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Cysteine cathepsins play an important role in many (patho)physiological conditions. Among them,
cathepsins L, S, K and B are subjects of several drug discovery programs. Besides their role as drug targets,
cysteine cathepsins are additionally considered to be possible biomarkers for inflammation and cancer.
Herein, we describe the design, synthesis, biological evaluation and spectral properties of fluorescently

labeled dipeptide- and azadipeptide nitriles.
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Cysteine cathepsins belong to the subfamily of papain-like pro-
teases exhibiting a high degree of homology. Eleven human cys-
teine cathepsins have been described. They are involved in many
(patho)physiological processes such as bone remodeling, antigen
presentation, osteoporosis, autoimmune disorders, and cancer.!
Therefore, cathepsins represent important targets for new thera-
peutic strategies. Among them, cathepsins L, S, K and B are subjects
of several drug discovery programs.?

Inhibitors of cathepsins are mainly peptidic or peptidomimetic
structures containing electrophilic groups for covalent interactions
with the active-site cysteine. Nitrile-based inhibitors have received
the most attention in the current research.?> Recently, we have re-
ported on the development of azadipeptide nitriles as highly po-
tent and non-selective inhibitors of cysteine cathepsins with K;
values in picomolar range, which additionally exhibited antimalar-
ial activities.*> Moreover, using the example of cathepsin K, an ap-
proach towards developing selective azadipeptide nitriles by
structural optimization of the inhibitor scaffold was demon-
strated.®” Loh et al. described peptide conjugates of azadipeptide
nitriles to achieve organelle-specific delivery.®

Besides their role as possible drug targets, cysteine cathepsins
are considered to be possible biomarkers for certain pathological
conditions including inflammation and cancer.®~'“ Therefore, there
is a need for sensitive methods to label cathepsins for diagnostic
and research proposals.’>~2° Recently, ‘activity-based’ probes, con-
taining an azadipeptide nitrile scaffold, were developed for rhodes-
ain from Trypanosoma brucei.?!
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Herein we describe the synthesis, biological evaluation and
spectral properties of novel fluorescent dipeptide- and azadipep-
tide nitriles which can prospectively be used to label cysteine
cathepsins. The design was focused on cathepsin K as the target
protease, as this enzyme is of particular therapeutic and diagnostic
importance.?

First, the coumarin derivative 2 was synthesized as a fluorescent
reporter by the reaction of 4-diethylamino-2-hydroxy-benzaldehyde
with isopropylidene malonate in the presence of piperidinium
acetate (Scheme 1).22 Compound 1 and dansyl chloride 3 were
commercially available.

Next, the homocycloleucyl-glycine nitrile scaffold 6 was synthe-
sized as shown in Scheme 2. The Cbz-protected homocycloleucine
4 was reacted with oxalyl chloride in the presence of a catalytic
amount of DMF to obtain homocycloleucine-NCA 5 in high yield
and purity. Compound 5 was heated with aminoacetonitrile lead-
ing to the dipeptide nitrile 6. Finally, the free amino group of 6
was converted with dansyl chloride 3 and the coumarin derivative
2 to obtain the fluorescently labeled dipeptide nitriles 7 and 8,
respectively (Scheme 2). As expected, the amino group of 6 showed
a decreased reactivity due to the gem-dialkyl effect operative in
homocycloleucine derivatives.”?* Accordingly, the target com-
pounds 7 and 8 were isolated by chromatographic separation only
in low yields of 36% and 20%, respectively.

