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Synaptic proteasome is inhibited in Alzheimer’s
disease models and associates with memory
impairment in mice
Felipe C. Ribeiro1, Danielle Cozachenco1, Luana Heimfarth1, Juliana T. S. Fortuna 2, Guilherme B. de Freitas1,3,

Jorge M. de Sousa4, Soniza V. Alves-Leon5,6, Renata E. P. Leite7, Claudia K. Suemoto7, Lea T. Grinberg 7,8,

Fernanda G. De Felice1,3,9, Mychael V. Lourenco 1 & Sergio T. Ferreira 1,10✉

The proteasome plays key roles in synaptic plasticity and memory by regulating protein

turnover, quality control, and elimination of oxidized/misfolded proteins. Here, we investigate

proteasome function and localization at synapses in Alzheimer’s disease (AD) post-mortem

brain tissue and in experimental models. We found a marked increase in ubiquitinylated

proteins in post-mortem AD hippocampi compared to controls. Using several experimental

models, we show that amyloid-β oligomers (AβOs) inhibit synaptic proteasome activity and

trigger a reduction in synaptic proteasome content. We further show proteasome inhibition

specifically in hippocampal synaptic fractions derived from APPswePS1ΔE9 mice. Reduced

synaptic proteasome activity instigated by AβOs is corrected by treatment with rolipram, a

phosphodiesterase-4 inhibitor, in mice. Results further show that dynein inhibition blocks

AβO-induced reduction in dendritic proteasome content in hippocampal neurons. Finally,

proteasome inhibition induces AD-like pathological features, including reactive oxygen spe-

cies and dendritic spine loss in hippocampal neurons, inhibition of hippocampal mRNA

translation, and memory impairment in mice. Results suggest that proteasome inhibition may

contribute to synaptic and memory deficits in AD.
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The ubiquitin-proteasome system (UPS) is the main cellular
machinery for protein degradation. Proteins targeted for
proteasomal degradation are tagged by lysine 48 (K48)-

polyubiquitination for recognition by the 26S proteasome1. The
26S proteasome is comprised of a core 20S catalytic particle and
one or two 19S regulatory particles1. The 20S particle exhibits
proteolytic activity and is well known for its role in the degra-
dation of damaged, misfolded, and intrinsically disordered pro-
teins, while association with 19S particles confers specificity for
protein degradation2.

Protein degradation by the proteasome mediates synaptic
plasticity and memory processes. Inhibiting brain proteasome
activity impairs synaptogenesis3, the maintenance of long-term
potentiation4, and both the formation and extinction of memories
in mice5–7. Evidence indicates that neuronal activity promotes
calcium-calmodulin-dependent kinase IIα (CaMKIIα)-mediated
recruitment and activity of proteasomes at synapses, and that this
is necessary for long-lasting changes in synapse structure and
strength8–10.

Alzheimer’s disease (AD) is characterized by synapse dys-
function and memory deficits11,12. Early studies reported that
proteasome activity was inhibited in AD brains13,14 and by the
amyloid-β peptide (Aβ) in cell-free assays15,16, and by intra-
neuronal accumulation of Aβ in cellular models17. Altered pro-
teasome localization and accumulation of polyubiquitinylated
substrates has been associated with synaptic presence of tau oli-
gomers in AD brains18. Given the role of proteasomes in synaptic
plasticity, impaired proteasome localization and activity might
impact synapse function and contribute to memory impairment
in AD19. Here, we investigated proteasome activity and synaptic
localization in postmortem AD brain and in several AD models,
including human ex vivo cortical tissue, primary neuronal cul-
tures and mouse models, and determined the impact of protea-
some inhibition on memory in mice.

Results
Proteasome inhibition in postmortem AD hippocampi and in
ex vivo human cortical tissue. We initially examined whether
postmortem brain tissue from AD and age-matched non-cogni-
tively impaired subjects would differ in terms of poly-
ubiquitinylated protein content as a proxy of proteasome activity.
We found a marked increase in ubiquitinylated proteins in AD
hippocampi compared to controls (Fig. 1a and Supplementary
Data 1). No changes were observed in total immunoreactivities of
α1 and Rpt6, protein markers of 20S and 19S proteasome sub-
units, respectively (Fig. 1b, c). The accumulation of ubiquitiny-
lated proteins in the absence of altered 20S or 19S proteasome
subunits suggests that proteosome activity is impaired in the AD
hippocampus.

