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Polyphosphates (polyPs), chains of phosphate residues found
in species across nature from bacteria to mammals, were
recently reported to accelerate the amyloid fibril formation of
many proteins. How polyPs facilitate this process, however,
remains unknown. To gain insight into their mechanisms, we
used various physicochemical approaches to examine the ef-
fects of polyPs of varying chain lengths on ultrasonication-
dependent α-synuclein (α-syn) amyloid formation. Although
orthophosphate and diphosphate exhibited a single optimal
concentration of amyloid formation, triphosphate and longer-
chain phosphates exhibited two optima, with the second at a
concentration lower than that of orthophosphate or diphos-
phate. The second optimum decreased markedly as the polyP
length increased. This suggested that although the optima at
lower polyP concentrations were caused by interactions be-
tween negatively charged phosphate groups and the positive
charges of α-syn, the optima at higher polyP concentrations
were caused by the Hofmeister salting-out effects of phosphate
groups, where the effects do not depend on the net charge.
NMR titration experiments of α-syn with tetraphosphate
combined with principal component analysis revealed that, at
low tetraphosphate concentrations, negatively charged tetra-
phosphates interacted with positively charged “KTK” segments
in four KTKEGV repeats located at the N-terminal region. At
high concentrations, hydrated tetraphosphates affected the
surface-exposed hydrophilic groups of compact α-syn. Taken
together, our results suggest that long-chain polyPs consisting
of 60 to 70 phosphates induce amyloid formation at sub-μM
concentrations, which are comparable with the concentrations
of polyPs in the blood or tissues. Thus, these findings may
identify a role for polyPs in the pathogenesis of amyloid-related
diseases.

Currently, more than 35 types of proteins and peptides are
known to form amyloid fibrils, which are misfolded ordered
and linear aggregates associated with amyloidosis (1–3).
Recent advances in solid-state NMR and cryo-EM revealed the
cross-β-dominated atomic structures of many amyloid fibrils
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(3–6), confirming that they are indeed misfolded ordered
structures achieved by hydrophobic interactions, hydrogen
bonds, and van der Waals interactions, which also stabilize the
globular native structures. Although folding and amyloid for-
mation are alternative reactions of unfolded proteins (7, 8), the
thermodynamic mechanisms of amyloid formation starting
from native, denatured, or unfolded proteins remain unclear.

A traditional view is that amyloid fibrils are crystal-like
aggregates of denatured proteins, which are formed above
solubility upon breaking supersaturation (9–11). Supersatu-
ration is a fundamental phenomenon of nature, determining
the phase transition of substances. It is required for the for-
mation of crystals and involved in numerous phenomena, e.g.,
the supercooling of water prior to ice formation. The same is
true for crystal-like amyloid fibrils. An additional trigger (e.g.,
ultrasonic agitation) can disrupt supersaturation, leading to
amyloid formation (11–13). We consider this traditional view,
which should be combined with the atomic structures, to be
important for advancing our understanding of amyloid
formation.

Thus far, the effects of several additives, i.e., salts (14), lipids
(15–18), and metals (19), have been investigated and can be
interpreted in terms of additive-dependent changes in solu-
bility (18). Recently, among different additives, the role of
polyphosphates (PolyPs) (Fig. 1A) consisting of high-energy
phosphate anhydride-bonded inorganic phosphate has been
focused on. PolyPs are one of the most ancient and conserved
molecules in biology and are found in all prokaryotic and
eukaryotic organisms (20, 21). Synthesized in vivo from ATP,
these molecules exhibit a number of different functions. In
bacteria, polyPs mainly serve as an energy store and a reserve
pool of inorganic phosphate (22), whereas in eukaryotes, they
have been implicated in the stimulation of blood coagulation
(23), regulation of mitochondrial ion transport (24), energy
metabolism (25), macrophage inflammatory response (26), etc.
Cremers et al. (27) reported that polyPs accelerate the amyloid
formation of several proteins, including α-synuclein (α-syn).
We also reported that polyPs significantly induce amyloid
formation of β2-microglobulin, a protein responsible for
dialysis-related amyloidosis, at both acidic and neutral pH (28).
More recently, Wang et al. (29) reported that medium-chain-
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Figure 1. Amyloid formation of α-syn in the presence of different kinds of polyPs. A, chemical structure of polyP. n is the degree of polymerization of
the phosphate group. B–D, kinetics of amyloid formation monitored by ThT fluorescence at varying concentrations of orthoP (B), tetraP (C), and polyP-L (D).
The concentrations of polyPs are shown in the figures. E–G, maximum values of ThT fluorescence (blue) and lag times (black) in the presence of orthoP (E),
tetraP (F), and polyP-L (G). Each point and bar represent the average and standard deviation of five independent experiments, respectively. Maximum values
of ThT fluorescence in Figures 1 and 2 were fitted with three Gaussian curves including the charge–charge interactions (orange), Hofmeister salting-out
effects (green) and higher unknown component (gray).