The fluorescently labeled compound 8 exhibited better kinetic
properties than 7 with respect to cathepsin K inhibition. In order
to extend the residence time of the inhibitor, 8 was chosen for a
Ca/N exchange in the P1 amino acid. From previous studies, it
could be expected that the resulting azadipeptide nitrile forms a
slowly dissociating enzyme-inhibitor complex.*® The design of
the corresponding azadipeptide nitrile 12 is shown in Scheme 3.
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Scheme 1. Synthesis of the coumarin derivative 2. (a) isopropylidene malonate, piperidinium acetate, EtOH, rt to A.
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Scheme 2. Synthesis of fluorescently labeled dipeptide nitriles 7 and 8. (a) (COCl),, CH,Cl», DMF, rt; (b) H;NCH>CN x H,SO4, THF, DIPEA, 100 °C; (c) compound 3, Et; N, THF, rt
then A; (d) compound 2, EDC, DIPEA, THF, rt.
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Scheme 3. Synthesis of the fluorescently labeled azadipeptide nitrile 12. (a) 1. EDC, DMAP, THF, rt; 2. (NHMe), x 2HCI, Et3N, rt; (b) Pd/C, H,, MeOH, rt; (c) compound 2, EDC,
DMAP, THF, rt; (d) BrCN, NaOAc, MeOH, rt.
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Figure 1. (a) Monitoring of the human cathepsin B-catalyzed hydrolysis of Z-Arg-Arg-pNA (500 pM) in the presence of increasing concentrations of compound 7 (@, 0; @,
2uM; @ 4 uM; ©, 6 uM; @, 8 uM; @, 10 uM). The linear progress curves indicate a fast-binding behavior of the inhibitor; (b) Monitoring of the human cathepsin B-catalyzed
hydrolysis of Z-Arg-Arg-pNA (500 uM) in the presence of increasing concentrations of the slow-binding inhibitor 12 (@, 0; @, 2 uM; @, 4 uM; @, 6 uM; @, 8 uM; @, 10 uM).
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Table 1
K; values of compounds 7, 8, and 12
Compd K; (uM)?
CatL Cat S Cat K CatB
7 >40 6.6+13 0.88+0.18 >40
8 18+2 84+15 0.23+0.02 >40
12 0.76 +0.08" 0.75+0.03 0.019 £ 0.002 0.14+0.01

@ For cathepsin assays, see the Supplementary data. Compounds 7, 8 and 12 were
tested in duplicate measurements with five different inhibitor concentrations. The
reactions were followed over 10 min for fast-binding inhibitors 7 and 8. Reactions
with compound 12 displaying a slow-binding behavior were followed over 80 min.

" The enzymatic reaction was started by addition of chromogenic substrate after
30 min preincubation of cathepsin L with compound 12. The progress curves were
analyzed by linear regression over 10 min.

Table 2
kon and kg values of 12

kon (x10°M~1s71) ko (x1073571)

Cat L n.d.® nd.

CatS 0.49 £ 0.09 0.37 £0.08
Cat K 93+1.7 0.18 £ 0.04
Cat B 0.32+£0.03 0.045 £ 0.005

¢ Not determined.
P For [12] =30 UM, a ks value could not be obtained by non-linear regression.
Therefore, a limit kops(1+[S]/Km)/[1] < 1.0 x 10> M~! s~! was estimated.

Table 3
Jex and Jem of compounds 7, 8 and 12 (10 uM, 1% DMSO)

Compd hex(hem) (NM)

CH,(Cl, MeOH H,0
7 343(494, 522) 340(534) 328(566)
8 423(458) 422(470) 433(486)°
12 423(458) 423(468) 434(482)

¢ The absorption and emission spectra of 8 in H,O + 1% DMSO were recorded with
a final concentration of 1 UM (see the Supplementary data).
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The Cbz-protected homocycloleucine 4 was activated with EDC
and DMAP and reacted with 1,2-dimethylhydrazine to obtain the
dimethylhydrazide 9. The Cbz protecting group was hydrogenolyt-
ically removed producing the building block 10 which was coupled
with the fluorescent reporter 2 using an EDC/DMAP procedure. In
the final step, the obtained 1,2-dimethylhydrazide derivative 11
was converted to the azadipeptide nitrile 12 by the reaction with
cyanogen bromide. Compound 12 was obtained in 19% yield after
column chromatography.

