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ABSTRACT: The article describes the application of the alanine-scanning technique used in combination with Raman, surface-
enhanced Raman, attenuated total reflection Fourier transform infrared, and surface-enhanced infrared absorption (SEIRA)
spectroscopies, which allowed defining the role of individual amino acid residues in the C-terminal 6—14 fragment of the bombesin
chain (BN®'*) on the path of its adsorption on the surface of Ag (AgNPs) and Au nanoparticles (AuNPs). A reliable analysis of the
SEIRA spectra of these peptides was possible, thanks to a curve fitting of these spectra. By combining alanine-scanning with
biological activity studies using cell lines overexpressing bombesin receptors and the intracellular inositol monophosphate assay, it
was possible to determine which peptide side chains play a significant role in binding a peptide to membrane-bound G protein-
coupled receptors (GPCRs). Based on the analysis of spectral profiles and bioactivity results, conclusions for the specific peptide—
metal and peptide—GPCR interactions were drawn and compared.

B INTRODUCTION the detection of chemical traces (food safety, detection of
hazardous substances, or biosensors). To overcome these
limitations, surface-enhanced techniques of this method, for
example, surface-enhanced Raman spectroscopy (SERS) and
surface-enhanced infrared absorption spectroscopy (SEIRA),
have been developed and used. These use highly concentrated

Vibrational spectroscopy [infrared absorption (IR) and Raman
(RS)] is a widely used, reliable, and powerful method for
studying conformational changes and molecular interactions
and for unambiguously identifying and characterizing various
molecules by their vibrational fingerprint. While IR is well i aal ) i
suited for the study of polar bonds (e.g.,, O—H or N—H) and is fields in Itzhe vicinity AOf r‘esonantly excited pla}smonlc
mainly used to identify functional groups of molecules, the RS structures, ** which provide signal enhancement typically of

method is invaluable for the study of bonds formed between 10! to 10° over the signal from conventional transmission or
carbon and sulfur atoms (e.g. C—C, C=C, $-S, S—C, etc.) reflection experiments (SEIRA)3 and of 10% to 10'° over the

. . 4
and enables the identification of skeletal structures. However, signal from the classical Raman effect (SERS).” The surface-

both methods in the conventional form do not provide
sufficient sensitivity for trace concentrations and thin Received: March 4, 2021
molecular layers (usually a few pmol/cm?) since most Published: June 10, 2021
(bio)organic molecules absorb radiation in the mid-infrared
range (2.5-25 pm) relatively poorly and do not scatter
electromagnetic radiation effectively. This leads to a limitation
of the application range of vibrational spectroscopy based on
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Figure 1. Raman (black line traces) and SERS spectra of [Ala*]BN®* (where X denotes amino acids at positions 1—5 of BN®™** sequence)
adsorbed on the surface of AgNPs (blue line traces) and AuNPs (green line traces).

enhanced techniques also overcome other limitations: since
the energy of the incident radiation is very low, they minimize
the risk of sample destruction or damage and can be
successfully used for the study of biological materials® and,
in the case of infrared spectroscopy, where the extremely high
IR absorption of water prevents the direct use of the water
medium in IR measurements, allow measurements in aqueous
solutions since the enrichment of the sample along the metal
surface reduces the water content in the observed volume.
For SERS studies, noble metals (Ag,ﬁ’7 Au,®’ and less
frequently Cu,"”"" or other metals'*~'*) are mainly used in the
form of nanostructures or thin films. The SEIRA effect is
mainly studied on chemical- and vapor-deposited island layers,
nanoparticle-decorated layers, and periodic array-based sub-
strates of Ag and Au.'”'® Metal layers consist of growing and
converging isolated particles that ultimately form a continuous
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layer. During this process, the signal from the adsorbate is
strongly enhanced until the percolation threshold is reached
(or close to it), and then, the signal strength decreases until it
disappears completely after the formation of a continuous
layer.'” The solution in this situation is the use of metal sols,
which are also important for other reasons, for example, they
are relatively fast, easy, and inexpensive to obtain; they allow
for reproducibility of signal enhancement, thanks to synthesis
procedures that ensure low dispersion of the nanoparticle
diameter in the sol and do not require strict topological
control; they can be used in the transmission mode without
complicated optical systems, and the sample is attached to the
surface of the colloidal nanoparticles before measurement. The
latter advantage is particularly important in the context of the
development of hybrid bio-devices (biomolecules associated
with the substrate that actuates them).

https://doi.org/10.1021/acs.jmedchem.1c00397
J. Med. Chem. 2021, 64, 84108422
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Despite numerous studies on biosensors using SERS or
SEIRA, there are still too many unknowns that prevent the
routine use of these techniques in biology and medicine. In
recent years, our research has aimed to demonstrate that SERS
and now SEIRA can be used as potential tools to ;)redict the
biochemical activity of some neuropeptides.”'®'® In other
words, we seek to show that SERS/SEIRA techniques can be
useful to identify the most important amino acid residues
involved in substrate—receptor interactions in systems where
biological studies are difficult or do not lead to the unequivocal
identification of the molecular fragments responsible for the
biological activity of the peptide.

This manuscript provides innovative insights into the
biological applications of SERS/SEIRA in combination with
the alanine-scanning approach, which is commonly used to
determine the impact of a particular amino acid residue on
protein stability or bioactivity. In addition, we performed
biological activity studies using cell lines overexpressing
bombesin receptors and the intracellular inositol mono-
phosphate assay to determine which peptide side-chains play
a significant role in the (bio)activity of this peptide.

To determine the biological activity of a compound,
methods are commonly used that employ cell lines that
overexpress the desired receptor protein, while the ideal host
cells lack expression of the protein of interest. One of the most
common methods is cells derived from the human embryonic
kidney (HEK-293), which are widely used as host cells in
bioengineering. This cell line owes its popularity to its simple
maintenance methods and good transfection efficiency.”’™>

The second piece of the puzzle is the assay to determine
receptor activity. For membrane-bound G protein-coupled
receptors (GPCRs), activity is usually determined by
measuring the production of a second messenger such as
cyclic adenosine monophosphate (cAMP) or calcium ions
(Ca*), depending on which type of G protein the receptor is
coupled to.”*** The GPCRs coupled to the Gs and Gi
subtypes affect the production of cAMP, whereas the Gq
subtype triggers the release of Ca®" from internal storage by d-
myo-inositol 1,4,5-trisphosphate (IP3), a product of phospho-
lipase C # (PLC-B) activity.”” The release of calcium from
internal storage is a relatively rapid event that is inhibited by
the degradation of IP3. One of the degradation products of IP3
is the d-myo-inositol monophosphates (IP1), which are used
to determine the activity of receptors coupled to Gq proteins.””

The choice of a biological system such as a fragment
containing amino acids at positions 6—14 from the bombesin
sequence (BN®'*; Asn-Gln-Trp-Ala-Val-Gly-His-Leu-Met-
NH,) was dictated by the facts that it is a fully active fragment
of this neurotransmitter known as tumor growth factor’® and is
a ligand of GPCRs overexpressed on the surface of many
malignancies.”””® These facts make these receptors (when
interacting with their ligands conjugated to metal nano-
particles) potentially available as receptor-positive tumor
markers in the early diagnosis of tissue damage and anti-
cancer therapy.””*°

B RESULTS AND DISCUSSION

SERS Spectra Analysis. Figures 1 and 2 show the SERS
spectra of nine [Ala"]BN®* analogues immobilized on the
surface of AgNPs and AuNPs (Table 1, see Supporting
Information for SMILES). Raman spectra of these peptides are
also included in these figures to highlight the changes between
the SERS and Raman spectra. As can be seen, the spectra
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Table 1. Sequences of Studied Bombesin Analogues

symbol of peptide

sequence

[Ala']JBNS1 Ala-Gln-Trp-Ala-Val-Gly-His-Leu-Met-NH,
[Ala®]BNS~14 Asn-Ala-Trp-Ala-Val-Gly-His-Leu-Met-NH,
[Ala®]BNS—1# Asn-Gln-Ala-Ala-Val-Gly-His-Leu-Met-NH,
BN Asn-Gln-Trp-Ala-Val-Gly-His-Leu-Met-NH,
[Ala’]BNS~1# Asn-Gln-Trp-Ala-Ala-Gly-His-Leu-Met-NH,
[Ala®]BNS1 Asn-Gln-Trp-Ala-Val-Ala-His-Leu-Met-NH,
[Ala7]BNS Asn-Gln-Trp-Ala-Val-Gly-Ala-Leu-Met-NH,
[Ala®]BNS~1 Asn-Gln-Trp-Ala-Val-Gly-His-Ala-Met-NH,
[Ala’]BNS~14 Asn-Gln-Trp-Ala-Val-Gly-His-Leu-Ala-NH,

shown contain several often overlapping bands due to the
vibrations of those molecular fragments that are on or near the
surface of the metal substrate. The side-chains of the aromatic
amino acids have the greatest affinity for the metal surface;
therefore, many of the observed bands can be assigned to
normal vibrations based on the characteristic vibrations of the
aromatic rings, based on the assignment given for BN
fragments of varying lengths.’

Seven of the nine peptides studied contain two aromatic
amino acids, such as L-tryptophan (Trp) and r-histidine (His).
The peptides [Ala’]BN®'* (Figure 1C) and [Ala’]BN®'*
(Figure 2B) contain only His’ (at position 7 of the peptide
sequence) and Trp?, respectively, because the second aromatic
amino acid was replaced by Ala. Undoubtedly, the bands at
1587 [(ring) + pipp(N;—H)], 1343 [v(ring)], 1284 [6(ring) +
Pirp(C;—H)], 1216 (ring berthing), 1181 [(ring) + pipb(Nl—
H)], and 1153 ecm™ [u(ring)] in the SERS spectrum of
[Ala®]BN®"* (substitution: Trp® — Ala®), adsorbed on the
AgNP surface (Figure 1C), are due to in-plane vibrations of
the imidazole ring of His”.”>** Considering the possible modes
of imidazole adsorption at the solution—Ag interface, it can be
concluded from the above bands that the free pairs of electrons
at the imidazole nitrogen are responsible for the interaction
with the surface of AgNPs, causing the imidazole ring to be
edge-directed toward the metal surface and remain largely
perpendicular to it.** In the SERS spectra of the remaining
peptides adsorbed on both metal surfaces, the abovementioned
bands are difficult to detect since they overlap with bands due
to the indole ring vibrations.

