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Peptide microarrays, comprising hundreds to thousands of different peptides on solid supports in a spatially
discrete pattern, are increasingly being used as high throughput screening tools with high sensitivity in
biomedical science. The application of this technology to profile the antibodies, enzymes and ligands of
target samples including body fluids, tissues and cells results in the discovery of new biomarkers for the

iizzgéi%?;hsi%?:rsgi§201s precise diagnosis of diseases. Additionally, the identification of inhibitors of enzymes using peptide
microarrays might offer an opportunity for the further development of enzyme-targeted drugs in a fast
DOI: 10.1039/cBay01442f and efficient manner. This review provides an overview of the main peptide microarray formats currently

rsc.li/methods used with their applications in the biomedical field and discusses the current challenges of this technology.
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Introduction

Microarray development started at the early 1990s due to the
imperative need for global and high throughput techniques for
the systematic deciphering of genomic and postgenomic infor-
mation.'” Peptide microarrays are planar solid substrates (e.g.,
glass slides) with a collection of microscopic peptide spots and
are high throughput devices for various applications in many
fields of biochemistry and medicine ranging from basic research
to clinical diagnosis.**® For example, a peptide microarray is
considered as an ideal platform for studying the functionalities
of enzymes and screening their inhibitors and enhancers since
the microarray allows for undertaking hundreds to thousands of
enzymatic reactions simultaneously.*” Peptide microarray-based
immunoassays can provide accurate information for decision-
making in clinical situations, and require only a low volume
(at the pL level) of patient samples to simultaneously test large
numbers of antigen epitopes.*®

In comparison with proteins, peptides are relatively easy to
produce, chemically stable, and compatible with various immo-
bilization chemistries. In addition, peptides preserve partial
aspects of protein function. Therefore, peptide microarrays
enable and support proteomic studies in a reductionist way. As
a result, the scope of application of peptide microarrays has been
constantly expanding since Frank’s group and Fodor’s group
published the first two papers on the fabrication of peptide arrays
in 1991."* Some of these studies have been reviewed elsewhere
with a focus on the fabrication and applications of peptide
microarrays or as subclassifications in more generalized
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overviews of the biological applications of microarrays.*™* In this
review, we will focus on the applications of peptide microarrays
in biomedical areas, including disease-related enzyme function
and inhibition, disease biomarker (e.g., antibodies and affinity
peptides of viruses) discovery and drug development, high-
lighting some of their technical challenges and the new trends by
means of a set of selected recent publications.

A brief overview of peptide microarray
fabrication and detection methods

Peptide microarrays are composed of large numbers of peptides
with known specificities, which are either in situ synthesized
step by step or printed/spotted on suitable solid substrates,
such as microscopic glass slides, silicon wafers, and other
functionalized substrates.** Flexible porous substrates, such
as cellulose, membranes and cotton are preferentially used for
in situ synthesis.”® In the printed/spotted case, peptides are
normally synthesized by the Merrifield solid-phase peptide
synthesis (SPPS) method'® and loaded onto the solid substrate
by a robotic arrayer. The detailed advantages and drawbacks of
these two microarray fabrication procedures have been
summarized in a recent review by Mrksich and his colleagues.**
The surface chemistry plays a critical role in peptide microarray
fabrication since the immobilization efficiency, surface density
and reaction activity of peptides are defined by the specific
chemical groups on the solid substrate and compatibility of the
substrate with samples."”

Currently, peptide microarrays are mainly fabricated using
presynthesized peptides since the quality of presynthesized
peptides is higher than that of in situ synthesized peptides.®
Fig. 1 shows the basic fabrication and detection principle of
peptide microarrays which are prepared using presynthesized
peptides. The presynthesized peptides are first transferred onto

This journal is © The Royal Society of Chemistry 2018
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Fig. 1 Schematic representation of the fabrication and detection principle of peptide microarrays which are prepared using presynthesized

peptides.

the solid substrate using a robotic arrayer in contact printing
mode or non-contact printing mode. The presynthesized
peptides can be immobilized on the solid substrate through
three general strategies including physical adsorption, covalent
reaction and specific biorecognition (biotin-avidin reaction,
DNA hybridization, etc.). Physical adsorption is the simplest
method for immobilizing peptides on a solid substrate.
However, physical adsorption is not strong enough to yield
stably immobilized peptides capable of withstanding the
necessary washing steps and incubation conditions used in
biological studies in subsequent reactions. In addition, it is
difficult to control the surface densities and orientations of
peptides immobilized on the microarray spots through physical
adsorption. These phenomena result in a decrease in the
reproducibility and sensitivity of peptide microarray-based
assays. Covalent reaction is the most common strategy for
immobilizing peptides on a solid substrate since the covalent
immobilization of peptides on a solid substrate offers high
stability and is demonstrated to be quite robust.*** In
comparison with the physical adsorption immobilization
strategy, covalent binding is normally more complex, some-
times requiring intensive work on modification of the surface of
the solid substrate. The covalent immobilization of peptides on
solid substrate surfaces is normally based on the reaction of the
nucleophilic a-amino group of peptides with the relevant
surface functional groups of the solid substrate, such as
carboxylate groups, aldehyde groups, epoxy groups, etc. In
general, the covalent reaction should have a high reaction effi-
ciency and does not affect the structure and properties of
peptides while the reaction is employed to immobilize large
numbers of peptides in a microarray. Solid substrates func-
tionalized with groups that provide affinity sites for the binding
of bio tags have also been used for the specific attachment of
peptides.'®?° For instance, the specific interaction of biotin and
avidin/streptavidin has been used for the attachment of bio-
tinylated peptides on avidin/streptavidin-functionalized solid
substrates.’®* A peptide microarray can also be generated by
the hybridization of a collection of peptide-oligonucleotide
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conjugates to an oligonucleotide microarray.* The bio-
recognition immobilization procedure may be advantageous
because of a high binding constant between these molecules. In
addition, the surface orientations of immobilized peptides can
be finely defined by the biorecognition reaction. Due to the
steric hindrance of the heterogeneous reaction, only some of
the surface functional groups react with peptides. On subse-
quent assaying, nonspecific interactions between analytes and
excess functional groups on the solid substrate reduce the
detection sensitivity and specificity. This is particularly serious
in the case of protein targets because they have a large number
of amino acid residues. This phenomenon can be eliminated by
suitable blocking steps following peptide immobilization.

After the specific reaction with target molecules (e.g.,
enzymes, antibodies, proteins, etc.) in samples, the peptide
microarray-based assays are analyzed by both label-dependent
methods (e.g., fluorescence,”*> chemiluminescence,*"** color-
imetry, resonance light scattering (RLS),* etc.) and “label-free”
methods (e.g., surface plasmon resonance (SPR)**** and mass
spectrometry***’). The vast majority of peptide microarrays are
analyzed by fluorescence-based methods because of well-
developed laser confocal fluorescence microarray scanners.
The peptide microarray-based RLS assays exhibit a relatively
higher sensitivity and lower cost than peptide microarray-based
fluorescence assays. The SPR readout format can only incor-
porate the peptide microarrays which are prepared on gold or
silver films. In addition, the “label-free” methods circumvent
the requirement for labels, which may perturb enzyme activity
and enzyme substrate specificity.

