RESEARCH ARTICLE

A General Method to Discover Epitopes from
Sera
Kurt Whittemore, Stephen Albert Johnston, Kathryn Sykes, Luhui Shen*
Center for Innovations in Medicine, Biodesign Institute, Arizona State University, 1001 South McAllister
Avenue, Tempe, Arizona 85287, United States of America
* Luhui.Shen@asu.edu

a11111

OPEN ACCESS
Citation: Whittemore K, Johnston SA, Sykes K, Shen
L (2016) A General Method to Discover Epitopes
from Sera. PLoS ONE 11(6): e0157462. doi:10.1371/
journal.pone.0157462
Editor: Nicholas J Mantis, New York State Dept.
Health, UNITED STATES
Received: October 16, 2015
Accepted: May 1, 2016
Published: June 14, 2016
Copyright: © 2016 Whittemore et al. This is an open
access article distributed under the terms of the
Creative Commons Attribution License, which permits
unrestricted use, distribution, and reproduction in any
medium, provided the original author and source are
credited.
Data Availability Statement: All relevant data are
included in the paper and its Supporting Information
files.
Funding: This project was funded by unrestricted
funds from Calviri, LLC to Center for Innovations in
Medicine.
Competing Interests: KW, KS and LHS declare that
they have no competing interest. SAJ holds the
patent to the immunsignature and related
technologies and has equity in a company related to
these technologies. This does not alter the authors’
adherence to PLOS ONE policies on sharing data
and materials.

Abstract
Antigen-antibody complexes are central players in an effective immune response. However,
finding those interactions relevant to a particular disease state can be arduous. Nonetheless many paths to discovery have been explored since deciphering these interactions can
greatly facilitate the development of new diagnostics, therapeutics, and vaccines. In silico B
cell epitope mapping approaches have been widely pursued, though success has not been
consistent. Antibody mixtures in immune sera have been used as handles for biologically
relevant antigens, but these and other experimental approaches have proven resource
intensive and time consuming. In addition, these methods are often tailored to individual diseases or a specific proteome, rather than providing a universal platform. Most of these
methods are not able to identify the specific antibody’s epitopes from unknown antigens,
such as un-annotated neo antigens in cancer. Alternatively, a peptide library comprised of
sequences unrestricted by naturally-found protein space provides for a universal search for
mimotopes of an antibody’s epitope. Here we present the utility of such a non-natural random sequence library of 10,000 peptides physically addressed on a microarray for mimotope discovery without sequence information of the specific antigen. The peptide arrays
were probed with serum from an antigen-immunized rabbit, or alternatively probed with
serum pre-absorbed with the same immunizing antigen. With this positive and negative
screening scheme, we identified the library-peptides as the mimotopes of the antigen. The
unique library peptides were successfully used to isolate antigen-specific antibodies from
complete immune serum. Sequence analysis of these peptides revealed the epitopes in the
immunized antigen. We present this method as an inexpensive, efficient method for identifying mimotopes of any antibody’s targets. These mimotopes should be useful in defining
both components of the antigen-antibody complex.

Introduction
Characterizing the interactions between disease-specific antibodies and their cognate antigens
has proven highly informative in the study of host-pathogen relationships and critical in the
development of effective biomedical products. The discovery of modified antigens or
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Abbreviations: BSA, Bovine serum albumin; HRP,
Horse radish peroxidase; KLH, Keyhole limpet
hemocyanin; PBS, Phosphate buffered saline; PBST,
Phosphate buffered saline Tween-20; SMC1A,
Structural maintenance chromosome 1A; SMC1Afs,
Structural maintenance chromosome 1A frame-shift;
SMCfs, A 17 amino acid SMC1A frameshift mutant;
TBST, Tris Buffered Saline Tween-20; TMB, 3,3’,5,5’Tetramethylbenzidine; TRIS, tris (hydroxymethyl)
aminomethane.

