligonucleotide formed a hairpin structure and
was labelled with a fluorescent dye and a respective quencher. In the presence of the tat protein the hairpin structure
was disrupted and the oligonucleotide formed a duplex structure with the second one. This structural change leads to the
separation of the fluorescent dye and the quencher so that the presence of the target can be detected by the appearing
fluorescent signal [68]. A quite invers approach is to introduce a complementary strand to form a double stranded
oligonucleotide with the aptamer. One strand thereby is labelled fluorescently while the other bears the quencher. If the
target is present the dissociation of the strands is forced and fluorescence can be measured [69,70]. Another detection
technique in which aptamers can be applied is the surface plasmon resonance (SPR) spectroscopy. This method detects
the change of the refractive index of a metal surface, which is highly dependent on the medium close to the surface.

Consequently changes in this area for example due to the interaction of two components can be measured [71]. Based
on this principle it was possible to detect the pathogenic Staphylococcus aureus on a single cell level by surface
enhanced Raman scattering (SERS). A specific aptamer was coupled to gold nanoparticles which then bound to the
bacteria. A further specific aptamer was coupled to magnetic nanoparticles, which allowed the purification of the
pathogen and thus resulted in an amplification of the signal [72]. Besides fluorescent dyes the signal for an optical
readout can also be generated by enzymatic reaction. This has been implemented for the detection of Salmonella
parathyphi A. The specific ssDNA aptamer was coupled to a catalytic DNA sequence (DNAzyme) and wrapped around
single walled carbo nanotubes (SWNT) by a self-assembly reaction. Upon binding of the bacterial cells to the specific
aptamer, the structural change allows the release from the SWNT and the binding of hemin to the DNAzyme sequence
and thus formation of a horse radish peroxidase mimicking complex. This complex then generates a chemoluminescent
signal through the oxidation of luminol [73]. Furthermore, aptamers targeting the outer membrane protein C from
Salmonella typhimurium were implemented in an aptamer immobilized enzyme linked immunosorbent assay (ELISA)
and an aptamer linked precipitation assay. For the aptamer immobilized ELISA the aptamer was biotinylated and
immobilized in a streptavidin coated plate. Bacterial cells were then bound to the immobilized aptamer and incubated
with a specific antibody. The subsequently added secondary antibody was conjugated to horseradish peroxidase to
generate a luminescent signal as previously described for the DNAzyme based application. Although antibodies were
used in this assay it is imaginable to perform this assay exclusively using aptamers in a so called enzyme linked
oligonucleotide/oligosorbent assay (ELONA/ELOSA). The readout signal would thereby be generated by enzyme
linked or fluorescent labelled aptamers [74,75]. The aptamer linked precipitation assay was also performed using the
luminescent signal generation, by hybridizing an extended version of the aptamer with a biotin labeled oligo-dT.

Bacteria were then centrifuged and resuspended in a horseradish peroxidase coupled to streptavidin conjugate
containing solution. The incubation with the substrate then generated the luminescence signal for the readout. In another
approach the aptamer was labelled with radioactive phosphate and the bacteria-aptamer complexes were detected by
measuring the radioactivity with a liquid scintillation counter [76]. Other approaches utilized aptamers in combination
with an electrochemical readout. In an approach to detect Staphylococcus aureus electrochemically, specific aptamers
were immobilized on magnetic beads to allow the capture of bacterial cells. A second specific aptamer was immobilized
on silvernanoparticles. With these constructs bound to the bacterial cells, S. aureus was separated from a sample and the
silver nanoparticles were then dissolved in a diluted nitric acid solution to produce silver ions. The amount of silver
ions, which then could be determined by voltammetric measurements, was directly proportional to the bacterial cell
concentration [77]. Another biosensor relying on electrochemical measurements was developed for the detection of
Salmonella. For this purpose a carbon electrode was modified with graphene oxide and gold nanoparticles to improve
its electrochemical properties. A thiolated specific aptamer was then coupled to the surface of the electrode. By
incubation with Salmonella containing solutions the bacteria were consequently bound to the electrode and after
washing to remove unbound cells the electrode was transferred into an electrolyte solution. Depending on the number of
bacteria bound, the electrochemical properties between the electrode and the electrolyte changed. With increasing
number of bound cells a drop of the current and an increased resistance was determined. Thus, the presence and amount
of Salmonella could be determined by the changes of these parameters with a detection limit of 3 colony forming units
per milliliter [78]. A quite similar approach was performed using diazonium modified carbon electrodes which were
again coated with a specific aptamer. In these experiments, again a very high sensitivity was demonstrated with an
detection limit of 6 colony forming units per milliliter [79]. Finally, it has to be mentioned that besides the direct
detection of microorganisms also important microbial toxins should not be neglected when talking about public
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security. The anthrax toxin from Bacillus anthracis for example, which is a threatening, terroristic bioweapon due to its
high stability and lethality, is involved in an early state of infection, at which it is very hard to detect. But as the first
symptoms of such an infection are unspecific it is necessary to have a sensitive diagnosis system to allow a quick
treatment before it reaches the lethal stage [80]. A highly sensitive aptamer based sensor was developed for such
purposes. The aptamer was immobilized to already mentioned single walled carbo nanotubes which connected two gold
electrodes. Upon binding of anthrax toxin to the aptamer the high increase of the resistance could be determined
electrically delivering a device which allows the detection of the toxin with a limit of 1 nM [81]. Another toxin which
detection is important in food safety and also because of its potential as bioweapon is the botulinum neurotoxin from
Clostridium botulinum [82]. Also for this bacterial toxin a highly sensitive electrochemical sensor was developed. An
aptamer was isolated and immobilized on an electrode. Upon binding of the botulinum neurotoxin a structural change of
the aptamer leads to an increased electrochemical current signal [83]. Although this summary of aptamers applied for
the detection of bacteria is not complete it strongly demonstrates the power of aptamers in biological sensor systems.