Studying the functionality and
inhibition of enzymes

It is believed that enzymes (e.g., kinases, proteases, phospha-
tases, etc.) are involved in every cellular process and play a crit-

ical role in numerous pathological and physiological processes.
In particular, the dysfunction of enzymes is closely related to
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numerous diseases such as inflammation, cancer, cardiovas-
cular disease, and diabetes, making enzymes important
biomarkers for early disease diagnosis and targets for thera-
peutic drug development. As important tools for high-
throughput screening and multiple analyses, peptide micro-
arrays have gained great success in studying the functionalities
and inhibitors of enzymes.®**** Here, we provide an overview of
recent examples of peptide microarray-based assays involved in
(i) the determination of enzyme substrate specificity,**** (ii) the
detection of enzyme activities in complex biological samples*~>*
and (iii) the screening of enzyme inhibitors.****

Determination of enzyme substrate specificity

Identification of the substrate specificity of an enzyme can be
used to speculate its natural substrate, which is essential for
defining its biological function and designing its selective
inhibitors.” Peptide microarrays have been widely used to
determine the specificities of enzyme substrates.>*** As early as
2002, Ellman and colleagues fabricated microarrays of peptidyl
coumarin substrates for the determination of protease
substrate specificity.*® Using a mass spectrometer as a detector,
Mrksich and colleagues developed a label-free peptide micro-
array for profiling the substrate specificities of several histone
deacetylases (HDACs).*®* Schmidt and colleagues employed
a peptide microarray-based fluorescence polarization assay to
identify the peptide substrates of kinase Myt1, a member of the
Wee-kinase family involved in G2/M checkpoint regulation of
the cell cycle.*” They found that several cellular protein-derived
peptides can be used as Myt1 kinase substrates. This result may
help to clarify potential downstream cellular targets of Myt1 and
further define the biological role of Myt1 and other proteins in
cellular processes. There is a strong demand for highly efficient
techniques that can be used to identify O-GIcNAc transferase
(OGT) substrates and study their function because altered
O-GlcNAcylation has been demonstrated in cancer, diabetes
and neurodegenerative diseases. Recently, Pieters and colleagues
developed a peptide microarray of 144 peptides for discovering
novel OGT substrates and studying their specificity (shown in
Fig. 2).** They found that the protein RBL-2 (retinoblastoma-like
protein 2), a key regulator of the entry into cell division as well as
a tumor suppressor, can be O-GlcNAcylated by three isoforms of
OGT. This finding demonstrated that the peptide microarray is
a useful tool for both the discovery of novel OGT substrates and
for studying OGT specificity.

Detection of enzyme activities in complex biological samples

The systematic study of aberrant enzyme activities leading to
distinctive corresponding protein post-translational modifica-
tion (PTM) patterns would be important for understanding the
molecular mechanism of particular disease states. This knowl-
edge is essential for determining disease progression and
developing enzyme-targeted therapeutics. The enzymatic activ-
ities of different members of the same enzyme family could be
studied, both qualitatively and quantitatively, though the
microarrays of peptide substrates with enzymatic specificities.
In the early 2000s, Mrksich and colleagues first fabricated the
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Fig. 2 The schematic depiction of the peptide microarray process for
discovering OGT substrates. The microarray is blocked with bovine
serum albumin (BSA), followed by the addition of OGT (s-OGT,
m-OGT, and nc-OGT), uridine diphosphate N-acetylglucosamine
(UDP-GIcNAc), and a fluorescein isothiocyanate (FITC) conjugated
antibody. The enzymatic reaction is run by pumping the mixture up
and down through a porous Al,Osz chip material. Images of the
fluorescent signals were generated every 10 min for 4 h (kinetic
readout) (reprinted from ref. 44 with permission).

peptide microarray on a gold film and used it for the quanti-
tative evaluation of tyrosine kinase c-Src activity.*” Yao and
colleagues first developed a peptide aldehyde small-molecule
microarray (SMM) for profiling the activities of cysteine prote-
ases in fluorescently labeled biological samples, including pure
proteins, cellular lysates, and infected samples.*® Clear signa-
tures were obtained that were readily attributable to the activity
of the constituent proteases within the lysates of Plasmodium
falciparum-infected apoptotic red blood cells and HeLa cells.
Using gold nanoparticles as detection probes, we have devel-
oped a peptide microarray-based RLS assay for profiling the
activity of protein kinase A (PKA) in five cancerous cell lysates
including two nerve cell (SHG-44 and PC-12) lysates and three
somatic cell (HeLa, MCF-7, and SW-620) lysates and studying
chemical-mediated PKA activity fluctuation in living cells.*® The
peptide microarray-based RLS assay has a relatively high
sensitivity, and can detect PKA activity in 0.1 pg total cell
proteins of the SHG-44 cell lysate (corresponding to 200 cells).
Adopted from immunodetection methods, Denu and colleagues
developed a peptide microarray-based dual-channel fluores-
cence assay for identifying altered histone acetyltransferase
(HAT) activity in prostate cancer through printing cellulose-
conjugated peptides on nitrocellulose-coated microscopic
slides.** The experimental result revealed upregulated HAT
activity against specific histone H3 sites in a castration-resistant

n
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prostate cancer cell line compared to its hormone-sensitive
isogenic counterpart. This finding uncovered a distinct molec-
ular pathway in the progression of castration-resistant prostate
cancer, which may help to develop personalized medicine for its
treatment by inhibiting the HAT activity. Very recently, we
proposed a fluorescence resonance energy transfer (FRET)-
peptide microarray-based metal enhanced fluorescence (MEF)
assay for the sensitive profiling of the activities of five matrix
metalloproteinases (MMPs) on a novel Au/Ag@SiO, substrate
via fluorescence recovery by the MMP cleavage of quenched
peptide motifs, being further enhanced by MEF (as shown in
Fig. 3).*® Using papillary thyroid carcinoma (PTC) patients as
a typical example, the relationship between the MMP activity
pattern and progression of PTC is evaluated by the FRET-
peptide microarray-based MEF assay, and the obtained result
is comparable with the result of the pathological analysis. In the
light of its throughput, robustness and sensitivity, the FRET-
peptide microarray-based MEF assay can further be used to
determine the clinical utilities of aberrant MMPs activities for
the early diagnosis of aggressive cancers. Using a commercial
protein tyrosine kinase (PTK) peptide substrate microarray (PTK
PamChip® 4 microarray®®*”), Arni and colleagues successfully
analyzed PTK activities in different tissue lysates of lung
adenocarcinoma (LuAdCa) resection specimens.*® This result
demonstrated that peptide microarrays could be used for the
discovery of molecular prognostic signatures for LuAdCa as well
as the identification of potential novel targets for future anti-
lung cancer therapies.

