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Herein, we explore the hidden molecular recognition abilities of ZnO nanowires uniformly grown on the inner
surface of an open tubular fused silica capillary via liquid chromatography. Chromatographic evaluation
revealed that ZnO nanowires showed a stronger intermolecular interaction with phenylphosphoric acid
than any other monosubstituted benzene. Furthermore, ZnO nanowires specifically recognized the
phosphate groups present in nucleotides even in the agueous mobile phase, and the intermolecular
interaction increased with the number of phosphate groups. This discrimination of phosphate groups in
nucleotides was unique to the rich (1010) m-plane of ZnO nanowires with a moderate hydrophilicity and

negative charge. The discrimination could be evidenced by the changes in the infrared bands of the
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Accepted 16th February 2022 phosphate groups on nucleotides on ZnO nanowires. Finally, as an application o e molecular

recognition, nucleotides were separated by the number of phosphate groups, utilizing optimized gradient

DOI: 10.1039/d1n200865) elution on ZnO nanowire column. Thus, the present results elucidate the unique and versatile molecular
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Introduction

Metal oxides exhibit thermal and chemical stabilities in harsh
environments and diverse functional properties such as ferro-
electricity, ferromagnetism, high temperature superconduc-
tivity, —metal-insulator transitions, and memristors."”
Consequently, they have been studied for numerous applica-
tions. Since the development of the self-assembly process in the
last half of the 20™ century, the morphologies of various
dimensional nanostructures (e.g., nanoparticles,*® nano-
sheets,’™* nanorods,> and other characteristic three-
dimensional structures consisting of metal oxides) have
been elucidated. Nanostructures have a large surface, uniform

“Graduate School of Pharmaceutical Sciences, Kyoto University, Sakyo-ku, Kyoto
606-8501, Japan. E-mail: kanao.eisuke.7s@kyoto-u.ac.jp; Fax: +81-75-753-4601; Tel:
+81-75-753-4565

’National Institutes of Bio Medical Innovation, Health and Nutrition, Ibaraki, Osaka
567-0085, Japan

‘Department of Material Chemistry, Graduate School of Engineering, Kyoto University,
Katsura, Nishikyo-ku, Kyoto 615-8510, Japan. E-mail: kubo.takuya.6c@kyoto-u.ac.jp;
Fax: +81-75-383-2450; Tel: +81-75-383-2448

“Department of Applied Chemistry, Graduate School of Engineering, The University of
Tokyo, 7-3-1 Hongo, Bunkyo-ku, Tokyo 113-8654, Japan

“Precursory Research for Embryonic Science and Technology (PRESTO), Japan Science
and Technology Agency (JST), 4-1-8 Honcho, Kawaguchi, Saitama 332-0012, Japan
(ESI) available. See DOI:

T Electronic  supplementary  information

10.1039/d1na00865j

© 2022 The Author(s). Published by the Royal Society of Chemistry

selectivity of well-known ZnO nanostructures for the capture and separation of biomolecules.

size, perfect crystals, and anisotropy. They have potential to
provide programable and integrated properties in various
technological fields, especially in molecular recognition and
sensing materials.">"

Wire-like one-dimensional nanostructures (nanowires; NWs)
are fascinating nanostructures consisting of metal oxides. NWs
have been applied to design gas sensors,'®*?° biosensors,"*
optoelectronic devices,* and photocatalysts.>*** In particular,
ZnO NWs are of great interest from industrial perspectives in
the materials field due to their simple syntheses, biocompati-
bility, biodegradability, and biosafety.>**® For example, a ZnO
NW semiconductor-based electrical sensor was fabricated to
detect nonanal, a biomarker for lung cancer.** In addition,
biomolecular analysis systems based on specific interactions
with biomolecules have been constructed using ZnO NWs.
Examples include a highly sensitive and selective ZnO NW
sensor for immunoglobulin G ** and a ZnO NW microfluidic
device to detect cancer-related miRNA biomarkers from urinary
extracellular vesicles.**

