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Structurally Constrained MUC1-Tn Mimetic Antigen as
Template for Molecularly Imprinted Polymers (MIPs): A
Promising Tool for Cancer Diagnostics

Pasquale Palladino®, Francesco Papi®, Maria Minunni, Cristina Nativi,* and Simona Scarano*"

Abnormal glycoconjugates have distinctly been recognized as
potential biomarkers for cancer diagnosis. A great deal of
attention has been focused on Tn antigen, an oversimplified
mucin-1 O-glycan, over-expressed in different cancers. Herein,
we investigate the possibility to replace the use of anti-Tn
monoclonal antibodies with an innovative class of catechol-
amine-based Molecularly Imprinted Polymers (MIPs), emerging
in recent years as promising tools for bioanalytical applications.
MIPs are synthetic receptors characterized by high sensitivity
and specificity towards the imprinted target. Here, original

Introduction

Tumor diseases are among the most common causes of death
and the incidence rate is on the rise because in the next
10 years WHO foresees more than 20 million new cancer cases.
With this perspective, it is worldwide accepted that early
diagnosis is the key to get a more favorable cancer prognosis
and to reduce its associated mortality." As a matter of fact,
cancers in adult patients generally take 20 to 30years to
develop late-stage disease, thus the opportunity to detect
cancers before the onset of metastasis is realistic? Ideally,
cancer diagnostics should be non- or minimally invasive, thus
new diagnostic tools to screen tumor biomarkers in urine, blood
or serum became a matter of intense research.”’ At present,
apart from very few exceptions,”? established cancer biomarkers
are not used for disease diagnostics because of high false
negative and false positive results generally obtained.”! There-
fore, alternative cancer biomarkers detectable in body fluids
(liquid biopsies) are extensively searched, including antibodies
against aberrant glycans expressed on cancer cells.”
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polynorepinephrine-based MIPs coupled to Surface Plasmon
Resonance biosensing for Tn antigen recognition are reported.
We have verified the imprinting and binding capacity of these
MIPs towards very small antigenic entities, represented by the
natural Tn antigen and the TnThr mimetic 1 (conjugated to BSA
or linked to a MUC1 hexapeptide analogue), and compared the
biosensor performances with an anti-Tn monoclonal antibody.
The results clearly display the effectiveness of the pursued
imprinting strategies.

Carbohydrates are the most abundant biomolecules; con-
nected by glycosidic linkages, they form glycoconjugates (i.e.,
glycoproteins, glycolipids, glycosphingolipids) which surround
all cells. Abnormal glycoconjugates have distinctly been marked
in many tumors (Tumor Associated Carbohydrate Antigens,
TACAs) and recognized as potential biomarkers for cancer
diagnosis. Among TACAs, a great attention has been focused
on Tn neoantigen. Tn is an over-simplified mucin-1 (MUC1) O-
glycan formed by an aberrant truncated glycosylation. Mucins
are highly O-glycosylated proteins largely expressed by healthy
epithelial cells and deputed to lubricate tissues.” Structurally,
Tn is an N-acetyl galactosamine linked through an a-O-
glycosidic linkage to residues of serine or threonine (GalNAca1-
O-Ser/Thr, Figure 1), possible glycosylation sites of MUC1 20
amino acids tandem repeats (AHGVTSAPDTRPAPGSTAPP). Tn is
over-expressed in different cancers (70-90% in lung, breast,
stomach, and prostate) whereas little or no expressed on
normal tissues.” Tn has been detected in early-tumor stages
and its expression level is associated with tumor invasiveness
and metastasis.”'” The result of aberrant glycosylation of MUC1
and consequent secretion of abnormal glyco-forms into the
bloodstream, is the expression of anti-glycan antibodies.
Although anti-Tn auto-antibodies can also be found in healthy
subjects,"” their statistical increase in tumor bearing hosts has
recently been proposed as a tool for new early stage cancer
diagnostics by indirect ELISA assays.">'¥ It is worthy of noting
that the multivalent presentation of the Tn antigen has been
proven an effective way to gain anti-Tn Abs recognition in
Surface Plasmon Resonance (SPR) screenings.!*'”

