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Abstract: Phage display technology provides a powerful tool for the development of novel
recombinant antibodies. In this work, we optimized and streamlined the recombinant antibody
discovery process for haptens as an example. A multi-immunization approach was used in order to
avoid the need for construction of multiple antibody libraries. Selection methods were developed
to utilize the full potential of the recombinant antibody library by applying four different elution
conditions simultaneously. High-throughput immunoassays were used to analyse the binding
properties of the individual antibody clones. Different carrier proteins were used in the immunization,
selection, and screening phases to avoid enrichment of the antibodies for the carrier protein epitopes.
Novel recombinant antibodies against mycophenolic acid and ochratoxin A, with affinities up to
39 nM and 34 nM, respectively, were isolated from a multi-immunized fragment antigen-binding
(Fab) library.

Keywords: phage display; fragment antigen-binding (Fab); recombinant antibody; high-throughput;
hapten; mycotoxin

1. Introduction

Monoclonal and polyclonal antibodies obtained by immunization of animals are widely used as
binding proteins in immunodiagnostic applications. However, their binding properties are dependent
on the success of the immunization. Furthermore, the functionality of obtained polyclonal antibodies
can vary between immunization batches, and hybridoma cell lines producing monoclonal antibodies
may suffer from instability [1]. Recombinant antibody technology can circumvent these limitations.
They can be developed against toxic and non-immunogenic target molecules and their heterologous
production in bacterial cells is reproducible. Currently, the commonly used recombinant in vitro
antibody display technologies include yeast [2], ribosome [3], mammalian cell [4], and phage display [5].
Of these technologies, phage display has become the most used in vitro method for recombinant
antibody discovery.

Small molecules such as steroids, toxins, vitamins, drugs, and pollutants are important analytes in
diagnostics. Typically, they have a size of <1000 g/mol, and due to their small size these haptens are not
able to elicit immune response by themselves in vivo. However, when haptens are conjugated to carrier
proteins the immune system can create hapten-specific antibodies. Phage display has been applied for
hapten-specific recombinant antibody discoveries from naive [6], immunized [7], semi-synthetic [8],
and synthetic [9] libraries.

The routine practice is to immunize a mouse with one antigen and then proceed to the construction
of the antibody gene library. Chickens [10] and rabbits [11,12] have, however, been successfully
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immunized with multiple antigens and used for recombinant antibody development. We implemented
a similar strategy in this work by immunizing a mouse with different hapten-protein conjugates, thus
avoiding the need for separate library constructions for each hapten.

The outcome of the selection often depends on the different selection strategies applied, and
the most productive strategy for antibody discovery is difficult to predict in advance. Schier and
Marks [13] demonstrated that the elution methods used in selection affect the binding properties of
the antibodies. Moghaddan et al. [14] compared the affinities of anti-aflatoxin antibodies selected
either with basic elutions or free aflatoxin competition and found that the free hapten elution produced
antibodies with higher affinities towards aflatoxin. Various elution strategies are currently applied in
the recombinant antibody selections aiming towards breakdown of the antigen-antibody interaction
in the selection phase. Elution strategies can apply, for example, acid [15], base [6], free antigen [7],
or the use of ultrasound [16]. It has been debated that antibodies binding with high affinity might be
lost when applying competition only with free antigen or biophysical pH differences in the elution
phase [17]. In order to overcome this problem, protease cleavage sites [18,19] or an additional
disulphide bridge [17] between displayed antibody and phage coat protein have been used.

In order to increase the probability of obtaining antibodies for multiple haptens simultaneously,
we developed robust and flexible methods utilizing four different elution strategies in parallel: acid,
base, free hapten, and reducing agent elutions. The latter was used to cleave the disulphide bridge
in SS-biotin linker between the hapten-protein—conjugate and magnetic beads and to release the
hapten-bound antibody-displaying phages without breaking the hapten-antibody interactions. A total
of five selection rounds were performed before continuing to the screening phase with high-throughput
automated enzyme-linked immunosorbent assays (ELISA). Finally, the binding properties of the most
promising antibody clones were analysed with Surface Plasmon Resonance (SPR).

In many cases, the same hapten-protein conjugate has been used in immunization, selection,
and screening phases. This may lead to unwanted enrichment of antibodies binding to the epitopes
of the carrier protein. In order to avoid this, one approach is to change the carrier proteins in the
selection phase [20], and, in addition, to deplete the carrier protein binding antibodies from the phage
display library by incubating the library with an excess of native carrier protein [21]. We chose to use
three different carrier proteins: one in the immunization (hemocyanin), one in the selection (alkaline
phosphatase (AP)), and one in the screening phase (human serum albumin (HSA)). In addition, phage
display libraries were depleted in the selection phase with free AP. In this work, we demonstrate the
efficiency of the selection method with two different small molecule analytes, mycophenolic acid (MPA)
and ochratoxin A (OTA). Both of these haptens are mycotoxins, MPA being produced by Penicillium
and OTA by both Penicillium and Aspergillus species. OTA is one of the most abundant mycotoxins
and can be found, for example, from cereals, dried wine fruits, wine, and coffee. Human ingestion
of OTA can lead to endemic nephropathy and urothelial tumours [22]. In addition, the International
Agency for Research on Cancer (IARC) has classified OTA to be potentially carcinogenic to humans
(Group 2B) [23]. MPA can be found, for example, in contaminated blue-veined cheese [24]. It is an
immunosuppressant and effective as a drug to treat patients after organ transplantation [25].

By combining multi-immunization with a single library construction and different elution
strategies in the selection phase, we were able to develop a rapid, robust, and versatile method
for anti-hapten antibody discovery. Four different elution conditions in parallel utilized the potential
of the library efficiently and we obtained promising antibodies against free haptens. In the case of MPA
and OTA, three out of four and two out of four elution strategies, respectively, produced antibodies
against free haptens, with Kp values in the range of ca. 10~8 M. To our surprise, in the case of MPA, the
commonly used acidic elution yielded only low-affinity antibodies (Kp ~ 10~°). The three high-affinity
antibodies against MPA were each obtained with different elution strategies. Similar results were
observed with OTA-specific antibody discovery, in which the three best antibodies were discovered by
applying two different elution strategies. These results demonstrate the effectiveness of the systematic
use of different elution strategies.
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2. Results

2.1. Immunization and Selections

Before immunization, mycophenolic acid (MPA), ochratoxin A (OTA), and ochratoxin B (OTB)
were covalently conjugated to three different carrier proteins: mollusk hemocyanin (Blue Carrier®,
Sigma-Aldrich, St. Louis, MO, USA), human serum albumin (HSA), and alkaline phosphatase (AP).
An important step in anti-hapten antibody development is verification of the success of conjugation
and the conjugation degree of the hapten to carrier proteins. The use of mass spectrometer MALDI-TOF
(Matrix-assisted laser desorption/ionization, time-of-flight) has been described previously [26] as being
able to meet these needs, and a similar approach was used here. The MALDI-TOF results revealed
that the MPA-AP and MPA-HSA had conjugation degrees of ~5 and ~29 MPA /protein, respectively.
For the ochratoxins OTA-AP and OTA-HSA, conjugation degrees of ~1 and ~3 OTA /protein, and for
OTB-AP and OTB-HSA conjugation degrees of ~5 and ~15 OTB/protein were obtained, respectively.
The BlueCarrier™ conjugates were not analysed due to the large size of the protein [27].