5. Aptamers as therapeutics

The first aptamer approved for treatment by the food and drug administration is called pegaptanib and is distributed by
Pfizer under the name Macugen. Pegaptanib is an PEGylated RNA aptamer with fluoro-modified sugar, which inhibits
the vascular endothelial growth factor and is therefore used to treat wet age related macula degeneration [84]. Further
aptamers like the emapticap pegol (NOX-E36) from NOXXON Pharma, which could be used for the treatment of type 2
diabetes, are already in clinical trials [85]. Most of these aptamers target important molecular structures involved in
cancer, heart diseases etc. [86—88]. Nevertheless, the potential of aptamers in antimicrobial treatment has not remained
unexplored. Besides the previously described use of aptamers for the detection of botulinum neurotoxin also three RNA
aptamers were reported, which are able to inhibit the action of this bacterial toxin, which is known as the most potent
poison known to mankind while no antidotes are available [89]. The reported inhibitory aptamers exhibit a high
potential as such antidotes for the treatment of deadly botulism [90]. Further therapeutic promising aptamers were
isolated by a cell SELEX approach. Specific aptamers were selected against Salmonella typhimurium and Salmonella
enterica and respective aptamers were analyzed by the surface viable counting method [91]. Therefore, bacteria were
incubated with the aptamers and then plated. In this way, an antibacterial effect was observed. Although the molecular
mechanism remained unknown, the aptamers appear to lead to the depolarization of the cell wall membrane, which was
irreversible in some cases, and thus the suppression of colony formation [92]. This demonstrates the direct applicability
of aptamers as antibiotics. Another approach for aptamer assisted antimicrobial treatment targets the evolved
antimicrobial resistances. f-Lactamases for example are able to hydrolyse and thereby inactivating B-lactam antibiotics.

An aptamer selective towards a metallo-p-lactamase from Bacillus cereus was selected and showed an inhibitory
effect on the enzyme. The isolated DNA aptamer was shortened to 10 nucleotides without changing its binding
characteristics. Due to changes in the active site of the enzyme upon aptamer binding, the hydrolysis of B-lactam
antibiotics was inhibited. Thus, incubation of resistant Bacillus cereus with a combination of the aptamer and p-lactam
antibiotics leads to an inhibited bacterial cell growth. Summarized, aptamers can be used to circumvent antibiotic
resistances to allow the treatment of drug resistant bacteria [93]. Other approaches rely on the conjugation of specific
aptamers to other components as effectors. For example, aptamers were isolated, which bind to lipopolysaccharide from
Escherichia coli. This aptamer was conjugated to the Clqr protein, which is the first component of the complement
system. In this way it was possible to bind the aptamers to bacteria and the conjugated Clqr triggered the activation of
the complement system way above the natural response mediated by non-specific activation induced by
lipopolysaccharides [94]. A comparable approach was chosen using an aptamer directed towards poly-D-glutamic acid,
which can be found in the capsule of Bacillus anthracis. The aptamer was then conjugated to the Fc-portion present in
antibodies to use the conjugate for opsonization. This opsonization lead to the internalization of magnetic particles
coated with poly-D-glutamic acid and thus demonstrated possible use of aptamer hybrids for the treatment of
encapsuled bacteria [95]. A different utilization of aptamers against bacterial pathogens was targeted towards
pathogenic pathways. Mycobacterium tuberculosis, the cause of the lethal disease tuberculosis, is also developing more
and more antibiotic resistances. The pathogenic pathway of M. fuberculosis includes the invasion of bacteria into
alveolar macrophages to escape the immune defense mechanisms. Consequently, an inhibition of the invasion of the
bacteria would be a powerful approach for treatment of tuberculosis. Therefore, aptamers were isolated against M.
tuberculosis in a cell SELEX approach [96]. These aptamers were able to prevent the invasion of bacteria into
macrophages and T-cell. As an interesting side effect it was observed that the specific aptamers also increased the
production of interferon-y, which is responsible for a further decrease of M. tuberculosis invasion efficiency. The
potential of these aptamers as possible anti-tuberculosis agents was finally strengthened by animal studies [97,98].