By a combined approach, multiple copies of the structurally
rigid TnThr mimic 1 reported in Figure 1,'%'” have been
presented in a multivalent fashion by conjugation to the carrier
protein CRM,,, (Cross Reactive Material 197). The benefit of the
multivalent approach was assessed by SPR technology, compar-
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Figure 1. Structure of the Tn antigen linked through an a-O-glycosidic

linkage to serine (TnSer) or threonine (TnThr), TnThr mimetic 1 (Tn_mime 1),

N-acetylated natural TnThr 2, hexapeptides AlaProAspDAP(1)ArgPro

(APD1RP) and AlaProAspThr(Tn)ArgPro (APDTTNRP). DAP = 2,3-diaminopro-
pionic acid.

ing the natural and mimetic antigenic activity in terms of K,.'®

Results displayed not only that the TnThr mimetic 1 retains an
affinity constant comparable to the natural Tn (Kp=16.0 mM
and 125 mM, respectively) but also that its multivalent
presentation on the CRM,, surface (four residues of mimetic 1
were displayed by CRM) yielded a Ky,=11.5 pM. This result
attested the accessibility of the mimetic to a commercially
available anti-Tn monoclonal antibody (Tn218 clone) and
showed a 10%folds improvement.

In this work, we explored for the first time the possibility to
replace the use of anti-Tn monoclonal antibodies (mAbs) with
an innovative class of Molecularly Imprinted Polymers (MIPs), or
‘plastic Abs’, based on catecholamines (CAs) functional mono-
mers, here norepinephrine (NE). Produced through several
strategies, MIPs combine rapidity, simplicity, stability and cost
effectiveness. In general, molecular imprinting is a process
where the target molecule (i.e, the antigen) is used as a
template, around which one or more functional monomers
polymerize incorporating it in the polymeric network."? After
the polymerization, the template is removed, leaving cavities
that are complementary to the template, for shape, size and
orientation. MIP is then able to selectively rebind the target
molecule, generally thanks to the formation of non-covalent
bonds. MIPs are characterized by high sensitivity and specificity
toward the target, which allow the development of robust
materials able to mimic natural recognition entities, including
antibodies and receptors. Although molecular imprinting tech-
nology emerged more than two decades ago, its effective use
in bioanalytical applications for antibody-free platforms encoun-
tered a series of failures. However, recently, a new class of
endogenous functional monomers, belonging to the class of
catecholamines (CAs), has been successfully tested to produce
MIPs against a variety of targets, including proteins, and
coupled to different bioanalytical platforms.?>=2¥ Thanks to its

ChemPlusChem 2022, 202200068 (2 of 6)

same polymerization capacity, as functional monomer for the
imprinting of different biomarkers.”>*” Notably, we observed
that the binding performances and the related analytical
parameters of imprinted polynorepinephrine (PNE) are even
superior to those of PDA. Moreover, PNE may successfully
reduce non-specific adsorption onto the MIP, thanks to its
higher hydrophilicity with respect to PDA."®?**¥ This kind of
MIPs, likely the first MIPs to have a real prospect of success,
shares with Abs an epitope-like recognition mechanism. This
means that PDA- and PNE-based MIPs can be prepared by
following a so-called ‘epitope approach’, that involves the
imprinting of just a small portion of the target protein,
mimicking the epitope/paratope natural scheme of Abs. In this
scenario, here we report on the preparation of an innovative
anti-TnThr mimetic PNE-based MIP coupled to SPR transduction.
In this work we aim to verify the binding capacity of these MIPs
vs. very small antigenic entities, which often show poor
immunogenicity, here the native TnThr antigen (2, Figure 1)
and the TnThr mimetic 1, and compare the biosensor perform-
ances with a classical mAb available on the market. Moreover,
the mimetic 1 was evaluated for its binding ability to the MIPs
both when presented in a monovalent, or multivalent fashion
by conjugation to BSA. As a monovalent antigen, we tested 1
linked to the hexapeptide AlaProAspDAP(1)ArgPro (APD1RP), an
analogue of MUCT tandem repeats (see above). MIPs were also
imprinted with the N-acetylated natural TnThr 2, and with the
immunogenic MUCT peptide domain linked to native Tn
(AlaProAspThr(Tn)ArgPro, APDTTnRP), to evaluate the best
combination in terms of binding affinity. In fact, although the
binding concerns the glycan determinants (normally a mono-
saccharide or disaccharide moiety) it is possible that protein
residues or lipid groups interact with Abs, interfering with the
binding. This is particularly common with small or truncated O-
glycans like the Tn antigen.

