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Abstract

This review presents descriptions of two amyloidogenic proteins, amyloid-p (AB) peptides and
islet amyloid polypeptide (IAPP), whose misfolding propensities are implicated in Alzheimer’s
disease (AD) and type Il diabetes, respectively. Protein misfolding diseases share similarities, as
well as some unique protein-specific traits, that could contribute to the initiation and/or
development of their associated conditions. A and IAPP are representative amyloidoses and used
to highlight some of the primary considerations for studying misfolded proteins associated with
human diseases. Among these factors, their physiological formation, aggregation, interactions
with metal ions and other protein partners, and toxicity are presented. Small molecules that target
and modulate the metal-Ap interaction and neurotoxicity are included to illustrate one of the
current approaches for studying the complex nature of misfolded proteins at the molecular level.

Introduction

The accumulation of misfolded proteins is a hallmark feature in numerous human disorders
including blood diseases like sickle cell anemia, neurodegenerative diseases such as
Alzheimer’s diseases (AD) and Parkinson’s disease (PD), and metabolic diseases such as
type |1 diabetes.1# Misfolded protein aggregates may deposit intracellularly or
extracellularly in tissues. The conformational changes accompanying misfolding can result
in disruption of the regular function of the protein or may result in a gain of function that is
often associated with toxicity. Amyloid peptides represent a subset of misfolded proteins
that share unique characteristics.>® Attributes common to amyloids include the appearance
of linear growth of water-insoluble aggregates when viewed under an electron microscope
(EM), a unique X-ray diffraction pattern, and affinity for amyloid-sensitive dyes (congo red
and thioflavin-T (ThT)).%6 Mature fibrils observed by EM are composed of protofibrils
having a B-sheet conformation, with the direction of the p-strands perpendicular to the fibril
axis that laterally associate with monomers or other protofibrils.5-2

The aggregation of amyloids is a cooperative process that in general adheres to a
“nucleation-dependent polymerization” model involving two phases: a lag phase and an
elongation phase (Fig. 1).6-8 According to the model, the peptide transiently self-associates
into small oligomeric species during the lag time.8 Near the end of the lag phase, a
thermodynamically unfavorable nucleus forms and is used as a template for fibril growth in
the elongation period.8 A trace of this aggregation process is generally sigmoidal (Fig. 1).
The two-phase kinetics can be tracked by observing the increased fluorescence of amyloid
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sensitive dyes, increased p-sheet secondary structure measured by circular dichroism
spectroscopy (CD) and Fourier transform infrared spectroscopy (FTIR), decreased
molecular tumbling measured by intrinsic fluorescence anisotropy (for amyloids containing
fluorescent residues), or time-lapsed observation of the peptide morphology by atomic force
microscopy (AFM).10

Characterization of monomeric and fibrillar species has provided significant insights into the
conformational changes accompanying the aggregation process of an amyloid protein;
however, the transient nature of oligomers and the heterogeneity of conformations existing
in equilibrium with oligomers have challenged traditional characterization methods. Soluble
amyloid peptides can be stabilized by lowering the temperature, incubating with detergents
or lipids, adding a small amount of denaturant, altering the local pH away from the
isoelectric point (where the peptide is least soluble), using mutants, and/or using small
molecule inhibitors.® The fibrillar form of the peptide is thermodynamically more favorable
than the monomeric or oligomeric forms and can readily be stabilized if allowed to
equilibrate.511 On the other hand, far fewer methods exist for stabilizing oligomers, with
chemical cross-linking being one of the most common methods.12 Instead, indirect
approaches to studying oligomers are employed. These include molecular dynamics (MD)
simulations and analysis of aggregation traces. For example, the observation that a trace
amount of helix-promoting solvent decreases the lag times of amyloids discussed in this
review has led to the hypothesis that the aggregation pathway involves helical
intermediates.13:14 By using high concentrations of a helix promoting solvent (> 20%), the
protein can be stabilized in a helical conformation to indirectly study these proposed
intermediates. Elucidation of the aggregation pathways is further complicated by the
presence of off-pathway species that do not lead to the fibril formation, particularly in the
presence of small molecule inhibitors.1%16 Consequently, oligomerization and fibrillization
possibly can occur via distinct mechanisms that could have profoundly different outcomes /n
vivo. 1516

Significant research efforts to comprehensively and coherently summarize how and why
misfolded proteins are so intimately associated with human diseases have been pursued,
especially as it pertains to two severe health crises, AD and type Il diabetes. According to
the Centers for Disease Control and Prevention, AD and diabetes were the sixth and seventh
leading causes of death in the United States in 2007, respectively, attesting to the
tremendous efforts to understand the etiology of these diseases in recent years.1’ Although
the primary defects in diabetes and AD are localized in different tissues, epidemiological
studies have shown that the two diseases share risk factors (e.g., obesity, high cholesterol,
high blood pressure), and diabetics have an increased risk for developing AD.18.19

While it is accepted that the amyloid proteins, amyloid-p (AB) and the islet amyloid
polypeptide (IAPP), are key players in AD and type Il diabetes, respectively, several
questions surrounding these amyloidogenic proteins remain unclear: (a) which conformation
is directly responsible for pathogenesis of the amyloid peptides?; (b) what are critical
elements for aggregation in biological systems that facilitate amyloid toxicity and are they
drug targets?; (c) what are critical elements for aggregation in biological systems that
ameliorate amyloid toxicity and what is their role in etiology of associated diseases? The
intention of this review is to employ A and IAPP as models for exploring the factors
associated with protein misfolding that could play vital roles in aging amyloid diseases.

1. Alzheimer’s Disease (AD) and Amyloid-B (AB)

AD is the most prevalent form of neurodegeneration that is associated with severe cognitive
impairment and memory loss primarily among elderly adults. Currently, over 5 million
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Americans are afflicted by AD, placing a severe burden on socioeconomic resources.20
Although the symptomatic and pathological signs of AD have been identified, a complete
understanding of their origins remains elusive. This uncertainty has impeded progress
toward developing effective preventive and disease modifying therapeutics; the presently
available drugs alleviate the symptomatic burdens temporarily and are unable to deter or
cure the disease.20-22 While some cases of AD are attributed to genetic inheritance, the
majority of cases are sporadic.2! Confirmation of the AD diagnosis is contingent upon the
identification of misfolded protein aggregates, including the neurofibrillary tangles
composed of hyperphosphorylated tau protein and senile plaques composed of AP peptides,
as well as extensive oxidative damage and neuronal loss in the brain post mortem.21.22
Within the mature plaques from diseased brains, high concentrations of metals such as Fe,
Cu, and Zn are also found. Along with studies identifying dyshomeostasis and
miscompartmentalization of these metal ions in the diseased brain, this finding implies that
along with protein aggregate accumulation, metals may contribute to AD onset and
progression.22-30 Taken together, misfolded A species, metal ion dyshomeostasis/
miscompartmentalization, and oxidative stress partially represent AD etiology.21-30 In the
present section, we survey the generation and aggregation of AP and the role of metal ions
in AD and Ap-related events. A discussion of the development of multifunctional small
molecules is also provided to illustrate current approaches to understand the nature of the
metal-Ap interaction and its potential contributions to AD.