autoantigens that are specifically recognized by patient antibodies is of growing importance in
disease research and target development for diagnostics, vaccines, and therapeutics. These
complexes are typically found by querying immune sera against possible ligands in lysates, or
in libraries of proteins or peptides made recombinantly or synthetically. Myriad of binding
assays such as immunoblots [1], ELISAs [2], phage display [3], ribosome display [4], beads [5],
and microarrays [6, 7] have been employed to identify the antigen or epitope recognized by an
antibody. Here we explore using a simple, universal system for epitope identification.
In its original description, phage display was used to survey a library of peptides for binding
to a given antibody[8]. It has now been used extensively to display libraries of peptides or antibody fragments, expressed as coat protein fusions on the phages surface, for “panning” against
a particular molecule of interest. Phages are washed across an isolated, immobilized target;
bound recombinant phage are collected and amplified in bacteria for additional rounds of panning [9]. One of the major drawbacks of phage display is the technique’s reliance on multiple
in vivo steps that cannot be well-controlled and incur biases to the output. For example, any
peptide-coat protein fusions that reduce the fitness of the phage or reduce secretion to the
phage surface will not be well represented if at all. In the initial panning round each phage
recombinant is present in such limited numbers that the probability of a ligand finding a target
can be stochastic. Yet only those recombinants that survive this first round are subsequently
propagated reiteratively. Phage approaches do not lend themselves to high throughput of samples. As an alternative, in vitro translation systems such as ribosome display have been developed for studying protein-protein interactions, including antigen/antibody binding. Like
phage, very large libraries can be constructed at minimal cost but the diversities of these recombinant mixtures are difficult to maintain and are not reproducible. In addition, apparent diversities can be misleading since the redundancy of the genetic code, incidental stop codons, and
peptide-dependent effects on translation efficiency will limit the ultimately displayed diversity.
In vitro combinatorial synthesis of peptides on beads and microarrays of either proteins or
peptides have been explored as library formats for surveying target binding [5, 10]. Both of
these methods are performed entirely in vitro, and thereby resolve the vagaries of in vivo propagation and biological compatibility. Since peptides are used directly, the issues of translating
DNA are avoided. For the libraries in bead format, the binding steps must be followed by
decoding what is bound through peptide-sequencing, chemical-tracking, or other reading
methods. The synthesis, binding, and decoding steps tend to be laborious, time consuming,
and often lack reproducibility [11]. Array based libraries are more efficient and reliable.
However most of the applications of the above methods focused on known biological targets. This limited their applications. Each high throughput library can only cover limited proteome. On the other side, the antigens or epitopes within the antigen may not be in the known
proteome. Studies can be confounded by the fact that immune sera often carry antibodies to
mutant, unknown, or even exogenously-derived antigens of a host or pathogen proteome.
Random peptide libraries, whether in vivo or in vitro, provide a means for identifying
mimotopes of unknown antigens and are far more economical since one library can be used for
all screens. For example, an antibody panned against phages displaying random sequence peptide fusions might select recombinants that mimic or hold similarity to a previously unknown
ligand [12]. Microarrays consisting of random sequence peptides or peptoids have been
explored for identifying ligands [13]. Probing of a SPOT synthesis array carrying 5520 random
15-mers with three different monoclonal antibodies followed by substitutional analysis was
able to identify mimotopes of the known wild type epitopes [14]. However, the application of
the random peptide array was limited by the libraries size and the cost and was only applied to
monoclonal antibodies.
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Recently, the immunosignatures technology has been developed as a universal platform to
profile complex antibody mixtures [15]. This technology is based on using arrays of peptides of
10 to 17 amino acids in length chosen form non-natural sequence space. To maximally represent sequence diversity, which excludes the peptides sequences that are exactly matched to a
natural peptide in the NCBI reference protein database. The random peptide library can be
expanded up to 330,000 unique sequences [16]. The peptide can be printed from pre-synthesized stocks or in situ synthesized. Such a library of random sequence peptides can be used to
identify the disease specific antibody profile from patient sera, including the infection diseases
and different cancers [17–19] and predict vaccine efficacy with the specific antibody profile as
well[20]. Based on the sequence analysis of the array peptides that were specifically recognized
by the antibody or serum from infectious diseases, we can identify the epitopes to the antibodies and track the sequences back to the known antigens that relate to the disease [20–22]. However, there were two limitations. One is that an antibody could be to an unannotated sequence.
The other is that the actual antibody to the epitope was not created as a reagent.
Here we employ the IMS as a universal platform to design a method for identifying mimics
of disease-relevant epitopes and then show that these mimotopes can capture the disease-relevant antibodies for the further investigation, such as identification of the unknown biological
antigens.
Unique from other platforms that focused on analyzing the purified targets [6, 7] the methods we demonstrate directly use the serum for the efficient screen for mimics of disease-relevant epitopes. The target epitope may not be highly immunogenic and the antibodies
recognizing the target epitope in the serum may be mixed with irrelevant antibodies with high
affinity to other antigens. Based on these complex conditions, we designed an experiment to
identify mimotopes of a tumor-associated mutant, SMCfs, from a complex immune serum that
contains high affinity polyclonal antibody to the KLH protein. SMCfs is a 17 amino acid novel,
tumor specific frame-shift peptide derived from the mis-splicing RNA of the structural maintenance chromosome 1A protein (SMC1A). The transcript of the SMCfs peptide was first found
in a human EST database. The non-natural sequence peptide microarray, CIM10K, contains
10,000 non-natural sequence peptides chosen from random sequence space. We have shown
that the random sequence peptide microarray can identify the epitopes that are recognized by
monoclonal antibodies [21, 22]. We demonstrate here that this non-natural sequence peptide
microarray can also be used to identify specific mimotopes for antibody enrichment from a
complex immune serum sample. Sequence analysis can identify relevant epitopes of the antibody responses.

Material and Methods
Peptides and beads
A number of free peptides were synthesized by Sigma, Inc. Beads for antibody affinity purification were prepared in the lab. Peptides were directly synthesized on the TentaGel Beads. The
sequences of these peptides and their assigned names are presented in Table 1.