Screening of enzyme inhibitors

The high throughput nature of the peptide microarray makes it
an ideal platform for screening the inhibitors of enzymes.>*
We developed a peptide microarray-based spectroscopic assay

a) MkKoH F 5 5 APTES NH, NH, _ ®e°® .° Ooo ..o.
Glass slide (2)p|ranhai [ | 13anNps o oo °

solution
o & . silver enhancer
APTES TEOS solution A+B
— B NH3 H,0O '
GA W
ot o=t
R

peptide &:\2 MMES =

Au/Ag@SiO, o-gi-o—gi-o
substrate AR
b)  wwe2] High
MMP-3
MMP-7
MMP-9
MMP-14
25 Low

Fig.3 (a) Preparation of the Au/Ag@SiO, substrate and the principle of
the FRET-peptide microarray-based MEF assay for multiple profiling of
MMP activities. (b) MMP activity profiling of crude thyroid tissue
samples. 19 thyroid tissues of papillary thyroid carcinoma (PTC)
patients and 6 thyroid tissues of thyroid nodule (TN) patients were
collected using standard surgical procedures (reprinted from ref. 55
with permission).
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with two readout principles, fluorescence and RLS, for
screening kinase inhibitors from a commercial inhibitor
library, a collection of 80 kinase inhibitors.** 11 inhibitors (2 for
PKA (protein kinase A) and 9 for LCK (leukocyte-specific protein
tyrosine kinase)) were defined. On combining the self-
assembled monolayer desorption ionization (SAMDI) tech-
nology and the peptide microarray method, Scholle and
colleagues discovered a novel, specific inhibitor of sirtuin 3
(SIRT3) from a 100 000-compound library.®> Very recently, we
developed a biotinylated peptide microarray-based fluorescence
assay for evaluating MMP inhibitors on poly(glycidyl methac-
rylate-co-2-hydroxyethyl methacrylate) (P(GMA-HEMA)) brush
modified glass slides through the recognition of biotin with Cy3
modified avidin (Cy3-avidin) (as shown in Fig. 4).*® In the proof-
of-principle experiment, 9 known MMP inhibitors against two
MMPs (MMP-2 and MMP-9) were selected to demonstrate the
practicability of the assay. The inhibition results of MMP
activities both in vitro and in vivo by selected inhibitors
demonstrate that the proposed assay can be used to not only
screen the inhibitors of MMPs, but also quantitatively analyze
the inhibitory potencies (IC50) of the inhibitors. These results
suggest that peptide microarrays have great potential in the
discovery of enzyme-targeted drugs.

The accessibility of the immobilized peptide to the enzyme
plays a critical role in the enzyme function and inhibition study
because there is an intrinsic steric hindrance between the active
site of the immobilized peptide and the catalytic pocket of the
enzyme. This potential problem can be circumvented through
the insertion of a spacer (e.g. inert linear molecules) between
the active motif of the peptide substrate and the surface and/or
the immobilization of the peptides on a solid support with
a hierarchical nanostructure (also known as three dimensional
(3D) microarray substrates).

Peptide microarray-based
immunoassays

Autoantibodies are a hallmark of autoimmune diseases such as
lupus and have the potential to be used as biomarkers for
diverse diseases, including immunodeficiency, infectious
diseases, and cancer. More precise detection of antibodies with
specific targets is needed to improve the diagnosis of such
diseases. Peptide microarrays have been utilized for the
mapping of antibody binding sites at the beginning of their
development. Some early research studies were summarized in
previous reviews.®*®” During the past 15 years, peptide
microarray-based immunoassays have been further adopted for
profiling antibodies in humoral samples, such as cerebrospinal
fluid (CSF) and serum, studying antibody responses to host
proteins after immunotherapy and detecting allergen-specific
immunoglobulins in food.*””® For instance, Glocker and
colleagues fabricated a series of peptide microarrays for dis-
playing the epitope diversities of antibodies.®*”® They demon-
strated that peptide microarrays display epitopes with
secondary structure conformations. Intrathecal immunoglob-
ulin G (IgG) synthesis and oligoclonal IgG bands in CSF are

Anal. Methods, 2018, 10, 4614-4624 | 4617
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Fig.4 Schematic representation of the peptide microarray-based fluorescence assay for MMP activity and inhibition analysis on a polymer brush

substrate (reprinted from ref. 65 with permission).

hallmarks of multiple sclerosis (MS), but the antigen specific-
ities remain enigmatic. Hecker and colleagues first investigated
the autoantibody repertoire in paired serum and CSF samples
from patients with relapsing-remitting MS (RRMS), primary
progressive MS (PPMS), and other neurological diseases with
the use of a high-density microarray with 3991 peptides
including selected viral epitopes.” They found 54 peptides to be
recognized significantly more often by serum or CSF antibodies
from MS patients compared with controls (p values < 0.05). The
results for RRMS and PPMS clearly overlapped. However, PPMS
patients presented a broader peptide-antibody signature. The
reported data confirmed several known MS-associated antigens
and epitopes, and they delivered additional potential linear
epitopes. Recently, Ayoglu and colleagues employed different
peptide microarray formats to characterize autoantibody
repertoires and identify new autoantigens of autoimmune
diseases (as shown in Fig. 5).”* Using an unbiased and untar-
geted strategy, the plasma and serum samples from multiple
sclerosis patients, narcolepsy patients and healthy persons were
profiled on three different peptide microarray formats: a high-
density peptide microarray of 2.2 million overlapping 12-mer
peptides representing the protein products of all human
protein-coding genes, a targeted peptide microarray with
174 000 12-mer peptides of single amino acid lateral shift, and
a bead-based peptide microarray. The result revealed different
IgG reactivity patterns between and within the narcolepsy and
multiple sclerosis sample groups. They also demonstrated two
potentially new autoantigens: MAP3K7 in multiple sclerosis
patients and NRXN1 in narcolepsy patients. Interestingly, Wang
and colleagues reported a reusable giant magnetoresistive
(GMR) nanosensor microarray with in situ synthesized peptides
for the sensitive detection of antibodies binding to linear
peptides with a resolution of a single post-translationally
modified amino acid.*” The GMR nanosensors added func-
tionality to the microarrays, including kinetics monitoring and
quantitative measurement. Regeneration of microarrays
combined with the portability of the GMR nanosensor could
further facilitate the measurement of antibodies in point-of-
care (POC) settings.

