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Several B-secretase inhibitors were designed based on hydroxyethylamine dipeptide isostere (HDI) structures and
were synthesized by a methodology using the aza-Payne rearragement and O,N-acyl transfer reactions to study
their structure—activity relationships. Among these pseudopeptides, effective compounds were developed as the
first B-secretase inhibitors containing the HDI transition state mimic with potent enzyme inhibitory activity

(IC5, < 100 nM).

Introduction

The accumulation of B-amyloid peptide (AP) in the brain
is thought to be a primary cause for the progression of
Alzheimer’s disease (AD).' Since AP is generated from the
cleavage of B-amyloid precursor protein (APP) by proteolytic
enzymes, - and y-secr‘::tase's,2 these two secretases represent
potential therapeutic targets. The identification of B-secretase’
prompted us to develop effective inhibitors against this enzyme.
B-Secretase belongs to an aspartyl protease family, similar to
HIV protease. The efficacy of hydroxyethylamine dipeptide
isosteres (HDIs) as the enzyme-substrate transition state
mimic structure at the position P,—P; of aspartyl protease
inhibitors has been well documented.* To date, B-secretase
inhibitors, which contain statine- and hydroxyethylene-type
dipeptide isosteres at the position P,—P;, have been reported
by Tung et al’ and Ghosh et al.’® respectively. Thus, we
have been engaged in investigating whether pseudopeptides
containing the HDI structure at the position P,—P; show
B-secretase inhibitory activity. Recently, we reported useful
methodology utilizing the aza-Payne rearrangement’ and
O,N-intramolecular acyl transfer® reactions for the solid-phase
synthesis of HDI-containing peptidomimetics (Scheme 1).° An

N-2.4,6,-trimethylphenylsulfonyl (Mts)-protected (and activ-
ated) aziridine 1, which is prepared from D-serine, is converted
to an epoxy amine 2 by the aza-Payne rearrangement reaction
using NaH in THF. Reaction of 2 with the resin-bound
protected Peptide 1 in Pr'OH-DIPEA followed by (Boc),O
treatment yields an HDI-containing peptidyl resin 3, via the
regioselective S2 ring-opening reaction at position 3 of 2.
Esterification of the secondary hydroxy group of 3 with an
N“Fmoc-protected amino acid affords an O-acylated com-
pound followed by Fmoc-based solid-phase peptide synthesis.
Treatment of the resin-bound protected O-acyl peptide 4 with 1
M TMSBr-thioanisole/TFA yields the deprotected compound
5. Subsequent O,N-intramolecular acyl transfer reaction by
incubation in phosphate buffer at pH 7.4 affords the corre-
sponding N-acyl compound 6, which is the desired HDI-
containing peptidomimetic. Herein, refinement of this meth-
odology in terms of chemical yields was attempted and its
applicability to the synthesis of relatively large peptidomimetics
was examined in detail. Furthermore, several substrate-based
B-secretase inhibitors that contain the HDI transition state
mimic were designed and synthesized utilizing the above
methodology. The structure—activity relationships (SAR) of the
synthetic inhibitors are also discussed.
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o Scheme 1 An N-terminal NH of Peptide 1 and a C-terminal CO of Peptide 2 are intentionally shown for easy understanding.
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Table 1 Examination of esterification of the secondary hydroxy group
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Entry Reagents“ Solvents Time/h Yield (%)°
1 DIPCDI (5 equiv.), DMAP (0.3 equiv.) CH,Cl,, DMF* 15 641
2 MSNT (5 equiv.), NMI (20 equiv.) CH,(Cl, 4 69°¢
3 MSNT (15 equiv.), NMI (60 equiv.) CH,Cl, 4 96
4 MSNT (30 equiv.), NMI (60 equiv.) CH,(Cl, 4 quant.
5 DIPCDI (15 equiv.), DMAP (0.3 equiv.) CH,Cl,, DMF* 4 97
6 DIPCDI (15 equiv.), DMAP (0.3 equiv.) DMF 4 0
7 DIPCDI (15 equiv.), DMAP (0.3 equiv.) CH,Cl, 4 quant./
8 DIPCDI (15 equiv.), DMAP (0.3 equiv.) CH,(Cl, 8 quant.
9 DIPCDI (15 equiv.), DMAP (0.1 equiv.) CH,Cl, 4 90¢
10 DIPCDI (15 equiv.), DMAP (0.2 equiv.) CH,(Cl, 4 quant.”