Rabbit anti-SMCfs sera
Anti-human SMC1Afs serum was generated by Global Peptide Service LLC (Fort Collins, CO).
The 17 amino acid (a.a.) SMC1A frame shift mutant sequence (SMCfs), identified in human
tumor cDNA (CCGIYCHEEPQREDSSI), was synthesized by the peptide synthesis lab at Arizona State University and then conjugated to keyhole limpet hemocyanin (KLH) by Global
Peptide Service LLC.A New Zealand white rabbit was immunized with the SMCfs-KLH conjugate. Blood for the experiment was collected at exsanguinations after two immunizations.
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Table 1. Amino acid sequences of free peptides and peptide-bead conjugates.
Assigned Name

Sequence

Description

SMCfs

CCGIYCHEEPQREDSSI

human SMC1A frameshift 17mer peptide

SMCfs-27

TAIIGPNGSGCCGIYCHEEPQREDSSI

human SMC1A frameshift 27mer peptide

RP1

TISKYVMVEPMRQHEEWGSC

random peptide SMCfs mimotope

RP2

AVSHQEMNEGEQGPMREGSC

random peptide SMCfs mimotope

RP3

RVGEMPMREYDISGGSGGSC

random peptide SMCfs mimotope

RP4

TAFYRTLTKHEVDPGIAGSC

random peptide SMCfs mimotope

CP1

AVLLMCQLYQPWMCKEYYRLL

negative control peptide which is not a mimotope of SMCfs

SMCfs-B

CCGIYCHEEPQREDSSI

human SMC1A frameshift 17mer peptide conjugated to Tentagel beads

RP1-B

TISKYVMVEPMRQHEEWGSC

random peptide SMCfs mimotope conjugated to Tentagel beads

RP2-B

AVSHQEMNEGEQGPMREGSC

random peptide SMCfs mimotope conjugated to Tentagel beads

RP3-B

RVGEMPMREYDISGGSGGSC

random peptide SMCfs mimotope conjugated to Tentagel beads

RP4-B

TAFYRTLTKHEVDPGIAGSC

random peptide SMCfs mimotope conjugated to Tentagel beads

CP2-B

ATKAAIPGPNTVPRAP

negative control peptide which is not a mimotope of SMCfs conjugated to Tentagel beads

doi:10.1371/journal.pone.0157462.t001

ELISA
ELISA plates were coated with 50 μL of 10 μg/mL of peptide or protein in carbonate coating
buffer and incubated at 4°C overnight. The coated plates were washed 3X with PBST and
blocked with 200 μL of 3% BSA in PBST at 37°C for 30 minutes. The blocked plate was washed
3X with PBST and 50 μL of primary anti-serum or purified antibody diluted in 3% BSA in
PBST was applied. The plate was then incubated at 37°C for 1 hr. After the incubation, the
plate was washed 3X with PBST. The antibody was detected with 50 μL HRP-goat anti-rabbit
IgG diluted 1:2000 in 3% BSA in PBST. After the plate was incubated at 37°C for 1 hr, the plate
was washed 3X and developed with 50 μL TMB for 10 minutes at room temperature. The
development was stopped by adding 50 μL of 0.5 N HCl, and the plate was read with a SpectraMax 190 Molecular Devices instrument at OD 450 nm.

Antibody absorption
Specific antibodies were absorbed from the rabbit anti-SMCfs sera by applying the sera to the
SMCfs coated plate. The rabbit sera was diluted 1:250 with 3% BSA in PBST and incubated
with the SMCfs peptide coated plate at 37°C for 1 hr. The unbound antibody in the supernatant
was then removed and applied to another peptide coated well to remove more antibody specific
for the peptide. This process was repeated up to 20 times, and this serum was then later applied
to the peptide microarray at a dilution of 1:500. This same method was used to produce negative control antibody absorbed sera using the negative control CP1 peptide.

Non-natural sequence peptide array (CIM10K array) printing
The 10,000 non-natural randomly generated peptide sequences were custom synthesized by
Sigma, Inc. These 20-mers were designed with 17 non-natural sequence a.a. residues (excluding
cysteine) and a 3 amino acid (GSC) linker sequence on the C terminus. The C terminal cysteine
binds to a sulfo-SMCC coated aminosilane glass slide. The solutions of different non-natural
sequence peptides were printed onto the glass slide using a Nanoprint 60 instrument (Array It
Technologies).
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Application of sera to non-natural sequence peptide array
Rabbit sera samples were applied to the non-natural sequence peptide microarray using a
Tecan HS 4800 Pro microarray hybridization station. Slides were first washed for 30s with
TBST, and then blocked with a blocking buffer consisting of BSA, mercaptohexanol, Tween 20,
and PBS for 1 hr at 23°C. Duplicate samples of sera were diluted 1:500 in an incubation buffer
consisting of BSA, Tween 20, and PBS and incubated with the slide for 1 hr at 37°C. The slide
was then washed, and 5 nM of goat anti-rabbit IgG conjugated with Alexa Fluor 647 dye was
applied for 1 hour at 37°C. The slide was then washed and dried for 5 min.

Scanning and analysis of array
The slides were scanned with an Agilent Technologies DNA Microarray Scanner with Surescan
High-Resolution Technology instrument and analyzed with GenePix Pro 6.0 software to determine the fluorescence intensity of each spot. GeneSpring GX 7.3, Microsoft Excel, simple custom Java code, and GraphPad Prism 4 were then used to perform further analysis of this data.