Considerable evidence indicates that Aβ oligomers (AβOs)
accumulate in AD brains, trigger synapse damage and cognitive
defects in mice, and correlate with cognitive impairment in
humans (reviewed in refs. 11,20). To investigate the impact of
AβOs on proteasome activity in human brain tissue, we exposed
human adult cortical slices in culture to exogenously added AβOs
(0.5 µM) for 24 h. Chymotrypsin- and caspase-like activities of
the proteasome were reduced in AβO-exposed cortical slices,
compared to slices exposed to vehicle (Fig. 1d–f). Consistent with
our observations in postmortem AD brain, total immunoreactiv-
ities of 20S α1 and 19S Rpt6 proteins were unchanged in human
cortical slices exposed to AβOs (Fig. 1g, h).

AβOs trigger proteasome inhibition and mislocalization in
primary hippocampal neurons. To determine the impact of
AβOs on neuronal proteasome activity, we exposed primary rat

hippocampal cultures to AβOs (0.5 µM) for 24 h. Exposure to
AβOs inhibited chymotrypsin-, trypsin- and caspase-like activ-
ities of the proteasome (Fig. 2a–c and Supplementary Fig. 1a–c).
Similar to our findings with human brain tissue, contents of 20S
α1 and 19S Rpt6 proteasomal proteins were unchanged in cell
homogenates from cultures exposed to AβOs (Fig. 2d, e).

Because the subcellular localization of proteasomes at synapses
has been implicated in synaptic plasticity and neuronal
function21,22, we next investigated whether AβOs would induce
changes in synaptic localization of proteasomes. Immunofluor-
escence labeling in cultured hippocampal neurons showed that
exposure to AβOs significantly reduced dendritic levels of α1 and
Rpt6, while the immunoreactivities of both proteins in the cell
body were unchanged (Fig. 2f–j). These results suggest that AβOs
promote proteasome mislocalization in hippocampal neurons,
with reduced localization of proteasomes to synaptic sites.

To investigate the mechanism underlying AβO-induced
reduction in synaptic proteasome content, we exposed cultures
to AβOs in the presence or absence of erythro-9-[3-(2-
hydroxynonyl)]adenine (EHNA), a selective dynein inhibitor23.
While EHNA alone did not cause changes in proteasome
localization, it prevented the reduction in dendritic proteasome
content and accumulation of 20S proteasomes in the cell body
instigated by AβOs (Fig. 3a–c). Result thus suggest that dynein-
dependent mechanisms are implicated in transport of protea-
somes from dendritic compartments in the presence of AβOs.

AβOs inhibit synaptic proteasomes in vivo. We next sought to
determine the impact of AβOs on proteasome activity and
synaptic content in vivo. We performed intracerebroventricular
(i.c.v.) infusions of AβOs (10 pmol) in mice and determined
proteasome activity and subunit content in hippocampal synap-
tosomes isolated 7 days after AβO infusion. We found significant
reductions in chymotrypsin-, trypsin- and caspase-like protea-
some activities in the synaptosome fraction, but not in the
cytosol, from the hippocampi of AβO-infused mice (Fig. 4a–c and
Supplementary Fig. 1d–f). Furthermore, AβOs instigated reduc-
tions in 20S α1 and 19S Rpt6 proteins specifically in hippocampal
synaptosomes, but not in the cytosolic fraction (Fig. 4d–g). These
results indicate that AβOs induce hippocampal synaptic protea-
some inhibition and mislocalization in vivo.

A previous study reported that mutant tau (P301L) accumula-
tion inhibited proteasomes in mice, and that stimulating cAMP/
PKA signaling restored brain proteasome activity and
memory24,25. We thus reasoned that stimulation of cAMP/PKA
signaling with rolipram, a phosphodiesterase 4 (PDE4) inhibitor
that causes cAMP accumulation25, might correct proteasome
inhibition by AβOs. To assess this potential mechanism, we
treated mice with rolipram (0.1 mg/kg s.c.) for 10 days, and
infused AβOs or vehicle (10 pmol via i.c.v.) on the 3rd day after
beginning rolipram treatment. We then isolated synaptosomal
fractions from the mouse hippocampus and measured proteaso-
mal chymotrypsin activity. We found that rolipram prevented
AβO-induced reductions in proteasome activity in hippocampal
synaptic fractions (Fig. 4h), suggesting that elevations in cAMP
counteract proteasomal inhibition by AβOs.