The fluorescent probes 7, 8 and 12 were evaluated on human
cathepsins L, S, K and B using chromogenic or fluorogenic peptides
as substrates. While the dipeptide nitriles 7 and 8 exhibited a fast-
binding behavior, the aza-analogous counterpart 12 was a slow-
binding inhibitor (Fig. 1). In general, compounds 7, 8 and 12
showed a slight preference for cathepsin K over cathepsins L, S
and B (Table 1). Such a profile was expected, since homocycloleu-
cine was established to be an optimized P2 moiety prone to favor-
able interaction with the S2 binding pocket of cathepsin K.2>*4

The K; values of dipeptide nitriles 7 and 8 on cathepsin K were
in the nanomolar range. Compound 7 was ca. 8-45-fold selective
for cathepsin K over cathepsins L, S and B. Compound 8 showed
a better selectivity (ca. 40-170-fold). Furthermore, the replace-
ment of the a-carbon in compound 8 by a nitrogen atom, leading
to the corresponding azadipeptide nitrile 12, resulted in a ca. 10-
fold improvement of the inhibitory activity toward cathepsin K
(0.23 uM versus 0.019 uM). The fluorescent probe 12 exhibited
an approximately 40-fold selectivity for cathepsin K over cathep-
sins L and S and was only moderately selective for cathepsin K over
cathepsin B. Due to the slow-binding behavior of 12, k,, and kg
values could be additionally calculated for this compound (Table
2). From the ko values, half life periods of the corresponding cova-
lent isothiosemicarbazide adducts of 12 with cathepsins S, K und B
were calculated to be in the range of 0.5-4 h.

The absorption and emission spectra of the fluorescently la-
beled dipeptide nitriles 7 and 8 and the corresponding azadipep-
tide nitrile 12 were recorded in different solvents to study their
spectral properties (Table 3). The fluorescence of compounds 7, 8
and 12 was quenched by methanol and water, as it is exemplarily
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Figure 2. Emission spectra of 12 (10 uM, 1% DMSO) in CH,Cl, (@, Zex = 423 nm), MeOH (@, /ex =423 nm) and H,0 (@, /ex = 434 nm). The insert above shows the magnified
emission spectra in MeOH and H,O. In the insert below, normalized excitation (®) and emission (@) spectra of 12 (10 uM, 1% DMSO) in CH,Cl, are depicted.
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shown for the azadipeptide nitrile 12 (Fig. 2). Compound 7, con-
taining the well-established dansyl fluorophore, showed a remark-
able Stoke shift but weaker fluorescence intensities than 8 and 12
in the three solvents (for the absorption and emission spectra of 7
and 8, see the Supplementary data). The derivatives 8 and 12 are
equipped with the 7-(diethylamino)coumarin-3-carboxamide moi-
ety. This coumarin represents an established fluorescent reporter
which was utilized in several ‘activity-based’ probes and sensors.
Such molecules have been applied to study the cellular distribution
of drugs,?>=?7 or the transport of antimycotic compounds through
the fungus.?® This coumarin was also employed as the fluorescent
component of a target-directed probe for the molecular chaperone
Hsc70,2° and of sensors for cellular caspase-3 and protein kinase
activities.>*3! Moreover, N-(2-(1-maleimidyl)ethyl)-7-(diethylamino)
coumarin-3-carboxamide (MDCC) serves as a common thiol reac-
tive agent for protein labeling.3233

In summary, the fluorescently labeled dipeptide nitriles 7 and 8
were synthesized and their inhibitory activities were evaluated on
human cysteine cathepsins. Compounds 7 and 8 exhibited a fast-
binding kinetic type and were active against cathepsin K with K;
values in the nanomolar range. Furthermore, they showed a slight
selectivity for cathepsin K over cathepsins L, S and B. Compound 8
was converted in the corresponding azadipeptide nitrile 12 by
Co/N exchange of the P1 amino acid. The highly potent, slow-binding
inhibitor 12 was ca. 10-fold more active on cathepsin K than the
dipeptide nitrile 8. The spectral properties of 12 were studied in
different solvents. In future studies, the developed fluorescent
probe 12 will be examined for its suitability to label cathepsin K
for diagnostic and research purposes.