In the SERS spectrum of [Ala’]BN®"'* (Table 1) adsorbed
on the AgNP surface (Figure 2B), the interactions between the
indole ring of Trp® and the metal surfaces are indicated by
bands at 1608 [W1, benzene + pyrrole and v(N;—Cy)], 1580
[W2], 1549 [W3, v(C,=C,)], 1417 [W6, 1(N,C,C;) +
S8(N,—H) and benzene §(CH)], 1359/1341 [W?7, indole
v(N,—Cy); Fermi resonance], 1160 [§(N,H)], 1011 [W16
(out-of-phase benzene ring breathing)], 876 [W17, 5(N;H)
and Fermi resonance], and 758 cm™' [WI18, pyrrole ring
breathing]. These bands appear in the Raman and SERS
spectra of all the peptides studied, except [Ala’]BN®™'* at
similar wavenumbers but show different enhancement. Briefly,
in the SERS spectra of [Ala']BN®"" [Ala*]BNS ' [Ala®]-
BN®", and [Ala®]BN®'* adsorbed on AgNPs, the W16 and
W18 modes (from which the geometry of the indole ring
relative to the surface of the substrate can be determined®”) are
stronger than the bands in the corresponding Raman spectra.
Although for these peptides deposited on AuNPs, these two
SERS signals are very weak compared to their Raman intensity.
Considering that bands assigned to other indole modes (e.g.,
W1, W2, W3, and W7) are observed on the AuNP surface, it

https://doi.org/10.1021/acs.jmedchem.1c00397
J. Med. Chem. 2021, 64, 84108422
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Figure 2. Raman (black line traces) and SERS spectra of [Ala¥]BN®* (where X denotes amino acids at positions 6—9 of BN®"'* sequence)
adsorbed on the surface of AgNPs (blue line traces) and AuNPs (green line traces).

can be concluded that the indole ring of [Ala']BN®*
[Ala?]BNS', [Ala®]BNS*, and [Ala®]BN®"'* is parallel to the
AuNP surface and perpendicular to the surface of AgNPs.

In the case of the native BN®™'* fragment (Table 1), the
W16 and W18 SERS signals are very weak in the spectrum on
AgNPs (Figure 1D, blue line trace), and W18 is about as
intense as its Raman counterpart in the spectrum on AuNPs
(Figure 1D, green line trace). This implies that the indole ring
is horizontal on AgNPs, whereas on AuNDPs, it adopts a tilted
orientation toward this surface and interacts with this surface
via a pyrrole co-ring. The co-pyrrole ring/AuNP interaction is
confirmed by strong 1570 and 1363 cm™' spectral features.

In the case of [Ala®]BN®"'* and [Ala’]BN®~'* (Table 1)
adsorbed on the surface of the two substrates, the W16 and
W18 are weaker than the corresponding Raman bands. Briefly,
for [Ala’]BN®* on AgNPs (Figure 2B, blue line trace) and
[Ala°]BN®"'* on AuNPs (Figure 2A, green line trace), the
intensity of these bands decreases by about 50 and 90%,
respectively, compared to their Raman intensity. For [Ala’]-
BN®* on AuNPs (Figure 2B, green line trace) and
[Ala°]BN®"'* on AgNPs (Figure 2A, blue line trace), only
W18 and W16 are enhanced and show 70 and 50% of Raman
intensity, respectively. Thus, the indole ring of [Ala®]BN®~** is
perpendicular to the AuNP surface, while it is slightly elevated
toward the surface of AgNPs, so that the phenyl co-ring faces
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this surface. On the other hand, the indole ring in
[Ala7]BN®'* adopts a tilted arrangement on both metal
surfaces, with the following difference in the nature of the
interaction; both indole co-rings are in contact with AgNPs,
while the pyrrole co-ring interacts mainly with AuNPs. This
interaction can be supported by the intense 1608, 1549, and
1166 cm™" bands (Figure 2B, green trace line).

For [Ala®’]BN®~'* (Table 1), the W16 and W18 modes in
the SERS spectrum on AuNPs (indole ring perpendicular to
the substrate surface) increase and decrease in intensity,
respectively, for this peptide adsorbed on AgNPs (Figure 2D).
The larger intensity loss for W16 compared to W18 may
indicate that the indole ring, with the pyrrole edge pointing
toward the AgNP surface, adopts a tilted orientation.

In the spectral region from 600 to 850 cm™" of the SERS
spectra of all the peptides studied, except [Ala®]BN®~'* one
can expect bands due to the stretching vibrations of the C—S
bond [£(C—S8)].*° Indeed, these bands are observed for all
peptides except for [Ala®]BN®"'* and [Ala”]BN®"*, which are
adsorbed on both metal surfaces, and [Ala®]BN®"** which is
immobilized on AgNPs. This means that for these peptides, the
Met® side-chain is not involved in adsorption. However, for
[Ala']BN®' [Ala®]BN®'* [Ala*]BN®™" [Ala®]BN®'* and
[Ala®]BN®'* adsorbed on both metal surfaces, careful analysis
of the spectra reveals four bands, whereas for [Ala’]BN®'%,

https://doi.org/10.1021/acs.jmedchem.1c00397
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five overlapping bands can be assigned to the (C—S) different
conformers of the —CH,—CH,—S group (Table 2). Of these

Table 2. Observed Wavenumbers of the ¥(C—S) Modes in
the SERS Spectra of the Investigated Peptides

wavenumbers of v(C—S) [cm™"]/conformer

peptide substrate Py-G Py-T PcT PG P T
[Ala']BNS 1 Ag 635 649 677 690
Au 607 625 651 670
[Ala?]BNS 1 Ag 630 651 674 700
Au 627 643 670 701
[Ala*]BNS—1 Ag
Au 622 666 681 702
native BN~ Ag 621 642 688 722
Au 620 634 663 676
[Ala®]BNS* Ag 627 658 673 690
Au 630 645 663 694
[Ala®]BN1 Ag 630 672 688 706
Au 641 653 679 694
[Ala7]BNS 1 Ag 633 656 667 700 714
Au 632 658 675 686 709

bands, the SERS signals in the spectra of [Ala]BN®"'* on both
metal substrates and [Ala®]BN°"'* on AgNPs are significantly
enhanced compared to the normal Raman scattering. The
SERS intensities of the ©(C—S) modes for the remaining
peptides are stronger than the corresponding Raman intensities
and lower than those for [Ala]BN®"'* on AgNPs/AuNPs and
[Ala®]BNS'* on AgNPs.

The equal number of ¥(C—S) bands in the spectra of the
given peptide on both surfaces proves that the number of
conformations of the Met side-chain does not change, and the
high intensity of these bands indicates that the free pair of
electrons on the sulfur atom (sp® hybridization) is in direct
contact with the metal surface, resulting in the C—S bonds
being tilted toward the substrate surface, and as the intensity of
these bands decreases, the C—S bond adopts a more
perpendicular orientation to the metal surface.

The bands at about 950 [¢(C—C=0)] and 1420 cm™'
[6(CH,/CH,)] should be assigned to the vibrations of the
side-chains of the non-Met residues since these bands are
enhanced in the SERS spectra of [Ala?]JBN®"'* (Figure 2D).
Taking into account that there is no —COOH group in the
structure of the studied peptides, the ~1397 cm~! SERS s §nal
in the spectra of all peptides on AgNPs and [Ala']BN
[Ala*]BN®™ [Ala®]BN®" and [Ala”]BN®'* on AuNPs is
due to the pr(C=O) + v(C-N) + §,(CH;), v(C=C/
N)Pym,le, and/or v(N,C,N;)imiduele  vibrations.”>*”%  This
suggests that these fragments are involved in peptide
adsorption. The intensity of this band is pronounced for
[Ala}]BN® [Ala?]BN®~1 [Ala’]BN®*, and [Ala®]BNS—1*
on AgNPs, indicating direct contact with AgNPs. For these
peptides and peptides in whose SERS spectra the ~1397 cm™
band has a medium 1nten51ty (e. § ]BN®'* on AuNPs
and [Ala®]BN®'* and [ 14 on AgNPs), the SERS
signal is significantly enhanced at 950 cm™!, confirming the
correctness of the proposed assignment and clearly indicating
the involvement of the C=O bond in adsorption. Also, the
212-250 cm™! [¢(Ag—0)] and ~298 and ~360 cm™" [v/(Au—
0)] bands confirm the interaction between the carbonyl group
and the metal surface.”
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The amide I vibration (at about 1670 cm™'; disordered
structure) shows a medium intensity in the Raman spectrum of
BN® while it is strongly enhanced in the Raman spectra of
other peptides. In the SERS spectrum of [Ala’]BN®'* on
AuNPs, this band is pronounced, whereas for [Ala']BN®*4
[Ala?]BN®" and [Ala%]BN®"* on AgNPs and [Ala®]BNS~14
on both metal surfaces, it shows a medium intensity. It is
absent for [Ala®]BN®'* on AgNPs and [Ala®]BN®'* on
AuNPs, but it is observed as a shoulder for other peptides. In
contrast to the Raman spectra, in the SERS spectra of all
peptides, except [Ala®]BN®™'* and [Ala’]BN®"'* on AuNPs,
the second amide I band appears at about 1690 cm™
(shoulder), which is associated with a turn structure. Thus,
the peptides change their secondary structure upon adsorption.

