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ABSTRACT: The cocaine-binding aptamer is unusual in that
it tightly binds molecules other than the ligand it was selected
for. Here, we study the interaction of the cocaine-binding
aptamer with one of these off-target ligands, quinine.
Isothermal titration calorimetry was used to quantify the
quinine-binding affinity and thermodynamics of a set of
sequence variants of the cocaine-binding aptamer. We find that
the affinity of the cocaine-binding aptamer for quinine is 30—
40 times stronger than it is for cocaine. Competitive-binding
studies demonstrate that both quinine and cocaine bind at the
same site on the aptamer. The ligand-induced structural-
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switching binding mechanism of an aptamer variant that contains three base pairs in stem 1 is retained with quinine as a ligand.
The short stem 1 aptamer is unfolded or loosely folded in the free form and becomes folded when bound to quinine. This folding
is confirmed by NMR spectroscopy and by the short stem 1 construct having a more negative change in heat capacity of quinine
binding than is seen when stem 1 has six base pairs. Small-angle X-ray scattering (SAXS) studies of the free aptamer and both the
quinine- and the cocaine-bound forms show that, for the long stem 1 aptamers, the three forms display similar hydrodynamic
properties, and the ab initio shape reconstruction structures are very similar. For the short stem 1 aptamer there is a greater
variation among the SAXS-derived ab initio shape reconstruction structures, consistent with the changes expected with its

structural-switching binding mechanism.

he past three decades have shown an increasing interest in

aptamers due to their use in biosensor applications,
nanowire assemblies, and pharmaceutical applications.'”® The
growing demand and popularity of aptamers are partly due to
the method with which they are generated. Through an in vitro
selection process known as systematic evolution of ligands
through exponential enrichment (SELEX), aptamers have the
potential to acquire extremely high specificity and affinity for
targets that can range from small molecules to entire cells.”'’
Many methods of detection such as fluorescence, colorimetric,
and electrochemical signals have been coupled with aptamer—
ligand interactions to indicate the presence of an analyte. To
produce the maximum desired signal, and therefore the greatest
sensitivity, ligand binding has been coupled with structural
changes in aptamers that result in the generation of detectable
signals.” This ligand-dependent structural change is also
referred to as a structural-switching mechanism. A particularly
well-characterized system for the development of biosensors
employing a structural-switching mechanism is that of the
cocaine-binding aptamer.'' The cocaine-binding aptamer has
served as a model system for numerous biosensor applica-
tions'> > as well as for studies focused on supramolecular and
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nanotechnology applications. Many of these applications take
advantage of the structural-switching binding mechanism that
occurs with cocaine binding.”” >’

The cocaine-binding aptamer is a DNA aptamer that is
composed of three stems arranged around a three-way junction
(Figure 1).*>*' When stem 1 is shortened to three base pairs,
the free aptamer (Figure 1, MN19) is unfolded or loosely
folded and only becomes structured when it binds its target
ligand.3’1’32 In contrast, when stem 1 is longer (Figure 1, MN4),
the aptamer has its secondary structure formed in the free form,
and no large-scale structural change occurs when the aptamer
binds cocaine.>® This stem-length dependence in the binding
mechanism is retained when the DNA sequence is modified to
favor the binding of deoxycholic acid and not cocaine.**** In a
variation of this structural-switching mechanism, the aptamer
can also be split into two or three separate DNA strands, with

the annealing of the strands coupled with ligand bind-
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Figure 1. Sequence of the aptamer and chemical structure of ligands referred to in this study. Compared to MN4, aptamer MN19 has three base
pairs removed from the end of stem 1. Aptamer WC contains a change at the three-way junction in which A21 has been replaced with a C, restoring
the Watson—Crick base pair. MN16 is a weak-binding variant in which T19 has been swapped for an A. Dashes between nucleotides indicate

Watson—Crick base pairs, and dots indicate non-Watson—Crick base pairs.

One feature of the cocaine-binding aptamer that sets it apart
from other aptamers is its binding promiscuity. Though
selected for cocaine binding, this aptamer also binds other
alkaloids and even binds quinine with higher affinity than it
binds cocaine.’®* * Such versatility in ligand binding is
uncommon among aptamers and is not a desirable character-
istic for a biosensor, but it may be a useful property for the
biotechnology applications of the cocaine-binding aptamer. The
binding versatility of this aptamer leads to questions such as
“How does the same sequence bind to different ligands?” and
“Does the aptamer use the same binding site and binding
mechanism for all ligands?” In this study, we investigate the
interaction of the cocaine-binding aptamer with quinine.
Aptamer variants used in previous studies have been employed
here to demonstrate that quinine binds approximately 30-fold
more tightly than does cocaine. Furthermore, structural studies
using NMR methods in conjunction with thermodynamic
studies using isothermal titration calorimetry (ITC) have
demonstrated that the ligand-induced folding of the short
stem 1 constructs of the cocaine-binding aptamer is retained
with the binding of quinine. Noting the similarities between
cocaine and quinine (Figure 1), we also investigate the extent of
electrostatic interactions taking place with ligand binding.