Supplementary data
Supplementary data associated with this article can be found, in

the online version, at http://dx.doi.org/10.1016/j.bmcl.2012.09.
086.

References and notes

—_

Lecaille, F.; Kaleta, J.; Bromme, D. Chem. Rev. 2002, 102, 4459.

2. Frizler, M.; Stirnberg, M.; Sisay, M. T.; Giitschow, M. Curr. Top. Med. Chem. 2010,

10, 294.

Black, W. C. Curr. Top. Med. Chem. 2010, 10, 745.

4, Loser, R.; Frizler, M.; Schilling, K.; Glitschow, M. Angew. Chem. Int. Ed. 2008, 47,
4331.

5. Loser, R.; Gut, J.; Rosenthal, P. ].; Frizler, M.; Giitschow, M.; Andrews, K. T.

Bioorg. Med. Chem. Lett. 2010, 20, 252.

w

© 0N

10.

18.
19.
20.
21.
22.

. Jung, M. E.; Piizzi, G. Chem. Rev. 2005, 105, 1735.
24,

25.

26.

27.
28.
29.
30.
31.
32.

33.

M. Frizler et al./Bioorg. Med. Chem. Lett. 22 (2012) 7715-7718

Frizler, M.; Lohr, F.; Furtmann, N.; Klds, J.; Glitschow, M. J. Med. Chem. 2011, 54,
396.

Frizler, M.; Lohr, F.; Lilsdorff, M.; Glitschow, M. Chem. Eur. J. 2011, 17, 11419.
Loh, Y.; Shi, H.; Hu, M.; Yao, S. Q. Chem. Commun. 2010, 46, 8407.

Skoumal, M.; Haberhauer, G.; Kolarz, G.; Hawa, G.; Woloszczuk, W.; Klingler, A.
Arthritis Res. Ther. 2005, 7, R65.

Skoumal, M.; Haberhauer, G.; Kolarz, G.; Hawa, G.; Woloszczuk, W.; Klingler,
A.; Varga, F.; Klaushofer, K. Rheumatol. Int. 2008, 28, 637.

. Liu, Y.; Li, X.; Peng, D.; Tan, Z.; Liy, H.; Qing, Y.; Xue, Y.; Shi, G. P. Am. J. Cardiol.

2009, 103, 476.

. Gormley, J. A.; Hegarty, S. M.; O'Grady, A.; Stevenson, M. R.; Burden, R. E.;

Barrett, H. L.; Scott, C. J.; Johnston, ]. A.; Wilson, R. H.; Kay, E. W.; Johnston, P.
G.; Olwill, S. A. Br. J. Cancer. 2011, 105, 1487.

. Jobs, E.; Ingelsson, E.; Risérus, U.; Nerpin, E.; Jobs, M.; Sundstrém, J.; Basu, S.;

Larsson, A.; Lind, L.; Arnldv, ]. JAMA 2011, 306, 1113.

. Nouh, M. A.; Mohamed, M. M.; El-Shinawi, M.; Shaalan, M. A.; Cavallo-Medved,

D.; Khaled, H. M.; Sloane, B. F. J. Transl. Med. 2011, 9, 1.

. Watzke, A.; Kosec, G.; Kindermann, M.; Jeske, V.; Nestler, H. P.; Turk, V.; Turk,

B.; Wendt, K. U. Angew. Chem. Int. Ed. 2008, 47, 406.

