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Abstract: The organo-seleniumdrug ebselen exhibits a wide range of pharmacological effects that
are predominantly due to its interference with redox systems catalyzed by seleno enzymes, e.g.,
glutathione peroxidase and thioredoxin reductase. Moreover, ebselen can covalently interact
with thiol groups of several enzymes. According to its pleiotropic mode of action, ebselen
has been investigated in clinical trials for the prevention and treatment of different ailments.
Fluorescence-labeled probes containing ebselen are expected to be suitable for further biological
and medicinal studies. We therefore designed and synthesized two coumarin-tagged activity-based
probes bearing the ebselen warhead. The heterodimers differ by the nature of the spacer structure,
for which—in the second compound—a PEG/two-amide spacer was introduced. The interaction of
this probe and of ebselen with two cysteine proteases was investigated.
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1. Introduction

Ebselen represents a lipid-soluble, selenium-containing, multifunctional drug with a broad range
of pharmacological effects including both beneficial and harmful actions. The general mechanism
of action is mainly based on reactions with specific thiol groups. This reactivity makes it a potent
modulator for proteins that require cysteine for normal function [1,2]. Ebselen has been shown to
be an efficient antioxidantin vivo. It was considered to be a relatively nontoxic compound because
its selenium is not bioavailable [1-4]. However, it can act detrimentally through the depletion of
glutathione [5,6]. Ebselen targets a wide variety of enzymes and modulates several biological processes.
The inhibition of enzymes is based on the high reactivity of ebselen with critical protein thiol groups,
leading to the reversible formation of relatively stable seleno-sulfide bonds [1,3]. However, such
formation can be reversed by the addition of reducing agents [1], as has been shown, for example, for
cerebral Na*, K*-ATPase and indoleamine 2,3-dioxygenase [7,8]. Ebselen exhibits anti-inflammatory
effects due to its ability to directly inhibit inflammation-related enzymes [1,3,9].

The drug ebselen interferes with certain selenoenzymes, an important class of antioxidant
biocatalysts that include glutathione peroxidase (GPx) and thioredoxin reductase (TrxR).
Glutathione peroxidase protects biomembranes and other cellular components by using glutathione as
the reducing substrate for the detoxification of a variety of hydroperoxides. Thioredoxin reductase
catalyzes the reduction of thioredoxin (Trx) with NADPH as the cofactor. These transformations
create a basis for a number of processes, such as defense against oxidative stress, the synthesis
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of desoxyribonucleotides, redox regulation of gene expression, and signal transduction [5,10,11].
Ebselen, on the one hand, mimics GPx activity by catalyzing the reduction of peroxides with
glutathione, and, on the other hand, has been demonstrated to be an excellent substrate for human
TrxR [1,9,12]. As an antioxidant compound and a GPx mimic, ebselen appears to be a potential drug
for the treatment of several disorders including diabetes-related diseases associated with reduced
GPx levels such as atherosclerosis and nephropathy as well as a prospective treatment for cerebral
ischemia. Hence, ebselen has been used in clinical trials for the prevention and treatment of different
disorders [1,3].

In order to provide tool compounds for the ongoing scientific efforts to further characterize the
biological activity of ebselen, we designed two activity-based probes containing the intact ebselen
structure and a rigidified 7-amino coumarin (coumarin 343) as the fluorescent tag. Coumarins represent
a widely used type of fluorophores and are characterized by their small molecular size, large Stokes
shifts as well as chemical and enzymatic stability [13-27]. In the second heterodimer, the coumarin
tag should be connected via a PEG/two-amide linker with the ebselen substructure (Figure 1). It was
the aim of this study to synthesize these probes as biochemical tools for future studies. Moreover, we
investigated the interaction of both ebselen and the second probe with two model cysteine proteases,
i.e., the human cathepsins B and L.
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Figure 1. Structure of the fluorescently labeled ebselen derivatives.

2. Results and Discussion

The two convergent synthetic routes start with the procedure for synthesizing ebselen
(2-phenyl-1,2-benzoselenazol-3-one) [28] (Scheme 1). Anthranilic acid (1) as the starting material was
converted into a diazonium salt 2, which was treated with a disodium diselenide containing solution
to obtain 2,2’-diselenobisbenzoate (3). The diselenide required for this step was obtained through
a hydrazine-promoted reduction of selenium. After reacting 3 with thionyl chloride and a catalytic
amount of DMF, Boc-semiprotected 4-aminomethylaniline was added. The resulting intermediate 5
was deprotected with trifluoroacetic acid to give the ebselen building block 6. The fluorescent coumarin
343 (8) was synthesized by submitting 8-hydroxyjulolidine-9-carboxaldehyde to a Knoevenagel
condensation [20]. This was further coupled with building block 6 by using HATU in DMF to
yield the first heterodimeric ebselen-coumarin probe 9.

To incorporate a PEG linker between the ebselen and coumarin substructures, we successfully
employed a synthetic strategy in which the linker was first connected with the coumarin and the
product was subsequently finalized by introducing the ebselen building block (Scheme 2). To generate
the linker structure 13 [20], the amino group of 2-(2-aminoethoxy)ethanol (10) was Cbz-protected
with benzyl chloroformate, then alkylated at the hydroxy group with tert-butyl bromoacetate using
potassium tert-butoxide as a base to give compound 12 [29]. Afterwards, the linker structure 13 was
achieved by a Cbz deprotection with hydrogen and palladium/carbon [20]. The fluorophore 8 was
then reacted with 13 by using HATU in dichloromethane. The resulting compound 14 was deprotected
with trifluoroacetic acid and finally coupled to the ebselen building block 6 by means of HATU in
DMF to assemble the second probe 15.
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Scheme 1. Synthetic route to the coumarin-labeled ebselen derivative 9.
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Scheme 2. Synthetic route to the coumarin-labeled ebselen derivative 15.

14

The structures of the new compounds were confirmed by analytical data, including
high-resolution mass spectra (HRMS) which gave two main signals according to the two predominant
isotopes of selenium. We have recorded UV /Vis and fluorescence spectra of 9 and 15 in three different
solvents. Coumarins exhibit advantageous features, i.e. a high fluorescent intensity and a large Stokes
shift. Such properties were also obtained for our heterodimers, as shown in Figure 2 and Table 1.
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Figure 2. Absorption (10 uM, 1% DMSO, dashed lines) and emission (1 uM, 1% DMSO, solid lines)
spectra of the ebselen-coumarin heterodimer 15. The extinction and the fluorescence units, respectively,
were plotted versus the wavelength. Spectra recorded in buffer (50 mM sodium phosphate, pH 7.8,
with 500 mM NaCl) (blue), MeOH (violet) and CH,Cl, (green) are shown. Wavelengths of absorption
were used for excitation. The heterodimer 9 was measured similarly (see Table 1). All fluorescent
measurements were carried out with a PMT value of 200 V.

