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Modifying the conserved C-terminal tyrosine
of the peptide hormone PYY3-36 to improve Y2
receptor selectivity
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The Y2 selective PYY derived peptide PYY3-36 was recently shown to play a role in appetite regulation. Novel PYY3-36 analogs
with high selectivity for the Y2 receptor could be potential drug candidates for the treatment of obesity. The C-terminal
pentapeptide segment of PYY3-36 is believed to bind to the Y receptors. Tyr-36 is highly conserved across species and only few
successful modifications of Tyr-36 have been documented. PYY3-36 analogs were prepared using solid-phase peptide chemistry
and tested for binding to the Y1, Y2 and Y4 receptor subtypes by radioligand displacement assay. The Y2 receptor agonists with
the best affinity and selectivity were further investigated for activity towards the Y1 and Y2 receptor subtypes. Unexpectedly,
modifications of Tyr-36 were well-tolerated, and the analogs of PYY3-36 in which the Tyr-36 hydroxyl group was substituted
with a halogen or an amino group were particularly well tolerated and yielded an improved selectivity and approximately
equipotent affinity to the Y2 receptor. These modifications could be used to design new potential drug candidates for the

treatment of obesity. Copyright (©) 2009 European Peptide Society and John Wiley & Sons, Ltd.
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Introduction

More than 35 peptides with either stimulatory or inhibitory effects
on appetite have been identified to date. [1] A number of these
peptides are produced by endocrine cells lining the gut and are
released during ingestion and digestion of a meal. One well-
known gut hormone recently implicated in appetite regulation
is the 36 amino acid linear ‘peptide tyrosine tyrosine’ (PYY) first
isolated from porcine intestine. [2] PYY is secreted by intestinal
L-cells following ingestion of a meal. [3] After secretion, PYY
is N-terminally truncated by dipeptidyl peptidase IV (DPP-IV) to
produce PYY3-36. PYY and PYY3-36 exert a number of actions
on gastrointestinal functions including inhibition of pancreatic
exocrine secretion, [4-7] inhibition of gastrointestinal motility,
[8-11] inhibition of gastric acid secretion [12,13] and stimulation
of gallbladder contraction [14]. Recently, PYY3-36 was shown to
inhibit food intake in rats and humans. [15,16] Subsequently,
several studies in rats and mice using intraperitoneal [17-19] or
intravenous [20,21] administration of PYY3-36 have shown acute
reductions of food intake. Chronic administration of PYY3-36, in
different animal models, has been shown to reduce body weight,
[19,22] further supporting a role of PYY3-36 in appetite and weight
control.

PYY belongs to the PP-fold family of peptides together with
NPY and pancreatic polypeptide (PP). PP is a circulating peptide
hormone produced and released from the endocrine pancreas
in response to ingestion of food. [23] The peptide hormone
alters biliary function and inhibits pancreatic secretion, as well as
gastric and intestinal motility [24-26] and was recently shown to
inhibit food intake in humans. [15,16] The second family member,
NPY, acts as a neurotransmitter and is abundant in the central and
peripheral nervous system. [27] The physiological functions of NPY
are numerous, e.g. related to feeding, memory, blood pressure,
cardiac contractility and intestinal secretion. [28] All three peptides