Four mice were immunized with MPA- and OTB-Blue Carrier® in Freund’s adjuvant.
The immunoresponses were analysed from the sera of the immunized mice by ELISA using MPA- and
OTB-HSA-coated microtiter wells. The ELISA responses were observed for both haptens even with
1:100,000 diluted serum samples, indicating the formation of high immune responses against both
MPA and OTB. No detectable response against HSA alone was obtained [28]. The use of different
carrier proteins in immunization and serum titrations efficiently excluded the false positive signals
arising from the antibodies binding the carrier protein.

A recombinant antibody (fragment antigen-binding (Fab)-fragment) library derived from IgG
genes of the mouse having the best immune response was essentially constructed as described in
Pulli et al. [29]. Sequencing of the 40 light and 40 heavy chain variable regions of the clones from the
final recombinant antibody phage display library indicated approximately 87% and 83% diversity,
respectively, and the functional size of the final Fab library was ~4 x 10 unique clones.

The phage display library selections were performed with magnetic bead immobilized MPA- and
OTA-AP-conjugates. Although the immunization was performed with less toxic OTB-conjugates, we
assumed that small differences in the chemical structures of OTA and OTB and rearrangement of heavy
and light chains during the library construction would allow us to isolate OTA-specific antibodies
from the final library. A total of five selection rounds were performed with varying conditions utilizing
an automatic magnetic bead processor and four different elution strategies. Detailed protocols of the
selection rounds are shown in Table 1. Phagemid plasmids harbouring Fab genes were isolated from
enriched library pools after each selection round. Digested pools of enriched Fab genes were ligated to
pKKtac expression vector [30] prior to single clone screening.
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Table 1. A detailed summary of variables in the conditions of the selection rounds. Fab, fragment antigen-binding.

4 0f 15

Capture Elution
Selection . . Amount of Amount of Biotinylated . . . . a . b Free Hapten
Round Fab Antibody Library Magnetic Beads 2 Conjugate ® Time Washing Time  Release Time Release Time Concentration in Elutions

1st 200 pL precipitated library 5uL 15 ug overnight 6x20s 20 min 1h 100 nM
2nd 200 uL non-precipitated library 4 uL 15 ug 1h 5x20s 20 min 1h 10 nM
3rd 200 pL non-precipitated library 3uL 1.0 pug 30 min 5x40s 20 min 1h 1nM

4th 200 uL non-precipitated library 2 uL 0.5 pug 15 min 5 X 2 min 20 min 1h 100 pM
5th 200 pL non-precipitated library 1uL 0.1ug 15 min 5 x 10 min 20 min 1h 10 pM

2: acid, base and free hapten elutions; °: reducing agent elutions.
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2.2. Antibody Screening

A total of 40 x 96 single colonies, 96 colonies from each of the five rounds, four elutions, and
from two antigen selections, were screened in an automated ELISA assay performed using a Beckman
Coulter robotic station. When small molecule analytes are conjugated onto carrier protein to be
subsequently used in both immunization and selection, the outcome may be an unwanted enrichment
of clones that recognize the carrier protein rather than the hapten epitope. In addition, enriched
antibodies may show higher affinity towards hapten-protein conjugate than to hapten alone [14].
Here the antibodies binding carrier protein were successfully excluded by screening the individual
recombinant antibody clones against albumin (HSA) conjugated MPA and OTA.

The antibody clones were considered to be positive when the ELISA absorbance at 405 nm was
higher than 0.3 after 30 min of incubation. The distribution of obtained primary positive ELISA hits
from each selection round is presented in Table 2.

Table 2. Number of obtained positive ELISA hits from primary screening. MPA, mycophenolic acid;

OTA, ochratoxin A.
Primary Positive Clones
Selection Round Chosen for Competitive
ELISA/Total Hits
Antigen Elution Condition 1 2 3 4 5

Acidic 2 2 4 4 8 13/20
Basic 1 4 8 8 9 12/30

MPA Free Hapten 1 0 0 0] 4 4/5
Reducing agent 3 6 1 0 5 10/15

Acidic 0 1 0 0 0 1/1

Basic 0 0 0 2 3 5/5

OTA Free Hapten 0 0 0 0 2 2/2

Reducing agent 0 0 0 0 0 0/0

A total of 78 primary positive antibodies, 70 against MPA-HSA and 8 against OTA-HSA, were
found. From these, 39 primary positive antibodies against MPA-HSA and all OTA-HSA binding
antibodies were chosen for further analysis. The analysis was performed with competitive ELISA
in order to evaluate the binding affinities of Fab—fragments to free MPA or OTA. The competitive
ELISA protocol was essentially the same as in primary screening, except diluted supernatants were
mixed with varying concentrations of free MPA or OTA before transferring to the antigen coated
microtiter plates. Due to the high number of clones, hapten dilution series of 1/10 was used for both
haptens without replicate wells. Therefore, half-maximal inhibitory concentration (ICs) values are
presented in Table 3 as crude ranges and not as precise inhibition concentrations. More precise ICs
values could be obtained by increasing the number of replicate wells and optimizing method for each
antibody separately.

Table 3. Distribution of the competitive ELISA results and corresponding elution conditions.

ICso
Antigen Elution Conditi
8 ution Londiion - _100nM  01-1uM = 1-10uM  >10 uM

Acidic 0 0 4 9

Basic 1 0 0 11

MPA Free hapten 1 0 0 3
Reducing agent 1 0 2 7

Acidic 1 0 0 0

Basic 0 12 0 0

OTA Free hapten 2 0 0 0
Reducing agent 0 0 0 0

2 Of the eight sequenced anti-OTA clones, five clones obtained from basic elutions had identical amino

acid sequences.
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On the basis of competitive ELISA, twelve different anti-MPA and eight anti-OTA clones were
further chosen for sequence analysis. The sequencing resulted in unique sequences for all twelve
anti-MPA antibodies, and four unique OTA antibodies were found. Sequence homology trees of
variable regions of sequenced clones are presented in Figure 1.

A Anti-MPA 5 (Acidic) B Anti-MPA 13 (Acidic)
Anti-MPA 20 (Basic) Anti-MPA 8 (Acidic)
Anti-MPA 36 (Reducing agent) Anti-MPA 5 (Acidic)
Anti-MPA 8 (Acidic) Anti-MPA 7 (Acidic)
r[ Anti-MPA 13 (Acidic) Anti-MPA 11 (Acidic)
LE Anti-MPA 7 (Acidic) Anti-MPA 14 (Basic)
Anti-MPA 11 (Acidic) Anti-MPA 28 (Free hapten)
Anti-MPA 14 (Basic) Anti-MPA 36 (Reducing agent)
Anti-MPA 28 (Free hapten) Anti-MPA 20 (Basic)
Anti-MPA 25 (Basic) Anti-MPA 25 (Basic)
Anti-MPA 39 (Reducing agent) Anti-MPA 17 (Basic)
Anti-MPA 17 (Basic) Anti-MPA 39 (Reducing agent)
0.08 005
C Anti-OTA 41 (Basic) D Anti-OTA 40 (Acidic)
Anti-OTA 46 (Free hapten) Anti-OTA 46 (Free hapten)
Anti-OTA 40 (Acidic) Anti-OTA 41 (Basic)
Anti-OTA 47 (Free hapten) Anti-OTA 47 (Free hapten)
002 005

Figure 1. Amino acid sequences of variable regions of recombinant antibodies analysed with
unweighted pair group method with arithmetic mean (UPGMA) using Geneious 6.1 software
(Biomatters, Auckland, New Zealand). (A) Heavy chain variable regions of anti-MPA clones; (B) Light
chain variable regions of anti-MPA clones; (C) Heavy chain variable regions of anti-OTA clones;
(D) Light chain variable regions of anti-OTA clones. The elution strategy for each clone is indicated
in parenthesis.

