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Background: The causative agents and pathological mechanisms of amyloid disease are poorly understood.
Results: B,-Microglobulin amyloid fibrils display length-dependent internalization, alter trafficking of lysosomal membrane

proteins, and inhibit the degradation of proteins by lysosomes.

Conclusion: Amyloid fibrils act as nanoparticles that disrupt membrane trafficking and protein degradation.
Significance: Fibril length, by determining access to intracellular compartments, may contribute to amyloid disease.

Fragmentation of amyloid fibrils produces fibrils that are
reduced in length but have an otherwise unchanged molecular
architecture. The resultant nanoscale fibril particles inhibit the
cellular reduction of the tetrazolium dye 3-(4,5-dimethylthi-
azol-2-yl)-2,5-diphenyltetrazolium bromide (MTT), a substrate
commonly used to measure cell viability, to a greater extent than
unfragmented fibrils. Here we show that the internalization of
B,-microglobulin (8,m) amyloid fibrils is dependent on fibril
length, with fragmented fibrils being more efficiently internal-
ized by cells. Correspondingly, inhibiting the internalization of
fragmented (,m fibrils rescued cellular MTT reduction. Incu-
bation of cells with fragmented f,m fibrils did not, however,
cause cell death. Instead, fragmented 3,m fibrils accumulate in
lysosomes, alter the trafficking of lysosomal membrane pro-
teins, and inhibit the degradation of a model protein substrate
by lysosomes. These findings suggest that nanoscale fibrils
formed early during amyloid assembly reactions or by the frag-
mentation of longer fibrils could play a role in amyloid disease
by disrupting protein degradation by lysosomes and trafficking
in the endolysosomal pathway.

The amyloidoses are a class of human disorders that include
the neurological conditions Alzheimer, Parkinson, Hunting-
ton, and Creutzfeldt-Jakob diseases; the metabolic disorder
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type II diabetes mellitus; and the systemic condition dialysis-
related amyloidosis (1-3). Irrespective of the sequence and
native structure of the culprit protein, amyloid fibrils share a
common characteristic cross-f architecture (1, 2). In many
amyloid diseases, fibril formation is associated with cellular
dysfunction and tissue destruction, although the molecular and
cellular mechanisms of amyloid disease remain unclear (2, 4, 5).
It is imperative, therefore, to characterize species associated
with amyloid formation and to elucidate how these species
interact with cells and affect cellular function.

Numerous studies have shown that oligomeric intermediates
of amyloid assembly can be cytotoxic in vitro and in vivo (6 —11)
and impair memory and long-term potentiation (12-14). By
contrast with oligomeric species, amyloid fibrils have been
shown to exhibit limited, if any, cytotoxicity (6-11) and it has
even been suggested that amyloid fibrils represent inert end
products of amyloid assembly. In other experiments, however,
some fibril samples have been shown to be cytotoxic (15-18), to
possess cytotoxic potential that is dependent on the nature of
the preparation (19 -24), and, upon depolymerization, to act as
a source of cytotoxic oligomers and protofilaments (25-27).

Further evidence for a potential role for fibrils in amyloid
disease mechanisms was provided by our observations that
amyloid fibrils formed in vitro from B,-microglobulin (8,m),”
a-synuclein and hen egg white lysozyme disrupt artificial lipid
membranes (28, 29). Intriguingly, nanoscale fibrils produced by
fragmentation disrupted these lipid membranes to a greater
extent than their longer unfragmented precursors (28), poten-
tially via the interaction of fibril ends with lipid bilayers (30).
Fragmented fibrils also inhibit the cellular reduction of the tet-
razolium dye 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetra-
zolium bromide (MTT) (28), a substrate commonly used to
assay cell viability (31). However, the precise nature of this cel-
lular perturbation and why it is dependent on fibril length
remained unclear.

® The abbreviations used are: 8,m, B,-microglobulin; MTT, 3-(4,5-dimethyl-
thiazol-2-yl)-2,5-diphenyltetrazolium bromide; TMR, tetramethylrhod-
amine; C,,FDG, 5-dodecanoylaminofluorescein di-B-p-galactopyranoside.
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In this study, the amyloidogenic protein 8,m, the causative
agent of dialysis-related amyloidosis (32), was used to investi-
gate the cellular effects of fragmented amyloid fibrils. Despite
inhibiting the cellular reduction of MTT, we show that frag-
mented B,m fibrils have no effect on cell viability. B,m fibrils
instead exhibited length-dependent uptake by cells, with frag-
mented fibrils (nanometer length) being internalized and
sorted to lysosomes to a greater extent than longer (micrometer
length) unfragmented fibrils. Moreover, fragmented 3,m fibrils
altered the trafficking of the lysosomal membrane proteins
LAMP-1 and CD63 and inhibited the degradation of ovalbu-
min, a model protein substrate for lysosomal proteases. These
results reveal lysosomes as a cellular target for amyloid fibrils
and suggest that nanoscale-length fibrils or species derived
from these fibrils may contribute to amyloid disease.

EXPERIMENTAL PROCEDURES

Preparation of Fibril Samples—Fibrils of human ,m were
formed from recombinant protein as described previously at a
monomer-equivalent concentration of 120 um (28). Labeling of
B,m with tetramethylrhodamine (TMR, Molecular Probes) was
performed as described previously (33). TMR-labeled fibrils
were formed from a 1:9 mixture of TMR-labeled:unlabeled
B,m. Fragmented fibrils were prepared by fragmenting samples
of unfragmented fibrils by stirring at 1000 rpm at 25 °C for 2
days using a custom-made precision stirrer (built by the work-
shop of the School of Physics and Astronomy, University of
Leeds, UK) (28). B,m fibril samples were imaged using atomic
force microscopy, and fibril length distributions were analyzed
as described previously (34).

Cell Culture—The SH-SY5Y neuroblastoma cell line was cul-
tured as described previously (28). Cells were incubated with
either 1.2 or 6.0 um (monomer-equivalent concentration) of
B,m fibril samples or B8,m monomers for up to 48 h.

Analysis of Cell Viability—SH-SY5Y cells were cultured in
96-well plates (20,000 cells/well for MTT and WST-1 assays
and 10,000 cells/well for the ATP assay) for 24 h in 200 ul of
growth medium. The medium was then replaced, and 3,m fibril
samples or controls (fibril growth buffer or 0.1% (w/v) NaN;)
were incubated with the cells for a further 24 h. Each experi-
ment consisted typically of two to three independent experi-
ments, each containing five replicates per condition. For inhi-
bition of fibril internalization, 5 um Dynasore (Merck) was
incubated with the cells for 30 min prior to addition of fibril
samples. The MTT assay was performed as described previ-
ously (28). To assay for WST-1 metabolism, 100 ul of medium
was removed from each well, and 10 ul of WST-1 cell prolifer-
ation reagent (Roche) was added. Cells were then incubated for
1 h, and absorbance was read directly at 450 nm using a Pow-
erwave XS2 plate reader (BioTek). For the MTT and WST-1
assays, the results were normalized using the signal for cells
incubated with the fibril growth buffer as 100% viability, and
cells were treated with NaN, as 0% viability. Cellular ATP was
measured with the ATPLite Luminescence ATP detection
assay system (PerkinElmer Life Sciences) according to the pro-
tocol of the manufacturer, and luminescence was measured on
a POLARstar OPTIMA plate reader (BMG Labtech). ATP con-
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centrations were calculated for the volume of cell culture
medium.

Propidium lodide Staining—5 X 10° SH-SY5Y cells were cul-
tured in 12-well plates for 24 h and incubated with B,m fibril
samples for 24 h. As a positive control, cells were incubated
with 600 mm H,O, for 5 h. Cells were detached from the culture
plates and incubated with 75 um propidium iodide prior to
analysis on a BD-LSRFortessa flow cytometer (BD Biosciences).
10,000 gated events were recorded for three independent
experiments, each containing three replicates per condition.
Propidium iodide-positive cells were defined as those that
stained with the dye to the same level as cells incubated with
H,0,.

Analysis of Cell-associated B,m Monomer and Fibrils—
SH-SY5Y cells were incubated with TMR-B,m-labeled fibrils
or TMR-B,m monomers (9:1 ratio unlabeled:TMR-labeled
protein) for 4 h. Prior to live cell imaging, cells were incubated
with 100 nm LysoTracker Green (Molecular Probes) for 30 min.
To inhibit endocytic pathways, cells were incubated with 5 um
Dynasore for 30 min prior to incubation with fibril samples.
Imaging was performed using a Zeiss LSM510 META laser
scanning confocal microscope and an inverted AxioVert 200 M
microscope with a X40 objective. The total cell-associated
TMR-B,m fluorescence for 10,000 gated events was quantified
with a FACSCalibur flow cytometer (BD Biosciences).

