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Tau35 is a truncated form of tau found in human brain in a subset of tauopathies. Tau35
expression in mice recapitulates key features of human disease, including progressive
increase in tau phosphorylation, along with cognitive and motor dysfunction. The
appearance of aggregated tau suggests that Tau35 may have structural properties
distinct from those of other tau species that could account for its pathological role in
disease. To address this hypothesis, we performed a structural characterization of
monomeric and aggregated Tau35 and compared the results to those of two longer
isoforms, 2N3R and 2N4R tau. We used small angle X-ray scattering to show that
Tau35, 2N3R and 2N4R tau all behave as disordered monomeric species but Tau35
exhibits higher rigidity. In the presence of the poly-anion heparin, Tau35 increases
thioflavin T fluorescence significantly faster and to a greater extent than full-length tau,
demonstrating a higher propensity to aggregate. By using atomic force microscopy,
circular dichroism, transmission electron microscopy and X-ray fiber diffraction, we
provide evidence that Tau35 aggregation is mechanistically and morphologically
similar to previously reported tau fibrils but they are more densely packed. These
data increase our understanding of the aggregation inducing properties of clinically
relevant tau fragments and their potentially damaging role in the pathogenesis of
human tauopathies.
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INTRODUCTION

Tauopathies are a heterogeneous group of neurodegenerative
diseases that are characterized by accumulation of abnormal
inclusions of the tau protein in the brain. These tau-
containing aggregates form neurofibrillary tangles and other
intracellular deposits, that are associated with synaptic
dysfunction and neurodegeneration (Guo et al., 2017).

Tau is an intrinsically unstructured protein, that binds and
stabilizes microtubules. This interaction is critical for
maintenance of axonal integrity in neurons (Guo et al., 2017).
Six tau isoforms have been found in the human CNS which are
obtained by alternative splicing of the MAPT gene (Guo et al.,
2017). These isoforms contain 0, 1 or 2 different 29 amino acid
inserts in the protein N-terminal region, named 0N, 1N, or 2N.
Each tau species contains either 3 or 4 microtubule binding
repeats, generating 3R or 4R isoforms. The repeats, together
with their flanking regions, are essential for microtubule
binding and, in pathology, influence tangle formation
(Delacourte et al., 1996; Chambers et al., 1999; Ishizawa et al.,
2000; de Silva et al., 2003; Scheres et al., 2020). Accumulation of
3R and 4R tau isoforms results in distinct clinical manifestations:
tangles comprised of paired helical filaments in Alzheimer’s
disease brain contain a mixture of 3R and 4R tau, whereas 4R
isoforms predominate the inclusions in progressive supranuclear
palsy and corticobasal degeneration brain (VandeVrede et al.,
2020). Pick bodies are predominantly formed of 3R tau isoforms
(Goedert and Spillantini, 2019).

The complexity of tau species found in the brain extends
beyond these six isoforms. The precise nature of the tau deposits
present varies among the different tauopathies, but they all
contain also post-translationally modified tau species,
including high phosphorylation and truncation (Goedert and
Spillantini, 2019). In tauopathies, phosphorylated tau forms
aggregates, which are key neuropathological signatures of these
disorders (Hanger et al., 2009). Abnormally phosphorylated tau
re-distributes from its normal localisation in axons to cell bodies
and dendrites, affecting neuronal function in tauopathy brain
(Ittner and Ittner, 2018). Proteolytically cleaved tau fragments are
also present in human tauopathy brain, some of whichmay have a
causal role in tau pathophysiology (Wischik et al., 1988; Zilka
et al., 2006; Wray et al., 2008; Amadoro et al., 2010; Gu et al.,
2020).

We identified in post mortem human brain from progressive
supranuclear palsy, corticobasal degeneration and some forms of
frontotemporal dementia caused by tau mutations (N296N and
exon 10 + 16) a 35 kDa C-terminal tau fragment (termed Tau35),
which spans residues E187 to L441 of 2N4R tau (Wray et al.,
2008). It is not known how often Tau35 is found in patients, but it
appears to be prominent in the brains of people with progressive
supranuclear palsy. Tau35 lacks the N-terminal half of tau but
contains all four microtubule-binding repeats and has an intact
C-terminus. We showed that even a minimal amount of Tau35
expressed in mice is sufficient to recapitulate key features of
human tauopathy (Bondulich et al., 2016). Unlike most other tau
transgenic mouse lines, the amount of Tau35 expressed in mice is
less than 10% of total tau, which more accurately represents the

situation in human tauopathy. Notably, despite its low expression
in transgenic mice, Tau35 provokes an age-related deterioration
in cognitive ability, including deficits in the Morris water maze,
and an aberrant motor phenotype, which progressively worsen
with age (Bondulich et al., 2016). Increased tau phosphorylation
and pathology develop in the hippocampus and cortical regions
of Tau35 mouse brain in parallel with behavioral and motor
deficits. Tau35 transgenic mice also exhibit impaired short-term
synaptic plasticity, possibly related to changes in membrane-
associated receptors (Tamagnini et al., 2017). These observations
give rise to the hypothesis, tested here, that Tau35 has structural
properties distinct from other tau species, that couldmake it more
aggregation-prone and thereby account for its pathological
behavior in disease. However, to date, no Tau35
characterization has addressed this hypothesis experimentally.

To gain new insight into Tau35 at the molecular level, we
performed a detailed study of the structural and aggregation
properties of Tau35. We used a combination of biophysical and
biochemical techniques, including small-angle X-ray scattering
(SAXS) coupled to size-exclusion chromatography (SEC), to
determine the molecular weight and describe the
conformational ensemble of Tau35 in solution. We also
characterized the heparin-induced aggregation properties of
Tau35 in comparison with the 2N3R and 2N4R tau isoforms.

We conclusively demonstrate that Tau35, in solution, is in a
stable monomeric state with a disordered random coil
conformation, similar to 2N3R and 2N4R tau. The
conformational ensemble of Tau35 however, has a lower
degree of flexibility than intact tau. In the presence of heparin,
a polyanion commonly used in the majority of in vitro studies of
tau aggregation (Zhang et al., 2017; Ferreon et al., 2018; Zhang
et al., 2019; Lin et al., 2020), Tau35 forms insoluble aggregates and
has a conformational transition towards β-rich fibrillar structures
that share the cross-β structure typical of paired helical filaments
and all amyloid fibrils (Arendt et al., 2003). Furthermore, the
kinetics of self-assembly of Tau35 in the presence of heparin are
faster, and Tau35 aggregates to a greater extent, than 2N4R tau.
Tau35 also forms filaments that are longer and apparently more
abundant than those of intact 2N4R tau. Taken together, these
data provide important structural information that underpins our
understanding of how tau fragmentation leads to tau aggregation
relevant to human tauopathy.

RESULTS

Characterizing the Tau35 Conformation
Ensemble by Small-Angle X-Ray Scattering
We first aimed to characterize freshly prepared Tau35, taking the
already well characterized human full-length 2N4R tau for
comparison. Recombinant His-tagged tau proteins were
produced in E. coli and purified using nickel nitrilotriacetic
acid (Ni-NTA) resin. We obtained Tau35 with a yield of
15 mg/L and 2N3R and 2N4R tau with a yield of 10 mg/L
culture, with greater than 90% purity for all three proteins.
The apparent molecular weights of the tau species in
phosphate buffered saline (PBS) were estimated from their
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elution volumes from a HiLoad 26/600 Superdex 200 pg column
(Figure 1A) in comparison to globular protein standards. The
retention profile for all three tau proteins differed from the values
predicted from their calculated molecular weights (Tau35,
26,809 Da; 2N3R tau, 42,603 Da; 2N4R tau, 45,850 Da) (Goedert
and Jakes, 1990). The apparent molecular weights estimated from
the calibration curve, were approximately 104 kDa for Tau35,
229 kDa for 2N3R tau, and 238 kDa for 2N4R tau (Figure 1B).
These results are consistent with the molecular weights of a
tetramer for Tau35 and pentameric species for both 2N3R and
2N4R tau. However, given that SEC elution time depends on both
the shape and the net charge of the molecule, these estimates are
likely to be inaccurate even though no previous report has
discussed this behavior for tau.

For this reason, we resorted to small-angle X-ray scattering
coupled to size-exclusion chromatography (SEC-SAXS) to
obtain accurate assessments of the molecular weights of
each tau species in solution and describe the
conformational ensemble of Tau35, in comparison to that
of 2N3R and 2N4R tau. SAXS is a powerful technique that
can provide a low-resolution overall envelope of the molecular
structure in solution (Kachala et al., 2015). When coupled to
SEC, SAXS enables the characterization of proteins in the
absence of any contribution from potential aggregates.

The SAXS profiles and the parameters extracted from them
were fully consistent with a disordered nature for all three tau
species (Figure 2A; Table 1). This conclusion was
corroborated by the monotonously increasing dimensionless

Kratky plots (Figure 2B) and by the machine learning program
DATCLASS, which classifies SAXS profiles originating from
random chains (Franke et al., 2018). We obtained radii of
gyration (Rg) from Guinier analysis (Guinier, 1955) and from
the pair-distance distribution function, P(r). The Guinier
approximation linearizes the SAXS intensity at low angles
and relates it to the radius of gyration according to the
equation: ln(I(s)) � ln(I(0)) − 1

3Rg
2s2. The value of Rg can

then be extracted by linear fitting of a plot of ln (I(s)) vs s2 in
the appropriate range (Supplementary Figure S1). An
alternative estimate of the Rg can be obtained as the
normalized second moment of the P(r) functions
(Supplementary Figure S2). Lack of large deviations
between these two estimates of Rg points to well-behaved
SAXS curves. The Guinier plot allows also extrapolation of
the forward scattering, I(0), which is proportional to the
molecular weight (MW) when using concentration-
normalized SAXS curves.