Table 1. Absorption and emission maxima of compounds 9 and 15.

Absorption Emission
Compd.
Buffer, pH 7.8 MeOH CH,Cl, Buffer, pH 7.8 MeOH CH,Cl,
9 434 nm 436 nm 435 nm 494 nm 484 nm 470 nm
15 450 nm 436 nm 435 nm 494 nm 484 nm 470 nm

Ebselen was reported to react with its targets through the formation of covalent seleno-sulfide
bonds. This covalent mode of interaction provides an impetus for the development of activity-based
probes. Recently, an ebselen-cyanine probe was reported to be utilized for the real-time imaging
of the cellular redox status changes [30]. In this study, we have coupled the ebselen warhead with
coumarin 343. The fluorophor coumarin 343 is valued for its bathochromic shift of absorption and
emission and its high fluorescence quantum yield, even in aqueous medium [31]. These desirable
properties arise from its rigidified tetracyclic structure. Compared to less rigid 7-donor substituted
coumarins, the rotation of the amino group in coumarin 343 is constrained and the nitrogen lone pair
can maximally interact with the aromatic system [32,33]. Accordingly, coumarin 343 was incorporated
as a fluorescence label in various activity-based probes [13,18,20].

Besides the direct connection of the ebselen structure with that of coumarin 343, realized
in compound 9, we have designed the second probe 15 comprising a PEG/two-amide spacer.
The incorporation of this flexible spacer is thought to facilitate the interaction of the ebselen
part with putative targets by preventing a possible steric hindrance caused by the coumarin
part of the heterodimer. Moreover, 15 was unsurprisingly found to be more soluble than 9 in
different organic solvents. Compounds 9 and 15 expand the portfolio of ebselen homo- and
heterodimers [2,4,12,30,34,35]. Our ebselen containing fluorescence-labeled probes are expected to be
suitable pharmacological tools to continuously elucidate the biological activity of ebselen.

The known reactivity of ebselen with cysteine residues of several proteins [1,7,8,36-38] prompted
us to investigate its interaction with two model cysteine proteases, the human cathepsins B and L.
An inactivation of these enzymes through a seleno-sulfide bond formation would provide a possible
starting point for the development of probes for cysteine proteases. Ebselen and probe 15 were added at
a final concentration of 10 uM to the cathepsin activity assays [39,40]. Duplicate experiments revealed
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no inhibition of the proteolytic activity by using peptidic chromogenic substrates. However, the
covalent interaction of ebselen and assumedly of 15 with critical protein thiol groups can be reversed
by the addition of reducing compounds, such as dithiothreitol (DTT) [1,8,36,37]. In our usual cathepsin
measurements, DTT is applied for the activation of the cathepsins, leading to rather high final DTT
concentrations of 100 uM (cathepsin B) and 200 uM (cathepsin L) in the assays. Hence, the strong
excess of DTT might prevent enzyme inhibition by the two compounds. We have modified the assays
as follows: (i) the final DTT concentration was reduced to 3.5 uM; (ii) the final DMSO concentration
was changed from 2% to 5%; (iii) the enzymes were preincubated for 10 min with the substrate
prior to the addition of the test compounds; and (iv) the final enzyme concentration was increased
3.5-fold (cathepsin B) and 1.75-fold (cathepsin L). Under such conditions, the enzymes could be
assayed appropriately with the decreased amount of DTT. Ebselen and probe 15 were investigated at
final concentrations of 1 uM and 0.2 uM in duplicate measurements. Unexpectedly, the proteolytic
activity was stimulated, in particular that of cathepsin B, when each of the two compounds was
added. Obviously, the test compounds were able to interfere with the redox equilibrium between the
protein and DTT. It could therefore be concluded that probe 15 is not suitable for labeling cysteine
cathepsins. Nevertheless, the fluorescent ebselen derivatives might be helpful to identify proteins
which are targeted by this drug and might therefore be valuable in future biological studies.

3. Materials and Methods

3.1. General Methods and Materials

Thin-layer chromatography was carried out on Merck aluminum sheets, silica gel 60 F254.
Detection was performed with UV light at 254 nm. Preparative column chromatography was
performed on Merck silica gel 60 (70-230 mesh). Melting points were determined on a Biichi 510 oil bath
apparatus (Btichi, Essen, Germany). Mass spectra were recorded on an API 2000 mass spectrometer
(electron spray ion source, Applied Biosystems, Darmstadt, Germany) coupled with an Agilent
1100 HPLC system (Agilent Technologies, Santa Clara, CA, USA) using a Phenomenex Luna HPLC
Cys column (50 x 2.00 mm, particle size 3 pm).

The purity of compounds was determined by HPLC-DAD obtained on an LC-MS instrument
(HPLC Agilent 1100). HRMS was recorded on a microTOF-Q mass spectrometer (Bruker, Koln,
Germany) with ESI source coupled with a HPLC Dionex Ultimate 3000 (Thermo Scientific,
Braunschweig, Germany) using a EC50/2 Nucleodur C18 Gravity 3 pm column (Macherey-Nagel,
Diiren, Germany). 'H-NMR (500 MHz) and "*C-NMR (126 MHz) were recorded on a Bruker
Avance DRX 500 and '"H-NMR (600 MHz) and '3C-NMR (151 MHz) spectra on a Bruker Avance
III 600. Chemical shifts 6 are given in ppm referring to the signal center using the solvent
peaks for reference: DMSO-dg 2.49/39.7 ppm. Benzyl 2-(2-hydroxyethoxy)ethylcarbamate (11),
N-(benzyloxycarbonyl)-2-(2-(2-aminoethoxy)-ethoxy)acetate tert-butyl ester (12) [29] and fert-butyl
2-(2-(2-aminoethoxy)ethoxy)acetate (13) were prepared as described [20]. UV spectra were recorded
on a Cary 50 Bio, Varian spectrophotometer (Agilent Technologies, Santa Clara, CA, USA).
Fluorescence spectra were recorded on a Safas Monaco spectrofluorometer flx (Monaco, Principality
of Monaco).