2.3. Affinity Measurements

Twelve MPA and four OTA specific antibodies as purified proteins were further analysed with SPR.
The Kp values were measured with the affinity in solution by the BIAcore method [31-33]. The MPA or
OTA-HSA conjugates were immobilized onto sensor chip surfaces. This allowed efficient regeneration
of bound Fab fragments by acid injections without noticeable destruction of sensor surface binding
capacity between the cycles.
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In the human body, MPA is further metabolized to acyl glucuronide (AcMPAG) and phenyl
mycophenolic acid glucuronide (MPAG) [34]. Since the MPA was attached from the carboxylic acid
group of the hapten to the primary amines of the carrier proteins, the assumption was that the MPA
specific clones would also bind to AcMPAG and that the glucuronide moiety would not create steric
hindrance for the binding (Figure 2). By analogy, we also expected that the glucuronide moiety in
the seventh position on the phenolic ring of MPA metabolite [35] would instead restrict the antibody
binding onto the free MPAG metabolite. We tested this for the three best anti-MPA antibodies and
found that all three clones bound to AcMPAG with similar affinities as to MPA, and that none of the
three clones showed binding to MPAG even at 10 pM MPAG concentrations, as expected. We also
found that the anti-OTA clones bound to the OTA with higher affinities than to the OTB used in the
immunization phase, confirming our initial assumption that heavy and light rearrangement during
library construction can be utilized in obtaining OTA-specific antibodies.

HO cl
MPA OTA
5
Hd d
d
OH o
HO
OH
AcMPAG o oTB
OH o
o OH &
Ho o
OH
o
MPAG

Figure 2. Chemical structures of the analytes used in the affinity measurements. Drawn with
CambridgeSoft ChemBioDraw 12 (Perkin Elmer, Waltham, MA, USA). AcMPAG, mycophenolic acid
acyl-glucuronide; MPAG, mycophenolic acid glucuronide; OTA, ochratoxin A and OTB, ochratoxin B.

The crude affinity ranking by competitive ELISA performed from the culture supernatants had
excellent correlation with the final Kp values obtained with the SPR method for purified Fab-fragments,
as shown in Tables 4 and 5.

Interestingly, we also found that whereas MPA selections provided antibodies with affinities
against free MPA ranging from 10~ M to the antibodies showing no inhibition even with 10~> M MPA
concentrations, all the OTA-binding antibodies obtained bound to free OTA with at least 107 M Kp.
Affinity in solution inhibition curves of the highest affinity MPA and OTA binding antibodies are
shown in Figure 3.
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Table 4. Affinities and specificities of the anti-MPA antibodies measured by competitive ELISA and
Surface Plasmon Resonance (SPR).

Competitive ELISA Kp from SPR Measurements (nM)
Anti-MPA Clone .

against MPA, ICs5y (nM) MPA ACMPAG MPAG
14 <100 39 45 >10,000
28 <100 40 55 >10,000
36 <100 87 52 >10,000
11 1000-10,000 1300
5 1000-10,000 1400
8 1000-10,000 1400
7 1000-10,000 1600
13 1000-10,000 2800
20 1000-10,000 8300
17 >10,000 >10,000
25 >10,000 >10,000
39 >10,000 >10,000

Table 5. Affinities and specificities of the anti-OTA antibodies measured by competitive ELISA and SPR.

e Kp from SPR Measurements (nM)
Anti-OTA Clone Cf)mpetltlve ELISA
against OTA, ICsy (nM) OTA OTB
47 <100 34 162
46 <100 42 114
40 <100 157 346
41 100-1000 447 3254
A B
1001 Fa vt aa 100
2 Teln ’ o
£ god ® £
o " o
> 60 |
;2 ® . g 60
® 40 * d% 40 -
B = MPA . 8
5 o ACMPAG N\ b=
. 1 2+~ MPAG N < 27
e
°] T T T T 1 °7 e
0.1 1 10 100 1000 10000 0.1 1 10 100 1000 10000
nM free small molecule nM free small molecule

Figure 3. Affinity and specificity determinations of the MPA- and OTA-binding antibody clones having
the highest affinities measured with SPR. (A) anti-MPA antibody (MPA14) competition against MPA,
AcMPAG, and MPAG; (B) Anti-OTA antibody (OTA47) competition against OTA and OTB. Data
derived from duplicates. Drawn with OriginPro 2015 (OriginLab, Northampton, MA, USA).

3. Discussion

By performing the immunization with multiple antigens and creating a single recombinant
antibody library, the time and resources needed for separate library constructions can be significantly
reduced. Antibodies were isolated for MPA used in immunization. By immunizing mice with a
less toxic OTB, followed by selections and screening with OTA, we were able to obtain antibodies
against the more toxic OTA [36]. The same strategy could also be applied for other toxic, harmful,
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or immunosuppressive small molecule analytes. To our knowledge, this is the first report describing
recombinant antibody isolation for haptens from the multi-immunized mouse antibody library.

The use of different carrier proteins in immunization, selection, and screening reduces the
likelihood of obtaining antibodies binding to the carrier protein alone. All the selection rounds
were here studied in detail in order to gain insight into the selection process. However, in most cases,
screening of only the most promising selection rounds would be sufficient. Also, other technologies,
such as next-generation sequencing, could be utilized to analyse the enriched antibody libraries [37].
It has also been proposed that displaying recombinant antibody libraries in multivalent form on the
first selection rounds increases the efficiency of novel recombinant antibody discovery [38].

Multiple different elution conditions were used during the selection procedure, yielding unique
hapten-specific antibodies. None of the antibodies were found from the other elution strategies.
Both MPA and OTA haptens had different preferences for elution conditions and only the free hapten
elution method produced antibodies with Kp below 100 nM in both cases. Although acid elution is the
most widely used elution method for phage rescue, no specific antibodies would have been obtained
against MPA when applying only this elution strategy. High affinity IgG antibodies against MPA [39]
and OTA [40] have been previously reported. To our knowledge, the antibodies described here are
the highest mouse derived recombinant antibodies against these haptens. Moreover, the recombinant
antibody format readily allows further affinity maturation of the obtained clones, if deemed necessary.
The combination of multi-immunization, semi-automated selection with different elution modes and
high-throughput screening of the individual clones with primary and competitive ELISA made the
antibody development process very efficient and fast.