Antibody affinity purification
Total IgG of the rabbit anti-SMCfs sera was purified using Pierce Protein A/G Agarose beads
according to the protocol of the manufacturer. 1 ml of the TentaGel beads with specific peptides were embedded in a column. 3 ml of the purified total IgG was added to the column and
incubated with the beads for 1 hr at room temperature. The column was then washed with 10
ml PBST. The specific IgG was eluted with 4 fractions of 1 ml IgG Elution Buffer (Pierce, Inc)
and each fraction was neutralized with 100 ul 1M TRIS (pH8.0). All of the eluted fractions
were measured at an absorbance of 280nm. The two fractions with the highest absorbance
were combined and used for further analysis at a 1 to 40 dilution in 3% BSA in PBST.

Analysis of motifs
GLAM2 software [23] was used to identify and score common motifs among the high binding
peptides. Bepipred was used to find and score B cell epitopes [24].

Results and Discussion
Screening of anti-SMCfs serum on non-natural sequence peptide array
To identify non-natural sequences recognized by the immune serum, both naïve and SMCfsimmune rabbit sera were applied to the array. We identified a total of 108 non-natural
sequence peptides which exhibited high specificity to the immune serum relative to the naïve
rabbit control serum based on the t-test (p<0.0001)(Fig 1, S1 Table). The anti-SMCfs immune
serum contains polyclonal antibodies to both SMCfs peptide and KLH, the carrier protein.
Therefore, these 108 peptides carry potential mimotopes of either the SMCfs peptide or KLH
protein.

Sequence analysis to identify the mimic epitope to KLH protein
Since the KLH is a large and highly immunogenic antigen, the rabbit anti-serum contained
high titer antibodies to the KLH protein. Mimotopes to KLH among the 108 SMCfs peptides
were investigated (S2 Table). When the 108 peptides selected for higher binding to SMCfs sera
than to naive sera are compared to the KLH1 and KLH2 sequences (a total of 6,830 aa) with
GLAM2 individually, then 54 of the 108 peptides have a GLAM2 score above 11.7. The total
collection of scores ranges from 7.93 to 17.8 with 11.7 at the 50th percentile. Among the top 54
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Fig 1. Selective binding of anti-SMCfs serum to a library of non-natural sequence peptides printed on
a microarray. Polyclonal rabbit serum generated against the SMCfs peptide conjugated to KLH and naive
rabbit serum were applied to an array of 10,000 synthetic peptides of randomly generated sequence.
Student’s t-test analyses comparing the probing results identified 108 non-natural sequence 20-mers with
differential binding to the immune versus naïve sera (p-values <0.0001). These differences in peptide-binding
intensities are visually represented as a heatmap.
doi:10.1371/journal.pone.0157462.g001

peptides by GLAM2 score, 2 contain mimotopes that align with HAEDHFYI, 2 with HHEKHHEDHH, 2 with DSFDYQNRFRY, 2 with DKEYYDVWRWRNKVMPNPFA, 2 with
HHANTDRIW, 2 with WGFYRAYHF, and the rest of the mimotopes align with various
regions of the KLH protein sequence. These results demonstrate again that the IMS could efficiently identify the epitopes to the known antigens directly from the complex serum.

SMCfs immune serum absorption and array analysis
Compared to KLH, the SMCfs peptide is much smaller and lower immunogenic. To distinguish the mimotopes of the SMCfs peptide from that of KLH, we specifically depleted the antiSMCfs antibodies from the immune serum through iterative antibody absorption steps. ELISA
analysis confirmed that anti-SMCfs antibodies were partially depleted from the original serum
after 11 rounds of absorption and further depleted after 20 rounds (Fig 2A).
The anti-SMCfs antibody-depleted samples, as well as the negative control serum, were
applied to the CIM10K array. Reactivity profiles of these samples against the 108 peptides
selected in the original screen were compared (Fig 2B, S3 Table). Different binding profiles
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Fig 2. Analyses of anti-SMCfs serum pre-absorbed against SMCfs peptide. A. Validation of SMCfs
antibody depletion from immune serum. The serum-absorption steps (11or 20) refer to the number of
iterative rounds of SMCfs-peptide or CP1-peptide absorption experiments conducted before application of the
depleted serum to ELISA plates coated with SMCfs peptide. Error bar indicates SD of the duplication. B. Signal
intensity changes in anti-SMCfs serum binding following peptide-specific depletion. The depleted
immune sera samples were applied to the peptide array. Binding intensities to the 108 non-natural sequence
peptides, which were shown to be selectively recognized by the original anti-SMCfs serum, are displayed as a
heatmap for their visual comparison. There is an 850 fold difference between the lowest fluorescence intensity
and the highest intensity. Four anti-SMCfs sera samples were applied to the peptide array, 1) non-absorbed
anti-SMCfs serum, 2) anti-SMCfs serum absorbed 11x against SMCfs peptide, 3) anti-SMCfs serum absorbed
20x against SMCfs peptide, 4) anti-SMCfs serum absorbed 20x against the CP1 negative control peptide.
doi:10.1371/journal.pone.0157462.g002