1.1 Amyloid Precursor Protein (APP) and AB Generation

The AP peptide is the predominant component of the senile plaques that accumulate in
various brain regions and pathologically represent the AD condition.1-3:21-25.27-29.31 |15
involvement in AD neuropathogenesis has been extensively studied following the
establishment of the amyloid cascade hypothesis, which implicates Ap as a causative agent
in AD.31 The A peptide is composed of 38-43 amino acid residues and is generated
through sequential proteolytic cleavage of the amyloid precursor protein (APP) (Fig.
2).21.22,32 APP s a transmembrane protein with three common isoforms, APPggs, APP754,
and APP570, which among them, APPggs is most common in the neuronal cells.?1:32 The
function of APP is still incompletely defined, but with metal binding domains localized near
APP residues 124-189 and residues from 672—713 (approximate AP region from APP77g
isoform), it has been suggested that APP could be involved in regulating metal ion (e.g., Cu)
transport and homeostasis.30:32:33 A recent report has demonstrated that APP exhibits
ferroxidase activity in a similar manner to that of ceruloplasmin (a Cu transport protein)
whereby APP facilitates Fe export from neuronal cells; inhibition of this activity by reserves
of Zn(I1) could be connected to elevated levels of Fe measured in AD (vide infra).3*

The proteases responsible for APP cleavage and A generation distinguish the resulting
forms of A as either non-amyloidogenic or amyloidogenic (disease-related) (Fig.
2).21.22,30.32 processing of APP by a-secretase initiates the non-amyloidogenic cleavage
pathway, with initial scission between K687 and L688 (APP79 numbering) affording a
large soluble fragment (sAPPa) and leaving a portion of the parent APP molecule
membrane-bound (Fig. 2). On the other hand, the amyloidogenic pathway begins with APP
cleavage by B-secretase (B-site APP cleaving enzyme, BACEL) nearer to the A-terminus of
APP between residues M671 and D672. The remaining membrane-bound fragments from
both paths are finally processed by -y-secretase, which requires four protein components for
its activity: presenilin (PS1 or PS2), nicastrin, anterior pharynx-defective-1 (APH-1), and
presenilin enhancer-2 (PEN-2).21:32.35 The -y-secretase complex cleaves the C-terminal
fragments within the membrane to produce monomeric Ap peptides of varying lengths and
amyloidogenic preferences. The common full-length peptides, AB1.40 and AB1.42, are
produced through the amyloidogenic pathway (the amino acid sequence of AB1.4 is
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DAEFRHDSGYEVHHQKLVFFAEDVGSNKGAIIGLMVGGVVIA) (Fig. 2). Monomeric
AP tends to aggregate, forming low molecular weight (LMW) AP species, oligomers,
protofibrils, and fibrils as previously described (vide supra; Fig. 1).

1.2 Aggregated AB Species and Their Contribution to Neurotoxicity

A is a relatively small peptide for which the innate function has not been fully established.
The structure of AB monomer features hydrophilic A~terminus and hydrophobic C-terminus,
which play a role in driving its aggregation in an effort to minimize unfavorable interactions
with the aqueous environment.22 Residues contained in the region from L17-A21 are
identified as key contributors to self-recognition, due to their primarily hydrophobic nature,
which might be influential in producing the higher-order structures.?2:36 Fibrils of AB1_49
adopt B-strand characteristics in two regions, from residues 12—24 and 30-40 and their side
chain interactions stabilize the cross-p sheet within the fibrillar structure.3” Within the
peptide, a turn occurs in the region from G25-G29 that is stabilized by a combination of
electrostatic interactions such as a salt bridge between D23 and K28,22:36.37

AB1.47 is the primary constituent of the senile plaques; the two additional hydrophobic
residues at the C-terminus enhance its tendency to aggregate over Ap;.4¢, although the
shorter peptide (AB1.49) accounts for the major product of -y-secretase cleavage yielding Ap
peptides.2122 AB undergoes conformational changes during aggregation where the native
random coil structure can be modified to either a-helical or p-strand-like forms.3¢ The
conformational changes, however, are highly conditional and slight changes in parameters
such as pH, peptide concentration, environmental composition, and metal ion concentration
may lead to diverse amyloid aggregates that may be ordered or may be amorphous.®23 The
array of known polymorphic forms of AB aggregates aside from the monomers and fibrils,
which includes oligomers, protofibrils, annular structures, AB-derived diffusible ligands
(ADDLSs), and globulomers, has recently been reviewed.®

It is still not clear which Ap conformation is directly linked to neuropathogenesis. Some
recent evidence implicates soluble LMW Ap species, such as dimers, instead of the plaques
as the relevant neurotoxic species.322:35.38 |n the early stages of AD, reduced synaptic
function and impairment of learning and memory formation processes (e.g., long-term
potentiation) may be caused by the smaller A assemblies, such as oligomers or ADDLSs;
these species possibly interfere with neurotransmission and/or other signaling pathways in
the cells.3® The occurrence of physiological responses in the brain such as inflammation and
neuronal death as the disease progresses, however, could be attributable to these soluble
aggregated species, the plaques, or a combination of various species in association with each
other. Additional mechanisms proposed for the toxicity of AR aggregates are related to
interactions with other biomacromolecules (e.g., pore formation within lipid membranes)
and oxidative stress (e.g., lipid peroxidation).22:35

1.3 Metal lons in AD and their Interactions with AB

Metal ions have important physiological contributions throughout the body, including
structural, catalytic, and signaling functions, and they are typically well regulated to prevent
detrimental effects.23 Essential transition metal ions, such as Cu(l/11) and Zn(I1), have
important functions in the brain, such as communication of information between neurons at
the synapse. For example, Zn(ll) is co-released with glutamate during neuronal stimulation
and taken up by Ca(ll) channels where it can then participate in intracellular signaling
events.3% Maintaining the appropriate balance of metal ions (homeostasis) in the brain is
critical for healthy brain function and is well regulated by the blood-brain barrier (BBB).3?
With increasing age and/or oxidative stress, however, the BBB can become compromised
such that both necessary (e.g., Fe, Cu, and Zn) and unnecessary metals (e.g., Al) are more
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easily transported into or out of the brain.23:25:39 As a result, localization may be disrupted,
and consequently, homeostasis of the former set may be affected. Among the metals found
in the body, those that are of most concern in AD include the transition metals Fe, Cu, and
Zn. Due to the association of high levels of these metals with AR aggregates from diseased

brain tissues, Fe, Cu, and Zn have been suspected to be linked to the pathological events of
AD.21-24,40-43