The Rg values were in good agreement, thus providing
further evidence that the SAXS curves were not affected by
aggregates or higher order tau species. The Rg values were
close to those predicted for chemically denatured proteins of
the size of the corresponding monomeric tau species according
to the Flory scaling relationship Rg � R0Nv (where N is the
number of amino acids, and R0 � 0.1927 nm, ν � 0.588) (Kohn
et al., 2004; Mylonas et al., 2008). Applying this relationship to
our constructs, we obtained theoretical Rg values of 6.9, 6.6
and 5.0 nm for 2N4R, 2N3R and Tau35, respectively. For

FIGURE 1 | Size-exclusion chromatography of recombinant tau species. Gel filtration (HiLoad 26/600 Superdex 200 pg column) of recombinant 2N4R tau, 2N3R
tau, and Tau35. (A) Representative elution profiles showing apparent molecular weights calculated from the elution volumes (arrows) of each tau species in comparison
to a standard calibration curve. (B) Scatter plots showing the range of apparent molecular weights determined for each tau species. Bars indicate mean ± SD, n ≥ 8.
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Tau35, the Rg measured by SAXS [4.64 ± 0.04 nm from the
Guinier Approximation, 4.85 ± 0.02 nm from the P(r)
function] was slightly but significantly smaller than for the
intact tau isoforms, pointing to a compaction likely due to
increased folding or collapse in the PBS buffer used for these
measurements. The Rg of 6.7 ± 0.3 nm for 2N4R tau was fully
consistent with previous observations reporting an Rg value of
6.5 ± 0.3 nm (Mylonas et al., 2008). These results are a strong
indication that Tau35, 2N3R and 2N4R tau in solution all
behave as disordered monomeric species.

Independent Small-Angle X-Ray Scattering
Evidence Confirms That Tau35 is a
Monomer
We obtained further support for these conclusions using additional
independent validations. The P(r) functions of the three tau
constructs provided the maximal intramolecular distance (Dmax)
and an alternative estimate of Rg, overall consistent with the value
obtained by Guinier analysis. The P(r) functions were suggestive of

the presence of extended tau conformations, that are typical of
disordered protein ensembles (Supplementary Figure S2). The
larger than expected sizes estimated for the tau species by
comparison with similarly sized globular proteins, also differed
from the molecular weights estimated from forward scattering
[MW I(0)]. This is an independent indication of structural
disorder in the tau proteins.

Finally, we attempted ab initio reconstructions using the
DAMMIF approach (Franke and Svergun, 2009) to provide an
independent estimate of the molecular weight of the tau species in
solution from the excluded volume of dummy atom models
(MWDAM from VDAM, Table 1). We obtained a good fit quality
χ2 in the range of 0.9–1.2 for all models. Notably, the SAXS profiles
for Tau35, 2N3R and 2N4R tau could be reasonably well fit by a
simple monodisperse Gaussian coil model (Supplementary Figure
S3). (Debye, 1947). We also observed a lack of globular-protein-like
power-law scaling in double logarithmic plots of the volume-of-
correlation (Vc) as a function of amino acid sequence length
(Supplementary Figure S4), (Rambo and Tainer, 2013; Watson
and Curtis, 2014).

FIGURE 2 | SAXS analysis. (A) SAXS profiles from SEC-SAXS for 2N4R tau, 2N3R tau and Tau35 (symbols) and corresponding typical EOM fit (solid lines, χ2 in
range 0.98–1.00). Plots vertically displaced relative to each other for clarity. (B) Dimensionless Kratky plots for the three proteins, showing a monotonous increase,
indicative of their unfolded nature. (C)Radius of gyration (Rg) distributions for the selected 2N4R tau, 2N3R tau and Tau35 ensembles compared to the random pool. (D)
Maximal intramolecular distance (Dmax) distributions for the selected 2N4R tau, 2N3R tau and Tau35 ensembles.
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The Tau35 Conformational Ensemble is
Less Flexible Than That of 2N4R and
2N3R Tau
To estimate the flexibility of the three tau ensembles, we carried out
further analysis using Ensemble Optimization Method (EOM)
software, which fits the data by ensembles randomly selected
from pools of random conformers allowing quantitative
assessment of the flexibility (Bernadó et al., 2007). The quality of
the EOM fit to the datawas excellent (χ2 0.98–1.00) (Figure 2A, solid
lines). We observed distributions similar to those of the random
pools for both 2N4R and 2N3R tau (Figures 2C,D), with values of 85
and 84% for the parameter Rflex, respectively, confirming the overall
Gaussian chain-like nature of these molecules. In contrast, the
distribution of the selected ensemble of Tau35 was narrower than
the random pool with the same number of amino acids, having a
smaller Rflex of 73%. This indicates that Tau35 favors conformations
with a narrower dispersion around a preferred size (in terms of Rg or
Dmax), implying a significantly lower flexibility of this tau fragment
as compared to the intact 2N3R and 2N4R human tau isoforms. It
may be speculated that the relatively more ordered conformations of

Tau35 could stem from the loss of a fraction of hydrophilic and
charged residues, which are responsible for enhanced solvent-
peptide interactions and favor disorder.

Taken together, these results conclusively indicate that Tau35,
like 2N4R and 2N3R tau, exists as a stable monomeric species which
occupies an ample conformational space and has no inherent
tendency to further assemble. However, as compared to full-
length forms of tau, Tau35 adopts a more rigid conformation.

Heparin-Induced Aggregation of Tau35
After having extensively characterized freshly purified Tau35 and
compared its behavior with full-length tau isoforms, we then
turned to study the propensity of Tau35 to self-assemble by
measuring its aggregation kinetics. Aggregation studies were
carried out in the presence of heparin, a polyanion
aggregation-inducing factor that has been extensively adopted
in tau aggregation studies (Lin et al., 2021), although recent
studies indicate that there are likely differences between heparin-
induced tau aggregates and those in human brain. (Zhang et al.,
2019). Tau is in fact a highly soluble protein with a low propensity
to aggregate spontaneously in vitro (Jeganathan et al., 2008).
However, early studies of 2N4R tau aggregation noted that the
presence of polyanions, such as heparin or nucleic acids, can
readily template tau assembly (Zhang et al., 2017; Ferreon et al.,
2018; Zhang et al., 2019; Lin et al., 2020). These conditions were
deemed to be closer to those observed in the cell and used in the
majority of subsequent in vitro studies of tau aggregation.
(Friedhoff et al., 1998; Gu et al., 2020). We incubated Tau35
and 2N4R tau (1, 2, and 5 µM in PBS and 10 mM dithiothreitol
(DTT)) at 37°C and orbital shaking at 600 rpm in the presence of
heparin (at a 1:1 M ratio). Note that the presence of a reducing
agent has been demonstrated to be essential to prevent formation
of disulfide bridges that would enhance filament formation. (Al-
Hilaly et al., 2017). The kinetics of Tau35 aggregation was
compared with that of 2N4R tau by monitoring the
fluorescence of thioflavin T (ThT), a fluorescent probe that
preferentially binds to β-rich fibrillar structures (Gade Malmos
et al., 2017). Both Tau35 and 2N4R tau aggregated in a
concentration-dependent manner even at low micromolar
concentrations. However, Tau35 (5 µM) reacts with ThT
approximately twice as efficiently than 2N4R tau, as assessed
from the slope of the aggregation curve and the higher ThT
intensity at plateau (p < 0.01 for both), respectively (Figures 3A,B
and Table 2).

We also wondered what effects, if any, Tau35 could have on
the aggregation of 2N4R tau. We carried out ThT experiments in
which we used 1 µM Tau35 together with 1 µM 2N4R tau and
compared these with each individual protein at 2 µM. We
observed that the concerted presence of the two proteins
reduces the efficiency of aggregation of Tau35 (Figure 3C;
Table 2). This tells us that the two proteins must mutually
interact and co-aggregate and that the full-length protein has a
positive effect on decreasing the rate of aggregation of Tau35.
This behavior reproduces what was also observed for the mixture
Aβ40/Aβ42 (Pauwels et al., 2012) that has a behavior
intermediate between that of the individual components but is
closer to that of the more slowly aggregating species.

TABLE 1 | SAXS data collection and analysis.