NIAD-4 Staining of B,m Amyloid Fibrils—To measure
NIAD-4 (ICX Nomadics) binding to 8,m monomer and frag-
mented fibrils in vitro at pH values of 7.4 and 4.5, samples con-
taining 12 uM (monomer-equivalent concentration) of 8,m
fibril samples or monomers were incubated with 7.5 um
NIAD-4 for 1 h at 25 °C. The fluorescence emission spectra of
the samples (excitation wavelength of 500 nm) were subse-
quently collected after incubation for 1 h at 25 °C using a PTI
Quantamaster fluorescence spectrometer. To detect cell-asso-
ciated amyloid fibrils, SH-SY5Y cells were incubated with 3,m
samples for 16 h prior to staining with 100 nm NIAD-4 and
either 100 nm LysoTracker Deep Red (Molecular Probes) or 0.5
png/ml CellMask Deep Red plasma membrane stain (Molecular
Probes). Imaging was performed using a Zeiss LSM700 confo-
cal microscope with a X63 objective.

Analysis of Lysosome Membrane Permeability—To analyze
lysosome integrity using live cell confocal microscopy and flow
cytometry, cells were stained with 100 nm LysoTracker Green
30 min prior to analysis. As a positive control for lysosome
membrane permeabilization, cells were incubated for 15 min
with either 6 or 15 um sphingosine. Cells were imaged using a
Zeiss LSM700 confocal microscope with a X63 objective. Flow
cytometry was performed using a BD-LSRFortessa flow cytom-
eter, with 10,000 gated events recorded for three independent
experiments, each containing three replicates per condition.
For subcellular fractionation, 2 X 107 cells were resuspended
into 1 ml of homgenization buffer (10 mm acetic acid, 1 mm
EDTA, 190 mm sucrose, and 10 mM triethanolamine (pH 7.4)),
homogenized with a ball bearing homogenizer (Isobiotec) as
described previously (35), and centrifuged at 400 X g for 10 min
in a microcentrifuge to generate a postnuclear supernatant.
This was centrifuged at 100,000 X g for 1 h (S100-AT3 rotor,
Sorvall). The activity of a-N-acetylgalactosaminidase in the
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resultant pellet and supernatant fractions was assayed as
described previously (36).

Analysis of the Expression and Localization of LAMP-1 and
CD63—To visualize the cellular distribution of LAMP-1 and
CD63 cells by immunofluorescence microscopy, cells were
fixed and permeabilized as described previously (35) before
staining with rabbit anti-LAMP1 (Sigma-Aldrich) and mouse
anti-CD63 (clone MEM-259, AbD Serotec) antibodies. CD63
staining was detected with an anti-rabbit FITC antibody, and
LAMP1 staining was detected with an anti-mouse Texas Red
antibody (BD Biosciences). Cells were imaged using a Zeiss
LSM700 confocal microscope with a X63 objective. Cell sur-
face expression of LAMP-1 and CD63 cells was analyzed by
flow cytometry. To inhibit protein synthesis, cells were prein-
cubated for 1 h with 100 pg/ml cycloheximide prior to the addi-
tion of B,m samples. Cells were then resuspended in PBS, 0.2%
BSA, and 10% Mouse Seroblock FcR (AbD Serotec) and incu-
bated for 30 min on ice. To detect cell surface expression of
LAMP-1 and CD63, cells were stained with PE-Cy5 conjugated
mouse anti-human LAMP-1 (clone H4A3, BD Biosciences) and
FITC-conjugated mouse anti-human CD63 (clone MEM-259,
Genetex), respectively. To measure nonspecific background
antibody binding, controls were included in which cells were
stained with the PE-Cy5-conjugated mouse IgG, k (BD Biosci-
ences) and FITC-conjugated mouse IgG, (Genetex) isotype
controls, respectively, for the LAMP-1 and CD63 antibodies.
Cell-associated antibody fluorescence was quantified by flow
cytometry with a BD-LSRFortessa, and 10,000 gated events
were recorded for three independent experiments, each con-
taining three replicates per condition. For each experimental
condition, the geometric mean fluorescence for cells stained
with the isotype controls was subtracted from the geometric
mean fluorescence for cells stained with the LAMP-1 and CD63
antibodies. The resultant fluorescence value was then normal-
ized to that of cells incubated for 0 h with 8,m samples. The
total cellular levels of LAMP-1 and CD63 were determined by
immunoblotting of cell lysates with mouse anti-human
LAMP-1 (clone H4A3, Santa Cruz Biotechnology) and rabbit
anti-human CD63 (clone MX-49.129.5, Santa Cruz Biotechnol-
ogy) antibodies, respectively. Immunoblots were also probed
with a GAPDH antibody (clone 6C5, Abcam) as a loading
control.

Analysis of the Lysosomal Degradation of Ovalbumin—After
incubation with 8,m samples for 24 h, cells were washed and
incubated for 6 h with 15 ug/ml ovalbumin, which corre-
sponded to a 2:3 mixture of ovalbumin-Alexa Fluor 647 (Ova-
647, Molecular Probes):unlabeled ovalbumin. Cells were then
washed to remove non-cell-associated ovalbumin and either
imaged or incubated for a further 24 h before imaging. Prior to
imaging, lysosomes were stained with 100 nm LysoTracker
Green and viewed with a Zeiss LSM700 confocal microscope
with a X63 objective. Total cell-associated Ova647 fluores-
cence was quantified by flow cytometry with a BD-LSRFortessa
(BD Biosciences), and 10,000 gated events were recorded for
three independent experiments, each containing three repli-
cates per condition.
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FIGURE 1. Atomic force microscopy characterization of 8,m fibrils. A,
atomic force microscopy images of unfragmented and fragmented B,m
fibrils. Scale bars = 1 um (main images) and 250 nm (insets). B, fibril length
distributions. The average fibril length was calculated from >200 particles to
be 1.30 = 0.05 umand 0.30 * 0.01 um for the unfragmented and fragmented
fibrils, respectively.

Analysis of the Activity of Lysosomal B-Glucocerebrosidase
and B-Galactosidase—After incubation with B,m samples for
24 h, cells were washed and incubated with either 58 um 5-
(pentafluorobenzoylamino)fluorescein di-B-p-glucopyrano-
side (Invitrogen) or 33 uMm 5-dodecanoylaminofluorescein di-3-
p-galactopyranoside (C,,FDG, Invitrogen) for 1 h at 37 °C.
B-glucocerebrosidase cleaves the non-fluorescent substrate
5-(pentafluorobenzoylamino)fluorescein di-B-p-glucopyrano-
side to yield the green-fluorescent 5-(pentafluorobenzoylami-
no)fluorescein dye, whereas (3-galactosidase cleaves the non-
fluorescent substrate C,,FDG to yield fluorescent fluorescein
that can be detected by flow cytometry (37, 38). As a control,
cells were preincubated for 1 h with 1 um conduritol B epoxide
(Sigma-Aldrich) and 1 mM phenylethyl B-p-thiogalactopyrano-
side (Invitrogen) to inhibit the activities of B-glucocerebrosi-
dase and B-galactosidase, respectively (39, 40). Cell-associated
fluorescence was quantified with a BD-LSRFortessa flow
cytometer, and 10,000 gated events were recorded for two inde-
pendent experiments, each containing three replicates per
condition.

Statistical Analysis—p values were determined using two-
tailed independent two-sample Student’s ¢ test between sample
pairs.

RESULTS

Fragmented 3,m Fibrils Inhibit Cellular MTT Reduction but
Do Not Cause Cell Death—Incubation of 8,m at pH 2.0 under
quiescent conditions results in the formation of straight and
twisted amyloid-like fibrils (Fig. 1A4) that closely resemble those
present in ex vivo amyloid deposits (32, 41-43). These fibrils
were then fragmented with a precision stirrer (Fig. 14) (28),
reducing the average fibril length from ~1.3 um to ~300 nm
(Fig. 1B). Fragmentation of 3,m fibrils does not generate spe-
cies that are detected by the oligomer-specific antibody A11 (6,
28), but they retain their structural integrity, as judged by Fou-
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FIGURE 2. Fragmented fibrils of B,m inhibit the cellular reduction of MTT.
A, SH-SY5Y cells were incubated for 24 h with 1.2 um (monomer-equivalent
concentration) fragmented or unfragmented ,m fibrils, and the reduction of
MTT was assayed. The percentage of MTT reduction relative to control cells
incubated with the fibril growth buffer was plotted. The error bars represent
mean = 1 S.E. over a total of 15 replicates. ***, p < 0.001. B, cells incubated
with MTT were imaged by phase-contrast microscopy to visualize the
reduced MTT formazan (dark staining). Scale bar = 20 um.

rier transform infrared spectroscopy and the ability to bind the
amyloid-specific antibody WO1 (28). All subsequent experi-
ments were performed with fibril samples of these lengths.
The effect of the fibrils on the neuroblastoma cell line
SH-SY5Y was then analyzed using an MTT assay. In this pro-
cedure, cellular reduction of the tetrazolium dye MTT is mea-
sured, and this assay can be used as an indicator of cell viability
(31). As reported previously (28), fragmented 3,m fibrils inhib-
ited the reduction of MTT to a greater extent than either
unfragmented fibrils or fibril growth buffer (Fig. 24). Studies
examining the cellular mechanism of MTT reduction have
shown that MTT is reduced to produce an insoluble colored
formazan salt that localizes to intracellular granule-like struc-
tures before being exocytosed to the cell surface, where it forms
needle-like crystals (31, 44). Other amyloidogenic sequences,
AB;_,40 and amylin, greatly increase the proportion of reduced
MTT formazan present in these extracellular needle-like crys-
tals by increasing the exocytosis of MTT formazan (45-47).
Analysis of SH-SY5Y cells revealed that MTT formazan was
present in intracellular punctate structures in cells incubated

35784 JOURNAL OF BIOLOGICAL CHEMISTRY

with fibril growth buffer, whereas cells incubated with B,m
fibrils exhibited a marked increase in extracellular needle-like
crystals of reduced MTT formazan (Fig. 2B). These data suggest
that the inhibition of MTT reduction by fragmented 8, m fibrils
may result from increased secretion of the MTT reduction
product, which, in turn, may inhibit cellular uptake of MTT
(45-47).