SEIRA Spectra Analysis. Figures 3 and 4 show the ATR-
FTIR and SEIRA spectra of the studied peptides deposited on
the surface of AgNPs and AuNPs together with the results of
curve fitting (red line traces) of the SEIRA spectra (black line
traces) in the spectral range from 1775 to 1475 cm™’, which is
advantageous to highlight small relative shifts in the wave-
numbers of the bands and allow separation of overlapping
bands. The SEIRA spectra in the spectral region below 1250
cm™! are not analyzed in detail. Instead, Table 3 summarizes
the observed bands and their assignments based on vibrational
spectroscopy results since there are few literature reports
available on SEIRA studies of peptides. This is because many
research groups have focused on the preparation of new
substrates and the determination of 51gnal enhancement and
SEIRA mechanism using adsorbates, which usually contain
carbonyl and thiol groups” or adsorbates in the form of small
and/or symmetrlc molecules' ™ and less frequently thin
polymer films.**™*® Few literature reports also indicate the use
of SEIRA in the study of, for example, biosensors of antigen—
antibody (Salmonella) 1nteract10ns,4 membrane proteins,*” >
albumin, nucleobases, and nucleic acids,”* tobacco mosaic
virus,” and cancer drug research (cis-platinum and doxor-
ubicin)*® and as a diagnostic criterion for cancer. 7

Since the thiol group (—CSH) adsorbs radiation very poorly
in the IR range (low dipole moment of the C—S and S—H
bonds), it produces very weak bands in the infrared spectra. In
contrast, the dipole moment of polar bonds such as O—H, C=
O, and N—H (found in amide bonds and functional groups)
changes the most during the vibrations of the molecule, and
therefore, they produce strong bands in the infrared spectra,
most of which can be observed in the spectral region above
1500 cm™ of the SETRA spectra. Structural information can be
obtained by analyzing the amide bands (—CONH-) in the
SEIRA spectra, particularly amide I and II (of relatively strong
infrared intensity), whose wavenumbers are sensitive to
peptide chain conformation (e.g, a-helices, f-sheets, turns,
and disordered structure) and hydrogen bonding in the
peptide backbone.

As shown in Figures 3 and 4, the width of the contributing
component bands within the amide I and II regions (above
1500 cm™) is greater than the distance between the maxima of
adjacent bands. As a result, the individual component bands
cannot be separated in the experimental spectra. Using the
curve-fitting procedure, we were able to increase the separation
of the overlapping components present in the broadband
envelope and reveal many components. With additional
consideration of selective substitution at positions 3 (Trp®> —
Ala®) and 7 (His” — Ala’) for peptides [Ala*]BN®~'* (Figure
3C) and [Ala7]BNS~1# (Figure 4B), respectively, the fitted
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adsorbed on the surface of AgNPs (blue line traces) and AuNPs (gr

een line traces).

bands were assigned to normal vibrations and are summarized
in Table 4. On the surface of AgNPs, in general, the fitted
bands at higher wavenumbers (1775—1610 cm™") are stronger
than those at lower wavenumbers (1610—1475 cm™), except
for [Ala*]BN®'* (Figure 3D), where the bands at higher
frequencies are less intense than those at lower frequencies. On
the surface of AuNPs, the band intensities are inverted, that is,
the bands in the lower wavenumber region give a less intense
band envelope than the overlapping bands on the higher
frequency side, except for [Ala']BN®'* (Figure 3A) and
[Ala®]BN®"'* (Figure 3E), where the band envelope intensity
is comparable in both regions.

The absence of the v(C=0) band for [Ala®]BN"'* (Figure
4C) on AgNPs (blue line trace) and AuNPs (green line trace)
indicates that the >C=0 unit is not located near the surface of
the two substrates. The said-chain of Asn' and Gln? the
amidated C-terminus of the peptides, and the peptide bonds
consist of the >C=O unit. Peptide bonds for all peptides,
except [Ala”]BN®™'* on AgNPs, give the amide I band at
1696—1981 cm™! (turn structure). While for [Ala']JBN®~'%
[Ala®]BN®* [Ala*]BN®'* and [Ala”]BN®* absorbed on
the surface of both substrates, as well as for [Ala®]BN®~'* and
[Ala?]BN®~'* deposited on AuNPs, both the amide I (1677~
1661 cm™') and amide II (1521—1528 cm™') bands of the
disordered structure were calculated. These bands indicate a
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Table 3. Assignment of the SEIRA Bands in the Spectral
Region below 1250 cm™'“

=il

assignment31 cm
8(CCH,S/C), pp(C(HN,)C/Cy), pp(C—NH,) 1204
p.(CH,), v(C-C) 1183
v,(CCN), §(C—NH,), §(NCH,C,), v(C-N,), 5(CCH,C) 1139
His [py,(C—H)], p(NH,) 1098
v(C-C) 1018
p:(CH,), 6(CCH,S), 6(S—CHj,), poop(C—NH,), 5(CC,04N,) 890
V(CNC ) econdary amide 860
1,(CSC) 835
p,(CH,), v(C-S) 780
v(C-S) 743
v(C-S) 724
v(C-S) 621
8(CC=0), Poop(CaN,HC), y(CC,O,N,HC) 538
5(CC=0), p,(NH,) 508
p-(NH,) 444

“Abbreviations: v—stretching, v,,—asymmetric stretching, p,—
bending, pp—in-plane bending, p,—rocking, p,—twisting, 5—
deformation, and &,,,—out-of-plane deformation vibrations, and
A—amide bond atom.

conformational change when the peptide interacts with the
metal surface, that is, the formation of a turn structure
contacting the metal surface. Similar conclusions were drawn
from biological activity studies, that is, bombesin was shown to
interact with GPCRs via a turn structure located at the C-
terminus of the peptide. The stronger enhancement of the
amide I mode on the AuNP surface compared to the AgNP
surface for [Ala?]BN®~# [Ala®]BN®1 [Ala®]BN®' [Ald"]-
BN®™ and [Ala®]BN®* further indicates the greater strength
of the interaction between the peptide bond and the AuNPs,
which is probably related to the fact that the free pair of
electrons on the oxygen atom (sp®> hybridization) of the
peptide bond has easier access to this surface, that is, the C=
O bond is inclined to the AuNP surface (more or less than
120°), whereas on the AgNP surface, the bond is more
perpendicular to this surface.

v(C=0) appears in the spectra of all peptides on AuNPs
and only in the spectra of [Ala']BN®™", [Ala®]BN®™*, and
[Ala*]BN®™ on AgNPs. This observation suggests that the
~1737 cm™" SERS signal is related to the C=O bond
vibrations in the side-chain of Asn' and GIn? and the spectral
features at ~1398/1620 cm™" are due to the vibrations of the
C-terminal group. Therefore, the py,(NH,) and 6(C—NH,)
modes are expected to be present in the spectra of those
peptides for which (C=0) is observed, and conversely, the
pp(NH,) + 8(C—NH,) modes will not be present in the
peptide spectra for which £(C=0) is not enhanced. This is
the case. For example, in the SEIRA spectra of [Ala']BN®*
and [Ala®]BN®'* immobilized on the surface of the two
substrates, and [Ala*]BN®'* [Ala3]BN®1, [Ala®]BN®'
[Ala”]BN®~1* [Ala']BN'*, and [Ala®]BN®'* adsorbed on
AuNPs, both these modes are present, whereas for [Ala*]-
BN * [Ala®]BN®* [Ala’]BN®™' and [Ala®]BN®™'* on
AgNPs, neither mode occurs. For the remaining peptides, only
one of these bands is calculated. This effect is probably related
to the weak C=0--'metal interaction (low band intensity at
1733 cm™"), leading to weak or no enhancement of p,(NH,)/
5(C—NH,) (for [Ala*]BN®"'* on AgNPs and [Ala*]BN®"' on
AuNPs) or the fact that the ~1550 cm™" SERS signal is due to

8416

the aromatic ring vibrations of Trp® (for [Ala*]BN®'* and
[Ala”]BNS'* on AgNPs and [Ala®]BN®"'* on AuNPs).

The bands at 1595—1607 and 1567—1572 cm™" in the SERS
spectra of [Ala*]BN®* and [Ala’]BN®'* can undoubtedly be
attributed to the aromatic ring vibrations of His’ and Trp’,
respectively. Unfortunately, since the bands of these two
aromatic rings occur in the same spectral regions, it is difficult
to assign a particular band to the vibrations of a particular ring
in the spectra of the other peptides. However, assuming that
the weak band at 1506 cm™' corresponds to the imidazole
vibrations, it can be proposed that His” for [Ala*]JBN®~** and
[Ala®]BN®'* is involved in the interaction of these peptides
with the AuNP surface.

Biological Activity Studies. First, the concentration of
IP1 was measured in mock cells without transfection of any
bombesin receptors. As presented in Figure S, the HEK-293
cell line did not elevate the intracellular IP1 concentration in
the presence of a different concentration of BN.

Proper bombesin receptors 1 or 2 expression and function
were confirmed in functional IP1 assay. The agonist BN
elevated the intracellular IP1 concentration in a dose-
dependent manner. ECy, was estimated for BBIR 14.6 nM
and BB2R 2.6 nM (Figure 6).

Next, the biological activity of bombesin derivatives was
analyzed. The cells were incubated in compounds alone (25
uM) or in the presence of bombesin 150 nM to check the
potential inhibitory effect as antagonists. Additionally,
reference compounds BIM23042 and PD176252 (both from
Tocris) antagonists of BB1 and BB2 receptors were used in a
concentration of 10 uM (Figure 7).

As presented in Figure 7, none of the derivatives showed
antagonist properties. All compounds alone induced receptor
activation and elevation of intracellular IP1 concentration and
did not reverse the agonist effect. In contrast, reference
antagonists (BIM23042 and PD176252) inhibited the basal
activity of both receptors and in the presence of agonist
downregulated IP1 concentration to control level (cells only)
(Figure 7A) or significantly reduced its level (Figure 7B).

