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Molecular Frameworks

Maria Laura Bolognesi,*,† Andrea Cavalli,†,§ Christian Bergamini,‡ Romana Fato,‡ Giorgio Lenaz,‡ Michela Rosini,†

Manuela Bartolini,† Vincenza Andrisano,† and Carlo Melchiorre†

†Department of Pharmaceutical Sciences, University of Bologna, Via Belmeloro 6, 40126 Bologna, Italy, §Department of Drug Discovery and
Development, Italian Institute of Technology, ViaMorego 30, 16163Genova, Italy, and ‡Department of Biochemistry “G.Moruzzi”, University of
Bologna, Via Irnerio 48, 40126 Bologna, Italy

Received May 31, 2009

Novel multitargeted antioxidants 3-6 were designed by combining the antioxidant features, namely, a
benzoquinone fragment and a lipoyl function, of two multifunctional lead candidates. They were then
evaluated to determine their profile against Alzheimer’s disease. They showed antioxidant activity,
improved following enzymatic reduction, in mitochondria and T67 cell line. They also displayed a
balanced inhibitory profile against amyloid-β aggregation and acetylcholinesterase, emerging as
promising molecules for neuroprotectant lead discovery.

Experimental evidence has greatly expanded our under-
standing of the role of oxidative stress (OSa) in the pathoge-
nesis of Alzheimer’s disease (AD). This evidence comes from
the established interconnections among OS and other key
events of AD, such as apoptosis, amyloid-β (Aβ) processing
and secretion, τ phosphorylation, and the disruption of Ca2þ

homeostasis.1 The brain exhibits particularly high sensitivity
to OS, and the brains of AD patients reveal loss of synapses
and OS damage by reactive oxygen species (ROS).2 In trans-
genic mice, Aβ colocalizes with several OS markers confir-
ming the in vivo link between Aβ deposition and oxidative
damage.2 OS promotes Aβ toxicity through the production of
free radicals,2 and the application of Aβ to neuronal cultures
elevates intracellular H2O2.

2 Intriguingly, ROS generation is
not just an outcome of the disease process but actually
precedes extracellular amyloid deposition as one of the initial
events in the AD cascade.3 OS elevates β-secretase (BACE-1)
expression and activity and Aβ levels in vivo4 and triggers the
amyloidogenic pathway in human cell lines.5 These data imply
that not only can Aβ induce OS but its generation is also
increased as a consequence of OS, thus forming a vicious
circle.

In this context, on the basis of what is defined as the OS
theoryofAD,6 antioxidantsmaybekey factors in fighting this
disease. Coenzyme Q (CoQ) is an endogenous antioxidant
and a powerful free radical scavenger in mitochondrial mem-
branes. Synthesis of CoQ decreases with aging, and CoQ has
potentially neuroprotective effects in aging and neurodegen-
erative diseases in which excessive OS is present.7 Simila-
rly, supplementation with R-lipoic acid (LA), which is a

mitochondria-targeted antioxidant and a precursor of an
essential cofactor for mitochondrial enzymes, may be useful
for preventing or delayingmitochondrial decay, thus prevent-
ing or treating AD and related dementias.8 However, the
disappointing results of clinical trials of these and other
antioxidants suggest that single antioxidants may not be
adequate for the treatment of neurodegenerative diseases
while optimal combinations of antioxidants may provide a
more effective strategy.9

We have proposed that additive neuroprotective effects can
be produced by a single molecule endowed with antioxidant
properties and are able to act at different steps in the neuro-
degenerative process. This concept, termed multitarget-
directed ligands (MTDLs) design strategy,10,11 has been em-
bodied in the development of two drug candidates memoquin
(1) and lipocrine (2), which display a multitarget profile
against AD. 1, which bears the benzoquinone moiety of
CoQ inserted into a polyamine chain, is able to modulate in
vitro and in vivo different AD crucial molecular targets, such
as acetylcholinesterase (AChE) and BACE-1 enzymes, Aβ,
and oxidative processes.12 A 9-amino-6-chloro-1,2,3,4-tetra-
hydroacridinemoiety coupledwithLA led to 2. In addition to
its AChE inhibitory activity, 2 also behaved as an antioxidant
(Chart 1).13