Other bacteria are able to form biofilm, which can mediate an up to 1000-fold increased resistance towards
antibiotics compared to bacteria in solution. Aptamers specifically selected against the biofilm forming Salmonella
choleraesuis were isolated in a whole SELEX approach. Bacteria incubated with the selected aptamers were not capable
anymore to attach to surfaces and thus the biofilm formation was inhibited [99]. Consequently, these studies not only
demonstrated a further possible application of aptamers in biofilm associated disease treatment, but as biofilm
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formation in clinical tubing is also a threatening source of infection, also the coating of such instruments with
antibiofilm aptamers might be a potential tool to limit the infection in hospitals.

Taken together, aptamers are a powerful and promising agent for future treatment of bacterial infections. Besides its
inherent potential as antibiotics, aptamers can also be used to inhibit crucial intermediates which trigger pathogenicity.

6. Conclusion

Although aptamers will probably not replace already approved antibodies, they are a promising agent for future
approaches. Due to their low immunogenicity, their high stability and their cost-efficient production aptamers exhibit
several advantages over antibodies. Furthermore many different isolation methods of aptamer isolation have been
developed, delivering a toolbox to precisely apply the SELEX process to the desired needs. As modifications can be
easily introduced during the synthesis of aptamers, they can be perfectly fine tuned according to the desired application.

With their high specificity aptamers are powerful agents in diagnostic approaches, which can help to improve
biological safety and diagnosis in clinics and food industry. Also the potential as antimicrobial agents has already been
clearly demonstrated. With the first therapeutic aptamer already approved for clinical use and further aptamers in
clinical trials, we currently experience the beginning of aptamer based therapeutic treatment.

Acknowledgement The authors thank the Baden-Wiirttemberg Stiftung in the framework “Bioinspired Material Synthesis”, the
Ministry of Science, Research and Arts of the state of Baden-Wiirttemberg in the framework of the PhD program: pharmaceutical
biotechnology, the Federal Ministry of Education and Research and the European Union project “Horizon 2020 in the framework
“AD-gut” for their financial support.

References

[1] Tacconelli E, Magrini N, Kahlmeter G, Singh N. Global Priority List of Antibiotic-Resistant Bacteria To Guide Research,
Discovery, and Development of New Antibiotics. 2017,

[2] Feigon J, Dieckmann T, Smith FW. Aptamer structures from A to { Chem. Biol. 1996. p. 611-617.

[3] Birch JR, Racher AJ. Antibody production. Adv. Drug Deliv. Rev. 2006. p. 671-685.

[4] The Eyetech Study Group. Preclinical and Phase 1a Clinical Evaluation of an Anti-Vegf Pegylated Aptamer ( Eye001 ) for the
Treatment of Exudative Age- Related Macular Degeneration. Retina. 2002;22:143-152.

[5] The Eyetech Study Group. Anti-vascular endothelial growth factor therapy for subfoveal choroidal neovascularization
secondary to age-related macular degeneration: phase II study results. Ophthalmology. 2003;110:979-986.

[6] Tuerk C, Gold L. Systematic evolution of ligands by exponential enrichment:RNA ligands to bacteriophage T4 DNA
polymerase. Science. 1990;249:505-510.

[7]1 Ellington a D, Szostak JW. In vitro selection of RNA molecules that bind specific ligands. Nature. 1990;346:818-822.