3.2. Syntheses

2,2’-Diselenobisbenzoic acid (3). A disodium diselenide solution was prepared by the reaction of selenium
powder (5.9 g, 75 mmol), 100% hydrazine hydrate (0.98 g, 0.95 mL, 20 mmol) and sodium hydroxide (9 g,
22.5 mmol) in MeOH (150 mL) carried out at rt for 24 h. Meanwhile, to a stirred solution of anthranilic
acid (1, 10.3 g, 75 mmol) in 3N HCI (60 mL) cooled with an ice/salt bath, a solution of sodium nitrite
(5.7 g, 83 mmol) in water (15 mL) was added dropwise, and the temperature was maintained below
5 °C. After stirring for additional 15 min, this solution was added dropwise to the stirred solution
containing disodium diselenide cooled in an ice/salt bath below —5 °C. The temperature was kept for
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2.5 h and then increased to rt for another 20 h. The reaction mixture was filtrated and the filtrate was
acidified to pH 3 by adding 3N HCl (300 mL). After 30 min, the obtained precipitate was filtered off,
washed with hot water (2 L), dried at 90 °C for 4 h, then on air for another 24 h, and recrystallized
from 1,4-dioxane resulting in the pure product 3 (2.7 g, 18%); m.p. > 250 °C, lit. [41] m.p. 297 °C,
decomp; 'H-NMR (600 MHz, DMSO-dg) & 13.68 (s, 2H, CO,H), 8.02 (dd, ] = 7.7, 1.6 Hz, 2H, 2 x 6-H),
7.67 (dd, ] = 8.3,1.2 Hz, 2H, 2 x 3-H), 7.48 (ddd, ] = 8.3, 7.2, 1.6 Hz, 2H, 2 x Ar-H), 7.35 (td, ] = 7.4,
1.2 Hz, 2H, 2 x Ar-H); I3C-NMR (151 MHz, DMSO-d,) & 168.7, 133.7, 133.6, 131.7, 129.7, 128.9, 126.7;
LC-MS(ESI) (90% H,O to 100% MeOH in 10 min, then 100% MeOH over 10 min, DAD 200-400 nm),
96% purity, m/z = 400.9, 403.0 ((M+H]*), 418.0, 420.0 ([M+NH4]*).

tert-Butyl 4-(3-oxobenzo[d][1,2]selenazol-2(3H)-yl)benzylcarbamate (5) [34]. Compound 3 (8.0 g, 20 mmol)
was added to thionyl chloride (40 mL) and DMF (1 mL), and the reaction mixture was refluxed at 85 °C
for 3 h. The solvent was then evaporated, and the obtained product was recrystallized from n-hexane
resulting in pale yellow prisms of 2-(chloroseleno)benzoyl chloride 4 (4.65 g, 46%); m.p. 64—66 °C,
lit. [4] mp 64-66 °C, which was used without further characterization. In the next step, a solution
of compound 4 (2.54 g, 10 mmol) in dry CH,Cl, (16 mL) was added dropwise to a stirred solution
containing 4-[(N-Boc)aminomethyl]aniline (1.78 g, 8 mmol) in dry CH,Cl, (24 mL) and triethylamine
(2.77 mL, 2.02 g, 20 mmol) over a period of 15 min at 0 °C. After stirring at rt for another 24 h, the
obtained solid was filtered off and the residue was washed with CH,Cl, (2 x 1 mL) to give compound
5 as a white solid (2.49 g, 77%); m.p. 165-168 °C; 'H-NMR (500 MHz, DMSO-d¢) & 8.07 (dt, ] = 8.1,
0.8 Hz, 1H, 4-H), 7.89 (ddd, ] = 7.7, 1.4, 0.6 Hz, 1H, 7-H), 7.67 (ddd, | = 8.1, 7.2, 1.4 Hz, 1H, Ar-H),
7.59-7.53 (m, 2H, phenylene 2-H, 6-H), 7.49-7.45 (m, 1H, Ar-H), 7.39 (t, ] = 6.3 Hz, 1H, NH), 7.32-7.27
(m, 2H, phenylene 3-H, 5-H), 4.13 (d, ] = 6.2 Hz, 2H, CH,), 1.40 (s, 9H, C(CHj3)3); '>*C-NMR (126 MHz,
DMSO-dg) 6 165.1, 155.9, 139.0, 138.4, 138.1, 132.3, 128.6, 128.0, 127.8, 126.4, 125.9, 124.8, 78.0, 43.1, 28.4;
LC-MS(ESI) (90% H50O to 100% MeOH in 10 min, then 100% MeOH over 10 min, DAD 200-400 nm),
100% purity, m/z = 403.2, 405.1 ((IM+H]"), 420.2, 422.1 ((M+NH4]*); HRMS (ESI): m/z [M+H]*) calcd.
for C19HpoN,O3Se: 403.0720, 405.0712; found: 403.0721, 405.0716.

(4-(3-Oxobenzold][1,2]selenazol-2(3H)-yl)phenyl)methanaminium 2,2,2-trifluoroacetate (6). Compound 5
(403 mg, 1 mmol) was dissolved in dry CH,Cl, (30 mL) and trifluoroacetic acid (6 mL) was added. After
stirring at rt for 2 h, volatiles were evaporated and the residue was diluted with CH,Cl, (4 x 10 mL).
The solvent evaporated to remove the excess of trifluoroacetic acid yielding compound 6 as a pale
yellow salt (411 mg, 99%); mp 198-201 °C; TH-NMR (500 MHz, DMSO-dg) 6 8.22 (s, 3H, NH;3*), 8.10 (dt,
J=8.1,0.8 Hz, 1H, 4-H), 7.91-7.88 (m, 1H, 7-H), 7.71-7.66 (m, 3H, Ar-H, phenylene 2-H, 6-H), 7.54-7.50
(m, 2H, phenylene 3-H, 5-H), 7.50-7.46 (m, 1H, Ar-H), 4.06 (q, ] = 5.8 Hz, 2H, CH,); '3C-NMR (126 MHz,
DMSO-dg) 6 165.3, 140.2, 139.0, 132.5, 131.4, 130.0, 128.6, 128.1, 126.4, 126.0, 124.7, 42.0; LC-MS(ESI)
(90% H,O to 100% MeOH in 10 min, then 100% MeOH over 10 min, DAD 200-400 nm), 100% purity,
m/z = 303.0, 305.1 ((M+H]*); HRMS (ESI): m/z [M+H]*) calcd. for C14H;5,N,OSe: 303.0196, 305.0188;
found: 303.0196, 305.0207.