Results and Discussion

Synthesis of antigen mimetic 1constructs. To evaluate the
scaffold effect on TnThr mimetic 1 MIPs recognition, two
constructs were synthesized. BSA was selected as a model of
carrier protein substrate and lysines were decorated with 37
residues of 1 through a linker containing an activated carboxylic
acid (Scheme 1). Tn_mime[37]BSA derivatization was confirmed
by MALDI analysis (Figure S1).

To mimic natural MUC-1 tandem repeat sequence, the
covalent coupling of acetylated TnThr mimetic 1 with hexapep-
tide AlaProAspDAPArgPro was run under solid-phased conden-
sation standard conditions (PyBOP, DIPEA, DMF). After resin
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Scheme 1. Schematic representation of BSA glycosylation with TnThr
mimetic 1 to give Tn_mime[37]BSA.

cleavage under acid conditions (TFA/TIS/H,0) and deacetylation
(NH; in MeOH), AlaProAspDAP(1)ArgPro (APD1RP, see Figure 1)
was purified by C18 reversed-phase chromatography.
Evaluation of the affinity constant of Tn_mime[37]BSA by
immuno-based SPR. As a reference, a classical immuno-based
SPR biosensor was set up by immobilizing a commercially
available mAb, namely Tn218, on CM5 chips, as previously
reported."® The binding ability of Tn_mime[37]BSA was
estimated by calibrating the antigen mimetic 1 presented in a
multivalent fashion within the 21.3xpM and 0.263xuM con-
centration range. All experiments were run in triplicate and the
results reported in Figure 2. It was not possible to reach the
signal saturation because of large Ky values requiring higher
experimental concentration range. However, this did not affect
the accuracy of the extrapolated apparent Ky,=1145 uM,
which is in agreement with the reported affinity value (K,=
11.5 uM) of Tn218 for Tn mimetic 1 when conjugated to the
carrier protein CRM,,; (four residues of 1, Tn_mime[4]CRM)."®
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Figure 2. Upper panel: SPR analysis of Tn_mime[37]BSA affinity for Tn218
mAb immobilized on CM5 chip. Representative sensorgrams from binding
experiments in triplicate for each concentration of a serial dilution (dilution
factor 3) of Tn_mime[37]BSA from 0.263 X uM to 21.3 X uM. Lower panel: 1:1
binding curve for SPR signals (mean 4 SD, n=3) from all the associated
sensorgrams.

ChemPlusChem 2022, 202200068 (3 of 6)

PNE-based MIP for recognition of Tn antigen in Tn_
mime[37]BSA. The natural TnThr antigen 2, and the structurally
related TnThr mimetic 1, were used as imprinting templates to
produce two different PNE-based MIPs on SPR gold chips
(Figure 3). The binding ability of Tn_mime[37]BSA towards each
MIP, working as an antibody mimetic, was estimated by SPR
analysis on Tn_mime[37]BSA injection up to 8.0 uM. Consider-
ing the much larger SPR signals obtained for binding on MIPs,
in these experiments we used a lower concentration range to
save material. However, accurate results were obtained irrespec-
tive of such difference for analyte concentration. The results are
reported in Figure 3, Table 1, and Figure S2 (see Supporting
Information). Although it was not possible to reach a plateau
for the SPR signal within the experimental concentration range,
the extrapolated apparent K, values indicate a close but larger
affinity of TnThr mimetic 1 for MIP (K;=4.3+1.4 uM) with
respect to natural TnThr 2 (Kp=1142 uM). Notably, both K,
values are comparable, or even lower, than the value found for
the anti-Tn monoclonal antibody Tn218 (see above), showing
the effectiveness of PNE-based molecular imprinting strategy in
imprinting/recognizing monovalent, low molecular weight
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Au N Au
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Figure 3. SPR analysis of Tn_mime[37]BSA affinity for PNE-MIP. Schematic
representation of PNE imprinting and MIP formation for TnThr mimetic 1
and natural TnThr 2 (upper panel). SPR signals (mean +SD, n=3) and
binding curves (1:1 fitting) for Tn_mime[37]BSA SPR from serial dilution
(dilution factor 2.5) of Tn_mime[37]BSA from 0.205 x uM to 8.00 x uM onto
PNE-MIP surfaces 1 and 2 (lower panel). SPR sensorgrams are reported in
Figure S2 (see Supporting Information).