were observed among the differentially depleted anti-SMCfs serum samples. Peptide mimotopes of SMCfs would be predicted to react similarly in the presence of the non-absorbed and
control-peptide absorbed (anti CP1-antibody depleted) immune serum samples. On the other
hand, peptides carrying a SMCfs mimotope would be predicted to display decreased reactivity
in the presence of the anti-SMCfs antibody depleted serum sample. Based on these criteria of
specificity, we developed a formula to score each of the 108 peptides (Eq 1). Four top scoring
peptides, designated RP1, RP2, RP3, and RP4, were re-synthesized for testing as functional
mimotopes.
Eq 1. Score assignment for random peptide SMCfs specificity. A high score indicates
that the given random peptide binds to antibodies with high specificity for the SMCfs sequence,
and a low score indicates the opposite. Smax is the maximum signal intensity of the peptide
with unabsorbed SMCfs sera. S20X is the intensity of the peptide with sera after SMCfs binding
antibodies have been absorbed twenty times. SCP is the intensity of the peptide with sera after
CP1 binding antibodies have been absorbed twenty times. The CP1 peptide is a negative control peptide with no sequence similarity to SMCfs.
Smax  S20X SCP
þ
Smax
Smax
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Fig 3. ELISA determinations of anti-SMCfs sera binding to array-selected peptides. A. Immune serum.
Rabbit polyclonal anti-SMCfs serum was applied to the SMCfs peptide, four of the array-selected peptides, and a
control peptide. The SMCfs peptide is the positive control. B. Control serum. Mouse polyclonal anti-KLH serum
was applied to the same set of peptides described in A. The KLH is the positive control. Error bar indicates SD of
the duplication.
doi:10.1371/journal.pone.0157462.g003

ELISA validation of the binding specificity of RP1-RP4 to anti SMCfs
immune serum
To assess the specificity of anti-serum binding to the four putative mimotopes, we first analyzed the reactivity of the selected peptides to the immune serum by ELISA (Fig 3A). Compared to the negative control peptide CP1, all four mimotopes had significant though varied
reactivity levels to the immune serum. However, the reactivity levels of the four mimotopes
were lower than that of the original SMCfs peptide, which had a saturated signal at 1:5000
dilution.
To test the possibility that RP1-RP4 are mimotopes of a KLH protein epitope rather than
SMCfs, we measured the reactivity of the four selected random peptides, the original SMCfs
peptide, and CP1 to the polyclonal KLH immune serum (Fig 3B). All six of these peptides
showed similarly low reactivity levels when probed with the KLH immune serum, whereas the
KLH protein-antigen displayed saturated signal against the anti-KLH serum. These ELISA
analyses indicate that the four random peptides act as mimotopes of the SMCfs peptide; and
indicate that each mimotope contains a partial or suboptimal epitope of the cognate SMCfs
peptide.

Affinity purification of anti-SMCfs antibodies with the array-selected
peptides
To determine whether RP1 to RP4 can be used to selectively purify antibodies specific to the
original immunogen, we prepared affinity purification columns with each of four random peptides (RP1 to RP4), SMCfs, and an irrelevant peptide as negative control (CP2-B). The binding
specificities of the affinity-purified antibodies were measured by determining the activity of the
eluted antibodies against SMCfs-27 or KLH antigen (Fig 4). The SMCfs-27 is comprised of the
sequence of SMCfs plus the 10 amino acids found in the wild type protein immediately
upstream of the frame-shift. The SMCfs-27and SMCfs peptide had similar reactivity to the
SMCfs immune serum (data not shown). The antibodies purified by RP1-RP4 specifically recognized the original immunogen, not the KLH protein. This result confirms the specificity of
the mimotopes screened by the CIM10K array, and validates this approach of using a mimotope to purify specific antibodies from a complex antibody mixture.
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Fig 4. ELISA analysis of affinity-purified antibodies. The SMCfs peptide, four highly array-reactive
peptides, and a control peptide (CP2-B) were synthesized on Tenta-gel beads. These were used to prepare
individual affinity columns. Purified total IgG of the anti-SMCfs serum was applied; bound antibodies were
eluted. These peptide-purified antibody samples were analyzed by ELISA against SMCfs-27 coated or KLH
coated plates. Error bar indicates SD of the duplication.
doi:10.1371/journal.pone.0157462.g004

Measuring cross-reactivity of anti-SMCfs antibodies to antigen
mimotopes
The antibody samples that were affinity-purified from the SMCfs immune serum with the
SMCfs peptide or with the array-selected mimotopes display more than one cross-reactivity
group as measured by ELISA (Fig 5). Antibodies purified with the RP1, RP2, or RP3 peptides
cross-reacted strongly with one another; however, antibodies purified with the RP4 only recognized the RP4 peptides. One explanation for this behavior is that RP1, RP2, andRP3 possess a