In particular, Cu(l/11) and Zn(I1) have recently garnered attention for being able to directly
bind to the Ap peptides.21-2440-43 Both metals are usually found in association with
biological ligands, but a pool of “free” (/.e., chelatable) ions can exist in the synaptic
cleft.2527.40 The concentrations of Cu(ll) and Zn(ll) can reach up to 15 wM and 300 uM,
respectively, in the glutamergic synapses during neurotransmission, from which only a
fraction may be sufficient to be related to the disease pathology.23:25:39:40 The estimated
levels of metals in the AP plaques are in the high micromolar to low millimolar range, with
total plaque content being reported at ca. 0.9 mM for Fe, 0.4 mM for Cu, and 1 mM for
Zn.23.25.2641 Although Fe is abundant in the plagques, it does not co-purify with peptides
from the AD brain tissue in the same manner as Cu and Zn hinting that its role in AD may
not be related to direct coordination to the peptide.23 Instead, in the case of Fe, as well as
Cu, the other potential factor for AD pathology is their involvement in promoting an
imbalance of reactive oxygen species (ROS) generated through Fenton chemistry, which
leads to oxidative stress (Fig. 3).22-24,26:28.29

Despite the uncertain nature of the metal-Ap interaction /in vivo, it has been established that
metal ions are able to bind to AB in vitro (Fig. 1).22:23.3042-44 Both Cu(ll) and Zn(l1) have
been shown to bind to Ap in a 1:1 fashion, although it has been also reported that A can
bind up to approximately two equivalents of Cu(ll). The coordination environment of the
Cu(ll) and Zn(11) has been investigated using an array of spectroscopic methods including
nuclear magnetic resonance spectroscopy (NMR), electron paramagnetic resonance
spectroscopy (EPR), UV-visible spectroscopy, CD, and X-ray absorption spectroscopy
(XAS).30:40.42-45 geveral probable coordination modes have been proposed, but the exact
identity of the ligands for these ions has not been fully elucidated. The current evidence
suggests a binding environment containing a mixture of nitrogen and oxygen donor atoms
for both Cu(ll) and Zn(ll), for which three histidine residues (H6, H13, and H14) are likely
to be included.

The previous studies of Cu-bound Ap monomers suggest several metal binding features,
which have been not fully characterized given the complexity of the solution speciation
measured under various experimental conditions.23:30.40.42-44 Eirst two separate metal
binding sites in the peptide may be possible. Second, depending on the oxidation state of Cu
(e.g., Cu(l) or Cu(ll)), different binding modes and coordination environments on the metal
center have been observed. To date, however, relatively little has been uncovered to identify
the coordination mode for Cu(l) over Cu(ll). This area has attained more interest recently as
the reducing conditions found in the brain make the redox cycling of Cu, and therefore the
coordination environment of Cu(l), a physiologically relevant concern.42:444647 Finally, the
coordination environment of Cu(ll)-bound Ap is dynamic and likely contingent upon pH,
which has precluded an absolute assignment of the binding ligands and/or geometry.30:42-44
In the physiologically relevant range (ca. pH 7.4), Ap tends to involve three nitrogen and
one oxygen (3N10) donor atoms coordinated to Cu, commonly referred to as “component
I”. The donor atoms are possibly derived from three histidine residues (H6, H13, and H14)
along with the carboxylate of D1 or from two histidine residues and both the amine and
carboxylate of the AV-terminus.3042-44:48 \When the pH is raised above ca. pH 8, there is
evidence of a different coordination sphere, deemed “component 11.” At this condition,
metal binding seems to occur in a similar manner (7.e., 3N10) as “component I”” but uses the
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main chain carbonyl of A2 in conjunction with the three histidine residues for metal binding
or a mixture of an A-terminal amine, deprotonated backbone amide N, carbonyl, and a
histidine residue as ligands.*3:4449 Alternatively, a 4N coordination mode has been
proposed for “component I1” that may involve an A-terminal amine or a deprotonated
backbone amide as a N donor source in addition to H6, H13, and H14.3043:44 The present
understanding of how Cu(ll) directly interacts with AR has been detailed in a recent review
by Drew and Barnham.** While Cu(I1)-AB complexes likely form a four-coordinate species,
Zn(I1)-Ap may coordinate four to six ligands. There is a consensus that the three histidine
residues are responsible for binding; however, the fourth, fifth, and/or sixth ligands have
been more difficult to identify.

Metal binding to AP has been suggested to initiate peptide aggregation and
neurotoxicity.21-30.40.4243 \When considering the AR aggregation according to the
nucleation polymerization model (vide supra, Fig. 1), the formation of the initial nucleus and
subsequent elongation into the familiar cross-p-sheet nature of the fibrils tends to be a rather
slow process in quiescent, metal-free conditions /n vitro, however, in the presence of metal
ions like Cu(11) and Zn(l1), the aggregation kinetics can be accelerated.40:50
Substoichiometric amounts of Cu(ll) have been shown to reduce fibril generation time by
half pH 7.4 as a result of the peptide nearing its isoelectric point.>® Cu(ll) also facilitates AR
aggregation under slightly acidic conditions. Treatment of Ap with micromolar
concentrations of Zn(1l) leads to insoluble amorphous peptide species in a rapid process
occurring within milliseconds.?? In both cases, aggregation is initiated by monomeric metal-
AP complexes.

Through calorimetric and spectroscopic methods, dissociation constants (Kjy) indicative of
the binding affinity of metal ions to AB have been reported.23:40:42:43 For Cu(ll), the
reported Ky values range from attomolar to nanomolar. On the other hand, the affinity of Ap
for Zn(I1) is weaker; it is found on the order of micromolar concentrations. The length of A
does not significantly impact these binding affinities in AB1.40 versus AB1.42, and similar
affinities are measured for the monomer and pre-formed AP aggregates; however, the
experimental conditions used to attain these data can dramatically influence the outcomes.*3
Nevertheless, it is valuable to be aware of the approximate range of the dissociation
constants for metal ions with AB. Such information may be helpful for selecting chemical
tools that are directed toward the metal ions associated with various AP species. In general if
the small molecules have similar affinity for metal ions as AP (approximately within the
same order of magnitude), then there exists a possibility for competition between the ligand
and peptide for metal binding/chelation (vide infra).43:52-54

Another effect of metal binding to Ap in AD includes the exacerbation of
neurotoxicity.21-30.40.42.43 Toxicity has been demonstrated to be higher for Cu-AB species
in vitro, particularly because the Fenton-type redox cycling between Cu(ll) and Cu(l) is
sustainable under the reducing environments of the brain (Fig. 3). ROS produced from this
chemistry, such as hydrogen peroxide (H>O,) and hydroxyl radical, can cause oxidative
damage to biological molecules and membranes (e.g., lipid peroxidation). Furthermore, ROS
accrual may overwhelm the endogenous antioxidant defense systems in the cell that could
ultimately lead to cell death.