Our data showed that the selective substitution of an amino
acid in the 6—14 C-terminal fragment of bombesin by alanine
did not preclude its agonistic activity, in contrast to the results
described by Horwell et al.>® They showed that the alanine
scan of Ac-BN’"* reduced the biological activity at few alanine
substitutions and changed the Ki from the nanomolar to the
micromolar scale. The discrepancies between our and Horwell
et al. studies may arise from the use of different experimental
procedures. First, a slight difference in the length of the peptide
between eight and nine amino acids is observed. Also, the N-
terminus in the 8aa peptide was modified by acetylation.”® The
second difference may be due to different biological models
used in the functional assays. In our work, we used human
HEK-293 cells to relate the obtained results to the human
body. In the scientific literature, we find information about the
differences in functional studies due to the use of different
types of host cells.””*” The differences between the activity of
GPCRs between cell lines involve the level and composition of
the G protein pool expressed in the host cells, post-
transcriptional modification of GPCRs such as differences in
splice variants, and modification of the amino acid sequence by
adding different types of molecules or chemical groups.’”°"%*
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Figure 4. ATR-FTIR (black line traces) and SEIRA spectra of [Ala*]BN®™'* (where X denotes amino acids at positions 6—9 of BN®™* sequence)
adsorbed on the surface of AgNPs (blue line traces) and AuNPs (green line traces).

B CONCLUSIONS

Many tumors synthesize bombesin (BN), an important
neurotransmitter known as an autocrine tumor growth factor,
and overexpress GPCRs of this peptide. Therefore, the BN-
GPCR system is being investigated for use in novel anti-cancer
therapies, using overexpressed receptors for imaging and
targeting cytotoxic compounds, either by direct conjugation
or in combination with metal nanoparticles. Therefore, it is
important to understand the adsorption of this peptide on the
surface of metal NPs. Information on adsorption can be
obtained by SERS and SEIRA. The effect of a particular amino
acid in a peptide sequence on adsorption can be determined by
selective mutagenesis, known as alanine-scanning.

In this work, native and eight single Ala-substituted 6—14 C-
terminal fragments of BN, [Ala*]BN®~'* (where X takes values
from 1 to 9 and represents a position in the BN®"'* sequence)
were synthesized. These substitutions allowed us to answer the
questions: (1) whether the adsorption changes due to amino
acid substitution at a particular position of the peptide chain
and how it changes on AgNP and AuNP surfaces and (2) how
the biological activity of the peptide changes as a consequence
of a single amino acid substitution in the peptide sequence.

8417

The use of 6—14 C-terminal fragments of BN instead of the
native BN was dictated by the fact that studies to determine
the peptide-binding domain and receptor activation require-
ments, using mutant bombesin analogues obtained by trial and
error, showed that the nano-peptide (BN®™'*) is a fragment
that interacts with GPCRs or induces biological activity like
the full-length BN.**~%°

The [Ala*]BNS'* peptides were immobilized on the surface
of AgNPs and AuNPs, which are readily available and have a
uniform shape and diameter, which may bring us closer to the
more common and routine use of SERS/SEIRA. Complex
SEIRA spectra were analyzed using the curve-fitting procedure,
which had the advantage of highlighting small relative shifts in
the wavenumbers of the bands and allowing separation of
overlapping bands.

Evidence was provided to confirm the validity of SERS/
SEIRA to select those peptide fragments within the studied
group of peptides that play a role in substrate—receptor
interactions in systems where biological studies are difficult or
do not lead to clear determination of the peptide fragments
responsible for biological activity. The SERS/SEIRA and
biological activity results showed:

https://doi.org/10.1021/acs.jmedchem.1c00397
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Table 4. Assignment of the Curve-Fitted SEIRA Bands in the Spectral Region from 1775 to 1475 cm™"

[Ala?]BNS-14 [AL2*] BN BN6—14 [ALaS]BNC-14 [AlaS]BNC-14 [Ala7]BNS-14 [Ala*]BNS-14 [AL]BN-1

[Ala']BNS-14

His’ — Ala’ Leu® — Ala® Met® — Ala’®

Gly® — Ala®

Val’ - Ala®

Gln? = Ala® Trp® — Ala®

Asn! - Alal

2

Au Ag Au Ag Au Ag Au Ag Au Ag Au Ag Au Ag Au Ag
1739 1733 1735

1687 1687

1661

1692
1669

Ag

assignment

1739
1691

1737
1692
1665

1733
1681

172§
1688

1734
1692
1675
1656
1635
1605
1568

1741
1696
1671

1717

1734
1690
1665

o)

v(C

1685

1689
1672
1657
1623
1584

1685 1684

1694
1671

1684

1688

0) + (N —C)] (turn)

amide I [v(C
amide I [¢(C

1677
1657
1631

1676

0) + (N —C)] (disordered)

1654
1623
1598
1574
1536

1655
1619

1653
1622
1577

1652
1617
1595
1574

1658
1614

1655
1611

1654
1635
1608
1580
1549
1523

1646

1658
1632
1601

1659
1628
1586
1569

His [1(Cy=C5)], 8,m(NH;")

v(C

1629
1607

1614

1621

1638
1602

1634
1602
1576
1549
1523

9]

1592

1596
1574

1589
1567

1588
1570
1539

1607

1595
1572

Trp [W1, phenyl + v(Cg—N,)], His [¢(ring)]

1578
1542

1564
1536

His [1(ring) + pip(N;H) ], Trp [W2, phenyl]

Trp [W3, v(C,

1546 1543 1551
1519

1521

1541

1550
1525

1550
1525

Cy)], pp(NH,), 5(C—NH,)

1527 1528

1526

1526

amide 11 [1(N—C) + p;,,(NH)]
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1506
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Figure 6. Effect of BN on HEK-293 cells transfected with cDNA for
human BB1 or BB2 receptor. Dose-dependent elevation of the
intracellular level of IP1 in the presence of BN was observed. The
signal generated by this IP-One (Cis-Bio) is inversely proportional to
the amount of IP1.

1 The peptide structure changes from irregular to turn
type due to the binding of the peptide to the metallic
surface. The peptides [Ala']BN®™", [Ala*]BN®™'* and
[Ala”]BN® behave like a native fragment of BN
([Ala*]BN®'%), which means that the modification at
positions 1, 3, and 7 does not affect the conformational
change. The biological studies reported in the literature
also indicate that the active conformation of BN when
interacting with GPCRs is a turn structure at positions
10—13 and hydrogen bonds between the amide NH, of
L-methionine at position 14 of the amino acid sequence
(Met'*) of BN and C=0 of Trp®, C=0 of Leu'* and
N—H of Val'®, and between N—H of Leu!® and C=0 of
Va110.66—69

2 The number of Met side-chain conformations (four)
does not change upon selective substitution, except for
[Ala®]BN® and [Al”]BN®'* (no interaction) and
[Ala7]BN®* (five rotamers) on two substrates and
[Ala*]BN®"'* on AgNPs (no interaction). Similar to
[Ala*]BNS', the C-terminal group of all peptides is
involved in the peptide interaction with two surfaces
(strongly with AgNPs and weakly with AuNPs).
Previous results showed that the C-terminal Met side-
chain is not essential for BN agonistic activity since
other diverse amino acid substitutions in this position,
for example, norleucine, also yield agonists.”””""
However, it has been shown that the carboxamide
group at this position is crucial for BN expression of

https://doi.org/10.1021/acs.jmedchem.1c00397
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biological activity as its removal always yields pure
antagonists.ég’72

The side-chain of Asn' or GIn® of the native peptide
interacts with the AuNP surface, as is the case for the
peptides [Ala?]BN®~** [Ala®]BN®*, [Ala’]BN®~* and
[Ala®]BN.™* This means that the modification at
positions 2, 3, 6, 7, and 9 does not prevent the C=0--
AuNP interaction. Previous results showed that the C=
O unit of Gln” plays a key role in receptor pathway
recognition in mammalian pancreatic-acinar cells.”"

Trp of all peptides, except [Ala®]BN®'* and His of
[Ala2]BN®~1* and [Ala®]BN®!* on AuNPs interact with
surface substrates. Previous results showed that deletion
or substitution of Trp® generates an inactive analogue.
Therefore, Trp® is thought to be responsible for receptor
recognition.”” However, recent studies show that Trp®
substitution produces little change in the activity of
[Ala®]BN®~14,

The biological activity studies using HEK-293 cells as an
excellent model for drug screening showed for the first
time that the newly synthesized bombesin derivatives
exhibit agonistic properties.

B EXPERIMENTAL SECTION

Peptides. Peptides were synthesized via the solid—g)hase method
using the Fmoc/tBu strategy, as previously described’* with minor
modifications. Briefly, TentaGel S RAM resin (Rapp Polymere,
Germany) was used. The elongation of the peptide chain was
performed using an automatic peptide synthesizer (Symphony, Gyros
Protein Technologies, USA) in the reaction with a threefold excess of
respective Fmoc-amino acid in an equimolar mixture with O-(7-
azabenzotriazol-1-y1)-N,N,N’,N’-tetramethyluronium hexafluorophos-
phate (HATU) and 1-hydroxy-7-azabenzotriazole (HOAt) and two
equivalents of N-methylmorpholine (NMM). Fmoc-protected amino
acids were purchased from commercial supplies (Merck KGaA,
Germany and GL Biochem, China). Peptide cleavage was performed
using a standard mixture in a 2 h reaction. Crude peptides were
precipitated with cold diethyl ether, centrifuged, dried, dissolved in
water, and lyophilized overnight.

Peptides were purified by a preparative reversed-phase high-
performance liquid chromatography (RP-HPLC) system (Waters,
USA) equipped with a Jupiter Proteo column (4 ym, 90 A, 250 X 10
mm). The purity (purity is >95%) of peptides was determined using
an analytical RP-HPLC system (Shimadzu, Japan) with a Jupiter
Proteo column (4 ym, 90 A; 250 X 4.6 mm) and the linear gradient of
solution B in A from 1 to 80% in 30 min with a flow rate of 1 mL/
min. Used eluents were A—0.1% aqueous solution of TFA and B—
80% solution of acetonitrile in aqueous 0.1% TFA (v/v). The mass

8419

spectra of peptides were recorded on a Bruker BIFLEX III MALDI
TOF mass spectrometer (see the Supporting Information, analytical
data of synthesized peptides).