Data collection parameters

Radiation source PETRA III (DESY) —

Beamline EMBL P12 —

Detector Pilatus 6M —

Wavelength 0.124 nm —

Sample-to-detector distance 3.1 m —

Beam size (FWHM) 200 × 25 μm2 —

s range 0.026–7.36 nm−1 —

Exposure time 1 s/frame —

Temperature 293.2 K —

Parameter (unit) 2N4R tau 2N3R tau Tau35

Rga Guinier (nm) 6.72 ± 0.28 6.33 ± 0.28 4.64 ± 0.04
Rg PDDFb (nm) 6.89 ± 0.03 6.32 ± 0.22 4.85 ± 0.02
Rg from Flory scaling 6.9 6.6 5.0
Dmaxc (nm) 23.5 19.8 16.2
Vpd (nm3) 254 211 93
VDAMe (nm3) 298 263 109
Vcf (smax � 2 nm−1) (nm2) 9.90 8.95 5.90
MWg I(0) 36 ± 4 37 ± 4 19 ± 2
MW (from Vp) 159 132 58
MW (from VDAM) (kDa) 149 131 55
MW MoWh (kDa) 58.2 44.3 27.7
MW Bayesi (kDa) 116–151 93–121 59–66
MW from sequence (kDa) 45.8 42.6 26.8
Number of amino acids 441 410 255

Top table: Data collection parameters. Bottom table: Parameters obtained from the
analysis.
aRg: radius of gyration.
bRg derived from the PDDF (pair distance distribution function, see FigureS1).
cDmax: maximal intramolecular distance.
dVp: particle volume (evaluated on the regularized intensity).
eDummy Atom Model excluded volume.
fVolume of correlation.
gMW molecular weight from the forward scattering I(0) (note that additional uncertainty
could affect the evaluation based on the calculated E280 in the absence of any Trp
residues in the sequence).
hMW from Fischer’s method.
iMW interval with probability >90%, Bayesian method. (Hajizadeh et al., 2018).
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Tau35 Aggregation Co-occurs With a
Conformational Transition Towards a β-rich
Conformation
To test whether Tau35 aggregation co-occurs with a
conformational change towards a β-rich structure as observed
for intact tau isoforms, we resorted to far-UV circular dichroism
(CD) spectroscopy. This is a powerful method to identify the
secondary structure content of a protein in solution. CD spectra
of Tau35 and 2N4R tau were recorded at 20°C following
aggregation of the proteins in PBS with DTT, to which
heparin was added in a 1:1 M ratio (Figures 4A,B). The CD
profiles at time zero after heparin addition had features typical of
a random coil structure with a single minimum at 200 nm, in
agreement with established literature (Figures 4A,B, red).
(Jeganathan et al., 2008; Gorantla et al., 2017) In the spectra
of both Tau35 and 2N4R tau, a faint additional shoulder centered
at 220 nm was also apparent and this was more evident in the
spectrum of Tau35. We then recorded spectra for both proteins at
72 h, after aggregation reached a plateau according to the ThT
fluorescence profiles. The resulting spectra remained mostly
invariant in shape but the intensity of the band at 200 nm
decreased likely due to precipitation or fiber deposition, with
this effect being more pronounced for Tau35 (Figures 4A,B,
blue). To distinguish the structure of the tau aggregates from that
of the soluble protein, we centrifuged the samples, separated the
supernatant and re-suspended the pellet as reported previously
(Al-Hilaly et al., 2017). The spectra of the supernatants remained
those of a random coil conformation (Figures 4C,D, blue) and
had features equivalent to those of the CD spectra obtained for

both tau species in the absence of heparin (Supplementarty
Figure S5). In contrast, the spectra of the re-suspended pellets
showed a negative band with a minimum at 230 nm, typical of a
β-rich structure and indicating a conformational transition
(Figures 4C,D, red). These results indicated a clear tendency
of Tau35 to form β-rich fibers upon aggregation, comparable to
full-length tau. Notably, following incubation of each tau protein
in the presence of heparin for 72 h, 69% of the starting amount of
Tau35 was present in the washed pellet, whereas in comparison,
only 7% of 2N4R tau was aggregated under the same conditions
(Figure 4E). This large increase in insoluble Tau35 after
aggregation with heparin suggests that the elevated ThT
fluorescence signal intensity with Tau35 is due to more
efficient labeling of Tau35 fibers with ThT and/or increased
relative Tau35 aggregation.

Tau35 Forms Fibrillar Structures That Are
More Crowded Than Those Formed by
Other Tau isoforms
We compared the morphology of the heparin-induced aggregates
of Tau35 and 2N4R tau by transmission electron microscopy
(TEM) and atomic force microscopy (AFM). We used 100 µM
Tau35 and 2N4R tau in PBS under reducing conditions following
incubation with heparin for 72 h. We observed long, mostly rigid,
straight filaments with some faint hint of twisting by TEM
(Figures 5A,B). The overall features of the filaments of Tau35
and 2N4R tau were similar, but in all samples the number of
aggregates was larger for Tau35, suggesting a higher tendency of
this protein to form fibers under the same conditions. AFM

FIGURE 3 | Aggregation kinetics of 2N4R tau and Tau35. Thioflavin T (ThT) fluorescence curves of tau in PBS and DTT, following aggregation in the presence of
heparin up to 36 h (A) 1, 2 and 5 µM 2N4R tau. (B) 1, 2 and 5 µM Tau35. (C) 2 µM 2N4R tau (red), 2 µM Tau35 (blue) and 1 µM 2N4R tau with 1 µM Tau35 (green).
Values shown are mean ± SEM. 2N4R tau, n � 8; Tau35, n � 10; 2N4R tau with Tau35, n � 5.

TABLE 2 | Kinetics of heparin-induced aggregation of Tau35 and 2N4R tau alone and in combination measured by ThT fluorescence.

Tau (µM) T0.5 (h) Aggregation rate (AU/h) Maximum intensity (AU)

2N4R tau Tau35 2N4R tau/
Tau35

2N4R tau Tau35 2N4R tau/
Tau35

2N4R tau Tau35 2N4R tau/
Tau35

1 16.2 ± 0.5 13.4 ± 0.7** — 627 ± 90 980 ± 180 — 10,425 ± 1,476 13,529 ± 2,341 —

2 15.9 ± 0.9 13.6 ± 0.6* 17.0 ± 1.2# 1,168 ± 135 2,048 ± 343* 1,290 ± 256 18,579 ± 2,262 29,815 ± 5,384 23,370 ± 4,808
5 16.2 ± 1.2 14.4 ± 0.6 — 1,973 ± 328 3,825 ± 460** — 31,052 ± 4,912 69,179 ± 8,450** —

T0.5 indicates the time taken to reach half maximum intensity. Values are mean ± SEM. 2N4R tau, n � 8; Tau35, n � 10; 2N4R tau/Tau35 (1 µM each protein), n � 5. *p < 0.05; **p < 0.01,
comparison of Tau35 with 2N4R tau, Student’s t-test. #p < 0.05, comparison of 2N4R tau/Tau35 with Tau35 alone, one-way ANOVA with Tukey’s multiple comparison test.
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supported similar conclusions (Figure 5C). The Tau35 filaments
exhibited a wide range of lengths and thicknesses, ranging from
approximately 80–620 nm in length and 19–28 nm in width
(Table 3).

We also collected data on X-ray fiber diffraction to clarify
whether the Tau35 filaments have amyloid characteristics as the
gold standard for detecting cross-β structures. (Martins et al.,
2020). A partially aligned sample of Tau35 filaments revealed the
expected cross-β diffraction pattern of amyloid-like fibrils
(Morris and Serpell, 2012; Serpell, 2014), consistent with
β-strands running perpendicular to the fiber axis with a
hydrogen bonding distance of 4.76 Å and sheet spacing of

about 10 Å (Figure 5D). Other equatorial signals at 17 and
>33 Å are likely to arise from the organization of the
polypeptide chain and the packing of the filaments. These data
confirm that the fibres formed by Tau35 have amyloid-like
structures.

DISCUSSION

Tau35 is a tau fragment that has been described in human brain
in progressive supranuclear palsy, corticobasal degeneration and
4R tau-predominant forms of frontotemporal dementia with

FIGURE 4 | Secondary structure of 2N4R tau and Tau35 heparin-induced aggregation. CD spectra obtained from (A) 2N4R tau and (B) Tau35 in 10 mM PBS, pH
7.4 following aggregation in the presence of heparin and DTT for 0h (red) or 72 h (blue) at 20°C. (C, D)CD spectra of the same samples after centrifugation to separate out
the aggregated (pellet, red) from the soluble (S/N, blue) protein. Note that the y axis annotation in C,D is in mdeg rather than Θ because it is not possible to accurately
estimate the protein concentration of these samples. (E) Graph showing the percentage of aggregated tau relative to starting material, following heparin-induced
aggregation of 2N4R tau and Tau35 for 72 h at 37°C. Bars indicate mean ± SEM, n � 3, ****p < 0.0001, Student’s t-test.
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Parkinsonism linked to chromosome 17, but is absent from the
brains of unaffected controls, Alzheimer’s and Pick’s disease
patients. (Wray et al., 2008). Tau35-expressing mice exhibit
progressive cognitive and neuropathological abnormalities
including highly phosphorylated tau aggregates, that
recapitulate human tauopathy (Bondulich et al., 2016). Tau35
has deleterious effects on cell signalling pathways that mediate
pathological changes, including undergoing aberrant
phosphorylation, disruption of insulin signalling and activation
of the unfolded protein response (Guo et al., 2019). Despite
Tau35 containing the entire microtubule-binding region of
tau, the lack of the tau N-terminus results in a marked
reduction in microtubule binding and defective microtubule
organization in cells (Guo et al., 2019). Together, these
findings suggest a mechanism through which loss of the tau

N-terminus, such as in Tau35, may contribute to the pathogenesis
of human disease. Based on this evidence, in the present study, we
tested whether the structure and aggregation properties of Tau35
differ from those of longer, intact tau isoforms, explaining the
presence of this species in tauopathies.