B MATERIALS AND METHODS

Materials. Aptamer samples (Figure 1) were obtained from
Integrated DNA Technologies (IDT). The DNA samples were
dissolved in distilled deionized H,0 (ddH,O) and then
exchanged three times using a 3 kDa molecular weight cutoff
concentrator with sterilized 1 M NaCl followed by three
exchanges into ddH,0. Except where noted, all DNA samples
were exchanged with buffer A (20 mM tris(hydroxymethyl)-
aminomethane (Tris) (pH 7.4), 140 mM NaCl, and $ mM
KCl) three times before use. These sample conditions are those
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in which the cocaine-binding aptamer was selected.'**° The
aptamer concentrations were determined by absorbance
spectroscopy using the extinction coeflicients supplied by the
manufacturer. Quinine hemisulfate monohydrate was obtained
from Sigma-Aldrich (catalog number 145912 Aldrich). Stock
solutions of quinine hemisulfate were prepared by dissolving
the appropriate weight of quinine-hemisulfate monohydrate in
buffer A.

Isothermal Titration Calorimetry. ITC was performed
using a MicroCal VP-ITC instrument. Data were fit to a one-
site binding model using Origin 5.0 software. Samples were
degassed prior to use with the MicroCal Thermo Vac unit. All
experiments were corrected for the heat of dilution of the
titrant. Unless otherwise specified, the quinine and aptamer
solutions were prepared in buffer A. The binding experiments
were performed with aptamer solutions ranging from 15 to 150
UM using quinine concentrations of 0.23—2.25 mM at the
indicated temperatures. All titrations were performed with the
aptamer in the cell and with the ligand, as the titrant, in the
needle. All aptamer samples were heated in a boiling water bath
for 3 min and cooled on ice before use in an ITC experiment,
to allow the DNA aptamer to anneal. The standard binding
experiments consisted of 35 successive 8 uL injections every
300 s; the first injection was 2 uL. The experimental
concentration for the MN4 construct was established using a
fixed ¢ value* of 50, while the experiments for the MN19
construct used ¢ values ranging from 2 to 7.5. A low-c ITC
method was adopted for the weak-binding MN16 con-
struct.*** This method used 20 uM MN16, which was titrated
with 3.6 mM quinine to 30-fold molar excess. Experiments
using the low-c method consisted of 35 injections in which the
first injection was 2 uL, followed by 19 injections of 3 yL and
finishing with 15 injections of 15 L. The injections were made
every 300 s. The isobaric change in heat capacity (AC,) of
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quinine binding for MN4 and MN19 was determined by
measuring the thermodynamics of binding over temperature
ranges of 7.5—35 °C in buffer A. The pH of the Tris buffer was
not corrected for changes due to temperature effects. For the
ITC-based competitive-binding experiments, the initial titration
was performed as described above. Following completion of the
first titration, the sample was collected, degassed, and loaded
back into the cell; the second titration was then performed with
the appropriate ligand.

NMR Spectroscopy. NMR experiments on the aptamer
samples were performed using a 600 MHz Bruker Avance
spectrometer equipped with a '"H—'"*C—'5N triple-resonance
probe equipped with triple-axis magnetic-field gradients. All
NMR spectra were acquired in H,0/*H,0 (90%/10%) at 5 °C.
These sample conditions, with no NaCl added, were chosen to
result in spectra with the smallest linewidths. Nuclear
Overhauser enhancement spectroscopy (NOESY) spectra***
were obtained using a mixing time (z,,) of 200 ms. Water
suppression was achieved through the use of the WATER-
GATE sequence.*® The aptamer concentration for the NMR
studies ranged from 0.4 to 2.3 mM. The two-dimensional (2D)
NOESY spectra were processed and analyzed using NMRPipe
and NMRDraw."