Colloids. Three batches of gold [Au nanospheres (AuNPs) with a
diameter of 20 nm, ~7.2 X 10" particles/mL, stabilized suspension in
0.1 mM phosphonate-buffered saline, reactant free, and polydispersity
index <0.2, Ay = 529—533 nm] and silver [Ag nanospheres (AgNPs)
with a diameter of 40 nm, 0.02 mg/mL in water, polyvinylpyrrolidone
functionalized, A,,,, = 415 nm] colloidal solutions were obtained from
Merck (Poland).

ATR-FTIR and SEIRA Measurements. Prior to SEIRA measure-
ments, each peptide (30 uL of an aqueous peptide solution) was
immobilized on colloidal suspension (10 yL). The peptide/colloidal
nanoparticle mixture was then loaded onto a diamond ATR adapter
and allowed to dry. Unbound peptide molecules were removed by
washing with deionized water and allowed to dry. The procedure was
repeated three times.

Spectra were recorded using an FTIR spectrometer Thermo
Scientific Nicolet 6700 equipped with a diamond ATR accessory.
Measurement conditions: a resolution of 4 cm™ and 128 scans.

Raman and SERS Measurements. Aqueous solutions of each
peptide were prepared at a concentration of 107* mol/L and a pH of
7. 10 uL of the peptide solution was deposited onto three Au or Ag
surfaces. The SERS spectra were collected three times at three
different locations on each surface.

Nine samples of 40 L nanoparticle solutions (three samples from
three different batches of Ag or Au colloid) were mixed with 20 L of
the each peptide solution. The final sample concentration was 3 X
1075 mol/L (no conventional Raman signal was observed at this
sample concentration). The 20 uL peptide/sol mixture was applied to
the glass plate, and the SERS were recorded (no measurements were
made for the dried droplet).

Raman and SERS spectra were recorded using an inVia Raman
spectrometer (Renishaw) containing an air-cooled charge-coupled
device detector and a Leica microscope (50X objective). The spectral
resolution was set to 4 cm™'. The 785 nm line of a diode laser was
used as the excitation source. The laser power at the output was set at
20 mW. The typical exposure time for each Raman and SERS
measurement was 40 s with five accumulations (series of five spectra,
each accumulated 40 s = 200 s). The SERS spectra of a given peptide
adsorbed on AgNPs or AuNPs from three different batches (bottles)
were almost identical, except for small differences (up to 5%) in some
band intensities. During the measurements, no spectral changes were
observed that could be related to the sample decomposition.

Spectral Analysis. Spectral analysis was performed using the
software package GRAMS/AI 8.0 (Thermo Electron).

Deconvolution of the 1775—1475 cm™ spectral region for the
SERS spectra of the investigated peptides was conducted adopting a
50/50% Lorentzian/Gaussian band shape. The number of bands was
selected based on a careful analysis of the spectra and their second-
derivative spectra.
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Cell Culture and Transfection. Cell lines overexpressing human
bombesin receptors 1 and 2 were prepared by transfection of HEK-
293 cell line. The human BB1 receptor NM_002511.3 (GenScript)
and BB2 receptor NM_002091 (cDNA Resource Center) sequences
in pcDNA 3.1 + plasmids were introduced into the host cell by
lipofection (Lipofectamine Reagent 3000, Thermo Fisher Scientific).
Then, the transfected cells were selected with G-418 antibiotic at a
dose of 500 pg/mL. Cells were grown under standard cell culture
conditions (37 °C, 5% CO,) in DMEM supplemented with 10% FBS
and Glutamax.

Intracellular Inositol Monophosphate (IP-One) Assay.
Receptor activity was determined by measuring the intracellular
inositol monophosphate concentration using a homogeneous time-
resolved fluorescence IP-one kit from Cis-bio, according to the
manual. Briefly, 24 h before assay, cells were grown in an FBS-free
DMEM medium. Then, the cells were scraped and centrifuged. The
cell pellet was suspended in Hanks-HEPES (130 mM NaCl, 5.4 mM
KCl, 1.8 mM CaCl,, 0.8 mM MgSO,, 0.9 mM NaH,PO,, 20 mM
HEPES, LiCl 50 mM, and 3.25 mM glucose; pH 7.4). Then, the cell
suspension was incubated for 1 h (37 °C) on a 384 white low-volume
plate (Grainer Bio-One) in the presence of an increased
concentration of bombesin or a 25 uM concentration of bombesin
analogues alone or in the presence of a bombesin concentration
corresponding to ECy, (total volume, 10 uL; 2 X 10* cells). The cell
suspension was then mixed with S uL of the IP1-acceptor conjugate
and S uL of the anti-IP1-donor conjugate. After 1 h incubation at RT,
fluorescence was read at 620 and 665 nm (Tecan; Infinite M1000).
Results were calculated as the ratio (665 nm/620 nm) multiplied by
10* The signal was inversely proportional to the concentration of IP1
in the samples. Each sample was prepared in triplicate. Data were
analyzed using GraphPad Prism version 5.04 for Windows (GraphPad
software).

B ASSOCIATED CONTENT

® Supporting Information

The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/acs.jmedchem.1c00397.

Analytical data of synthesized peptides (PDF)

Molecular formula strings (CSV)

B AUTHOR INFORMATION

Corresponding Author
Edyta Proniewicz — Faculty of Foundry Engineering, AGH
University of Science and Technology, 30-059 Krakow,
Poland; ® orcid.org/0000-0002-1872-2779;
Email: proniewi@agh.edu.pl

Authors

Grzegorz Burnat — Maj Institute of Pharmacology, Polish
Academy of Sciences, Department of Neurobiology, 31-343
Krakéw, Poland

Helena Domin — Maj Institute of Pharmacology, Polish
Academy of Sciences, Department of Neurobiology, 31-343
Krakéw, Poland; © orcid.org/0000-0001-5831-7105

Izabela Maluch — Faculty of Chemistry, University of Gdansk,
80-308 Gdansk, Poland

Marta Makowska — Faculty of Chemistry, University of
Gdansk, 80-308 Gdansk, Poland

Adam Prahl — Faculty of Chemistry, University of Gdansk, 80-
308 Gdansk, Poland

Complete contact information is available at:
https://pubs.acs.org/10.1021/acs.jmedchem.1c00397

8420

Author Contributions

E.P.: fundraising for research, research concept, design, SERS
and SEIRA measurements, data analysis, drawing figures,
original manuscript writing, discussion with reviewers, and final
version of the manuscript; LM.,, M.M., and A.P.: chemical
synthesis and analysis of peptides; and G.B. and H.D.:
biological activity studies and data analysis. All authors have
given approval to the final version of the manuscript.

Funding

This work was supported by the National Science Center in
Poland (grant No. 2016/21/B/ST4/02135 to E. Proniewicz)
and AGH University (subsidy no.: 16.16.170.654).

Notes
The authors declare no competing financial interest.

B ACKNOWLEDGMENTS

SERS and SEIRA measurements were carried out by Dr.
Agnieszka Tata, who was employed as a contractor in grant no.
2016/21/B/ST4/02135.

B ABBREVIATIONS

AgNPs, silver nanoparticles; ATR-FTIR, attenuated total
reflection-Fourier transform infrared spectroscopy; AuNPs,
gold nanoparticles; BN, bombesin; GPCRs, membrane-bound
G protein-coupled receptors; RS, Raman spectroscopy; SEIRA,
surface-enhanced infrared spectroscopy; SERS, surface-en-
hanced Raman spectroscopy

B REFERENCES

(1) Zhang, J.; Zhang, L.; Xu, W. Surface plasmon polaritons: physics
and applications. J. Phys. D: Appl. Phys. 2012, 45, 113001.

(2) Environmental Nanotechnology; Dasgupta, N., Ranjan, S.,
Lichtfouse, E., Eds.; Springer Nature Switzerland, 2019; Vol. 2.

(3) Ataka, K; Stripp, S. T.; Heberle, J. Surface-enhanced infrared
absorption spectroscopy (SEIRAS) to probe monolayers of
membrane proteins. Biochim. Biophys. Acta, Biomembr. 2013, 1828,
2283—2293.

(4) Pilot, R; Signorini, R.; Durante, Ch.; Orian, L.; Bhamidipati, M.;
Fabris, L. A Review on surface-enhanced Raman scattering. Biosensors
2019, 9, 57.

(S) Griffiths, P. R. In Spectroscopic Properties of Inorganic and
Organometallic Compounds: Techniques, Materials and Applications;
Yarwood, J., Douthwaite, R., Duckett, S., Eds.; The Royal Society of
Chemistry, 2013; Vol. 44, pp 95—122.

(6) Pienpinijtham, P.; Proniewicz, E.; Kim, Y.; Ozaki, Y.; Lombardj,
J. R.; Proniewicz, L. M. Molecular orientation of neurotensin and its
single-site mutants on colloidal silver surface: SERS studies. J. Phys.
Chem. C 2012, 116, 16561—16572.

(7) Zhang, W.; Tian, Q.; Chen, Z.; Zhao, C.; Chai, H; Wu, Q; Lij,
W.; Chen, X,; Deng, Y.; Song, Y. Arrayed nanopore silver thin films
for surface-enhanced Raman scattering. RSC Adv. 2020, 10, 23908.

(8) Podstawka, E.; Ozaki, Y.; Proniewicz, L. M. Part III: Surface-
enhanced Raman scattering of amino acids and their homodipeptides
monolayers deposited onto colloidal gold surface. Appl. Spectrosc.
2005, 59, 1516—1526.

(9) Kondo, T.; Tomida, A.; Morishita, N.; Saito, Y. Vapor-deposited
Au thin films modified by plasma etching for surface-enhanced Raman
scattering active substrates. J. Appl. Phys. 2020, 127, 09310S.