AβOs are known to bind to synapses and trigger aberrant
signaling in neurons26–28. Consistent with synaptic targeting by
AβOs, exposure of isolated hippocampal synaptosomes to AβOs
induced the inhibition of chymotrypsin-, trypsin- and caspase-
like proteasome activities (Fig. 4i–k and Supplementary Fig. 1g–i).
Control experiments revealed that preparations made from
scrambled Aβ, which contains the same amino acid composition
as Aβ but with a scrambled primary sequence, did not inhibit
proteasome activity in synaptosomes (Supplementary Fig. 2).
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Fig. 1 Ubiquitinylated proteins accumulate in AD brains, and proteasome activity is impaired in human cortical slices exposed to AβOs in culture.
Immunoreactivities of polyubiquitin (n= 10 control, 11 AD) (a), 20S subunit α1 (n= 9 control, 11 AD) (b) and 19S subunit Rpt6 (n= 5 control, 9 AD) (c)
were quantified in AD hippocampi compared to controls; two-tailed unpaired Student’s t test. d–f Chymotrypsin-, trypsin- and caspase-like proteasome
activities in human adult cortical slices in culture exposed to vehicle or 0.5 µM AβOs for 24 h (n= 5 independent donors; two-tailed unpaired Student’s t
test). g, h Proteasome 20S subunit α1 and 19S subunit Rpt6 immunoreactivities in human cortical slices in culture. GAPDH was used as loading control
(n= 4 independent donors; two-tailed unpaired Student’s t test). Data are presented as mean ± SEM.
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Similarly, treatment of synaptosomes with albumin, used as a
non-AD-related protein negative control, had no effect on
synaptosomal proteasome activity (Supplementary Fig. 2). These
results suggest that synapse proteasome inhibition is specifically
caused by AβOs and not likely a result of generic proteotoxicity.

The inhibition of proteasomes at synapses could be a result of
AβO internalization and their direct association with protea-
somes. To determine whether AβOs were internalized by
synaptosomes, we exposed mouse synaptosomes to biotinylated
AβOs for 20 min and subsequently incubated the synaptosomes

Fig. 2 AβOs induce proteasome inhibition in hippocampal cultures. a–c Chymotrypsin- (n= 5), trypsin- (n= 5) and caspase-like (n= 4) proteasome
activities in primary hippocampal cultures exposed to vehicle or 0.5 µM AβOs for 24 h (n= 4–5 independent cultures; two-tailed unpaired Student’s t test).
d, e Proteasome 20S subunit α1 (n= 7) and 19S subunit Rpt6 (n= 6) in hippocampal cultures exposed to vehicle or 0.5 µM AβOs (n= 6–7 independent
cultures; two-tailed unpaired Student’s t test). f–j Primary hippocampal cultures were exposed to vehicle or 0.5 µMAβOs for 24 h and were then labeled for
proteasome 20S subunit α1 or 19S subunit Rpt6 (f). Quantification of dendritic (g, i) or cell body (h, j) immunoreactivities (n= 3 for cell body and 5 for
dendrites in 20S subunit α1 and 3 for cell body and 5 for dendrites in Rpt6; symbols represent means from 30 images per experimental condition per
culture; two-tailed unpaired Student’s t test). Data are presented as mean ± SEM. Scale bar: 20 µm.
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in physiological or hypotonic buffer to lyse membranes.
Consistent with previous findings by us and others indicating
membrane localization of AβOs27–29, we detected AβOs in intact
synaptosomes, but not in soluble fractions from lysed synapto-
somes (Supplementary Fig. 3). Collectively, these results demon-
strate that synaptic targeting of AβOs causes proteasome
inhibition.

Proteasome inhibition in APP/PS1 hippocampal synapto-
somes. Next, we assessed proteasome activity in synaptosomes
isolated from the hippocampi of 12-month-old APPswe/PS1dE9
mice (henceforth denoted APP/PS1 mice), a transgenic mouse
model of AD that exhibits age-dependent brain accumulation of
Aβ and memory deficits30. We found reduced trypsin- and
caspase-like proteasome activities in synaptosomes from APP/
PS1 mice compared to synaptosomes from the hippocampi of
wild-type littermates (Fig. 5a–c and Supplementary Fig. 1j–l).
Consistent with findings described above, no changes in protea-
some activity were observed in the hippocampal cytosolic frac-
tion. We further observed a trend of decrease in contents of 20S

α1 and 19S Rpt6 proteins in APP/PS1 hippocampal synapto-
somes, but not in the cytosolic fraction (Fig. 5d, e).