Following the same rationale, we reasoned thatmerging the
antioxidant features of 1 and 2 in a single chemical entity
could, hopefully, lead to ligands (3-6) with multiple antioxi-
dant mechanisms, hence a better potential for AD prevention
and therapy. These hybrid molecules can be defined as multi-
functional antioxidants, i.e., MTDLs with other pharmaco-
logical effects in addition to their antioxidant activity. Since
LA14 and CoQ15 have shown antiaggregating properties, the
new compounds 3-6 may also have intrinsic antiamyloido-
genic capacities. Finally, since LA reduces CoQ to ubiquinol
(the actual antioxidant form) by the transfer of a pair of
electrons,16 they should in principle possess a more effective
antioxidant profile in vivo.
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Results and Discussion

First, we replaced one terminal 2-methoxybenzyl func-
tion of 1 with an LA fragment to afford lipoamide-related
compounds. LA bound in amide linkage is the essential
cofactor in the mitochondrial oxoacid dehydrogenase
complexes, and lipoamide was even more efficient than
LA in protecting cells against oxidative insults.8 Clearly,
the same amido functionality is present in 2. The possibility
of having a cationic head, fundamental for recognizing
some of the selected molecular targets (in cholinesterases
molecular recognition is critically mediated by a Trp),17 is
guaranteed by the presence of a remaining benzylamino
group in 3-6 (Chart 1). A three- or six-methylene spacer
between the nitrogen atoms was used because this chain
length was shown to confer a better MTDL profile in SAR
studies on 1.17

Because of the heterodimeric structure, 3-6 could not be
synthesized following the efficient convergent synthetic
protocol developed for 1 and analogues, which relies on
the disubstitution reaction of diamines with 2,5-dimethoxy-
1,4-benzoquinone (7).17 Conversely, a stepwise linear synth-
esis approach was developed (Scheme 1). Monosubstitution
of 7 was the key step of the new synthetic strategy. Thus,
reaction of 8 equiv of 7 with diamines 817 and 917 gave
monosubstituted derivatives 10 and 11 in acceptable yield.
The second methoxy group could then participate in a sub-
sequent substitution reaction with the monoprotected dia-
mines 12 and 13. The ready removal in mildly acidic
conditions, compatible with the stability of the ami-
no-quinone bond, made BOC a suitable protecting group
to obtain 18-21, by treating 14-17with CF3COOH. Since in
linear synthesis the overall yield quickly drops with each step

Chart 1. Design Strategy for Hybrids 3-6

Scheme 1
a

aReaction conditions: (a)CH2Cl2, air, room temp, 6 h; (b)NH2(CH2)nNHBOC (12, n=3; 13, n=6),CH2Cl2, room temp, overnight; (c) CF3COOH,

CH2Cl2, room temp, 4 h; (d) LA, EDCI, HOBt, NEt3, CH2Cl2, room temp, overnight.
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and since the method reported for 213 was not very efficient,
efforts were made to optimize the coupling conditions of
18-21 to LA. After variation of solvents and reaction times,
it was found that addition of HOBT and NEt3 gave the best
yield to 3-6.