Polyphosphate-induced amyloid fibril formation
length polyP (60-mer) induced the liquid–liquid phase sepa-
ration of green fluorescent protein in vivo and in vitro. Thus,
polyPs may play numerous roles in protein aggregation and
related phenomena (30, 31).

We examined the effects of polyPs of varying chain length
on α-syn amyloid formation, revealing two concentration re-
gions of amyloid acceleration. The lower and higher polyP
concentrations promoted amyloid formation by attractive
charge–charge interactions between positive groups of α-syn
and negative polyPs and Hofmeister salting-out effects,
respectively. As the former occurs at polyP concentrations
comparable with those in vivo, polyPs are likely to play
important roles in the pathogenesis of amyloid-related dis-
eases. This study extends the view of amyloid formation on the
basis of solubility and supersaturation.
Results

PolyP-induced amyloid formation of α-syn

We examined the amyloid formation of α-syn in the pres-
ence of polyPs with varying chain lengths: orthophosphate
(orthoP), diphosphate (diP), triphosphate (triP), tetraphos-
phate (tetraP), short polyphosphate consisting of 10 to 15
phosphates (polyP-S) and long polyphosphate consisting of 60
to 70 phosphates (polyP-L) (Fig. 1 and Fig. S1). The concen-
tration of α-syn (0.1 mg/ml, 6.9 μM) used in this study was
comparable with that in neuronal cells (32) and was lower than
those used in previous studies (0.5–1 mg/ml) (14, 19, 33, 34).

At 0 to 100 mM orthoP, the thioflavin T (ThT) fluorescence
did not increase during an incubation of 24 h (Fig. 1B). Ac-
cording to the solubility and supersaturation mechanism, the
solubility of α-syn was higher than 0.1 mg/ml. At 200 to
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325 mM orthoP, the ThT fluorescence increased markedly
after a lag time of several hours, suggesting that the solubility
decreased below 0.1 mg/ml. However, at concentrations higher
than 450 mM orthoP, the ThT fluorescence did not increase,
when amorphous aggregates were likely to be formed (see
below). The profile of diP-dependent acceleration and inhibi-
tion was similar to that of orthoP, although the concentrations
to induce amyloid formation (100–200 mM) were lower than
those of orthoP (Fig. S1A). For other polyPs with higher
phosphate numbers, we observed more complicated profiles
with an additional region of acceleration at the lower con-
centrations (Fig. 1, C and D and Fig. S1, B and C).

By fitting the ThT profiles observed for different polyPs to
Gaussian curves, we determined the optimal concentrations for
amyloid formation (Fig. 1, E–G and Fig. S1, F–H). As for orthoP,
the optimal concentration for themajor peakwas approximately
270 mM and the minor peak, which was likely to be caused by
amorphous aggregation (see below), had an optimum at
700 mM (Fig. 1E). The optimal concentration for orthoP was
slightly lower than that of NaCl (�830 mM) (Fig. S1, D and I).