bind to the family of Y receptors; the Y1, Y2, Y4 and Y5 subtypes.
While PP is a potent Y4 receptor agonist, it displays very low affinity
to the Y1, Y2 and Y5 receptors. NPY and PYY1-36 have very similar
binding profiles, and their orexigenic effects are believed to be
predominantly mediated via a nanomolar affinity to hypothalamic
Y1 receptor. PYY3-36 is believed to be the endogenous ligand
for the Y2 receptor to which it binds with sub-nanomolar affinity,
however, it also binds with sub-micromolar affinity to both Y1 and
Y4 receptors.[29] The appetite suppressing properties of PYY3-36is
believed to be mediated by central Y2 receptors. [16] Interestingly,
recent data from rodents and humans suggests that PYY3-36
administration could interact with Y1 and/or Y5 receptors, and
thereby counteract the anorectic effects of Y2 stimulation. [30,31]
If this is indeed the case, novel highly Y2 selective compounds
should show more anorectic and body-weight lowering potential.
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Table 1. Sequences of human NPY, human PP, human PYY1-36 and
[36X]-PYY3-36
Peptide Sequence C-terminal®
PP H-APLEPVYPGDNATPEQMAQYAADLRRYINML TRPRY-NH,
NPY H-YPSKPDNPGEDAPAEDMARYYSALRHYINLI TRQRY-NH,
PYY1-36 H-YPIKPEAPGEDASPEELNRYYASLRHYLNLV TRQRY-NH,
[35X]-PYY3-36P H-IKPEAPGEDASPEELNRYYASLRHYLNLV TRQRX-NH,

2 Conserved pentapeptide.
5 Human PYY3-36: X = Y.

Peptide Design

Since the discovery of the PP-fold peptides, a vast num-
ber of studies have investigated the PP-fold peptide structure
and their Y receptor affinities. The C-terminal pentapeptide
sequences of native NPY, PYY1-36 and PP are highly conserved
and play a pivotal role for the affinity to the binding pocket of the
Y receptors (Table 1). [32,33] Diverse interaction between acidic Y
receptor residues and the C-terminal arginines at position 33 and
35 of the PP-fold of peptides are most likely leading to differences
in the docking mode of the ligands to the Y receptors, which could
be one reason for the affinity differences. [34] An exception to the
conserved C-terminal is Pro-34 of PP, which could partly explain its
differentiated Y receptor selectivity. The C-terminal Tyr is assumed
to be essential for NPY binding and changes will lead to dramatic
reduction in affinity to both the Y1 and Y2 receptor subtypes. [33]
Alascansof NPY [35]and PYY3-36 [36] both report complete loss of
affinity to the Y1 and Y2 receptors when replacing Tyr-36 with Ala.
These results strongly indicate that the effect from the aromatic
side-chain of Tyr-36 is extremely important for the binding to
the Y receptor subtypes. [35,36] NPY has additionally been point-
substituted at position 36 by replacing Tyr with Phe, which lowered
the affinity (13-fold for YIR and 11-fold for Y2R) but had no impact
on selectivity. [35] However, incorporation of the large, hydropho-
bic residue 4-benzoyl-phenylalanine, [3Bpal-NPY, gave a 590-fold
decrease in affinity to the Y1 receptor and a moderate eightfold-
drop in binding to the Y2 receptor. [37] The steric prerequisite for
receptor binding was further explored by introducing a D-Tyr at
position 36 of NPY, which resulted in a highly reduced affinity to
the Y1 receptor (100-fold), compared to modest 10-fold drop to the
Y2 receptor. [38] These results indicate that the Y receptors favour
an aromatic side-chain at residue 36, and the size could lead to Y2
receptor selectivity due to steric limitations of the Y1 receptor.

Here we describe a number of [**X]-PYY3-36 analogs; we aimed
atincreasing Y2 receptor selectivity while maintaining its potency.
This series included peptides of unnatural Phe or Tyr analogs,
which could aid in understanding the structural requirements in
the receptor binding pocket.

Materials and Methods

Materials

The organic solvents and reagents for peptide synthesis were all
of analytical reagent grade and were obtained from Iris Biotech
GmbH (Germany), except for DMF which was obtained from Sigma-
Aldrich (Denmark). TentaGel S Rink Amide resin was obtained from