Small-Angle X-ray Scattering. The MN4 and M19 small-
angle X-ray scattering (SAXS) samples were prepared as
described for the ITC samples. Matching buffer blanks were
prepared using dialysis. A series of dilutions (1/2, 1/4, and 1/8)
were also prepared for MN4 and MNI9 to ensure that
interparticle interference or aggregation was not evident in the
highest concentrations. Data acquisition was performed for
MN4 and MNI19 both free and in complex with quinine and
cocaine using an Anton Paar SAXSess mc* equipped with a
copper microsource, line collimation, and a Mythen 1K
detector. The temperature was maintained at 20 °C using a
temperature-regulated sample stage. Quartz capillaries were
used for the data acquisition. The data reduction was carried
out using the program SAXSQuant version 3.8 (Anton Paar).
The calculation of pairwise density distribution functions
(PDDF) (with desmearing) was performed using the program
GIFT, version 05.V.2010. The program GIFT2DAMMIN
version 1 (Anton Paar) was used to convert the PDDF files
into a format appropriate for the program DAMMIF*, which
was then used to calculate 20 ab initio models of each aptamer
MN4 and MN19 free and in complex with quinine and cocaine.
The program DAMAVER*® was used to align and average the
ab initio models.

B RESULTS

Affinity and Thermodynamics of Quinine Binding. We
used ITC methods to establish the affinity and thermodynamics
of binding by a set of cocaine aptamer variants for the ligand
quinine (Figure 1). The constructs studied were chosen to
include the most commonly studied versions of the cocaine-
binding aptamer used in our lab and that of others.****°
Figure 2 provides a sample thermogram of MN4 binding
quinine acquired using our ITC methods. The affinity and the
thermodynamic parameters of quinine binding for these
constructs are summarized in Table 1. These data show that
the binding affinity for quinine of the aptamer variants used in
this study is consistently significantly higher than that for
cocaine. The affinity of MN4 for quinine is 30 times that for
cocaine, while the MN19 and WC variants show a 38- and 17-
fold increased affinity for quinine over cocaine, respectively.
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Figure 2. Sample of ITC data showing the interaction of MN4 with
quinine. A one-site fit to the data yields a K value of 0.16 + 0.01 uM
and an enthalpy of —17.7 kcal mol™". (Top) The raw titration data
showing the heat resulting from each injection of quinine into aptamer
solution. (Bottom) The integrated heat plot after correcting for the
heat of dilution. This binding experiment was performed at 20 °C in a
buffer of 20 mM Tris (pH 7.4), 140 mM NaCl, and S mM KCL

Table 1. Thermodynamic Parameters for the Interaction
between Quinine and the Aptamers Presented in This
Study”

quinine cocaine”
AH —TAS

aptamer Ky (uM) (kcal mol™)  (kcal mol™*)% Ky (uM)
MN4 0.23 + 0.03 —14.5 £ 0.4 5.6 + 04 7+1
MNI19 0.7 + 0.2 —22.2 + 04 140 + 04 26.7 + 0.7
wcC 12+ 4 21 +4 15 + 4 204+ 6
MN16 S1+3 —6.9 + 0.5 1.1 + 04 vwb®
MN4 + 0.42 + 0.02 —10.9 £ 0.7 24 + 0.7 nd®

Mg*
MN19 + 0.6 + 0.4 —14.6 + 1.6 64+ 14 nd

Mg**

“Data acquired in a buffer of 20 mM Tris (pH 7.4), 140 mM NaCl,
and 5 mM KCl. Data for WC, MN4, and MN16 were acquired at 20
°C; data for MN19 were acquired at 17.5 °C; data for MN4 and
MN19 with Mg** were acquired at 15 °C. The values reported are
averages of 2—S$ individual experiments. The error range reported is
one standard deviation. “The corresponding data for cocaine binding
are included for the purpose of comparison.® “vwb denotes that only
very weak binding was observed; nd denotes not determined, the
experiment was not performed.

These data also demonstrate that the relative order of affinity
for these aptamers remains the same for both the quinine and
the cocaine ligands. Among the variants studied, the MN4
exhibits the highest affinity. The ITC data further demonstrate
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Figure 3. Temperature dependence of the enthalpy of MN4 (triangles) and MN19 (squares) binding quinine. The slope of the line represents AC,,
which was determined to be —377 + 55 cal mol™ K™! for MN4 and —798 + 91 cal mol™' K™ for MN19. The more negative AC, for MN19 implies
a larger extent of folding with ligand binding. Binding experiments were performed in a solution of 20 mM Tris (pH 7.4), 140 mM NaCl, and S mM

KCL

that, for all aptamer variants used in this study, quinine binding
is an enthalpically driven process with unfavorable binding
entropy.