Proteasome inhibition triggers neuronal oxidative stress, loss
of dendritic spines, and impairs hippocampal protein synth-
esis. To determine whether proteasome inhibition could trigger
pathological mechanisms that are characteristic of AD and
deleterious to neuronal function and memory, we exposed pri-
mary hippocampal cultures in parallel to lactacystin, a pharma-
cological inhibitor of the proteasome, or to AβOs for 24 h. In line
with previous reports29,31,32, exposure to AβOs triggered neuro-
nal oxidative stress, as indicated by increased dichlorofluorescein
(DCF) fluorescence, a readout of reactive oxygen species (ROS)
accumulation (Fig. 6a, b). Proteasome inhibition by lactacystin
elicited similar neuronal oxidative stress (Fig. 6a, b). Significantly,
we further observed that treatment of hippocampal neurons with
lactacystin resulted in dendritic spine loss, similar to neurons
exposed to AβOs (Fig. 6c, d).

Accumulating evidence indicates that defective brain protein
synthesis is implicated in memory impairments in AD33–35. This

Fig. 3 Dynein inhibition prevents AβO-induced synaptic proteasome mislocalization in hippocampal cultures. a–c Primary hippocampal cultures were
exposed to vehicle or 0.5 µM AβOs for 24 h in the presence or absence of erythro-9-[3-(2-hydroxynonyl)]adenine (EHNA; 100 µM), and were then
immunolabeled for proteasome 20S subunit α1 (a). Quantification of dendritic (b) or cell body (c) immunoreactivities (n= 4 independent cultures; two-
tailed two-way ANOVA with Holm-Sidak post hoc test). Data are presented as mean ± SEM. Scale bar: 20 µm.
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prompted us to investigate whether proteasome inhibition could
impact brain protein synthesis. We assessed de novo protein synthesis
using surface sensing of translation (SUnSET), a non-radioactive
metabolic labeling method based on puromycin incorporation36, in
hippocampal slices obtained 7 days after mice received a single i.c.v.
infusion of lactacystin, AβOs or vehicle. Comparable reductions in

protein synthesis were verified in hippocampal slices from mice
treated with AβOs or lactacystin (Fig. 6e).

Proteasome inhibition impairs object recognition and location
memory in mice. Finally, to determine whether proteasome
inhibition could result in memory impairments in mice, we

Fig. 4 AβOs inhibit synaptic proteasome activity in the mouse hippocampus. Three-month-old Swiss mice received intracerebroventricular (i.c.v.)
infusions of 10 pmol AβOs (or vehicle). a–c Hippocampi were harvested 7 days after infusion, and tissue was fractionated for synaptosome preparation
(see “Methods”). Proteasomal chymotrypsin-, (n= 4 per group) trypsin- (n= 5 per group), and caspase-like activities (n= 5 per group) were measured in
synaptosomal preparations from independent mice; two-tailed unpaired Student’s t test). Proteasome 20S subunit α1 (d, e) (n= 5 veh and 4 AβOs in
synaptosomal fraction and n= 5 vehicle and 4 AβOs in cytosol fraction) and 19S subunit Rpt6 (f, g) (n= 6 vehicle and 5 AβOs in synaptosomal fraction, 5
in cytosol vehicle and 5 in cytosol AβOs fractions) were determined by Western blotting in synaptosome or cytosolic fractions. h Proteasomal
chymotrypsin-like activity was measured in synaptosomal preparations from veh-, AβO- and/or rolipram-treated mice (n= 5 mice in vehicle, AβOs and
rolipram+AβOs; 4 mice in rolipram; two-way ANOVA with Holm-Sidak post hoc test). i–k Hippocampi from naive mice were harvested and
synaptosomes were isolated. Synaptosome preparations were then exposed to AβOs (or vehicle) for 1 h at 37 °C, and proteasomal chymotrypsin-, trypsin-,
and caspase-like activities were measured (n= 9 synaptosomal preparations from independent mice in chymotrypsin and trypsin, 8 synaptosomal
preparations from independent mice for caspase; two-tailed unpaired Student’s t test). Data are presented as mean ± SEM.