To determine whether the inhibition of cellular MTT reduc-
tion by fragmented B,m fibrils corresponds to a loss of cell
viability, cellular ATP levels were assayed. No pronounced
decrease in cellular ATP levels was observed in SH-SY5Y cells
incubated with either fragmented or unfragmented fibrils (Fig.
3A). The effect of fibrils on reduction of the tetrazolium salt
WST-1 was also assayed. In contrast to MTT, which is reduced
intracellularly, WST-1 reduction is thought to occur at the
plasma membrane (31, 44). Fragmented B, m fibrils had no sig-
nificant effect on the reduction of WST-1 by SH-SY5Y cells
(Fig. 3B), suggesting that the overall reductive capacity of the
cells is not diminished. Staining of cells with the plasma mem-
brane-impermeable dye propidium iodide is indicative of cells
that have undergone necrosis or late-stage apoptosis (48). No
significant increase in the percentage of cells stained with pro-
pidium iodide was observed when cells were incubated with
fragmented B, m fibrils for 24 h (Fig. 3, Cand D), indicating that
the plasma membrane is intact in fibril-treated cells. Taken
together, these data demonstrate that fragmented B,m fibrils
do not have a significant effect on cell viability. Nonetheless, the
inhibition of MTT reduction suggests that 8, m fibrils do have a
length-dependent effect on some facet of cellular physiology.

B,m Fibrils Exhibit Length-dependent Internalization, and
the Inhibition of Fibril Uptake Rescues the Cellular Reduction of
MTT—We have shown previously that 3,m fibrils are internal-
ized and trafficked to lysosomes and that they are resistant to
lysosomal proteolysis (33, 49). We therefore investigated the
relationship between fibril length, fibril trafficking to lyso-
somes, and the inhibition of MTT reduction. SH-SY5Y cells
were incubated for 4 h with either TMR-labeled monomeric
B,m or fibrils that incorporate TMR-labeled B,m, and the
localization of the fluorescently labeled protein was visualized
using live cell confocal microscopy. Consistent with the known
uptake and degradation of monomeric 8,m within lysosomes
(33, 49), cells incubated with TMR-labeled monomeric 3,m
exhibited intracellular TMR fluorescence that colocalized in
part with LysoTracker Green (Fig. 44), a dye that accumulates
in acidic compartments. Cells incubated with unfragmented
fibrils had limited intracellular TMR-associated fluorescence.
The fibrils were instead localized predominantly in close prox-
imity to the extracellular side of the plasma membrane (Fig.
4A). Conversely, cells incubated with TMR-labeled fragmented
B,m fibrils displayed more extensive intracellular punctate
fluorescence that colocalized with LysoTracker Green (Fig.
4A). Quantification of intracellular TMR-B,m fluorescence
revealed a >5-fold increase in intracellular 8,m in cells incu-
bated with fragmented fibril samples compared with cells incu-
bated with unfragmented fibrils (Fig. 4B). By contrast, total cell-
associated fluorescence, measured by flow cytometry, was
comparable for cells incubated with either TMR-labeled frag-
mented or unfragmented fibrils (Fig. 4C).
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FIGURE 3. Fragmented fibrils of 3,m do not reduce cell viability. A and B, SH-SY5Y cells were incubated for 24 h with 1.2 um (monomer-equivalent
concentration) fragmented or unfragmented 3, m fibrils, and the cellular level of ATP (A) and the reduction of WST-1 were assayed (B). The ATP concentration
and the WST-1 signal relative to control cells incubated with the fibril growth buffer were plotted. The error bars represent mean = S.E. over a total of 15 (ATP)
and 10 (WST-1) replicates. NS, p = 0.05. SH-SY5Y cells were stained with propidium iodide (P/) after 24 h incubation with either B,m fragmented or unfrag-
mented fibrils and analyzed by flow cytometry. H,O,, which increases plasma membrane permeability, was used as positive control. C, representative flow
cytometry profiles. AU, arbitrary units. D, the percentage of propidium iodide-stained cells was plotted. The error bars represent mean =+ 1 S.E. over a total of

nine replicates.

To determine whether B,m fibrils retain an amyloid archi-
tecture after internalization, SH-SY5Y cells incubated with
unlabeled B,m fibrils were stained with the amyloid-specific
dye NIAD-4 (50). In vitro experiments showed that the fluores-
cence intensity of NIAD-4 increases upon binding to 8,m
fibrils at both pH 7.5 (the pH of culture medium and the cyto-
sol) and pH 4.5 (lysosomal pH) but not when NIAD-4 is incu-
bated with monomeric 3,m at either pH (Fig. 54). Likewise, no
staining with NIAD-4 was observed for cells incubated with
monomeric B,m (Fig. 5, B and C). Punctate NIAD-4 fluores-
cence was observed for cells incubated with fragmented ,m
fibrils that colocalized with LysoTracker Far Red staining (Fig.
5B), consistent with their internalization and the resistance of
B,m fibrils to digestion by lysosomal proteases (49). However,
for cells incubated with unfragmented fibrils, NIAD-4 fluores-
cence was localized predominantly in proximity to the plasma
membrane labeled with CellMask Far Red (Fig. 5C). These data
demonstrate that, by reducing fibril length, fragmentation
enables increased trafficking of B,m fibrils to lysosomes and
that these cell-associated ,m fibrils retain, at least in part, a
cross-f3 architecture.

The above results suggest a direct relationship between the
level of B,m fibril internalization and the effect of fibrils on the
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cellular reduction of MTT. To confirm whether this is the case,
the effect of inhibiting endocytic pathways on the reduction of
MTT by fibril-treated cells was examined. SH-SY5Y cells were
incubated with Dynasore, an inhibitor of dynamin-dependent
endocytosis (51), and the effects on fibril uptake and MTT
metabolism were monitored using confocal microscopy and
the MTT assay, respectively. Dynasore inhibited the internal-
ization of B,m fragmented fibrils by SH-SY5Y cells (Fig. 6A)
and partially rescued the inhibition of MTT reduction by 8,m
fibrils (Fig. 6B). Correspondingly, Dynasore decreased, in part,
the formation of extracellular needle-like crystals of reduced
MTT formazan by cells incubated with B,m fibrils (Fig. 6C).
Therefore, these data suggest that access to intracellular com-
partments via dynamin-dependent endocytosis is required for
the B,m fibril-associated effects on cellular function measured
in the MTT assay.

Fragmented (,m Fibrils Do Not Increase Lysosome Mem-
brane Permeability—In previous work, we have shown that
fragmented B,m fibrils interact with and disrupt artificial lipid
membranes and that this is enhanced by endosomal lipids and
an acidic pH (28 -30, 52). We therefore examined whether the
internalization of B,m fibrils results in an increase in the per-
meability of the lysosomal membrane. Sphingosine, a positive
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control, known to permeabilize the lysosomal membrane (53),
caused a significant reduction in the cell-associated fluores-
cence of cells stained with LysoTracker Green when either visu-
alized by live cell confocal microscopy or quantified by flow
cytometry (Fig. 7, A and B). In contrast, fragmented ,m fibrils
did not reduce the LysoTracker Green staining of cells (Fig. 7, A
and B). Even when cells were incubated for 48 h with 6.0 uMm
(monomer-equivalent concentration) of fragmented S,m
fibrils, no reduction in LysoTracker staining was detected (Fig.
7, A and B), therefore suggesting that fibrils do not increase
permeability of the lysosomal membrane. Increased lysosome
membrane permeability may also release soluble lysosomal
hydrolases into the cytosol. SH-SY5Y cells were therefore incu-
bated with fragmented 3,m fibrils and fractionated by centrif-
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ugation into soluble (cytosol) and pellet (membrane) fractions.
In both control cells and cells incubated with fragmented 3,m
fibrils, activity of the lysosomal hydrolase a-N-acetylgalac-
tosaminidase was present predominantly in the membrane-
fraction, with negligible activity in the cytosol fraction (Fig. 7C).
Therefore, these experiments provide no evidence that frag-
mented 3,m fibrils cause substantive damage to the lysosome
membrane.