Table 1. Tn_mime[37]BSA affinity for TnThr-PNE-MIPs from SPR analysis
and relative fitting parameters (mean+SD, n=3)

Analyte MIP template Ko [uM] Ruax [RU]
Tn_mime[37]BSA mimetic 1 43+14 134+15
Tn_mime[37]BSA antigen 2 11.0+£2.0 113+13

© 2022 The Authors. ChemPlusChem published by Wiley-VCH GmbH



Chemistry
Europe

European Chemical
Societies Publishing

Research Article

ChemPlusChem doi.org/10.1002/cplu.202200068

glycans. This unprecedented evidence opens encouraging
perspectives in this field.

PNE-based MIP for recognition of TnThr antigen in MUC1
tandem repeats. We further investigated the recognition
capability of PNE-based MIP towards TnThr antigen when it is
monovalently linked to the MUCT hexapeptide domain
APDTTNRP and its analogue APD1RP (see Figure 1). In contrast
with data obtained for the antigen mimetic 1, multivalently
displayed by BSA, the two glycosyl hexapeptides did not show
a relevant binding to MIPs imprinted nor with TnThr mimetic 1
or with natural TnThr 2 (see Figure 1). We speculate that such
SPR results may depend on multivalency, fully solvent exposure,
and on the larger mass of BSA (see Scheme 1) with respect to
short peptides displaying a residue of native antigen or antigen
mimetic, directly linked to the peptide backbone (see Figure 1).
Accordingly, we decided to apply the PNE-MIP strategy to the
entire glycosyl hexapeptides APD1RP and APDTTnRP instead of
imprinting the simple monosaccharides (i.e., 1 and 2 respec-
tively). This approach retraces the ‘epitope imprinting’ design
for protein detection via MIPs recognition and it is here
attempted for the first time by using a catecholamines-based
MIP as an original glycosylated-epitope imprinting approach.
Figure 4 shows the results of SPR analyses on PNE-modified
gold chips. As reported in Figure 4A, both peptides at 4.00 uM
gave good response signals on MIP obtained imprinting
APD1RP. Interestingly, neither the natural nor the mimetic
hexapeptides gave a relevant SPR signal increase when injected,
under the same conditions, on the MIP obtained imprinting
APDTTNRP (Figure S3, see Supporting Information). These differ-
ent imprinting results may depend on better interactions during
polymerization of catechol residues of norepinephrine with the

.| PNE-MIP Al .[PNE-NIP B | PNE-MIP C

SPR (RU)
SPR (RU)
SPR (RU)

F

-

1

APDIRP  APDTTNRP

« APDIRP 1:1 binding to PNE-MIP

" | « APDTTARP 11 binding to PNEMIP
APDIRP  APDTTnRP

Analyte Analyte Analyte (pM)

Figure 4. SPR analysis of MUC1 tandem repeats analogues affinity for PNE-
MIP. (A) APD1RP (red) and APDTTNRP (black) hexapeptides injected at

4.0 uM on MIP obtained from APD1RP imprinting (mean+SD, n=3). (B)
APD1RP (red) and APDTTNRP (black) hexapeptides injected at 4.00 M on
NIP (mean +SD, n=3). (C) SPR binding curves (1:1 fitting) for serial dilution
(dilution factor 2) of APD1RP (red) and APDTTnRP (black) injected up to

4.00 pM onto the MIP surface obtained from APD1RP imprinting (mean £ SD,
n=3). SPR sensorgrams are reported in Figure S3 (see Supporting
Information).

Table 2. MUC1 hexapeptides affinity for APD1RP-PNE-MIPs from SPR
analysis and relative fitting parameters (mean +SD, n=3).

Analyte MIP template Ko [uM] Rwax [RU]
APD1RP APD1RP 0.46+0.19 17+2
APDTTnRP APD1RP 0.56+0.19 2642
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rigid saccharide mimetic 1 of APD1RP with respect to the native
Tn residue of APDTTnRP. Furthermore, SPR signals are very low
(close to zero), and within the error, when the natural or the
mimetic hexapeptide are injected on not-imprinted PNE (NIP)
(Figure 4B), confirming the selectivity of the observed binding.
Figure 4C shows the SPR curves fitting, and the correspondent
fitting parameters are reported in Table 2. Here the affinity
towards MIP surface, for both the hexapeptides tested, appears
even stronger than the one observed between Tn_
mime[37]BSA and Tn218 mAb or sugar-based MIP (see above),
resulting in the submicromolar range. Taken together, these
results from MIP and NIP suggest that the peptide APD1RP,
displaying the constrained mimetic 1, is able to generate a
specific recognizing surface for Tn antigen as occurring in
natural MUC1 tandem repeats.