Previous studies have indicated that DNA structures
containing three-way junctions are more stable in the presence
of Mg?**” To see if the presence of Mg affects quinine
binding, we performed ITC experiments using MN4 and
MNI9 in the presence of buffer A that also contains S mM
MgCl,. The results of these experiments are in Table 1 and
show that the addition of MgCl, has a negligible effect on the
affinity of these aptamers for quinine.

Change in Heat Capacity with Quinine Binding. To
gain a greater level of insight into the mechanism by which the
MN4 and MNI19 aptamers bind quinine, we measured the
enthalpy of binding by these aptamers as a function of
temperature to determine the change in heat capacity of
binding (AC,). These data are plotted in Figure 3. For MN4,
temperature data were obtained from 10 to 35 °C. Binding data
for MN19 was acquired from 7.5 to 17.5 °C. At temperatures
above 17.5 °C, MN19 exhibited signs of incomplete folding
upon binding as the enthalpy rapidly became less negative, and
it is not possible to separate the enthalpy of folding from that of
binding. From the slopes of the lines in Figure 3, we compute
that the value of AC, for MN4 is —377 + 5 cal mol™ K™ and
that the value of AC, for MN19 is =798 + 91 cal mol™" K™,

Buffer Identity and Quinine Binding. We used ITC
methods to test for changes in the protonation state of quinine
during binding. Change in protonation is detected by
measuring the binding enthalpy in different buffers at a
constant pH value. If the protonation state changes during
binding, different binding enthalpy values will be obtained that
differ by the number of protons lost or gained, multiplied by
the protonation enthalpy of the buffer.’”>' We measured the
enthalpies of MN4 binding to quinine in both N-(2-
hydroxyethyl)piperazine-N’-ethanesulfonic acid (HEPES) and
phosphate buffer at a pH value of 7.4 to be —15.2 + 0.8 kcal
mol™ and —144 + 1.4 kcal mol™', respectively. We also
measured binding at pH 8.5 using Hepes and Tris buffer and
obtained AH values of —14.2 + 0.5 kcal mol ™ and —16.7 + 1.6
kcal mol ™", respectively. The similarity of the binding enthalpies
in the two buffers at each of these pH values indicates that little
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to no change in protonation state is taking place with quinine
binding. If the protonation state changed, the expected
difference in AH values would be 16 and 11 kcal mol™),
respectively.

Effect of lonic Strength on Quinine Binding. To
quantify the contribution that electrostatic interactions play in
quinine binding, we determined the enthalpy of MN4 binding
quinine at a range of NaCl concentrations from 50 to 500 mM.
In general, the affinity of the aptamer for quinine increases as
the NaCl concentration decreases. The contribution of
electrostatics to ligand binding is measured by eq 1, where Z
is the apparent charge on the bound ligand and ¢ is the fraction
of Na* bound per nucleic acid phosphate.>”

( dlog K, ]= 7o
(1)

0 log[Na™]
From a plot of log K, versus log [NaCl] the slope gives the
value of —Z¢. For MN4 binding quinine (Figure 4) this value is
—0.45 £ 0.14. The contribution of electrostatics to the free
energy of binding can then be determined from eq 2.

AG,,. = Z@RT In[Na™] 2)

lec

8.0

log K,
%

6.0r

5.0 . L . L .
-1.5 -1.0 -0.5 0

log [NaCl]

Figure 4. Log K, vs log [NaCl] for MN4 binding to quinine. The
slope of this line was used to determine the contribution to the free
energy of binding by electrostatic (AG,,) interactions. At 140 mM
NaCl, AG,. comprises only 6% of the overall binding AG.
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Figure S. Imino—imino region of the 2D NOESY spectrum (z,, = 200 ms) of MN4 bound to quinine acquired in 10% D,0/90% H,O at S °C.

Assignments are traced out in the spectrum.

For the MN4—quinine pair the value of AG,, is —0.51 kcal
mol™" at 140 mM NaCl. Knowing the binding affinity at this
NaCl concentration (Table 1) we determine that the overall
binding free energy is —8.90 kcal mol™". This shows that the
contributions of electrostatics represent 6% of the overall free
energy of MN4 binding quinine at 140 mM NaClL

NMR Assignments and Quinine-Induced Chemical
Shift Perturbations. The '"H NMR assignment of the imino
protons of the quinine-bound MN4 and MN19 aptamers were
obtained from 2D homonuclear NOESY experiments. The
quality of the NMR data was excellent, and complete
assignments of the imino protons were obtained for the
spectra of both quinine-bound MN4 and quinine-bound MN19
(Figures S, 6, Supporting Information Figure 1). For MN19, in
which stem 1 contains three base pairs, the aptamer is not fully
folded in the free state.>® This is shown in Figure 6b, in which
MNT19 in the free state displays only four imino proton signals.
Upon addition of quinine, new signals appear from the bound
MN19, and we observe all the expected peaks in the equimolar
sample of MN19 with quinine.