[8] Robertson DL, Joyce GF. Selection in vitro of an RNA enzyme that specifically cleaves single-stranded DNA. Nature. 1990. p.
467-468.

[9] Gyllensten UB, Erlich H a. Generation of single-stranded DNA by the polymerase chain reaction and its application to direct

sequencing of the HLA-DQA locus. Proc. Natl. Acad. Sci. U. S. A.. 1988;85:7652-7656.

Stoltenburg R, Reinemann C, Strehlitz B. FluMag-SELEX as an advantageous method for DNA aptamer selection. Anal.

Bioanal. Chem. 2005;383:83-91.

[11] Williams KP, Bartel DP. PCR product with strands of unequal length. Nucleic Acids Res. 1995;23:4220-4221.

[12] Avci-Adali M, Paul A, Wilhelm N, Ziemer G, Wendel HP. Upgrading SELEX technology by using lambda exonuclease
digestion for single-stranded DNA generation. Molecules. 2010;15:1-11.

[13] Paul A, Avci-Adali M, Ziemer G, Wendel HP. Streptavidin-coated magnetic beads for DNA strand separation implicate a
multitude of problems during cell-SELEX. Oligonucleotides. 2009;19:243-254.

[14] Homann M, Gdringer HU. Combinatorial selection of high affinity RNA ligands to live African trypanosomes. Nucleic Acids
Res. 1999;27:2006-2014.

[15] Shuman S. Recombination mediated by vaccinia virus DNA topoisomerase I in Escherichia coli is sequence specific. Proc.
Natl. Acad. Sci. U. S. A.. 1991;88:10104-10108.

[16] Forbes AA, Powell THQ, Lobo NF, Feder JL. Resolving a DNA sequencing artifact associated with topoisomerase I generated
clones in the plasmid pCR??2.1. Biotechniques. 2007. p. 458—462.

[17] Bruno JG, Carrillo MP, Phillips T, King B. Development of DNA aptamers for cytochemical detection of acetylcholine. Vitr.
Cell. Dev. Biol. - Anim. 2008;44:63-72.

[18] Bruno JG, Phillips T, Carrillo MP, Crowell R. Plastic-adherent DNA aptamer-magnetic bead and quantum dot sandwich assay
for Campylobacter detection. J. Fluoresc. 2009;19:427-435.

[19] Blind M, Blank M. Aptamer Selection Technology and Recent Advances. Mol. Ther. Acids. 2015;4:e223.

[20] Ditzler MA, Lange MJ, Bose D, Bottoms CA, Virkler KF, Sawyer AW, Whatley AS, Spollen W, Givan SA, Burke DH. High-
throughput sequence analysis reveals structural diversity and improved potency among RNA inhibitors of HIV reverse
transcriptase. Nucleic Acids Res. 2013;41:1873-1884.

[21] Cho M, Xiaoa Y, Niec J, Stewart R, Csordase AT, Ohb SS, Thomsonc JA, Soh HT. Quantitative selection of DNA aptamers
through microfluidic selection and high-throughput sequencing. Proc. Natl. Acad. Sci. U. S. A. 2011;108:4105-4110.

[22] Kupakuwana G V., Crill JE, McPike MP, Borer PN. Acyclic identification of aptamers for human alpha-thrombin using over-
represented libraries and deep sequencing. PLoS One. 2011;6.

—
—
(=

=

375



Antimicrobial research: Novel bioknowledge and educational programs (A. Méndez-Vilas, Ed.)

[23] Schiitze T, Wilhelm B, Greiner N, Braun H, Peter F, Morl M, Erdmann VA, Lehrach H, Konthur Z, Menger M, Arndt PF,
Glokler J. Probing the SELEX process with next-generation sequencing. PLoS One. 2011;6.

[24] Hoinka J, Berezhnoy A, Dao P, Sauna ZE, Gilboa E, Przytycka TM. Large scale analysis of the mutational landscape in HT-
SELEX improves aptamer discovery. Nucleic Acids Res. 2015;43:5699-5707.

[25] Alam KK, Chang JL, Burke DH. FASTAptamer: A Bioinformatic Toolkit for High-throughput Sequence Analysis of
Combinatorial Selections. Mol. Ther. Acids. 2015;4:€230.

[26] Levay A, Brenneman R, Hoinka J, Sant D, Cardone M, Trinchieri G, Przytycka TM, Berezhnoy A. Identifying high-affinity
aptamer ligands with defined cross-reactivity using high-throughput guided systematic evolution of ligands by exponential
enrichment. Nucleic Acids Res. 2015;43.