(10) Proniewicz, E.; Vantasin, S.; Olszewski, T. K,; Boduszek, B.;
Ozaki, Y. Biological application of water-based electrochemically
synthesized CuO leaf-like arrays: SERS response modulated by the
positional isomerism and interface type. Phys. Chem. Chem. Phys.
2017, 19, 31842—318SS.

(11) Savaloni, H.; Goli-Haghighi, S.; Babaei, R. Application of Mn—
Cu helical star-shaped (pine-tree-like) sculpted thin films with

https://doi.org/10.1021/acs.jmedchem.1c00397
J. Med. Chem. 2021, 64, 84108422


https://pubs.acs.org/doi/10.1021/acs.jmedchem.1c00397?goto=supporting-info
https://pubs.acs.org/doi/suppl/10.1021/acs.jmedchem.1c00397/suppl_file/jm1c00397_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/acs.jmedchem.1c00397/suppl_file/jm1c00397_si_002.csv
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Edyta+Proniewicz"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-1872-2779
mailto:proniewi@agh.edu.pl
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Grzegorz+Burnat"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Helena+Domin"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0001-5831-7105
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Izabela+Ma%C5%82uch"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Marta+Makowska"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Adam+Prahl"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jmedchem.1c00397?ref=pdf
https://doi.org/10.1088/0022-3727/45/11/113001
https://doi.org/10.1088/0022-3727/45/11/113001
https://doi.org/10.1016/j.bbamem.2013.04.026
https://doi.org/10.1016/j.bbamem.2013.04.026
https://doi.org/10.1016/j.bbamem.2013.04.026
https://doi.org/10.3390/bios9020057
https://doi.org/10.1021/jp304205d?ref=pdf
https://doi.org/10.1021/jp304205d?ref=pdf
https://doi.org/10.1039/d0ra03803b
https://doi.org/10.1039/d0ra03803b
https://doi.org/10.1366/000370205775142520
https://doi.org/10.1366/000370205775142520
https://doi.org/10.1366/000370205775142520
https://doi.org/10.1063/1.5139586
https://doi.org/10.1063/1.5139586
https://doi.org/10.1063/1.5139586
https://doi.org/10.1039/c7cp06001g
https://doi.org/10.1039/c7cp06001g
https://doi.org/10.1039/c7cp06001g
https://doi.org/10.1177/0003702819841913
https://doi.org/10.1177/0003702819841913
pubs.acs.org/jmc?ref=pdf
https://doi.org/10.1021/acs.jmedchem.1c00397?rel=cite-as&ref=PDF&jav=VoR

Journal of Medicinal Chemistry

pubs.acs.org/jmc

different symmetries using surface-enhanced Raman spectroscopy
(SERS). Appl. Spectrosc. 2019, 73, 879.

(12) Tata, A.; Szkudlarek, A.; Pacek, J.; Molenda, M.; Proniewicz, E.
Peptides of human body fluids as sensors of corrosion of titanium to
titanium dioxide. SERS application. Appl. Surf. Sci. 2019, 473, 107—
120.

(13) Proniewicz, E.; Gralec, B.; Olszewski, T. K; Boduszek, B.
Aqueous platinum nanoparticles solution for the detection of pyridine
derivatives of a-aminophosphinic acid. Influence of positional
isomerism. Appl. Surf. Sci. 2017, 425, 941—-947.

(14) Proniewicza, E.; Tata, A.; Starowicz, M.; Wéjcik, A; Pacek, J;
Molenda, M. Is the electrochemical or the green chemistry method
the optimal method for the synthesis of ZnO nanoparticles for
applications to biological material? Characterization and SERS on
ZnO. Colloids Surf, A 2021, 609, 125771.

(15) Aroca, R. F; Ross, D. J.; Domingo, C. Surface-enhanced
infrared spectroscopy. Appl. Spectrosc. 2004, 58, 324A—338A.

(16) Jensen, T. R.; Van Duyne, R. P.; Johnson, S. A.; Maroni, V. A.
Surface-enhanced infrared spectroscopy: A comparison of metal island
films with discrete and nondiscrete surface plasmons. Appl. Spectrosc.
2000, 54, 371-377.

(17) Tolstoy, V. P.; Chernyshova, L; Skryshevsky, V. A. Handbook of
Infrared Spectroscopy of Ultrathin Films; John Wiley & Sons: Hoboken,
New Jersey, USA, 2003.

(18) éwi@ch, D.; Tanabe, I; Vantasin, S.; Sobolewski, D.; Ozaki, Y.;
Prahl, A.; Mackowski, S.; Proniewicz, E. Tip-enhanced Raman
spectroscopy of bradykinin and its B, receptor antagonists onto
colloidal suspended Ag nanowires. Phys. Chem. Chem. Phys. 2015, 17,
22882—22892.

(19) Ignatjev, I; Proniewicz, E.; Proniewicz, L. M.; Niaura, G. Effect
of potential on temperature-dependent SERS spectra of neuromedin
B on Cu electrode. Phys. Chem. Chem. Phys. 2013, 15, 807—815.

(20) Hu, J.; Han, J.; Li, H; Zhang, X; Liu, L. L.; Chen, F.; Zeng, B.
Human embryonic kidney 293 cells: A vehicle for biopharmaceutical
manufacturing, structural biology, and electrophysiology. Cells Tissues
Organs 2018, 205, 1-8.

(21) Stepanenko, A. A,; Dmitrenko, V. V. HEK293 in cell biology
and cancer research: phenotype, karyotype, tumorigenicity, and stress-
induced genome-phenotype evolution. Gene 2015, 569, 182—190.

(22) Trinquet, E.; Fink, M.; Bazin, H; Grillet, F; Maurin, F;
Bourrier, E.; Ansanay, H.; Leroy, C; Michaud, A.; Durroux, T,;
Maurel, D.; Malhaire, F.; Goudet, C.; Pin, J.-P.; Naval, M.; Hernout,
O.; Chrétien, F.; Chapleur, Y.; Mathis, G. D-myo-inositol 1-phosphate
as a surrogate of D-myo-inositol 1,4,5-tris phosphate to monitor G
protein-coupled receptor activation. Anal. Biochem. 2006, 358, 126—
13S.

(23) Wong, S. K.-F. G Protein Selectivity Is Regulated by Multiple
Intracellular Regions of GPCRs. Neurosignals 2003, 12, 1—12.

(24) Bologna, Z.; Teoh, J.-p.; Bayoumi, A. S.; Tang, Y.,; Kim, L-m.
Biased G protein-coupled receptor signaling: New player in
modulating physiology and pathology. Biomol. Ther. 2017, 25, 12—25.

(25) Harden, T. K; Waldo, G. L.; Hicks, S. N.; Sondek, J.
Mechanism of activation and inactivation of Gq/phospholipase C-#
signaling nodes. Chem. Rev. 2011, 111, 6120—6129.

(26) Kang, J; Ishola, T. A; Baregamian, N.; Mourot, J. M,;
Rychahou, P. G.; Evers, B. M;; Chung, D. H. Bombesin induces
angiogenesis and neuroblastoma growth. Cancer Lett. 2007, 253,
273-281.

(27) Kiibler, E.; Albrecht, H. Large set data mining reveals
overexpressed GPCRs in prostate and breast cancer: potential for
active targeting with engineered anti-cancer nanomedicines. Onco-
target 2018, 9, 24882—24897.

(28) Lappano, R; Maggiolini M. GPCRs and cancer. Acta
Pharmacol. Sin. 2012, 33, 351—362.

(29) Martin, A. L.; Hickey, J. L.; Ablack, A. L.; Lewis, J. D.; Luyt, L.
G.; Gillies, E. R. Synthesis of bombesin-functionalized iron oxide
nanoparticles and their specific uptake in prostate cancer cells. J.
Nanopart. Res. 2009, 12, 1599—1608.

8421

(30) Pinho, S. L. C; Laurent, S.; Rocha, J.; Roch, A.; Delville, M.-H.;
Mornet, S.; Carlos, L. D.; Vander Elst, L.; Muller, R. N.; Geraldes, C.
F. G. C. Relaxometric studies of y-Fe,O;@SiO, core shell nano-
particles: When the coating matters. . Phys. Chem. C 2012, 116,
2285-2291.

(31) Podstawka, E.; Ozaki, Y.; Proniewicz, L. M. Structures and
bonding on colloidal silver surface of the various length carboxyl
terminal fragments of bombesin. Langmuir 2008, 24, 10807—10816.

(32) Martusevicius, S; Niaura, G.; Talaikyte, Z.; Razumus, V.
Adsorption of L-histidine on copper surface as evidenced by surface-
enhanced Raman scattering spectroscopy. Vib. Spectrosc. 1996, 10,
271-280.

(33) Wolpert, M.; Hellwig, P. Infrared spectra and molar absorption
coefficients of the 20 alpha amino acids in aqueous solutions in the
spectral range from 1800 to 500 cm ™. Spectrochim. Acta, Part A 2006,
64, 987—1001.

(34) Carter, D. A; Pemberton, J. E. Surface-enhanced Raman
scattering of the acid-base forms of imidazole on Ag. Langmuir 1992,
8, 1218—1228.

(35) Razumute, L; Knodis, Z.; Eicher-Lorka, O.; Niaura, G. Surface-
enhanced Raman spectroscopy of indole ring-terminated self-
assembled monolayer on silver electrode. Chemia 2006, 17, 25—30.

(36) Podstawka, E.; Ozaki, Y.; Proniewicz, L. M. Part I: Surface
enhanced Raman spectroscopy investigation of amino acids and their
homodipeptides adsorbed on colloidal silver. Appl. Spectrosc. 2004, S8,
570—-580.

(37) Abdelmoulahi, H,; Ghalla, H; Brandin, S. A, Nasr, S.
Structural study and vibrational analyses of the monomeric, dimeric,
trimeric and tetrameric species of acetamide by using the FT-IR and
Raman spectra, DFT calculations and SQM methodology. J. Mater.
Environ. Sci. 20185, 6, 3094—3109.

(38) Cao, X Fischer, G. Infrared spectral, structural, and
conformational studies of zwitterionic L-tryptophan. J. Phys. Chem.
A 1999, 103, 9995—10003.

