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Herein, we report a novel approach for the synthesis of m-conjugated peptide-based donor-acceptor
(D-m-A) chromophores, by reacting electron-rich alkynes with tetracyanoethylene. The desired tetracy-
anobutadiene-scaffolded peptides were obtained in good yields with various optical properties, Amax:
321-492 nm, &: 21,000-65,000 mol~! dm? cm~' depending on the substitution pattern of the cyanobut-
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Peptides play a pivotal role in maintaining homeostasis in a liv-
ing organism, among others, as hormones, signaling molecules, en-
zyme inhibitors. Functionalization of such peptides with reporter
groups (fluorescent or chromophoric tags) is an important and of-
ten applied tool in chemical biology, to monitor the fate of the la-
beled peptide, thereby gaining information of its biological
function, and also for studying the molecular basis of disease.
Such fluorescent/chromophoric labels are introduced post-syn-
thetically, by featuring amino or thiol specific conjugation reac-
tions.?> However, in recent years, the development of novel
chemoselective bioconjugation reactions, for example, native
chemical ligation, the Staudinger ligation,* oxime/hydrazone liga-
tion,> and the Cu(I)-catalyzed cycloaddition between azides and al-
kynes,® has led to a renewed interest in biocompatible, site-specific
introduction of fluorophores, chromophores, biotin, metal chela-
tors and other biophysical probes. This renewed interest has re-
sulted in many new peptide-derived constructs as tools in
chemical biology for studying signal transduction and post-trans-
lational modification pathways in a living organism. Herein, we
report on a novel approach for the synthesis of tetracyanobutadi-
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ene-scaffolded peptides that represent a new class of intense pep-
tide-based chromophores (Fig. 1).

To access this new class of m-conjugated peptidic donor-accep-
tor (D-m-A) chromophores, the recently developed reaction be-
tween electron-rich alkynes with electron-deficient ethylenes has
been applied.” This dipolar [2+2] cycloaddition-cycloreversion
reaction leads, with a high degree of regio- and stereoselectivity,
to a cyanobutadiene-scaffold, which is an intense chromophore
and its optical properties can be fine-tuned by variation of the 7-
conjugation by the substituents.

The syntheses started with N-monoalkylation of aniline deriva-
tive 1 (Scheme 1). Despite the weak nucleophilicity of the amine,
an efficient alkylation was obtained with one equivalent of ethyl
bromoacetate in the presence of anhydrous Na,COs in dry DMF
at 95 °C, and the N-monoalkylated product was obtained in 70%
yield.® In the next step, N-methylation required at least three days
of stirring in DMF/Na,COs5 at room temperature, since the low boil-
ing point (41-43 °C) of iodomethane did not allow reaction at an
elevated temperature. The N,N-dialkylated aniline 2 was obtained
in an excellent yield of 98%. Saponification of ethyl ester 2 pro-
ceeded smoothly, and it turned out that during aqueous work-up
the intermediate acid was stable in solution, but unstable as a solid
since evaporation of the solvent resulted in the formation of an
intractable black precipitate. Therefore, the transformation into
the corresponding hydroxysuccinimide ester was performed di-
rectly in the solvent used for the aqueous extraction. Active ester
3 was obtained, as a stable solid, in good yield (77%) after


http://dx.doi.org/10.1016/j.tetlet.2011.05.136
mailto:D.T.S.Rijkers@uu.nl
http://dx.doi.org/10.1016/j.tetlet.2011.05.136
http://www.sciencedirect.com/science/journal/00404039
http://www.elsevier.com/locate/tetlet

4022 D. T. S. Rijkers, F. Diederich/Tetrahedron Letters 52 (2011) 4021-4025

Ne 2N
|

NZ Ny

PEPTIDE ‘ PEPTIDE —_— PEPTIDE PEPTIDE

Nao 2N
|

NZ Ny

‘ PEPTIDE - . PEPTIDE
colorless (protected) peptides
with an intensely colored
electron-rich alkyne moiety (protected) peptide adducts
|
Nao 2N rlq N-pepTIDE
I *PEPTIDE
= 4 |
10-12
N PEPTIDE.