Fragmented [3,m Fibrils Increase the Cell Surface Expression
of Lysosomal Membrane Proteins—To explore in more detail
the impact of fragmented fibrils on lysosomes, we examined
whether there was an alteration in the trafficking of the lyso-
somal membrane proteins LAMP-1 and CD63. LAMP-1 and
CD63 exhibited a punctate distribution in untreated cells that
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was not altered substantially in cells that were incubated with
either fragmented ,m fibrils or with 8,m monomers (Fig. 84).
Immunoblotting of whole cell lysates also showed that levels of
LAMP-1 and CD63 were comparable for cells incubated in the
absence of 3,m, with monomeric protein, or with fibrils (Fig.
8B). However, flow cytometry revealed that the incubation of
cells with fragmented B,m fibrils resulted in increased cell sur-
face expression of both LAMP-1 and CD63 in comparison with
cells incubated with 8,m monomers (Fig. 8C). These data indi-
cate that fragmented B,m fibrils cause the redistribution of a
subpopulation of LAMP-1 and CD63 to the plasma membrane.
This could result from the trafficking of preexisting pools of
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these proteins to the plasma membrane, as would occur in lys-
osome exocytosis (54). Alternatively, an increased proportion
of newly synthesized LAMP-1 and CD63 may traffic to, or be
retained at, the plasma membrane (54, 55). Cells were therefore
incubated with the protein synthesis inhibitor cycloheximide
prior to the addition of fragmented 3,m fibrils. This resulted in
areduction in the cell surface expression of LAMP-1 and CD63
(Fig. 8D), suggesting that a significant proportion of LAMP-1
and CD63 on the surface of cells incubated with the fibrils cor-
responds to newly synthesized protein.

Fragmented [B,m Fibrils Inhibit Lysosomal Proteolysis—
Finally, to determine whether fragmented (3,m fibrils disrupt
the function of lysosomes, we assayed the cleavage of substrates
for lysosomal hydrolases in SH-SY5Y cells. The capacity of lyso-
somes to degrade proteins was studied by measuring the prote-
olysis of ovalbumin, a protein that is endocytosed and degraded
in lysosomes (56). Cells that had been preincubated with either
monomeric B,m or fragmented fibrils were incubated with
Ova-647, ovalbumin labeled with the fluorescent dye Alexa
Fluor 647. Imaging experiments revealed that Ova-647 was
internalized and sorted into punctate compartments that
costained with LysoTracker Green (Fig. 94). Cells were then
washed to remove non-cell-associated Ova-647 and incubated
for a further 24-h chase period prior to analysis. Cell-associated
Ova-647 at the end of the chase period was visualized by con-
focal microscopy (Fig. 9B) and quantified by flow cytometry
(Fig. 9, C and D). After the 24-h chase, cells preincubated with
monomeric B,m had a pronounced reduction in cell associated
Ova-647, <15% of that present at 0 h chase (Fig. 9, B-D). This
was presumably due to the degradation of ovalbumin by lyso-
somal proteases (56). Cells preincubated with fragmented 3,m
fibrils, by contrast, had a significantly higher level of cell-asso-
ciated Ova-647 after the 24-h chase, corresponding to ~45% of
that present at 0 h chase (Fig. 9, B-D). These data suggest,
therefore, that amyloid fibrils impair the ability of SH-SY5Y
cells to degrade endocytosed proteins.

To determine whether the activity of other lysosomal hydro-
lases was affected by fragmented 8,m fibrils, the cellular activ-
ities of the glycosidases B-glucocerebrosidase and [3-galactosi-
dase were assayed by flow cytometry using the substrates
5-(pentafluorobenzoylamino)fluorescein di-B-p-glucopyrano-
side and C,,FDG, respectively (37, 38). The B-glucocerebrosi-
dase inhibitor conduritol B epoxide, but not fragmented 3,m
fibrils, caused a significant reduction in the hydrolysis of
5-(pentafluorobenzoylamino)fluorescein di-B-p-glucopyrano-
side by SH-SY5Y cells (Fig. 10A). The hydrolysis of C,,FDG was
reduced by the 3-galactosidase inhibitor phenylethyl B-p-thio-
galactopyranoside, whereas incubation of cells with frag-
mented B,m fibrils resulted in a small reduction in substrate
hydrolysis (Fig. 10B). Therefore, fragmented 8, m fibrils inhibit
the lysosomal degradation of ovalbumin but have a less pro-
nounced effect on the cleavage of substrates by other lysosomal
hydrolases.

DISCUSSION

Despite decades of research, the culprit species and mecha-
nisms of amyloid-associated cell dysfunction and cytotoxicity
remain unclear. Many studies have focused on the early prefi-
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Scale bar = 20 um.

brillar oligomeric intermediates of amyloid assembly, demon-
strating that these species are cytotoxic (6—11). Here we dem-
onstrate for the amyloidogenic protein 3,m that reducing fibril
length by fragmentation enables fibrils to be internalized more
efficiently. For B,m fibrils, this results in the inhibition of MTT
reduction and the perturbation of the endolysosomal pathway.
Therefore, 8,m amyloid fibrils behave as nanoparticles whose
biological properties are dependent on their physical dimen-
sions (57, 58).

Increased access of intracellular compartments to frag-
mented (B,m fibrils via endocytosis rationalizes our previous
observations of an inverse relationship between amyloid fibril
length and the inhibition of MTT reduction (34). Correspond-
ingly, the inhibition of fibril internalization with Dynasore res-
cued cellular MTT reduction. Other studies also suggest that
the endocytosis of assemblies with an ordered 3-sheet structure
may be an important factor in amyloid disease, for example in
the cytotoxicity of Ure2p amyloid-like protofibrils and AB;_,,
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oligomers (59-61); synaptic disruption induced by AB; ,,
oligomers (62); intracellular aggregate formation by AB;_,.,
a-synuclein, polyglutamine sequences, and superoxide dismu-
tase-1 (63— 66); and for the activation of the inflammasome by
AB,_,, fibrils (67). Analogous to our observations, inhibition of
endocytosis can also protect cells against the deleterious effects
of chemical fibrils (68). Conversely, our observations also
explain why amyloid plaques are often seen as biologically inert
(13) because such large assemblies would be inefficient in
accessing intracellular compartments through endocytic path-
ways. Therefore, by affecting cellular uptake, particle size is
likely to be a key determinant in the pathological responses of
cells to aggregates formed in amyloid assembly reactions.
Despite inhibiting cellular MTT reduction, fragmented 3,m
fibrils did not cause cell death. Similar observations have been
reported for microglia incubated with the amyloidogenic pep-
tide AB,_4,, in which MTT reduction was inhibited without
any corresponding decrease in ATP levels or lactate dehydro-
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genase release (69). Therefore, in some instances, the inhibition
of MTT reduction may correspond to a cellular response to
amyloid that does not result in death. Notably, the incubation of
SH-SY5Y cells with B,m fibrils coincided with the increased
production of extracellular needle-like MTT formazan crystals.
This effect has been observed for other amyloid sequences and
has been attributed to an increase in the exocytosis of reduced
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MTT formazan and the resultant inhibition of MTT endocyto-
sis (45—47, 69, 70), which may represent an alteration in intra-
cellular trafficking pathways.

Our observation that fragmented ,m fibrils increased the
cell surface expression of the lysosomal membrane proteins
LAMP-1 and CD63, but not the total cellular content of these
proteins, provides evidence that amyloid fibrils alter trafficking
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antibody fluorescence was quantified by flow cytometry.

in the endolysosomal pathway. Because the increase in cell sur-
face LAMP-1 and CD63 was dependent, in part, on new protein
synthesis, fragmented 3,m fibrils may divert an increased pro-
portion of newly synthesized LAMP-1 and CD63 to the plasma
membrane instead of these proteins being sorted directly from
the Golgi to the endolysosomal pathway. Notably, loss of func-
tion of the AP-3 adaptor protein complex, which is involved in
the sorting of proteins to lysosomes, also results in elevated cell
surface expression of LAMP-1 and CD63 (71). Alternatively,
fibrils may inhibit the endocytosis of a subset of LAMP-1 and
CD63 molecules that traffic to lysosomes via the plasma mem-
brane. The notion that trafficking may be altered in amyloid
disorders is also supported by genetic studies of Parkinson dis-
ease, in which disease-associated mutations in VPS35, Rab7L1,
and LRRK2 result in Golgi and endolysosomal trafficking
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defects (72, 73), whereas phosphatidylinositol-binding clathrin
assembly protein, a protein with a role in endocytosis, is a mod-
ulatory factor in Alzheimer disease (74 -76).