“ Fmoc-Asn(Trt)-OH (equimoler with DIPCDI or MSNT) was used. ® Yields were calculated based on HPLC peak areas of crude deprotected-
cleaved peptides having Fmoc and Mts groups after 95% TFA treatment of products. These contain the yields of an epimer of 8. < CH,Cl, : DMF =
9: 1 (v/v). ¢ Epimerization detected by HPLC analysis, 11%. ¢ Epimerization 32%./ Epimerization 17%. ¢ Epimerization 11%. " Epimerization 15%.

Results and discussion
Examination of the esterification conditions

The overall chemical yields of HDI-containing peptidomi-
metics composed of 4-7 amino acid residues were relatively low
in the previous study (6-15%).° In order to improve the esterifi-
cation step of the secondary hydroxy group of 3, which is
thought to have low reactivity, conversion of a model pseudo-
peptide resin 7 into 8 was examined with several coupling con-
ditions (see Table 1, A Rink-Amide-CLEAR resin '° was used as
a solid support.). Reaction of 7 with Fmoc-Asn(Trt)-OH
(5 equiv.), N,N'-diisopropylcarbodiimide (DIPCDI) (5 equiv.)
and DMAP (0.3 equiv.) in CH,Cl,-DMF (9 : 1 (v/v)) at room
temp. for 15 h, under the conditions in the previous paper,’
did not afford a sufficient yield of 8 (64%) accompanied with
11% epimerization (entry 1). Reaction using 1-(2-mesityl-
enesulfonyl)-3-nitro-1,2,4-triazole (MSNT) (5 equiv.) and
N-methylimidazole (NMI) (20 equiv.) in CH,Cl,'! at room
temp. for 4 h caused relatively high (32%) epimerization in spite
of a similar yield (entry 2), while use of MSNT (15-30 equiv.)
and NMI (60 equiv.) significantly improved chemical yields.
Several reaction conditions using DIPCDI (15 equiv.) and
DMAP (0.1-0.3 equiv.) in CH,Cl, and/or DMF (entry 5-10)
were tested to investigate whether CH,Cl, is preferred to
DMF as a solvent, providing that the esterification is com-
pletely performed with DIPCDI (15 equiv.) and DMAP (0.2—
0.3 equiv.) in CH,Cl, for 4 h, but accompanied with 15-17 %
epimerization.

Examination as to whether the diketopiperazine formation occurs

Next, we examined whether this methodology can be applied to
the synthesis of longer peptidomimetics, which is likely to
involve diketopiperazine formation in elongation of the peptide
chain from the secondary hydroxy group. A model peptide resin
9, derived from 8 by coupling with Fmoc—Val-OH, was treated
by 20% (v/v) piperidine-DMF followed by coupling with
Fmoc-Glu(OBu')-OH (Scheme 2). However, HPLC analysis of
the deprotected-cleaved sample having Fmoc and Mts groups
revealed that regeneration of 7 by formation of diketopiper-
azine 11 did not occur practically and that the chain elongation
from the secondary hydroxy group was successfully achieved

by the usual solid-phase peptide synthesis since the above
reactions yielded only the desired product 10.