The optimal ThT concentrations of polyPs corresponding to
the major orthoP peak were 110 mM triP, 92 mM tetraP,
3.6 mM polyP-S, and 4.5 × 10−1 mM polyP-L (Fig. 1 and
Fig. S1), demonstrating that the optimal concentration
deceased slightly with an increase in the phosphate number
(Fig. 2). On the other hand, the second ThT optimal con-
centrations were 7.3 mM triP, 5.9 × 10−1 mM tetraP, 9.9 ×
10−2 mM polyP-S, and 8.5 × 10−3 mM polyP-L (Fig. 1, F and G
and Figs. S1, G and H), suggesting that the second optimum
concentration decreased markedly with an increase in the
phosphate number (Fig. 2). The lag time exhibited a pattern
slightly opposite to that of ThT fluorescence (Fig. 1 and



Figure 2. PolyP concentration dependency of the amyloid formation of α-syn. A and B, amyloid formation in the presence of varying chain lengths and
concentrations of polyPs plotted against polyP or NaCl concentrations (A), or phosphate unit or NaCl concentrations (B). Types of polyPs are shown in the
figures. Data for orthoP, tetraP, and polyP-L are reproduced from Figure 1. C, logarithmic plots of optimal amyloid concentrations, which are caused by the
charge–charge interactions (orange) and Hofmeister salting-out effects (green), obtained using the polyP concentration (closed circles), phosphate unit
concentration (open circles), and NaCl concentration (closed triangles).

Polyphosphate-induced amyloid fibril formation
Fig. S1). Small peaks at higher additive concentrations were
observed for orthoP, diP, and NaCl at 730, 540, and
2800 mM, respectively (Fig. 1E and Fig. S1, F and I; gray).
These peaks were likely to be caused by the formation of
amorphous aggregates based on transmission electron
microscopy (TEM) (Fig. 3 and Fig. S5).

To focus on the two regions of amyloid formation, we also
plotted the maximum ThT fluorescence for different polyPs
against the phosphate unit number (Fig. 2C). In addition, the
differences between the two optimal concentrations were
plotted against the phosphate unit number (Fig. 2C). The plot
in terms of polyP molar concentrations, which emphasizes the
electrostatic interactions, exhibited the maximal separation of
two peaks for polyPs with ten phosphate units. On the other
hand, the plot in terms of phosphate unit molar concentration
suggested a moderate dependence of the high polyP-
concentration peak on the phosphate number. The slope at
midpoint was −4.3 mM log[PolyP]/log[Length of polyP] for the
charge–charge interactions (orange solid line) and −2.2 mM
log[PolyP]/log[Length of polyP] for the Hofmeister salting-out
effects (green solid line). These distinct slopes were consistent
with a view that the electrostatic attractions and general
salting-out effects are involved in amyloid formation at low
and high polyP concentrations, respectively (see below). The
results also argue the usefulness of using both polyP molar
concentration and phosphate unit molar concentration to
address the mechanism of polyP effects.

Conformation and morphology of the α-syn aggregates

The far-UV circular dichroism (CD) spectra after amyloid
formation monitored by ThT fluorescence confirmed β-sheet-
rich amyloid fibrils in the range of 200 to 1000 mM orthoP
(Fig. S2A). However, almost no CD signal was observed at
2000 mM orthoP, suggesting the formation of amorphous
aggregates. For other polyPs (i.e., diP, triP, tetraP, polyP-S, and
polyP-L) and NaCl, the CD spectra exhibited β-sheet-rich
conformations upon amyloid formation monitored by ThT
fluorescence (Fig. S2, B–G).

We plotted the CD ellipticities at 203 nm and 218 nm
against the concentrations of polyPs and NaCl (Fig. S3, A–G).
In the presence of orthoP, the CD ellipticity at 218 nm nega-
tively increased and that at 203 nm positively increased
accompanied by an increase in ThT fluorescence (Fig. S3A).
Similar dependencies were observed for diP, triP, tetraP,
polyP-S, polyP-L, and NaCl (Fig. S3, B–G). However, the
second transition at high polyP concentrations specifically
increased the intensity at 203 nm, which was most clearly
observed for polyP-S and polyP-L. This suggested that the
secondary structures are slightly different between amyloid
fibrils induced at low and high polyP concentrations.