4. Materials and Methods

4.1. Conjugation and Matrix Assisted Laser Desorption/lonization (MALDI)-Analysis

Mycophenolic acid (MPA) (Sigma-Aldrich, St. Louis, MO, USA), ochratoxin A (OTA) (Santa
Cruz Biotechnology, Santa Cruz, CA, USA), and ochratoxin B (OTB) (Santa Cruz Biotechnology)
were covalently conjugated to three different carrier proteins: mollusk hemocyanin (Blue Carrier®,
Sigma-Aldrich), human serum albumin (HSA) (Sigma-Aldrich), and alkaline phosphatase (AP)
(Sigma-Aldrich), using EDC/s-NHS chemistry according to the instructions of the manufacturer
(Thermo Fisher Scientific, Waltham, MA, USA). MPA and OTB conjugates were purified from the
excess of free haptens and unreacted conjugation reagents and equilibrated to PBS (20 mM sodium
phosphate buffer containing 150 mM NaCl, pH 7.4) using desalting columns (NAP-5 (GE Healthcare,
Piscataway, NJ, USA) or EconoPac 10DG (Bio-Rad, Hercules, CA, USA)). OTA conjugates were
purified and equilibrated to PBS with Amico Ultra 10K MWCO centrifugal filters (Millipore, Bedford,
MA, USA).

Matrix assisted laser desorption/ionization-time of flight mass spectrometry (MALDI-TOF MS)
was applied to determine the conjugation degree of the haptens to the carrier proteins. Sinapinic acid
was selected as matrix and dissolved to saturation in a 50/50 mixture of 0.1% trifluoroacetic acid (TFA)
and acetonitrile. The aliquots of hapten-conjugated proteins were equilibrated to water using Amico
Ultra 10K MWCO centrifugal filters (Millipore). Hapten protein conjugates in water were mixed 50/50
with the saturated matrix. One microliter (1 pL) of the mixture was spotted on the target plate and
dried in air for 10 min. The analysis was made using a mass spectrometer (Brucker Autoflex II).

4.2. Immunization and Recombinant Antibody Library Construction

Four mice were immunized with MPA- and OTB-Blue Carrier® in Freund’s adjuvant. Serum
obtained at the final bleed from each mouse was analysed with ELISA against MPA-HSA, OTB-HSA,
or HSA-coated wells in order to evaluate the serum responses against conjugates and carrier protein
alone. An antibody phage display library derived from IgG genes of one mouse having the best
immune response was essentially constructed as described in Pulli et al. [29]. Briefly, total RNA was
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extracted from the spleen using an RNeasy® Midi-kit (Qiagen) and mRNA was copied to cDNA using a
Phusion™ RT-PCR kit (Thermo Fisher Scientific). cDNA coding the IgG VHCH1 and VLCL-genes was
amplified by PCR and purified from agarose gel using a Nucleospin gel extraction kit (Macherey-Nagel,
Diiren, Germany). Light chain pool was digested with Nhel and Ascl, and heavy chain pool with Sfil
and Notl (all four enzymes were from New England Biolabs, Ipswich, MA, USA) and run in preparative
agarose gel followed by gel extraction, as described above. Isolated digested fragments were ligated to
phagemid vector [29] and transformed to Escherichia coli (E. coli) XL1-Blue electroporation competent
cells (Agilent, Santa Clara, CA, USA) using electroporation. The diversity of the separate heavy and
light pools was verified by sequencing variable regions of antibodies from 40 different heavy and
40 different light clones. Heavy and light chain libraries were combined together with the same
restriction sites as above. The vector containing the final antibody gene library was transformed to
XL1-Blue strain and the library DNA was isolated from overnight cultures of E. coli using a Maxi
plasmid kit (Qiagen, Valencia, CA, USA).

One microgram (1 pg) of the antibody (Fab) phage display library was transformed to XL1-Blue
cells in four replicate transformations using electroporation. Immediately after transformation, 3 mL
of pre-warmed (+37 °C) SOC-media (0.5% yeast extract, 2% tryptone, 1 mM NaCl, 2.5 mM KCl, 10 mM
MgCl,, 10 mM MgSOy, and 0.4% (w/v) glucose) was added to the transformants and incubated for 1 h
at 250 rpm shaking at +37 °C. After incubation, 7 mL of pre-warmed (+37 °C) SB medium (2% yeast
extract, 3% tryptone, 1% 3-(N-morpholino)propane sulfonic acid (MOPS), pH 7) containing 20 pug/mL
carbenicillin and 10 pg/mL tetracycline was added to each separate transformation and a 50 puL
sample was taken for plating. Incubations were continued with shaking at +37 °C for 1 h. From a
50 uL sample, 10-fold dilutions were made in SB medium and plated to Luria broth (LB, 0.5% yeast
extract, 1% tryptone, 1% NaCl)-ampicillin plates and grown overnight at +37 °C. The carbenicillin
concentration was increased to 50 pg/mL and cultivations were continued for 1 h at 37 °C with
shaking. Bacteria were infected with ~10'! pfu of VCSM13 Helperphage (Stratagene) at +37 °C for
30 min without shaking. Volumes were raised to 100 mL with pre-warmed SB containing 50 ug/mL
carbenicillin and 10 pg/mL tetracycline and growth was continued for 2 h at +37 °C with 250 rpm
shaking, after which kanamycin was added to a final concentration of 70 ug/mL and the cultivations
were continued at +34 °C and 300 rpm overnight.

Overnight cultures were centrifuged at 2500 g for 15 min and phages were precipitated from
supernatants by adding 25 mL ice cold 20% PEG6000, 2.5 M NaCl to 100 mL of supernatants and
incubating for 30 min at +4 °C. Precipitated phages were centrifuged at 12,500 g for 20 min at +4 °C
and resuspended in 2 mL PBS. A second precipitation was carried out by adding 250 uL ice cold 20%
PEG6000, 2.5 M NaCl to each 1 mL of resuspension, precipitating at +4 °C for 30 min, and centrifuging
at 13,000 x g for 10 min. Precipitated antibody phage display libraries were resuspended in 2 mL PBS
and stored at +4 °C.

4.3. Antibody Selection

MPA- and OTA-AP conjugates were immobilized to magnetic beads by two different strategies:
Firstly, conjugates were covalently immobilized onto epoxy coated magnetic beads (Dynabeads® M-270,
Thermo Fisher Scientific) according to the manufacturer’s instructions. Success of the immobilizations
was verified by performing protein concentration measurements from immobilized beads (MicroBCA,
Thermo Fisher Scientific). In the second strategy, the hapten-alkaline phosphatase conjugates were
biotinylated with EZ-Link Sulfo-NHS-SS-Biotin (Thermo Fisher Scientific) using a 20:1 biotin-conjugate
ratio following the manufacturer’s instructions, and biotinylated conjugates were purified with Amico
Ultra 10K MWCO centrifugal filters (Millipore). The success of the biotinylations was verified by
comparing the binding efficiency of biotinylated conjugates and native AP to streptavidin microtiter
plates (Nunc). After incubation, microtiter plates were washed three times with PBS and 100 puL
of 2 mg/mL p-Nitrophenyl Phosphate (¢NPP, Sigma-Aldrich) in Diethanolamine-MgCl, (Reagena,
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Toivala, Finland) was added to each well. Microtiter plates were read at 405 nm using Varioskan
(Thermo Fisher Scientific) [41].