[27] Thiel WH. Galaxy Workflows for Web-based Bioinformatics Analysis of Aptamer High-throughput Sequencing Data. Mol.
Ther. Nucleic Acids. 2016;5:€345.

[28] Ostergaard J, Heegaard NHH. Capillary electrophoresis frontal analysis: principles and applications for the study of drug-
plasma protein binding. Electrophoresis. 2003;24:2903-2913.

[29] Mendonsa SD, Bowser MT. In vitro evolution of functional DNA using capillary electrophoresis. J. Am. Chem. Soc.
2004;126:20-21.

[30] Jenison RD, Gill SC, Pardi A, Polisky B. High-resolution molecular discrimination by RNA. Science. 1994;263:1425-1429.

[31] Ohuchi SP, Ohtsu T, Nakamura Y. Selection of RNA aptamers against recombinant transforming growth factor-f type III
receptor displayed on cell surface. Biochimie. 2006;88:897-904.

[32] Jacoby K, Lambert AR, Scharenberg AM. Characterization of homing endonuclease binding and cleavage specificities using
yeast surface display SELEX (YSD-SELEX). Nucleic Acids Res. 2016;45:gkw864.

[33] Kimoto M, Yamashige R, Matsunaga K, Yokoyama S, Hirao 1. Generation of high-affinity DNA aptamers using an expanded
genetic alphabet. Nat Biotechnol. 2013;31:453-457.

[34] Benner SA. Understanding nucleic acids using synthetic chemistry. Acc. Chem. Res. 2004;37:784-797.

[35] Benner SA, Yang Z, Chen F. Synthetic biology, tinkering biology, and artificial biology. What are we learning? Comptes
Rendus Chim. 2011. p. 372-387.

[36] Sefah K, Yang Z, Bradley KM, Hoshika S, Jimenez E, Zhang L, Zhu G, Shanker S, Yu F, Turek D, Tan W, Benner SA. In vitro
selection with artificial expanded genetic information systems. Proc Natl Acad Sci U S A. 2014;111:1449-1454.

[37] Singer BS, Shtatland T, Brown D, Gold L. Libraries for genomic SELEX. Nucleic Acids Res. 1997;25:781-786.

[38] Lorenz C, von Pelchrzim F, Schroeder R. Genomic systematic evolution of ligands by exponential enrichment (Genomic
SELEX) for the identification of protein-binding RNAs independent of their expression levels. Nat. Protoc. 2006;1:2204-2212.

[39] Mann AP, Bhavane RC, Somasunderam A, Liz Montalvo-Ortiz B, Ghaghada KB, Volk D, Nieves-Alicea R, Suh KS, Ferrari M,
Annapragada A, Gorenstein DG, Tanaka T. Thioaptamer conjugated liposomes for tumor vasculature targeting. Oncotarget.
2011;2:298-304.

[40] Mu Q, Annapragada A, Srivastava M, Li X, Wu J, Thiviyanathan V, Wang H, Williams A, Gorenstein D, Annapragada A,
Vigneswaran N. Conjugate-SELEX: A High-throughput Screening of Thioaptamer-liposomal Nanoparticle Conjugates for
Targeted Intracellular Delivery of Anticancer Drugs. Mol. Ther. Acids. 2016;5:e382.

[41] Cowperthwaite MC, Ellington AD. Bioinformatic analysis of the contribution of primer sequences to aptamer structures. J. Mol.
Evol. 2008;67:95-102.

[42] White RR, Sullenger BA, Rusconi CP. Developing aptamers into therapeutics. J. Clin. Invest. 2000;106:929-934.

[43] Zheng X, Hu B, Gao SX, Liu DJ, Sun MJ, Jiao BH, Wang LH. A saxitoxin-binding aptamer with higher affinity and inhibitory
activity optimized by rational site-directed mutagenesis and truncation. Toxicon. 2015;101:41-47.

[44] Le TT, Chumphukam O, Cass AEG. Determination of minimal sequence for binding of an aptamer. A comparison of truncation
and hybridization inhibition methods. RSC Adv. 2014;4:47227-47233.

[45] Akitomi J, Kato S, Yoshida Y, Horii K, Furuichi M, Waga 1. ValFold: Program for the aptamer truncation process.
Bioinformation. 2011;7:38-40.

[46] Jellinek D, Green LS, Bell C, Lynott CK, Gill N, Vargeese C, Kirschenheuter G, McGee DP, Abesinghe P, Picken WA,
Shapiro R, Rifkin DB, Moscatelli D, Janic N. Potent 2’-amino-2’-deoxypyrimidine RNA inhibitors of basic fibroblast growth
factor. Biochemistry. 1995;34:11363.