MUC1-TnSer/Thr determinant (GalNAca1-O-Ser/Thr) is a
largely established adenocarcinoma biomarker.”® It is well-
known that the a-O-glycosylation of a Ser or Thr residue forces
the underlying peptide backbone into an extended
conformation,® and that the immunogenic PDTR epitope must
be glycosylated with simple carbohydrates, like GalNAc, to
induce an immune response. A remarkable difference has been
observed between the 3D-orientation of the D-GalNAc whether
it is linked to a residue of Ser or Thr.®”

Recent studies indicated that GalNAcThr (TnThr) is rather
rigid in solution and the sugar almost perpendicular to the
peptide, while GalNAcSer (TnSer) is more flexible, and the
GalNAc moiety parallel to the peptide.”® Conformational
studies in the solid state showed that the substitution of Thr by
Ser within the recognition epitope of the MUC1 glycopeptide
[APDT/S(a-O-GalNAC)RP] resulted in the reduction of the bind-
ing affinity vs. the golden standard anti-MUC1 antibody, SM3.5*
Some years ago, we synthesized a conformationally locked
mimetic of TnThr antigen, namely 1, with increased stability to
glycosidases."®'”’ The TnThr mimetic 1 (see Figure 1) was
suitably functionalized to be multivalently conjugated to
macromolecular constructs, thus increasing the availability for
biological counterparts. In particular, we decorated the adjuvant
CRM,4; with multiple residues of mimetic 1, proving the ability
of the glycoprotein so obtained to bind to anti-Tn antibody
Tn218 and elicit in vivo a protective immune response.'® The
soundness of 1 to mimic the TnThr determinant, prompted us
to synthesize 1-imprinted polymers. To the best of our knowl-
edge, there are very few examples of glycans and glycoconju-
gates used as templates for catecholamine-based molecular
imprinting in the literature, and only referred to the use of
PDA.®=% Such paucity of experimental studies, despite the
large literature on polydopamine, somehow suggested to test
the more hydrophilic polynorepinephrine  for  sugar
imprinting.”>*¥ Accordingly, our preliminary studies employed
mimetic and natural Tn antigens (1 and 2 respectively, see
Figure 1) as templates for MIPs, and Tn_mime[37]BSA as a
model of multivalent glycoprotein. The latter is useful for SPR
signal detection working as mass enhancer and offering larger
affinity, due to multivalency, with respect to monovalent Tn
antigen.

© 2022 The Authors. ChemPlusChem published by Wiley-VCH GmbH
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Conclusion

The results here reported showed the effectiveness of PNE-
based molecular imprinting strategy also for glycans recogni-
tion, indicating an affinity of Tn_mime[37]BSA for PNE-MIPs in
the micromolar range (Figure 3, Table 1), which is comparable,
or even lower, than the affinity for the anti-Tn mAb, Tn218
(Figure 2). Moreover, focusing on the native MUC1 epitope
peptide APDTRP, and on the threonine-glycosylated derivative,
which are masked in healthy cells but became accessible in
cancer cells and exposed to immune system,*®? we used the
glycopeptides APDTTnRP (as control) and APD1RP (native Tn is
replaced with Tn mime, 1 see Figure 1) as template to prepare
PNE-MIPs and bind the Tn antigen in MUC1 tandem repeats.
Both the peptides gave good SPR signals only on the PNE-MIP
imprinted with the APD1RP epitope (Figure 4, Table 2). More
importantly, it has been shown that the affinity towards this
MIP surface for both the peptides is in the submicromolar
range, i.e., stronger than the interaction recorded between Tn_
mime[37]BSA and the antibody imprinted (see Figure 3). These
results suggest that the rationally designed peptide APD1RP for
epitope imprinting with PNE enabled to generate a specific
recognizing surface for naturally occurring MUC1 antigen,
potentially offering a new tool for cancer diagnostics. The
peculiar effectiveness of the Tn antigen mimetic 1 for PNE-
based imprinting, as monovalent construct (see Figure 3) or
linked to MUC1 hexapeptide (APD1RP) appears related to its
locked structure that may allow better interactions between the
rigid saccharide mimetic with catechol moiety of norepinephr-
ine during polymerization, with respect to the flexible natural
residue. This intriguing aspect requires further investigation and
is the object of ongoing research. In conclusion, the paucity of
effective cancer biomarkers safely used as diagnostics and the
vast majority of detected neoantigens which are patient-
specific, or “private”, highlight the need of personalized
diagnostic strategies and make the PNE-based MIPs deserving
of attention as potential tailored-made diagnostic tools.