The presence in 3-6 of the benzoquinone and lipoyl
moieties of CoQ and LA, respectively, suggests that their
antioxidant action may be targeting mitochondria, which
are structurally and functionally damaged in AD.18 Thus,
their antioxidant activity was first tested on bovine heart
submitochondrial particles (SMP). Addition of antimycin
A to SMP treated with NADH induced a strong increase in
ROS production. A 10 μM concentration of 3-6 in their
quinone form significantly decreased ROS production.
This was even more pronounced in their reduced form,
after reduction by isolated NAD(P)H/quinone oxidoreduc-
tase 1 (NQO1) (Figure 1). This deserves comment. We have
previously demonstrated that the antioxidant property of 1,
in analogy with CoQ, pertains mainly to its hydroquinone
form.17 NQO1, an inducible enzyme that catalyzes the two-
electron reduction of quinones to hydroquinones, was
shown to be responsible for the generation of the CoQ-
reduced state, as well as that of 1. More interestingly,
NQO1 is increased in AD19 in response to the OS typical
of the pathology. In light of this, we advanced that, being
specifically reduced by NQO1 into the corresponding hy-
droquinone, 1may exert its antioxidant activity specifically
in those brain regions affected by AD, where a colocaliza-
tion ofNQO1 activity withADhallmarks coexists.20 There-
fore, since 1 and 3-6 share the same benzoquinone nucleus,
their antioxidant action might be similarly mediated by
NQO1, being able to convert them into the more-antiox-
idant hydroquinone form. This would explain the higher
antioxidant potential of 3-6, which was observed following
NQO1 reduction (see Supporting Information (SI)). To
further explore the antioxidant potential of 3-6, cell via-
bility and neuroprotective activity against OS were assayed
in the human glioma cell line T67, following treatment with
t-BuOOH and in the absence or presence of pretreatment
with sulforaphane (Figure 2). As previously verified,17

sulforaphane was able to increase NQO1 activity by 50%
with respect to control cells (Figure 1 in SI). Figure 2 clearly

shows that 3-6 (at 10 μM) in their oxidized form show a
basal antioxidant activity, which is probably due to the LA
fragment that does not require activation by NQO1. This
activity was increased in cells pretreated with sulforaphane,
confirming that NQO1 is involved in the activation of these
compounds. As expected, the antioxidant activity of 2 is not
influenced by the overexpression of NQO1.

In light of the antiaggregating properties of CoQ15 andLA,14

the ability of 2 and 3-6 to reduce Aβ(1-42) self-aggregation was
also studied, using 1 and propidium as reference compounds.
Data in Table 1 show that 3-6 at 10 μM inhibited Aβ
aggregation in a range from 19% to 45%, whereas 2 at that
concentration displayed a negligible activity, perhaps because,
compared to LA, 2 lacks the free carboxylic group, an essential
feature in some potent aggregation inhibitors.21

Since 1 and 2 are effective cholinesterases inhibitors, to
achieve a wider picture of the multifunctional profile, 3-6

were evaluated for their activity against AChE, a validated
molecular target in AD, and butyrylcholinesterase (BChE)

Figure 2. Effect of 1-6 on ROS formation in T67 cells. The
antioxidant activity was evaluated against ROS formation induced
by t-BuOOH. Experiments were performedwith T67 cells treated or
not with 2.5 μM sulforaphane (SFP): CTRL=control; (/) pe 0.05
with respect to t-BuOOH treated samples; (#) pe 0.05 with respect
to t-BuOOH þ SFP treated samples.

Figure 1. Effect of 3-6 on ROS production in SMP induced by
2 μM antimycin A (AA) using NADH as substrate. Experiments
were performed with compounds in oxidized and reduced forms.
Reduction was achieved by 30 min of preincubation with purified
human NQO1 using NADH as substrate. After this time the
reaction was stopped by adding 10 μMdicumarol: CTRL=control;
(/) p e 0.05 with respect to AA treated samples.