Novabiochem. Milli-Q (Millipore) water was used for RP—HPLC
analyses and purifications. Human Embryonic Kidney (HEK) 293
cells (HEK293 Flp-In T-Rex) and pcDNA3.1 vector were purchased
from Invitrogen. Dulbecco’s Modified Eagle’s Medium (D-MEM),
FCS, penicillin—streptomycin solution, phosphate buffered saline
(PBS), sucrose and 99% glycerol were obtained from Sigma-Aldrich.
FUGENE 6 transfection reagent, complete protease inhibitor
cocktail tablets and BSA were purchased from Roche. 2-Amino-
2-hydroxymethyl-propane-1,3-diol (TRIS), MgCl, - 6H,0, CaCl,
and NaCl were obtained from AppliChem GmbH. (25,35)-1,4-bis-
sulfanylbutane-2,3-diol (DTT) was obtained from GE Healthcare,
and radioactive labeled agonists were purchased from Phoenix
pharmaceuticals. 96-Well filtration multiscreen HTS, DV plates
were obtained from Millipore. [*H]-myo-inositol (PT6-271) was
purchased from Amersham.

Peptide Synthesis

The peptides were prepared by automated peptide synthesis
on a Syro Il peptide synthesiser (MultiSynTech) by standard
SPPS on TentaGel S Rink Amide resin with Fmoc for protection
of N¥-amino groups. Side-chain protecting groups were tert-
butyl (Ser, Thr, Tyr), 2,2,4,6,7-pentamethyl-dihydrobenzofuran-5-
sulfonyl (Pbf, for Arg), and trityl (Trt, for Asn, GIn, His). N*-Fmoc
amino acids (4.0 equiv) were coupled using N-[(1H-benzotriazol-
1-yl)(dimethylamino)methylene]-N-methylmethanaminium hexa-
fluorophosphate N-oxide HBTU (3.8 equiv), 1-HOBt (4.0 equiv)
and N,N-DIEA (8.0 equiv) as coupling agents in DMF for
45 min, except unnatural amino acids which reacted for 120 min.
N* -Fmoc deprotection was performed using piperidine-DMF (2 : 3)
for 3 min, followed by piperidine-DMF (1 : 4) for 12 min.The peptide
amides were released from the solid support by treatment with
TFA-triethylsilane (TES)-H,O (95:2 : 3) for 2 h. The TFA solutions
were concentrated by nitrogen flow and the compounds were
precipitated with diethylether to yield the crude materials as
white powders. Purification was accomplished by preparative RP-
HPLC (Dionex Ultimate 3000 system) on a preparative column
(FeF Chemicals, 300 A 5 um C4 particles, 2.1 x 200 mm) using the
following solvent system: solvent A, water containing 0.1% TFA;
solvent B, acetonitrile containing 0.1% TFA. B gradient elution
(0-50 min: 10-60%) was applied at a flow rate of 10 ml min~'
and column effluent was monitored by UV absorbance at 215 and
254 nm simultaneously. Identification was carried out by ESI-MS
(MSQ Plus Mass Spectrometer, Thermo). The peptides were ana-
lysed by analytical HPLC (Dionex Ultimate 3000 system equipped
with a PDA UV detector or Dionex P580 pump equipped
with Waters 996 PDA and Waters 717plus autosampler) using
‘orthogonal’ eluent systems, first A-B (solvent A, water containing
0.1% TFA; solvent B, acetonitrile containing 0.1% TFA, as above),
then eluent system C-D (solvent C, 10 mm NH4OAc; solvent D,
10% 100 mm NH4OAc in AcN). First analysis; eluent system A-B
was applied on a C4 analytical column (Phenomenex, Jupiter,
300 A 5 um C4 particles, 3.9 x 150 mm) where a B gradient elution
(0-14 min: 5-100%) was applied at a flow rate of 1.0 ml min~".
Second analysis; eluent system C-D was applied onaC18 analytical
column (Phenomenex, Gemini, 110 A 3 um C18 particles, 4.60 x 50
mm) where a C gradient elution (0—14 min: 5-100%) was applied
at a flow rate of 1.0 ml min~'. Quantification and characterisation
data are given in Table 2.
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Table 2. Quantification and characterisation data of PYY3-36 and H-IKPEAPGEDASPEELNRYYASLRHYLNLVTRQR3¢X-NH, analogs
ESI-MS (m/z)? Purity (%)
Eluent Eluent