4618 | Anal. Methods, 2018, 10, 4614-4624

Screening affinity agents for viruses

Viruses, such as influenza, Zika virus and Ebola virus (EBOV)
are major threats to public health. Peptide microarrays are
a potential tool for the complete characterization of antibody
specificities associated with virus or bacterial infection.®*’
Barouch and colleagues developed a global HIV-1 peptide
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Fig. 5 Overview of the study design with three different peptide
microarray platforms. The whole-proteome peptide microarrays were
utilized as an initial screening platform and consisted of 2.2 million
peptides representing the whole human proteome in 12-mer peptides
with a six amino acid overlap. Peptides showing differential plasma/
serum reactivity between the SPMS plasma pool, the narcolepsy
samples, and the control samples were then selected to be analyzed
on the arrays with a targeted design. Here the selected 12-mer
peptides had an overlap of 11 amino acids. Because of the smaller
number of peptides on the arrays (174 000 peptides), more samples
could be analyzed, including samples from SPMS, narcolepsy, and CIS
patients with no conversion to MS. Peptides that once again revealed
differential reactivity among the groups were selected for further
analysis on a bead-based array format, where a higher sample
throughput could be achieved (reprinted from ref. 74 with permission).
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microarray containing 6564 peptides from across the HIV-1
proteome and covers the majority of HIV-1 sequences in the
Los Alamos National Laboratory global HIV-1 sequence data-
base, which was used to quantify the magnitude, breadth, and
depth of IgG binding to linear HIV-1 sequences in HIV-1-
infected humans and HIV-1-vaccinated humans, rhesus
monkeys and guinea pigs.®® The results suggest that the global
HIV-1 peptide microarray may be a useful tool for both
preclinical and clinical HIV-1 research. With the aid of the
computationally predicted Zika virus NS1 protein putative
antigenic region, Cretich and colleagues developed a microarray
by combining a limited set of readily accessible linear peptides
belonging to the Zika virus NS1 protein putative antigenic
region.” The method is able to differentiate Zika infected
individuals from healthy controls. This may circumvent the
requirement to build high-throughput screening platforms of
large-scale linear and mixed peptide libraries, a severe limita-
tion of current strategies. It paves a new path for the further
development of simple and low-cost peptide microarray-based
diagnostic immunoassays. Although these antibodies are
extensively used for virus detection, the yield and stability of the
antibody are relatively low. It is highly desirable to produce
alternative affinity ligands for research, diagnostics, and ther-
apeutics of virus-related epidemics. Synthetic biomolecules
such as aptamers and/or peptides are ideal alternative viral-
binding agents. Diehnelt and colleagues developed a peptide
microarray with 10 000 peptides for identifying influenza-
binding peptides (as shown in Fig. 6).°® In this method, candi-
date peptides were obtained by whole virus screening against
the peptide microarray. Subsequently, the candidate peptides
were conjugated with bis-maleimide peptide scaffolds to yield
a high-affinity synbody to influenza. A specific synbody to the
1934 H1N1 virus was found, which bound H1N1 with a disso-
ciation constant (Kp) of <1 nM, comparable to that of a mono-
clonal antibody for neuraminidase (NA). This approach is
simple and rapid and offers an efficient tool for developing
viral-binding agents. The Diehnelt group further employed this
approach to screen the peptide binders of the Ebola Zaire
(EBOV) virus glycoprotein.® They discovered two synbodies with
Kp <200 nM for the large viral glycoprotein.

Studying and identifying ligands for cell
behavior

Cell behavior in vivo is normally guided by the extracellular
microenvironment which contains many different biomole-
cules, such as extracellular matrix (ECM) proteins, growth
factors, and proteoglycans. For example, the cancer cell trans-
formation and metastasis are strongly dependent on the tumor
microenvironment. Controlling the interactions of cells with
various components of the microenvironment will be invalu-
able in developing new diagnostic and therapeutic strategies for
various diseases including cancer and tissue damage.'*"
However, it is difficult to decipher specific interactions of
ligands with cellular receptors because there is a dynamic and
multivariate presentation of many signalling molecules on the

This journal is © The Royal Society of Chemistry 2018
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Fig. 6 The schematic representation of the synbody development
process (a) and the structure of scaffolds (b) used to construct influ-
enza synbodies (reprinted from ref. 98 with permission).

cellular surface. As early as 2001, Lam and colleagues first tried
to use peptide microarrays to study cell adhesion.'® Recently,
Zhang and Kilian developed a peptide microarray strategy using
copper catalyzed azide-alkyne cycloaddition chemistry to
immobilize mixtures of different peptide ligands on a gold
surface.’ Using matrix assisted laser desorption ionization
(MALDI) mass spectrometry as the detection method, the
peptide microarray was employed for investigating the combi-
natorial effects of three peptides including a cell adhesion
peptide (YIGSR), a bone morphogenetic protein (BMP) growth
factor derived peptide (KPSSAPTQLN) and a heparin binding
peptide (KRSR) on the adhesion characteristics of two cells,
mouse embryonic fibroblasts (MEFs) and adipose derived stem
cells (ADSCs). They demonstrated that BMP-7 derived peptides
alone or in combination with ECM adhesion peptides can
enhance the expression of the osteogenic markers Runx2 and
osteopontin of ADSCs. Subsequently, the Kilian group devel-
oped a versatile peptide microarray with 78 peptide combina-
tions derived from proteins present in the melanoma
microenvironment for screening cancer cell phenotypic
changes in response to ligand-receptor interactions (as shown
in Fig. 7)."> They identified a proteoglycan binding and bone
morphogenic protein 7 (BMP7) derived sequence that selec-
tively promotes the expression of several putative melanoma
initiating cell markers, suggesting that proteoglycan binding

Anal. Methods, 2018, 10, 4614-4624 | 4619
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Fig.7 Schematic for generating peptide microarrays. An OmniGrid microarray spotter deposits nanoliters of a spotting solution containing EG3-
terminating alkanethiols, and peptide-terminating alkanethiols onto a gold surface. A background EG3-terminating alkanethiol passivates the
nonspotted regions, and seeded cells adhere only to peptide-terminated regions of the self-assembled monolayer (a). Representative image
showing B16F0 melanoma cells adhering to the array (b) and a representative subarray (inset). Scale bar is 1500 and 700 pum for inset (reprinted

from ref. 102 with permission).

can modulate cell adhesion through the Smad2/3 signaling
pathway. These results demonstrate that the peptide
microarray-based approach can be used to explore relationships
between matrix signals and cell metastatic behavior.