We used a combination of SAXS and other biophysical
techniques, including fluorescence, CD, AFM, TEM and X-ray
fiber diffraction to assess Tau35 and intact tau. SAXS has been
used extensively to characterize 2N4R and other tau isoforms,
including mutants, truncated forms and complexes (Mylonas
et al., 2008; Shkumatov et al., 2011; Karagöz et al., 2014), but no
information is currently available for 2N3R tau ormore importantly,
for Tau35. Using SEC-SAXSwe demonstrated that all three proteins,
Tau35, 2N3R and 2N4R tau, are monomeric in solution, in
agreement with previous SAXS studies on 2N4R tau (Mylonas
et al., 2008). Since SEC-SAXS is extremely sensitive to even
minute quantities of high molecular weight species, the
apparently large molecular weights observed in our preliminary
SEC studies are thus attributed to intrinsic disorder and elongated
conformations, rather than to tau oligomerization. The soluble tau
proteins have all the characteristics of intrinsically disordered
monomeric proteins, with 2N3R tau having features similar to
2N4R tau, while Tau35 has more restricted motions and explores
a smaller conformational space. It is also interesting to notice that,
when compared to the cross-sections of cryo-EM structures of tau

FIGURE 5 | Structural and morphologic analysis of Tau35 aggregates. Electron micrographs of heparin-induced aggregates Tau35 (A) and 2N4R tau (B)
incubated for 72 h at 37°C. (C) Similar morphology of Tau35 aggregates was observed by AFM. (D) X-ray fiber diffraction of aligned Tau35 fibers indicating the presence
of a typical cross-β structure.

TABLE 3 | Parameters of Tau35 fibers measured from atomic force microscopy.

Dimension Mean ± SD (nm) Range (nm)

Length 255 ± 131 79–621
Width 22 ± 2 19–28
Height 5 ± 1 4–7

The values were obtained from images in which individual fibers did not overlap (n � 31).
SD stands for standard deviation.

Frontiers in Molecular Biosciences | www.frontiersin.org October 2021 | Volume 8 | Article 7792408

Lyu et al. Increased Aggregation Propensity of Tau35

https://www.frontiersin.org/journals/molecular-biosciences
www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles


filaments, Tau35 in solution presents more extended conformers
(Dmax 16 nm from SAXS as compared to 10–11 nm maximum
head-to-tail distances within filaments for the various tau isoforms),
consistent with a tighter packing of tau when it is in a filamentous
form in filament form (Shi et al., 2021).

Further characterization of Tau35 aggregation showed that, in the
presence of heparin, the protein aggregates very readily. Heparin has
been customarily adopted in tau studies as an agent that
conveniently enhances protein aggregation. These properties can
easily be explained since addition of negatively charged heparin to
positively charged tau results in the polyanion inducing coacervation
and phase separation of the protein (Astoricchio et al., 2020).
Interestingly, we observed that, as compared to 2N4R tau, Tau35
has faster aggregation kinetics in the presence of heparin, possibly
due the lack of the acidic, positively charged N-terminal half of tau.
TEM and AFM indicated the presence of elongated fibers in
aggregates of Tau35 and 2N4R tau, both which exhibited the
features expected for amyloid aggregates, including cross-beta
structure as proven by fiber diffraction. Tau35 fibers appear,
however, more densely packed than those observed for 2N4R tau.
ThT fluorescence intensity in the presence of Tau35 is also
appreciably higher, suggesting increased aggregation and/or more
efficient reactivity with the fluorescent probe than 2N4R tau, despite
their similar structure.

In summary, the Tau35 fragment presents distinct
biophysical features in comparison with intact tau,
including a marked increase in its propensity to aggregate.
These findings may explain some of the observations obtained
in human tauopathies, in which this tau species is present in
the brain, as well as in animal and cell disease models. Our
results should also be put in the frame of studies of other tau
fragments. For example, a truncated form of Tau35
comprising residues 297–391 (termed dGAE) and
encompassing only the third and fourth microtubule
binding repeats (Novak et al., 1993) forms part of the
proteolytically stable core of tau in neurofibrillary tangles.
The dGAE tau fragment can self-assemble spontaneously
in vitro under physiological conditions to form paired
helical filament-like fibers in the absence of anionic
cofactors. Moreover, assembled dGAE is more toxic than
soluble, non-aggregated tau, whereas the soluble form of
dGAE is internalized more readily by cells. Once inside the
cell, soluble dGAE associates with endogenous tau, resulting in
increased phosphorylation and aggregation of endogenous
tau, which accumulates in lysosomal/endosomal
compartments (Al-Hilaly et al., 2020; Pollack et al., 2020).
Several other N-terminally truncated tau fragments have been
identified in human tauopathy brain (Guo et al., 2004;
Horowitz et al., 2006; Derisbourg et al., 2015). Notably, the
N-terminal region has been reported to inhibit aggregation of
full-length tau through an interaction with the C-terminal
region (Horowitz et al., 2006), supporting our finding that
Tau35, which lacks the N-terminal half, has a higher
propensity to aggregate than intact tau. Furthermore,
synthetic tau fragments expressed in cells show markedly
differing abilities to aggregate following templated seeding
by oligomeric tau from Alzheimer’s disease brain (Gu et al.,

2020). Removal of 150 residues from the N-terminus of tau
resulted in enhanced tau aggregation, which was not evident
following deletion of the first 50 amino acids, thereby
confirming a role for the extended N-terminal region of tau
in preventing its aggregation (Gu et al., 2020). These data
suggest that tau cleavage is a critical post-translational event in
the pathogenesis of tauopathy. Comparison between these
results and those reported in the present work exemplifies
the diverse behavior of different tau fragments that might
contribute to tau pathology, which is important for
understanding the structural basis of tauopathy. Our data
thus add an additional layer of complexity to our
understanding of tau-related species that could have
implications for tau degradation and clearance in
tauopathies. Further studies will be needed to determine
whether this increased propensity of Tau35 to aggregate is
influenced by disease-associated phosphorylation and whether
this impacts on the spread of tau pathology in the tauopathies.

EXPERIMENTAL PROCEDURES

Unless otherwise specified, all solvents, materials and reagents
were purchased from Sigma-Aldrich.

Protein Production
E. coli BL21 (DE3) pLysS strain (New England Biolabs) was used to
express Tau35, E. coli BL21 (DE3) strain (New England Biolabs) was
used for human 2N3R and 2N4R tau. The inserted plasmids
contained the DNA coding the protein sequences preceded by a
6xHis tag and a tobacco etch virus (TEV) protease cleavage site at the
carboxyl terminus of each protein. Protein expression was induced
using 1mM isopropyl β-D-thiogalactopyranoside at 18°C for 2 h.
Bacterial pellets were re-suspended in IMAC buffer (20 mM Tris-
HCl, 150mM NaCl, 5 mM imidazole, pH 8.0) containing 10 μg/ml
DNaseI and 100 μg/ml lysozyme and stored at -20°C. Thawed
bacterial pellets were sonicated (4 min at output power 4, 40
cycles, Sonifier 250), heated at 100°C for 10 min and centrifuged
at 60,000 g for 30min at 4°C. All subsequent purification steps were
performed at 4°C. Super nickel nitrilotriacetic acid (Ni-NTA) affinity
resin (Proteinark) was mixed with the crude bacterial supernatant
for 10 min before transferring to a column and washing with 10
column volumes of IMACbuffer, followed by sequential washes with
10 and 25mM imidazole in IMAC buffer. His-tagged tau protein
was eluted with 100mM imidazole in IMAC buffer and incubated
with TEV protease (1:10, TEV:protein) at 4°C for 16 h to remove the
6xHis tag. The protein mixture was separated by SEC and fractions
containing recombinant tau were concentrated and stored at −80°C.
Protein concentration was measured by Nanodrop absorption at
280 nm. Protein purity (>90%) was determined by 12% SDS-PAGE.

Size-Exclusion Chromatography
Measurements
Analytical SEC was carried out using a HiLoad 26/600 Superdex
200 pg column (Cytiva), pre-calibrated using a gel filtration
marker kit (WMGF200) based on globular proteins. 10 ml
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recombinant Tau35, 2N3R and 2N4R tau in IMAC buffer were
loaded onto the Superdex 200 column and eluted with PBS at a
flow rate of 2.5 ml/min for 128 min. Protein elution profiles were
monitored from the UV absorbance at 280 and 230 nm.
Molecular weights were determined from the calibration curve
of standard elution volumes.