No 36x Calculated MS Found Assigned system A-BP system C-D¢

PYY3-36 Tyr 4049.46 1012.76 M + 4H]*+ 98 99
810.21 [M 4 5HP>+

1 homo-Tyr 4063.49 1016.87 M + 4H]*+ 99 99
813.36 [M + 5HP>+

2 D-Tyr 4049.46 1013.03 [M + 4H1*+ 97 97
810.40 [M + 5HP>+

3 p-fluoro-Phe 4052.44 1013.51 [M + 4H]* 99 99
810.83 [M + 5HP>+

4 p-chloro-Phe 4061.91 1017.19 M + 4H]*+ 929 29
814.17 M+ 5HI>*+

5 p-bromo-Phe 4112.36 1028.66 M + 4H]*+ 929 100
823.19 M+ 5HI>*+

6 p-iodo-Phe 4160.35 1040.09 [M + 4H1*+ 95 95
832.35 [M + 5HPP+

7 p-nitro-Phe 4078.46 1019.81 [M + 4H]*+ 96 95
816.18 [M + 5HPP

8 p-amino-Phe 4048.48 1013.12 [M + 4H]*+ 99 96
810.16 [M + 5HPP

9 m-nitro-Tyr 4094.16 1024.15 M + 4H]*+ 98 98
819.20 [M 4+ 5H>+

@ |dentified by ESI-MS on an MSQ Plus Mass Spectrometer (Dionex).

b Quantified by RP-HPLC at 215 nm. Eluent A: 0.1% TFA in H,0. Eluent B: 0.1% TFA in AcN.

¢ Quantified by RP-HPLC at 215 nm. Eluent C: 10 mM NH,;OAc. Eluent D: 10% 100mM NH4OAc in AcN.

Radioligand Displacement Assay

Cell culture and receptor expression: The SK-N-MC cells were
cultured in a 1:1 mix of HAM F12 and D-MEM 1885, containing
15% (v/v) FCS, 1% non-essential amino acids and 1% (v/v)
penicillin—streptomycin in humidified atmosphere of 5% carbon
dioxide and 95% air, at 37 °C. The HEK-derived (293 Flp-In T-Rex)
cell line was cultured in D-MEM, containing 10% (v/v) FCS and 1%
(v/v) penicillin—streptomycin. Cells were grown as monolayers in
humidified atmosphere of 5% carbon dioxide and 95% air, for 48 h
at 37 °C. Using serum-free D-MEM and FuGENE, six transfection
reagent HEK293 Flp-In T-Rex cells were transiently transfected
by pcDNA3.1 vectors which encode either the human Y2 or Y4
receptor (FUGENE 6/pcDNA3.1, 3: 1). The transfected HEK293 Flp-
In T-Rex cells were set to express the receptors in humidified
atmosphere of 5% carbon dioxide and 95% air, for another 48 h at
37°C.

Preparation of membrane fractions

The SK-N-MC and the transiently transfected HEK293 Flp-In
T-Rex cells were washed with PBS and homogenized in cold
homogenisation buffer (50 mm Tris (pH 7.5), 2.5 mm MgCly, 1.0 mm
CaCl,, 1.0 mm DTT, complete protease inhibitor cocktail (one tablet
per 50 ml buffer)). An equal amount of 0.6 M sucrose was added
to the cell-mixture. The homogenate was centrifuged (10,000 g,
10 min at 4 °C). Cell pellets were washed in washing buffer (50 mm
TRIS (pH 7.5), 2.5 mm MgCl,, 1.0 mm CaCly, complete protease
inhibitor cocktail (one tablet per 50 ml buffer), 1.0% (w/w) BSA
fraction V), and subsequently the suspensions were centrifuged
(10,000 g, 10 minat4 °C). The pellets were re-suspended in glycerol

containing binding buffer [50 mm TRIS (pH 7.5), 2.5 mm MgCl,,
1.0 mm CaCl,, complete protease inhibitor cocktail (one tablet per
50 ml buffer), 1.0% (w/w) BSA fraction V, 20% (v/v) glycerol] and
concentration was adjusted to an OD600 of 1.6.