Screening therapeutic peptides

Peptide microarrays have also been used for screening thera-
peutic peptides for different diseases.'® ™ Svarovsky and
Gonzalez-Moa fabricated a high density peptide microarray
with 10 410 presynthesized 20-mer random sequence peptides
for screening bacterial binding peptides.'®*'** They demon-
strated that bacterial lipopolysaccharides (LPS) are the major
targets of the bacterial binding peptides. Importantly, the
bacterial binding peptide-nanoparticle conjugates show potent
antibacterial agglutination activity. This result suggests that the
as-prepared peptide microarray is general enough to potentially
create antimicrobial agents to virtually any pathogen.'**'** More
specifically, peptide microarrays have been used with success to

4620 | Anal. Methods, 2018, 10, 4614-4624

identify ligands for short RNA hairpins. In 2012, Shin and
colleagues utilized a peptide microarray-based approach to
profile the binding affinities of six RNA hairpins including IRES,
RRE, TAR, 16S-rRNA, IRE and TS-mRNA with 111 amphiphilic
peptides.’ The peptides adopt a helical structure and have
been shown to bind tightly to hairpin RNAs.'*® After modifica-
tion of the hydrazide group at their C-terminals, the peptides
were immobilized on an epoxide-derivatized glass slide through
the covalent reaction of hydrazide with epoxide. In this study,
the authors designed the peptide library based on a 16-mer
peptide (peptide sequence of LKKLLKLLKKLLKLKG), which was
de novo designed to bind to calmodulin and later shown to bind
to hairpin RNAs with high affinity. They found that the peptide
(peptide sequence of LKKLLKLLKKLLKLKG-NH,) has high
binding affinity for TAR RNA, efficient cell permeability and
strong inhibition of TAR-Tat protein interaction. In a follow-up
study, Shin and colleagues constructed a peptide microarray
with 185 peptides for evaluating the peptide binding properties
of pre-miRNA-155, one of the most potent oncogenic miRNAs

This journal is © The Royal Society of Chemistry 2018
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Interactions of
pre-miRNA-155 with peptides

Fig. 8 Peptide microarrays for studies of interactions of stem-loop pre-miRNA-155 with peptides. Peptide microarrays immobilized by various
peptides are probed with fluorophore-labeled pre-miRNA-155 (reprinted from ref. 110 with permission).
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(as shown in Fig. 8)."*® Two miRNA-155 binding peptides were
identified by the peptide microarray. The cell experiment
further demonstrated that the miRNA-155 binding peptides
promoted apoptotic cell death via a caspase-dependent
pathway. These results indicate that peptide microarrays can
be used to identify miRNA-targeted ligands/inhibitors in a rapid
manner.

Conclusions and outlook

After development for nearly thirty years, peptide microarrays
have been extensively used in various areas of biochemistry and
medicine for identifying substrate specificities of enzymes,
simultaneously determining multiple enzyme activities in
complex biological samples, screening enzyme inhibitors,
mapping epitopes, analyzing the antibody profiles in human
serology and studying the interactions of cells with various
components of their microenvironment. The study of enzyme
functionality and inhibition provides valuable information for
the design of enzyme-targeted drugs and development of new
therapeutic strategies. In particular, peptide microarrays can
break down a polyclonal immune response into a singular
response, i.e. monoclonal antibody specificities, and discrimi-
nate even subtle differences in antibody abundance and speci-
ficity. Therefore, peptide microarrays may be one of the most
promising tools for discovering diagnostic antibodies which
can be used as biomarkers to identify patient subgroups in
autoimmunity, allergy, infection and even cancer. Furthermore,
serological biomarkers could be used to evaluate the severity of
diseases and assist in medical decisions.

In comparison to commercially available and widely used
oligonucleotide microarrays, peptide microarrays are primarily
used as research tools. Currently, although a few peptide
microarrays are commercially available, they still face many
challenges in practical applications. For instance, it is impos-
sible to optimize solid substrates and detection methods of
peptide microarrays for their broad range of applications. It
is necessary to prepare specific ‘inert’ surfaces and develop
efficient blocking strategies for each of these diverse

This journal is © The Royal Society of Chemistry 2018

applications, because nonspecific reactions/interactions of
peptide microarrays with non-target components in the sample
often lead to false positive and negative results. Peptide library
construction is the most basic strategy for the selection of
biomolecule recognitions (e.g., screening specific peptide
substrates of an enzyme, studying the interactions of peptides
with other biomolecules) on the microarray. Peptide libraries
normally comprise either peptides derived from natural
proteins (e.g., protein substrates of enzymes and antigens) or
combinatorial and randomly generated peptides. Therefore,
designed peptides may represent a key point in the advance-
ment of the construction of peptide libraries. The reasonable
use of computational and bioinformatics tools (e.g., statistical
analyses and theoretical simulations) can not only reduce the
costs of peptide libraries but also improve the screening effi-
ciency. In addition, short peptide sequences usually have
a linear rather than a 3D structure and are rarely capable of
intramolecular interactions. This phenomenon results in the
fact that the interactions of immobilized peptides with other
biomacromolecules (e.g., antibodies and cell-surface receptors)
are strongly dependent on the location of key epitope residues
in peptide sequences and the peptide surface orientation on the
solid support. Therefore, simple physisorption is an unfav-
ourable peptide immobilization method for developing peptide
microarray-based immunoassays. High apparent affinities of
antibodies and/or ligands can be achieved through the covalent
immobilization of peptide probes along with a free amino or
carboxy terminus and unrestrained key epitope residues,
resulting in high sensitivity and selectivity of the immunoassay.
Traditional microarrays are normally analyzed by fluorescence
imaging, which involves the fluorescence labeling of peptides or
antibodies. The labeling procedure is manual and tedious,
resulting in the greatly increased cost of the peptide microarray-
based assay. Recently, label-free imaging techniques including
SPR imaging and MS imaging have matured. Integration of
label-free peptide microarrays with microfluidic devices has
become a current trend in developing lab-on-chip devices for
hands-free, ultra-high throughput studies of enzyme function-
alities and drug discovery. In addition, the detection sensitivity

Anal. Methods, 2018, 10, 4614-4624 | 4621
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of peptide microarrays can be improved significantly when
nanoscale materials are used for modifying solid substrates
and/or labeling biorecognition/bioreaction events. With the
increasing interest in high throughput, automation and mini-
aturisation in both basic research in life science and clinical
analysis, peptide microarrays should become one of the most
important tools in bioanalysis and biomedicine. This will
eventually lead us to a new era of “personalized medicine.”

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

The authors would like to appreciate the National Natural
Science Foundation of China (Grant no., 21475126 and
21775145) and the Chinese Academy of Sciences (Grant no.,
YZ201561) for financial support.

References

1 R. Frank, S. Giiler, S. Krause and W. Lindenmaier, Facile
and rapid spot-synthesis of large numbers of peptides on
membrane sheets, in Peptides 1990, Proc 21st Eur Peptide
Symp., 1991, vol. 2, pp. 151-152.

2 S. P. A. Fodor, J. L. Read, M. C. Pirrung, L. Stryer, A. T. Lu
and D. Solas, Science, 1991, 251, 767-773.

3 M. Schena, D. Shalon, R. W. Davis and P. O. Brown, Science,
1995, 270, 467-470.

4 S. Fournel and S. Muller, Curr. Protein Pept. Sci., 2003, 4,
261-276.

5 D. H. Min and M. Mrksich, Curr. Protein Pept. Sci., 2004, 8,
554-558.

6 M. Cretich, F. Damin, G. Pirri and M. Chiari, Biomol. Eng.,
2006, 23, 77-88.

7 H. Y. Sun, S. Chattopadhaya, J. Wang and S. Q. Yao, Anal.
Bioanal. Chem., 2006, 386, 416-426.

8 H. Andresen and C. Grotzinger, Curr. Proteomics, 2009, 6, 1-
12.

9 A. Thiele, G. I. Stangl and M. Schutkowski, Mol. Biotechnol.,
2011, 49, 283-305.

10 C. Katz, L. Levy-Beladev, S. Rotem-Bamberger, T. Rito,
S. G. D. Rudiger and A. Friedler, Chem. Soc. Rev., 2011, 40,
2131-2145.

