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Recent structural studies show distinct morphologies for the fibrils
of Ap(1-42) and Ap(1-40), which are believed not to co-fibrillize.
We describe here a novel, structurally-uniform 1:1 mixed fibrillar
species, which differs from both pure fibrils. It forms preferen-
tially even when AB(1-42) : AB(1-40) peptides are mixed in a non-
stoichiometric ratio.

Among the major unknowns in Alzheimer’s disease research
are the mechanisms by which different AB(1-42) and/or AB(1-
40) aggregate species cause toxicity in mammalian cells. Most
biophysical studies on AP peptides reported in the literature
only deal with the behavior of a single alloform of the peptide,
and do not consider the many AP peptides that coexist in vivo."®
However, it has been widely demonstrated that increasing
amounts of AB(1-42) relative to AP(1-40) speed up the aggrega-
tion kinetics and also alter the pattern of spontaneously formed
oligomeric species,”** which are considered the main toxic
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different between the two main isoforms.

Kuperstein et al. have previously reported that all mixtures
of AP(1-42) and AB(1-40) peptides with ratios higher than 3:7
are equally prone to aggregation, and show a similar lag-
phase.’® Based on this observation, it was concluded that
toxicity results from an increase of the AP(1-42)/AP(1-40)
ratio,'® suggesting that the properties of mixture do not match
the sum of the properties of the two individual components,
therefore implying the formation of mixed species. The for-
mation of mixed intermediate species has been proposed,'”
and can be considered the result of the diverse conversion and
aggregation pathways of these peptides.'>'®'® However, it is
widely believed that AB(1-42) and AB(1-40) do not co-fibrillize."”
Whether the two alloforms interplay or act separately instead is an
important question, as this has implications for the propagation
of fibrillar seeds in the brain.>**!

We have prepared fibrils in the same experimental condi-
tions as those previously used to obtain well-shaped fibrils of
pure AB(1-40),>> using a 1:1 ratio of the two isoforms (Fig. S1
and S2, ESIt). A new single species is spontaneously formed.
The mixtures before fibrillization show a marked toxicity to
cultured neurons (see for the characterization Fig. S3, ESIf).
When a 3:7 AB(1-42): AB(1-40) ratio (previously found to be the
most toxic mixture’®) is used, the same single species is
observed, but with the excess AP(1-40) simultaneously forming
the same pure fibrillar species previously characterized by
Bertini et al.®” (Fig. S4, ESIT). No cross-peaks among the two
species are observable. The ratio between the two species has
been estimated from the intensity of the signals in the 2D
13C-"3C correlation spectra and found to be approximately 4: 3,
in line with the expectation (see ESIY)].

We have acquired solid-state NMR spectra on two samples of
the species obtained at the 1:1 ratio with either one of the
peptides uniformly *C-"°N labeled. The spectra of the labeled
AB(1-42) and the AP(1-40) components in the two 1:1 mixed
samples are superimposable (Fig. 1). The spectra of the AB(1-42)

The rate of formation of these species is markedly
15,16
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Fig. 1 Section of the overlaid 2D *C-C-correlation spectra of the
AB(1-42) component (black) and of the AB(1-40) component (red) in the
1:1AB(1-42) : AB(1-40) mixed fibrils. Mixing time = 100 ms. Magnetic field:
700 MHz (16.4 T), dimension of rotor: 3.2 mm (~14 mg of fibrils), 12 kHz
spinning, 100 kHz *H decoupling, T = 283 K. The resonances are assigned
as indicated. The crosspeaks corresponding to 141 are magnified by a
factor 2.

component show some extra peaks (particularly for S8 and G9),
suggesting that the AB(1-42) may be more rigid than the AB(1-40)
in the N-terminal loop, as well as a few minor peaks attributable
to other species, possibly linked to a slight imbalance in the
concentration of the two isoforms. When assigned*** (Fig. S6
and S7, ESIY), the spectra yield the same intra- and intermolecular
contacts, showing that the conformation of the two peptides is
identical. Signals correlating the side chains of Leu17 with Leu34/
Val36, Phe19 with Gly33/Leu34, Ala21 with Ile32, and His13 with
Val40 were detected and assigned unambiguously on the *C-"*C
correlation® spectra at different mixing times on both samples
(see Table S1, ESIt). These contacts are only consistent with a U-
shaped conformation of the monomer typical of AB(1-40) and not
with the characteristic S-shaped conformation of AB(1-42)
(Scheme S1, ESIY).