By scrutinizing all of the TEM images obtained under various
conditions (Fig. 3 and Fig. S4), we assessed the distinct mor-
phologies of amyloid fibrils. In the presence of 250 mM orthoP,
thick amyloid fibrils with diameters of�20 nmwere observed by
TEM (Fig. 3 and Fig. S4). These thick amyloid fibrils were also
observed at higher concentrations of polyPs (i.e., 100mM tetraP
or 0.58 mM polyP-L (Fig. 3 and Fig. S4), 200 to 525 mM diP,
125 mM triP, 3 mM polyP-S, or 750 mM NaCl (Fig. S5A)). In
contrast, thin fibrils were observed at lower concentrations of
polyPs (i.e., 1 mM tetraP or 1.9 × 10−3 mM polyP-L (Fig. 3 and
Fig. S4), 10 mM TriP or 3 × 10−2 mM polyP-S (Fig. S5A)). Of
note, two types of amyloid fibrils of α-syn were previously re-
ported to form at high and low NaCl concentrations, respec-
tively (35, 36), consistent with the current results. In this paper,
we also found that α-syn formed two types of fibrils (thin and
thick fibrils) depending on the concentrations of polyP (Fig. 3
and Fig. S4). However, both of these fibrils were end products
without conversion to each other.

Interactions of tetraP and α-syn analyzed by NMR

To address the interactions between polyPs and α-syn at the
residue level, we measured the 1H-15N HQSC spectra of α-syn
J. Biol. Chem. (2021) 296 100510 3



Figure 3. TEM images of α-syn aggregates in the presence of varying concentrations of polyPs. Top, orthoP, (middle) tetraP, and (bottom) polyP-L. The
scale bars are 100 nm. Insets show the enlarged images of square regions.

Polyphosphate-induced amyloid fibril formation
at varying concentrations of tetraP (Fig. 4A and Fig. S6, A and
B). Figure 4A was separated to Fig. S6, A and B to clarify the
complicated movements of respective peaks depending on the
tetraP concentration. We used tetraP because the low and high
concentration regions of amyloid formation were most highly
separated. We performed the NMR measurements at 15 �C
following that so far the NMR experiments of α-syn were done
at 15 �C under the neutral conditions (2) because of the fast
exchange of amide protons with water at the higher temper-
ature. In addition, for the NMR measurements, amyloid for-
mation of α-syn should be suppressed during an incubation of
several hours for the HSQC measurements and for longer
periods including those for peak assignments. We confirmed
the suppression of amyloid formation at the concentrations of
0 to 200 mM tetraP during an incubation of 24 h at 15 �C
(Fig. S1, E and J). The experiments at 15 �C also showed that
the amyloid formation occurred at 300 or 475 mM tetraP
within several hours, suggesting that the peak tetraP concen-
trations caused by Hofmeister effects shifted to higher tetraP
concentrations.
4 J. Biol. Chem. (2021) 296 100510
Signal assignments for 85% of the amino acid residues of α-
syn were achieved at varying concentrations of tetraP. Some
cross-peaks gradually shifted and curved trajectories were
observed upon an increase in tetraP concentrations, suggesting
at least two steps for the interaction of α-syn with tetraP. In
particular, Ser and Thr residues, i.e., S9, T22, T33, T44, and
T81, shifted in the opposite direction between 0 and 5 mM and
5 and 100 mM tetraP (Figs. 4, B and C and 5D).

To determine the number of conformational states of sol-
uble α-syn at different tetraP concentrations, principal
component analysis (PCA) was performed using HSQC
chemical shift data. PCA is a multivariate analysis used to
simplify the complexity in high-dimensional data by geomet-
rically projecting data onto lower dimensions called principal
components (PCs) (37–39). As a result of PCA using the
normalized chemical shift data, we obtained nine PCs, corre-
sponding eigenvalues, and contribution ratios (Fig. 5B). The
accumulative contribution ratio of PC1 was 0.58 and that of
the first two PCs was 0.88. The plot of PC contribution ratios
against the tetraP concentration revealed that PC1 and PC2



Figure 4. 1H-15N HSQC spectra of α-syn in the presence of varying concentrations of tetraP (A). Representative amino acid residues with a large shift
are indicated in the figure. B and C, enlarged images of the enclosed area in the figure (A) at the concentrations of 0 to 5 (B) and 5 to 100 mM tetraP (C).

Polyphosphate-induced amyloid fibril formation
changed smoothly against the tetraP concentration, whereas
PC3 was relatively low in intensity over the tetraP concen-
trations examined (Fig. S6C). Thus, two dominant PCs were
sufficient to describe most of the observed signal movements.