[47] Pagratis NC, Bell C, Chang YF, Jennings S, Fitzwater T, Jellinek D, Dang C. Potent 2’-amino-, and 2’-fluoro-2’-
deoxyribonucleotide RNA inhibitors of keratinocyte growth factor. Nat. Biotechnol. 1997;15:68-73.

[48] Davis KA, Lin Y, Abrams B, Jayasena SD. Staining of cell surface human CD4 with 2’-F-pyrimidine-containing RNA
aptamers for flow cytometry. Nucleic Acids Res. 1998. p. 3915-3924.

[49] Lin Y, Qiu Q, Gill SC, Jayasena SD. Modified RNA sequence pools for in vitro selection. Nucleic Acids Res. 1994;22:5229—
5234.

[50] Burmeister PE, Lewis SD, Silva RF, Preiss JR, Horwitz LR, Pendergrast PS, McCauley TG, Kurz JC, Epstein DM, Wilson C,
Keefe AD. Direct in vitro selection of a 2'-O-methyl aptamer to VEGF. Chem. Biol. 2005;12:25-33.

[51] Koshkin AA, Rajwanshi VK, Wengel J. Novel Convenient Syntheses of LNA [2.2.1] Bicycle Nueleosides BnO OAc.
1998;39:8-11.

[52] Obika S, Nanbu D, Hari Y, Morio K, In Y, Ishida T, Imanishi T. Synthesis of 2-O,4'-C-methyleneuridine and -cytidine. Novel
bicyclic nucleosides having a fixed C3, -endo sugar puckering. Tetrahedron Lett. 1997;38:8735-8738.

[53] Edwards SL, Poongavanam V, Kanwar JR, Roy K, Hillman KM, Prasad N, Leth-Larsen R, Petersen M, Marusi¢ M, Plavec J,
Wengel J, Veedu RN. Targeting VEGF with LNA-stabilized G-rich oligonucleotide for efficient breast cancer inhibition. Chem.
Commun. (Camb). 2015;51:9499-9502.

[54] Veedu RN, Vester B, Wengel J. Polymerase chain reaction and transcription using locked nucleic acid nucleotide triphosphates.
J. Am. Chem. Soc. 2008;130:8124-8125.

[55] Veedu RN, Vester B, Wengel J. Enzymatic incorporation of LNA nucleotides into DNA strands. ChemBioChem. 2007;8:490—
492.

376



Antimicrobial research: Novel bioknowledge and educational programs (A. Méndez-Vilas, Ed.)

[56] Di Giusto DA, Knox SM, Lai Y, Tyrelle GD, Aung MT, King GC. Multitasking by multivalent circular DNA aptamers.
ChemBioChem. 2006;7:535-544.

[57] Klussmann S, Nolte a, Bald R, Erdmann V a, Furste JP. Mirror-image RNA that binds D-adenosine. Nat. Biotechnol.
1996;14:1112—-1115.

[58] Ashley GW. Modeling, synthesis, and hybridization properties of (L)-ribonucleic acid. J. Am. Chem. Soc. 1992;114:9731—
9736.

[59] Fischer E. Einfluss der Configuration auf die Wirkung der Enzyme. Berichte der Dtsch. Chem. Gesellschaft. 1894;27:2985—
2993.

[60] Boomer RM, Lewis SD, Healy JM, Kurz M, Wilson C, McCauley TG. Conjugation to polyethylene glycol polymer promotes
aptamer biodistribution to healthy and inflamed tissues. Oligonucleotides. 2005;15:183—-195.

[61] Tan L, Neoh KG, Kang ET, Choe WS, Su X. PEGylated anti-MUC1 aptamer-doxorubicin complex for targeted drug delivery to
MCEF7 breast cancer cells. Macromol. Biosci. 2011;11:1331-1335.

[62] Davies DR, Gelinas AD, Zhang C, Rohloff JC, Carter JD, O’Connell D, Waugh SM, Wolk SK, Mayfield WS, Burgin AB,
Edwards TE, Stewart LJ, Gold L, Janjic N, Jarvis TC. Unique motifs and hydrophobic interactions shape the binding of
modified DNA ligands to protein targets. Proc. Natl. Acad. Sci. U. S. A. 2012;109:19971-19976.