1.4 Small Molecule-Based Approaches to Understanding Metal-AB Interaction and
Neurotoxicity

Even though concentrated areas of metal ions (Cu/Zn) have been observed in AD brains and
many studies have indicated deleterious effects caused by metal binding, the relationship
between Cu/Zn-A interaction and AD remains to be clarified. The pursuit of small
molecules as chemical tools to interrogate the metal-A interaction and associated events
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such as aggregation and neurotoxicity may provide a handle for further dissecting the
etiology of this disease. Not only could effective compounds lead to new molecular-level
insights but they may also be promising chemical candidates for developing potential AD
therapeutics. For this purpose, metal chelation therapy has been explored by employing
general metal chelating compounds to remove or potentially block these metal ions from
interacting with Ap to alleviate aggregate deposition and ROS production (Fig. 4; e.g., CQ,
EDTA).21-25.55.56 From this approach, the potential roles of metal ions in AD have been
acknowledged and new methods to design compounds for potentially elucidating how metal-
associated AP species (metal-Af species) are connected to the neuropathology of AD have
been explored.

Investigations with 8-hydroxyquinoline derivatives, CQ (Fig. 4) and PBT2, /in vitroand in
vivo have suggested their ability to interrupt the associations between metal ions and AR, to
sequester redox active metal ions, and to transport metal ions across the membrane leading
to their redistribution (/.e., ionophore activity).23-2555 Dye to limited utility and adverse
effects of CQ,232555 jts analogue PBT2 has been of recent interest as it leads to better
ionophore behavior, greater depletion of amyloid deposits, and improved performance on
neuropsychological tests in AD patients. These observations have provided evidence that
metal homeostasis is severely misregulated in AD and that mitigating this dyshomeostasis
may be of therapeutic value. Although showing progress and lending credibility to metal ion
chelation therapy in AD, these 8- hydroxquinoline compounds have disadvantages for
probing the direct correlation between Ap and metal ions due to the lack of AP recognition
functionality, which may result in alteration of biological metal ion homeostasis rather than
metal ions within AB species.242552.5557 Therefore, rational structure-based design
approaches have been attempted for the construction of more versatile metal chelators
containing additional modes of action for specifically targeting and elucidating the role of
metal ions associated with Ap.

Expanding upon the concept of metal chelation, multifunctional compounds that incorporate
various functionalities for direct Ap interaction, ROS mediation, or improved BBB
permeability in tandem with capturing metals ions have evolved. Combining more than one
function into a single molecule may assist in localizing compounds near metal-Ap species in
the brain (Fig. 4).23:5257.58 For one of these classes, the strategy has been to promote metal
complexation by increasing the number of donor atoms to generate multidentate ligand
frameworks.>® Along with sequestration of the redox active metal ions (e.g., Cu(l/11)) from
AP species, multidentate ligands can produce the geometry of the metal center that disfavors
the transition between oxidation states.%9 Another approach is to prepare prochelators with
concealed metal binding sites that in principle prevent unwanted systemic metal
coordination and only become active metal scavengers upon reaching a biological target or
stimulus (e.g., enzymes, ROS).23:58.60-62 | one prochelator framework, a boronic acid
masks the hydroxyl group of 8- hydroxyquinoline (QBP; Fig. 4) until activation by H,0,
resulting in the cleavage of the boron protecting group. In the presence of redox active Cu-
A and O, the production of H,O, will stimulate the delivery of 8-hydroxyquinoline, which
can chelate metal ions, mitigate ROS production, and reduce metal-induced A aggregation
in vitro.80 Orvig and coworkers have developed a family of glycosylated 3-hydroxy-4-
pyridinones capable of metal binding and antioxidant activity upon cleavage of the sugar
group (Fig. 4).61 Inclusion of the sugar moiety would exploit GLUT-1 transporters at the
BBB allowing for more facile penetration into the brain whereby it could be readily
hydrolyzed by B-glucosidase enzymes to reveal the active chelators. These compounds have
demonstrated comparable antioxidant activity to a-tocopherol (vitamin E) and were able to
solubilize metal-induced AP aggregates. Taking this approach one step further, pyridinone
glycoside derivatives that also include Ap interaction moieties have been recently reported
(Fig. 4).52 Combining prochelation, BBB permeability, antioxidant activity, and Ap
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recognition functionalities successfully within one molecule is attractive for not only
understanding the relationship of metal-Ap and neurotoxicity in AD but is also promising as
a future therapeutic direction.

The third and possibly more direct combination for designing multifunctional compounds
that can specifically target metal ions associated with AP species is the installation of metal
chelation properties into molecules previously determined to interact with Ap. This strategy
has branched into two similar approaches through synthetic manipulation: linkage and
incorporation.23:52:57.58 |n the first case, either a small molecule Ap imaging agent or a
complementary peptide recognition sequence (e.g., KLVFF) is tethered to a metal chelating
framework (e.g., ThT-based compound XH1, Fig. 4).53:64 In the second approach, a metal
chelation site is directly placed into the known AP recognition framework. Molecules from
the second strategy include modified neutral ThT derivatives (e.g., HBT; Fig. 4) and two
generations of compounds based on the stilbene and IMPY frameworks that present
different degrees of biocompatibility and reactivity toward metal-Ap species (e.g., L2-b, K1,
Fig. 4).23:52-54,57,58,65.66 Another recent discovery by Lim and coworkers was that a
naturally occurring compound from the flavonoid family, myricetin, can be classified as a
bifunctional molecule with utility in targeting and modulating metal-Ap aggregation and
neurotoxicity /7 vitro.8” Overall, the multifunctionality of these compounds has been
demonstrated /77 vitroand in living cells based on their ability to block metal-induced Ap
aggregation, to reverse the degree of amyloid aggregation, to attenuate ROS production, and
to prevent toxicity from metal-Ap species. Limited /7 vivo studies have been conducted with
the designed compounds so far (7.e., XH1 reduced amyloid burden in a double-transgenic
mouse model), and one study showed the ability of L2-b to disassemble biologically derived
high molecular weight A species from human AD brain tissue homogenates.>457.63
Toward applications to understand the role of metal ions associated with Ap in AD, these
strategies motivated by metal chelation are in promising initial stages. The attempts thus far
to rationally design multifunctional molecules have provided a foundation on which the
details of metal-Ap interaction may be revealed more completely and applied to the
comprehensive picture of the nature of AD.

2. Type Il Diabetes and Islet Amyloid Polypeptide (IAPP)

Diabetes mellitus is a degenerative metabolic disease characterized by progressive loss of
glucose homeostasis, affecting more than 170 million people worldwide.58 Diabetes
encompasses a range of metabolic disorders; however, the most common classifications are
type I, or “juvenile” diabetes and type Il, or “adult-onset,” diabetes. The primary defect in
type | diabetics is a loss of insulin-producing pancreatic p cells often caused by a T-cell
mediated autoimmune attack on B cells. Initial stages of type Il diabetes are characterized by
elevated levels of circulating insulin as insulin-secreting B cells attempt to overcome
systemic insulin resistance.5%70 Left untreated, later stages of the disease are characterized
by failure of insulin-producing pancreatic § cells and complications associated with
hyperglycemia. Type Il diabetes is the most common form of diabetes, affecting
approxig;ately 90% of diabetics in the United States, and is the focus of this section of the
review.