Small-Angle X-Ray Scattering
Measurements
Tau35, 2N3R and 2N4R tau were analyzed using SEC-SAXS
(Graewert et al., 2020) at the EMBL P12 beamline of the Petra III
synchrotron (DESY, Hamburg, Germany). (Blanchet et al., 2015).
The protein samples were separated on a Superdex 200 Increase
10/300 GL size-exclusion column (Cytiva), monitoring the UV
absorbance at 280 nm. For each sample, 100 µL protein
(8–10 mg/ml) in PBS was injected onto the column and eluted
with 3% (v/v) glycerol in PBS at a flow rate of 0.5 ml/min for
50 min. The eluate was flowed through a 0.9 mm borosilicate
capillary, collecting 3000 SAXS frames with 0.995 s exposure time
during the run. The intensity was calibrated to absolute scale
using the scattering of water at 20°C. Data reduction was
performed with SASFLOW (Franke et al., 2012). Buffer
subtraction was conducted manually using CHROMIXS
(Panjkovich and Svergun, 2018) by selecting sample frames
corresponding to the top of the main elution peak and
appropriate buffer frames. The analysis yielded 1D SAXS
intensity profiles I (s) of the species of interest, as a function
of the modulus of the momentum transfer s � 4π sin θ

λ (where 2θ is
the scattering angle, λ the X-ray wavelength). SAXS data were
further processed and analyzed using PRIMUS (Konarev et al.,
2003) and the ATSAS suite. (Franke et al., 2017). Concentration
normalization was performed to estimate the molecular weight
from the forward scattering I(0), dividing the absorbance at
280 nm in correspondence of the selected sample frames by
extinction coefficients calculated from the protein sequence.
Pair-distance distribution functions were calculated from the
SAXS profiles using the program GNOM (Petoukhov et al.,
2007). DAMMIF was used for the calculation of preliminary
ab initio models (Franke and Svergun, 2009).

To characterize the samples as ensembles of disordered
polypeptides, we fitted the SAXS profiles using EOM (Bernadó
et al., 2007), which fits an ensemble selected from a random pool
of conformations to the data, to obtain a distribution of size
parameters (e.g., Rg, Dmax), representative of the conformational
space spanned by the proteins in solution. A useful parameter for
the quantitative description of the flexibility is Rflex, with a value
of 100% for a fully flexible system and 0% for a rigid one. This
parameter is calculated from the distributions of the size
parameters obtained, treated as probability density
distributions. Rflex is defined as the information entropy with
sign inverted. Broad/uniform distributions have large Rflex,
whereas narrow distributions (corresponding to
conformationally rigid systems) have Rflex values tending to 0.
Thus, a disordered protein exploring several conformational
states will have a larger Rflex value than a folded protein
exploring a limited set of conformations in solution. For

ensemble analysis, the program EOM 2.0 was used (Tria et al.,
2015). For each construct, 10,000 random structures were
generated based on the known (monomeric) amino acid
sequence and five repeating EOM selection runs were carried
out. No intra-molecular restraints were imposed. Fitting to a
monodisperse Gaussian coil model was performed by the
program SasView 5.0 (SasView Version 4.2, Zenodo). The
SAXS data and typical EOM fits for Tau35, 2N3R and 2N4R
were submitted ot the SASBDB with entry codes SASDLS4,
SASDLT4 and SASDLU4 respectively.

Thioflavin T Fluorescence Assays
Aggregation kinetics for all constructs were determined using
ThT-binding assays in Greiner Bio-One CELLSTAR plates and
monitored using a BMG FLUOstar Omega microplate reader.
Proteins were freshly prepared and filtered (0.2 µm) before each
assay to ensure removal of any contingent pre-formed oligomers.
Samples were diluted in PBS and 10 mM DTT to final
concentrations of 1, 2, and 5 µM of each protein, in the
presence of 1:1 M ratios of heparin (porcine intestinal mucosa,
H4784, Sigma-Aldrich), followed by addition of ThT to a final
concentration of 20 µM. In some experiments, 1 µM 2N4R tau
was combined with 1 µM Tau35 and DTT before addition of
heparin and ThT. Protein aggregation was induced at 37°C with
orbital shaking at 600 rpm and the fluorescence intensity of ThT
was recorded (excitation/emission, 430/485 nm) in duplicate
wells for up to 72 h. The reported data derive from 5 to 10
independent repetitions of each experiment.

In vitro Tau Aggregation for Circular
Dichroism Spectroscopy and Fiber
Morphology Assays
Heparin was added in a 1:1 M ratio to 100 µM Tau35 or 2N4R tau
in PBS containing 10 mM DTT. Protein aggregation was induced
at 37°C with orbital shaking at 600 rpm for 72 h. For some
experiments, tau was aggregated in pre-weighed tubes and
following aggregation, samples were centrifuged at 20,000 g for
30 min at 4°C to separate aggregated from soluble tau. The pellets
containing insoluble tau were washed with ultrapure water and
centrifuged as above. The washed pellets were allowed to air-dry
overnight at ambient temperature before measuring their mass to
determine the molar amount of tau present in each pellet.
Aggregated tau was subjected to CD spectroscopy. Fiber
morphology was assessed by AFM, TEM and X-ray
diffraction, as described below.

Circular Dichroism Spectroscopy
Far-UV CD spectra of soluble tau species were recorded at 20°C
using a 0.1 mm path-length quartz cuvette under a constant
nitrogen flush at 2.0 L/min (JASCO-1100 or J715
spectropolarimeters). Spectra of heparin-free Tau35 and 2N4R
tau were acquired as the sum of 10 scans recorded. The spectra
obtained from heparin-treated samples as described above, were
collected after centrifuging the sample at 20,000 g for 30 min at
4°C to separate the fibrils from the soluble fraction. The pellet was
washed and re-suspended in 10–50 μl 0.22 μm filtered Milli-Q
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water. CD spectra of the pellets and supernatants were measured
at 20°C. The spectra obtained from the soluble proteins were
corrected for the buffer signal and known concentration,
expressing as mean residue molar ellipticity, θ
(degpcm2pdmol−1). All spectra were collected in triplicate.

Fiber Morphology by Atomic Force
Microscopy
Height and peak force error AFM images were obtained on a
Bruker Multimode 8 microscope with a NanoScope V Controller
(Bruker United Kingdom Ltd.). Images were acquired operating
in peak force tapping mode using ScanAsyst Air cantilevers using
ScanAsyst probes with a 2 nm nominal tip radius of curvature.
Image data were obtained at a peak force frequency of 4 kHz and a
line rate of 3 Hz, at a resolution of 512 pixels/line. 10 µl sample
was loaded onto freshly cleaved mica and incubated for 10 min at
ambient temperature. The liquid excess was dried off from the
mica, which was rinsed three times with a gentle flux of 0.22 μm
filtered Milli-Q water. Aggregated Tau35 was left on formvar/
carbon-coated 400-mesh copper grids (Agar Scientific) for 60 s
before blotting the excess using a filter paper. The grids were
washed with 4 μl 0.22 μm filtered Milli-Q water and negatively
stained with 4 μl 2% (w/v) uranyl acetate for 30 s. TEM images
were collected using a JEOL JEM1400-Plus transmission electron
microscope operated at 80 kV. Detection was achieved using a
4kx4K OneView camera (Gatan). Acquisitions were performed at
25 fps and automatically corrected for drift using
DigitalMicrograph® software (GMS3, Gatan).

X-Ray Fiber Diffraction
Aggregated tau samples were centrifuged at 13,000 g for
10 min at ambient temperature, washed three times with
0.22 μm filtered Milli-Q water and re-suspended in 10 ml
water. A droplet of approximately 10 μl was suspended
between two capillary tubes with wax tips and allowed to
dry at ambient temperature sealed within a Petri dish, as
previously described (Vadukul et al., 2019). The sample was
mounted on a goniometer head and diffraction data were
collected using a CuKα Rigaku rotating anode and Saturn
CCD detector with exposure times of 30–60 s and specimen
to detector distances of 50 and 100 mm. Diffraction patterns
were inspected using iMosflm (Winn, 2003) and converted to
tif format. Diffraction spacings were measured using
CLEARER software. (Sumner Makin et al., 2007).

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/Supplementary Material, further inquiries can be
directed to the corresponding authors.

AUTHOR CONTRIBUTIONS

CL produced the proteins and performed ThT assays. DS and SD
undertook the SEC-SAXS. CL and YA-H obtained CD spectra.
YA-H and KEM carried out TEM. YA-H and LS performed X-ray
fiber diffraction, RT carried out AFM. LS, DS, AP, and DH
supervised the work. AP wrote the manuscript, which all authors
contributed to and revised.

FUNDING

The work was funded by the Dementia Research Institute (RE1 3556)
and by Alzheimer’s Research United Kingdom (ARUK-PG2019B-
020). The work benefited from the use of the SasView application
(http://www.sasview.org/), originally developed under NSF Award
DMR-0520547. SasView also contains code developed with funding
from the EU Horizon 2020 programme under the SINE2020 project
Grant No 654000. CL is funded by a King’s College London-China
Scholarship Council studentship. The authors acknowledge the
electron microscopy imaging centre of the University of Sussex,
funded by the School of Life Sciences, the Wellcome Trust and
the RMPhillips fund, for their support and assistance with this study.
DS and SD acknowledge funding from the Joachim Herz Stiftung
(Hamburg, Germany), grant “Biomedical Physics of Infection”.

ACKNOWLEDGMENTS

We wish to thank Alessandro Sicorello for technical assistance
during the early stages of this project.