A total of five selection rounds were performed with varying conditions utilizing an automatic
magnetic bead processor (KingFisher™, Thermo Fisher Scientific). Depletion of AP binding antibodies
was carried out prior to each round of selection by adding 20 ug AP to the phage library pools.
On the first selection round, 200 uL of precipitated phage displayed Fab library (~2.2 x 10! phages)
was incubated with the conjugate-coated epoxy beads or with biotinylated hapten-AP conjugates
in solution. Biotinylated hapten-AP conjugates were captured from the solution with streptavidin
magnetic particles (Seradyn SpeedBeads™, Thermo Fisher Scientific) prior to the washing steps. Beads
were washed with 200 uL PBST (PBS + 0.05% Tween20 (Sigma-Aldrich)) and transferred to elution
solution. One hundred micromolars (100 mM) of glycine-HCI pH 2.2 and 100 mM triethylamine
(Sigma-Aldrich) were used for acidic and basic elutions, respectively. MPA and OTA in 1% (v/v)
DMSO-PBS was used for free analyte elution. Fifty micromolars (50 mM) of DL-dithiothreitol (DTT,
Sigma-Aldrich) in water was used in the elution in reducing conditions. Each elution was carried out
in 100 pL volume. Detailed protocols of the selection rounds are shown in Table 1.

After the elutions, acid eluate was neutralized with 1 M Tris pH 9.6 and basic eluate with 1 M HCl.
In the case of free hapten and reducing agent eluates, the phages were purified from elution mixture
with Amico Ultra 10K MWCO centrifugal filters (Millipore) and equilibrated to PBS. Neutralized and
buffer exchanged phage eluates were used for infection of fresh E. coli XL1-Blue cells (ODgpp ~ 1)
in 1 mL SB supplemented with 10 pg/mL tetracycline. Infection was carried out at +37 °C without
shaking for 15 min, after which aliquots of infected bacteria were plated to LB-ampicillin plates.
After the incubations, carbenicillin and tetracycline concentrations were increased in the remaining
infected bacterial cultures to 20 and 10 pug/mL, respectively, and grown in 96-well plates in a Multitron
incubator shaker (INFORS) for 1 h at +37 °C at 650 rpm with 80% humidity. Thirty micrograms
(30 ng) of carbenicillin and 10 pg tetracycline were added to cultures and growth was continued for
1 h. Prior to helper phage infection, 50 uL of culture aliquots were transferred to 4 mL of fresh SB
containing 100 ug/mL ampicillin, 10 pg/mL tetracycline, and 1% glucose (w/v) and grown overnight
at +37 °C at 225 rpm. Next, ~1 x 10° pfu of helper phage VCS M13 was added to each infected 1 mL
culture and incubated for 30 min at +37 °C without shaking. The helper phage infected cultures
were allowed to grow at +37 °C for a further 2 h. Kanamycin was added to the cultures to a final
concentration of 70 ug/mL and cultivations were carried out at +30 °C overnight. On the following day,
the cultures were transferred to Eppendorf tubes and centrifuged at 10,000 g for 10 min. Amplified
phages in the collected supernatant solutions were used without phage precipitation in the following
selection rounds. Phagemid plasmids harbouring Fab genes were isolated using NucleoSpin plasmid
isolation kit (Macherey-Nagel) from the 4 mL overnight cultures that were aliquoted prior to helper
phage addition.

4.4. Primary Screening of Single Antibodies

Phagemid plasmids containing the genes of the Fab fragments from each selection round were
digested with Nhel and NotlI restriction enzymes isolated from 1% agarose gel using a Nucleospin gel
extraction kit (Macherey-Nagel) and ligated to pKKtac E. coli expression vector [30] containing Hiss-tag
at the end of the heavy chain. Ligated products were transformed into 200 pL of E. coli XL1-Blue
cells using the heat-shock. After transformation, the volume was increased to 600 uL with SOC and
transformants were grown at +37 °C for 1 h with shaking, after which the transformants were plated
onto LB-ampicillin plates.

A total of 40 x 96 single colonies, 96 colonies from each of the five rounds, four elutions, and
from two antigen selections, were screened in an automated ELISA assay performed using a Beckman
Coulter robotic station. Briefly, colonies were picked from agar plates to 96-wells in 100 uL of fresh
SB medium containing 100 pg/mL ampicillin, 10 pg/mL tetracycline, and 1% glucose (w/v) using a
QPix colony picker (Genetix, Hampshire, UK). Bacteria were grown at +37 °C at 700 rpm overnight.
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On the next day, cultures were inoculated into fresh SB media containing 100 pg/mL ampicillin,
10 pg/mL tetracycline, 0.1% glucose, and 1 mM isopropyl-p-D-thiogalactopyranoside (IPTG) and
grown overnight at +32 °C. On the following day, 96-well induction plates were centrifuged at 3166x g
for 15 min (Eppendorf Centrifuge 5810R).

Three hundred nanograms (300 ng) of MPA- or OTA-HSA in 100 pL 0.1 M sodium bicarbonate
buffer, pH 9.6 was coated onto Maxisorp-plates (Nunc) overnight at +4 °C. The plates were washed
three times with PBST and blocked with 200 L SuperBlock blocking buffer (Thermo Fisher Scientific).
After 30 min of incubation, the plates were washed three times with PBST and 100 pL 1:10 diluted
centrifuged supernatants were added to the plates. After 30 min incubation, the plates were washed
as above and 100 pL of detection antibody goat anti-k-Alkaline phosphatase (AP) (Southern Biotech;
Cat. 1050-04) diluted 1:1000 in SuperBlock was added to the wells and incubated for 30 min. The plates
were washed as above and 100 puL 2 mg/mL pNPP (Sigma) in diethanolamine-MgCl, (Reagena) was
added to the wells. Plates were read at 405 nm after 30 min of enzyme reaction.

4.5. Competitive Enzyme-Linked Immunosorbent Assay (Competitive ELISA)

Antibody clones giving absorbance 0.3 or higher at 405 nm after a 30-min enzyme reaction in the
primary screening were categorized as positive hits. The competitive ELISA protocol was essentially
the same as in the primary screening. Maxisorp (Nunc)-coated microtiter plates were coated with
50 ng MPA- or OTA-HSA overnight at +4 °C. After washing the plates three times with PBST, the wells
were blocked with SuperBlock Blocking buffer for 30 min. Blocking solution was washed away as
above. Supernatants were diluted 1:5 to the SuperBlock and mixed 50/50 with varying concentrations
of free MPA or OTA in 4% DMSO-PBST. The mixtures of supernatants and free hapten were incubated
for 1 h before transferring 100 pL to the microtiter plates. After 30 min of incubation, the wells were
washed and detected using goat-anti-mouse-k-AP as in the primary screening.