2,3,6,7-Tetrahydro-11-oxo-1H,5H,11H-[1]benzopyrano-[6,7,8-ijlquinolizine-10-carboxylic Acid, Coumarin 343
(8) [20]. 8-Hydroxyjulolidine-9-carboxaldehyde (7, 2.17 g, 10.0 mmol) was dissolved in absolute EtOH
(10 mL). Isopropylidene malonate (1.44 g, 10.0 mmol) and piperidinium acetate (61 mg, 0.42 mmol)
were added to the solution and stirred for 20 min at rt and refluxed for 2 h. The reaction mixture
was allowed to cool down to rt and chilled in an ice bath for 30 min. The product was filtered off
and washed with EtOH (10 mL) to yield 8 as an orange solid (0.63 g, 22%); m.p. 251-254 °C, lit. [42]
m.p. 253 °C; 'H-NMR (500 MHz, DMSO-ds) & 8.44 (s, 1H, 9-H), 7.22 (s, 1H, 8-H), 3.36-3.32 (m, 4H,
N(CH2CH2CH2)2), 2.73-2.69 (m, 4H, N(CHzCHzCHz)z), 1.91-1.83 (1’1’1, 4H, N(CH2CH2CH2)2), the
CO,H signal could not be detected; I3C-NMR (126 MHz, DMSO-d) & 164.7, 160.8, 152.8, 149.3, 148.9,
127.6,119.7, 107 .4, 105.2, 104.9, 49.8, 49.3, 26.9, 20.6, 19.6; LC-MS(ESI) (90% H,O to 100% MeOH in
10 min, then 100% MeOH over 10 min, DAD 200-500 nm), 98% purity, m/z = 286.1 ((M+H]*).
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Ebselen-coumarin Heterodimer (9). A solution containing compound 8 (143 mg, 0.50 mmol), HATU
(228 mg, 0.60 mmol) and DIPEA (0.52 mL, 388 mg, 3 mmol) in DMF (8 mL) was stirred at rt for 30 min.
Compound 6(250 mg, 0.60 mmol) was added and the resulting mixture was stirred for 96 h at rt.
The solvent was evaporated to dryness. The residue was redissolved in CH,Cl, (50 mL) and washed
with aqueous saturated NaHCOj3 solution (50 mL), aqueous 10% KHSOy solution (50 mL), water
(50 mL), aqueous saturated NaHCOj3 solution (50 mL), aqueous 10% KHSO; solution (50 mL) and
brine (50 mL). The organic layer was dried over Na,;SQOy, filtrated and evaporated. The crude residue
was redissolved in a small volume of DMF and silica gel was added to this solution. The solvent was
again evaporated. The crude product attached to silica gel was loaded to a silica gel containing column
and purified using CH,Cl, /ethyl acetate (8:2) as eluent. Corresponding fractions were evaporated
to give compound 9 as yellow solid (0.036 g, 13%); m.p. 237-240 °C, decomp.; 'H-NMR (500 MHz,
DMSO-dg) 6 9.09 (t, ] = 6.0 Hz, 1H, NH), 8.54 (s, 1H, coumarin 9-H), 8.08-8.05 (m, 1H, ebselen 4-H),
7.88(dd,[=7.9,1.4 Hz, 1H, ebselen 7-H), 7.67 (ddd, | =8.3, 7.2, 1.4 Hz, 1H, ebselen Ar-H), 7.60-7.56 (m,
2H, phenylene 2-H, 6-H), 7.49-7.44 (m, 1H, ebselen Ar-H), 7.41-7.37 (m, 2H, phenylene 3-H, 5-H), 7.25
(s, 1H, coumarin 8-H), 4.53 (d, | = 6.0 Hz, 2H, CH,NH), 3.33-3.30 (m, 4H, N(CH,CH,CH,),), 2.75-2.69
(m, 4H, N(CH,CH,CH5),), 1.90-1.85 (m, 4H, N(CH,CH,CHy),); 3C-NMR (126 MHz, DMSO-dg) &
165.1,162.7,162.0, 152.3, 148.2, 147.8, 139.0, 138.6, 137.3, 132.3, 128.6, 128.3, 128.0, 127.3, 126.3, 125.9,
124.8,119.6, 108.0, 107.6, 104.8, 49.7, 49.2, 42.3, 26.9, 20.7, 19.7; LC-MS(ESI) (90% H,O to 100% MeOH in
10 min, then 100% MeOH over 10 min, DAD 200-500 nm), 96% purity, m/z = 570.1, 572.1 (IM+H]*);
HRMS (ESI): m/z [M+H]*) calcd. for C3oHpsN304Se: 570.1091, 572.1084; found: 570.1043, 572.1032.

tert-Butyl N-[(2,3,6,7-tetrahydro-11-oxo-1H,5H,11H-[1]benzopyrano-[6,7,8-ijlquinolizin-10-yl)-carbonyl]-
2-(2-(2-aminoethoxy)ethoxy)acetate (14) [20]. A mixture of coumarin 343 (8, 399 g, 1.40 mmol), compound
13 (460 mg, 2.10 mmol), and DIPEA (0.49 mL, 362 mg, 2.80 mmol) was dissolved in dry CH,Cl,
(15 mL). HATU (532 mg, 1.40 mmol) was added and the solution was stirred at rt for 17 h. The solvent
was evaporated, the crude product was suspended in ethyl acetate and washed with 10% KHSO4
(3 x 40 mL), saturated NaHCO3 solution (3 x 40 mL) and brine (40 mL). The organic phase was dried
over NaySQy, filtrated, and evaporated in vacuo. The residue was purified by column chromatography
using ethyl acetate as eluent to obtain compound 14 as an orange oil (600 mg, 1.23 mmol, 88%);
'H-NMR (500 MHz, DMSO-dg) & 8.77 (t, ] = 5.5 Hz, 1H, NH), 8.49 (s, 1H, 9-H), 7.22 (s, 1H, 8-H),
3.98 (s, 2H, OCH,CO), 3.61-3.54 (m, 4H), 3.53 (t, | = 5.6 Hz, 2H), 3.45 (q, ] = 5.7 Hz, 2H, NHCH,CH,O,
NHCH,CH,0, OCH,CH,0, OCH,CH,0), 3.34-3.29 (m, 4H, N(CH,CH,CH,),), 2.73-2.68 (m, 4H,
N(CH,CH,CHb>)y), 1.89-1.85 (m, 4H, N(CH,CH,CHy),), 1.40 (s, 9H, C(CH3)3); 3C-NMR (126 MHz,
DMSO-dg) 6 169.4, 162.6, 162.0, 152.2, 148.1, 147.6, 127.2, 119.5, 108.0, 107.5, 104.7, 80.7, 70.0, 69.7, 69.2,
68.3,49.7,49.1,38.9, 27.9, 26.9, 20.7, 19.7; LC-MS (ESI) (60% H,O to 100% MeOH in 10 min, then 100%
MeOH over 10 min, DAD 200-500 nm), 95% purity, m/z = 487.2 (IM+H]").