11 Y. M. Foong, J. Q. Fu, S. Q. Yao and M. Uttamchandani,
Curr. Opin. Chem. Biol., 2012, 16, 234-242.

12 C.]J. Gray, M. J. Weissenborn, C. E. Eyers and S. L. Flitsch,
Chem. Soc. Rev., 2013, 42, 6378-6405.

13 Y. S. Sun, J. Lab. Autom., 2015, 20, 334-353.

14 L. C. Szymczak, H. Y. Kuo and M. Mrksich, Anal. Chem.,
2018, 90, 266-282.

15 H. Wenschuh, R. Volkmer-Engert, M. Schmidt, M. Schulz,
J. Schneider-Mergener and U. Reineke, Biopolymers, 2000,
55, 188-206.

16 R. B. Merrifield, Science, 1965, 150, 178-185.

4622 | Anal. Methods, 2018, 10, 4614-4624

View Article Online

Critical Review

17 A. Gori, L. Sola, P. Gagni, G. Bruni, M. Liprino, C. Peri,
G. Colombo, M. Cretich and M. Chiari, Bioconjugate
Chem., 2016, 27, 2669-2677.

18 O. H. Aina, T. C. Sroka, M. L. Chen and K. S. Lam,
Biopolymers, 2002, 66, 184-199.

19 K. De Keersmaecker, M. Versele, J. Cools, G. Superti-Furga
and O. Hantschel, Leukemia, 2008, 22, 2208-2216.

20 N. Winssinger, R. Damoiseaux, D. C. Tully,
B. H. Geierstanger, K. Burdick and J. L. Harris, Chem.
Biol., 2004, 11, 1351-1360.

21 B. T. Houseman, J. H. Huh, S. J. Kron and M. Mrksich, Nat.
Biotechnol., 2002, 20, 270-274.

22 B. T. Houseman, E. S. Gawalt and M. Mrksich, Langmuir,
2003, 19, 1522-1531.

23 J. C. Sauceda-Friebe, X. Y. Z. Karsunke, S. Vazac, S. Biselli,
R. Niessner and D. Knopp, Anal. Chim. Acta, 2011, 689,
234-242.

24 M. Mascini, G. G. Guilbault, I. R. Monk, C. Hill, M. Del
Carlo and D. Compagnone, Microchim. Acta, 2008, 163,
227-235.

25 Z.X. Wang, J. Lee, A. R. Cossins and M. Brust, Anal. Chem.,
2005, 77, 5770-5774.

26 N. Laurent, R. Haddoub, J. Voglmeir, S. C. C. Wong,
S. J. Gaskell and S. L. Flitsch, ChemBioChem, 2008, 9,
2592-2596.

27 W. Z. Wang, M. L. Li, Z. W. Wei, Z. H. Wang, X. L. Bu,
W. J. Lai, S. Yang, H. Gong, H. Zheng, Y. Q. Wang, Y. Liu,
Q. Li, Q. J. Fang and Z. Y. Hu, Anal. Chem., 2014, 86,
3703-3707.

28 J. P. Goddard and J. L. Reymond, Curr. Opin. Chem. Biol.,
2004, 15, 314-322.

29 S. L. Diamond, Curr. Opin. Chem. Biol., 2007, 11, 46-51.

30 M. Uttamchandani and S. Q. Yao, Curr. Pharm. Des., 2008,
14, 2428-2438.

31 A. Thiele, S. Posel, M. Spinka, ]J. Zerweck, U. Reimer,
U. Reineke and M. Schutkowski, Mini-Rev. Org. Chem.,
2011, 8, 147-156.

32 S. Pavan and F. Berti, Anal. Bioanal. Chem., 2012, 402, 3055—
3070.

33 Q.T. Liu, J. F. Wang and B. J. Boyd, Talanta, 2015, 136, 114-
127.

34 T. Yamamoto, T. Mori and Y. Katayama, Curr. Med. Chem.,
2014, 21, 2542-2552.

358S. L. Ivry, N. O. Meyer, M. B. Winter, M. F. Bohn,
G. M. Knudsen, A. J. O'Donoghue and C. S. Craik, Protein
Sci., 2018, 27, 584-594.

36 C. M. Salisbury, D. J. Maly and J. A. Ellman, J. Am. Chem.
Soc., 2002, 124, 14868-14870.

37 D. Pouchain, J. J. Diaz-Mochon, L. Bialy and M. Bradley, ACS
Chem. Biol., 2007, 2, 810-818.

38 Z. A. Gurard-Levin, J. Kim and M. Mrksich, ChemBioChem,
2009, 10, 2159-2161.

39 J. L. Fu, K. Cai, S. A. Johnston and N. W. Woodbury, J. Am.
Chem. Soc., 2010, 132, 6419-6424.

40 Y. Deng, N. L. Alicea-Velazquez, L. Bannwarth,
S. L. Lehtonen, T. J. Boggon, H. C. Cheng, V. P. Hytonen
and B. E. Turk, J. Proteome Res., 2014, 13, 4339-4346.

This journal is © The Royal Society of Chemistry 2018


https://doi.org/10.1039/c8ay01442f

Published on 07 2018. Downloaded by Fail Open on 07/05/25 09:55:49.

Critical Review

41 A. Schonberg, E. Bergner, S. Helm, B. Agne, B. Duenschede,
D. Schunemann, M. Schutkowski and S. Baginsky, PLoS
One, 2014, 9, €108344.

42 A. Rohe, C. Platzer, A. Masch, S. Greiner, C. Henze,
C. Ihling, F. Erdmann, M. Schutkowski, W. Sippl and
M. Schmidt, Bioorg. Med. Chem., 2015, 23, 4936-4942.