Table 1. Inhibition of AChE and BChEActivities and Self-Induced Aβ
Aggregation by 3-6 and Reference Compounds 1, 2, and Propidium

IC50
a ( SEM (μM)

compd m n AChE BChE

inhibition of Aβ
aggregationb (

SEM (%)

1 (1.5 ( 0.11) � 10-3 1.44 ( 0.1 66.8 ( 4.4c

2 (0.253 ( 0.016) �
10-3

0.011 ( 0.003 <10

3 4 4 0.10 ( 0.01 4.99 ( 0.13 45.4 ( 0.1

4 4 1 0.15 ( 0.01 21.0 ( 1.20 34.4 ( 1.8

5 1 4 0.16 ( 0.01 11.1 ( 0.80 31.8 ( 2.1

6 1 1 0.19 ( 0.01 212 ( 76 19.2 ( 2.3

propidium 61.1 ( 4.6c

aHuman recombinant AChE and BChE from human serum were
used. IC50 values represent the concentration of inhibitor required to
decrease enzyme activity by 50% and are the mean of two independent
measurements, each performed in triplicate. b Inhibition of self-induced
Aβ(1-42) aggregation (50 μM) produced by the tested compound at
10 μM. SEM=standard error of the mean. cData from ref 17.
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(Table 1). All compounds were fair inhibitors of AChE and
BChE and markedly less potent than both prototypes, sug-
gesting that the insertionof the lipoyl fragment at position2 of
the benzoquinone resulted in a highly negative effect on the
interactionwith the enzyme. This was not unexpected because
the second protonated nitrogen of 1 is missed in 3-6. How-
ever, we wanted to achieve a balanced multitarget profile
rather than a highly potent AChE inhibitor. Where connec-
tions exist between two or more targets, multifunctional
ligands with only modest activity at one or more targets
may still produce superior in vivo effects compared to high-
er-affinity target-selective compounds.22 Because most links
in cellular networks are weak, a low-affinity MTDL may be
enough to accomplish a significant modification.23

In conclusion, we discovered new multitargeted antioxi-
dants thatmight represent a step forward in the search for new
MTDLs against AD. 3-6 were superior to 1, for the basal
antioxidant activity (not dependentbyNQO1activation), and
to 2 for their additional ability to inhibit Aβ aggregation.
Moreover, they displayed balanced activity profiles,which are
promising if properly corroborated by the definitive in vivo
proof of principle.

All these considerations establish the new hybrids as pro-
mising molecular structures for the development of new AD
agents that, beyond the modulation of OS, might have extra
beneficial activities. In particular, the simultaneous modula-
tion of brain levels of Aβ and ROS might break the vicious
cycle that further promotes OS, elevates Aβ levels, and
accelerates AD development. Clearly, proof of the concept
will involve an investigationof their neuroprotectant profile in
vivo.

The present study adds to the potential benefits of using
rationally designed multitargeted antioxidants to study and
ultimately address the complex mechanisms underlying neu-
rodegeneration.

Experimental Section

Satisfactory elemental analysis results were obtained for all
new compounds, confirming >95% purity.

Synthesis of 3. A solution of 18 (35 mg, 0.072 mmol) in
CH2Cl2 (5 mL), NEt3 (30 μL), hydroxybenzotriazole (HOBt)
(15 mg, 0.12 mmol), 1-ethyl-3-[3-(dimethylamino)propyl]car-
bodiimide hydrochloride (EDCI) (40 mg, 0.21 mmol), and
additional NEt3 (30 μL) were added successively to a solution
of LA (16 mg, 0.077 mmol) in CH2Cl2 (5 mL). The mixture was
stirred overnight at 25 �C and diluted with water (30 mL). The
product was extractedwithCH2Cl2 (3� 30mL). Evaporation of
the dried extracts afforded crude 3 that was purified by flash
chromatography. Eluting with CH2Cl2/CH3OH/NH3 (9.5:0.5:0.05),
3 was obtained (red waxy solid, 83% yield).

Synthesis of 4. It was synthesized in 75% yield from LA
(35 mg, 0.17 mmol) and 19 (60 mg, 0.14 mmol), following the
procedure described for 3.

Synthesis of 5. It was synthesized in 37% yield from LA
(66 mg, 0.32 mmol) and 20 (130 mg, 0.3 mmol), following the
procedure described for 3.

Synthesis of 6. It was synthesized in 70% yield from LA
(38 mg, 0.186 mmol) and 21 (70 mg, 0.17 mmol), following the
procedure described for 3.
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