Fig 5. Differential binding of affinity-purified anti-SMCfs antibodies to SMCfs versus library-derived
and mimotopes. The antibodies affinity purified by SMCfs-B or four library-selected peptide bound to beads
(RP1-B through RP4-B) were measured for reactivity against the SMCfs and mimotope peptides by ELISA
and displayed in a three-dimensional bar graph.
doi:10.1371/journal.pone.0157462.g005
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similar sequence or structural motif whereas RP4 carries a unique one. Sequence analysis
described in section 3.6 below supports this hypothesis. Notably, all four mimotope-purified
antibody samples display the highest reactivity levels against the cognate SMCfs immunogen,
rather than the sequence ligand used to purify them. This suggests three points. First, the nonnatural sequences appear to have been selected from the arrayed-library based on their SMCfslike binding characteristics, as opposed to binding to some perhaps related but different target.
Second, the sampling of non-natural sequence space afforded by this library may be too sparse
to provide mimotopes that are close enough to the true SMCfs epitopes to achieve higher binding activity. Notably, the CIM10K array displays 104 different peptide sequences; whereas 1021
unique 17-mers are possible. Third, even for a peptide as short as 17aa, the mimotopes can
resolve two different binding sites.

Sequence Analyses to identify the potential epitope in the unknown
antigen
From the mimotpe identification to the validation, we did not use the sequence information of
the original SMCfs peptide. To test the possibility of using the sequence analysis of the mimotopes to identify epitope of the unknown antigen, we did the sequence analysis of both the
SMCfs and RP1 to RP4 peptides. The epitope search software Bepipred was used to predict
strong B cell epitopes within the unique SMC1A frameshifted sequence. The highest amino
acid score was assigned to the proline within HEEPQRE. The GLAM2 software was used to
identify sequences in RP1 through RP4 with similarity to sequence stretches found in SMCfs.
The RP1 peptide contains two motifs: HEE and YXXXXPMRQ, although they are in reverse
order relative to those sequences of SMCfs. Note that previous experiments have also identified
high binding peptides with inverted sequences relative to the original epitope, but these inversions typically involved just two amino acids [25]. RP2 contains PMREGS and RP3 contains
EMPMRE. RP4 contains only the simple dimer HE (Table 2). This analysis shows that three of
the four peptides contain a PQRE-like motif found in the cognate SMCfs peptide. Although
RP1 contains reversed YXXXXPMRQ and HEE motifs, the peptide is specifically recognized
by anti-SMCfs antibodies. This may indicate that i) the HEE motif acts independently of the
PQRE-motif, ii) they work in concert but order is not important, iii) or that HEE is not relevant
to binding. There is no conserved linear motif of the SMCfs in the RP4 suggesting that RP4
may contain the mimotope with the similar topological structure. This will be another advantage of the random peptide library for the mimotope screen.
Note that the RP1-4 peptides which have been the focus of this paper were not the only peptides among the 108 selected peptides which exhibited good mimotope matches of the SMCfs
Table 2. Motifs in common between RP1-4 and SMCfs as identified by the GLAM2 software.
Sequence ID

Sequence

Motif in Peptide Matching with SMCfs

Matching SMCfs sequence
-

SMCfs

CCGIYCHEEPQREDSSI

-

RP1

TISKYVMVEPMRQHEEWGSC

YXXXXPMRQ

YXXXXPQRE

PMRQ

PQRE

HEE

HEE

RP2
RP3
RP4

AVSHQEMNEGEQGPMREGSC
RVGEMPMREYDISGGSGGSC
TAFYRTLTKHEVDPGIAGSC

PMREGS

PQREDS

PMRE

PQRE

EMPMRE

EEPQRE

PMRE

PQRE

HE

HE

doi:10.1371/journal.pone.0157462.t002
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peptide (S4 Table). When the 108 peptides selected for higher binding to SMCfs sera than to
naive sera are compared to the SMCfs peptide with GLAM2 individually, then 56 of the 108
peptides have a GLAM2 score above 4.50. The total collection of scores ranges from 2.31 to
8.70 with 4.55 at the 50th percentile. The 5 high intensity peptides have GLAM2 scores that
place them in the top 22 peptides of the 108 peptide list sorted by GLAM2 score. The top 4 peptides ranked by SMCfs score are in the top 16 peptides of the 108 peptide list sorted by GLAM2
score. Therefore, there seems to be a good correspondence between intensity detected from the
array and the GLAM2 score for each peptide. Among the top 56 peptides by GLAM2 score, 28
contain mimotopes that align with GIYCH, 30 contain mimotopes that align with
CHEEPQRE, and 6 contain mimotopes that align with DSSI of the CCGIYCHEEPQREDSSI
SMCfs peptide.
There was a good correspondence between GLAM2 scores for RP1-4 aligned with the
SMCfs peptide and scores from the peptide microarray. The GLAM2-assigned similarity scores
of the mimotopes to SMCfs led to a ranking of the top 4 peptides in the same order that they
were ranked by the array absorption scoring described in section 3.2. For example, the RP1
peptide holds two motifs in common with the original antigen, exhibits the highest intensity
on the peptide microarray, and scored the highest by the GLAM2 software. By contrast, the
absorbance intensities obtained in the ELISA experiment did not yield rankings identical with
the other readouts. This suggests that the array format may enable higher resolution detection
of antibody-peptide interactions. Taking together, the sequence analysis of the specific array
peptides showed the advantage of our high density random peptide array for identifying the
epitopes of unknown antigen.