4.6. Protein Purification

A total of 16 clones, 12 against MPA and 4 against OTA, were selected on the basis of competitive
ELISA and purified using standard immobilized metal affinity chromatography (IMAC) with Cu?*.
Briefly, batches of pKKtac production vector containing the selected Fab-Hiss clones were transformed
to E. coli RV308 production strain (ATCC 31608) and plated onto LB-amp plates. Single colonies
were picked into 4 mL of SB medium containing 100 ng/mL ampicillin and 1% glucose and grown
at +37 °C and 225 rpm overnight. On the next day, the cultures were inoculated into 100 mL TB
medium (1.2% yeast extract, 2.4% soy peptone, 55 mM KyHPOy, 17 mM KH,POy, 5.2% glycerol)
containing 100 pg/mL ampicillin and grown at +37 °C to ODggg ~2.5. Antibody production was
induced by adding IPTG to a final concentration of 1 mM. The temperature was decreased to +30 °C
for the production phase and cells were harvested and supernatants collected on the following day.
Antibodies were purified from the culture supernatant by metal affinity chromatography according to
the manufacturer’s instructions using an increasing concentration of imidazole (Sigma-Aldrich) for
elution [42]. Dialysis was used to equilibrate the antibodies to PBS buffer before characterization of the
binding properties. Purity of each of the proteins was evaluated with SDS-PAGE protein gel [43] and
concentrations were calculated using theoretical extinction coefficients at 280 nm (ExPASy ProtParam
tool, http:/ /web.expasy.org/protparam/) obtained from the sequencing data.

4.7. Affinity Measurements

Affinities of the purified Fab fragments were analysed using a surface plasmon resonance
instrument BIAcore T200 (GE Healthcare) by the affinity in solution method [31-33]. MPA-
or OTA-HSA was immobilized onto CM5 chips using EDC/s-NHS chemistry following the
manufacturer’s instructions. One channel was left blank to serve as a reference. Purified Fab fragments
were diluted into PBS-P+ (PBS, 0.05% P20) (GE Healthcare) supplemented with 2% DMSO (v/v)
(Sigma-Aldrich) followed by three-quarters dilution series in the same buffer in order to create
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a calibration series for free Fab. A total of 10 dilutions were used in each assay. Fab fragments
were pre-incubated with varying concentrations of free MPA, AcMPAG, MPAG, OTA, or OTB in
2% DMSO-PBSP. Concentrations of remaining free Fab-fragments in the solutions were analysed
against immobilized MPA- or OTA-HSA surface using a contact time of 300 s, dissociation for 60s,
and a flow rate of 10 uL/min. Regeneration of bound Fab-fragments from the MPA- and OTA-HSA
surface was achieved with 60 s and 180 s pulses of 10 mM Glycine-HCl, pH 1.5 (GE Healthcare),
respectively. DMSO standard curves were applied in order to tolerate minor DMSO concentration
variations between samples. Data collection point was set to be 10 s after the end of the injection [33].
Data was analysed using BIAcore T200 Evaluation Software with four-parameter logistic function.
All MPA binding clones were first analysed with a constant Fab concentration of 30 nM. For the three
anti-MPA clones having the highest affinities, the concentrations of Fabs were further decreased to
2 nM. OTA-binding antibodies were all analysed with constant 3 nM Fab concentrations.

Acknowledgments: The study was funded by VIT and the Finnish Funding Agency for Technology and
Innovation (TEKES; MycoDETECT project: 40305/2011). Armi Boman (VTT) is thanked for small-scale
recombinant antibody purifications. Harry Boer (VTT) is thanked for the MALDI-TOF analyses of the
hapten-protein conjugates. Matti Hoyhtyéd (Oy Medix Biochemica Ab) is thanked for performing immunizations
and for his valuable comments throughout the work. Harri Kiljunen (VERIFIN, Finnish Institute for Verification
of the Chemical Weapons Convention) is thanked for his guidance in OTA conjugations and for analysing the
possible free OTA present in final OTA-conjugate mixtures. Michael Bailey is thanked for revising the language.

Author Contributions: Antti Tullila and Tarja K. Nevanen conceived and designed the experiments; Antti Tullila
performed the experiments; Antti Tullila and Tarja K. Nevanen analysed the data; Antti Tullila and
Tarja K. Nevanen wrote the paper.

Conflicts of Interest: The authors declare no conflict of interest. The founding sponsors had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, and in the
decision to publish the results.

Abbreviations

Fab Fragment antigen-binding
HSA Human serum albumin
AP Alkaline phosphatase

References

1.  Bradbury, A.; Pliickthun, A. Reproducibility: Standardize antibodies used in research. Nature 2015, 518,
27-29. [CrossRef] [PubMed]

2. Boder, ET.; Wittrup, K.D. Yeast surface display for screening combinatorial polypeptide libraries.
Nat. Biotechnol. 1997, 15, 553-557. [CrossRef]| [PubMed]

3.  Hanes, J.; Pluckthun, A. In vitro selection and evolution of functional proteins by using ribosome display.
Proc. Natl. Acad. Sci. USA 1997, 94, 4937-4942. [CrossRef] [PubMed]

4. Ho, M,; Nagata, S.; Pastan, I. Isolation of anti-CD22 Fv with high affinity by Fv display on human cells.
Proc. Natl. Acad. Sci. USA 2006, 103, 9637-9642. [CrossRef] [PubMed]

5. McCafferty, J.; Griffiths, A.D.; Winter, G.; Chiswell, D.J. Phage antibodies: Filamentous phage displaying
antibody variable domains. Nature 1990, 348, 552-554. [CrossRef] [PubMed]

6. Marks, ].D.; Hoogenboom, H.R.; Bonnert, T.P.; McCafferty, J.; Griffiths, A.D.; Winter, G. By-passing
immunization. J. Mol. Biol. 1991, 222, 581-597. [CrossRef]

7. Clackson, T.; Hoogenboom, H.R.; Griffiths, A.D.; Winter, G. Making antibody fragments using phage display
libraries. Nature 1991, 352, 624—628. [CrossRef] [PubMed]

8. Griffiths, A.D.; Williams, S.C.; Hartley, O.; Tomlinson, I.M.; Waterhouse, P.; Crosby, W.L.; Kontermann, R.E.;
Jones, P.T.; Low, N.M.; Allison, T.J. Isolation of high affinity human antibodies directly from large synthetic
repertoires. EMBO ]. 1994, 13, 3245-3260. [PubMed]

9.  Knappik, A.; Ge, L.; Honegger, A.; Pack, P.; Fischer, M.; Wellnhofer, G.; Hoess, A.; Wélle, J.; Pliickthun, A.;
Virnekds, B. Fully synthetic human combinatorial antibody libraries (HuCAL) based on modular consensus
frameworks and CDRs randomized with trinucleotides. . Mol. Biol. 2000, 296, 57-86. [CrossRef] [PubMed]


http://dx.doi.org/10.1038/518027a
http://www.ncbi.nlm.nih.gov/pubmed/25652980
http://dx.doi.org/10.1038/nbt0697-553
http://www.ncbi.nlm.nih.gov/pubmed/9181578
http://dx.doi.org/10.1073/pnas.94.10.4937
http://www.ncbi.nlm.nih.gov/pubmed/9144168
http://dx.doi.org/10.1073/pnas.0603653103
http://www.ncbi.nlm.nih.gov/pubmed/16763048
http://dx.doi.org/10.1038/348552a0
http://www.ncbi.nlm.nih.gov/pubmed/2247164
http://dx.doi.org/10.1016/0022-2836(91)90498-U
http://dx.doi.org/10.1038/352624a0
http://www.ncbi.nlm.nih.gov/pubmed/1907718
http://www.ncbi.nlm.nih.gov/pubmed/8045255
http://dx.doi.org/10.1006/jmbi.1999.3444
http://www.ncbi.nlm.nih.gov/pubmed/10656818

Int. ]. Mol. Sci. 2017, 18, 1169 14 0f 15

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.
29.