The inhibition of the degradation of ovalbumin by frag-
mented B,m fibrils provides further evidence for the perturba-
tion of the endolysosomal pathway. The inhibition of the pro-
teolysis of ovalbumin did not appear to result from damage to
the lysosomal membrane by fragmented 3,m fibrils. We cannot
exclude the possibility that fibrils may cause transient increases
in membrane permeability that were not detected in our exper-
iments, although any substantive damage to the lysosome
membrane would result in cell death (77), which was not
observed in cells incubated with fragmented 8, m fibrils. More-
over, LysoTracker Green staining also suggests that fibrils do
not cause any pronounced increase in the pH of lysosomes. The
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FIGURE 9. Fragmented 3, m fibrils inhibit the degradation of ovalbumin
by lysosomes. A and B, cells were incubated with either 1.2 um (monomer-
equivalent concentration) fragmented B,m fibrils or B,m monomers for 24 h.
Cells were washed to remove non-cell-associated fibrils, pulsed with Ova-647
for 6 h, washed to remove non-cell-associated Ova-647, and either imaged
immediately by live cell confocal microscopy (A) (0 h chase) or chased in the
absence of Ova-647 for 24 h (B). Prior to imaging, cells were stained with
LysoTracker Green. Scale bar = 10 um. Cell-associated Ova-647 fluorescence
was also quantified by flow cytometry. C, representative flow cytometry pro-
files. AU, arbitrary units. D, cell-associated Ova-647 fluorescence is expressed
as the percentage of the fluorescence at 0 h chase remaining after 24 h chase.
Error bars indicate mean = 1 S.E. over nine replicates performed in three
independent experiments. ***, p < 0.001.

accumulation of fibrils within lysosomes may instead over-
whelm the proteolytic capacity of this organelle. This would
explain why proteolysis of ovalbumin was reduced substan-
tially, whereas there was a less pronounced effect on the cellular
activity of the glycosidase B-galactosidase and no effect on
B-glucocerebrosidase.

A reduction in the ability of lysosomes to degrade proteins
would be predicted not only to impair the degradation of endo-
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activities of B-glucocerebrosidase and B-galactosidase. A and B, cells
were incubated with either 1.2 um (monomer-equivalent concentration) frag-
mented B,m fibrils or B,m monomers for 24 h. Cellular B-glucocerebrosidase
(A) and B-galactosidase (B) activities were assayed using the fluorescent sub-
strates 5-(pentafluorobenzoylamino)fluorescein di-B-b-glucopyranoside and
C,,FDG, respectively. As a control, cells were preincubated for 1 h with inhib-
itors of B-glucocerebrosidase (CBE) and B-galactosidase (phenylethyl B-p-
thiogalactopyranoside (PETG)). Percent cellular activity relative to control
cells incubated with the fibril growth buffer was plotted. Error bars indicate
mean = 1 S.E. over a total of six replicates performed in two independent
experiments. NS, p = 0.05; **, p < 0.01; ***, p < 0.001.

cytosed soluble proteins, as shown here, but also that of mem-
brane proteins such as receptors down-regulated from the
plasma membrane (78). In addition, the degradation of proteins
by autophagy is dependent on lysosomal proteolysis (79). The
inhibition of lysosomal proteolysis by amyloid fibrils could be a
key factor in amyloid disorders. Indeed, reduction of lysosomal
proteolysis results in an Alzheimer-like axonal dystrophy (80),
knockout of cathepsin D promotes Tau neurotoxicity (81), and
an age-related reduction in the activity of cathepsin B and D is
associated with the production of amyloidogenic fragments of
amyloid precursor protein (82). Moreover, the loss of 3-gluco-
cerebrosidase activity impairs lysosome proteolysis, promoting
a-synuclein accumulation and neurotoxicity (83).

Impaired lysosome function may also contribute to the
pathology of dialysis-related amyloidosis, a disorder in which
B,m fibrils form plaques in the osteoarticular tissues (32).
Macrophages recruited to these amyloid plaques phagocytose
B,m amyloid, which then accumulates within their lysosomes
(33, 49, 84, 85). Our data predict that uptake of B,m fibrils
would inhibit the degradative capacity of these cells. Further-
more, the disruption of lysosome function may be related to the
inhibition by B,m fibrils of the resorption of a bone-like matrix
by osteoclasts (33), a cell type that utilizes lysosome-like organ-
elles to remodel bone (86).
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In summary, our observations provide further evidence that

the lysosome represents a key cellular target in amyloid disease
(87, 88) and that this organelle is readily accessible to nanoscale
amyloid fibrils produced early during amyloid assembly reac-
tions or by the fragmentation of existing fibrils. Inhibiting fibril
fragmentation and preventing fibril access to intracellular com-
partments may protect cells and provide effective strategies
toward combating amyloid disease.

Acknowledgments—We thank Gareth Howell and Sally Boxall for
advice on cell imaging and flow cytometry and James Ault for per-
forming the mass spectrometry. We also thank ICX Nomadics for
NIAD-4 and the Hewitt and Radford group members for helpful
discussions.

REFERENCES

1.

10.

11.

12.

13.

14.

Chiti, F.,and Dobson, C. M. (2006) Protein misfolding, functional amyloid,
and human disease. Annu. Rev. Biochem. 75, 333-366

. Eisenberg, D., and Jucker, M. (2012) The amyloid state of proteins in

human diseases. Cell 148, 1188 -1203

. Sipe, J. D., Benson, M. D., Buxbaum, J. N, Ikeda, S., Merlini, G., Saraiva,

M. ., Westermark, P., and Nomenclature Committee of the International
Society of Amyloidosis. (2012) Amyloid fibril protein nomenclature: 2012
recommendations from the Nomenclature Committee of the Interna-
tional Society of Amyloidosis. Amyloid 19, 167-170

. Uversky, V. N. (2010) Mysterious oligomerization of the amyloidogenic

proteins. FEBS J. 277, 2940 -2953

. Stefani, M. (2010) Biochemical and biophysical features of both oligomer/

fibril and cell membrane in amyloid cytotoxicity. FEBS J. 277, 4602—4613

. Kayed, R., Head, E., Thompson, J. L., McIntire, T. M., Milton, S. C., Cot-

man, C. W., and Glabe, C. G. (2003) Common structure of soluble amyloid
oligomers implies common mechanism of pathogenesis. Science 300,
486—-489

. Reixach, N., Deechongkit, S., Jiang, X., Kelly, J. W., and Buxbaum, J. N.

(2004) Tissue damage in the amyloidoses: transthyretin monomers and
nonnative oligomers are the major cytotoxic species in tissue culture. Proc.
Natl. Acad. Sci. U.S.A. 101, 2817-2822

. Bucciantini, M., Giannoni, E., Chiti, F., Baroni, F., Formigli, L., Zurdo, J.,

Taddei, N., Ramponi, G., Dobson, C. M., and Stefani, M. (2002) Inherent
toxicity of aggregates implies a common mechanism for protein misfold-
ing diseases. Nature 416, 507-511

. Baglioni, S., Casamenti, F., Bucciantini, M., Luheshi, L. M., Taddei, N.,

Chiti, F., Dobson, C. M., and Stefani, M. (2006) Prefibrillar amyloid aggre-
gates could be generic toxins in higher organisms. J. Neurosci. 26,
8160-8167

Simoneau, S., Rezaei, H., Salés, N., Kaiser-Schulz, G., Lefebvre-Roque, M.,
Vidal, C., Fournier, J. G., Comte, ]., Wopfner, F., Grosclaude, J., Schitzl, H.,
and Lasmézas, C. L. (2007) In vitro and in vivo neurotoxicity of prion
protein oligomers. PLoS Pathog. 3, €125

Winner, B., Jappelli, R., Maji, S. K., Desplats, P. A., Boyer, L., Aigner, S.,
Hetzer, C., Loher, T., Vilar, M., Campioni, S., Tzitzilonis, C., Soragni, A.,
Jessberger, S., Mira, H., Consiglio, A., Pham, E., Masliah, E., Gage, F. H,,
and Riek, R. (2011) In vivo demonstration that a-synuclein oligomers are
toxic. Proc. Natl. Acad. Sci. U.S.A. 108, 4194 —4199

Lesné, S., Koh, M. T., Kotilinek, L., Kayed, R., Glabe, C. G., Yang, A,
Gallagher, M., and Ashe, K. H. (2006) A specific amyloid-f3 protein assem-
bly in the brain impairs memory. Nature 440, 352357

Shankar, G. M., Li, S., Mehta, T. H., Garcia-Munoz, A., Shepardson, N. E.,
Smith, I, Brett, F. M., Farrell, M. A,, Rowan, M. ], Lemere, C. A., Regan,
C. M., Walsh, D. M., Sabatini, B. L., and Selkoe, D. J. (2008) Amyloid-f3
protein dimers isolated directly from Alzheimer’s brains impair synaptic
plasticity and memory. Nat. Med. 14, 837- 842

Walsh, D. M., Klyubin, I, Fadeeva, J. V., Cullen, W. K., Anwyl, R., Wolfe,
M. S.,Rowan, M. ], and Selkoe, D.J. (2002) Naturally secreted oligomers of
amyloid 8 protein potently inhibit hippocampal long-term potentiation in