Ebselen-coumarin Heterodimer (15). Compound 14 (292 mg, 0.6 mmol) was dissolved in dry CHCl»(30 5 mL)
and trifluoroacetic acid (6 mL) was added. The resulting reaction mixture was stirred at rt for 2 h.
The solvent was then evaporated, and the residue was diluted with CH»Cl,(4 x 10 mL) and evaporated
to remove the excess of trifluoroacetic acid. The crude product was dissolved in dry DMF (10 mL), and
HATU (255 mg, 0.67 mmol) and DIPEA (0.70 mL, 517 mg, 4 mmol) were added. After stirring at room
temperature for 30 min, compound 6 (334 mg, 0.80 mmol) was added and the reaction mixture was
stirred at rt for 48 h. The solvent was then evaporated and the resulting residue was redissolved in
DMEF (3 mL). To this solution silica gel was added and the solvent was again evaporated. The crude
product attached to silica gel was added to a column and purified using CH,Cl, /MeOH (9:1) as
eluent. The product-containing fractions were combined and evaporated to dryness. MeOH (4 mL)
was added, and the resulting precipitate was filtrated, washed with MeOH (2 x 5 mL) and washed
with ethyl acetate (2 x 5 mL) to yield compound 15 as a yellow solid (50 mg, 12%); m.p. 120-123 °C;
'H-NMR (500 MHz, DMSO-dg) & 8.81 (t, ] = 5.5 Hz, 1H, CH,NHCO), 8.46 (s, 1H, coumarin 9-H),
8.19 (t, ] = 6.2 Hz, 1H, CH,NHCO), 8.05 (d, ] = 8.0 Hz, 1H, ebselen 4-H), 7.86 (dd, ] = 7.8, 1.4 Hz,
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1H, ebselen 7-H), 7.68-7.63 (m, 1H, ebselen Ar-H), 7.56-7.49 (m, 2H, phenylene 2-H, 6-H), 7.46 (t,
J =7.4Hz, 1H, ebselen Ar-H), 7.33-7.27 (m, 2H, phenylene 3-H, 5-H), 7.17 (s, 1H, coumarin 8-H), 4.34
(d, ] = 6.3 Hz, 2H, phenylene-CH,NHCO), 3.97 (s, 2H, OCH,CO), 3.66-3.59 (m, 4H), 3.55 (t, ] = 5.5 Hz,
2H), 3.45 (q, ] = 5.5 Hz, 2H, NHCH,CH,0, NHCH,CH,0, OCH,CH,0, OCH,CH;0), 3.30-3.24 (m,
4H, N(CH,CH,CH>),), 2.67-2.63 (m, 4H, N(CH,CH,CH,),), 1.84-1.80 (m, 4H, N(CH,CH,CH>),);
I3C-NMR (126 MHz, DMSO-d,) & 169.4, 165.0, 162.6, 162.1 152.2, 148.1, 147.6, 138.9, 138.4, 137.2 132.3,
128.6, 128.0, 127.2, 126.3, 125.9, 124.5, 119.5, 107.9, 107.5, 104.7, 70.5, 70.2, 69.5, 69.2, 49.6, 49.1, 41 .4,
38.9, 26.9, 20.6, 19.7, 19.7;, LC-MS(ESI) (90% H,O to 100% MeOH in 10 min, then 100% MeOH over
10 min, DAD 200-500 nm), 89% purity, m/z = 715.2, 717.2 ((IM+H]*); HRMS (ESI): m/z [M+H]") calcd.
for C36H3N4O7Se: 715.1830, 717.1822; found: 715.1750, 717.1750.

3.3. Modified Enzymatic Assays

Cathepsin B. Human isolated cathepsin B (Calbiochem, Darmstadt, Germany) was assayed
spectrophotometrically (Cary 50 Bio, Varian, Agilent Technologies, Santa Clara, CA, USA) at 405 nm
and at 37 °C. Assay buffer was 100 mM sodium phosphate buffer pH 6.0, 100 mM NaCl, 5 mM
EDTA, 0.01% Brij 35. To 2 uL an enzyme stock solution of 1.81 mg/mL in 20 mM sodium acetate
buffer pH 5.0 and 1 mM EDTA, a volume of 9.98 uL assay buffer containing 5 mM DTT was added.
Then, 988.02 uL of assay buffer was added. This enzyme solution was incubated for 30 min at 37 °C.
Stock solutions (10 mM) of ebselen and 15 were prepared in DMSO. A 100 mM stock solution of the
chromogenic substrate Z-Arg-Arg-pNA was prepared with DMSO. The final concentration of DMSO
was 5%, the final concentration of the substrate was 500 uM, and the final DTT concentration was
3.5 uM. Assays were performed with a final concentration of 253 ng/mL of cathepsin B. Into a cuvette
containing 176 uL assay buffer, 7 uL DMSO, 1 uL of the substrate solution and 14 pL of the enzyme
solution were added, thoroughly mixed, and incubated for 10 min at 37 °C. The reaction was initiated
by adding 2 pL of DMSO or inhibitor solution and followed over 30 min.