30.

31.

32.

Hof, D.; Hoeke, M.O,; Raats, ]. M.H. Multiple-antigen immunization of chickens facilitates the generation of
recombinant antibodies to autoantigens. Clin. Exp. Immunol. 2007, 151, 367-377. [CrossRef] [PubMed]

Li, Y.; Cockburn, W,; Kilpatrick, J.B.; Whitelam, G.C. High Affinity ScFvs from a Single Rabbit Inmunized
with Multiple Haptens. Biochem. Biophys. Res. Commun. 2000, 268, 398—404. [CrossRef] [PubMed]

Larsson, K.; Wester, K.; Nilsson, P; Uhlén, M.; Hober, S.; Wernérus, H. Multiplexed PrEST immunization for
high-throughput affinity proteomics. J. Immunol. Methods 2006, 315, 110-120. [CrossRef] [PubMed]

Schier, R.; Marks, J.D. Efficient in vitro affinity maturation of phage antibodies using BIAcore guided
selections. Hum. Antibodies Hybridomas 1996, 7, 97-105. [PubMed]

Moghaddam, A.; Lebersli, I.; Gebhardt, K.; Braunagel, M.; Marvik, O.]. Selection and characterisation of
recombinant single-chain antibodies to the hapten Aflatoxin-B1 from naive recombinant antibody libraries.
J. Immunol. Methods 2001, 254, 169-181. [CrossRef]

Barbas, C.E; Kang, A.S.; Lerner, R.A.; Benkovic, S.J. Assembly of combinatorial antibody libraries on phage
surfaces: The gene IIl site. Proc. Natl. Acad. Sci. USA 1991, 88, 7978-7982. [CrossRef] [PubMed]

Lunder, M.; Bratkovi¢, T.; Urleb, U.; Kreft, S.; gtrukelj, B. Ultrasound in phage display: A new approach to
nonspecific elution. Biotechnigues 2008, 44, 893-900. [CrossRef] [PubMed]

Rothe, C.; Urlinger, S.; Lohning, C.; Prassler, J.; Stark, Y.; Jager, U.; Hubner, B.; Bardroff, M.; Pradel, I;
Boss, M.; et al. The Human Combinatorial Antibody Library HuCAL GOLD Combines Diversification of All
Six CDRs According to the Natural Immune System with a Novel Display Method for Efficient Selection of
High-Affinity Antibodies. ]. Mol. Biol. 2008, 376, 1182-1200. [CrossRef] [PubMed]

Orum, H.; Andersen, PS; Oster, A.; Johansen, L.K.; Riise, E.; Bjernvad, M.; Svendsen, I.; Engberg, J. Efficient
method for constructing comprehensive murine Fab antibody libraries displayed on phage. Nucleic Acids Res.
1993, 21, 4491-4498. [CrossRef] [PubMed]

Ward, R.L.; Clark, M.A; Lees, J.; Hawkins, N.J. Retrieval of human antibodies from phage-display libraries
using enzymatic cleavage. J. Immunol. Methods 1996, 189, 73-82. [CrossRef]

Charlton, K.; Harris, W.J.; Porter, A.]. The isolation of super-sensitive anti-hapten antibodies from
combinatorial antibody libraries derived from sheep. Biosens. Bioelectron. 2001, 16, 639—-646. [CrossRef]
Arola, H.O,; Tullila, A.; Kiljunen, H.; Campbell, K.; Siitari, H.; Nevanen, T.K. Specific Noncompetitive
Immunoassay for HT-2 Mycotoxin Detection. Anal. Chem. 2016, 88, 2446-2452. [CrossRef] [PubMed]
Reddy, K ; Salleh, B.; Saad, B.; Abbas, H.; Abel, C.; Shier, W. An overview of mycotoxin contamination in
foods and its implications for human health. Toxin Rev. 2010, 29, 3-26. [CrossRef]

Pfohl-Leszkowicz, A.; Manderville, R.A. Ochratoxin A: An overview on toxicity and carcinogenicity in
animals and humans. Mol. Nutr. Food Res. 2007, 51, 61-99. [CrossRef] [PubMed]

Fontaine, K.; Passero, E.; Vallone, L.; Hymery, N.; Coton, M.; Jany, J.-L.; Mounier, J.; Coton, E. Occurrence of
roquefortine C, mycophenolic acid and aflatoxin M1 mycotoxins in blue-veined cheeses. Food Control 2015,
47, 634-640. [CrossRef]

Kuypers, D.R.J.; Meur, Y.L.; Cantarovich, M.; Tredger, M.].; Tett, S.E.; Cattaneo, D.; Tonshoff, B.; Holt, D.W,;
Chapman, J.; Gelder, T.V. Consensus Report on Therapeutic Drug Monitoring of Mycophenolic Acid in Solid
Organ Transplantation. Clin. J. Am. Soc. Nephrol. 2010, 5, 341-358. [CrossRef] [PubMed]

Rajesh, K.; Rana, K.V,; Suri, C.R. Characterization of Hapten-Protein Conjugates: Antibody Generation and
Immunoassay Development for Pesticides Monitoring. Bionanoscience 2013, 3, 137-144. [CrossRef] [PubMed]
Van Holde, K.E.; Miller, K.I.; Decker, H. Hemocyanins and Invertebrate Evolution. J. Biol. Chem. 2001, 276,
15563-15566. [CrossRef] [PubMed]

Tullila, A. Serum Titration; VIT Technical Research Centre of Finland: Espoo, Finland, 2017.

Pulli, T.; Hoyhtyéd, M.; Soderlund, H.; Takkinen, K. One-Step Homogeneous Immunoassay for Small Analytes.
Anal. Chem. 2005, 77, 2637-2642. [CrossRef] [PubMed]

Takkinen, K.; Laukkanen, M.-L.; Sizmann, D.; Alfthan, K.; Immonen, T.; Vanne, L.; Kaartinen, M.;
Knowles, ] K.C.; Teeri, T.T. An active single-chain antibody containing a cellulase linker domain is secreted
by Escherichia coli. Protein Eng. Des. Sel. 1991, 4, 837-841. [CrossRef]