Despite the large number of applications, few reports have
comprehensively investigated the fundamental mechanism of
molecular recognition on ZnO NWs. A detailed understanding
of molecular recognition on ZnO NWs should provide infor-
mation on the rational design of a highly functional device.
Liquid chromatography (LC), which is a fundamental and
highly versatile separation technique, is suitable to investigate
the intermolecular interactions on nanomaterials. LC directly
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reflects the strength of intermolecular interactions with the
given stationary and mobile phases. Previously, we developed
novel separation media utilizing nanocarbon materials as the
stationary phase and investigated their unique molecular
recognitions. These included the spherical recognition of Cgy-
or C,o-fullerenes,*** the difference in the intensities of the CH
or CD-T interaction,***” the strong CH-T interaction between
corannulene and planar polycyclic aromatic hydrocarbons,*®
and specific halogen-m interaction of C,y-fullerene.** Further-
more, we have grown spatially uniform ZnO NWs in meter-long
microtubes with an aspect ratio up to 10 000 (ZnO-NW column)
by a new self-assembly strategy called the “flow-assisted
method”.** This microtube can be used as a separation
medium for LC. We confirmed the specific retention of the
polar functional groups due to the Lewis acidity of their Zn sites.
Consequently, the evaluation of the retention behaviors on the
ZnO-NW column may shed light on the molecular recognition
of ZnO NWs in a particular liquid mobile phase.

In this study, we investigate the retention behaviors of
various analytes on the ZnO-NW column in LC for a precise
understanding of the molecular recognition on ZnO NWs in
aqueous solvents. We also demonstrate the potential of nucle-
otide analysis using ZnO NWs due to the efficient molecular
recognition on the (1010) m-planes. Finally, we show effective
gradient separation of the nucleotides, which require selective
sensing to reveal their roles as energy currencies of cells in
cellular activities derived from biological processes such as cell
motility, intercellular transport, synthesis of biomolecules, and
metabolic reactions.**** We successfully separated adenosine
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mono-, di-, and triphosphates (AMP, ADP, and ATP) based on
specific intermolecular interactions on ZnO NWs by optimizing
the aqueous mobile phase and the column length.

Results and discussion

Retention behaviors of monosubstituted benzenes on the
ZnO-NW column

To evaluate the fundamental characteristics of the intermolec-
ular interactions on ZnO NWs, we investigated the retention
behavior of monosubstituted benzenes with various functional
groups in LC on the ZnO-NW column. For comparison, we also
examined the retention behavior on a bare capillary column
using acetonitrile as the mobile phase. Acetonitrile is
commonly used in LC. Fig. 1a-c show the typical chromato-
grams of benzyl amine, ethyl benzoate, and benzoic acid by the
column type, respectively. Benzyl amine and ethyl benzoate
passed through these columns. In contrast, benzoic acid was
strongly retained on the ZnO-NW column and was not eluted
even after an hour.

We then determined the functional groups with a strong
intermolecular interaction on ZnO NWs. The recovery ratio of
each analyte on the ZnO-NW column was calculated by
comparing the peak areas on the ZnO-NW column to those on
the bare capillary column (Fig. 1d). The recovery ratios were
calculated as

Recovery ratio = (peak area on the ZnO-NW column)/(peak area
on the bare capillary column)
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Fig.1 Retention behaviors of monosubstituted benzenes with various functional groups on the ZnO-NW column. Typical chromatograms of (a)
benzyl amine, (b) ethyl benzoate, and (c) benzoic acid on ZnO-NW and bare capillary columns. (d) Peak area and recovery ratio of each
compound. LC condition: column, ZnO-NWs (30 cm x 100 um), bare capillary (30 cm x 100 pm); mobile phase, acetonitrile; flow rate, 5.0

uL min~; temperature, 25 °C: detection, UV (254 nm).
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The recovery ratios of benzoic acid, phenylsulfonic acid, and
phenylphosphonic acid were drastically reduced on the ZnO-
NW column. ZnO NWs showed a strong and irreversible inter-
molecular interaction with acidic functional groups in
acetonitrile.