. Caglic, D.; Globisch, A.; Kindermann, M.; Lim, N. H.; Jeske, V.; Juretschke, H. P.;

Bartnik, E.; Weithmann, K. U.; Nagase, H.; Turk, B.; Wendt, K. U. Bioorg. Med.
Chem. 2011, 19, 1055.

. Veilleux, A.; Black, W. C.; Gauthier, ]J. Y.; Mellon, C.; Percival, M. D.; Tawa, P.;

Falgueyret, J. P. Anal. Biochem. 2011, 411, 43.

Paulick, M. G.; Bogyo, M. ACS Chem. Biol. 2011, 6, 563.

Verdoes, M.; Edgington, L. E.; Scheeren, F. A.; Leyva, M.; Blum, G.;
Weiskopf, K.; Bachmann, M. H.; Ellman, ]J. A.; Bogyo, M. Chem. Biol. 2012,
19, 619.

Fan, F.; Nie, S.; Yang, D.; Luo, M.; Shi, H.; Zhang, Y. H. Bioconjug. Chem. 2012, 23,
1309.

Yang, P. Y.; Wang, M,; Li, L.; Wu, H.; He, C. Y.; Yao, S. Q. Chem. Eur. J. 2012, 18,
6528.

Song, A.; Wang, X.; Lam, K. S. Tetrahedron Lett. 2003, 44, 1755.

Fustero, S.; Rodrigo, V.; Sinchez-Rosellé, M.; del Pozo, C.; Timoneda, J.; Frizler,
M.; Sisay, M. T.; Bajorath, J.; Calle, L. P.; Cafada, F. ].; Jiménez-Barbero, J.;
Giitschow, M. Chem. Eur. J. 2011, 17, 5256.

Wells, G.; Suggitt, M.; Coffils, M.; Baig, M. A.; Howard, P. W.; Loadman, P. M.;
Hartley, ]J. A.; Jenkins, T. C.; Thurston, D. E. Bioorg. Med. Chem. Lett. 2008, 18,
2147.

Kuromochi, K.; Yukizawa, S.; Ikeda, S.; Sunoki, T.; Arai, S.; Matsui, R.; Morita, A.;
Mizushina, Y.; Sakaguchi, K.; Sugawara, F.; Ikekita, M.; Kobayashi, S. Bioorg.
Med. Chem. 2008, 16, 5039.

Schweitzer, D.; Zhu, J.; Jarori, G.; Tanaka, J.; Higa, T.; Davisson, V. J.; Helquist, P.
Bioorg. Med. Chem. 2007, 15, 3208.

Shilabin, A. G.; Kasanah, N.; Wedge, D. E.; Hamann, M. T. J. Med. Chem. 2007, 50,
4340.

Cho, H. J.; Gee, H. Y.; Baek, K. H.; Ko, S. K.; Park, J. M.; Lee, H.; Kim, N. D.; Lee, M.
G.; Shin, 1. J. Am. Chem. Soc. 2011, 21, 20267.

Leriche, G.; Budin, G.; Darwich, Z.; Weltin, D.; Mély, Y.; Klymchenko, A. S.;
Wagner, A. Chem. Commun. 2012, 48, 3224.

Agnes, R. S.; Jernigan, F.; Shell, J. R.; Sharma, V.; Lawrence, D. S. J. Am. Soc. Chem.
2010, 132, 6075.

Ho, C. L.; Koh, S. L.; Chuah, M. L.; Luo, Z.; Tan, W. ].; Low, D. K,; Liang, Z. X.
ChemBioChem 2011, 12, 2753.

Hanes, . W.; Chatterjee, D.; Soriano, E. V.; Ealick, S. E.; Begley, T. P. Chem.
Commun. 2011, 47, 2273.


http://dx.doi.org/10.1016/j.bmcl.2012.09.086
http://dx.doi.org/10.1016/j.bmcl.2012.09.086

	Fluorescent nitrile-based inhibitors of cysteine cathepsins
	Supplementary data
	References and notes