Insights into the location of the quinine-binding site in the
MN4 aptamer can be deduced from the chemical-shift
perturbations of the imino protons observed with ligand
binding. Assignments of free MN4 were known from a previous
study®’ and match what was observed for this sample of free
MN4. The binding of quinine is in slow exchange on the NMR
time scale, with signals for both the free and bound resonances
observed simultaneously upon addition of quinine. We can
determine the difference in chemical shift between the free and
quinine-bound states, plotted in Figure 7. Upon binding, G31
showed the greatest shift of imino resonance, followed by T32
and T28. As seen previously with MN4, we do not observe the
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imino resonance of T19 in the free sample, but that resonance
appears with ligand binding (Figures S and 6).

ITC and NMR-Monitored Competition Binding Experi-
ments. To determine if the cocaine and quinine ligands bind at
the same location in the aptamer, we performed a set of ITC-
monitored competitive-binding experiments (Figure 8). First,
we added quinine to a solution of free MN4 (Figure 8a). From
fitting the data to a single-site binding model, we obtained a K4
value of 0.35 + 0.04 uM and a AH value of —15.2 + 0.2 kcal
mol™" at 15 °C. Following this experiment, we titrated cocaine
into a solution of the quinine-bound MN4. As seen in Figure 8b
no detectable binding was observed. This inability of cocaine to
bind MN4 in the presence of quinine is consistent with quinine
being bound tighter by MN4 and with both ligands binding at
the same site in the aptamer. Additionally, we performed the
reverse experiment in which cocaine was first added to MN4
(Figure 8c), resulting in a K value of 2.2 + 0.1 uM and a AH
value of —7.96 + 0.08 kcal mol™! at 15 °C. Next, we titrated
quinine into the cocaine-bound MN4 and observed binding
(Figure 8d). We fit these titration data to a competitive-binding
model®*, which resulted in a K value of 0.14 + 0.02 4uM and a
AH value of —11.2 + 0.1 kcal mol™" at 15 °C for quinine
binding to MN4.

Competitive binding by cocaine and quinine for MN4 was
also observed in NMR-monitored titrations. Three different
titrations were performed. First, quinine was added to MN4
followed by addition of cocaine (Supporting Information,
Figure 2). During the addition of quinine, similar changes were
observed, as seen in Figure 6a. During the addition of cocaine
to the quinine-bound MN4, no changes in chemical shift were
observed; however, peaks due to G31, T1S, and TI8
experienced significant line broadening. In the second NMR-
monitored titration, cocaine was first added to MN4, followed

dx.doi.org/10.1021/bi4010039 | Biochemistry 2013, 52, 8652—8662
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Figure 6. Quinine binding monitored by one-dimensional (1D) 'H
NMR. Displayed is the region of the NMR spectrum focusing on the
imino resonances as a function of increasing quinine concentration.
(a) Spectra of MN4 titrated with quinine. (b) Spectra of MNI19
titrated with quinine. Note that for MN19 only a few broad peaks are
observed in the free spectrum. Upon binding, sharp resonances from
the quinine-bound MN19 aptamer appear. All spectra were acquired in
90% H,0/10% *H,0 at 5 °C at the molar ratio of quinine to aptamer
indicated.

by the addition of quinine to the MN4-cocaine complex
(Supporting Information, Figure 3). The first part of this
titration resulted in spectra that are very similar to those we
observed previously for the addition of cocaine to MN4.*!
When quinine was added to the MN4—cocaine complex, we
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Figure 7. Histogram showing the chemical shift perturbations of the
imino protons in MN4 upon quinine binding.

did observe some peaks change their chemical shift. Namely,
the peak due to G31 shifted to its frequency indicative of the
quinine-bound MN4, and the peak due to T19 shifted to its
quinine-bound frequency. Additionally, in the spectrum
acquired with a molar ratio of 1:1.1:3 (MN4/cocaine/quinine)
all the peaks experience line broadening and resonances from
T18, and T15 experienced line broadening to an extent such
that peaks are not observed. Finally, we performed a titration
where an equimolar mixture of cocaine and quinine was added
to MN4 (Supporting Information, Figure 4). In this titration, at
subsaturating amounts of total ligand concentration, we observe
peaks from both quinine-bound G31 and cocaine-bound G31
simultaneously. These peaks are best observed at a molar ratio
of 1:0.375:0.375 (MN4/cocaine/quinine). As the total ligand
concentration increases, the proportion of MN4 bound to the
more tightly binding quinine increases, and the amount of
cocaine-bound MN4 decreases. Note that all three titrations
include a spectrum in which the molar ratios of MN4 and the
two ligands are essentially the same. This is the 1:1:1 (MN4/
cocaine/quinine) spectrum that corresponds to MN4 87.4%
quinine-bound and 12.4% cocaine-bound. The MN4 spectrum
at this ratio appears very similar in all three titrations,
demonstrating the repeatability of these titrations despite the
different titration schemes used.