The specific adsorption of acidic functional groups on ZnO
NWs may depend on several factors such as hydrophilic inter-
actions***® and ionic electrostatic interactions.*”*** We hypoth-
esized that adding water to the mobile phase increases the
recovery ratios of these compounds because water competitively
coordinates to ZnO NWs and has a high dielectric constant.>***
Fig. 2a shows the recovery ratios of monosubstituted benzenes
with acidic functional groups in the mobile phase containing
water. As expected, the recovery ratio of each analyte exceeded
80% by adding 20% water to the mobile phase, suggesting that
water competitively interacts with ZnO NWs and suppresses the
adsorption of monosubstituted benzenes with acidic functional
groups. Interestingly, phenylphosphoric acid showed much
longer retention times and broader peaks on the ZnO-NW
column than the other analytes even in mobile phases con-
taining water (Fig. 2b and c), although the retention time
slightly decreased as the content of water in the mobile phase
increased. Thus, ZnO NWs interact more strongly with the
phosphate groups of the analytes than the other functional
groups. The number of negative charges may account for this
trend. Zn>", which is the divalent cation in ZnO NWs, preferred

(2)

4 0% water *20% water

12

o
©

¢

’

o
[

r 7

Recovery ratio

o
w

View Article Online

Nanoscale Advances

the divalent anion -PO;>~ in phenylphosphoric acid than the
other monovalent anions.

Retention behaviors of phosphorylated nucleotides on the
ZnO-NW column

ZnO NWs may interact specifically with the phosphate groups in
the mobile phase containing water due to hydrophilic and ionic
electrostatic interactions. We evaluated the retention behaviors
of nucleotides on the ZnO-NW column to test this hypothesis
and to explore the potential of applying ZnO NWs to phos-
phorylated biomolecular analysis. Nucleotides contribute to
many biological processes by regulating the concentration and
are important for maintaining the cell health and expression of
cellular functions.”** Furthermore, they are useful biomarkers
for several cancers.> Consequently, there is a growing demand
for detection or measurement techniques to determine these
concentration ratios.

Firstly, we evaluated the retention behaviors of AMP, ADP,
and ATP, which are nucleotides found in RNA, on the ZnO-NW
column in acetonitrile as the mobile phase. The mobile phase
contained 5% water, considering the solubility of nucleotides.
For comparison, adenosine, which has the same structure
except for the phosphate group, was also evaluated. Fig. 3 shows
the retention behaviors of adenosine, AMP, ADP, and ATP in
acetonitrile on ZnO-NWs and bare capillary columns. The
retention behavior of adenosine was similar for both the ZnO-
NW column and the bare capillary column (Fig. 3a and e). On
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Fig.2 Effect of the water content in the mobile phase on the retention behaviors of monosubstituted benzenes with acidic functional groups on
ZnO NWs. (a) Recovery ratio of each monosubstituted benzene by the acidic functional group in acetonitrile containing 20% water as the mobile
phase. (b) Plots of retention times of monosubstituted benzenes vs. percent water in acetonitrile as the mobile phase. (c) Typical chromatograms
of phenyl phosphoric acid in the water content mobile phase. LC conditions: column, ZnO-NWs (30 cm x 100 pm), bare capillary (30 cm x 100
um); mobile phase, water/acetonitrile; flow rate, 5.0 pL min~?; temperature, 25 °C; detection, UV (254 nm).
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Fig.3 Retention behaviors of adenosine and nucleotides on the ZnO-NW column in acetonitrile as the mobile phase. Typical chromatograms of
(a) adenosine, (b) AMP, (c) ADP, and (d) ATP on the ZnO-NWs and bare capillary columns. (e) Peak area and recovery ratio of each compound. LC
conditions: column, ZnO-NWs (30 cm x 100 pm), bare capillary (30 cm x 100 pm); mobile phase, acetonitrile containing 5% water; flow rate,

5.0 uL min~%; temperature, 25 °C; detection, UV (260 nm).

the other hand, the nucleotides were adsorbed on the ZnO-NW
column and exhibited drastically reduced recovery ratios
(Fig. 3b-e). These results are consistent with our hypothesis that
ZnO NWs show highly selective retention for the phosphate
groups. Notably, phosphorylated nucleotides were completely
adsorbed on the ZnO-NW column even in the mobile phase
containing 5% water but phenylphosphoric acid was eluted
(Fig. 2b and c). This stronger interaction of the nucleotides with
ZnO NWs than phenylphosphoric acid may be due to the higher
hydrophilicity of nucleotides compared to phenylphosphoric
acid.