The chemical shift perturbation (CSP) observed upon
addition of tetraP could be potentially indicative of either (i)
specific interactions between tetraP and α-syn or (ii) a back-
bone conformational change induced in α-syn due to the
interaction with tetraP or (iii) due to the tetraP-dependent
formation of soluble α-syn oligomers/aggregates. Although
the observed chemical shift data may include these effects,
PCA could not distinguish them at this stage. We then focused
on the three different tetraP concentrations and obtained the
stepwise differences among them in terms of PC contribution
ratios (Fig. 5C): (i) 0 to 0.2 mM at which the contribution of
PC1 was predominant, (ii) 0.2 to 5 mM at which the contri-
bution of PC1 decreased and PC2 contribution was predomi-
nant, and (iii) 5 to 100 mM at which the negative contribution
of PC1 was larger than that of PC2. The concentrations of (ii)
and (iii) were approximately consistent with those to induce
amyloid fibrils at low and high polyP concentrations, respec-
tively (Figs. 1 and 2).

CSP demonstrated that the entire region of α-syn remained
almost unchanged upon increasing tetraP concentration from
0 to 0.2 mM (Fig. 5, D and E). From 0.2 to 5 mM tetraP, CSP
was observed, especially for T22, T33, T44, and T59 located in
the N-terminal KTKEGV repeats and H50 residue (Fig. 5F).
His residue may shift upon a slight change in solution pH
around neutral pH (40). The Thr residues located in KTKEGV
repeats were sandwiched between two Lys residues (Fig. 5A).
CSPs of Lys residues on either or both sides of T22, T33, T44,
and T59 were also observed. TetraP used in the NMR exper-
iments is flexible and �10 Å in length because the high-energy
phosphate bond (P–OP) is around 1.5 to 1.6 Å (41). The main
chain of Thr residues may interact with tetraP through the
“KTK” segment in KTKEGV repeats. In addition, the CSPs
were observed at S9 located in the primary KTKEGV repeats
and at around E126 in the C-terminal region (Fig. 5F). This
suggested that the negatively charged tetraPs specifically bind
to positively charged “KTK” segments in KTKEGV repeat
motifs via charge–charge interactions, which may interfere
with interactions between the N- and C-terminal regions of α-
syn, as previously observed (42, 43). The N-terminal and NAC
regions take a compact conformation, leading to the formation
of amyloid fibrils (Fig. 6).

From 5 to 100 mM tetraP, CSPs were observed in the N and
C terminals or the relatively hydrophilic regions of α-syn
(Fig. 5G). Among them, large CSPs were observed at around
K97, N122, and Y125. Thus, at the higher concentrations of 5
to 100 mM tetraP, hydrated tetraP affected chemical shifts of
the N and C terminals or the relatively hydrophilic regions of
α-syn by the preferential hydration of anions (Fig. 6). This is
energetically unfavorable, leading to a conformational transi-
tion to a more compact and less surface-exposed structure, i.e.,
amyloid fibrils (28, 44–46). NAC regions may become compact
after the first optimum of amyloid formation and may not be
affected by the high concentrations of tetraP.
Discussion

Molecular basis of two optimal concentrations

Two regions of amyloid formation dependent on additive
concentrations were also observed for the heparin-dependent
amyloid formation of hen egg white lysozyme (HEWL) at pH
2.0 and 60 �C (45), where HEWL and heparin are positively
and negatively charged, respectively. They were also observed
for polyP-dependent amyloid formation of β2-microglobulin at
pH 7.0, where β2-microglobulin and polyP are both negatively
J. Biol. Chem. (2021) 296 100510 5