35792 JOURNAL OF BIOLOGICAL CHEMISTRY

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

SASBMB

vivo. Nature 416, 535—-539

Gharibyan, A. L., Zamotin, V., Yanamandra, K., Moskaleva, O. S., Margu-
lis, B. A., Kostanyan, I. A., and Morozova-Roche, L. A. (2007) Lysozyme
amyloid oligomers and fibrils induce cellular death via different apoptotic/
necrotic pathways. /. Mol. Biol. 365, 1337-1349

Grudzielanek, S., Velkova, A., Shukla, A., Smirnovas, V., Tatarek-Nossol,
M., Rehage, H., Kapurniotu, A., and Winter, R. (2007) Cytotoxicity of
insulin within its self-assembly and amyloidogenic pathways. J. Mol. Biol.
370, 372-384

Novitskaya, V., Bocharova, O. V., Bronstein, L., and Baskakov, I. V. (2006)
Amyloid fibrils of mammalian prion protein are highly toxic to cultured
cells and primary neurons. /. Biol. Chem. 281, 13828 —13836

Pieri, L., Madiona, K., Bousset, L., and Melki, R. (2012) Fibrillar a-sy-
nuclein and huntingtin exon 1 assemblies are toxic to the cells. Biophys. J.
102, 2894 -2905

Berthelot, K., Ta, H. P., Géan, ]., Lecomte, S., and Cullin, C. (2011) I vivo
and in vitro analyses of toxic mutants of HET-s: FTIR antiparallel signa-
ture correlates with amyloid toxicity. /. Mol. Biol. 412, 137-152

Lee, Y. J., Savtchenko, R., Ostapchenko, V. G., Makarava, N., and
Baskakov, I. V. (2011) Molecular structure of amyloid fibrils controls the
relationship between fibrillar size and toxicity. PLoS ONE 6, 20244
Mossuto, M. F., Bolognesi, B., Guixer, B., Dhulesia, A., Agostini, F.,
Kumita, J. R., Tartaglia, G. G., Dumoulin, M., Dobson, C. M., and Salva-
tella, X. (2011) Disulfide bonds reduce the toxicity of the amyloid fibrils
formed by an extracellular protein. Angew. Chem. Int. Ed. Engl. 50,
7048 -7051

Mossuto, M. F., Dhulesia, A., Devlin, G., Frare, E., Kumita, J. R., de Laureto,
P. P., Dumoulin, M., Fontana, A., Dobson, C. M., and Salvatella, X. (2010)
The non-core regions of human lysozyme amyloid fibrils influence cyto-
toxicity. J. Mol. Biol. 402, 783-796

Nekooki-Machida, Y., Kurosawa, M., Nukina, N., Ito, K., Oda, T., and
Tanaka, M. (2009) Distinct conformations of in vitro and in vivo amyloids
of huntingtin-exonl show different cytotoxicity. Proc. Natl. Acad. Sci.
U.S.A. 106, 9679 —9684

Petkova, A. T., Leapman, R. D., Guo, Z., Yau, W. M., Mattson, M. P., and
Tycko, R. (2005) Self-propagating, molecular-level polymorphism in Alz-
heimer’s B-amyloid fibrils. Science 307, 262-265

Cremades, N., Cohen, S.1,, Deas, E., Abramov, A. Y., Chen, A. Y., Orte, A,
Sandal, M., Clarke, R. W., Dunne, P., Aprile, F. A., Bertoncini, C. W.,
Wood, N. W., Knowles, T. P., Dobson, C. M., and Klenerman, D. (2012)
Direct observation of the interconversion of normal and toxic forms of
a-synuclein. Cel/ 149, 1048 1059

Martins, I. C., Kuperstein, 1., Wilkinson, H., Maes, E., Vanbrabant, M.,
Jonckheere, W., Van Gelder, P., Hartmann, D., D’Hooge, R., De Strooper,
B., Schymkowitz, ]., and Rousseau, F. (2008) Lipids revert inert A3 amyloid
fibrils to neurotoxic protofibrils that affect learning in mice. EMBO J. 27,
224-233

Jiang, L., Liu, C., Leibly, D., Landau, M., Zhao, M., Hughes, M. P., and
Eisenberg, D. S. (2013) Structure-based discovery of fiber-binding com-
pounds that reduce the cytotoxicity of amyloid B. eLife 2, 00857

Xue, W. F., Hellewell, A. L., Gosal, W. S., Homans, S. W., Hewitt, E. W,
and Radford, S. E. (2009) Fibril fragmentation enhances amyloid cytotox-
icity. J. Biol. Chem. 284, 34272—34282

Sheynis, T., Friediger, A., Xue, W. F., Hellewell, A. L., Tipping, K. W,
Hewitt, E. W., Radford, S. E., and Jelinek, R. (2013) Aggregation modula-
tors interfere with membrane interactions of B,-microglobulin fibrils.
Biophys. J. 105, 745-755

Milanesi, L., Sheynis, T., Xue, W. F., Orlova, E. V., Hellewell, A. L., Jelinek,
R., Hewitt, E. W., Radford, S. E., and Saibil, H. R. (2012) Direct three-
dimensional visualization of membrane disruption by amyloid fibrils.
Proc. Natl. Acad. Sci. U.S.A. 109, 20455-20460

Berridge, M. V., Herst, P. M., and Tan, A. S. (2005) Tetrazolium dyes as
tools in cell biology: new insights into their cellular reduction. Biotechnol.
Annu. Rev. 11, 127-152

Heegaard, N. H. (2009) ,-microglobulin: from physiology to amyloidosis.
Amyloid 16, 151-173

Porter, M. Y., Routledge, K. E., Radford, S. E., and Hewitt, E. W. (2011)
Characterization of the response of primary cells relevant to dialysis-re-

VOLUME 289-NUMBER 52-DECEMBER 26, 2014

ST0T ‘61 A1en1q94 U0 SAAH'T A0 ALISYHAINN 18 /310°0qf masm//:dny woiy papeo[umoq


http://www.jbc.org/

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

45.

46.

47.

48.

49.

50.

51.

52.

53.

DECEMBER 26, 2014 +VOLUME 289+NUMBER 52

Fragmented Amyloid Fibrils Perturb the Endolysosomal Pathway

lated amyloidosis to B,-microglobulin monomer and fibrils. PLoS ONE 6,
€27353

Xue, W. F., Homans, S. W., and Radford, S. E. (2009) Amyloid fibril length
distribution quantified by atomic force microscopy single-particle image
analysis. Protein. Eng. Des. Sel. 22, 489 — 496

Casey, T. M., Meade, J. L., and Hewitt, E. W. (2007) Organelle proteomics:
identification of the exocytic machinery associated with the natural killer
cell secretory lysosome. Mol. Cell. Proteomics 6, 767—780

Beaufay, H., Amar-Costesec, A., Feytmans, E., Thinés-Sempoux, D.,
Wibo, M., Robbi, M., and Berthet, J. (1974) Analytical study of micro-
somes and isolated subcellular membranes from rat liver: I: biochemical
methods. /. Cell Biol. 61, 188 —200

Lorincz, M., Herzenberg, L. A., Diwu, Z., Barranger, J. A., and Kerr, W. G.
(1997) Detection and isolation of gene-corrected cells in Gaucher disease
via a fluorescence-activated cell sorter assay for lysosomal glucocerebro-
sidase activity. Blood 89, 34123420

Kurz, D.J., Decary, S., Hong, Y., and Erusalimsky, J. D. (2000) Senescence-
associated (B)-galactosidase reflects an increase in lysosomal mass during
replicative ageing of human endothelial cells. /. Cell Sci. 113, 3613-3622

Boot, R. G., Verhoek, M., Donker-Koopman, W., Strijland, A., van Marle,
J., Overkleeft, H. S., Wennekes, T., and Aerts, ]. M. (2007) Identification of
the non-lysosomal glucosylceramidase as B-glucosidase 2. J. Biol. Chem.
282, 1305-1312

Beattie, G. M., Levine, F., Mally, M. I, Otonkoski, T., O’Brien, J. S., Salo-
mon, D. R, and Hayek, A. (1994) Acid B-galactosidase: a developmentally
regulated marker of endocrine cell precursors in the human fetal pancreas.
J. Clin. Endocrinol. Metab. 78, 1232—1240

Jahn, T. R., Tennent, G. A., and Radford, S. E. (2008) A common 3-sheet
architecture underlies in vitro and in vivo B,-microglobulin amyloid fi-
brils. J. Biol. Chem. 283, 17279-17286

Mpyers, S. L., Jones, S., Jahn, T. R., Morten, L. ], Tennent, G. A., Hewitt,
E. W., and Radford, S. E. (2006) A systematic study of the effect of physi-
ological factors on f,-microglobulin amyloid formation at neutral pH.
Biochemistry 45, 2311-2321