[63] Gelinas AD, Davies DR, Edwards TE, Rohloff JC, Carter JD, Zhang C, Gupta S, Ishikawa Y, Hirota M, Nakaishi Y, Jarvis TC,
Janjic N. Crystal structure of interleukin-6 in complex with a modified nucleic acid ligand. J. Biol. Chem. 2014;289:8720-8734.

[64] Willis MC, Hicke BJ, Uhlenbeck OC, Cech TR, Koch TH. Photocrosslinking of 5-iodouracil-substituted RNA and DNA to
proteins. Science (80-. ). 1993;262:1255-1257.

[65] Hicke BJ, Willis MC, Koch TH, Cech TR. Telomeric protein-DNA point contacts identified by photo-cross-linking using 5-
bromodeoxyuridine. Biochemistry. 1994;33:3364-3373.

[66] Blatter EE, Ebright YW, Ebright RH. Identification of an amino acid-base contact in the GCN4-DNA complex by bromouracil-
mediated photocrosslinking. Nature. 1992;359:650-652.

[67] Chung J, Kang JS, Jurng JS, Jung JH, Kim BC. Fast and continuous microorganism detection using aptamer-conjugated
fluorescent nanoparticles on an optofluidic platform. Biosens. Bioelectron. 2015;67:303—-308.

[68] Yamamoto R, Kumar PKR. Molecular beacon aptamer — uoresces in the presence of Tat protein of HIV-1. Genes to Cells.
2000;5:389-396.

[69] Nutiu R, Li Y. Structure-Switching Signaling Aptamers: Transducing Molecular Recognition into Fluorescence Signaling.
Chem. - A Eur. J. 2004. p. 1868-1876.

[70] Nutiu R, Li Y. Structure-switching signaling aptamers. J. Am. Chem. Soc. 2003;125:4771.

[71] Cooper MA. Label-free screening of bio-molecular interactions. Anal. Bioanal. Chem. 2003. p. 834-842.

[72] Chang Y-C, Yang C-Y, Sun R-L, Cheng Y-F, Kao W-C, Yang P-C. Rapid single cell detection of Staphylococcus aureus by
aptamer-conjugated gold nanoparticles. Sci. Rep. 2013;3:1863.

[73] Yang M, Peng Z, Ning Y, Chen Y, Zhou Q, Deng L. Highly specific and cost-efficient detection of Salmonella Paratyphi A
combining aptamers with single-walled carbon nanotubes. Sensors (Basel). 2013;13:6865-6881.

[74] Drolet DW, Moon-McDermott L, Romig TS. An enzyme-linked oligonucleotide assay. Nat. Biotechnol. 1996;14:1021-1025.

[75] Mallet F, Hebrard C, Brand D, Chapuis E, Cros P, Allibert P, Besnier JM, Barin F, Mandrand B. Enzyme-linked oligosorbent
assay for detection of polymerase chain reaction-amplified human immunodeficiency virus type 1. J. Clin. Microbiol.
1993;31:1444-1449.

[76] Han SR, Lee SW. In vitro selection of RNA aptamer Specific to Salmonella Typhimurium. J. Microbiol. Biotechnol.
2013;23:878-884.

[77] Abbaspour A, Norouz-Sarvestani F, Noori A, Soltani N. Aptamer-conjugated silver nanoparticles for electrochemical dual-
aptamer-based sandwich detection of staphylococcus aureus. Biosens. Bioelectron. 2015;68:149-155.

[78] Ma X, Jiang Y, Jia F, Yu Y, Chen J, Wang Z. An aptamer-based electrochemical biosensor for the detection of Salmonella. J.
Microbiol. Methods. 2014;98:94-98.

[79] Bagheryan Z, Raoof JB, Golabi M, Turner APF, Beni V. Diazonium-based impedimetric aptasensor for the rapid label-free
detection of Salmonella typhimurium in food sample. Biosens. Bioelectron. 2016;80:566—573.

[80] Wein LM, Craft DL, Kaplan EH. Emergency response to an anthrax attack. Proc. Natl. Acad. Sci. U. S. A. 2003;100:4346—
4351.

[81] Cella LN, Sanchez P, Zhong W, Myung N V., Chen W, Mulchandani A. Nano aptasensor for Protective Antigen Toxin of
Anthrax. Anal. Chem. 2010;82:2042-2047.

[82] Villar RG, Elliott SP, Davenport KM. Botulism: The Many Faces of Botulinum Toxin and its Potential for Bioterrorism. Infect.
Dis. Clin. North Am. 2006;20:313-327.