Conclusion
The techniques demonstrated here could be inexpensively and generally applied for both mimotope and true-epitope discovery. We have demonstrated that non-natural sequence peptide
arrays can be used to identify mimotopes of specific antibodies without knowing the sequence
information of the primary epitope. This high density pepetide array platform is sensitive enough
to identify at least two different specific antibodies to a simple peptide from the highly reactive
antibodies which recognize KLH, a highly immunogenic antigen. The sequence analysis of the
identified mimotopes can help identify the true B cell epitopes of an immunogen. Furthermore,
the selected mimotopes can be used to purify this specific polyclonal antibody from the complex
milieu of a serum sample for further analysis. In addition to be being a universal platform for the
epitope exploration of any antibody, the non-natural sequence peptide array requires no assumptions or information relative to the true epitope of an immunogen, and therefore even mimotopes
of newly mutated antigens can be discovered. As the SMCfs peptide was not an annotated, but
frame-shift antigen, this method may allow discovery of the immunogenic epitopes of non-annotated antigens, such as novel mutations in tumor cells.
We suggest that mimotopes can be used to identify medically important antibodies and
their natural targets. Additionally, mimotopes can be used as alternatives to a true epitope if
they are found to carry advantageous properties. These may include greater stability, simpler
production, or differential affinity relative to an autoantigen. These are all important attributes
for successful drug or therapeutic development.

Supporting Information
S1 Table. Selective binding of anti-SMCfs serum to a set of 108 random sequence peptides
displayed on a microarray. The intensities of all 10,000 peptides are available upon request.
(DOCX)
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S2 Table. GLAM4 analysis of the sequence similarity between the 108 selected peptides and
KLH protein sequence.
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S3 Table. Changes in 108 random peptide binding intensities following anti-SMCfs antibody depletion of serum. The intensity of all 10,000 peptides are available upon request.
(DOCX)
S4 Table. GLAM2 analysis of the sequence similarity between 108 selected array peptides
and the SMCfs peptide.
(DOCX)

Acknowledgments
We appreciate Dr. Bart Legutki for tips and advice on applying sera to the peptide array and
for providing us mouse anti-KLH serum for an experiment; Dr. Phillip Stafford for suggestions
on array analysis; Dr. Zhan-gong Zhao for advice and help with peptide synthesis and Tentagel
beads.

Author Contributions
Conceived and designed the experiments: LHS SAJ KS. Performed the experiments: KW LHS.
Analyzed the data: KW LHS KS. Contributed reagents/materials/analysis tools: KW LHS.
Wrote the paper: KW SAJ KS LHS.

References
1.

Billings PB, Hoch SO, White PJ, Carson DA, Vaughan JH. Antibodies to the Epstein-Barr virus nuclear
antigen and to rheumatoid arthritis nuclear antigen identify the same polypeptide. Proc Natl Acad Sci U
S A. 1983; 80(23):7104–8. PMID: 6316343; PubMed Central PMCID: PMCPMC390001.

2.

Usuda S, Okamoto H, Iwanari H, Baba K, Tsuda F, Miyakawa Y, et al. Serological detection of hepatitis
B virus genotypes by ELISA with monoclonal antibodies to type-specific epitopes in the preS2-region
product. J Virol Methods. 1999; 80(1):97–112. PMID: 10403681.

3.

Wang L-F, Yu M. Epitope Identification and Discovery Using Phage Display Libraries: Applications in
Vaccine Development and Diagnostics. Current Drug Targets. 2004; 5(1):1–15. doi: 10.2174/
1389450043490668 PMID: 14738215

4.

Schimmele B, Pluckthun A. Identification of a functional epitope of the Nogo receptor by a combinatorial
approach using ribosome display. J Mol Biol. 352. England2005. p. 229–41. PMID: 16061255

5.

Lam KS, Lake D, Salmon SE, Smith J, Chen ML, Wade S, et al. A One-Bead One-Peptide Combinatorial Library Method for B-Cell Epitope Mapping. Methods. 91996. p. 482–93. PMID: 8812704

6.

Hueber W, Kidd BA, Tomooka BH, Lee BJ, Bruce B, Fries JF, et al. Antigen microarray profiling of autoantibodies in rheumatoid arthritis. Arthritis Rheum. 2005; 52(9):2645–55. doi: 10.1002/art.21269 PMID:
16142722.

7.

Buus S, Rockberg J, Forsstrom B, Nilsson P, Uhlen M, Schafer-Nielsen C. High-resolution mapping of
linear antibody epitopes using ultrahigh-density peptide microarrays. Mol Cell Proteomics. 2012; 11
(12):1790–800. doi: 10.1074/mcp.M112.020800 PMID: 22984286; PubMed Central PMCID:
PMCPMC3518105.

8.

Scott JK, Smith GP. Searching for peptide ligands with an epitope library. Science. 1990; 249
(4967):386–90. PMID: 1696028.

9.

Coomber DW. Panning of antibody phage-display libraries. Standard protocols. Methods Mol Biol.
2002; 178:133–45. PMID: 11968482.

10.