SUPPLEMENTARY MATERIAL

The SupplementaryMaterial for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fmolb.2021.779240/
full#supplementary-material

REFERENCES

Al-Hilaly, Y. K., Foster, B. E., Biasetti, L., Lutter, L., Pollack, S. J., Rickard, J. E., et al.
(2020). Tau (297-391) Forms Filaments that Structurally Mimic the Core of
Paired Helical Filaments in Alzheimer’s Disease Brain. FEBS Lett. 594 (5),
944–950. doi:10.1002/1873-3468.13675

Al-Hilaly, Y. K., Pollack, S. J., Vadukul, D. M., Citossi, F., Rickard, J. E., Simpson,
M., et al. (2017). Alzheimer’s Disease-like Paired Helical Filament Assembly
from Truncated Tau Protein Is Independent of Disulfide Crosslinking. J. Mol.
Biol. 429 (23), 3650–3665. doi:10.1016/j.jmb.2017.09.007

Amadoro, G., Corsetti, V., Stringaro, A., Colone, M., D’Aguanno, S., Meli, G., et al.
(2010). A NH2 Tau Fragment Targets Neuronal Mitochondria at AD Synapses:
Possible Implications for Neurodegeneration. J. Alzheimers Dis. 21 (2),
445–470. doi:10.3233/jad-2010-100120

Arendt, T., Stieler, J., Strijkstra, A. M., Hut, R. A., Rüdiger, J., Van der Zee, E. A., et al.
(2003). Reversible Paired Helical Filament-like Phosphorylation of Tau Is an
Adaptive Process Associated with Neuronal Plasticity in Hibernating Animals.
J. Neurosci. 23 (18), 6972–6981. doi:10.1523/jneurosci.23-18-06972.2003

Astoricchio, E., Alfano, C., Rajendran, L., Temussi, P. A., and Pastore, A. (2020).
The Wide World of Coacervates: From the Sea to Neurodegeneration. Trends
Biochem. Sci. 45 (8), 706–717. doi:10.1016/j.tibs.2020.04.006

Frontiers in Molecular Biosciences | www.frontiersin.org October 2021 | Volume 8 | Article 77924011

Lyu et al. Increased Aggregation Propensity of Tau35

http://www.sasview.org/
https://www.frontiersin.org/articles/10.3389/fmolb.2021.779240/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fmolb.2021.779240/full#supplementary-material
https://doi.org/10.1002/1873-3468.13675
https://doi.org/10.1016/j.jmb.2017.09.007
https://doi.org/10.3233/jad-2010-100120
https://doi.org/10.1523/jneurosci.23-18-06972.2003
https://doi.org/10.1016/j.tibs.2020.04.006
https://www.frontiersin.org/journals/molecular-biosciences
www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles


Bernadó, P., Mylonas, E., Petoukhov, M. V., Blackledge, M., and Svergun, D. I.
(2007). Structural Characterization of Flexible Proteins Using Small-Angle
X-ray Scattering. J. Am. Chem. Soc. 129 (17), 5656–5664. doi:10.1021/
ja069124n

Blanchet, C. E., Spilotros, A., Schwemmer, F., Graewert, M. A., Kikhney, A., Jeffries, C.
M., et al. (2015). Versatile Sample Environments and Automation for Biological
Solution X-ray Scattering Experiments at the P12 Beamline (PETRA III, DESY).
J. Appl. Crystallogr. 48 (Pt 2), 431–443. doi:10.1107/S160057671500254X

Bondulich, M. K., Guo, T., Meehan, C., Manion, J., Rodriguez Martin, T., Mitchell,
J. C., et al. (2016). Tauopathy Induced by Low Level Expression of a Human
Brain-Derived Tau Fragment in Mice Is Rescued by Phenylbutyrate. Brain 139
(Pt 8), 2290–2306. doi:10.1093/brain/aww137

Chambers, C. B., Lee, J. M., Troncoso, J. C., Reich, S., and Muma, N. A. (1999).
Overexpression of Four-Repeat Tau mRNA Isoforms in Progressive
Supranuclear Palsy but Not in Alzheimer’s Disease. Ann. Neurol. 46 (3),
325–332. doi:10.1002/1531-8249(199909)46:3<325:aid-ana8>3.0.co;2-v

de Silva, R., Lashley, T., Gibb, G., Hanger, D., Hope, A., Reid, A., et al. (2003).
Pathological Inclusion Bodies in Tauopathies Contain Distinct Complements of
Tau with Three or Four Microtubule-Binding Repeat Domains as
Demonstrated by New Specific Monoclonal Antibodies. Neuropathol. Appl.
Neurobiol. 29 (3), 288–302. doi:10.1046/j.1365-2990.2003.00463.x

Debye, P. (1947). Molecular-weight Determination by Light Scattering. J. Phys.
Chem. 51 (1), 18–32. doi:10.1021/j150451a002

Delacourte, A., Robitaille, Y., Sergeant, N., Buée, L., Hof, P. R., Wattez, A., et al.
(1996). Specific Pathological Tau Protein Variants Characterize Pickʼs Disease.
J. Neuropathol. Exp. Neurol. 55 (2), 159–168. doi:10.1097/00005072-
199602000-00004

Derisbourg, M., Leghay, C., Chiappetta, G., Fernandez-Gomez, F.-J., Laurent, C.,
Demeyer, D., et al. (2015). Role of the Tau N-Terminal Region in Microtubule
Stabilization Revealed by Newendogenous Truncated Forms. Sci. Rep. 5, 9659.
doi:10.1038/srep09659

Ferreon, J. C., Jain, A., Choi, K. J., Tsoi, P. S., MacKenzie, K. R., Jung, S. Y., et al.
(2018). Acetylation Disfavors Tau Phase Separation. Int. J. Mol. Sci. 19 (5),
1360. doi:10.3390/ijms19051360

Franke, D., Jeffries, C. M., and Svergun, D. I. (2018). Machine Learning Methods
for X-Ray Scattering Data Analysis from Biomacromolecular Solutions.
Biophysical J. 114 (11), 2485–2492. doi:10.1016/j.bpj.2018.04.018

Franke, D., Kikhney, A. G., and Svergun, D. I. (2012). Automated Acquisition and
Analysis of Small Angle X-ray Scattering Data. Nucl. Instr. Methods Phys. Res.
Section A: Acc. Spectrometers Detectors Associated Equipment 689, 52–59.
doi:10.1016/j.nima.2012.06.008

Franke, D., Petoukhov, M. V., Konarev, P. V., Panjkovich, A., Tuukkanen, A.,
Mertens, H. D. T., et al. (2017). ATSAS 2.8: a Comprehensive Data Analysis
Suite for Small-Angle Scattering fromMacromolecular Solutions. J. Appl. Cryst.
50, 1212–1225. doi:10.1107/s1600576717007786

Franke, D., and Svergun, D. I. (2009). DAMMIF, a Program for Rapidab-
Initioshape Determination in Small-Angle Scattering. J. Appl. Cryst. 42,
342–346. doi:10.1107/s0021889809000338

Friedhoff, P., Schneider, A., Mandelkow, E.-M., and Mandelkow, E. (1998). Rapid
Assembly of Alzheimer-like Paired Helical Filaments from Microtubule-
Associated Protein Tau Monitored by Fluorescence in Solution.
Biochemistry 37 (28), 10223–10230. doi:10.1021/bi980537d

Gade Malmos, K., Blancas-Mejia, L. M., Weber, B., Buchner, J., Ramirez-Alvarado,
M., Naiki, H., et al. (2017). ThT 101: a Primer on the Use of Thioflavin T to
Investigate Amyloid Formation. Amyloid 24 (1), 1–16. doi:10.1080/
13506129.2017.1304905

Goedert, M., and Jakes, R. (1990). Expression of Separate Isoforms of Human Tau
Protein: Correlation with the Tau Pattern in Brain and Effects on Tubulin
Polymerization. EMBO J. 9 (13), 4225–4230. doi:10.1002/j.1460-
2075.1990.tb07870.x

Goedert, M., and Spillantini, M. G. (2019). Ordered Assembly of Tau Protein and
Neurodegeneration. Adv. Exp. Med. Biol. 1184, 3–21. doi:10.1007/978-981-32-
9358-8_1

Gorantla, N. V., Shkumatov, A. V., and Chinnathambi, S. (2017). Conformational
Dynamics of Intracellular Tau Protein Revealed by CD and SAXS. Methods
Mol. Biol. 1523, 3–20. doi:10.1007/978-1-4939-6598-4_1

Graewert, A. M. D. V., Gräwert, W. T., Molodenskiy, S. D., Blanchet, E. C., Svergun,
I. D., et al. (2020). Adding Size Exclusion Chromatography (SEC) and Light

Scattering (LS) Devices to Obtain High-Quality Small Angle X-Ray Scattering
(SAXS) Data. Crystals 10 (975), 2020. doi:10.3390/cryst10110975

Gu, J., Xu, W., Jin, N., Li, L., Zhou, Y., Chu, D., et al. (2020). Truncation of Tau
Selectively Facilitates its Pathological Activities. J. Biol. Chem. 295 (40),
13812–13828. doi:10.1074/jbc.ra120.012587

Guinier, A. F. G. (1955). Small-angle Scattering of X-Rays. New York: John Wiley.
Available at: http://www.eng.uc.edu/~beaucag/Classes/Scattering/
GuinierandFournet.pdf.