ARTICLE COMMUNICATIONS BIOLOGY | https://doi.org/10.1038/s42003-023-05511-9

6 COMMUNICATIONS BIOLOGY |          (2023) 6:1127 | https://doi.org/10.1038/s42003-023-05511-9 | www.nature.com/commsbio

www.nature.com/commsbio


assessed memory performance 7 days after mice received i.c.v.
infusions of lactacystin or AβOs. I.c.v. infusion of lactacystin
impaired both object recognition and object location memories,
as indicated by reduced exploration times in the novel object
recognition (NOR) and novel object location (NOL) tests (Fig. 6f,
g), similar to memory impairments caused by AβOs (Fig. 6f, g).
Taken together, these results demonstrate that proteasome inhi-
bition recapitulates molecular and cognitive changes that
develop in AD.

Discussion
Defective brain proteostasis has been implicated as a core feature
in the pathogenesis of neurodegenerative disorders, including
AD37,38. Brains of AD patients and mouse models of AD exhibit
altered control of protein synthesis33,34 and turnover39,40. A
growing body of evidence indicates that defects in proteostasis are
causally linked to cognitive failure in AD33–35,41,42, and that

restoring protein homeostasis may be therapeutically
relevant33,43,44.

While previous studies reported that disease-associated protein
oligomers, including AβOs, inhibit isolated 20S proteasomes
in vitro45 and that overexpression of mutant APP impairs brain
proteasomal function in fly and mice43, whether AβOs selectively
cause synaptic proteasome inhibition in AD remained to be
further clarified. Building on early evidence that proteasome
activity is inhibited in AD brains13,14 and on our finding of sig-
nificantly increased levels of ubiquitinylated proteins in post-
mortem AD brains, we show in several experimental models that
AβOs selectively impair proteasome activity and reduce its loca-
lization at synapses, providing a mechanistic basis for AD-
associated proteasome inhibition.

Several studies, including some by our group, have demon-
strated that AβOs target synaptic sites in neurons27–29.
Mechanistically, AβOs appear to initially bind to more diffuse

Fig. 5 Reduced synaptic proteasome activity in the APP/PS1 hippocampus. Hippocampi from 12-month-old APP/PS1 mice or WT littermates were
harvested for isolation of synaptosomes. a–c Proteasomal chymotrypsin-, trypsin-, and caspase-like activities were measured (chymotrypsin: n= 14 WT
and 12 APP/PS1 for synaptosome, n= 17 WT and 12 APP/PS1 for cytosol; trypsin: 19 WT synaptosome, 17 APP/PS1 synaptosome, 21 WT cytosol, 17 APP/
PS1 cytosol; caspase-like: 15 WT synaptosome, 12 APP/PS1 synaptosome, 17 WT cytosol, 13 APP/PS1 cytosol); two-tailed unpaired Student’s t test).
d, e Proteasome 20S subunit α1 and 19S subunit Rpt6 were determined by Western blotting in synaptosome (d) (n= 7 WT and 6 APP/PS1; two-tailed
unpaired Student’s t test) or cytosolic fractions (e) (n= 6 for all; two-tailed unpaired Student’s t test). Data are presented as mean ± SEM.
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sites in neuronal membranes but rapidly cluster onto synapses28

to impair signaling pathways46 and trigger synapse damage11.
Furthermore, the synaptic presence of AβOs associates with
cognitive impairment in the human brain47. Therefore, we
hypothesized that aberrant signaling pathways mediating AβO-
induced proteasome dysfunction could initiate at synapses. This
was supported by our results showing that exposure of isolated
synaptosome preparations to AβOs, but not to ScrAβ or albumin,
is sufficient to trigger synaptic proteasome inhibition. We further
note that, while a previous study demonstrated that AβOs can

directly bind and inhibit the proteasome gate45, AβOs were not
detected in the internal compartment of synaptosomes in our
experimental conditions, suggesting that a direct interaction with
Aβ is not the cause of synaptic proteasome inhibition in
our study.