(39) Inagaki, M.; Motobayashi, K; Ikeda, K. In situ surface-
enhanced electronic and vibrational Raman scattering spectroscopy at
metal/molecule Interfaces. Nanoscale 2020, 12, 22988—22994.

(40) Seelenbinder, J. A,; Brown, C. W.; Pivarnik, P.; Rand, A. G.
Colloidal gold filtrates as metal substrates for surface-enhanced
infrared absorption spectroscopy. Anal. Chem. 1999, 71, 1963—1966.

(41) Osawa, M. In Situ Spectroscopic Studies of Adsorption at the
Electrode and Electrocatalysis; Sun, S.-G., Christensen, P. A,
Wieckowski, A., Eds.; Elsevier, 2007; Chapter 7, pp 209—246.

(42) Enders, D.; Puccia, A. Surface enhanced infrared absorption of
octadecanethiol on wet-chemically prepared Au nanoparticle films.
Appl. Phys. Lett. 2006, 88, 184104.

(43) Guo, X,; Hu, H; Liao, B,; Zhu, X,; Yang, X.; Dai, Q. Perfect-
absorption graphene metamaterials for surface-enhanced molecular
fingerprint spectroscopy. Nanotechnology 2018, 29, 184004.

(44) Millo, D.; Hildebrandt, P.; Pandelia, M.-E.; Lubitz, W.; Zebger,
I. SEIRA spectroscopy of the electrochemical activation of an
immobilized [NiFe] hydrogenase under turnover and non-turnover
conditions. Angew. Chem., Int. Ed. 2011, S0, 2632—2634.

(45) Samjeské, G.; Miki, A.; Osawa, M. Electrocatalytic oxidation of
formaldehyde on platinum under galvanostatic and potential sweep
conditions studied by time-resolved surface-enhanced infrared
spectroscopy. J. Phys. Chem. C 2007, 111, 15074—15083.

(46) Petefish, J. W.; Hillier, A. C. Angle-tunable enhanced infrared
reflection absorption spectroscopy via grating-coupled surface
plasmon resonance. Anal. Chem. 2014, 86, 2610—2617.

(47) Chen, K; Duy Dao, T.; Nagao, T. Tunable nanoantennas for
surface enhanced infrared absorption spectroscopy by colloidal
lithography and post-fabrication etching. Sci. Rep. 2017, 7, 44069.

(48) Hu, H; Yang, X,; Zhai, F.; Hu, D.; Liu, R;; Liu, K; Sun, Z.; Dai,
Q. Far-field nanoscale infrared spectroscopy of vibrational fingerprints
of molecules with graphene plasmons. Nat. Commun. 2016, 7, 12334.

(49) Nowak, C.; Luening, C.; Schach, D.; Baurecht, D.; Knoll, W,;
Naumann, R. L. C. Electron transfer kinetics of cytochrome C in the
submillisecond time regime using time-resolved surface-enhanced

https://doi.org/10.1021/acs.jmedchem.1c00397
J. Med. Chem. 2021, 64, 84108422


https://doi.org/10.1177/0003702819841913
https://doi.org/10.1177/0003702819841913
https://doi.org/10.1016/j.apsusc.2018.12.158
https://doi.org/10.1016/j.apsusc.2018.12.158
https://doi.org/10.1016/j.apsusc.2017.07.110
https://doi.org/10.1016/j.apsusc.2017.07.110
https://doi.org/10.1016/j.apsusc.2017.07.110
https://doi.org/10.1016/j.colsurfa.2020.125771
https://doi.org/10.1016/j.colsurfa.2020.125771
https://doi.org/10.1016/j.colsurfa.2020.125771
https://doi.org/10.1016/j.colsurfa.2020.125771
https://doi.org/10.1366/0003702042475420
https://doi.org/10.1366/0003702042475420
https://doi.org/10.1366/0003702001949654
https://doi.org/10.1366/0003702001949654
https://doi.org/10.1039/c5cp03438h
https://doi.org/10.1039/c5cp03438h
https://doi.org/10.1039/c5cp03438h
https://doi.org/10.1039/c2cp42077e
https://doi.org/10.1039/c2cp42077e
https://doi.org/10.1039/c2cp42077e
https://doi.org/10.1159/000485501
https://doi.org/10.1159/000485501
https://doi.org/10.1016/j.gene.2015.05.065
https://doi.org/10.1016/j.gene.2015.05.065
https://doi.org/10.1016/j.gene.2015.05.065
https://doi.org/10.1016/j.ab.2006.08.002
https://doi.org/10.1016/j.ab.2006.08.002
https://doi.org/10.1016/j.ab.2006.08.002
https://doi.org/10.1159/000068914
https://doi.org/10.1159/000068914
https://doi.org/10.4062/biomolther.2016.165
https://doi.org/10.4062/biomolther.2016.165
https://doi.org/10.1021/cr200209p?ref=pdf
https://doi.org/10.1021/cr200209p?ref=pdf
https://doi.org/10.1016/j.canlet.2007.02.007
https://doi.org/10.1016/j.canlet.2007.02.007
https://doi.org/10.18632/oncotarget.25427
https://doi.org/10.18632/oncotarget.25427
https://doi.org/10.18632/oncotarget.25427
https://doi.org/10.1038/aps.2011.183
https://doi.org/10.1007/s11051-009-9681-3
https://doi.org/10.1007/s11051-009-9681-3
https://doi.org/10.1021/jp2086413?ref=pdf
https://doi.org/10.1021/jp2086413?ref=pdf
https://doi.org/10.1021/la8012415?ref=pdf
https://doi.org/10.1021/la8012415?ref=pdf
https://doi.org/10.1021/la8012415?ref=pdf
https://doi.org/10.1016/0924-2031(95)00025-9
https://doi.org/10.1016/0924-2031(95)00025-9
https://doi.org/10.1016/j.saa.2005.08.025
https://doi.org/10.1016/j.saa.2005.08.025
https://doi.org/10.1016/j.saa.2005.08.025
https://doi.org/10.1021/la00040a033?ref=pdf
https://doi.org/10.1021/la00040a033?ref=pdf
https://doi.org/10.1366/000370204774103408
https://doi.org/10.1366/000370204774103408
https://doi.org/10.1366/000370204774103408
https://doi.org/10.1021/jp992421c?ref=pdf
https://doi.org/10.1021/jp992421c?ref=pdf
https://doi.org/10.1039/d0nr06150f
https://doi.org/10.1039/d0nr06150f
https://doi.org/10.1039/d0nr06150f
https://doi.org/10.1021/ac981170l?ref=pdf
https://doi.org/10.1021/ac981170l?ref=pdf
https://doi.org/10.1063/1.2201880
https://doi.org/10.1063/1.2201880
https://doi.org/10.1088/1361-6528/aab077
https://doi.org/10.1088/1361-6528/aab077
https://doi.org/10.1088/1361-6528/aab077
https://doi.org/10.1002/anie.201006646
https://doi.org/10.1002/anie.201006646
https://doi.org/10.1002/anie.201006646
https://doi.org/10.1021/jp0743020?ref=pdf
https://doi.org/10.1021/jp0743020?ref=pdf
https://doi.org/10.1021/jp0743020?ref=pdf
https://doi.org/10.1021/jp0743020?ref=pdf
https://doi.org/10.1021/ac4038398?ref=pdf
https://doi.org/10.1021/ac4038398?ref=pdf
https://doi.org/10.1021/ac4038398?ref=pdf
https://doi.org/10.1038/srep44069
https://doi.org/10.1038/srep44069
https://doi.org/10.1038/srep44069
https://doi.org/10.1038/ncomms12334
https://doi.org/10.1038/ncomms12334
https://doi.org/10.1021/jp8071052?ref=pdf
https://doi.org/10.1021/jp8071052?ref=pdf
pubs.acs.org/jmc?ref=pdf
https://doi.org/10.1021/acs.jmedchem.1c00397?rel=cite-as&ref=PDF&jav=VoR

Journal of Medicinal Chemistry

pubs.acs.org/jmc

infrared absorption spectroscopy. J. Phys. Chem. C 2009, 113, 2256—
2262.

(50) Ataka, K; Heberle, J. Use of Surface Enhanced Infrared
Absorption Spectroscopy (SEIRA) to probe the functionality of a
protein monolayer. Biopolymers 2006, 82, 415—419.

(51) Ataka, K; Giess, F.; Knoll, W.; Naumann, R.; Haber-Pohlmeier,
S.; Richter, B.; Heberle, J. Oriented attachment and membrane
reconstitution of His-tagged cytochrome c oxidase to a gold electrode:
In situ monitoring by surface-enhanced infrared absorption spectros-
copy. J. Am. Chem. Soc. 2004, 126, 16199—16206.

(52) Badura, A.; Esper, B,; Ataka, K; Grunwald, C; W&l C;
Kuhlmann, J.; Heberle, J.; Rogner, M. Light-driven water splitting for
(Bio-)hydrogen production: Photosystem 2 as the cntral part of a
bioelectrochemical device. Photochem. Photobiol. 2006, 82, 1385—
1390.

(53) Jiang, X.; Zuber, A.; Heberle, J.; Ataka, K. In situ monitoring of
the orientated assembly of strep-tagged membrane proteins on the
gold surface by surface enhanced infrared absorption spectroscopy.
Phys. Chem. Chem. Phys. 2008, 10, 6381—6387.

(54) Dovbeshko, G.; Fesenko, O.; Nazarova, A. Effect of
nanostructured metal surfaces on SEIRA spectra of albumin and
nucleic acids. J. Phys. Stud. 2006, 10, 127—134.

(55) Amenabar, I; Poly, S; Nuansing, W.; Hubrich, E. H,;
Govyadinov, A. A; Huth, F.; Krutokhvostov, R.; Zhang, L.; Knez,
M.; Heberle, J.; Bittner, A. M.; Hillenbrand, R. Structural analysis and
mapping of individual protein complexes by infrared nanospectro-
scopy. Nat. Commun. 2013, 4, 2890.