The underlying biochemical defects of type Il diabetes have not been fully elucidated;
however, early studies of 8 cells from type Il diabetics revealed the presence of
proteinaceous plagues in 90% of patients that were absent in healthy individuals.”® These
plaques are primarily composed of a protein called the islet amyloid polypeptide (IAPP) and
the peptide is secreted in both healthy individuals and diabetics. The causal link between
IAPP and type Il diabetes was strengthened following the discovery that overweight
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transgenic mice readily developed symptoms characteristic of type Il diabetes after over-
expressing the human IAPP variant.”!

Human IAPP (hIAPP) is a 37-residue amyloidogenic peptide hormone secreted primarily by
pancreatic B-cells in the islets of Langerhans in response to high glucose levels.” The
peptide is secreted with insulin simultaneously and has been shown to enhance the effects of
insulin by slowing gastric emptying, reducing the rate of glucose entering the blood, and
signaling the brain to reduce meal size.’? The peptide, however, has a concentration-
dependent amyloidogenic propensity that causes membrane disruption, channel formation,
and cellular toxicity.8 The resulting insoluble plaques have the characteristic B-sheet
structure of amyloidogenic proteins and respond similarly to congo red as other amyloid
proteins (vide supra).”®

Unlike A, where differing cleavage sites result in peptides with varying amyloidogenic
propensities, the same hIAPP sequence is synthesized and secreted in healthy individuals
and type 11 diabetics.”? Therefore, there must exist mechanisms in healthy individuals that
regulate its tendency to aggregate and protect against the observed cytotoxicity. The low
picomolar concentration of hIAPP in the blood does not appear to be sufficient to induce
self-aggregation; however, the peptide is found in low millimolar concentrations in
intracellular secretory granules of pancreatic B cells.”® /n vitro, millimolar concentrations of
hIAPP aggregate within minutes, but the turnover of g cells granules is slower /in vivo (on
the order of hours).”* Therefore, it is reasonable to look for factors in the secretory granule
that prevent the aggregation and aggregation related toxicity of hIAPP. The second part of
this review describes an overview of three factors found in the secretory granule that have
been shown to affect hIAPP toxicity in model systems: pH, metal ion levels, and interactions
with other proteins.

2.1 Effect of pH on IAPP Aggregation

The acidic pH (ca. 5) of the secretory granule of B cells has been shown to inhibit hIAPP
fibrillization /n vitro.”* Previous studies revealed a general trend where amyloid fibril
formation is maximized at pH values where the solubility of the peptide was at a minimum
(7.e., the isoelectric point).”® The slow aggregation of hIAPP in the acidic conditions of the
secretory granule is therefore likely due to the shift in solubility as the pH deviates from the
isoelectric point of 8.9 for hIAPP.76

Direct determination of the effect of pH on hlAPP-mediated cellular toxicity provides a
challenge as B cell viability decreases substantially with deviation from physiological pH.
While the effect of pH on h1APP toxicity has not been directly studied /n vivo, the use of
mutants to simulate the effect of hIAPP protonation has been performed.’”:78.79 The only
residue that can be titrated over the pH range hIAPP experiences /n vivois H18, with a pKjy
near 6.5 in the unstructured monomer. Interestingly, replacing the positively charged R18 in
the non-amyloidogenic rat IAPP (rlAPP, Fig. 5) with H18 (that is, R18H) is sufficient to
allow fibrillization of rlAPP, albeit to a decreased degree when compared to the human
variant.”’

In addition to fibrillization effects caused by protonation state of the 18t residue, a H18R
mutation in the membrane-binding A-terminal fragment of hlAPP (the mutant is the same as
N-terminal fragment of rlAPP) has been shown to decrease membrane insertion and
associated cellular toxicity.”® In the absence of comprehensive studies on the effect of pH on
hIAPP fibrillization-induced toxicity, the histidine to arginine mutation provides indirect
evidence for the role of charge state of the 18 residue and subsequent effects on
aggregation and toxicity. A recent study has shown that the H18R mutants in the non-
amyloidogenic, yet toxic, hlAPP1_19 fragment results in alternate interaction with model

Chem Soc Rev. Author manuscript; available in PMC 2013 January 21.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

DeToma et al.

Page 10

membranes.’8 hIAPP_14 incubated with DMPC/DMPG in a ratio of 7:3 (DMPC =
dimyristoylphosphatidylcholine; DMPG = dimyristoylphosphatidylglycerol) has a smaller
effect on the thermodynamic parameters of the gel to liquid-crystalline phase transition than
the H18R mutant (or rlAPP1.1g), as determined by differential scanning calorimetry (DSC),
suggesting hIAPP1_1g is inserting deeper into the membrane than rlAPP;_19.7° The
mechanistic differences described likely correlate with physiological events as the
h1APP1.19 fragment was shown to disrupt Ca(ll) homeostasis (a relative indicator of cell
viability)® of islet cells to a greater extent than rIAPP1.1q.

In addition to the charge-induced differences in insertion and permeability that have been
identified, there are aggregation-related cytotoxicity mechanisms that arise when the pH is
altered. Current models of hlAPP-induced membrane disruption suggest that either
aggregation intermediates (e.g., oligomers) are the most toxic species or the process of
fibrillization is the primary cause of membrane disruption.8:89 Since the hIAPP1.1g model
fragment is non-amyloidogenic, the study was not able to probe the fibrillization-dependent
toxicity and it is not clear if this truncated fragment forms the same oligomers as the full-
length peptide. The low pH of the secretory granule likely affects the oligomerization and
aggregation mechanisms as electron micrographs have shown that fibrils formed at low pH
are morphologically different from those formed at neutral pH.81:82 The specific difference
in the morphologies of hIAPP fibrils at varying pHs, however, are highly dependent on the
experimental conditions. For example, Abedini and Raleigh observed aggregates grown at
pH 8.8 readily produce protofibrils and those grown at pH 4.0 are mainly amorphous
aggregates; however, EM images reported by Clark and coworkers presented the formation
of short protofibrils under acidic conditions (pH 3) and large aggregates of protofibrils in a
slightly basic gel (pH 7.4 and 9).81:82 The effects of pH on fibrillization can be understood
by the proposed B-serpentine model of amyloid fibrils. In the model, hlAPP monomers
adopt a conformation between residues 9-37 composed of three planar p-sheet strands
arranged in an S shape, with H18 located in the first turn.83 Incorporation of a positive
charge in the first turn would be highly unfavorable, especially as the monomers stack to
form fibrils. The pH-dependent change in fibril morphology is therefore related to a new
energy minimized conformation in the presence of additional charge on H18.