SAXS Structural Analysis. SAXS studies were pursued to
further characterize the solution structure of the MN4 and
MN19 aptamers. Scattering data for the unbound samples of
both aptamers as well as each aptamer bound to cocaine and
quinine are shown in Figure 9A. Also shown in Figure 9A are
the desmeared scattering curves that were used for subsequent
analysis. PDDF plots for each sample are shown in Figure 9B,
and SAXS structural parameters are reported in Table 2. The
radius of gyration (Rg) was determined by Guinier analysis and
from the PDDF plots. Both methods produced consistent
estimates. The R, was consistently larger for the MN4 aptamer
than it was for the MN19 aptamer, for both free and bound
forms, ranging from 17.5 to 17.8 A and from 15.5 to 15.8 A for
MN4 and MN19, respectively. Similarly the R, is larger for
MN#4 than it is for MN19, ranging from 57 to 58 A and from 45
to 47 A, respectively. The PDDFs indicate that the MN4 free
and the quinine- and cocaine-bound samples exhibit similar
solution structures, while the MN19 samples are quite different
(Figure 9B). This is particularly evident when comparing the
free MN19 data with that of the two bound aptamer samples.
The MN4 PDDFs exhibit a bimodal pattern that is most likely
due to the defined distances between at least two of the stem
loops of the aptamer. A less obvious bimodal pattern is present
in the MN19 PDDF plots. A shoulder is evident in the free

dx.doi.org/10.1021/bi4010039 | Biochemistry 2013, 52, 8652—8662
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MN19 PPDF plot at approximately 35 A and in the bound
MN19 PDDF plots at 28 A on the r axis.

The ab initio shape reconstructions for MN4 and MN19 free
and in complex with either quinine or cocaine are shown in
Figure 9C,D, respectively. The normalized spatial discrepancy
(NSD) for each sample indicates that reconstructions provide
meaningful results (Table 2). Examination of the reconstruc-
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tions of the MN4 aptamer shows the similarity of the
structures, both in absence and in presence of ligand.
Conversely, aptamer MN19 exhibits differences between the
free aptamer and the quinine and cocaine complexes. The MN4
aptamer and complexes are elongated with a significant bulge
on one side, while the MN19 aptamer and complexes exhibit a
range of different shapes (Figure 9C,D).
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Figure 9. SAXS analysis of MN4 and MN19 free and bound to
quinine or cocaine. (A) Scattering data for each sample showing raw
scattering data with error bars; above this, the desmeared scattering
curve. (B) PDDF plots. Top panel MN4; MN4/Q and MN4/C
indicate MN4 bound to quinine and cocaine, respectively. Bottom
panel MN19; MN19/Q and MN19/C indicate MN19 bound to
quinine and cocaine, respectively. (C) Ab initio reconstructions of free
MN4 and MN4 with quinine or cocaine bound. (D) Ab initio
reconstructions of free MN19 and MN19 with quinine or cocaine
bound. Two orientations rotated 90° about the y axis are presented.
The reconstructions were aligned using the program supcomb.”’

B DISCUSSION

In this study we analyze the binding of quinine by the cocaine-
binding aptamer. This work provides a basis for comparing the
binding thermodynamics of the aptamers MN4 and MN19 for
cocaine, the ligand originally used to select these aptamers, and
what we present here for quinine. We find that there are many
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Table 2. Structural Parameters Calculated from SAXS Data

sample R, (A)* R, (A)" R, (A) NSD®
MN4 17.5 17.6 57 0.83
MN4/quinine 17.8 17.8 57 0.72
MN4/cocaine 17.6 17.5 58 0.76
MN19 15.7 15.7 4S5 0.64
MN19/quinine 15.5 154 46 0.56
MN19/cocaine 15.8 15.8 47 0.55

“R, calculated from Guinier plot of desmeared scattering data. bRg
calculated from PDDF. “Normalized spatial discrepancy.