Monti, M., Principe, S., Giorgetti, S., Mangione, P., Merlini, G., Clark, A.,
Bellotti, V., Amoresano, A., and Pucci, P. (2002) Topological investigation
of amyloid fibrils obtained from [,-microglobulin. Protein Sci. 11,
2362-2369

. Liu, Y., Peterson, D. A., Kimura, H., and Schubert, D. (1997) Mechanism of

cellular 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide
(MTT) reduction. /. Neurochem. 69, 581-593

Liu, Y., and Schubert, D. (1997) Cytotoxic amyloid peptides inhibit cellular
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT)
reduction by enhancing MTT formazan exocytosis. J. Neurochem. 69,
2285-2293

Liu, Y., Peterson, D. A., and Schubert, D. (1998) Amyloid B peptide alters
intracellular vesicle trafficking and cholesterol homeostasis. Proc. Natl.
Acad. Sci. U.S.A. 95,13266-13271

Isobe, I, Michikawa, M., and Yanagisawa, K. (1999) Enhancement of
MTT, a tetrazolium salt, exocytosis by amyloid B-protein and chloroquine
in cultured rat astrocytes. Neurosci. Lett. 266, 129 —132

Kepp, O., Galluzzi, L., Lipinski, M., Yuan, J., and Kroemer, G. (2011) Cell
death assays for drug discovery. Nat. Rev. Drug Discov. 10, 221-237
Morten, 1. ]., Gosal, W. S., Radford, S. E., and Hewitt, E. W. (2007) Inves-
tigation into the role of macrophages in the formation and degradation of
B,-microglobulin amyloid fibrils. J. Biol. Chem. 282, 29691-29700
Nesterov, E. E., Skoch, J., Hyman, B. T., Klunk, W. E., Bacskai, B. J., and
Swager, T. M. (2005) In vivo optical imaging of amyloid aggregates in
brain: design of fluorescent markers. Angew. Chem. Int. Ed. Engl. 44,
5452-5456

Macia, E., Ehrlich, M., Massol, R., Boucrot, E., Brunner, C., and Kirch-
hausen, T. (2006) Dynasore, a cell-permeable inhibitor of dynamin. Dev.
Cell 10, 839 -850

Goodchild, S. C., Sheynis, T., Thompson, R., Tipping, K. W., Xue, W. F.,
Ranson, N. A., Beales, P. A., Hewitt, E. W., and Radford, S. E. (2014)
B,-Microglobulin amyloid fibril-induced membrane disruption is en-
hanced by endosomal lipids and acidic pH. PLoS ONE 9, e104492
Kégedal, K., Zhao, M., Svensson, 1., and Brunk, U. T. (2001) Sphingosine-

SASBMB

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

induced apoptosis is dependent on lysosomal proteases. Biochem. J. 359,
335-343

Eskelinen, E. L., Tanaka, Y., and Saftig, P. (2003) At the acidic edge: emerg-
ing functions for lysosomal membrane proteins. Trends Cell Biol. 13,
137-145

Pols, M. S., and Klumperman, J. (2009) Trafficking and function of the
tetraspanin CD63. Exp. Cell Res. 315, 1584 —1592

Zhang, T., Maekawa, Y., Hanba, ], Dainichi, T., Nashed, B. F., Hisaeda, H.,
Sakai, T., Asao, T., Himeno, K., Good, R. A., and Katunuma, N. (2000)
Lysosomal cathepsin B plays an important role in antigen processing,
while cathepsin D is involved in degradation of the invariant chain in
ovalbumin-immunized mice. Immunology 100, 13—-20

Xue, W. F., Hellewell, A. L., Hewitt, E. W., and Radford, S. E. (2010) Fibril
fragmentation in amyloid assembly and cytotoxicity: when size matters.
Prion 4, 20-25

Colvin, V. L. (2003) The potential environmental impact of engineered
nanomaterials. Nat. Biotechnol. 21,1166 -1170

Zhang, C., Jackson, A. P., Zhang, Z. R, Han, Y., Yu, S., He, R. Q.,, and
Perrett, S. (2010) Amyloid-like aggregates of the yeast prion protein ure2
enter vertebrate cells by specific endocytotic pathways and induce apo-
ptosis. PLoS ONE 5, 12529

Chafekar, S. M., Baas, F., and Scheper, W. (2008) Oligomer-specific A3
toxicity in cell models is mediated by selective uptake. Biochim. Biophys.
Acta 1782, 523-531

Soura, V., Stewart-Parker, M., Williams, T. L., Ratnayaka, A., Atherton, J.,
Gorringe, K., Tuffin, J., Darwent, E., Rambaran, R., Klein, W., Lacor, P.,
Staras, K., Thorpe, J., and Serpell, L. C. (2012) Visualization of co-localiza-
tion in AB42-administered neuroblastoma cells reveals lysosome damage
and autophagosome accumulation related to cell death. Biochem. J. 441,
579-590

Zhao, W. Q., Santini, F., Breese, R,, Ross, D., Zhang, X. D., Stone, D. ],
Ferrer, M., Townsend, M., Wolfe, A. L., Seager, M. A., Kinney, G. G,,
Shughrue, P. J., and Ray, W. J. (2010) Inhibition of calcineurin-mediated
endocytosis and alpha-amino-3-hydroxy-5-methyl-4-isoxazolepropionic
acid (AMPA) receptors prevents amyloid B oligomer-induced synaptic
disruption. J. Biol. Chem. 285, 76197632

Friedrich, R. P., Tepper, K., Ronicke, R., Soom, M., Westermann, M., Rey-
mann, K., Kaether, C., and Fandrich, M. (2010) Mechanism of amyloid
plaque formation suggests an intracellular basis of AB pathogenicity. Proc.
Natl. Acad. Sci. U.S.A. 107, 1942-1947

Desplats, P., Lee, H. J., Bae, E. ], Patrick, C., Rockenstein, E., Crews, L.,
Spencer, B., Masliah, E., and Lee, S. J. (2009) Inclusion formation and
neuronal cell death through neuron-to-neuron transmission of a-sy-
nuclein. Proc. Natl. Acad. Sci. U.S.A. 106, 13010-13015

Miinch, C., O’Brien, J., and Bertolotti, A. (2011) Prion-like propagation of
mutant superoxide dismutase-1 misfolding in neuronal cells. Proc. Nati.
Acad. Sci. U.S.A. 108, 3548 —3553

Ren, P. H., Lauckner, J. E., Kachirskaia, I., Heuser, J. E., Melki, R., and
Kopito, R. R. (2009) Cytoplasmic penetration and persistent infection of
mammalian cells by polyglutamine aggregates. Nat. Cell Biol. 11,219 -225
Halle, A, Hornung, V., Petzold, G. C., Stewart, C. R., Monks, B. G., Rein-
heckel, T, Fitzgerald, K. A, Latz, E., Moore, K. ]., and Golenbock, D. T.
(2008) The NALP3 inflammasome is involved in the innate immune re-
sponse to amyloid-B. Nat. Immunol. 9, 857— 865

Julien, O., Kampmann, M., Bassik, M. C., Zorn, J. A., Venditto, V. J.,
Shimbo, K., Agard, N. ., Shimada, K., Rheingold, A. L., Stockwell, B.R.,
Weissman, J. S., and Wells, J. A. (2014) Unraveling the mechanism
of cell death induced by chemical fibrils. Nat. Chem. Biol.
10.1038/nchembio.1639

Kerokoski, P., Soininen, H., and Pirttild, T. (2001) B-Amyloid (1-42) af-
fects MTT reduction in astrocytes: implications for vesicular trafficking
and cell functionality. Neurochem. Int. 38, 127134

Kubo, T., Nishimura, S., and Oda, T. (2002) Amyloid B-peptide alters the
distribution of early endosomes and inhibits phosphorylation of Akt in the
presence of 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bro-
mide (MTT). Brain Res. Mol. Brain. Res. 106, 94—-100

Dell’Angelica, E. C., Shotelersuk, V., Aguilar, R. C., Gahl, W. A., and Boni-
facino, J. S. (1999) Altered trafficking of lysosomal proteins in Hermansky-

JOURNAL OF BIOLOGICAL CHEMISTRY 35793

ST0T ‘61 A1en1q94 U0 SAAH'T A0 ALISYHAINN 18 /310°0qf masm//:dny woiy papeo[umoq


http://www.jbc.org/

Fragmented Amyloid Fibrils Perturb the Endolysosomal Pathway

72.

73.

74.

75.

76.