Figure 5. Interactions between tetraP and α-syn analyzed by NMR. A, amino acid sequence of α-syn, where the N-terminal, NAC, and C-terminal regions
are underlined by blue, gray, and red, respectively, and “KTKEGV” repeat motifs are marked with orange. At pH 7.5, the positively and negatively charged
residues are shown by blue and red, respectively. B and C, PCA of the NMR data against tetraP concentrations. B, the eigenvalues (circles) and accumulative
contribution ratio (bars) of PCA. The dashed line indicates an accumulative contribution ratio of 0.85. C, the change in PC 1 and 2 scores depending on the
tetraP concentrations. D, representative CSPs of HSQC peaks as a function of the molar concentration of tetraP. Colors correspond to the N-terminal (light
blue), NAC (gray), and C-terminal (pink) regions, and their amino acid residues are shown in the figure. E–G, the CSPs between 0 and 0.2 mM (E), 0.2 and
5 mM (F), and 5 and 100 mM (G). The bar above panel (E) shows the sequence motifs of α-syn, with the same colors as those used in (A). Panel (F) also shows
the hydropathy plot of α-syn against the residue number (60).

Polyphosphate-induced amyloid fibril formation
charged (30). Amyloid formation at the lower concentrations
was explained in terms of the attractive charge–charge in-
teractions between the positively charged proteins or regions
and negatively charged polyPs. On the other hand, amyloid
formation at the higher concentrations was explained in terms
of the general salting-out effects (i.e., Hofmeister salting-out
effects), where the effects do not depend on the net charge
but on the concentrations of active groups (i.e., sulfate or
phosphate groups). Water structure-making kosmotropic ions
(e.g., SO4

2− and HPO4
2−) exhibited stronger effects on protein

folding or aggregation than water structure-breaking chaot-
ropic ions (e.g., SCN− and ClO4

−) (47, 48). Preferential hy-
dration of unfolded proteins by hydrated anions is considered
unfavorable in terms of free energy, leading to folding or
amyloid formation with a decrease in exposed surface area.
The stronger dependence on polyP length at the low con-
centration region than that at the high concentration region
was consistent with a view that the electrostatic attractions and
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general salting-out effects are involved in amyloid formation at
low and high polyP concentrations, respectively (Fig. 2C).

Moreover, for the amyloid formation of α-syn, counter
anion binding and Hofmeister salting-out effects were sug-
gested to be responsible at low and high pH conditions,
respectively (14). For the amyloid formation of islet amyloid
polypeptide, it was previously reported that, at pH 8.0, counter
anion binding and Hofmeister salting-out effects are important
at low and high salt concentrations, respectively (49). We
recently reported that isoelectric point precipitation, the most
traditional approach for precipitating proteins, effectively
induced amyloid formation of α-syn at pH 4.7, its isoelectric
point, under low-salt conditions (50). Taken together, amyloid
fibrils are formed under numerous conditions where the sol-
ubility of unfolded proteins decreases, consistent with the
solubility and supersaturation-dependent mechanism.

The two polyP-dependent regions of α-syn amyloid forma-
tion at pH 7.5 can be explained by the same mechanism. The



Figure 6. Schematic of the mechanisms for polyP-induced amyloid
formation of α-syn at pH 7.0. α-Syn with a pI of 4.7 has a net charge of −10
at pH 7.0. In the absence of tetraP or salts, the negative net charge causes
the extended α-syn conformation, although the positive and negative
charges are clustered on the N- and C-terminal regions, respectively. At the
lower concentrations of tetraP, negatively charged tetraPs interact with
positively charged “KTK” segments in KTKEGV repeat motifs via charge–
charge interactions. Shielding of the charge repulsions leads to compact
NAC regions stabilized by hydrophobic interactions and the formation of
low-salt amyloid fibrils. At higher concentrations of tetraP, hydrated tetraPs
cause Hofmeister salting-out effects and lead to the formation of high salt
amyloid fibrils, in which tetraPs affect surface-exposed protein-charged
groups of compact monomers.

Polyphosphate-induced amyloid fibril formation
amino acid sequence of α-syn is divided into three regions: the
positively charged N-terminal, middle hydrophobic NAC
(amino acids 61–95), and negatively charged C-terminal re-
gions (Fig. 5A), and it contains seven imperfect repeats with
the KTKEGV consensus sequence (Fig. 5A; orange). Although
the net charge of α-syn at pH 7.5 is −9, it has many positive
charges, mostly at the N-terminal region. These positive
charges are likely to interact with negative charges of polyPs,
leading to the amyloid formation at low polyP concentrations.
On the other hand, Hofmeister salting-out effects occur at
high polyP concentrations. Electrostatic interactions and
Hofmeister salting-out effects were focused on by plotting the
molar polyP and phosphate unit concentrations, respectively
(Fig. 2).