1652 | Nanoscale Adv.,, 2022, 4, 1649-1658

The suppression of the hydrophilic interactions by molec-
ular recognition in aqueous environments is critical for
biomolecular analysis.>® We evaluated the retention behaviors
of nucleotides in pure water as the mobile phase on the ZnO-
NW column (Fig. 4). AMP showed a higher recovery ratio in
pure water than in acetonitrile but its retention time was longer
than adenosine (Fig. 4a, b, and e). This weakened intermolec-
ular interaction between AMP and ZnO NWs may be due to the
competitive hydrophilic interaction with water. Interestingly,
ADP and ATP adsorbed on the ZnO-NW column, and their
recovery ratios were very low even in water (Fig. 4c-e). The
recovery ratios on the ZnO-NW column decreased in the order

© 2022 The Author(s). Published by the Royal Society of Chemistry
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Fig.4 The retention behaviors of adenosine, AMP, ADP, and ATP on the ZnO-NW column in water as the mobile phase. Typical chromatograms
of (a) adenosine, (b) AMP, (c) ADP, and (d) ATP on the ZnO-NWs and bare capillary columns. (e) Peak area and recovery ratio of each analyte. LC
conditions: column, ZnO-NWs (30 cm x 100 um), bare capillary (30 cm x 100 um); mobile phase, water; flow rate, 5.0 pL min~%; temperature,

25 °C; detection, UV (260 nm).

AMP < ADP < ATP, which coincides with the increase in the
number of phosphate groups in the nucleotides. Thus, the
strength of the intermolecular interactions between ZnO and
nucleotides depends on the number of phosphate groups in the
nucleotide.

We then examined whether the ZnO NW nanostructure or
the typical properties of ZnO lead to the discrimination of the
phosphate groups in the nucleotides. We evaluated the recovery
ratios of adenosine and nucleotides on a column fabricated
only by the ZnO seed layer, which lacks uniform nanostructures
but has the same properties as that of ZnO. Both ADP and ATP
were fully eluted on the column fabricated using only the ZnO

© 2022 The Author(s). Published by the Royal Society of Chemistry

seed layer (Fig. S1t). The discrimination for the phosphate
groups of nucleotides on ZnO NWs in water is attributed to the
nanostructures.

IR spectra of adsorbed nucleotides on the ZnO NWs

Two fundamental aspects should be considered for molecular
recognition since the nanostructure is responsible for the
phosphate group discrimination of nucleotides on ZnO NWs:
the specific surface area and the morphology. Two types of ZnO
nanostructures (ZnO nanowalls and ZnO NWs, Fig. S2t) were
fabricated on silicon wafers. IR spectroscopy was used for the

Nanoscale Adv., 2022, 4,1649-1658 | 1653
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molecular recognition of the nucleotide on each nanostructure.
The substrate with each nanostructure was immersed into an
aqueous solution of AMP, ADP, or ATP (7 mM) and was dried to
adsorb the nucleotide on the nanostructure. The substrates
were subsequently immersed in water. Then, IR spectroscopy
was performed after drying the substrates well.

Fig. 5 shows the IR spectra of the nucleotides on each
substrate for different immersion times. Each substrate dis-
played a narrow band in the range of 900-1200 cm ™, which
is derived from the phosphate groups, immediately after
immersing the substrates into the nucleotide solution (0 min,
Fig. 5, black lines). The signal was not confirmed without
immersing ZnO NWs in the nucleotides (Fig. S3,1 black line)
and the intensity was increased with the immersion time
(Fig. S37). These results suggested that the nucleotide was
adsorbed on ZnO nanostructures. On the ZnO nanowalls, the
band intensity of the phosphate group in the nucleotide was
independent of the immersion time in water, indicating that all
the nucleotides are completely adsorbed on the ZnO nanowalls,
regardless of the number of phosphate groups (Fig. 5a-c). On
the other hand, on the ZnO NWs, the band intensity of the
phosphate group in the nucleotides decreased as the immer-
sion time in water increased. More interestingly, although the
band intensity in ATP slightly decreased, the decreases in the
band intensity were smaller in the order AMP > ADP > ATP
(Fig. 5d-f). Briefly, the intermolecular interaction with nucleo-
tides on ZnO NWs was weaker than that on the ZnO nanowalls,
whereas the strength varied slightly with the number of
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phosphate groups in the nucleotides. These results suggest that
the discrimination based on the number of phosphate groups
in the nucleotides is due to the morphology of ZnO NWs.