similarities in the binding mechanism between these two
ligands and also some differences. From the competition
binding experiments (Figure 8), we show that the cocaine and
quinine share a common binding site in the aptamer as
opposed to binding at separate sites. Perhaps most significantly
we find that the MN4 and MN19 aptamers bind quinine 30—40
times more tightly than they bind cocaine (Table 1). It is
unusual for an aptamer to bind an off-target ligand much more
tightly than the ligand it has been selected for. Quinine and
cocaine do share some common structural features in that they
both have an aromatic ring attached to an aliphatic nitrogen-
containing eight-atom bridged ring structure (Figure 1).
However, these two structures are significantly different in
the location of the substituents on the aliphatic ring. When the
aliphatic ring portions of the molecule are superimposed to
align the nitrogen atoms, there is little overlap of the aromatic
rings. Similarly, overlaying the aromatic rings results in the
aliphatic portion of the molecule not being aligned to any
significant extent. However, it is possible that in the binding
site, bonds in the ligands rotate into conformations other than
those most favored in the free state. Detailed structural analysis
of the complexes formed between the ligands and the aptamer
are needed to understand how the cocaine binding aptamer
interacts with both cocaine and quinine.

The exact reason for our observed increased affinity for
quinine over cocaine is still unknown, but this affinity may be
due more to the presence of the larger bicyclic aromatic ring on
quinine than to the smaller monocyclic aromatic ring found in
cocaine (Figure 1). The larger aromatic group in quinine may
provide an increase in stacking interactions with the DNA bases
in the aptamer compared to those seen in cocaine. In support
of stacking interactions playing a role in the cocaine binding
aptamer—ligand interactions, we note that the combination of
binding enthalpy and entropy for both quinine and cocaine by
this aptamer (Table 1) falls into the intercalator category by the
classification of Chaires.>*

Additional support of the importance of the aromatic ring in
ligand binding by the cocaine binding aptamer is found when
comparing the binding of quinine and cocaine to that of their
structural analogues. The quinine analogues cinchonine and
cinchonidine are identical to quinine except they are missing
the methoxy group present in quinine on the aromatic ring
(Figure 11). Both of these ligands are bound significantly more
weakly than quinine by the cocaine-binding aptamer despite
this minor change.>®* In comparison, data consistent with
changes to the aliphatic portion of the ligand not being
important for binding come from studies by the Heemstra
group in which both cocaine and norcocaine (Figure 11) have
equal effect in their split aptamer proximity ligation assay.>®¥’
In contrast, removal of the aromatic group from cocaine
(ecgonine methyl ester) and the creation of a negatively

dx.doi.org/10.1021/bi4010039 | Biochemistry 2013, 52, 8652—8662
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Figure 10. Comparison of the imino region of the 1D 'H NMR
spectra of cocaine- and quinine-bound MN4 aptamer. For most imino
protons, their resonances occur at the same position in both spectra,
indicating the similarity of the structure for both aptamers. The only
significant differences between these two spectra are the positions of
the G31 and T19 imino protons. These protons lie at the binding site,
and the change in frequency of these imino resonances in the two
samples reflects the different bound ligand.
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Figure 11. Chemical structures of quinine, cocaine, and a series of
structural analogues.

charged carboxylic acid by the removal of a methyl group on
cocaine to make benzoylecgonine both result in very little
ligation due to these ligands not being bound by the cocaine-
binding aptamer.*®*” Together, these data indicate that changes
to the aromatic portion of the ligand result in a significant
decrease in binding affinity.

The functionally important structural-switching binding
mechanism for the short stem 1 aptamer construct, MN19, is
retained for both the cocaine and the quinine ligands. When
stem 1 is shortened to three base pairs, few imino signals are
seen in the 1D 'H NMR (Figure 6), indicating the aptamer has
a limited number of base pairs stably formed in the unbound
state. Upon addition of quinine, all the expected imino signals
for the secondary structure shown in Figure 1 appear. For
MN4, the aptamer is folded in the free state, and quinine
binding, like cocaine binding, does not appear to significantly
change the secondary structure of the aptamer. Additional
evidence for the structure switching mechanism is displayed by
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the AC, data for MN4 and MN19. We observe a more negative
AC, for MN19 binding quinine than we do for MN4 binding
qumme (Figure 3). The ba51s for a negative AC, is the burying
of nonpolar surface area.>® This can result dlrectly from burying
the ligand as well as indirectly by triggering folding in the
aptamer, resulting in an increase in nonpolar surface being
buried as base stacking increases. In our case, we expect quinine
binding by both MN19 and MN4 to result in a similar amount
of nonpolar surface area burial on the ligand, and we expect any
difference between the MN4 and MN19 aptamers to reflect
differences in nonpolar burial due to folding. For MN19, if the
aptamer starts off more unfolded in the free state than the
bound state, and aptamer folding occurs with quinine binding, a
more negative AC, is expected than if the aptamer is folded in
both the free and bound state. Demonstrated here, quinine
binding to MN19 has a AC, of =798 + 91 cal mol™! K™}, while
the AC, for MN4 is —377 + 55 cal mol™ K™, Thls more
negative AC, for MN19 is consistent with a hgand -induced
folding mechanism. Similarly, we saw a more negative AC, with
the short stem 1 construct, MN6, binding cocaine compared to
MN4 binding cocaine.>’ Additionally, we observed this trend
for the binding of deoxycholic acid by the short stem 1
construct MS2 has a more negative AC, value than the long
stem 1 construct.’® This structural-switching binding mecha-
nism is likely inherent in this aptamer and can be triggered by
binding any ligand that provides enough binding free energy to
trigger folding.