Role of polyP in synucleinopathy

In rodent tissues, polyP concentrations are between 25 and
120 μM in phosphate units, with an average length of 50 to 800
phosphate units (20), and in human platelets, polyPs consisting
of 70 to 75 phosphates were identified at a concentration of
1.1 mM in phosphate units (51). In this study, the amyloid
formation of α-syn at pH 7.5 was investigated in the presence
of polyPs of varying chain lengths. PolyPs with more than three
phosphate groups exhibited two optimal concentrations for
amyloid formation, low and high concentration, which were
caused by the charge–charge interactions and Hofmeister
salting-out effects, respectively. Of note, long-chain polyP
consisting of 60 to 70 phosphates induced amyloid formation
by the charge–charge interactions at a sub-μM concentration,
comparable with the concentration of polyP in the blood.
Thus, the negatively charged multivalent biopolymers
including polyP may play an important role in inducing the
protein aggregation via charge–charge interactions.

Previously, the KTKEGV repeats of α-syn were reported to
encompass the lipid-binding domain (52). Furthermore,
KTKEGV repeats were found to mediate physiological tetra-
merization and their perturbation caused PD-like neurotoxicity
(53). Recently, the structures of α-syn filaments from multiple
system atrophy, which is an adult-onset sporadic synucleinop-
athy with symptoms of parkinsonism (54), were revealed by
cryo-EM (5). The additional densities were observed in the front
of the side chains of K43, K45, and K58 in the KTKEGV repeats
and at the protofilament interface, suggesting the presence of
small molecules consisting of phosphate groups. It is possible
that negatively charged biomolecules including polyP play a role
in the amyloid formation of α-syn through interactions with
these repeat motifs in vivo. It is also possible that morphologies
of α-syn formed at the lower and higher concentrations of
polyPs are different because they are formed by distinct mech-
anisms (Fig. 6). These fibrils were referred to as low and high salt
fibrils, respectively (Fig. 6). On the other hand, Melki and col-
leagues (35, 36), reported that ribbon fibrils consisting of several
protofilaments and thick fibrils were formed at low (5 mMTris-
HCl) and high (50 mM Tris-HCl, 150 mMKCl) salt conditions,
respectively. We suggest that the polyP concentration-
dependent changes in structures and morphologies are useful
for understanding distinct α-synucleinopathies (55).

Conclusions

Wedemonstrated that polyPs accelerate amyloid formation of
α-syn at low and high concentrations under neutral pH condi-
tions. PolyPs at low concentrations reduce the solubility of α-syn
via specific charge–charge interactions with the positively
chargedN-terminal KTKEGVrepeats. In contrast, polyPs at high
concentrations reduce the solubility of α-syn via Hofmeister
salting-out effects. Although the present NMR measurements
combined with PCAdid not clarify themolecularmechanisms of
the polyP effects, i.e., either, (i) specific interactions between
tetraP and α-syn, (ii) a backbone conformational change induced
in α-syn due to the interaction with tetraP, or (iii) the formation
of soluble protein oligomers/aggregates induced due to binding
toTetraP, the results clearly separated the two types of effects. Of
note, the polyP concentrations associated with the charge–
charge interactions are similar to those in vivo. Although polyP
and negatively charged biopolymers consisting of a large number
of phosphate groups are essential elements for organisms, they
may play an important role in amyloid fibril formation in vivo.
Moreover, we previously reported that isoelectric point precip-
itation is important for inducing α-syn amyloid fibrils upon
interaction with negatively charged membranes (50). Therefore,
clarifying the biophysical mechanisms of amyloid formation in
terms of solubility and supersaturation is essential and comple-
mentary to structural analysis for improving our understanding
of amyloid fibrils and developing therapeutic strategies.
J. Biol. Chem. (2021) 296 100510 7
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Experimental procedures

Materials

α-Syn was expressed in Escherichia coli BL21(DE3) and
purified as previously described (56). The purity of the protein
solution was confirmed to be greater than 95% by SDS-PAGE
and MALDI-TOF mass spectroscopy (Bruker Daltonics).
OrthoP, diP, triP, and tetraP were purchased from Nacalai
Tesque. PolyP-S and polyP-L were purchased from Bioenex.
ThT was purchased fromWako Pure Chemical Industries, Ltd,
and all other reagents were obtained from Nacalai Tesque.