The morphology of the ZnO nanostructures could be
controlled by competitive nucleation from the (0001) c-planes
and m-planes. Thus, ZnO NWs and nanowalls provide unique
face-selective electrostatic interactions by anisotropic crystal
growth.”***-%3 Fig. S41 shows the SEM image of the top surface of
the ZnO NWs. The small hexagonal shape on the top surface
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Fig. 6 Chromatogram of nucleotides with a meter-long ZnO-NW
column with the phosphate gradient condition. LC conditions:
column, ZnO-NWs (90 cm x 100 um); mobile phase, A: water, B:
250 mM phosphate buffer; gradient condition, 0—1 min, 100% A, 1-
21 min 0% B to 100% B, 21-30 min 100% B; flow rate, 1.0 pL min~%;
temperature 25 °C; detection, UV (260 nm).
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and the long columnar shape (Fig. S21) implied abundant m-
planes. The ZnO nanowalls and ZnO NWs exposed the c-planes
and the m-planes, respectively. The polar c-plane provides
a higher ionicity due to the biased surface to either Zn>" or 0>~
In contrast, Zn>" and O*>~ are present in the same proportion on
the nonpolar m-plane.®**® Therefore, the ZnO nanowalls may
indiscriminately adsorb the nucleotides on the c-planes via
their strong hydrophilic and ionic electrostatic interactions
with phosphate groups. On the other hand, ZnO NWs may
flexibly recognize the phosphate groups due to their moderate
hydrophilic and ionic electrostatic interactions on the m-planes.

Dependence of molecular recognition on the ZnO-NW column
on the temperature and flow rate

Ionic electrostatic and hydrophilic interactions may be
responsible for the interactions between ZnO NWs and the
phosphate groups. The ionic electrostatic interaction is domi-
nant, especially in water, because the hydrophilic interactions
are suppressed. The potential energy of the ionic electrostatic
interaction is given as

E = z"z &’l4meR (1)

Here, z" and z~ are the valences of the cation and anion,
respectively, e is the elementary charge, ¢ is the dielectric
constant, and R is the distance between the cation and the
anion.”” Eqn (1) indicates that the ionic electrostatic interaction
is not influenced by the temperature. Furthermore, ionic elec-
trostatic interactions rapidly form even in water.®® Here, we
hypothesized that the interactions of nucleotides on ZnO NWs
are not influenced by the temperature or flow rate in LC anal-
ysis. Then, we derived the temperature and flow rate depen-
dencies from the plot of the recovery ratios of nucleotides at
different temperatures and flow rates (Fig. S5t). The recovery
ratios of each nucleotide were almost the same at different
temperatures and flow rates, supporting our hypothesis that
molecular recognition for nucleotides on ZnO NWs is due to the
ionic electrostatic interaction and is independent of the
temperature and flow rate. In addition, the SEM images indicate
that the measurement does not corrupt ZnO NWs in the capil-
lary column (Fig. S6t). This physical robustness of ZnO NWs
may realize stable molecular recognition in harsh physical
conditions.

Separation of phosphorylated nucleotides by gradient elution

Nucleotides could be adsorbed on ZnO NWs via the ionic elec-
trostatic interaction of their phosphate groups. Eqn (1) indi-
cates that the electrostatic interaction is strongly influenced by
the dielectric constant of the solvent. Hence, the competitive
coordination of salts or decreasing the dielectric constant in the
electrolyte solutions may tune the adsorption of nucleotides.
For the collection of adsorbed nucleotides on ZnO NWs, we
evaluated the retention behaviors of ATP in different electrolyte
solutions such as a NaCl solution, tris(hydroxymethyl)
aminomethane-HCI (Tris-HCl buffer), and phosphate buffer.
Fig. S71 shows the recovery ratios of ATP in the different

© 2022 The Author(s). Published by the Royal Society of Chemistry
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electrolyte solutions. For each electrolyte solution, the ionic
strength was standardized to 0.2 M. Unexpectedly, the recovery
ratios of ATP did not increase in the NaCl solution or the Tris-
HCI buffer. On the other hand, the recovery ratio of ATP
significantly increased in the phosphate buffer. These obser-
vations may be due to the stronger coordination of the phos-
phate groups to Zn>" than any other monovalent ions. Thus, the
adsorption of nucleotides can be controlled by the competitive
coordination of phosphate ions in the mobile phase due to their
same charge.