(56) Repnytska, O. P.; Dovbeshko, G. L; Tryndiak, V. P.; Todor, L
M.; Kosenkov, D. V. Structural organisation of nucleic acids from
tumour cells. Faraday Discuss. 2004, 126, 61—76.

(57) Dovbeshko, G. I; Chegel, V. L; Gridina, N. Y.; Repnytska, O.
P.; Shirshov, Y. M.; Tryndiak, V. P.; Todor, I. M.; Solyanik, G. L
Surface enhanced IR absorption of nucleic acids from tumor cells:
FTIR reflectance study. Biopolymers 2002, 67, 470—486.

(58) Horwell, D. C.; Howson, W.; Naylor, D.; Osborne, S.; Pinnock,
R. D,; Ratcliffe, G. S.; Suman-Chauhan, N. Alanine scan and N-methyl
amide derivatives of Ac-bombesin[7-14]. Development of a proposed
binding conformation at the neuromedin B (NMB) and gastrin
releasing peptide (GRP) receptors. Int. J. Pept. Protein Res. 1996, 48,
522—-531.

(59) Tilakaratne, N.; Christopoulos, G.; Zumpe, E. T.; Foord, S. M,;
Sexton, P. M. Amylin receptor phenotypes derived from human
calcitonin receptor/RAMP coexpression exhibit pharmacological
differences dependent on receptor isoform and host cell environment.
J. Pharmacol. Exp. Ther. 2000, 294, 61—72.

(60) Niswender, C. M.; Johnson, K. A;; Miller, N. R; Ayala, J. E.;
Luo, Q.; Williams, R.; Saleh, S.; Orton, D.; Weaver, C. D.; Conn, P. J.
Context-dependent pharmacology exhibited by negative allosteric
modulators of metabotropic glutamate receptor 7. Mol. Pharmacol.
2010, 77, 459—468.

(61) Kenakin, T. Differences between natural and recombinant G
protein-coupled receptor systems with varying receptor/G protein
stoichiometry. Trends Pharmacol. Sci. 1997, 18, 456—464.

(62) Franco, C. H.; Alcantara, L. M.; Chatelain, E.; Freitas-Junior,
L.; Moraes, C. B. Drug discovery for chagas disease: Impact of
different host cell lines on assay performance and hit compound
selection. Trop. Med. Infect. Dis. 2019, 4, 82.

(63) Lin, J. T; Coy, D. H,; Mantey, S. A,; Jensen, R. T. Peptide
structural requirements for antagonism differ between the two
mammalian bombesin receptor subtypes. J. Pharmacol. Exp. Ther.
1995, 275, 285—295.

(64) Moody, T. W.; Carney, D. N.; Cuttitta, F.; Quattrocchi, K;
Minna, J. D.; Minna, J. D. L. High affinity receptors for bombesin/
GRP-like peptides on human small cell lung cancer. Life Sci. 1985, 37,
105—113.

(65) Westendorf, J. M.; Schonbrunn, A. Characterization of
bombesin receptors in a rat pituitary cell line. J. Biol. Chem. 1983,
258, 7527-7535.

8422

(66) Mantey, S. A,; Coy, D. H.; Pradhan, T. K;; Igarashi, H.; Rizo, L.
M.; Shen, L.; Hou, W.; Hocart, S. J.; Jensen, R. T. Rational design of a
peptide agonist that interacts selectively with the orphan receptor,
bombesin receptor subtype 3*. J. Biol. Chem. 2001, 276, 9219—9229.

(67) Kull, F. C; Leban, J. J; Landavazo, A; Stewart, K. D,
Stockstill, B.; McDermed, J. D., Jr. Conveyance of partial agonism/
antagonism to bombesin/gastrin-releasing peptide analogues on Swiss
3T3 cells by a carboxyl-terminal leucine insertion. J. Biol. Chem. 1992,
267, 21132—21138.

(68) Erne, D.; Schwyzer, R. Membrane structure of bombesin
studied by infrared spectroscopy. Prediction of membrane inter-
actions of gastrin-releasing peptide, neuromedin B, and neuromedin
C. Biochemistry 1987, 26, 6316—6319.

(69) Coy, D. H.; Heinz-Erian, P.; Jiang, N. Y.; Sasaki, Y.; Taylor, J.;
Moreau, J. P.; Wolfrey, W. T.; Gardner, J. D.; Jensen, R. T. Probing
peptide backbone function in bombesin. J. Biol. Chem. 1988, 263,
5056—5060.

(70) Heimbrook, D. C.; Boyer, M. E,; Garsky, V. M.; Balishin, N. L.;
Kiefer, D. M,; Oliff, A.; Riemen, M. W. Minimal ligand analysis of
gastrin releasing peptide. Receptor binding and mitogenesis. J. Biol.
Chem. 1988, 263, 7016—7019.

(71) Saeed, Z. A; Huang, S. C.; Coy, D. H; Jiang, N. Y.; Heinz-
Erian, P.; Mantey, S; Gardner, J. D.; Jensen, R. T. Effect of
substitution in position 12 of bombesin on biological activity in
pancreatic acinar. Peptides 1989, 10, 597—603.

(72) Wang, L. H,; Coy, D. H,; Taylor, J. E.; Jiang, N. Y.; Kim, S. H,;
Moreau, J. P.; Huang, S. C,; Mantey, S. A.; Frucht, H.; Jensen, R. T.
Des-metalkilamide bombesin analogues: a new class of bombesin
receptor antagonist with potent antisecretory activity in pancreatic
acini and antimitotic activity in Swiss 3T3 cells. Biochemistry 1990, 29,
616—622.

(73) Erspamer, V. In Comprehensive Endocrinology— Gastrointestinal
Hormones; Glass, G. B. J., Ed.; Raven Press: New York, 1980; pp 343—
361.

(74) Proniewicz, E.; Matuch, L; Kudelski, A.; Prahl, A. Adsorption of
(Phe-hs)/(Phe-dy)-substituted peptides from neurotensin family on
the nanostructured surfaces of Ag and Cu: SERS studies. Spectrochim.
Acta, Part A 2020, 242, 118748.

https://doi.org/10.1021/acs.jmedchem.1c00397
J. Med. Chem. 2021, 64, 84108422


https://doi.org/10.1021/jp8071052?ref=pdf
https://doi.org/10.1002/bip.20501
https://doi.org/10.1002/bip.20501
https://doi.org/10.1002/bip.20501
https://doi.org/10.1021/ja045951h?ref=pdf
https://doi.org/10.1021/ja045951h?ref=pdf
https://doi.org/10.1021/ja045951h?ref=pdf
https://doi.org/10.1021/ja045951h?ref=pdf
https://doi.org/10.1562/2006-07-14-rc-969
https://doi.org/10.1562/2006-07-14-rc-969
https://doi.org/10.1562/2006-07-14-rc-969
https://doi.org/10.1039/b805296b
https://doi.org/10.1039/b805296b
https://doi.org/10.1039/b805296b
https://doi.org/10.30970/jps.10.127
https://doi.org/10.30970/jps.10.127
https://doi.org/10.30970/jps.10.127
https://doi.org/10.1038/ncomms3890
https://doi.org/10.1038/ncomms3890
https://doi.org/10.1038/ncomms3890
https://doi.org/10.1039/b304904c
https://doi.org/10.1039/b304904c
https://doi.org/10.1002/bip.10165
https://doi.org/10.1002/bip.10165
https://doi.org/10.1111/j.1399-3011.1996.tb00871.x
https://doi.org/10.1111/j.1399-3011.1996.tb00871.x
https://doi.org/10.1111/j.1399-3011.1996.tb00871.x
https://doi.org/10.1111/j.1399-3011.1996.tb00871.x
https://doi.org/10.1124/mol.109.058768
https://doi.org/10.1124/mol.109.058768
https://doi.org/10.1016/s0165-6147(97)90683-0
https://doi.org/10.1016/s0165-6147(97)90683-0
https://doi.org/10.1016/s0165-6147(97)90683-0
https://doi.org/10.3390/tropicalmed4020082
https://doi.org/10.3390/tropicalmed4020082
https://doi.org/10.3390/tropicalmed4020082
https://doi.org/10.1016/0024-3205(85)90413-8
https://doi.org/10.1016/0024-3205(85)90413-8
https://doi.org/10.1016/s0021-9258(18)32209-9
https://doi.org/10.1016/s0021-9258(18)32209-9
https://doi.org/10.1074/jbc.m008737200
https://doi.org/10.1074/jbc.m008737200
https://doi.org/10.1074/jbc.m008737200
https://doi.org/10.1016/s0021-9258(19)36807-3
https://doi.org/10.1016/s0021-9258(19)36807-3
https://doi.org/10.1016/s0021-9258(19)36807-3
https://doi.org/10.1021/bi00394a004?ref=pdf
https://doi.org/10.1021/bi00394a004?ref=pdf
https://doi.org/10.1021/bi00394a004?ref=pdf
https://doi.org/10.1021/bi00394a004?ref=pdf
https://doi.org/10.1016/s0021-9258(18)60678-7
https://doi.org/10.1016/s0021-9258(18)60678-7
https://doi.org/10.1016/s0021-9258(18)68597-7
https://doi.org/10.1016/s0021-9258(18)68597-7
https://doi.org/10.1016/0196-9781(89)90149-6
https://doi.org/10.1016/0196-9781(89)90149-6
https://doi.org/10.1016/0196-9781(89)90149-6
https://doi.org/10.1021/bi00455a004?ref=pdf
https://doi.org/10.1021/bi00455a004?ref=pdf
https://doi.org/10.1021/bi00455a004?ref=pdf
https://doi.org/10.1016/j.saa.2020.118748
https://doi.org/10.1016/j.saa.2020.118748
https://doi.org/10.1016/j.saa.2020.118748
pubs.acs.org/jmc?ref=pdf
https://doi.org/10.1021/acs.jmedchem.1c00397?rel=cite-as&ref=PDF&jav=VoR