Amyloid formation in the presence of polyPs

α-Syn was dissolved at a final concentration of 0.1 mg/ml in
20 mM sodium phosphate buffer (pH 7.5), 5 μM ThT con-
taining varying concentrations of orthoP, diP, triP, tetraP,
polyP-S, polyP-L, or NaCl. The pH was adjusted to 7.0 to 7.5
using NaOH. The concentration of α-syn monomers was
measured using the extinction coefficient (ε = 5120 M−1 cm−1)
at 280 nm based on the amino acid composition (57). Reaction
mixtures in 96-well plate were ultrasonicated from three di-
rections (i.e., two sides and the bottom) for 1 min and then
incubated for 4 min without ultrasonication using a water
bath-type ultrasonic transmitter ELESTEIN 070-GOTW
(Elekon). Ultrasonication was repeated and 96-well plate was
rotated at 3.3 rpm during incubation at 37 �C. The frequency
of the instrument was 17 to 20 kHz and the power output was
set to deliver a maximum of approximately 550 W. ThT
fluorescence of 96-well plate was measured using an MTP-810
Lab microplate reader (Corona Electric Co) at 37 �C. The
excitation and emission wavelengths were 450 and 490 nm,
respectively. The lag time for aggregation was defined as the
time at which ThT fluorescence or light scattering reached
one-tenth of the maximum.

CD measurements

Far-UV CD spectra were measured by a Jasco spec-
tropolarimeter J-720 (Jasco Co, Ltd) using a quartz cell with a
light path of 1 mm and a protein concentration of 0.1 mg/ml at
25 �C. The results were expressed as the mean residue ellip-
ticity [θ] (deg cm2 dmol−1).

Solution NMR measurements
15N-uniformly labeled α-syn solutions at 1.0 mg/ml con-

taining 2% D2O and varying concentrations of tetraP were
prepared for 2D 1H-15N HSQC experiments. The pH of the
solution was adjusted to 7.0 to 7.4 using NaOH. The spectra
were recorded on a Bruker Avance-III 950 MHz spectrometer
with a cryogenic probe at 15 �C. Peak assignment was per-
formed by 3D HN(CA)NNH measurement, which is applicable
for the signal assignment of IDPs (58). NMR data were pro-
cessed by TOPSPIN-NMR software and analyzed using Sparky
(59). The weighted averages of the 1H and 15N chemical shift
changes of α-syn upon the addition of tetraP were calculated
by the function Δδ = [(Δδ1H]

2 + (Δδ15N/8)
2]1/2 against the

residue number.
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The chemical shift data for each spectrumwere represented as
a one-dimensional vector that contains the δH and δN values. As
pretreatment, the δN values were divided by 8, and all δH and δN
were subtracted from the average over the measured tetraP
concentrations. The vectors were used to build a two-
dimensional matrix, in which the rows are the chemical shift
data from each spectrum and the columns are the variables of
tetraP concentration. The matrix size was [119 (number of
traceable residues) × 2 (δH and δN)] × 11 (tetraP concentrations).
PCA of chemical shift data was performed using R (University of
Auckland, New Zealand), as described previously (50). In the
present case, we obtained nine PCs and corresponding contri-
bution ratios. The scores for each PC were calculated by multi-
plying the eigenvectors by their corresponding eigenvalues.

TEM observation

A 5-μl aliquot of the sample solution was placed on a
collodion-coated copper grid (Nisshin EM Co) for 1 min and
excess solution was removed by blotting with filter paper. The
grid was negatively stained with a 5-μl droplet of 2% (w/v)
phosphotungstic acid for 1 min. The liquid on the grid was
removed by blotting and then dried. TEM was performed
using an H-7650 transmission electron microscope (HITA-
CHI) operating at an acceleration voltage of 80 kV with a
magnification of ×30,000.

Data availability

All data are contained within the article.
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