Cathepsin L. Human isolated cathepsin L (Enzo Life Sciences, Lorrach, Germany) was assayed
spectrophotometrically (Cary 50 Bio, Varian) at 405 nm and at 37 °C. Assay buffer was 100 mM sodium
phosphate buffer pH 6.0, 100 mM NaCl, 5 mM EDTA, and 0.01% Brij 35. To 10 pL of an enzyme stock
solution of 135 ug/mL in 20 mM malonate buffer pH 5.5, 400 mM NaCl, and 1 mM EDTA, a volume
of 10 uL assay buffer containing 5 mM DTT was added. Then, 980 uL of assay buffer was added.
This enzyme solution was incubated for 30 min at 37 °C. Stock solutions (10 mM) of ebselen and
15 were prepared in DMSO. A 10 mM stock solution of the chromogenic substrate Z-Phe-Arg-pNA
was prepared with DMSO. The final concentration of DMSO was 5%, the final concentration of the
substrate was 100 pM, and the final DTT concentration was 3.5 uM. Assays were performed with a
final concentration of 94.5 ng/mL of cathepsin L. Into a cuvette containing 176 pL assay buffer, 6 uL
DMSO, 2 uL of the substrate solution and 14 uL of the enzyme solution were added, thoroughly mixed,
and incubated for 10 min at 37 °C. The reaction was initiated by adding 2 uL. of DMSO or inhibitor
solution and followed over 30 min.

Supplementary Materials: 'H-NMR and '*C-NMR spectra are available online at http://www.mdpi.com/
1424-8247/9/3/43/s1.
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Abbreviations

The following abbreviations are used in this manuscript:

DIPEA  ethyldiisopropylamine

DTT dithiothreitol

GPx glutathione peroxidase

HAUT  1-[bis(dimethylamino)methylene]-1H-1,2,3-triazolo[4,5-b]pyridinium 3-oxid hexafluorophosphate
PMT photomultiplier tube

TrxR thioredoxin reductase

References

1.

10.
11.

12.

13.

14.

15.

16.

17.

Azad, G.K.; Tomar, R.S. Ebselen, a promising antioxidant drug: Mechanisms of action and targets of
biological pathways. Mol. Biol. Rep. 2014, 41, 4865-4879. [CrossRef] [PubMed]

Kaélai, T.; Mugesh, G.; Roy, G.; Sies, H.; Berente, Z.; Hideg, K. Combining benzo[d]isoselenazol-3-ones with
sterically hindered alicyclic amines and nitroxides: Enhanced activity as glutathione peroxidase mimics.
Org. Biomol. Chem. 2005, 3, 3564-3569.

Parnham, M.; Sies, H. Ebselen: Prospective therapy for cerebral ischaemia. Exp. Opin. Investig. Drugs 2000, 9,
607-619. [CrossRef] [PubMed]

Stoyanovsky, D.A; Jiang, J.; Murphy, M.P; Epperly, M.; Zhang, X.; Li, S.; Greenberger, J.; Kagan, V.; Bay1r, H.
Design and synthesis of a mitochondria-targeted mimic of glutathione peroxidase, MitoEbselen-2, as a
radiation mitigator. ACS Med. Chem. Lett. 2014, 5, 1304-1307. [CrossRef] [PubMed]

Bhabak, K.P.; Mugesh, G. Synthesis, characterization, and antioxidant activity of some ebselen analogues.
Chem. Eur. ]. 2007, 13, 4594-4601. [CrossRef] [PubMed]

Shi, H.; Liu, S.; Miyake, M.; Liu, K.J. Ebselen induced C6 glioma cell death in oxygen and glucose deprivation.
Chem. Res. Toxicol. 2006, 19, 655-660. [CrossRef] [PubMed]

Borges, V.C.; Rocha, ].B.; Nogueira, C.W. Effect of diphenyl diselenide, diphenyl ditelluride and ebselen on
cerebral Na*, K*-ATPase activity in rats. Toxicology 2005, 215, 191-197. [CrossRef] [PubMed]

Terentis, A.C.; Freewan, M.; Sempértegui Plaza, T.S.; Raftery, M.].; Stocker, R.; Thomas, S.R. The selenazal
drug ebselen potently inhibits indoleamine 2,3-dioxygenase by targeting enzyme cysteine residues.
Biochemistry 2010, 49, 591-600. [CrossRef] [PubMed]

Zhao, R.; Masayasu, H.; Holmgren, A. Ebselen: A substrate for human thioredoxin reductase strongly
stimulating its hydroperoxide reductase activity and a superfast thioredoxin oxidant. Proc. Natl. Acad.
Sci. USA 2002, 99, 8579-8584. [CrossRef] [PubMed]

Arnér, E.S.; Holmgren, A. The thioredoxin system in cancer. Semin. Cancer Biol. 2006, 16, 420—426.
Klossowski, S.; Muchowicz, A.; Firczuk, M.; Swiech, M.; Redzej, A.; Golab, J.; Ostaszewski, R. Studies toward
novel peptidomimetic inhibitors of thioredoxin-thioredoxin reductase system. J. Med. Chem. 2012, 55, 55-67.
Luo, Z; Sheng, J.; Sun, Y.; Lu, C,; Yan, J.; Liu, A.; Luo, H.B.; Huang, L.; Li, X. Synthesis and evaluation of
multi-target-directed ligands against Alzheimer’s disease based on the fusion of donepezil and ebselen.
J. Med. Chem. 2013, 56, 9089-9099. [CrossRef] [PubMed]

Terai, T.; Nagano, T. Fluorescent probes for bioimaging applications. Curr. Opin. Chem. Biol. 2008, 12,
515-521. [CrossRef] [PubMed]

Elsinghorst, PW.; Hartig, W.; Goldhammer, S.; Grosche, J.; Giitschow, M. A gorge-spanning, high-affinity
cholinesterase inhibitor to explore beta-amyloid plaques. Org. Biomol. Chem. 2009, 7, 3940-3946. [CrossRef]
[PubMed]

Nizamov, S.; Willig, K.I.; Sednev, M.V.; Belov, V.N.; Hell, S.W. Phosphorylated 3-heteroarylcoumarins and
their use in fluorescence microscopy and nanoscopy. Chem. Eur. ]. 2012, 18, 16339-16348. [CrossRef]
[PubMed]

Galdeano, C.; Viayna, E.; Sola, I.; Formosa, X.; Camps, P.; Badia, A.; Clos, M.V,; Relat, J.; Ratia, M.;
Bartolini, M.; et al. Huprine-tacrine heterodimers as anti-amyloidogenic compounds of potential interest
against Alzheimer’s and prion diseases. J. Med. Chem. 2012, 55, 661-669. [CrossRef] [PubMed]