N
I

in bold: buta-1,3-diene scaffold as an intense chromophore

Figure 1. Reaction of electron-rich alkynes with TCNE results in intensely colored tetracyanobutadiene-scaffolded peptide-based chromophores.
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Scheme 1. Synthesis of alkyne 4, and its corresponding dialkyne 5.

recrystallization from 2-propanol. Subsequent N-acylation of H-
Val-OMe gave the N*-aryl dipeptide 4 [N*-(4-ethynylphenyl)-N*-
(methyl)-Gly-Val-OMe]® as an oil in an excellent yield of 97%.

A versatile approach for oxidative acetylenic homocoupling was
described by Hay in the early 1960s.1%!'? In the presence of a com-
plex formed by Cu(I)/N,N,N',N'-tetramethylethylenediamine (TME-
DA) as the catalyst and dioxygen, alkynes undergo smooth
dimerization in nearly quantitative yield. However, in the case of
alkyne 4, a rather disappointing yield of 35% of the dimer 5 was
achieved (Scheme 1). In this context, it should be mentioned that
in an attempt to couple 4 to dimethyl 2,3-dibromofumarate with
[PdCI,(PPhs),]/Cul under Sonogashira conditions, dialkyne 5 was
isolated as a side product in 68% yield. This prompted us to attempt
the Pd/Cu co-catalyzed homocoupling of terminal alkynes''® for
the synthesis of 5. Gratifyingly, alkyne 4 underwent smooth dimer-
ization into 5'2 in an excellent yield of 91% (Scheme 1).

Next, dialkynes 7 and 9 were synthesized (Scheme 2), essen-
tially according to the same approach as described for dialkyne 5.
Since the peptide sequence was derived from the C-terminus (res-
idues 40-42) of the highly amyloidogenic Alzheimer AB (1-42)
peptide, the synthesis of 7-9 was rather challenging due to the re-
stricted solubility, high intrinsic aggregation properties of these

peptides.'® The acylation of dipeptide H-Val-Ile-OMe by active es-
ter 3 to afford alkyne 6 proceeded without any problems, a high
yield was achieved. During the dimerization of 6 into 7, a gel
formed and the reduced solubility of dialkyne 7 was reflected in
the lower isolated yield compared to compound 5. Tripeptide
HCl-H-Val-Ile-Ala-OMe was converted into alkyne 8 by reaction
with active ester 3 and DIPEA as the base. During the acylation,
the reaction mixture turned gradually into a gel, alkyne 8 was spar-
ingly soluble in CHCl3, prone to aggregation. After purification by
column chromatography, and alkyne 8 was obtained in 56% yield.
Next, the dimerization step required DMF as a co-solvent and dial-
kyne 9'% was obtained in a high yield (81%); this compound precip-
itated from the solution and was isolated by filtration. It turned out
that dialkyne 9 was almost insoluble in common solvents such as
MeOH, CHCl; or DMF, and only poorly soluble in DMSO.

A series of tetracyanobutadienes 10-14 was prepared by react-
ing tetracyanoethylene (TCNE) with a suitable alkyne (4, 6, 8) or
dialkyne (5, 7), as shown in Scheme 3. Donor-substituted, elec-
tron-rich alkynes reacted smoothly with electron-poor ethylenes
in an atom-economic, one-step transformation in nearly quantita-
tive yield to give the tetracyanobutadiene (TCBD) framework. This
reaction is a formal [2+2] cycloaddition toward a cyclobutene
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Scheme 3. The [2+2] cycloaddition reaction of TCNE with peptide-derived alkynes.

intermediate, that undergoes an electrocyclic ring-opening to give
the TCBDs (Scheme 4).'°