2.2 Interaction of IAPP with Metal lons

The misregulation of metal ions in amyloid related diseases has received attention following
the discovery of high occurrence of metal ions in amyloid deposits and in amyloidosis
patients.8* The effect of Zn(I1) on hIAPP is of particular interest as p cell granules contain
millimolar levels of Zn(11), one of the highest levels in the body, and diabetics often exhibit
zinc deficiency.8586 Zinc is involved in multiple aspects of glucose homeostasis, including
paracrine communication, insulin storage, and glucose-stimulated cascades.8” Given that
hIAPP secretion is part of glucose homeostasis, it is not surprising that Zn(ll) has a strong
effect on hlAPP aggregation, albeit different from that with Ap; however, the physical basis
of the effect is complex.88

Zn(I1) has an overall inhibitory effect on hIAPP aggregation as determined by EM and ThT
fluorescence assay.84 Fitting the ThT aggregation curve to a sigmoidal function (Fig. 1)
reveals that Zn(ll) causes a pH and concentration-dependent effect on lag times and
elongation rates, which is summarized in Fig. 6.84 Since H18 is the only residue that
changes protonation state between pH 7.5 and 5.5, the pH dependence can be attributed to
the protonation of H18, suggesting the binding is localized near H18. NMR confirms this
hypothesis by revealing that the greatest chemical shift perturbation accompanying binding
of Zn(11) are localized near H18.84 The discovery of two Zn-binding sites on hIAPP
provides an explanation for the concentration dependence of aggregation kinetics, which
change sharply after ca. 1 mM Zn(Il) is added. Electrospray ionization mass spectrometry
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(ESI-MS) of hIAPP with Zn(I1) reveals the presence of a low micromolar binding site,
which is likely localized near H18, and a low millimolar binding site.89 Isothermal titration
calorimetry (ITC) confirms the low micromolar primary binding site and revealed that 4-6
hIAPP_19 monomers coordinate around a single Zn(Il). The effect of this multimeric
complex on hIAPP aggregation is not clear; however, the decrease in lag times with the
addition of Zn(l1) at all concentrations (see Fig 6) is associated with enhanced nucleation
that may be caused by this complex. It is important to note that the Zn-bound complex may
not be structurally related to the oligomeric nucleus, and the decrease in lag time may
simply reflect regions of elevated hIAPP concentrations localized near Zn(ll).

Further insight into the increased nucleation of hIAPP in the presence of Zn(ll) was gained
by studying the structure of Zn(Il1)-bound h1APP in helix-promoting organic solvents, 2,2,2-
trifluoroethanol (TFE) and hexafluoroisopropanol (HFIP) by NMR spectroscopy.8* The use
of helix promoting solvents allows for the study of hypothesized helical conformations of
h1APP that would otherwise be invisible v/a traditional structural determination
methodology. Comparison of these determined NMR structures of hIAPP reveals that Zn(11)
breaks the a-helix in the middle of the structure, near H18, and induces a kink between the
N-and C-terminal helices (Fig. 7A). The resulting helix-kink-helix motif is of particular
interest as it is a proposed conformational intermediate in the aggregation of hIAPP.
Furthermore, a similar conformation was observed in the X-ray crystal structure of a hIAPP
dimer attached to the maltose binding protein (Fig. 7B).%0

The decrease in the elongation rate at physiological pH, especially at low Zn(1l)
concentrations, is likely due to electrostatic repulsion within the fibril if zinc remained
bound to hIAPP.8% The H18 involved in the high affinity binding site would be located in
the interior of the fibril, and similar to the effect of protonating H18, binding of Zn(ll) to
human IAPP near H18 would result in electrostatic repulsion between neighboring p sheets.
This would disfavor the formation of mature fibrils and would push the equilibrium toward
monomeric or oligomeric states to minimize electrostatic repulsion.8% A dye displacement
assay confirms this hypothesis; simultaneous monitoring of peptide aggregation and
fluorescence of the dye revealed that Zn(l1) is released when hIAPP aggregates.8° Probing
the mechanisms underlying the low affinity binding site is more challenging since the high
affinity site will be occupied first. The kinetic data of hIAPP incubated with Zn(ll) at low
pH, when the H18 is protonated and likely unavailable for binding, suggests the second
binding site increases the fibril growth rate.84

Although the influence of Zn(Il) on hIAPP aggregation has been determined /in vitro, the
subsequent effect of Zn(I1) on hlAPP cytotoxicity remains to be determined. Caution must
be taken when attempting to extrapolate the results of in vitro effects of Zn(Il) on hIAPP as
the peptide is exposed to a range of pH and Zn(Il) concentrations that would affect
aggregation rates: from the low pH and high Zn(I1) concentration of the secretory granule to
the physiological pH and low Zn(11) concentration outside the cell. Furthermore, interaction
between Zn(1l) and other cellular components that interact with Zn(Il), such as insulin,
would likely alter the amount of free Zn(ll) accessible to hIAPP. A final factor to consider is
that since either hIAPP oligomers or the process of aggregation are considered most toxic to
cells, a decrease in fibril formation does not necessarily correlate with reduced toxicity. This
distinction became evident in studies of the effect of Cu on hIAPP aggregation and toxicity.

The presence of Cu in amyloid deposits and its ability to catalyze the formation of toxic
ROS has promoted investigations on the effect of Cu(ll) on hIAPP aggregation. Studies of
hIAPP fibrillization with ThT, AFM, and EM have revealed that Cu(ll) inhibits the
formation of mature hIAPP fibrils.?1 A recent study, however, has shown the presence of
Cu(Il) with freshly dissolved hIAPP decreases INS-1 rat insulinoma cell viability to a

Chem Soc Rev. Author manuscript; available in PMC 2013 January 21.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

DeToma et al.

Page 12

greater extent than cells incubated with hIAPP only.%2 Cu-induced oxidative stress was ruled
out as the cause of toxicity by repeating the cell studies and aggregation kinetics studies with
Ni(11).92 Ni(11) has comparable binding characteristics to Cu(Il) and was shown to decrease
hIAPP fibril formation to a similar extent; however, Ni(ll) does not contribute to the
generation of ROS. Addition of hIAPP to INS-1 cells incubated with Cu(ll) and those
incubated with Ni(ll) resulted in a similar decrease in viability, as compared to cells
containing only hIAPP.92 These findings indicate ROS are not the cause of increased
toxicity for hlAPP; instead, Cu(ll) possibly stabilizes either a toxic intermediate species of
hIAPP or a toxic oligomerization-driven process. In the case of Cu(ll), a decrease in
amyloid formation does not correspond with a decrease in toxicity, a conclusion that
emphasis the importance of combining /n vivoand /n vitro techniques to understand the role
physiological factors play in the progression of amyloid diseases. This conclusion is
especially important in the context of the discussed AP metal chelation approaches, as
understanding the physiological role of metals in type 11 diabetes is a prerequisite for
application of metal chelation therapy

2.3 Interaction of IAPP with Proteins

Secretory granules of p cells contain a variety of additional peptides that are stored with
IAPP, some of which likely regulate IAPP aggregation. Among them, insulin and C-peptide
are two proteins found in the secretory granule for which their effects on IAPP aggregation
have been studied. The maturation pathway of IAPP, insulin, and C-peptide are similar in
that the proteins share transcription promoter elements and are synthesized as precursor
peptides that undergo post-translational modification.”3 Cellular production of insulin and
C-peptide involve the same precursor, an 86-residue proinsulin peptide that is synthesized in
the endoplasmic reticulum (Fig. 5). The precursor peptide is then oxidized and packaged in
the Golgi apparatus where it undergoes processing to form the mature insulin and C-peptide
proteins that are stored at similar concentrations in the secretory granule.” Insulin is a
hormone protein that exists as a hexamer in the dense center of the granule and its central
role in glucose homeostasis has been extensively documented. The physiological role of C-
peptide is less understood; however, it has been used to report on the relative amount of
insulin secreted since it is not readily uptaken like insulin following secretion.