43 M. Malesevic, A. Migge, T. C. Hertel and M. Pietzsch,
ChemBioChem, 2015, 16, 1169-1174.

44 J. Shi, S. Sharif, R. Ruijtenbeek and R. J. Pieters, PLoS One,
2016, 11, €0151085.

45 B. T. Houseman, J. H. Huh, S. J. Kron and M. Mrksich, Nat.
Biotechnol., 2002, 20, 270-274.

46 J. Su, M. R. Bringer, R. F. Ismagilov and M. Mrksich, J. Am.
Chem. Soc., 2005, 127, 7280-7281.

47 H. Y. Sun, L. P. Tan, L. Q. Gao and S. Q. Yao, Chem.
Commun., 2009, 677-679.

48 H. Wu, J. Y. Ge, P. Y. Yang, J. G. Wang, M. Uttamchandani
and S. Q. Yao, J. Am. Chem. Soc., 2011, 133, 1946-1954.

49 S. H. Jung, D. H. Kong, S. W. Park, Y. M. Kim and K. S. Ha,
Analyst, 2012, 137, 3814-3820.

50 T.Li, X. Liu, D. ]J. Liu and Z. X. Wang, Anal. Chem., 2013, 85,
7033-7037.

51 H. Qi, F. Wang, V. A. Petrenko and A. H. Liu, Anal. Chem.,
2014, 86, 5844-5850.

52 H. H. Chen, Y. C. Hsiao, J. R. Li and S. H. Chen, Anal. Chim.
Acta, 2015, 865, 53-59.

53 Z. Lei, J. X. Gao, X. Liu, D. J. Liu and Z. X. Wang, ACS Appl.
Mater. Interfaces, 2016, 8, 10174-10182.

54 J. H. Lee, B. Yang, A. J. Lindahl, N. Damaschke,
M. D. Boersma, W. Huang, E. Corey, D. F. Jarrard and
J. M. Denu, ACS Chem. Biol., 2017, 12, 2804-2814.

55 Z. Lei, H. Zhang, Y. Q. Wang, X. Y. Meng and Z. X. Wang,
Anal. Chem., 2017, 89, 6749-6757.

56 R. Arsenault, P. Griebel and S. Napper, Proteomics, 2011, 11,
4595-4609.

57 Tyrosine Kinase PamChip, Available online: https://
www.pamgene.com/en/Tyrosine-PamChip.htm.

58 S. Arni, R. de Wijn, R. G. Villegas, B. K. Y. Bitanihirwe,
C. Caviezel, W. Weder and S. Hillinger, Anal. Biochem.,
2018, 547, 77-83.

59 N. Rupcich, J. R. A. Green and ]J. D. Brennan, Anal. Chem.,
2005, 77, 8013-8019.

60 L. L. Sun, D. J. Liu and Z. X. Wang, Anal. Chem., 2007, 79,
773-777.

61 T. Li, D.J. Liu and Z. X. Wang, Anal. Chem., 2010, 82, 3067-
3072.

62 K. Patel, J. Sherrill, M. Mrksich and M. D. Scholle, J. Biomol.
Screening, 2015, 20, 842-848.

63 M. Labots, K. J. Gotink, H. Dekker, K. Azijli, J. C. van der
Mijn, C. M. Huijts, S. R. Piersma, C. R. Jimenez and
H. M. W. Verheul, Exp. Mol. Med., 2016, 48, e279.

64 J. Fu, Microarrays, 2017, 6, e8.

65 Z. Lei, H. Chen, H. Zhang, Y. Wang, X. Meng and Z. Wang,
ACS Appl. Mater. Interfaces, 2017, 9, 44241-44250.

66 S. Fournel and S. Muller, Curr. Protein Pept. Sci., 2003, 4,
261-274.

67 H. Andresen and C. Grotzinger, Curr. Proteomics, 2009, 6, 1-12.

This journal is © The Royal Society of Chemistry 2018

View Article Online

Analytical Methods

68 R.F. El-Kased, C. Koy, T. Deierling, P. Lorenz, Z. Qian, Y. Li,
H. ]J. Thiesen and M. O. Glocker, Eur. J. Mass Spectrom.,
2009, 15, 747-759.

69 M. Al-Majdoub, C. Koy, P. Lorenz, H. J. Thiesen and
M. O. Glocker, J. Mass Spectrom., 2013, 48, 651-659.

70 M. Lustrek, P. Lorenz, M. Kreutzer, Z. L. Qian, F. Steinbeck,
D. Wu, N. Born, B. Ziems, M. Hecker, M. Blank,
Y. Shoenfeld, Z. W. Cao, M. O. Glocker, Y. X. Li,
G. Fuellen and H. J. Thiesen, PLoS One, 2013, 8, €78605.

71 J. V. Price, S. Tangsombatvisit, G. Y. Xu, J. T. Yu, D. Levy,
E. C. Baechler, O. Gozani, M. Varma, P. J. Utz and
C. L. Liu, Nat. Med., 2012, 18, 1434-1440.

72 M. Hecker, B. Fitzner, M. Wendt, P. Lorenz, K. Flechtner,
F. Steinbeck, I. Schroder, H. J. Thiesen and U. K. Zettl,
Mol. Cell. Proteomics, 2016, 15, 1360-1380.

73 1. Metz, T. Beif3barth, D. Ellenberger, F. Pache, L. Stork,
M. Ringelstein, O. Aktas, S. Jarius, B. Wildemann,
H. Dihazi, T. Friede, W. Briick, K. Ruprecht and F. Paul,
Neurol. Neuroimmunol. Neuroinflamm., 2016, 3, e204.

74 A. Zandian, B. Forsstrom, A. Haggmark-Manberg,
J. M. Schwenk, M. Uhlen, P. Nilsson and B. Ayoglu,
J. Proteome Res., 2017, 16, 1300-1314.

75 L.Wang, C.]J. Hao, Y. Q. Deng, Y. B. Liu, S. L. Hu, Y. G. Peng,
M. N. He, J. H. Fu, M. Liu, J. Chen and X. M. Chen,
Oncotarget, 2017, 8, 85559-85567.

76 S. Pashova, C. Schneider, S. von Gunten and A. Pashov,
Hum. Vaccines Immunother., 2017, 13, 314-322.

77 A. Gori, M. Cretich, R. Vanna, L. Sola, P. Gagni, G. Bruni,
M. Liprino, F. Gramatica, S. Burastero and M. Chiari,
Anal. Chim. Acta, 2017, 983, 189-197.

78 A. Homann, N. Rockendorf, A. Kromminga, A. Frey,
T. A. Platts-Mills and U. Jappe, Theranostics, 2017, 7,
4699-4709.

79 S. Singh, P. Stafford, K. A. Schlauch, R. R. Tillett, M. Gollery,
S. A. Johnston, S. F. Khaiboullina, K. L. De Meirleir,
S. Rawat, T. Mijatovic, K. Subramanian, A. Palotas and
V. C. Lombardi, Mol. Neurobiol., 2018, 55, 633-641.

80 D. Valentini, M. Rao, L. Rane, S. Rahman, R. Axelsson-
Robertson, R. Heuchel, M. Lohr, D. Hoft, S. Brighenti,
A. Zumla and M. Maeurer, Int. J. Infect. Dis., 2017, 56,
140-154.

81 I. Cerecedo, J. Zamora, W. G. Shreffler, J. Lin, L. Bardina,
M. C. Dieguez, J. Wang, A. Muriel, B. de la Hoz and
H. A. Sampson, J. Allergy Clin. Immunol., 2008, 122, 589-594.

82 ]J. Martinez-Botas, M. Rodriguez-Alvarez, 1. Cerecedo,
C. Vlaicu, M. C. Dieguez, D. Gomez-Coronado,
M. Fernandez-Rivas and B. de la Hoz, Clin. Exp. Allergy,
2015, 45, 1071-1084.