Evidence for a difference between the MN4 and MNI19
binding mechanism is supported by the SAXS data presented in
this study. For MN4, the PDDF plot (Figure 9B) shows little
difference between the free MN4 form and the two ligand-
bound complexes, indicating that only small structural changes,
if any, occur upon ligand binding. In contrast, for MN19 the
PDDF plot shows significant differences between the three
forms of the aptamer. The free MN19 aptamer exhibits a
shoulder around 35 A not seen in the quinine- and cocaine-
bound forms of the aptamer. The ab initio shape reconstruction
of the MN4 and MN19 aptamers shows this molecule forms a
nonglobular, elongated, and flat structure (Figure 9C,D). The
three MIN4 structures are fairly similar, containing a bulge off to
one side, while the three MN19 structures form variations of an
elongated flat structure.

From the NMR chemical shift perturbation data, we
conclude that quinine and cocaine share a common ligand-
binding site. The signals that move most with quinine binding
are G31 and T32 (Figures 6, 7, and 9). These are the same
resonances that move the most with cocaine binding.>'
Additionally, the T19 imino signal appears in the quinine-
bound sample, while it is not observable in the free MN4 state.
The main difference in the imino-proton NMR spectrum of the
cocaine- and quinine-bound aptamer is that G31 has a greater
change in chemical shift with quinine binding than it does when
binding cocaine. Also, the position of the bound T19 is
significantly different in these two forms (Figure 10). Changes
in chemical shifts can be due to the spatial proximity of the
ligand and the observed proton or to structural changes with
ligand binding at a site away from the location of the observed
proton resonance. We think that in this case, the perturbation is
due to direct contact: if ligand binding was occurring at a site
away from the site of the greatest change in chemical shift,
signals other than G31, T32, and T19 would be affected by the
binding event. Together this implies not only that the ligand-
binding location in the aptamer is the same for both cocaine

dx.doi.org/10.1021/bi4010039 | Biochemistry 2013, 52, 8652—8662
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and quinine but also that the binding site is close to T32, G31,
and T19.

The salt-dependent behavior of the quinine-binding
association constant shows that the MN4 aptamer uses
electrostatics for only about 6% of the binding free energy at
a NaCl concentration of 140 mM. This is small compared with
the binding of aminoglycosides to the A-site RNA, in which
electrostatics make up >50% of the binding free energy.*® This
difference reflects the number of charged amino groups
involved in the interaction between the ligand and nucleic
acid binding partners, but it also likely reflects the need for
aptamers to use more shape-specific interactions, such as
hydrogen bonds, to specifically recognize their desired ligand,
even though this aptamer distinguishes poorly between cocaine
and quinine.

In summary, we demonstrate that quinine binding by the
cocaine-binding aptamer is similar to the enthalpy-driven
binding mechanism the aptamer has for cocaine, follows a
ligand-induced folding similar to that for cocaine when stem 1
is three base pairs long, and shares with cocaine the same
ligand-binding site in the aptamer. The major difference
between the two ligands is the significantly higher affinity of
the aptamer for quinine over cocaine. While the lack of ligand-
binding specificity of the cocaine-binding aptamer raises doubts
about the suitability of this aptamer for biosensor applications,
it does allow the nonbiosensor uses of this aptamer to be
developed using quinine as opposed to cocaine.

B ASSOCIATED CONTENT
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Figure of (1) 2D NOESY showing the assignment of MN19
bound to quinine; (2) 1D 'H NMR of a titration of quinine
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AC,, change in heat capacity at constant pressure; ITC,
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