Finally, we investigated the effectiveness of the phosphate-
gradient condition to separate the nucleotides. As expected,
AMP, ADP, and ATP were eluted from the ZnO-NW column in
this order as the concentration of the phosphate ions increased
in the mobile phase. However, ADP and ATP were not suffi-
ciently separated due to the much lower plate number of the
column, which is an index of the column efficiency. Briefly, the
30 cm ZnO-NW column was not long enough for sufficient
separation (Fig. S8t). Increasing the length of the ZnO-NW
column achieved a more effective separation because a longer
column can generate enough plate numbers to distinguish
between the neighboring peaks.*

We prepared a 90 cm ZnO-NW column (meter-long ZnO-NW
column) using the flow-assisted method.” Fig. 6 shows chro-
matograms for a mixture of nucleotides. As expected, the
nucleotides were successfully separated. Furthermore, the
change in the back pressure was negligible on the meter-long
ZnO-NW column (3.1 MPa) compared with the shorter column
(0.4 MPa) due to the lower packing rate. This value was much
lower than that in a typical silica-based monolithic column
(15 c¢m, 21.1 MPa) under the same conditions. Therefore, the
meter-long ZnO-NW column may realize a novel separation
medium for low back pressure and robust biomolecular anal-
ysis with unique phosphate recognition. In the present situa-
tion, the gradient separation slightly dissolved the ZnO NWs,
and the same column could not provide a reproducible sepa-
ration (Fig. S9t). The dissolutions of ZnO NWs were not
confirmed with NaCl or Tris-buffer (Fig. S10t). Thus, the
chemical robustness toward the phosphate buffer may be low
due to the high affinity to the phosphoric groups. To realize
a practical separation media, the chemical robustness toward
the phosphate buffer should be improved in the future. For
example, thermal annealing treatment is effective for increasing
the crystallization and improving the stability of ZnO nano-
wires.”””* Then, we compared the stabilities of the annealed
nanowires (350 °C, 1 h) and as-grown nanowires in phosphate
buffer. The stability of the annealed nanowires was clearly
improved and the morphology is maintained after immersing
into phosphate buffer for 5 hours, even though the as-grown
nanowires gradually change their morphology and dissolve
completely after 5 hours (Fig. S117).

Conclusion

LC experiments were conducted for monosubstituted benzenes
and nucleotides in various aqueous mobile phases to under-
stand the molecular recognition ability on ZnO NWs. ZnO NWs
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showed an irreversible intermolecular interaction with acidic
functional groups in acetonitrile. ZnO NWs strongly retained
the phosphate groups even in water containing the mobile
phase. Furthermore, ZnO NWs were discriminated by the
number of phosphate groups of nucleotides in water, which was
not influenced by the temperature and the flow rate in LC
analysis. The delicate recognition for the phosphate group was
unique to the nanostructure of ZnO NWs via the moderate ionic
electrostatic interaction on the (1010) m-planes of ZnO NWs. In
addition, optimizing the phosphate-gradient LC conditions
effectively separated the nucleotides. We believe that this report
will greatly contribute to the elucidation of the molecular
recognition on metal-oxide nanostructures.

Experimental section
Preparation of ZnO-NW columns

ZnO nanowire-decorated microtubes were fabricated via the
seed-assisted hydrothermal method, which consists of two
steps: seed layer formation and nanowire formation. The seed
layer formation process used zinc acetate Zn(OAc), in an
ethanolamine/EtOH solution. The seed solution was injected
into a flexible fused silica capillary column with an inner
diameter of 100 pm and an outer diameter of 375 pm (molex
1068150023). Then, the column was annealed at 150 °C for 1
hour to crystallize the ZnO seed layer.

Then, the ZnO NW formation process was performed. The
growth solution was prepared at room temperature by dissolv-
ing zinc nitrate hexahydrate Zn(NO;),-6H,O (Wako, 99.0%
pure), hexamethylenetetramine (HMTA) (CH,)¢N, (Wako,
99.0% pure), and polyethylenimine (PEI) [-CH,CH,NH-], with
an average molecular weight (mol wt.) of 1800 (Aldrich, 50 wt%
in H,0) in deionized (DI) water. The ratio of Zn(NO;),/HMTA/
PEI = 1:1:0.1. The pH of the solution was measured prior
to nanowire growth. A growth temperature of 75 °C was main-
tained during the whole growth process, which took five hours.