83 Y. Kuhne, G. Reese, B. K. Ballmer-Weber, B. Niggemann,
K. M. Hanschmann, S. Vieths and T. Holzhauser, Int.
Arch. Allergy Immunol., 2015, 166, 213-224.

84 A.P. Uyttebroek, V. Sabato, C. H. Bridts, L. S. De Clerck and
D. G. Ebo, Clin. Exp. Allergy, 2015, 45, 485-487.

85 G. Feyzkhanova, S. Voloshin, O. Smoldovskaya, A. Arefieva,
M. Filippova, V. Barsky, L. Pavlushkina, V. Butvilovskaya,
A. Tikhonov, Y. Reznikov and A. Rubina, Clin. Proteomics,
2017, 14, 1.

Anal. Methods, 2018, 10, 4614-4624 | 4623


https://doi.org/10.1039/c8ay01442f

Published on 07 2018. Downloaded by Fail Open on 07/05/25 09:55:49.

Analytical Methods

86 Y. B. Cui, F. X. Teng, L. L. Yu, Y. Zhou, N. Wang, C. B. Zhang

and L. Yang, IUBMB Life, 2016, 68, 792-798.

87 J. R. Lee, D. J. Haddon, N. Gupta, J. V. Price, G. M. Credo,
V. K. Diep, K. Kim, D. A. Hall, E. C. Baechler, M. Petri,
M. Varma, P. J. Utz and S. X. Wang, ACS Nano, 2016, 10,
10652-10660.

88 S. Gaseitsiwe, D. Valentini, S. Mahdavifar, I. Magalhaes,
D. F. Hoft, ]J. Zerweck, M. Schutkowski, J. Andersson,
M. Reilly and M. J. Maeurer, PLoS One, 2008, 3, €3840.

89 G. C. Imholte, R. Sauteraud, B. Korber, R. T. Bailer,
E. T. Turk, X. Y. Shen, G. D. Tomaras, J. R. Mascola,
R. A. Koup, D. C. Montefiori and R. Gottardo, J. Immunol.
Methods, 2013, 395, 1-13.

90 J. B. Legutki, Z. G. Zhao, M. Greving, N. Woodbury,
S. A. Johnston and P. Stafford, Nat. Commun., 2014, 5, 4785.

91 D. Valentini, G. Ferrara, R. Advani, H. O. Hallander and
M. J. Maeurer, BMC Immunol., 2015, 16, 40.

92 D. Gallerano, E. Wollmann, C. Lupinek, T. Schlederer,
D. Ebner, C. Harwanegg, K. Niespodziana, K. Schmetterer,
W. Pickl, E. Puchhammer-Stockl, E. Sibanda and
R. Valenta, Lab Chip, 2015, 15, 1574-1589.

93 K. E. Stephenson, G. H. Neubauer, U. Reimer, N. Pawlowski,
T. Knaute, ]J. Zervveck, B. T. Korber and D. H. Barouch,
J. Immunol. Methods, 2015, 416, 105-123.

94 D.]J. Haddon, J. A. Jarrell, V. K. Diep, H. E. Wand, J. V. Price,
S. Tangsombatvisit, G. M. Credo, S. Mackey, C. L. Dekker,
E. C. Baechler, C. L. Liu, M. Varma and P. ]J. Utz
Autoimmunity, 2015, 48, 513-523.

95 L. Schlemm, R. M. Giess, L. Rasche, C. Pfuhl, K. Wakonig,
J. R. Behrens, C. Scheibenbogen, J. Bellmann-Strobl,
F. Paul, U. Reimer and K. Ruprecht, J. Neuroimmunol.,
2016, 297, 56-62.

96 M. Sabalza, C. A. Barber, W. R. Abrams, R. Montagna and
D. Malamud, JoVE, 2017, e56784.

97 L. Sola, P. Gagni, I. D'Annessa, R. Capelli, C. Bertino,
A. Romanato, F. Damin, G. Bergamaschi, E. Marchisio,

4624 | Anal. Methods, 2018, 10, 4614-4624

View Article Online

Critical Review

A. Cuzzocrea, M. Bombaci, R. Grifantini, M. Chiari,
G. Colombo, A. Gori and M. Cretich, ACS Infect. Dis.,
2018, 4, 998-1006.

98 N. Gupta, J. Lainson, V. Domenyuk, Z. G. Zhao,
S. A. Johnston and C. W. Diehnelt, Bioconjugate Chem.,
2016, 27, 2505-2512.

99 J. A. Rabinowitz, J. C. Lainson, S. A. Johnston and
C. W. Diehnelt, Chem. Commun., 2018, 54, 1417-1420.

100 J. R. Falsey, M. Renil, S. Park, S. J. Li and K. S. Lam,
Bioconjugate Chem., 2001, 12, 346-353.

101 D. Zhang and K. A. Kilian, . Mater. Chem., 2014, 2, 4280-
4288.

102 D. Zhang, J. M. Lee, M. B. Sun, Y. Pei, J. Chu, M. U. Gillette,
T. M. Fan and K. A. Kilian, ACS Cent. Sci., 2017, 3, 381-393.

103 C. M. Betanzos, M. ]. Gonzalez-Moa, K. W. Boltz,
B. D. V. Werf, S. A. Johnston and S. A. Svarovsky,
ChemBioChem, 2009, 10, 877-888.

104 S. A. Svarovsky and M. J. Gonzalez-Moa, ACS Comb. Sci.,
2011, 13, 634-638.

105 N. Gupta, P. E. Belcher, S. A. Johnston and C. W. Diehnelt,
Bioconjugate Chem., 2011, 22, 1473-1478.

106 D. J. Ferraro, S. R. Bhave, R. P. Kotipatruni, J. C. Hunn,
S. A. Wildman, C. Hong, D. Y. A. Dadey, L. K. Muhoro,
J. J. Jaboin, D. Thotala and D. E. Hallahan, Integr. Biol.,
2013, 5, 342-350.

107 J. Pai, T. Yoon, N. D. Kim, L. S. Lee, J. Yu and L. Shin, J. Am.
Chem. Soc., 2012, 134, 19287-19296.

108 S. J. Lee, S. Hyun, ]J. S. Kieft and J. Yu, J. Am. Chem. Soc.,
2009, 131, 2224-2230.

109 V. Domenyuk, A. Loskutov, S. A. Johnston and
C. W. Diehnelt, PLoS One, 2013, 8, €64162.

110 J. Pai, S. Hyun, J. Y. Hyun, S. H. Park, W. ]J. Kim, S. H. Bae,
N. K. Kim, J. Yu and 1. Shin, J. Am. Chem. Soc., 2016, 138,
857-867.

This journal is © The Royal Society of Chemistry 2018


https://doi.org/10.1039/c8ay01442f

	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research

	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research
	The role of peptide microarrays in biomedical research