The centrality of insulin to glucose homeostasis and diabetes has led to significant interest in
the insulin-1APP interaction, making it the most widely studied protein partner of IAPP.
Most studies report that insulin has an overall inhibitory effect on hIAPP aggregation, and /in
vitro studies, using dye-filled liposomes that fluoresce upon leakage, have revealed that
insulin has an inhibitory effect on hIAPP-induced membrane disruption.88:93 ThT
fluorescence and CD spectroscopy revealed the A-chain of insulin promote hIAPP fibril
formation while the B-chain has an inhibitory effect.%4 The interaction interface between
insulin and IAPP was then investigated using decamer hIAPP peptide fragments,
corresponding to consecutive overlapping sequences of both peptides, revealing that the
inhibitory interaction likely occurs between residues 7-16 of hIAPP and the 8-25 of the
insulin B-chain.%*

NMR chemical shift perturbation of rlAPP incubated with insulin revealed the greatest
perturbations occurred in the 1-18 region of rlIAPP and between residues 10-20 of the
insulin B-chain, confirming previous findings.?® The greatest chemical shift perturbations on
rlAPP occur at R11 and R18 (H18 in hIAPP), and the greatest perturbations of the insulin B-
chain occur in the E13-L17 region as well as H10 and G20 (Fig. 7A).% These findings
suggest the interaction is mediated by a salt bridge most likely between the hIAPP arginine
and B-chain glutamate.%®
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The interaction is relatively transient as evident by exchange rates between the free and
bound rlAPP exceeding 1000 Hz, as determined by CPMG (CPMG = Carr-Purcell-
Meiboom-Gill) measurements and a lack of new NOEs (NOE = nuclear Overhauser effect)
upon binding.%> CPMG is an NMR technique for probing molecular dynamics of processes
undergoing a slow exchange (milliseconds to microseconds). NOE is an NMR effect with an
r- 6 distance-dependence whereby magnetization is transferred from one set of nuclear spins
to another by cross-relaxation. The distance-dependence of the NOE effect is one of the
restraints used for NMR structural determination; however, the effect requires mixing times
around hundreds of milliseconds for peptides like IAPP. For conformation or exchange
processes occurring faster than the NOE magnetization transfer time, which is the case for
rlAPP binding insulin, the effect is averaged and additional NOEs will not be visible.

In addition to the primary interaction interface elucidated by NMR, other interaction
interfaces likely to play a role as well. Reports of binding between monomeric hlIAPP and
the hexameric Tg insulin structure provides evidence that hIAPP interacts with other regions
of insulin as well.”® The inhibitory B-chain residues in the 920 region are located inside the
Tg structure and are likely inaccessible to hIAPP (Figs. 8C and 8D), indicating that the
observed 73 interaction between monomeric hIAPP and the Tg insulin is likely with other
insulin residues.

In addition to interactions between monomeric hIAPP with monomeric insulin and between
monomeric hIAPP with insulin crystals, monomeric insulin is also able to interact with
fibrillar hIAPP; however, insulin is unable to breakdown the hIAPP aggregates.® In
addition, there is a variation in the reported effects of insulin on hlAPP fibril morphology.
Some studies report minimal effect on individual fibril morphology82:97 while others report
formation of amorphous aggregates®:98 or thinner fibril strands® in the presence of insulin.
Differences in sample conditions and preparations are likely to contribute significantly to the
variation in the reported fibril morphology. Furthermore, the recent finding of insulin’s
time-dependent effects on hlAPP aggregation adds an additional variable that may further
explain the differences in the observed fibril morphology.® The study revealed that insulin
inhibits fibrillization of hIAPP for only a limited period, approximately six hours, after
which insulin accelerates the fibril formation.%°

The majority of the studies performed on the peptide interactions with hlAPP have been
focused on insulin due to its central role in glucose homeostasis; however, the increased
awareness of the role of insulin-related peptides in the pathogenesis of type 1l diabetes has
sparked preliminary interest in how those peptides interact with IAPP. Proinsulin and C-
peptide are two proteins that have received particular attention as elevated levels of both
peptides are correlated with onset and progression of diabetes.1%0 While proinsulin
constitutes a minor fraction of the secreted insulin, its release is significantly increased in
type Il diabetics and in patients with impaired glucose tolerance (a pre-diabetic state with a
slightly elevated blood glucose level).100 [t is not yet clear whether the increased level of
proinsulin in diabetics is due to a defect in the insulin processing machinery or merely the
result of increased secretory demand on { cells that results in depletion of mature insulin and
thus, the need to secrete immature granules.1%0 Preliminary studies on the interaction
between hl1APP and proinsulin have revealed weaker binding affinity of proinsulin to hIAPP
and reduced inhibition of hIAPP aggregation in the presence of proinsulin as compared to
mature insulin.88.96 This indicates that either proinsulin has a different structure at the
interaction interface with hIAPP or there are differences in the flexibility of the proinsulin
sequence. Indeed, a comparison of insulin and the insulin sequence in proinsulin reveals
structural rigidification of the insulin domain of proinsulin and only minor structural
perturbation of residues that would be located on the B-strand of insulin, the hypothesized
interaction interface with hIAPP (Fig. 8C).101
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C-peptide, the other product from proinsulin processing, is stored with hlAPP at
concentrations similar to those of insulin, and therefore identification of effects from this
peptide on hlAPP aggregation has drawn interest. Similar to insulin, there are variations in
the apparent effects of C-peptide on hIAPP fibrillization with some studies reporting
minimal effects on hIAPP aggregation?8-192 while others report C-peptide increases
aggregation88.98 or even a slight decreases in hIAPP fibril formation when incubated with a
stoichiometric excess of C-peptide;%8 however, the effects of C-peptide appear significantly
smaller than those observed by the other factors in this review. It is not clear by which
mechanism C-peptide has an effect on hIAPP or whether the variation in described effects is
a result of complex interactions between C-peptide and hIAPP, similar to those observed
with insulin, or the result of non-specific interactions. The described peptides account for
over 80% of the peptides residing in the secretory granule of B cells; however, the peptide
mixture in the granules is complex, containing upwards of 100 different peptides, some of
which likely have additional roles in IAPP homeostasis that have yet to be elucidated.”

Conclusion

AD and type Il diabetes represent two aging related amyloid diseases that have different
origins but are characterized by the deposition of amyloid protein aggregates containing
misfolded AP peptides and IAPP, respectively. These aggregates are termed amyloids based
on their common structural traits. As discussed in this review, the mechanisms of their
generation and aggregation have been partially elucidated, with recent studies providing
evidence that local environmental conditions and interactions with metal ions and other
existing proteins can directly influence these processes. While biophysical experiments are
increasingly used to elucidate the mechanistic details of amyloid aggregation, atomic-level
resolution structural information obtained from cutting-edge NMR techniques would be
highly valuable in the design of compounds that can be potentially used to treat these
amyloid diseases.