Mertens, M.D.; Schmitz, J.; Horn, M.; Furtmann, N.; Bajorath, J.; Mares, M.; Giitschow, M. A coumarin-labeled
vinyl sulfone as tripeptidomimetic activity-based probe for cysteine cathepsins. ChemBioChem 2014, 15,
955-959. [CrossRef] [PubMed]


http://dx.doi.org/10.1007/s11033-014-3417-x
http://www.ncbi.nlm.nih.gov/pubmed/24867080
http://dx.doi.org/10.1517/13543784.9.3.607
http://www.ncbi.nlm.nih.gov/pubmed/11060699
http://dx.doi.org/10.1021/ml5003635
http://www.ncbi.nlm.nih.gov/pubmed/25530831
http://dx.doi.org/10.1002/chem.200601584
http://www.ncbi.nlm.nih.gov/pubmed/17299817
http://dx.doi.org/10.1021/tx0502544
http://www.ncbi.nlm.nih.gov/pubmed/16696567
http://dx.doi.org/10.1016/j.tox.2005.07.002
http://www.ncbi.nlm.nih.gov/pubmed/16095793
http://dx.doi.org/10.1021/bi901546e
http://www.ncbi.nlm.nih.gov/pubmed/20000778
http://dx.doi.org/10.1073/pnas.122061399
http://www.ncbi.nlm.nih.gov/pubmed/12070343
http://dx.doi.org/10.1021/jm401047q
http://www.ncbi.nlm.nih.gov/pubmed/24160297
http://dx.doi.org/10.1016/j.cbpa.2008.08.007
http://www.ncbi.nlm.nih.gov/pubmed/18771748
http://dx.doi.org/10.1039/b909612d
http://www.ncbi.nlm.nih.gov/pubmed/19763296
http://dx.doi.org/10.1002/chem.201202382
http://www.ncbi.nlm.nih.gov/pubmed/23111986
http://dx.doi.org/10.1021/jm200840c
http://www.ncbi.nlm.nih.gov/pubmed/22185619
http://dx.doi.org/10.1002/cbic.201300806
http://www.ncbi.nlm.nih.gov/pubmed/24648212

Pharmaceuticals 2016, 9, 43 10 of 11

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Meimetis, L.G.; Carlson, ].C.; Giedt, R.J.; Kohler, R H.; Weissleder, R. Ultrafluorogenic coumarin-tetrazine
probes for real-time biological imaging. Angew. Chem. Int. Ed. 2014, 53, 7531-7534. [CrossRef] [PubMed]
Ostrowska, K.; Hejchman, E.; Maciejewska, D.; Wlodarczyk, A.; Wojnicki, K.; Matosiuk, D.; Czajkowska, A.;
Mtynarczuk-Biaty, I.; Dobrzycki, L. Microwave-assisted preparation, structural characterization, lipophilicity
and anti-cancer assay of some hydroxycoumarin derivatives. Monatshefte Chem. 2015, 146, 89-98. [CrossRef]
[PubMed]

Kohl, E; Schmitz, J.; Furtmann, N.; Schulz-Fincke, A.C.; Mertens, M.D.; Kiippers, J.; Benkhoff, M.; Tobiasch, E.;
Bartz, U.; Bajorath, J.; et al. Design, characterization and cellular uptake studies of fluorescence-labeled
prototypic cathepsin inhibitors. Org. Biomol. Chem. 2015, 13, 10310-10323. [CrossRef] [PubMed]
Kerkovius, J.K.; Menard, F. A practical synthesis of 6,8-difluoro-7-hydroxycoumarin derivatives for
fluorescence applications. Synthesis 2016, 48, 1622-1629.

Takechi, H.; Kamada, S.; Machida, M. 3-[4-(Bromomethyl)phenyl]-7-(diethylamino)-2H-1-benzopyran-2-one
(MPAC-Br): A highly sensitive fluorescent derivatization reagent for carboxylic acids in high-performance
liquid chromatography. Chem. Pharm. Bull. 1996, 44, 793-799. [CrossRef]

Muller, C.; Even, P; Viriot, M.L.; Carré, M.C. Protection and labelling of thymidine by a fluorescent photolabel
group. Helv. Chim. Acta 2001, 84, 3735-3741. [CrossRef]

Woodroofe, C.C.; Lippard, S.J. A novel two-fluorophore approach to ratiometric sensing of Zn?*. J. Am.
Chem. Soc. 2003, 125, 11458-11459. [CrossRef] [PubMed]

Han, P; Zhou, X.; Huang, B.; Zhang, X.; Chen, C. On-gel fluorescent visualization and the site identification
of S-nitrosylated proteins. Anal. Biochem. 2008, 377, 150-155. [CrossRef] [PubMed]

Lee, K.S,; Kim, TK,; Lee, J.H.; Kim, H.J.; Hong, ].I. Fluorescence turn-on probe for homocysteine and cysteine
in water. Chem. Commun. 2008, 6173-6175. [CrossRef] [PubMed]

Simmons, ].T.; Allen, ].R.; Moris, D.R.; Clark, R.J.; Levenson, C.W.; Davidson, M.W.; Zhu, L. Integrated and
passive 1,2,3-triazolyl groups in fluorescent indicators for zink(II) ions: Thermodynamic and kinetic
evaluations. Inorg. Chem. 2013, 52, 5838-5850. [CrossRef] [PubMed]

Palus, J.; Mtochowski, J.; Juchniewicz, L. 2,2’-Diselenobisbenzoates and 2,2’-Diselenobisbenzenesulfonates:
New Chiral Aryl Diselenides. Polish J. Chem. 1998, 72, 1931-1936.