Experimental Section

BSA glycosylation with mimetic 1. A 0.8 mM solution of BSA in
NaPi, buffer (150 mM, pH 7.2 buffer) was treated with 50 equiv. of
activated TnThr mimetic 1."® The reaction mixture was incubated
at 4°C for 24 h under shaking (Scheme 1). The success of the
reaction was proved by an SDS-PAGE. The conjugate was then
purified from unreacted sugar by multistep washings with water
using a 10 kDa MWCO membrane centrifugal device (Millipore).
About 37 synthetic glycans were grafted to BSA (Tn_mime[37]BSA)
as estimated by TNBS assay and confirmed by MALDI UltraFlex llI
analysis (see Supporting Information, Figure S1, Table S1).

Glycosylation of hexapeptide AlaProAspDAPArgPro with mimetic
1. Glycopeptide APD1RP was synthesized by coupling of mimetic 1
to the hexapeptide AlaProAspDAPArgPro protected and linked to
the resin, with PyBOP and DIPEA in DMF (Scheme 2). After 2 h, the
resin was washed with DMF and the acetylated glycopeptide was
detached and deprotected by acidolysis reaction (TFA/TIS/H,0
95:2.5:2.5) followed by treatment with NH; in MeOH 1M.
Glycopeptide APD1RP was purified by C18 reversed-phase chroma-
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Scheme 2. Glycosylation of hexapeptide AlaProAspDAPArgPro with Tn mime
1 to give APD1RP.

tography (H,0/CH;CN 80:20) and characterized by NMR and
HRMS."® ESI-HRMS m/z (%): calculated, [M+H]* =955,3938; found,
955.39298 (100) [M+HI*.

Immobilization of Tn218 mAb on chips. Anti-Tn antibody (Tn218
mADb) was immobilized onto flow cell 2 of a carboxymethyl dextran
matrix (CM5, Cytiva) following the amino coupling reaction
protocol. Briefly, after an activation step with 50 mmolL~' NHS and
200 mmolL™" EDAC (contact time: 420 s, flow rate: 10 pLmin~") for
both flow cell 1 (reference channel) and flow cell 2 (working
channel), the dextran matrix of flow cell 2 only was modified with
Tn218 mAb (contact time: 420's, 10 ugmL™" in 10 mmolL™" acetate
buffer, pH 4.0 selected by a ‘pH scouting’ (Biacore X100 Handbook
BR-1008-10 Edition AC.), followed by the deactivation of the surface
for both channels with ethanolamine (contact time: 420s,
10 pgmL™") (see Supporting Information, Figure S2).

PNE-based MIPs preparation. Anti-Tn MIPs were prepared via ‘drop
casting’, i.e., by dropping directly on bare gold sensor chips (Cytiva)
a solution containing the functional monomer (NE) and the selected
template at 1 mM. After 5 h at 25°C the polymerization is stopped,
the template is removed by using acetic acid (5% v/v), and the
sensor chip washed. A more detailed description of the imprinting
method for a different template is reported in Torrini et al., 2021.%4
The binding features of the MIPs were evaluated by using the SPR
platform, testing different concentrations of the analytes on the
PNE MIP and measuring the relative affinities.
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A structurally constrained o-Tn
antigen mimetic 1, as monomer or
linked to a MUCT hexapeptide, has
been selected as template to imprint
polynorepinephrine (PNE). The im-
printing and binding capacity of the
PNE-MIPs so obtained have been
screened towards very small
antigenic entities, like the natural Tn
antigen and the TnThr mimetic 1, or
towards 1 MUC1 hexapeptide
analogues.
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