Evidence indicates that brain cAMP signaling is reduced by
Aβ48, and that the cAMP/PKA pathway stimulates brain pro-
teasome activity25,49. Mechanistically, elevating cAMP causes
PKA-mediated phosphorylation of the 26S proteasome non-
ATPase regulatory subunit 11 (Rpn6) to facilitate protein

Fig. 6 Proteasome inhibition triggers AD-like features in neurons. a, b Primary hippocampal cultures were exposed to vehicle, 0.5 µM AβOs or 0.5 µM
lactacystin for 3 h and ROS were detected by DCF fluorescence (n= 4 independent cultures). Representative images in (a) show DCF fluorescence merged
with brightfield images of cultures. Scale bar= 100 μm. c, d Primary hippocampal cultures were exposed to vehicle, 0.5 µM AβOs, or 0.5 µM lactacystin,
and cells were double-labeled with neuronal marker MAP-2 (green) and F-actin probe phalloidin (red) for visualization of dendritic spines (n= 3
independent cultures). Images below the main panels are digital zoom images of selected dendrite segments. e 3-month-old C57/BL6 mice received
intracerebroventricular infusions of vehicle, AβOs (10 pmol) or lactacystin (100 pmol). Hippocampi were harvested after 7 days, sliced, allowed to recover
and incubated with puromycin for 45min as described in “Methods”. SUnSET was performed by anti-puromycin immunolabeling (n= 8 mice for vehicle, 9
for AβOs; 5 mice for lactacystin). f, g 3-month-old mice received i.c.v. infusions of vehicle, AβOs (10 pmol) or lactacystin (100 pmol). Seven days after
infusion, mice were tested in the novel object recognition (e) and novel object location (f) memory paradigms (n= 12 mice for vehicle, 13 mice for
lactacystin, and 14 mice for AβOs). Symbols represent percentages of time of exploration of the novel object (or object at novel location) for individual
mice. The dotted line at 50% corresponds to chance level. Unpaired two-tailed one-way ANOVA with Holm-Sidak post hoc test. Data are presented as
mean ± SEM.
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degradation49. Increased Rpn6 phosphorylation presumably
triggers structural changes that promote 20S gate opening for
substrate degradation50,51. Our current results showing that
rolipram blocks the inhibition of synaptic proteasome activity by
AβOs support the notion that impaired cAMP signaling might
contribute to AβO-induced changes in proteasome function and
regulation. While additional studies are required to further elu-
cidate the mechanisms underlying proteasome inhibition in AD,
our data support a model in which AβOs instigate aberrant sig-
naling pathways culminating in proteasome inhibition rather
than a direct interaction of AβOs with proteasomes.

Our finding of AβO-induced proteasome mislocalization sug-
gested that intracellular trafficking of proteasomes to/from
synapses may be impaired in AD. This was further supported by
results showing that dynein inhibition prevented synaptic pro-
teasome mislocalization in hippocampal cultures. Dynein motors
have been described as essential for efficient axonal and dendritic
cargo transport52, and previous studies by our group and others
have demonstrated that AβOs impair molecular motor function
and disrupt microtubule-dependent organelle transport in
neurons29,53–55. Therefore, it seems plausible that AβO-
dependent changes in cargo transport may contribute to pro-
teasome mislocalization in hippocampal neurons.

Collectively, our findings indicate that a combination of
reduced local proteasome activity and proteasome mislocalization
from synapses to non-synaptic compartments may converge to
cause neuronal dysfunction in AD. Considering that activity-
dependent recruitment of proteasomes is essential for synaptic
structural plasticity, impaired proteasome activity at synapses
likely contributes to impaired synapse function and may render
neurons vulnerable to toxic insults.

In addition to their role in the degradation of misfolded or
damaged proteins, novel assemblies and functions have been
proposed for proteasomes in neurons. A plasma membrane-
associated 20S particle, termed neuroproteasome, was shown to
mediate the export of neuroactive peptides at synapses56 and to
regulate neural circuitry and behavior57. Further, recent results
indicate that 19S particles regulate synaptic function by mod-
ulating the synaptic availability of AMPA glutamate receptors
independently of proteasome catalytic activity58. Therefore, the
reduction in proteasome content at synapses induced by AβOs
may be detrimental by alternative mechanisms in addition to its
classical function in protein degradation.