Design and synthesis

Since it has been reported that the P, —P; or P, P, residues in
the C-terminal part of the compounds are essential for the
intrinsic B-secretase inhibitory activity,® the length of the
C-terminal part of the target compounds was fixed at P;—P,.
Compounds with various lengths of peptide chains in the
N-terminal section were prepared to examine their biological
effect. Based on the preferred residues for the -secretase cleav-
age of the substrate at each position P,—P,,"* the compound
sequences were determined (Table 2). In TK-4-9, the amino
acid residues of positions Ps—P,, were derived from the
sequence of APP. In TK-10, 11 and 12, the second-preferred
residues were adopted at the positions P,, P, and P,, respect-
ively. These compounds containing the HDI unit were syn-
thesized by the refined methodology (Scheme 1) using the
esterification condition of entry 10 in Table 1. The unfavourable
dropout of dipeptide from the secondary hydroxy group by the
diketopiperazine formation was not observed in the synthesis
of TK-3-12. The synthetic yields were improved compared with
the previous study: The overall yields of 6-10 residue peptides
(TK-1-5 and TK-10-12) were 17-25% except for TK-10. It is
reasonable that the elongation of the peptide chain caused a
marked decrease in yields (TK-8, 9).

Biological evaluation

B-Secretase inhibitory activity of the synthetic compounds was
evaluated by the homogeneous time-resolving fluorescent
(HTRF) assay'® (Table 2). The shortest compound, TK-1,
which contains only the P,—P,. residues, did not show detectable
inhibitory activity, whereas the addition of the P;-residue
resulted in potency enhancement (TK-2, IC, = 0.24 uM), sug-
gesting that P,—Ile is a critical residue. TK-2-9 showed signifi-
cant inhibitory activity (ICs, < 1.2 uM). The potency of TK-3
was 4-fold stronger than that of a statine-based inhibitor
reported by Tung et al.,’® while the molecular size of TK-3
(MW 962) is much smaller than that of the statine-based inhibi-
tor (MW 1652). It is noted that the Ps—P,, residues can be
removed without reduction in potency, and that the adoption
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Scheme 2 Reagents: i, 20% (v/v) piperidine-DMF; ii, Fmoc-Val-OH, DIPCDI, N-hydroxybenzotriazole (HOBt); iii, Fmoc—Glu(OBu')-OH,

DIPCDI, HOBt.

Table 2  Structures of synthetic pseudopeptides, their overall yields and inhibitory activity against B-secretase

[0}
Peptide 2 )LN N/Met—Val—Leu—ASp—NHz
H = H
OH
Compound Peptide 2 Yield (%) 1Cs/uM
TK-1 H-Asp- 25 >100
TK-2 H-Tle-Asp— 20 0.24
TK-3 H-Glu-Ile-Asp- 17 0.082
TK-4 H-Ser—Glu-Ile-Asp— 18 1.2
TK-5 H-Ile-Ser—Glu-Ile-Asp— 24 0.68
TK-6 H-Glu-Ile-Ser-Glu-Ile-Asp— 11 0.40
TK-7 H-Glu-Glu-Ile-Ser-Glu-Ile-Asp— 13 0.22
TK-8 H-Thr-Glu-Glu-Ile-Ser-Glu-Ile-Asp— 9.0 0.63
TK-9 H-Lys-Thr-Glu-Glu-Ile-Ser-Glu-Ile-Asp— 6.9 0.84
TK-10 H-Glu-Ile-Asn— 4.8 0.38
TK-11 H-Glu-Val-Asp- 23 0.21
TK-12 H-GlIn-Ile-Asp- 18 0.24
Statine-based inhibitor’ 0.38