Nieba, L.; Krebber, A.; Pliickthun, A. Competition BIAcore for Measuring True Affinities: Large Differences
from Values Determined from Binding Kinetics. Anal. Biochem. 1996, 234, 155-165. [CrossRef] [PubMed]
Badescu, G.O.; Marsh, A.; Smith, T.R.; Thompson, A.].; Napier, R M. Kinetic Characterisation of a Single
Chain Antibody against the Hormone Abscisic Acid: Comparison with Its Parental Monoclonal. PLoS ONE
2016, 11, e0152148. [CrossRef] [PubMed]


http://dx.doi.org/10.1111/j.1365-2249.2007.03569.x
http://www.ncbi.nlm.nih.gov/pubmed/18062792
http://dx.doi.org/10.1006/bbrc.2000.2129
http://www.ncbi.nlm.nih.gov/pubmed/10679216
http://dx.doi.org/10.1016/j.jim.2006.07.014
http://www.ncbi.nlm.nih.gov/pubmed/16949094
http://www.ncbi.nlm.nih.gov/pubmed/9057057
http://dx.doi.org/10.1016/S0022-1759(01)00413-6
http://dx.doi.org/10.1073/pnas.88.18.7978
http://www.ncbi.nlm.nih.gov/pubmed/1896445
http://dx.doi.org/10.2144/000112759
http://www.ncbi.nlm.nih.gov/pubmed/18533899
http://dx.doi.org/10.1016/j.jmb.2007.12.018
http://www.ncbi.nlm.nih.gov/pubmed/18191144
http://dx.doi.org/10.1093/nar/21.19.4491
http://www.ncbi.nlm.nih.gov/pubmed/8233782
http://dx.doi.org/10.1016/0022-1759(95)00231-6
http://dx.doi.org/10.1016/S0956-5663(01)00192-0
http://dx.doi.org/10.1021/acs.analchem.5b04591
http://www.ncbi.nlm.nih.gov/pubmed/26785138
http://dx.doi.org/10.3109/15569541003598553
http://dx.doi.org/10.1002/mnfr.200600137
http://www.ncbi.nlm.nih.gov/pubmed/17195275
http://dx.doi.org/10.1016/j.foodcont.2014.07.046
http://dx.doi.org/10.2215/CJN.07111009
http://www.ncbi.nlm.nih.gov/pubmed/20056756
http://dx.doi.org/10.1007/s12668-013-0083-8
http://www.ncbi.nlm.nih.gov/pubmed/23705103
http://dx.doi.org/10.1074/jbc.R100010200
http://www.ncbi.nlm.nih.gov/pubmed/11279230
http://dx.doi.org/10.1021/ac048379l
http://www.ncbi.nlm.nih.gov/pubmed/15828804
http://dx.doi.org/10.1093/protein/4.7.837
http://dx.doi.org/10.1006/abio.1996.0067
http://www.ncbi.nlm.nih.gov/pubmed/8714593
http://dx.doi.org/10.1371/journal.pone.0152148
http://www.ncbi.nlm.nih.gov/pubmed/27023768

Int. J. Mol. Sci. 2017, 18, 1169 15 of 15

33.

34.

35.

36.

37.

38.

39.

40.

41.
42.

43.

Persson, B.D.; Muller, S.; Reiter, D.M.; Schmitt, B.B.T.; Marttila, M.; Sumowski, C.V.; Schweizer, S.; Scheu, U.;
Ochsenfeld, C.; Arnberg, N.; et al. An Arginine Switch in the Species B Adenovirus Knob Determines
High-Affinity Engagement of Cellular Receptor CD46. ]. Virol. 2009, 83, 673-686. [CrossRef] [PubMed]
Elbarbry, F.A.; Shoker, A.S. Therapeutic drug measurement of mycophenolic acid derivatives in transplant
patients. Clin. Biochem. 2007, 40, 752-764. [CrossRef] [PubMed]

Shipkova, M.; Armstrong, V.W.; Wieland, E.; Niedmann, P.D.; Schiitz, E.; Brenner-Wei83, G.; Voihsel, M.;
Braun, F; Oellerich, M. Identification of glucoside and carboxyl-linked glucuronide conjugates of
mycophenolic acid in plasma of transplant recipients treated with mycophenolate mofetil. Br. J. Pharmacol.
1999, 126, 1075-1082. [CrossRef] [PubMed]

Heussner, A.; Bingle, L. Comparative Ochratoxin Toxicity: A Review of the Available Data. Toxins 2015, 7,
4253-4282. [CrossRef] [PubMed]

Lim, B.N.; Tye, G.J.; Choong, Y.S.; Ong, E.B.B.; Ismail, A.; Lim, T.S. Principles and application of antibody
libraries for infectious diseases. Biotechnol. Lett. 2014, 36, 2381-2392. [CrossRef] [PubMed]

Rondot, S.; Koch, J.; Breitling, F.; Diibel, S. A helper phage to improve single-chain antibody presentation in
phage display. Nat. Biotechnol. 2001, 19, 75-78. [PubMed]

Dietrich, R.; Mértlbauer, E. Development and application of monoclonal antibodies against the mycotoxin
mycophenolic acid. Mycotoxin Res. 2015, 31, 185-190. [CrossRef] [PubMed]

Zhang, X.; Sun, M,; Kang, Y.; Xie, H.; Wang, X.; Song, H.; Li, X.; Fang, W. Identification of a high-affinity
monoclonal antibody against ochratoxin A and its application in enzyme-linked immunosorbent assay.
Toxicon 2015, 106, 89-96. [CrossRef] [PubMed]

Tullila, A. Verification of Biotinylation; VIT Technical Research Centre of Finland: Espoo, Finland, 2017.
Nevanen, T.K.; Soderholm, L.; Kukkonen, K.; Suortti, T.; Teerinen, T.; Linder, M.; Soderlund, H.;
Teeri, T.T. Efficient enantioselective separation of drug enantiomers by immobilised antibody fragments.
J. Chromatogr. A 2001, 925, 89-97. [CrossRef]

Tullila, A. Verification of Protein Purity; VTT Technical Research Centre of Finland: Espoo, Finland, 2017.

@ © 2017 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1128/JVI.01967-08
http://www.ncbi.nlm.nih.gov/pubmed/18987134
http://dx.doi.org/10.1016/j.clinbiochem.2007.03.006
http://www.ncbi.nlm.nih.gov/pubmed/17482154
http://dx.doi.org/10.1038/sj.bjp.0702399
http://www.ncbi.nlm.nih.gov/pubmed/10204993
http://dx.doi.org/10.3390/toxins7104253
http://www.ncbi.nlm.nih.gov/pubmed/26506387
http://dx.doi.org/10.1007/s10529-014-1635-x
http://www.ncbi.nlm.nih.gov/pubmed/25214212
http://www.ncbi.nlm.nih.gov/pubmed/11135557
http://dx.doi.org/10.1007/s12550-015-0229-3
http://www.ncbi.nlm.nih.gov/pubmed/26382857
http://dx.doi.org/10.1016/j.toxicon.2015.09.028
http://www.ncbi.nlm.nih.gov/pubmed/26410110
http://dx.doi.org/10.1016/S0021-9673(01)01021-4
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Immunization and Selections 
	Antibody Screening 
	Affinity Measurements 

	Discussion 
	Materials and Methods 
	Conjugation and Matrix Assisted Laser Desorption/Ionization (MALDI)-Analysis 
	Immunization and Recombinant Antibody Library Construction 
	Antibody Selection 
	Primary Screening of Single Antibodies 
	Competitive Enzyme-Linked Immunosorbent Assay (Competitive ELISA) 
	Protein Purification 
	Affinity Measurements 