Our results indicate that pharmacological inhibition of pro-
teasome activity by lactacystin is sufficient to trigger molecular,
cellular, and cognitive alterations that are hallmark features of
AD, including neuronal oxidative stress, impaired mRNA trans-
lation, loss of dendritic spines, and memory defects. This suggests
that altered proteasome function can be an underlying factor in
AD pathogenesis. In agreement with this notion, previous reports
have demonstrated that proteasome inhibition causes behavioral
alterations59 and that increasing proteasome activity rescues some
disease phenotypes in AD models24,25,43.

AD is a progressive disorder characterized by brain accumu-
lation of aggregated forms of Aβ, including AβOs. In sporadic
AD, it is thought that the buildup of Aβ results largely from
impaired clearance from the brain60. Hence, impaired protea-
some localization/function and Aβ accumulation may converge to
compromise neuronal function and memory in AD. Significantly,
we detected a selective inhibition of synaptic proteasomes in the
hippocampi of 12-month-old APP/PS1 mice, which develop age-
associated Aβ accumulation and memory impairment30. These
findings support the notion that synaptic proteasome dysfunction
develops upon chronic amyloid pathology.

In summary, current results link synaptic proteasome inhibi-
tion and mislocalization to the pathogenesis of AD, and indicate

that the synaptic proteasome pool is vulnerable to inhibition in
AD. Our findings further reveal that brain proteasome inhibition
is associated with AD neuropathological hallmarks and memory
impairment, suggesting that development of pharmacological
approaches to preserve or enhance brain proteasome function
may delay the onset or be therapeutically relevant in AD.

Materials and methods
Postmortem human brain tissue. Hippocampal samples from
AD or non-cognitively impaired individuals (controls) were
obtained from the Brain Bank of the Brazilian Aging Brain Study
Group, School of Medicine of the University of Sao Paulo (IRB
protocol 49903421.4.0000.5257). Brain samples were obtained
following written consent, and collection was approved by the
Ethics Committee of the University of Sao Paulo. Diagnosis of
AD was confirmed by histopathological detection of neurofi-
brillary tangles and amyloid plaques, and by clinical dementia
rating (CDR) scores derived from interviews with a proximal
family member or the donor caregiver61,62. The control group
consisted of cases with CDR= 0, and the AD group included
cases with CDR ranging from 1 to 3.

Human cortical slices. Human cortical tissue was obtained from
the temporal lobe of adult patients with drug-refractory epilepsy
who were subjected to surgery for removal of the hippocampal
epileptic focus, as previously described63,64. Experiments invol-
ving human cortical tissue were approved by the Committee for
Research Ethics of the Clementino Fraga Filho University Hos-
pital of the Federal University of Rio de Janeiro (protocol
0069.0.197.000-05). Donors gave written informed consent for
the use of brain tissue that would otherwise have been discarded.
Cortical tissue was obtained and sectioned at 400 µm using a
McIlwain chopper. Slices were plated in 6 well-plates with Neu-
robasal A medium containing 2% B27 (Gibco), 500 µM gluta-
mine, 5 ng/ml FGF2, 2 µM DHEA, 1 ng/ml BDNF and 50 µg/ml
gentamycin (Gibco), as described63,65. The slices were kept in
culture for 7 days at 37 °C at 5% CO2, were exposed to 0.5 µM
AβOs or vehicle for 24 h and were then processed for biochemical
analysis.

Animals. Male Swiss mice were obtained from the animal facility
at the Federal University of Rio de Janeiro and were housed in
groups of 3–5 mice per cage, with food and water ad libitum, in
temperature and humidity-controlled rooms, on a 12 h light/dark
cycle. Male and female APPswe/PS1dE9 mice or wild-type (WT)
littermates on a C57BL/6J background were obtained from the
Jackson Laboratories and were bred at our facility. All procedures
were approved by the Committee for Use of Animals in Research
of the Center for Health Sciences at the Federal University of Rio
de Janeiro (IACUC protocol 137/15).