0]
Ps 4
H-Lys-Thr-Glu-Glu-lle-Ser-Glu-Val-Asn H e ~Val-Ala-Glu-Phe-OH
OH O

Statine-based inhibitor

“1Cs, values are based on inhibitory activity against B-secretase. * Peptide Institute, Inc.5

of the HDI unit as the enzyme-substrate transition state mimic
structure led to the development of B-secretase inhibitors, as in
the case of statine- and hydroxyethylene-type dipeptide iso-
steres. The replacement of the P,, P; or P, residue by the corre-
sponding second-preferred residue caused significant loss of
potency (TK-10-12), suggesting that the enzyme has high pref-
erence at positions P,, P, and P, for Asp, Ile and Glu,
respectively.
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Next, TK-13-21 were prepared in a similar way for Ala
scan studies through the sequence of TK-3 and SAR studies by
deletion from the C-terminus (Table 3). The Ala scan revealed
that the order of importance of each subsite residue for 3-secre-
tase inhibitory activity is the following: P;-Ile > P,—Val >
P,Glu > P;—Leu > P,-Asp > P,—Met > P,—Asp. The Ala-
substitution for P;-Ile (TK-14) caused a marked decrease in
potency compared with the Val-substitution (TK-11), whereas



Table 3 Structures of synthetic pseudopeptides with Ala-substitution and C-terminal truncation of TK-3, their overall yields and inhibitory

I /’f;\
)LN § N
H B H
OH

activity against [3-secretase

Peptide 2 Peptide 1
Compound Peptide 2 Peptide 1 Yield (%) 1Cso/uM
TK-3 H-Glu-Ile-Asp- —Met-Val-Leu-Asp-NH, 0.049
TK-13 H-Ala-1le-Asp— —Met—Val-Leu-Asp—NH, 20 0.42
TK-14 H-Glu-Ala—Asp- —Met-Val-Leu-Asp-NH, 12 1.2
TK-15 H-Glu-Ile-Ala— —Met—Val-Leu-Asp—NH, 9.0 0.090
TK-16 H-Glu-Ile-Asp- —Ala—Val-Leu-Asp-NH, 19 0.078
TK-17 H-Glu-Ile-Asp— —Met-Ala—Leu-Asp-NH, 16 0.47
TK-18 H-Glu-Ile-Asp- —Met-Val-Ala—Asp-NH, 21 0.16
TK-19 H-Glu-Ile-Asp— —Met-Val-Leu-A4/a—NH, 16 0.047
TK-20 H-Glu-Ile-Asp- —Met-Val-Leu-NH, 20 0.087
TK-21 H-Glu-Ile-Asp— —Met-Val-NH, 17 0.71
Statine-based inhibitor 0.26

the Ala- and Asn-substitutions for P,—Asp (TK-15 and TK-10,
respectively) resulted in slight loss of potency. The Ala-substi-
tutions at the P, and P, sites (TK-15 and TK-16, respectively)
did not cause significant decrease in B-secretase inhibitory
activity in spite of the proximity of the HDI central core (the
center of the enzyme recognition site). The Ala-replacement
and the removal of P,—~Asp (TK-19 and TK-20, respectively)
revealed the dispensability of this residue, whereas the trunca-
tion of the P;—P, residues (TK-21) disclosed the importance of
P,—Leu.

In conclusion, the synthetic procedure of HDI-containing
pseudopeptides, previously reported by us,® was refined,
and the procedure was proven to be applicable to the synthesis
of relatively large peptidomimetics. Furthermore, several
[-secretase inhibitors were synthesized by the above procedure
to find useful leads, such as TK-3 and TK-19, which have
potent enzyme inhibitory activity (ICs, < 100 nM). These com-
pounds are the first B-secretase inhibitors containing the HDI
structure. Of note, the HDI unit can be also adopted as the
transition state mimic structures for B-secretase inhibitors, in
addition of statine- and hydroxyethylamine-type isosters. The
present results in the SAR study will give rise to the rational
design and synthesis of a new type of B-secretase inhibitors.