Binding affinity

All binding experiments were performed in 96-well filtration
MultiScreen HTS, DV plates and every concentration point
was performed as triplicates. The unlabeled peptide (25 pl)
at concentrations between 10 pm and 10 um, cell membrane
suspension (3.5 pl), binding buffer (61.5ul, 50 mm TRIS, pH
7.5, 2.5 mm MgCly, 1.0 mm CaCl, complete protease inhibitor
cocktail [one tablet per 50 ml buffer), 1.0% (w/w) BSA fraction V)],
radioligand solution (10 ul; Y1R: '2°I-[3"Leu,3*Pro]-pNPY; Y2R: %°|-
PYY3-36; and Y4R: '%°|-PP; specific activity of 8001000 Ci/mol).
After 1-2 h of incubation, the assay was terminated by filtration.
Finally, the membrane-receptor ligand complexes were washed
twice in cold TRIS buffer (50 mm TRIS, pH 7.5, 2.5 mm MgCl,, 1.0 mm
CaCl,) containing 5.0 % (w/w) BSA fraction V. Bound radioactivity
was determined as counts per minute (Wallac 1470 Wizard™
Automated Gamma Counter). Binding data were analysed with
GraphPad Prism 5.0 (GraphPad Software, Inc. San Diego, CA, USA).
The displacement experiments were replicated until the standard
error of mean (S.E.M.) of — log I1Cso was below 0.1 (n = 2-5).

Functional Assay

Transfections and tissue culture: COS-7 cells were grown in D-
MEM 1885 supplemented with 10% FCS, 2 mm glutamine and
0.01 mg/ml gentamicin. Cells were transfected with 10 ug cDNA
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of wild type Y1 or Y2 receptors and 10 g cDNA of a Gae A6qi4myr
[39], using the calcium phosphate precipitation method with
chloroquine addition. The chimeric G-protein allow the Gui
coupled receptors to signal through the signal transduction
pathways known for the Gaq coupled receptors. Receptors from
the PP-fold family of peptides - the Y1 and Y2 receptors — were
cloned from a human cDNA library and expressed in a pcDNA3.1
vector.

Phosphatidylinositol turnover

One day after transfection, COS-7 cells were incubated for 24 h
with 5 uCi of [3H]-myo-inositol in 1 ml medium, washed twice in
buffer, 20 mm HEPES, pH 7.4, and were subsequently incubated in
0.5 ml buffer supplemented with 10 mm LiCl at 37 °C for 30 min.
After stimulation with various concentrations of PYY3-36 or the
syntheticanalogs for 45 minat37 °C, cells were extracted with 10%
ice-cold formic acid followed by incubation on ice for 30 min. The
generated [>Hl-inositol phosphate was purified on Bio-Rad AG 1-X8
anion-exchange resins. Determinations of each measuring point
were made in duplicates. The functional assays were replicated
three times (except PYY3-36 which was replicated four times).

Results and Discussion
Peptide Synthesis

All peptides were assembled using the Fmoc/t-Bu strategy by
automated SPPS on Rink Amide TentaGel resin. The N*-Fmoc-
protected amino acids were coupled using HBTU as coupling
reagent, DIEA as base and HOBt as additive, in DMF. Coupling
times were generally 45 min, except for the unnatural amino
acid derivatives which were coupled for 2 h. The peptides were
side-chain deprotected and simultaneously cleaved from the solid
support by a TFA cocktail containing TES and water as scavengers.
Finally, the peptides were purified by RP-HPLC and characterized
orthogonally by analytical HPLC and mass spectrometry. The final
products were obtained with >95% purity (Table 2).