Guo, H., Albrecht, S., Bourdeau, M., Petzke, T., Bergeron, C., and LeBlanc, A. C.
(2004). Active Caspase-6 and Caspase-6-Cleaved Tau in Neuropil Threads,
Neuritic Plaques, and Neurofibrillary Tangles of Alzheimer’s Disease. Am.
J. Pathol. 165 (2), 523–531. doi:10.1016/s0002-9440(10)63317-2

Guo, T., Dakkak, D., Rodriguez-Martin, T., Noble, W., and Hanger, D. P. (2019). A
Pathogenic Tau Fragment Compromises Microtubules, Disrupts Insulin
Signaling and Induces the Unfolded Protein Response. Acta Neuropathol.
Commun. 7 (1), 2. doi:10.1186/s40478-018-0651-9

Guo, T., Noble, W., and Hanger, D. P. (2017). Roles of Tau Protein in Health
and Disease. Acta Neuropathol. 133 (5), 665–704. doi:10.1007/s00401-017-
1707-9

Hajizadeh, N. R., Franke, D., Jeffries, C. M., and Svergun, D. I. (2018). Consensus
Bayesian Assessment of ProteinMolecular Mass from Solution X-ray Scattering
Data. Sci. Rep. 8, 7204. doi:10.1038/s41598-018-25355-2

Hanger, D. P., Anderton, B. H., and Noble, W. (2009). Tau Phosphorylation: the
Therapeutic challenge for Neurodegenerative Disease. Trends Mol. Med. 15 (3),
112–119. doi:10.1016/j.molmed.2009.01.003

Horowitz, P. M., LaPointe, N., Guillozet-Bongaarts, A. L., Berry, R. W., and Binder, L. I.
(2006). N-terminal Fragments of Tau Inhibit Full-Length Tau Polymerization In
Vitro. Biochemistry 45 (42), 12859–12866. doi:10.1021/bi061325g

Ishizawa, K., Ksiezak-Reding, H., Davies, P., Delacourte, A., Tiseo, P., Yen, S.-H.,
et al. (2000). A Double-Labeling Immunohistochemical Study of Tau Exon 10
in Alzheimer’s Disease, Progressive Supranuclear Palsy and Pick’s Disease. Acta
Neuropathol. 100 (3), 235–244. doi:10.1007/s004019900177

Ittner, A., and Ittner, L. M. (2018). Dendritic Tau in Alzheimer’s Disease. Neuron
99 (1), 13–27. doi:10.1016/j.neuron.2018.06.003

Jeganathan, S., von Bergen, M., Mandelkow, E.-M., andMandelkow, E. (2008). The
Natively Unfolded Character of Tau and its Aggregation to Alzheimer-like
Paired Helical Filaments†. Biochemistry 47 (40), 10526–10539. doi:10.1021/
bi800783d

Kachala, M., Valentini, E., and Svergun, D. I. (2015). Application of SAXS for the
Structural Characterization of IDPs. Adv. Exp. Med. Biol. 870, 261–289.
doi:10.1007/978-3-319-20164-1_8

Karagöz, G. E., Duarte, A. M. S., Akoury, E., Ippel, H., Biernat, J., Morán Luengo,
T., et al. (2014). Hsp90-Tau Complex Reveals Molecular Basis for Specificity in
Chaperone Action. Cell 156 (5), 963–974. doi:10.1016/j.cell.2014.01.037

Kohn, J. E., Millett, I. S., Jacob, J., Zagrovic, B., Dillon, T. M., Cingel, N., et al.
(2004). Random-coil Behavior and the Dimensions of Chemically Unfolded
Proteins. Proc. Natl. Acad. Sci. 101 (34), 12491–12496. doi:10.1073/
pnas.0403643101

Konarev, P. V., Volkov, V. V., Sokolova, A. V., Koch, M. H. J., and Svergun, D. I.
(2003). PRIMUS: aWindows PC-Based System for Small-Angle Scattering Data
Analysis. J. Appl. Cryst. 36, 1277–1282. doi:10.1107/s0021889803012779

Lin, Y., Fichou, Y., Longhini, A. P., Llanes, L. C., Yin, P., Bazan, G. C., et al. (2021).
Liquid-Liquid Phase Separation of Tau Driven by Hydrophobic Interaction
Facilitates Fibrillization of Tau. J. Mol. Biol. 433 (2), 166731. doi:10.1016/
j.jmb.2020.166731

Lin, Y., Fichou, Y., Zeng, Z., Hu, N. Y., and Han, S. (2020). Electrostatically Driven
Complex Coacervation and Amyloid Aggregation of Tau Are Independent
Processes with Overlapping Conditions. ACS Chem. Neurosci. 11 (4), 615–627.
doi:10.1021/acschemneuro.9b00627

Martins, P. M., Navarro, S., Silva, A., Pinto, M. F., Sárkány, Z., Figueiredo, F., et al.
(2020). MIRRAGGE - Minimum Information Required for Reproducible
AGGregation Experiments. Front. Mol. Neurosci. 13, 582488. doi:10.3389/
fnmol.2020.582488

Morris, K. L., and Serpell, L. C. (2012). X-ray Fibre Diffraction Studies of Amyloid
Fibrils. Methods Mol. Biol. 849, 121–135. doi:10.1007/978-1-61779-551-0_9

Mylonas, E., Hascher, A., Bernadó, P., Blackledge,M.,Mandelkow, E., and Svergun, D. I.
(2008). Domain Conformation of Tau Protein Studied by Solution Small-Angle
X-ray Scattering. Biochemistry 47 (39), 10345–10353. doi:10.1021/bi800900d

Frontiers in Molecular Biosciences | www.frontiersin.org October 2021 | Volume 8 | Article 77924012

Lyu et al. Increased Aggregation Propensity of Tau35

https://doi.org/10.1021/ja069124n
https://doi.org/10.1021/ja069124n
https://doi.org/10.1107/S160057671500254X
https://doi.org/10.1093/brain/aww137
https://doi.org/10.1002/1531-8249(199909)46:3<325:aid-ana8>3.0.co;2-v
https://doi.org/10.1046/j.1365-2990.2003.00463.x
https://doi.org/10.1021/j150451a002
https://doi.org/10.1097/00005072-199602000-00004
https://doi.org/10.1097/00005072-199602000-00004
https://doi.org/10.1038/srep09659
https://doi.org/10.3390/ijms19051360
https://doi.org/10.1016/j.bpj.2018.04.018
https://doi.org/10.1016/j.nima.2012.06.008
https://doi.org/10.1107/s1600576717007786
https://doi.org/10.1107/s0021889809000338
https://doi.org/10.1021/bi980537d
https://doi.org/10.1080/13506129.2017.1304905
https://doi.org/10.1080/13506129.2017.1304905
https://doi.org/10.1002/j.1460-2075.1990.tb07870.x
https://doi.org/10.1002/j.1460-2075.1990.tb07870.x
https://doi.org/10.1007/978-981-32-9358-8_1
https://doi.org/10.1007/978-981-32-9358-8_1
https://doi.org/10.1007/978-1-4939-6598-4_1
https://doi.org/10.3390/cryst10110975
https://doi.org/10.1074/jbc.ra120.012587
http://www.eng.uc.edu/~beaucag/Classes/Scattering/GuinierandFournet.pdf
http://www.eng.uc.edu/~beaucag/Classes/Scattering/GuinierandFournet.pdf
https://doi.org/10.1016/s0002-9440(10)63317-2
https://doi.org/10.1186/s40478-018-0651-9
https://doi.org/10.1007/s00401-017-1707-9
https://doi.org/10.1007/s00401-017-1707-9
https://doi.org/10.1038/s41598-018-25355-2
https://doi.org/10.1016/j.molmed.2009.01.003
https://doi.org/10.1021/bi061325g
https://doi.org/10.1007/s004019900177
https://doi.org/10.1016/j.neuron.2018.06.003
https://doi.org/10.1021/bi800783d
https://doi.org/10.1021/bi800783d
https://doi.org/10.1007/978-3-319-20164-1_8
https://doi.org/10.1016/j.cell.2014.01.037
https://doi.org/10.1073/pnas.0403643101
https://doi.org/10.1073/pnas.0403643101
https://doi.org/10.1107/s0021889803012779
https://doi.org/10.1016/j.jmb.2020.166731
https://doi.org/10.1016/j.jmb.2020.166731
https://doi.org/10.1021/acschemneuro.9b00627
https://doi.org/10.3389/fnmol.2020.582488
https://doi.org/10.3389/fnmol.2020.582488
https://doi.org/10.1007/978-1-61779-551-0_9
https://doi.org/10.1021/bi800900d
https://www.frontiersin.org/journals/molecular-biosciences
www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles


Novak, M., Kabat, J., andWischik, C. M. (1993). Molecular Characterization of the
Minimal Protease Resistant Tau Unit of the Alzheimer’s Disease Paired Helical
Filament. EMBO J. 12 (1), 365–370. doi:10.1002/j.1460-2075.1993.tb05665.x

Panjkovich, A., and Svergun, D. I. (2018). CHROMIXS: Automatic and
Interactive Analysis of Chromatography-Coupled Small-Angle X-ray
Scattering Data. Bioinformatics 34 (11), 1944–1946. doi:10.1093/
bioinformatics/btx846