Nano-LC analysis

LC analyses were carried out with a nano-LC system consisting
of a DiNa S (KYA Technologies, Tokyo, Japan) as the pump,
a CE-2070 (JASCO, Tokyo, Japan) as the UV detector, a CHEM-
INERT (Valco Instruments, Houston, TX) as the sample injector,
and a Chemco capillary column conditioner Model 380-
b (Chemco, Osaka, Japan) as the column oven. A Nexera Micros
(Shimadzu, Kyoto, Japan) series was used for gradient LC
separation. This system consisted of LC-Mikros (Shimadzu,
Kyoto, Japan) as the pump, MU701 (GL Sciences, Tokyo, Japan)
as the UV detector, a CHEMINERT as the sample injector, and
CTO-20AC (Shimadzu, Kyoto, Japan) as the column oven.
Acetonitrile, DI, sodium phosphate buffer, and Tris-HCI buffer
were utilized as the mobile phases. DI was obtained by a Milli-Q
Direct-Q 3UV system (Merck Millipore, Tokyo, Japan). Sodium
dihydrogenphosphate dihydrate, disodium hydro-
genphosphate, and tris(hydroxymethyl)aminomethane were
purchased from Tokyo Chemical Industry (Tokyo, Japan) for
buffer preparation. As samples, AMP, ADP, ATP,
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phenylphosphoric acid disodium salt, benzyl alcohol, benzyl
amine, aniline, benzene, anisole, acetophenone, ethyl benzoate,
benzoic acid, phenol, and sodium benzenesulfonate were
purchased from Nacalai Tesque (Kyoto, Japan). A bare capillary
column was treated with water and acetone, and then dried.

Growth of ZnO NWs on silicon wafers

The hydrothermal method was utilized to grow ZnO NWs arrays
on Si(100) wafers. First, a 5 nm-thick Ti buffer layer was sput-
tered on the Si substrate. Then, a 100 nm-thick ZnO thin film
was sputtered as the seed layer. Zinc nitrate hexahydrate (25
mM) (Zn(NOs),-6H,0, 99.0%), hexane ethylenetetraamine
(25 mM, (CH,)eN4, 99.0%), and polyethylenimine (2.5 mM,
number-average MW 1800, 50 wt% in H,0) were dissolved in DI
water (150 mL) sequentially. The prepared substrate was dipped
into the solution and kept at 80 °C for 12 h. After growth, the
samples were rinsed with DI water and dried by dry air flow.

Growth of ZnO nanowalls on silicon wafers

The hydrothermal method was utilized to grow ZnO nanowalls
on Si(100) wafers. A solution of ethanol (25 mL), zinc acetate
(Zn(OAc),, 99.99%) (1.65 g), and ethanolamine (0.76 g) was
applied on the Si substrate. The Si substrate was uniformly
coated via the spin-coating method. Next, a seed layer was
created by sintering at 180 °C for 10 minutes. Zn(OAc), (120
mM) and citric acid (C¢HgO,-H,0, 99.0%) (257 mM) were dis-
solved in DI water (150 mL) sequentially. The substrate was
dipped into the solution and kept at 95 °C for 12 h. Afterward,
the samples were rinsed with DI water and dried by dry air flow.
Finally, the as-grown ZnO nanowalls were annealed at 400 °C in
air for 1 h.

Scanning electron microscopy images and infrared (IR)
spectra

The morphology of the ZnO nanostructures was characterized
by field emission scanning electron microscopy with energy
dispersive X-ray spectroscopy (FESEM-EDS, JEOL JSM-7610F 30
kV). Fourier transform infrared (FT-IR) spectra were recorded
using a Nicolet iS50 FT-IR spectrometer (Thermo Fisher Scien-
tific) equipped with a mercury-cadmium-telluride detector. The
FT-IR spectra were scanned 300 times for each measurement
with a resolution of 4.0 cm™' and a data point interval of
0.482 cm ™.
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