Adamczyk, M.; Fishpaugh, J.R.; Thiruvazhi, M. Concise synthesis of N-protected carboxyalkyl ether amines.
Org. Prep. Proced. Int. 2002, 34, 326-331. [CrossRef]

Xu, K; Qiang, M.; Gao, W.; Su, R.; Li, N.; Gao, Y.; Xie, Y.; Kong, E; Tang, B. A near-infrared reversible
fluorescent probe for real-time imaging of redox status changes in vivo. Chem. Sci. 2013, 4, 1079-1086.
[CrossRef]

Ghosh, H.N. Charge transfer emission in coumarin 343 sensitized TiO, nanoparticle: A direct measurement
of back electron transfer. J. Phys. Chem. B 1999, 103, 10382-10387. [CrossRef]

Webb, M.R; Corrie, J.E. Fluorescent coumarin-labeled nucleotides to measure ADP release from actomyosine.
Biophys. J. 2001, 81, 1562-1569. [CrossRef]

Murase, T.; Yoshihara, T.; Yamada, K.; Tobita, S. Fluorescent peptides labeled with environment-sensitive
7-aminocoumarins and their interactions with lipid bilayer membranes and living cells. Bull. Chem. Soc. Jpn.
2013, 86, 510-519. [CrossRef]

He, ]; Li, D,; Xiong, K.; Ge, Y,; Jin, H,; Zhang, G.; Hong, M.; Tian, Y.; Yin, J.; Zeng, H. Inhibition of thioredoxin
reductase by a novel series of bis-1,2-benzisoselenazol-3(2H)-ones: Organoselenium compounds for cancer
therapy. Bioorg. Med. Chem. 2012, 20, 3816-3827. [CrossRef] [PubMed]

Mao, F; Chen, J.; Zhou, Q.; Luo, Z.; Huang, L.; Li, X. Novel tacrine-ebselen hybrids with improved
cholinesterase inhibitory, hydrogen peroxide and peroxynitrite scavenging activity. Bioorg. Med. Chem. Lett.
2013, 23, 6737-6742. [CrossRef] [PubMed]

Azad, G.K; Singh, V.; Mandal, P,; Singh, P.; Golla, U.; Baranwal, S.; Chauhan, S.; Tomar, R.S. Ebselen induces
reactive oxygen species (ROS)-mediated cytotoxicity in Saccharomyces cerevisiae with inhibition of
glutamate dehydrogenase being a target. FEBS Open Bio 2014, 4, 77-89. [CrossRef] [PubMed]

Xu, K.; Zhang, Y.; Tang, B.; Laskin, J.; Roach, PJ.; Chen, H. Study of highly selective and efficient thiol
derivatization using selenium reagents by mass spectrometry. Anal. Chem. 2010, 82, 6926—6932. [CrossRef]
[PubMed]


http://dx.doi.org/10.1002/anie.201403890
http://www.ncbi.nlm.nih.gov/pubmed/24915832
http://dx.doi.org/10.1007/s00706-014-1320-8
http://www.ncbi.nlm.nih.gov/pubmed/26166896
http://dx.doi.org/10.1039/C5OB01613D
http://www.ncbi.nlm.nih.gov/pubmed/26307943
http://dx.doi.org/10.1248/cpb.44.793
http://dx.doi.org/10.1002/1522-2675(20011219)84:12&lt;3735::AID-HLCA3735&gt;3.0.CO;2-A
http://dx.doi.org/10.1021/ja0364930
http://www.ncbi.nlm.nih.gov/pubmed/13129323
http://dx.doi.org/10.1016/j.ab.2008.03.023
http://www.ncbi.nlm.nih.gov/pubmed/18395505
http://dx.doi.org/10.1039/b814581d
http://www.ncbi.nlm.nih.gov/pubmed/19082110
http://dx.doi.org/10.1021/ic302798u
http://www.ncbi.nlm.nih.gov/pubmed/23621758
http://dx.doi.org/10.1080/00304940209356773
http://dx.doi.org/10.1039/c2sc22076h
http://dx.doi.org/10.1021/jp9918611
http://dx.doi.org/10.1016/S0006-3495(01)75810-9
http://dx.doi.org/10.1246/bcsj.20120314
http://dx.doi.org/10.1016/j.bmc.2012.04.033
http://www.ncbi.nlm.nih.gov/pubmed/22579620
http://dx.doi.org/10.1016/j.bmcl.2013.10.034
http://www.ncbi.nlm.nih.gov/pubmed/24220172
http://dx.doi.org/10.1016/j.fob.2014.01.002
http://www.ncbi.nlm.nih.gov/pubmed/24490132
http://dx.doi.org/10.1021/ac1011602
http://www.ncbi.nlm.nih.gov/pubmed/20704382

Pharmaceuticals 2016, 9, 43 11 of 11

38.

39.

40.

41.

42.

Lu, J.; Vlamis-Gardikas, A.; Kandasamy, K.; Zhao, R.; Gustafsson, T.N.; Engstrand, L.; Hoffner, S.; Engman, L.;
Holmgren, A. Inhibition of bacterial thioredoxin reductase: An antibiotic mechanism targeting bacteria
lacking glutathione. FASEB J. 2013, 27, 1394-1403. [CrossRef] [PubMed]

Frizler, M.; Lohr, E; Liilsdorff, M.; Giitschow, M. Facing the gem-dialkyl effect in enzyme inhibitor design:
Preparation of homocycloleucine-based azadipeptide nitriles. Chem. Eur. J. 2011, 17, 11419-11423. [CrossRef]
[PubMed]

Frizler, M.; Lohr, E; Furtmann, N.; Klas, J.; Glitschow, M. Structural optimization of azadipeptide nitriles
strongly increases association rates and allows the development of selective cathepsin inhibitors. J. Med. Chem.
2011, 54, 396-400. [CrossRef] [PubMed]

Syper, L.; Mlochowski, J. Lithium diselenide in aprotic medium—A convenient reagent for synthesis of
organic diselenides. Tetrahedron 1988, 44, 6119-6130. [CrossRef]

Van Gompel, J.; Schuster, G.B. Chemiluminescence of organic peroxides: Intramolecular electron-exchange
luminescence from a secondary perester. J. Org. Chem. 1987, 52, 1465-1468. [CrossRef]

@ © 2016 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC-BY) license (http:/ /creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1096/fj.12-223305
http://www.ncbi.nlm.nih.gov/pubmed/23248236
http://dx.doi.org/10.1002/chem.201101350
http://www.ncbi.nlm.nih.gov/pubmed/21898616
http://dx.doi.org/10.1021/jm101272p
http://www.ncbi.nlm.nih.gov/pubmed/21128614
http://dx.doi.org/10.1016/S0040-4020(01)89801-X
http://dx.doi.org/10.1021/jo00384a015
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/

	Introduction 
	Results and Discussion 
	Materials and Methods 
	General Methods and Materials 
	Syntheses 
	Modified Enzymatic Assays 