The unique properties of amyloid proteins pose a challenge for traditional drug design;
however, the significance of AD and type Il diabetes drives development of novel
therapeutic strategies that are currently limited by the presently unresolved understanding of
the etiology of amyloid diseases. Present efforts to clarify the current understanding of these
diseases and the factors impacting them are progressing at an encouraging pace. Innovative
ideas to apply small molecule-based approaches to define the roles of metal ions in AD
discussed in this review could be used as a stepping-stone into similar approaches for other
aspects of protein misfolding conditions. It may be possible, for example, to identify ways to
further apply chelators and/or their complexes to alleviate toxicity from metal-1APP as has
been attempted for metal-Ap.193.104 Fundamental information gleaned from these types of
studies could also be beneficial to accelerate drug discovery for both AD and type Il
diabetes. To successfully accomplish this in the future, however, a full understanding of the
pathophysiological relationship between the formation of misfolded proteins, their
interactions with other biological components, and the onset and progression of the diseases
is compulsory.
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Fig. 1.

Nucleation polymerization model of amyloid aggregation. Soluble monomeric forms of the
peptides, such as amyloid-p (AB) and islet amyloid polypeptide (IAPP), self-associate
during the lag phase (nucleation). This forms a nucleus that can be rapidly extended during
the fibril growth period called the elongation phase. Amyloid fibrils are the end product of
this process, and their thermodynamic stability allows them to reach a stage called the
plateau. The aggregation processes produce a sigmoidal Kinetic trace that is depicted in the
figure (blue). Additional factors, such as metal ions, small molecules, and other proteins, can
be involved at several points during this process and may either facilitate or inhibit this
process (see text). This figure is adapted from ref. 7 [reproduced by permission of the Royal
Society of Chemistry].
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Cleavage of APP by a-,p-, and y-secretases in the non-amyloidogenic and amyloidogenic
pathways, respectively. The common full-length peptides, AB1.49 and AB1.42, in AD are

formed through the amyloidogenic pathway.

Chem Soc Rev. Author manuscript; available in PMC 2013 January 21.



duasnuely Joyiny vVd-HIN 1duosnuey JoyIny vd-HIN

duasnuely Joyiny vd-HIN

DeToma et al.

Page 21

Fig. 3.
ROS generation facilitated by redox cycling of Cu-bound Ap under reducing conditions
(Fenton chemistry).
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Fig. 4.

Multifunctional small molecules that can be used to investigate Cu(ll)/Zn(Il)-associated Ap
species in AD by combining properties of Ap interaction (orange), metal chelation (blue),
and/or ROS regulation (green). Other structural moieties can be implemented in the design
to introduce different reactivity (e.g., ROS-activated metal chelation ability (prochelators),
enhanced BBB permeability). Multifunctional molecules are shown in the purple box.
Flavonoids such as EGCG have demonstrated antioxidative properties. Abbreviations for
compounds: ThT = thioflavin-T, 2-[4-(dimethylamino)phenyl]-3,6-
dimethylbenzothiazolium; IMPY = 6-iodo-2-(4 “dimethylamino)phenylimidazo[1,2-
alpyridine; p-1-stilbene = A, A-dimethyl-4-[(1£)-2-(4-iodophenyl)ethenyl]benzenamine; CQ
= 5-chloro-7-iodo-8-hydroxyquinoline; EDTA = N, N*1,2-ethanediylbis[ V-
(carboxymethyl)]glycine; EGCG = epigallocatechin-3-gallate, XH1 = N, N-bis[2-[[2-[[4-(2-
benzothiazolyl)phenyl]amino]-2-oxoethyl](carboxymethyl)amino]ethyl]glycine; HBT = 2-
(2-hydroxyphenyl)benzothiazole; L2-b = M, AE-dimethyl-AV*-(pyridin-2-
ylmethyl)benzene-1,4-diamine; K1 = 6-(imidazo-[1,2-4]pyridin- 2-yl)- N, \-
dimethylpyridin-3-amine; QBP = quinoline boronic acid, pinanediol ester; the prochelator
for BBB passage = 3-(D-glucopyranosyloxy)-2-methyl-1-phenyl-4(1H)-pyridinone; GL3 =
1-(4-aminophenyl)-3-(B-D-glucopyranosyloxy)-2-methyl-4(1 H)-pyridinone.
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Fig. 5.

Amino acid sequences of IAPP (human and rat), human proinsulin, human C-peptide, and
human insulin. Solid lines represent disulfide bonds and residues highlighted in red differ
between human and rat IAPP. C-peptide and insulin are cleaved from the same proinsulin
fragment, as color-coded, with 4 proinsulin residues removed altogether during processing.
Residues highlighted in color in this figure correspond to those in Figs. 7 and 8.
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*Low micromolar affinity
*Localized near H18
*One Zn (ll) coordinates
with 4-6 IAPP monomers
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*Unknown localization
and coordination

Concentration dependent effect of zinc on hlAPP1_37 aggregation kinetics and description of
the two associated binding sites. Elongation rates, lag time, and relative amyloid formation
were obtained by fitting ThT curves to a sigmoidal function. Red arrows correspond to
processes that accelerate amyloid formation, blue arrows correspond to processes that inhibit
amyloid formation, and dashes signify little change in aggregation kinetics upon addition of
Zn(I1). Length of arrows corresponds to the magnitude of the effect.
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+Zn(Il)

Fig. 7.

Structures of monomeric hIAPP4_37 in helix promoting solvent®* (A) and hIAPP;_,o-MBP
(maltose binding protein) fusion protein dimer (B) (PDB 3G7V). The addition of Zn(Il) to
monomeric hIAPP in the helical conformation (A) induces a kink near the H18 Zn(ll)
binding site, resulting in a helix-kink-helix motif that is similar to the helix-kink-helix motif
observed in the hIAPP moiety of the fusion protein dimer (magenta in B). The H18 side
chain of h1APP is displayed for reference and disulfide bonds are shown in yellow.
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Fig. 8.

Structures of monomeric human insulin (A) (PDB 2JV1), monomeric proinsulin (B) (PDB
2KQP), and human insulin in the hexameric Tg conformation (C and D) (PDB 1MSQO) with
similar color schemes. Monomeric insulin is depicted with the A-chain in green, the B-chain
in cyan/blue, disulfide bonds in yellow, and the region exhibiting the largest chemical shift
perturbations upon binding to rlAPP (residues 10-20) are in blue. Side chains with the
greatest chemical shift perturbations are shown as well. The presence of additional residues
in proinsulin (orange in B) have little effect on the structure of the insulin moiety in
proinsulin (cyan and green). The hypothesized interaction interface between monomeric
insulin and IAPP would be located in the interior of the hexameric Tg insulin storage
structure (C and D) and would be inaccessible to IAPP (dark blue with E13 side chain
indicated for reference).”3
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