Affinity and Activity Evaluation

To characterize the influence of substituting Tyr-36 with unnatural
amino acid analogs, the binding affinity of the novel PYY3-36
analogs were tested using a radioligand displacement assay
(competition binding assay) based on membranes from SK-N-
MC and HEK293 Flp-In T-Rex cell lines expressing the human
Y1, Y2 and Y4 receptor subtypes, respectively. '2°I-[3!Leu,3*Pro]-
pNPY for Y1R, '2°I-hPYY3-36 for Y2R and '?°I-hPP for Y4R were
used as radioligands. The analogs with the highest affinity and
potency for the Y2 receptor were additionally tested for their
ability to activate the Y1 and Y2 receptors. Binding affinities (ICso
values) and activation potencies (ECsq values) for the [3°X]-PYY3-36
analogs as well as native PYY3-36 are summarized in Table 3.

Structure-Affinity Relationship

PYY3-36 is highly potent but only moderately selective, whereas
all the novel peptides in this series had an increased Y receptor
selectivity. First, extending the length of the Tyr-36 side-chain
by an extra methylene moiety moves the phenol group further
away from the peptide backbone, which potentially influences the
aromatic 7 —m interaction and the hydroxyl hydrogen bonding
interactions between the receptor and the ligand in a positive
manner. [2homoTyr]-PYY3-36 (Table 3, peptide 1) lowered the
affinity more than 100-fold for the Y1 receptor, whereas only a
modest threefold drop in affinity to the Y2 receptor was observed.
These results could indicate steric restrictions in the Tyr-36 binding
pocket of the Y1 receptor, compared to the Y2 receptor. Other
explanations for the decreased Y1 receptor affinity could be due
to the side-chain of homo-Tyr having one more rotatable bond,
compared to Tyr, and hence the possibility that it binds to another
region of the Y1 receptor binding pocket.

The binding affinities of the Y-receptors were poorer when
the orientation of the side-chain of Tyr-36 was converted to the
corresponding D-analog. The binding affinity of [3**D-Tyr]-PYY3-
36 (Table 3, peptide 2) to the Y2 receptor decreased sevenfold
and basically had no affinity to the Y1 receptor (>100-fold drop).
The relative Y2 receptor affinity corresponds to that of [3D-Tyr]-
NPY, [38] but [3*D-Tyr]-PYY3-36 (Table 3, peptide 2) was far more

Table 3.
most potent Y2R agonists

Binding assay

PYY3-362 and [3®X]-PYY3-36 binding to Y receptor subtypes Y1, Y2, and Y4, in addition to functional Y1 and Y2 receptor evaluation of the

Functional assay

Y1RP Y2R¢ Y4R¢ Y1Rd Y2Rd

Peptide 36 1Cs50 [NM] 1Cs0 [NM] ICs0 [NM] ECso [nM] ECso [nM]
PYY3-36 78+1.1 0.50 £ 0.09 255429 135+ 32 76+1.6
1 homo-Tyr >1000 1.63 £ 0.44 >1000 >1000 51+6.0
2 D-Tyr >1000 3.50+0.15 >1000 nd. 36413

3 p-fluoro-Phe >1000 0.76 £ 0.02 >1000 737 +30 12+1.0
4 p-chloro-Phe 198 + 14 1.79+£0.22 >1000 >1000 52+1.6
5 p-bromo-Phe 350 4+ 101 1.67 £ 0.06 >1000 >1000 54+2.1
6 p-iodo-Phe >1000 1.65 £ 0.51 >1000 >1000 1144.0
7 p-nitro-Phe >1000 8.27 £2.85 >1000 nd. 554 4.0
8 p-amino-Phe 3884175 0.96 £ 0.32 >1000 367 4 98 11+£2.0
9 m-nitro-Tyr 246 + 87 12.0+5.9 >1000 nd. 504+ 11

@ Native peptide.

b SK-N-MC cells expressing the Y1R.