Pudlak syndrome due to mutations in the 8 3A subunit of the AP-3 adap-
tor. Mol. Cell 3,11-21

MacLeod, D. A., Rhinn, H., Kuwahara, T., Zolin, A., Di Paolo, G., McCabe,
B.D., Marder, K. S, Honig, L. S., Clark, L. N., Small, S. A., and Abeliovich,
A. (2013) RAB7L1 interacts with LRRK2 to modify intraneuronal protein
sorting and Parkinson’s disease risk. Neuron 77, 425—439

Follett, ], Norwood, S. J., Hamilton, N. A., Mohan, M., Kovtun, O., Tay, S.,
Zhe, Y., Wood, S. A, Mellick, G. D,, Silburn, P. A, Collins, B. M., Bugarcic,
A., and Teasdale, R. D. (2014) The Vps35 D620N mutation linked to Par-
kinson’s disease disrupts the cargo sorting function of retromer. Traffic
15, 230 —244

Harold, D., Abraham, R., Hollingworth, P., Sims, R., Gerrish, A., Ham-
shere, M. L., Pahwa, J. S., Moskvina, V., Dowzell, K., Williams, A., Jones, N,
Thomas, C,, Stretton, A., Morgan, A. R., Lovestone, S., Powell, ], Proitsi,
P., Lupton, M. K,, Brayne, C., Rubinsztein, D. C., Gill, M., Lawlor, B.,
Lynch, A., Morgan, K., Brown, K. S., Passmore, P. A., Craig, D., McGuin-
ness, B, Todd, S., Holmes, C., Mann, D., Smith, A. D., Love, S., Kehoe,
P. G, Hardy, J., Mead, S., Fox, N., Rossor, M., Collinge, J., Maier, W.,
Jessen, F., Schiirmann, B., Heun, R., van den Bussche, H., Heuser, 1., Korn-
huber, J., Wiltfang, J., Dichgans, M., Frolich, L., Hampel, H., Hill, M.,
Rujescu, D., Goate, A. M., Kauwe, J. S., Cruchaga, C., Nowotny, P., Morris,
J. C., Mayo, K,, Sleegers, K., Bettens, K., Engelborghs, S., De Deyn, P. P,,
Van Broeckhoven, C., Livingston, G., Bass, N. J., Gurling, H., McQuillin,
A., Gwilliam, R., Deloukas, P., Al-Chalabi, A., Shaw, C. E., Tsolaki, M.,
Singleton, A. B., Guerreiro, R., Muhleisen, T. W., Nothen, M. M., Moebus,
S., Jockel, K. H., Klopp, N., Wichmann, H. E., Carrasquillo, M. M., Pank-
ratz, V. S., Younkin, S. G., Holmans, P. A., O’'Donovan, M., Owen, M. J.,
and Williams, J. (2009) Genome-wide association study identifies variants
at CLU and PICALM associated with Alzheimer’s disease. Nat. Genet. 41,
10881093

Treusch, S., Hamamichi, S., Goodman, J. L., Matlack, K. E., Chung, C. Y.,
Baru, V., Shulman, J. M., Parrado, A., Bevis, B. ], Valastyan, J. S., Han, H.,
Lindhagen-Persson, M., Reiman, E. M., Evans, D. A, Bennett, D. A., Olofs-
son, A., DeJager, P. L., Tanzi, R. E., Caldwell, K. A., Caldwell, G. A., and
Lindquist, S. (2011) Functional links between A toxicity, endocytic traf-
ficking, and Alzheimer’s disease risk factors in yeast. Science 334,
1241-1245

Kanatsu, K., Morohashi, Y., Suzuki, M., Kuroda, H., Watanabe, T., Tomita,
T., and Iwatsubo, T. (2014) Decreased CALM expression reduces A42 to
total A ratio through clathrin-mediated endocytosis of y-secretase. Nat.
Commun. 5, 3386

35794 JOURNAL OF BIOLOGICAL CHEMISTRY

77

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

. Villamil Giraldo, A. M., Appelqvist, H., Ederth, T, and Ollinger, K. (2014)
Lysosomotropic agents: impact on lysosomal membrane permeabilization
and cell death. Bioc. Soc. Trans. 42, 1460 1464

Sorkin, A., and Goh, L. K. (2009) Endocytosis and intracellular trafficking
of ErbBs. Exp. Cell Res. 315, 683—696

Appelqvist, H., Wister, P., Kigedal, K., and Ollinger, K. (2013) The lyso-
some: from waste bag to potential therapeutic target. J. Mol. Cell. Biol. 5,
214-226

Lee, S., Sato, Y., and Nixon, R. A. (2011) Lysosomal proteolysis inhibition
selectively disrupts axonal transport of degradative organelles and causes
an Alzheimer’s-like axonal dystrophy. J. Neurosci. 31, 7817-7830
Khurana, V., Elson-Schwab, L, Fulga, T. A., Sharp, K. A, Loewen, C. A.,
Mulkearns, E., Tyynel§, J., Scherzer, C. R., and Feany, M. B. (2010) Lyso-
somal dysfunction promotes cleavage and neurotoxicity of tau in vivo.
PLoS Genet. 6, 1001026

Torres, M., Jimenez, S., Sanchez-Varo, R., Navarro, V., Trujillo-Estrada,
L., Sanchez-Mejias, E., Carmona, L, Davila, J. C., Vizuete, M., Gutierrez,
A., and Vitorica, J. (2012) Defective lysosomal proteolysis and axonal
transport are early pathogenic events that worsen with age leading to
increased APP metabolism and synaptic A in transgenic APP/PS1 hip-
pocampus. Mol. Neurodegener. 7, 59

Mazzulli, J. R, Xu, Y. H,, Sun, Y., Knight, A. L., McLean, P. J., Caldwell,
G. A, Sidransky, E., Grabowski, G. A., and Krainc, D. (2011) Gaucher
disease glucocerebrosidase and a-synuclein form a bidirectional patho-
genic loop in synucleinopathies. Cel/ 146, 37—52

Garcia-Garcia, M., Argilés, Gouin-Charnet, A., Durfort, M., Garcia-
Valero, J., and Mourad, G. (1999) Impaired lysosomal processing of 3,-
microglobulin by infiltrating macrophages in dialysis amyloidosis. Kidney
Int. 55, 899 -906

Argilés, A., Garcia Garcia, M., and Mourad, G. (2002) Phagocytosis of
dialysis-related amyloid deposits by macrophages. Nephrol. Dial. Trans-
plant. 17,1136 -1138

Sims, N. A., and Gooi, J. H. (2008) Bone remodeling: multiple cellular
interactions required for coupling of bone formation and resorption. Se-
min. Cell Dev. Biol. 19, 444.—451

Dehay, B., Martinez-Vicente, M., Caldwell, G. A., Caldwell, K. A., Yue, Z.,
Cookson, M. R,, Klein, C., Vila, M., and Bezard, E. (2013) Lysosomal im-
pairment in Parkinson’s disease. Mov. Disord. 28, 725-732

Nixon, R. A, and Cataldo, A. M. (2006) Lysosomal system pathways: genes
to neurodegeneration in Alzheimer’s disease. J. Alzheimers Dis. 9,
277-289

SASBMB

VOLUME 289-NUMBER 52-DECEMBER 26, 2014

ST0T ‘61 A1en1q94 U0 SAAH'T A0 ALISYHAINN 18 /310°0qf masm//:dny woiy papeo[umoq


http://www.jbc.org/

[
The Journal of
Biological Chemistry

AFFINITY SITES

Molecular Bases of Disease: T ————
35-Microglobulin Amyloid Fibrils Are OF DISEASE
Nzanoparticles That Disrupt Lysosomal

Membrane Protein Trafficking and Inhibit CELL BIOLOGY
Protein Degradation by Lysosomes

Toral Jakhria, Andrew L. Hellewell,
Morwenna Y. Porter, Matthew P. Jackson,
Kevin W. Tipping, Wei-Feng Xue, Sheena E.

Radford and Eric W. Hewitt
J. Biol. Chem. 2014, 289:35781-35794.
doi: 10.1074/jbc.M114.586222 originally published online November 5, 2014

Access the most updated version of this article at doi: 10.1074/jbc.M114.586222

Find articles, minireviews, Reflections and Classics on similar topics on the JBC Affinity Sites.

Alerts:
» When this article is cited
* When a correction for this article is posted

Click here to choose from all of JBC's e-mail alerts

This article cites 88 references, 28 of which can be accessed free at
http://www.jbc.org/content/289/52/35781 .full.html#ref-list-1

S10T ‘61 Areniqag uo SAHAT A0 ALISYAAINN & /3100q[ mmam//:dny woxy papeojumo


http://affinity.jbc.org/
http://moldisease.jbc.org
http://cell.jbc.org
http://www.jbc.org/lookup/doi/10.1074/jbc.M114.586222
http://affinity.jbc.org
http://www.jbc.org/cgi/alerts?alertType=citedby&addAlert=cited_by&cited_by_criteria_resid=jbc;289/52/35781&saveAlert=no&return-type=article&return_url=http://www.jbc.org/content/289/52/35781
http://www.jbc.org/cgi/alerts?alertType=correction&addAlert=correction&correction_criteria_value=289/52/35781&saveAlert=no&return-type=article&return_url=http://www.jbc.org/content/289/52/35781
http://www.jbc.org/cgi/alerts/etoc
http://www.jbc.org/content/289/52/35781.full.html#ref-list-1
http://www.jbc.org/