Experimental

General

HPLC solvents were H,0 and CH;CN, both containing
0.1% (v/v) TFA. For analytical HPLC, a Cosmosil 5C18-AR
column (4.6 X 250 mm, Nacalai Tesque Inc., Kyoto, Japan) was
eluted with a linear gradient of CH;CN at a flow rate of 1 mL
min~' on a Waters™ 717 plus autosampler (Nihon Millipore,
Ltd., Tokyo, Japan) equipped with a Hitachi D-2500 chromato-
integrator (Tokyo, Japan). Preparative HPLC was performed
on a Waters Delta Prep 4000 equipped with a Cosmosil 5C18-
AR column (20 X 250 mm, Nacalai Tesque Inc.) using a
linear gradient of CH,CN at a flow rate of 15 mL min~"'. Ion-
spray (IS)-mass spectra was obtained with a Sciex APIIIIE
triple quadrupole mass spectrometer (Toronto, Canada).
Optical rotation of a compound in aqueous solution was
measured with a Horiba high-sensitive polarimeter SEPA-200
(Kyoto, Japan). Fmoc-protected amino acids were purchased
from Watanabe Chemical Industries, Ltd. (Hiroshima, Japan)
or Calbiochem-Novabiochem Japan, Ltd. (Tokyo, Japan). A
Rink-Amide-CLEAR resin was purchased from Peptide
Institute, Inc. (Osaka, Japan). The statine-based inhibitor
reported by Tung et al.>® was purchased from Peptide Institute,
Inc. All the other chemicals were purchased from either Nacalai

Tesque Inc. or Wako Pure Chemical Industries, Ltd. (Osaka,
Japan).

Resin-bound compound 8 and its deprotected pseudopeptides
(examination of esterification of the secondary hydroxy group,
entry 10 in Table 1)

A model pseudopeptide resin 7 (20 mg, 8.0 umol), which was
previously prepared,” was treated with Fmoc-Asn(Trt)-OH
(72 mg, 120 umol), DIPCDI (19 pL, 120 pmol) and DMAP
(200 pg, 1.6 umol) in CH,CI, (1 mL) at room temperature for
4 h. After washing the resin with CHCI; (10 mL X 5) and
drying in vacuo, the resin 8 was treated with aqueous 95% TFA
(1 mL) at room temp. for 2 h, followed by removal of the resin
with filtration. The filtrate was concentrated under reduced
pressure, and ice-cold dry diethyl ether (5 mL) was added to the
residue. The resulting powder was collected by centrifugation,
washed with diethyl ether (S mL X 3), and then dissolved in 1 M
AcOH-MeOH (1 : 1 (v/v)) (2 mL). 10 pL of the solution was
analyzed by analytical HPLC with a linear gradient of CH;CN
(30-70%, 30 min) and with an isocratic mode of CH;CN (46%).
HPLC peaks of deprotected compounds (Fmoc and Mts
groups were retained) derived from 7 and 8 were identified by
the IS-MS analysis. Their amounts were quantified from the
corresponding peak areas.

Resin-bound compound 10 and its deprotected pseudopeptide
(examination as to whether the diketopiperazine formation
occurs)

A model pseudopeptide resin 9 (140 mg, 50 umol) was normally
treated with 20% (v/v) piperidine-DMF followed by standard
coupling of Fmoc-Glu(OBu)-OH (3 equiv.) with DIPCDI
(3 equiv.)-HOBt (3 equiv.). The obtained resin 10 was
treated with aqueous 95% TFA (5 mL) to afford the corre-
sponding deprotected-cleaved compound, which was analyzed
by analytical HPLC with a linear gradient of CH;CN (30-60%,
30 min) in a similar way as described in the Resin-bound com-
pound 8 and its deprotected psedopeptides. An HPLC peak of
deprotected compound of 10 (Fmoc and Mts groups was
retained) was identified by the IS-MS analysis. An HPLC peak
corresponding to deprotected compound of 7 was not detected.