Pauwels, K., Williams, T. L., Morris, K. L., Jonckheere, W., Vandersteen, A., Kelly,
G., et al. (2012). Structural Basis for Increased Toxicity of Pathological Aβ42:
Aβ40 Ratios in Alzheimer Disease. J. Biol. Chem. 287 (8), 5650–5660.
doi:10.1074/jbc.m111.264473

Petoukhov, M. V., Konarev, P. V., Kikhney, A. G., and Svergun, D. I. (2007).
ATSAS 2.1 - towards Automated and Web-Supported Small-Angle
Scattering Data Analysis. J. Appl. Crystallogr. 40, S223–S228.
doi:10.1107/s0021889807002853

Pollack, S. J., Trigg, J., Khanom, T., Biasetti, L., Marshall, K. E., Al-Hilaly, Y. K.,
et al. (2020). Paired Helical Filament-Forming Region of Tau (297-391)
Influences Endogenous Tau Protein and Accumulates in Acidic
Compartments in Human Neuronal Cells. J. Mol. Biol. 432 (17),
4891–4907. doi:10.1016/j.jmb.2020.05.027

Rambo, R. P., and Tainer, J. A. (2013). Accurate Assessment of Mass, Models and
Resolution by Small-Angle Scattering. Nature 496 (7446), 477–481.
doi:10.1038/nature12070

Scheres, S. H., Zhang, W., Falcon, B., and Goedert, M. (2020). Cryo-EM Structures
of Tau Filaments. Curr. Opin. Struct. Biol. 64, 17–25. doi:10.1016/
j.sbi.2020.05.011

Serpell, L. (2014). Amyloid Structure. Essays Biochem. 56, 1–10. doi:10.1042/
bse0560001

Shi, Y., Zhang, W., Yang, Y., Murzin, A. G., Falcon, B., Kotecha, A., et al. (2021).
Structure-based Classification of Tauopathies. Nature 598, 359–363.
doi:10.1038/s41586-021-03911-7

Shkumatov, A. V., Chinnathambi, S., Mandelkow, E., and Svergun, D. I.
(2011). Structural Memory of Natively Unfolded Tau Protein Detected by
Small-Angle X-ray Scattering. Proteins 79 (7), 2122–2131. doi:10.1002/
prot.23033

Sumner Makin, O., Sikorski, P., and Serpell, L. C. (2007). CLEARER: a New
Tool for the Analysis of X-ray Fibre Diffraction Patterns and Diffraction
Simulation from Atomic Structural Models. J. Appl. Cryst. 40, 966–972.
doi:10.1107/s0021889807034681

Tamagnini, F., Walsh, D. A., Brown, J. T., Bondulich, M. K., Hanger, D. P., and
Randall, A. D. (2017). Hippocampal Neurophysiology Is Modified by a Disease-
Associated C-Terminal Fragment of Tau Protein. Neurobiol. Aging 60, 44–56.
doi:10.1016/j.neurobiolaging.2017.07.005

Tria, G., Mertens, H. D. T., Kachala, M., and Svergun, D. I. (2015). Advanced
Ensemble Modelling of Flexible Macromolecules Using X-ray Solution
Scattering. Int. Union Crystallogr. J. 2, 207–217. doi:10.1107/
s205225251500202x

Vadukul, D. M., Al-Hilaly, Y. K., and Serpell, L. C. (2019). Methods for Structural
Analysis of Amyloid Fibrils in Misfolding Diseases. Methods Mol. Biol. 1873,
109–122. doi:10.1007/978-1-4939-8820-4_7

VandeVrede, L., Ljubenkov, P. A., Rojas, J. C., Welch, A. E., and Boxer, A. L. (2020).
Four-Repeat Tauopathies: Current Management and Future Treatments.
Neurotherapeutics 17 (4), 1563–1581. doi:10.1007/s13311-020-00888-5

Watson, M. C., and Curtis, J. E. (2014). Probing the Average Local Structure of
Biomolecules Using Small-Angle Scattering and Scaling Laws. Biophys. J. 106
(11), 2474–2482. doi:10.1016/j.bpj.2014.03.050

Winn, M. D. (2003). An Overview of the CCP4 Project in Protein Crystallography:
an Example of a Collaborative Project. J. Synchrotron Radiat. 10 (Pt 1), 23–25.
doi:10.1107/s0909049502017235

Wischik, C. M., Novak, M., Thogersen, H. C., Edwards, P. C., Runswick, M. J.,
Jakes, R., et al. (1988). Isolation of a Fragment of Tau Derived from the Core
of the Paired Helical Filament of Alzheimer Disease. Proc. Natl. Acad. Sci.
85 (12), 4506–4510. doi:10.1073/pnas.85.12.4506

Wray, S., Saxton, M., Anderton, B. H., and Hanger, D. P. (2008). Direct Analysis of Tau
from PSP Brain Identifies New Phosphorylation Sites and a Major Fragment of
N-Terminally Cleaved Tau Containing Four Microtubule-Binding Repeats.
J. Neurochem. 105 (6), 2343–2352. doi:10.1111/j.1471-4159.2008.05321.x

Zhang, W., Falcon, B., Murzin, A. G., Fan, J., Crowther, R. A., Goedert, M., et al.
(2019). Heparin-induced Tau Filaments Are Polymorphic and Differ from
Those in Alzheimer’s and Pick’s Diseases. Elife 8. doi:10.7554/eLife.43584

Zhang, X., Lin, Y., Eschmann, N. A., Zhou, H., Rauch, J. N., Hernandez, I., et al.
(2017). RNA Stores Tau Reversibly in Complex Coacervates. Plos Biol. 15 (7),
e2002183. doi:10.1371/journal.pbio.2002183

Zilka, N., Filipcik, P., Koson, P., Fialova, L., Skrabana, R., Zilkova, M., et al.
(2006). Truncated Tau from Sporadic Alzheimer’s Disease Suffices to
Drive Neurofibrillary Degeneration In Vivo. FEBS Lett. 580 (15),
3582–3588. doi:10.1016/j.febslet.2006.05.029

Conflict of Interest: The authors declare that they have no conflicts of interest with
the contents of this article.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors, and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Lyu, Da Vela, Al-Hilaly, Marshall, Thorogate, Svergun, Serpell,
Pastore and Hanger. This is an open-access article distributed under the terms of the
Creative Commons Attribution License (CC BY). The use, distribution or reproduction in
other forums is permitted, provided the original author(s) and the copyright owner(s) are
credited and that the original publication in this journal is cited, in accordance with
accepted academic practice. No use, distribution or reproduction is permitted which does
not comply with these terms.

Frontiers in Molecular Biosciences | www.frontiersin.org October 2021 | Volume 8 | Article 77924013

Lyu et al. Increased Aggregation Propensity of Tau35

https://doi.org/10.1002/j.1460-2075.1993.tb05665.x
https://doi.org/10.1093/bioinformatics/btx846
https://doi.org/10.1093/bioinformatics/btx846
https://doi.org/10.1074/jbc.m111.264473
https://doi.org/10.1107/s0021889807002853
https://doi.org/10.1016/j.jmb.2020.05.027
https://doi.org/10.1038/nature12070
https://doi.org/10.1016/j.sbi.2020.05.011
https://doi.org/10.1016/j.sbi.2020.05.011
https://doi.org/10.1042/bse0560001
https://doi.org/10.1042/bse0560001
https://doi.org/10.1038/s41586-021-03911-7
https://doi.org/10.1002/prot.23033
https://doi.org/10.1002/prot.23033
https://doi.org/10.1107/s0021889807034681
https://doi.org/10.1016/j.neurobiolaging.2017.07.005
https://doi.org/10.1107/s205225251500202x
https://doi.org/10.1107/s205225251500202x
https://doi.org/10.1007/978-1-4939-8820-4_7
https://doi.org/10.1007/s13311-020-00888-5
https://doi.org/10.1016/j.bpj.2014.03.050
https://doi.org/10.1107/s0909049502017235
https://doi.org/10.1073/pnas.85.12.4506
https://doi.org/10.1111/j.1471-4159.2008.05321.x
https://doi.org/10.7554/eLife.43584
https://doi.org/10.1371/journal.pbio.2002183
https://doi.org/10.1016/j.febslet.2006.05.029
https://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/molecular-biosciences
www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles

	The Disease Associated Tau35 Fragment has an Increased Propensity to Aggregate Compared to Full-Length Tau
	Introduction
	Results
	Characterizing the Tau35 Conformation Ensemble by Small-Angle X-Ray Scattering
	Independent Small-Angle X-Ray Scattering Evidence Confirms That Tau35 is a Monomer
	The Tau35 Conformational Ensemble is Less Flexible Than That of 2N4R and 2N3R Tau
	Heparin-Induced Aggregation of Tau35
	Tau35 Aggregation Co-occurs With a Conformational Transition Towards a β-rich Conformation
	Tau35 Forms Fibrillar Structures That Are More Crowded Than Those Formed by Other Tau isoforms

	Discussion
	Experimental Procedures
	Protein Production
	Size-Exclusion Chromatography Measurements
	Small-Angle X-Ray Scattering Measurements
	Thioflavin T Fluorescence Assays
	In vitro Tau Aggregation for Circular Dichroism Spectroscopy and Fiber Morphology Assays
	Circular Dichroism Spectroscopy
	Fiber Morphology by Atomic Force Microscopy
	X-Ray Fiber Diffraction

	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