When the unambiguous contacts are reported on the topol-
ogy of the monomer, it is clear that in the B-arch the reciprocal
packing of the two f-strands (f; and f3,) (Fig. S8A, ESIt), is
different from that of pure AP(1-40) obtained in the same
conditions®® (Fig. S8B, ESI,t and Scheme 1) and, instead,
resembles that reported for fibrils of pure AB(1-40) or AP(1-42)
obtained under different conditions by Tycko and Smith and
coworkers>***” (Scheme S1, see ESL for the details of structure
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AB(1-40):AB(1-42) mixed fibrils
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Scheme 1 Topologies of monomer and the interprotofilament interface
identified in the present work and in previously studied pure Ap(1-40).22
The dashed/dotted lines represent unambiguous experimental restraints
used to derive the corresponding topology. In the schematic description
of the monomer, the hydrophobic, acidic/basic, and other types of
residues are shown in white, black, and gray, respectively. The filled black
circles represent the C, of the Met35 residue. Other residues included in
SS-NMR-observed structural restraints for linking the protofilaments are
shown as hollow circles.

calculations), and has also the same register of the highly toxic
oligomers stabilized by an intramolecular disulfide bond between
residues 21 and 30, mutated to cysteine.”®

As previously observed,>” Lys28 is exposed to the solvent and
not involved in the formation of salt-bridges.>*> The analysis
of the cross-peaks in the *C-">C correlation spectra supports
the presence of a parallel arrangement of the protein molecules
along the B-spine. No cross-peaks correlating the N-terminus
and C-terminus of f; or f5, strands have been observed in
the spectrum of either sample. This indicates that the B-strand-
turn-B-strand motif is organized in parallel cross-p sheets as reported
in the literature for mature fibrils of AP(1-40).>?>*%%7333% This
model is further supported by the presence of a single pattern
of signals for each residue in the SS-NMR spectra. For symmetry
considerations, this is consistent only with the presence of a
parallel in-registry p-spine.®® Each of the B-spines constituting
the sides of the cross-f sheet arrangement is called “protofila-
ment” for simplicity.

More specifically, the f,-f, arrangement of the 1-40 fila-
ments of both AB(1-40) and AB(1-42) are identical in the mixed
fibrils.

Chem. Commun., 2020, 56, 8830-8833 | 8831
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Fig. 2 2D ™N-"C hNhhC spectra of the AB(1-42) : AB(1-40) mixed fibrils
in the 1:1 molar ratio, where (A) AB(1-42) is *>N-enriched and AB(1-40) is
BC-enriched, (B) AB(1-42) is **N-enriched and AB(1-40) is in natural
abundance. Magnetic field: 800 MHz (19 T, 201.2 MHz **C Larmor
frequency), dimension of rotor: 3.2 mm, 16 kHz spinning, 80 kHz H
decoupling; number of scans: 2048. The strong cross peaks in the
carbonyl and C, regions in (A) and the total absence of signals in (B) clearly
demonstrates that the transfer in (A) is occurring between the two allo-
forms. (C) The H-bonds pattern of AB(1-42) interlaced with AB(1-40) in the
B-spine is displayed.

Homogeneous protofilaments of either AB(1-40) or AB(1-42)
can be excluded by the presence in the spectra of cross-peaks
between N-terminus and C-terminus of the f, strand, which
would not be present if all the labeled peptide molecules were
in the same protofibril (Fig. S9 and S10, ESIT). We are thus left
with the possibility of an interlaced arrangement. To further
prove this, fibrils from 1:1 mixtures of ’N-enriched AB(1-42)
and "*C-enriched AB(1-40) were prepared, in such a way as to
have NMR signals only if "N and "*C nuclei are in close
proximity. In particular, a two-dimensional nitrogen-carbon
correlation experiment, 2D "*N-"*C hNhhC?® shows good signal
intensity in several parts of the spectrum and particularly in the
NH-carbonyl region, thus demonstrating direct, short range
contacts between AP(1-40) and AP(1-42) filaments (Fig. 2),
further confirmed by a 1D TEDOR experiment (Fig. S11, ESI¥).>”
These data demonstrate beyond any doubt that AB(1-40) and
AB(1-42) can co-fibrillize in a 1:1 ratio to form an interlaced
fibril (Fig. 3 and Fig. S12, ESIt).

The heterogeneity observed in the SS-NMR spectra of pure
AB(1-42) under the present conditions may reflect the endpoint
of a fast aggregation reaction, which is instead prevented by the
formation of a 1:1 product when AB(1-40) and AP(1-42) are
present simultaneously in solution and which also favors a
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Fig. 3 Structural model of AB(1-40)/AB(1-42) interlaced mixed fibrils. The
AB(1-42) polypeptide is colored in magenta while the AB(1-40) polypep-
tide in blue.

conformation with the turn at positions G25 and S26 over the
one with the turn at positions E22 and D23, which are puta-
tively involved in the toxicity of early aggregates.’®*° In the
present interlaced fibrils, the observed U-shape register ideally
accommodates the requirements of both filaments, and is
likely to provide an extra stabilization by preventing the steric
clashes potentially caused by Ile41 and Ala42 because these two
residues are alternatively present and absent in the interlaced
fibrils. The buried surface area is maximum for the mixture in
this arrangement, see Table S5 (ESIf).

The present observation that a single fibrillary species is
obtained from mixtures of AB(1-42) and AP(1-40) indicates that
the interplay between the two alloforms may contribute to
extend the number of possible polymorphs formed by these
peptides, increasing the complexity of the structural landscape
of the amyloid aggregates, which may correspond to phenotypic
differences.”® We expect that the availability of a structural
model for this mixed-species will be useful for a better under-
standing of the variable nature of cross-seeding,”®*"*>
as in the development of potential drugs.****
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| Structures formed by a molar excess of AP(1-42) were not analyzed,
but AB(1-42) by itself yields a strongly heterogeneous mixture under the
present conditions (Fig. S5, ESIt).
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