©Y2R or Y4R transfected HEK293 Flp-In T-Rex cells.
4Y1R or Y2R and Ga A6qi4myr transfected COS-7 cells.
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selective. The results above show that the position and orientation
of the aromatic side-chain relative to the peptide backbone is
very important for binding to the Y1 and Y4 receptors, but the Y2
receptor seems more tolerant of the conformational changes.

Replacing the hydroxyl group with electron-withdrawing
substituents at the para position of residue Phe-36 (Table 3,
peptides 3-7) resulted in a moderate to significant decrease
in the affinity to the Y1 receptor, in the affinity order Cl ~ Br >
F ~ | ~ NO,, but only moderate decreases in the affinity to the
Y2 receptor, in the affinity order F ~ Cl ~ Br ~ | 3> NO,. The
fact that the introduction of electron-withdrawing substituents in
the para position of Phe-36 negatively affects Y1 receptor binding
could be due to steric interactions in the active site as binding
affinity decreased with size of the substituents. As [*®Phe(p-Cl)I-
PYY3-36 (Table 3, peptide 4), [3**Phe(p-Br)]-PYY3-36 (Figure 1 and
Table 3, peptide 5) and [3°Phe(p-1)]-PYY3-36 (Table 3, peptide 6)
all bound with nanomolar affinity to the Y2 receptor, and neither
chlorine, bromine nor iodine participates in hydrogen bonding,
shows that the interaction between residue 36 of PYY3-36 and the
Y2 receptor could be influenced by van der Waals forces and 7 -
bonding. Interestingly, the fluorinated compound, [>**Phe(p-F)]-
PYY3-36, bothincreased Y1/Y2 receptor selectivity and maintained
a high affinity to the Y2 receptor (Figure 1 and Table 3, peptide
3). Hydroxyl and fluorine share several properties, in particular
polarity. [40,41] Fluorine is not a sterically demanding substituent,
given its small van der Waals radius (1.35 A) which resembles the
one of hydrogen (1.20 A). [42] Fluorine cannot donate a hydrogen
bond but may rather, due to its electronegative properties,
accept them. [41] Finally, fluorine-containing compounds cause
the substituent to be more resistant to metabolic degradation,
because of the high carbon-fluorine bond energy. [42] The fact
that [3**Phe(p-F)]-PYY3-36 (Figure 1 and Table 3, peptide 3) is a
good agonist for the Y2 receptor indicates that interactions with
the active site resembles that of PYY3-36.

Peptide 3

Exchanging the hydroxyl group of Tyr-36 with an amine, such
as that found in [*®Phe(p-NH,)]-PYY3-36 (Table 3, peptide 8),
resulted in sub-nanomolar affinity to the Y2 receptor. This amino
group is a hydroxyl isostere because the anilino amino group of
phenylalanine is not protonated at physiological pH. [3**Phe(p-
NH>)]-PYY3-36 may introduce a minor steric disturbance, as the
amino group is slightly larger than the hydroxyl group and a
reduced affinity to the Y1 and Y4 receptor subtypes was observed
(Table 3, peptide 8).

None of the peptides in this series showed improved Y4 binding
or even an affinity comparable with that of the native PYY3-36. All
[36X]-PYY3-36 analogs resulted in poor Y4 affinities above 1000 nm.
The receptor sequence homology between the Y1 and Y4 receptor
is high (42%) but comparatively it is low between the Y1 and Y2
receptor (31%). [43] Thus, a loss in Y1 receptor affinity is also likely
to lead to a decrease in Y4 receptor affinity, which is indeed what
is observed (Table 3).