TK-5 (representative compound of TK-1-21)

The protected TK-5 resin was manually constructed according
to Scheme 1 (compound 1 to 4) using the esterification condi-
tion of entry 10 in Table 1 on a Rink-Amide-CLEAR resin
(0.40 mmol g~', 0.2 mmol scale). The obtained TK-5 resin
(N*-Fmoc-deprotected, 9.2 pumol) was treated with 1 M
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Table 4 Characterization data of the synthetic compounds (TK-1-21)

IS-MS (M + H)"

Compound [alp ¢(H,0) Temp./°C Formula Found Caled
TK-1 18.2 0.055 30 C;;Hs6N,04S 721.0 720.4
TK-2 19.6 0.051 30 C;,HgNgOy, S 834.0 833.5
TK-3 40.8 0.049 30 Cy,HNgO S 963.0 962.5
TK-4 —38.5 0.052 31 C,4sH7oN,046S 1050.0 1049.6
TK-5 0.00 0.058 31 Cs;HgoN,;,04,S 1163.5 1162.6
TK-6 -222 0.045 31 Cs6HoyN1,0,0S 1292.0 1291.7
TK-7 —218 0.055 31 Ce1H 04N 130,38 1421.5 1420.7
TK-8 200 0.045 31 CesHy11N 14,0558 1522.5 1521.8
TK-9 0.00 0.068 31 C;,H 24N 150,68 1652.0 1648.9
TK-10 47.6 0.021 31 C4H7sNO43S 962.0 961.5
TK-11 —69.0 0.058 31 CyH,,NgO (S 949.5 948.5
TK-12 —40.0 0.050 31 C4H7sNO43S 962.0 961.5
TK-13 —164 0.110 23 CyoH,NgO,S 904.5 904.5
TK-14 —35.7 0.112 24 C;3oHgNgO S 921.0 920.5
TK-15 —58.3 0.103 25 CyH4NoO,S 920.0 918.5
TK-16 =55.0 0.109 25 CyoH7oNoO 4y 903.5 902.5
TK-17 —18.5 0.108 25 CyoH7oNgO S 936.0 934.5
TK-18 53.1 0.113 25 C;3oHgNgO S 921.5 920.5
TK-19 9.52 0.105 25 CyH4NoO,S 919.0 918.5
TK-20 29.1 0.103 26 C;3HgoNgOy, S 849.0 847.5
TK-21 —63.6 0.110 26 C;,HssN,O S 735.5 734.4

TMSBr—thioanisole-TFA (2 mL) in the presence of m-cresol
(80 uL) at 0 °C for 15 h, followed by removal of the resin with
filtration. The filtrate was concentrated under reduced pressure,
and ice-cold dry diethyl ether (10 mL) was added to the residue.
The resulting powder was collected by centrifugation, washed
with diethyl ether (10 mL X 3), and then dissolved in phosphate
buffer (pH 7.4, 1 mL) at 0 °C to perform the O,N-acyl transfer
reaction. After 30 min incubation, the crude product solution
was purified by preparative HPLC and lyophilized to give a
white powder of compound TK-5: yield 3.1 mg (overall 24%
based on the Rink-Amide-CLEAR resin). The side product
derived from epimerization in the esterification was eliminated
by preparative HPLC at the final step.

Characterisation data of all the synthetic pseudopeptides
(TK-1-21) are shown in Table 4.

p-Secretase inhibition assay

An aqueous 300 mM AcONa, pH 4.5 assay buffer was used. To
the mixture of human recombinant -secretase (residues 1-460,
R & D Systems Inc., Minneapolis, MN, USA) (44 ng 10 uL ™)
and various concentrations of test compounds (100 nmol, 10
pL) was added a modified B-secretase substrate based on the
Swedish APP mutant sequence* (SEVNLDAEFRKRR-NH,)
(10 uL), and the mixture was incubated at 23 °C for 1 h followed
by quenching with 1.2 M K,HPO, (pH 10, 10 pL). B-Secretase
inhibitory activity was determined by the HTRF method."
Details of this assay will be described elsewhere.
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