Hueber W, Stanford University School of Medicine S, California, GRECC VAPAHCS, Palo Alto, California, Division of Immunology and Rheumatology DoM, Stanford University School of Medicine, Palo Alto
VA Health Care System, MC 154R, 3801 Miranda Avenue, Palo Alto, CA 94304, Kidd BA, Stanford University School of Medicine S, California, et al. Antigen microarray profiling of autoantibodies in rheumatoid arthritis. Arthritis & Rheumatism. 52(9):2645–55. doi: 10.1002/art.21269

PLOS ONE | DOI:10.1371/journal.pone.0157462 June 14, 2016

12 / 13

Discover Epitopes from Sera

11.

Gao X, Pellois JP, Na Y, Kim Y, Gulari E, Zhou X. High density peptide microarrays. In situ synthesis
and applications. Mol Divers. 2004; 8(3):177–87. PMID: 15384411.

12.

Folgori A, Tafi R, Meola A, Felici F, Galfre G, Cortese R, et al. A general strategy to identify mimotopes
of pathological antigens using only random peptide libraries and human sera. EMBO J. 1994; 13
(9):2236–43. PMID: 7514533; PubMed Central PMCID: PMCPMC395079.

13.

Lim H-S, Reddy MM, Xiao X, Wilson J, Wilson R, Connell S, et al. Rapid identification of improved protein ligands using peptoidmicroarrays. 2009; 19(14):3866–9. doi: 10.1016/j.bmcl.2009.03.153 PMID:
19380225

14.

Reineke U, Ivascu C, Schlief M, Landgraf C, Gericke S, Zahn G, et al. Identification of distinct antibody
epitopes and mimotopes from a peptide array of 5520 randomly generated sequences. J Immunol
Methods. 267. Netherlands2002. p. 37–51. PMID: 12135799

15.

Sykes FK, Legutki B. Joseph, Stafford Phillip. Immunosignaturing: a critical review. Trends in Biotechnology. 2013; 31(1):45–51. doi: 10.1016/j.jneuroim.2012.09.014 PMID: 23219199

16.

Legutki JB, Zhao ZG, Greving M, Woodbury N, Johnston SA, Stafford P. Scalable high-density peptide
arrays for comprehensive health monitoring. Nat Commun. 2014; 5:4785. doi: 10.1038/ncomms5785
PMID: 25183057.

17.

Kukreja M, Johnston S, Stafford P. Immunosignaturing Microarrays Distinguish Antibody Profiles of
Related Pancreatic Diseases. Journal of Proteomics & Bioinformatics. 2013.

18.

Hughes AK, Cichacz Z, Scheck A, Coons SW, Johnston SA, Stafford P. Immunosignaturing can detect
products from molecular markers in brain cancer. PloS one. 2012; 7(7):e40201. Epub 2012/07/21. doi:
10.1371/journal.pone.0040201 PMID: 22815729; PubMed Central PMCID: PMCPmc3397978.

19.

Restrepo L, Stafford P, Johnston SA. Feasibility of an early Alzheimer's disease immunosignature diagnostic test. J Neuroimmunol. 2013; 254(1–2):154–60. doi: 10.1016/j.jneuroim.2012.09.014 PMID:
23084373.

20.

Legutki JB, Johnston SA. Immunosignatures can predict vaccine efficacy. Proc Natl Acad Sci U S A.
2013; 110(46):18614–9. doi: 10.1073/pnas.1309390110 PMID: 24167296; PubMed Central PMCID:
PMCPMC3831987.

21.

Halperin RF, Stafford P, Johnston SA. Exploring antibody recognition of sequence space through random-sequence peptide microarrays. Mol Cell Proteomics. 2011; 10(3):M110 000786. doi: 10.1074/
mcp.M110.000786 PMID: 21062935; PubMed Central PMCID: PMCPMC3047143.

22.

Richer J, Johnston SA, Stafford P. Epitope identification from fixed-complexity random-sequence peptide microarrays. Mol Cell Proteomics. 2015; 14(1):136–47. doi: 10.1074/mcp.M114.043513 PMID:
25368412; PubMed Central PMCID: PMCPMC4288249.

23.

Frith MC, Saunders NF, Kobe B, Bailey TL. Discovering sequence motifs with arbitrary insertions and
deletions. PLoS Comput Biol. 2008; 4(4):e1000071. Epub 2008/04/26. doi: 10.1371/journal.pcbi.
1000071 PMID: 18437229.

24.

Larsen JE, Lund O, Nielsen M. Improved method for predicting linear B-cell epitopes. Immunome Res.
2006; 2:2. Epub 2006/04/26. doi: 10.1186/1745-7580-2-2 PMID: 16635264; PubMed Central PMCID:
PMCPMC1479323.

25.

Halperin RF, Stafford P, Emery JS, Navalkar KA, Johnston SA. GuiTope: an application for mapping
random-sequence peptides to protein sequences. BMC bioinformatics. 2012; 13:1. Epub 2012/01/05.
doi: 10.1186/1471-2105-13-1 PMID: 22214541; PubMed Central PMCID: PMCPmc3280184.

PLOS ONE | DOI:10.1371/journal.pone.0157462 June 14, 2016

13 / 13