Structure-Activity Relationship

All the PYY3-36 analogs were investigated for Y2 receptor activity
and the most potent analogs were additionally tested for Y1
receptor activity (Figure 2 and Table 3). The decreases in affinity
observed in competition binding studies for the PYY3-36 analogs,
compared to the native PYY3-36, were also mirrored in the
functional assay for the Y2 receptor. Only [3®homoTyr]-PYY3-
36 (Table 3, peptide 1) was slightly more affected in potency
compared to binding, as a sevenfold reduction in Y2 receptor
potency was observed compared to a threefold decrease in affinity.
This difference could be explained by a steric interference of homo-
Tyr with the conformational changes to the active state of the
receptor independent of the high affinity. [3*homoTyr]-PYY3-36
shows a small drop in Y2 receptor activity, however, it also results
in a considerable reduction in Y1 receptor activity (Table 3, peptide
1), which confirms that the introduction of one more rotatable
bond increases the Y1/Y2 receptor selectivity considerably.

Peptide 5

PYY3-36
100 - 100 -
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Figure 1. Radioligand binding curves. The binding of PYY3-36, [3°Phe(p-F)]-PYY3-36 (3) and [*®Phe(p-Br)]-PYY3-36 (5) towards the Y1 (A) and Y2

(M) receptors.

Peptide 3

Peptide 5
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Figure 2. Functional assay. The activity of PYY3-36, [*®Phe(p-F)I-PYY3-36 (3) and [3°Phe(p-Br)]-PYY3-36 (5) towards the Y1 (A) and Y2 (M) receptors.
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[*°D-Tyr]-PYY3-36 (Table 3, peptide 2), [**Phe(p-NO,)]-PYY3-36
(Table 3, peptide 7) and [3*Tyr(m-NO,)]-PYY3-36 (Table 3, peptide
9) resulted in four- to sevenfold reduction in Y2 receptor activity,
as a result these analogs were not investigated for Y1 receptor
activity.

Functional data demonstrate that [3*Phe(p-NH,)]-PYY3-36 was
slightly better accepted by the Y1 receptor than initially shown
by the binding assay. The potency of the anilino analog was
only modestly decreased for the Y1 receptor leading to a
small increase in Y1/Y2 receptor selectivity. The halogenated
compounds (Figure 2 and Table 3, peptide 3-6) as well as the
anilino analog (peptide 8, Table 3) gave Y2 receptor activities
equivalent to PYY3-36, which shows that the Y2 receptor was
fairly flexible towards substition in the para position of Phe-
36. The activity of the Y1 receptor appears to be intolerant to
even small changes in the para position of Phe-36, as shown by
the large drop in affinity for [3**Phe(p-F)]-PYY3-36 with the small
4-fluoro substituent (Table 3, peptide 3). The functional activity
studies of the chlorine, bromine and iodine analogs (Figure 2,
Table 3, peptide 4-6) confirmed that hydrogen bonding was very
importantin the ability to activate the Y1 receptor. All halogenated
PYY3-36 analogs were poor Y1 receptor activators and resulted in
major increases in Y1/Y2 receptor selectivity.

Conclusion

Previously, a significant number of PYY and NPY analogs have
been synthesized and analysed, however, the present results
show that novel compounds with Y receptor selectivity can be
developed by careful modifications of Tyr-36 in the pentapeptide
part of PYY3-36, which binds to the receptors. Selectivity was
improved using unnatural amino acid derivatives such as para
substituented phenylalanines. Analogs which were halogenated
as well as aminated in the para position of Phe-36 of PYY3-36
(3-6 and 8) maintained the high Y2 receptor potency shown by
native PYY3-36 and all the novel PYY3-36 compounds gave rise
to an increased Y1/Y2-receptor selectivity. Most profound were
the analogs where the Tyr-36 hydroxyl group was substituted
with a halogen (3-6), because of their major decreases in Y1
receptor potency, while maintaining an excellent Y2-receptor
affinity and activity. C-terminal Tyr modified PYY3-36 analogs with
sub-nanomolar affinity to the Y2 receptor and simultaneously
high Y1/Y2 receptor selectivity have not, to our knowledge, been
reported in literature. We believe the insights gained in this study
will be useful for the development of potential drug candidates
derived from PYY3-36 for the treatment of obesity.
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