[83] Wei F, Ho CM. Aptamer-based electrochemical biosensor for Botulinum neurotoxin. Anal. Bioanal. Chem. 2009;393:1943—
1948.

[84] Ng EWM, Shima DT, Calias P, Cunningham ET, Guyer DR, Adamis AP. Pegaptanib, a targeted anti-VEGF aptamer for ocular
vascular disease. Nat. Rev. Drug Discov. 2006;5:123-132.

[85] Menne J, Eulberg D, Beyer D, Baumann M, Saudek F, Valkusz Z. Original Article C-C motif-ligand 2 inhibition with
emapticap pegol (NOX-E36 ) in type 2 diabetic patients with albuminuria. Nephrol Dial Transpl. 2016;1-9.

[86] Lee JW, Kim HJ, Heo K. Therapeutic aptamers: Developmental potential as anticancer drugs. BMB Rep. 2015. p. 234-237.

[87] Parashar A. Aptamers in therapeutics. J. Clin. Diagnostic Res. 2016;10:BE01-BE06.

[88] Ni X, Castanares M, Mukherjee A, Lupold SE. Nucleic acid aptamers: clinical applications and promising new horizons. Curr.
Med. Chem. 2011;18:4206-4214.

[89] Arnon SS, Schechter R, Inglesby T V, Henderson DA, Bartlett JG, Ascher MS, Eitzen E, Fine AD, Hauer J, Layton M,
Lillibridge S, Osterholm MT, O’Toole T, Parker G, Perl TM, Russell PK, Swerdlow DL, Tonat K, Working Group on Civilian
B. Botulinum toxin as a biological weapon: medical and public health management.[erratum appears in JAMA 2001 Apr
25;285(16):2081]. Jama. 2001;285:1059-1070.

377



Antimicrobial research: Novel bioknowledge and educational programs (A. Méndez-Vilas, Ed.)

[90] Chang T-W, Blank M, Janardhanan P, Singh BR, Mello C, Blind M, Cai S. In Vitro selection of RNA aptamers that inhibit the
activity of type A botulinum neurotoxin. Biochem. Biophys. Res. Commun. 2010;396:854—860.

[91] Miles AA, Misra SS, Irwin JO. The estimation of the bactericidal power of the blood. J. Hyg. (Lond). 1938;38:732—749.

[92] Kolovskaya OS, Savitskaya AG, Zamay TN, Reshetneva IT, Zamay GS, Erkaev EN, Wang X, Wehbe M, Salmina AB,
Perianova O V., Zubkova OA, Spivak EA, Mezko VS, Glazyrin YE, Titova NM, Berezovski M V., Zamay AS. Development of
bacteriostatic DNA aptamers for salmonella. J. Med. Chem. 2013;56:1564—1572.

[93] Kim SK, Sims CL, Wozniak SE, Drude SH, Whitson D, Shaw RW. Antibiotic resistance in bacteria: Novel metalloenzyme
inhibitors. Chem. Biol. Drug Des. 2009;74:343-348.

[94] Bruno JG, Carrillo MP, Phillips T. In Vitro antibacterial effects of antilipopolysaccharide DNA aptamer-Clqrs complexes.
Folia Microbiol. (Praha). 2008;53:295-302.

[95] Bruno JG, Carrillo MP, Crowell R. Preliminary development of DNA aptamer-Fc conjugate opsonins. J. Biomed. Mater. Res. -
Part A. 2009;90:1152—-1161.

[96] Chen F, Zhou J, Luo F, Mohammed AB, Zhang XL. Aptamer from whole-bacterium SELEX as new therapeutic reagent against
virulent Mycobacterium tuberculosis. Biochem. Biophys. Res. Commun. 2007;357:743-748.

[97] Chen F, Zhou J, Huang YH, Huang FY, Liu Q, Fang Z, Yang S, Xiong M, Lin YY, Tan GH. Function of ssDNA aptamer and
aptamer pool against Mycobacterium tuberculosis in a mouse model. Mol. Med. Rep. 2013;7:669—-673.

[98] Chen F, Zhang XL, Zhou J, Liu S, Liu J. Aptamer inhibits Mycobacterium tuberculosis (H37Rv) invasion of macrophage. Mol.
Biol. Rep. 2012;39:2157-2162.

[99] Ning Y, Cheng L, Ling M, Feng X, Chen L, Wu M, Deng L. Efficient suppression of biofilm formation by a nucleic acid
aptamer. Pathog. Dis. 2015;73:ftv034.

378