Alkynes 4 and 6 were smoothly converted into their corre-
sponding TCBDs which were isolated after purification by column
chromatography in 84% and 79% yield for 10'® and 11, respectively.
The reaction of 8 with TCNE resulted in a precipitate from which
TCBD 12 was isolated in a modest yield of 45%. To obtain more in-
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sight into the efficiency of this reaction, alkyne 8 was dissolved in
CDCls, the course of the reaction was followed by 'H NMR spec-
troscopy by monitoring the decrease of the HC= signal (¢ = 2.99),
the increase of the ~CH=C(CN), signal (6 =8.01) relative to the
OCHj5 signal (6 = 3.74).17 By means of this approach, a conversion
of 77% after a 16 hour reaction time could be calculated, this value
was in the range of the isolated yields of compounds 10 and 11.
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Scheme 4. Mechanism of the [2+2] cycloaddition-cycloreversion reaction.
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Figure 2. UV-vis spectra (in CHCl; at T=298 K) of 10 (black round dotted line:
1 uM); 13 (solid black line: 1 puM, red line: 2 uM, blue line: 20 uM, green line:
45 uM).

Tetracyanobutadienes 10-12 were obtained as purple-black solids
with a metallic luster, and were stable in air at ambient
temperatures.

The addition of TCNE to a solution of dialkynes 5 and 7 (in
CH,Cl,, and CHCls, respectively) resulted immediately in a color
change of the reaction mixture, and compounds 13'® and 14 were
isolated as dark-red colored solids in quantitative and 75% yields,
respectively. Since dialkyne 9 was not soluble in solvents that were
inert toward TCNE its corresponding TCBD could not be obtained.

The UV-vis spectra of compounds 10 and 13 are shown in Fig-
ure 2. An absorption maximum at A=321nm (¢ 21,000 mol™!
dm? cm ') was observed for tetracyanobutadiene 10, while tetracy-
anobutadiene 13 showed a maximum at / = 492 nm with a high mo-
lar extinction coefficient of 65,000 mol ' dm? cm'.!° The molar
extinction coefficient was found to be highly concentration depen-
dent, as shown for compound 13. At c=1 pM, a molar extinction
coefficient of 65,000 mol~! dm?® cm " at Zmax = 492 nm was found,
while at ¢ =45 uM, ¢ had dropped to 30,000 mol~! dm® cm~'. This
concentration dependency was a strong indication of (peptide)
aggregation, and this effect was more pronounced by elongation of
the peptide sequence, from ~Gly-Val-OMe, to ~Gly-Val-lle-OMe
and ~Gly-Val-lle-Ala-OMe (data not shown).

In conclusion, a new class of peptide-based chromophores has
been described featuring the [2+2] cycloaddition-cycloreversion
reaction between an electron-rich alkyne and tetracyanoethylene,
resulting in intensely-colored peptide constructs with high molar
extinction coefficients. This chemistry can be considered as a mod-
el study for bioorthogonal modification of peptides with imaging
chromophores possessing tunable optical properties. Since the
cyanobutadiene scaffold has been functionalized with peptides
that have a strong B-sheet propensity, these newly designed pep-
tide chromophores may lead to the development of imaging probes
for amyloid deposits.
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731.50 [M+H]", 753.45 [M+Na]", 1462.45 [2M+H]".

In comparison with commonly used fluorophores, among others, 5-
carboxyfluorescein: &=74,000 mol~! dm?cm™!, Amax=495nm; 4-chloro-7-
nitrobenz-2-oxa-1,3-diazole (NBD-Cl): £=9800 mol ' dm?cm ™',
Jmax = 336 nm.

See also: www.invitrogen.com/site/us/en/home/References/Molecular-Probes-
The-Handbook.html; last visited on March 7, 2011.

Due to the intense color of the TCBDs an accurate [ot]f)o value could not be
measured.


http://www.invitrogen.com/site/us/en/home/References/Molecular-Probes-The-Handbook.html
http://www.invitrogen.com/site/us/en/home/References/Molecular-Probes-The-Handbook.html
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