Synaptosome preparation. Hippocampal tissue was dissociated
for synaptosome purification using the Synaptic Protein Extrac-
tion Reagent (Syn-PER; Thermo Fisher; #87793), as recom-
mended by the manufacturer. Briefly, samples were homogenized
in Syn-PER reagent, centrifuged at 1200 × g for 10 min at 4 °C
and the supernatant was collected for another centrifugation at
15,000 × g for 20 min at 4 °C. The pellet (synaptic fraction) was
resuspended in Syn-PER reagent and used for the experiments.
Experiments also included the cytosolic (non-synaptic) fraction
for comparison with the synaptic fraction. In some experiments,
AβOs or a preparation made from scrambled Aβ following the
exact same procedure as utilized to make AβOs were added at
1 μM directly to isolated synaptosome preparations for 1 h. For
AβO detection in synaptosomes, synaptosomal preparations were
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treated with vehicle or biotinylated AβOs (Echelon Biosciences,
1 μM) for 20 min at 37 °C. The preparations were either homo-
genized with RIPA buffer or with a hypotonic buffer (10 mM
Tris-HCl, pH 7.5) for 30 min on ice. The hypotonic buffer
homogenate was then centrifuged at 15,000 × g for 10 min at 4 °C.
The supernatant was collected for Western blotting, and both
homogenates were probed for fluorophore-conjugated streptavi-
din (1:5000, LiCor) and developed on Odyssey (LiCor).

Western blotting. Tissue was dissociated by sonication in RIPA
buffer (Thermo Fisher; #89900) containing protease and phos-
phatase inhibitors (Thermo Fisher), centrifuged for 10 min at
10,000 × g at 4 °C, and the supernatant was collected for further
analysis. Protein concentration was determined using the BCA
Kit (Thermo Fisher; #23222) and samples were prepared to a final
concentration of 2 μg/μl. After boiling samples for 10 min, 20 μg
total protein were loaded per lane and resolved in 4–20% acry-
lamide gradient Tris-glycine gels (Biorad; #4561096). Proteins
were then electrotransferred to a nitrocellulose membrane at
300 mA for 60 min at 4 °C. Primary antibodies used were: ubi-
quitin (1:1000; Cell Signaling; #3933S), GAPDH (1:20,000;
Abcam, #ab9484), 20S subunit α1 (1:500; Abcam; #ab3325), 19S
subunit Rpt6 (1:500; Enzo Life Sciences; #BML-PW9265), β-
tubulin (1:20,000; Abcam; #ab15568), β-actin (1:20,000; Abcam;
#ab6276), puromycin (clone 12D10, 1:1000; EMD Millipore).
Immunoblots were developed using IR dye-conjugated fluor-
escent secondary antibodies (1:5000, LiCor). Quantification was
performed using Fiji/ImageJ66. Full blots are presented in Sup-
plementary Figs. 4 and 5.

Hippocampal cell culture, immunocytochemistry, and phal-
loidin labeling. Cells were harvested from hippocampi of E18
rats and maintained in Neurobasal medium (Thermo Fisher)
supplemented with antibiotics and B27 (Thermo Fisher), as
described26,35,53. Cells were treated at 17-18 DIV with vehicle,
0.5 µMAβOs or 0.5 µM lactacystin for 24 h and then fixed for
10 min with 4% paraformaldehyde for immunocytochemistry as
described35. When present, erythro-9-[3-(2-hydroxynonyl)]ade-
nine (EHNA; 100 µM; Sigma-Aldrich) was added 15 min before
AβOs. Cells were labeled with anti-20S α1 (1:400; Abcam;
ab3325), anti-19S Rpt6 (1:400; Enzo Life Sciences; #BML-
PW9265), anti-MAP2 (Millipore; #ab5622) or Alexa 594-
conjugated phalloidin (1:40; Sigma-Aldrich; #A12381) overnight
at 4 °C, followed by Alexa-conjugated secondary antibodies
(Invitrogen) for 2 h at room temperature. Experiments were
replicated in 3–6 independent neuronal cultures (as indicated in
figure legends). Images were acquired on a Zeiss AxioObserver Z1
microscope and were analyzed using Fiji/ImageJ software.

AβO preparation, intracerebroventricular (i.c.v.) infusions and
rolipram treatment. Aβ1-42 peptide was purchased from Echelon
Biosciences. Aβ oligomerization was performed as previously
described26,65. Oligomer preparations were stored at 4 °C, used
within 72 h and were routinely characterized by high perfor-
mance size-exclusion liquid chromatography (SEC-HPLC)63,67,68.
I.c.v. infusions of AβOs (10 pmol) in mice were performed as
described67. Briefly, mice were briefly (<2 min) anesthetized with
2.5% isoflurane and 3 μl of AβOs (10 pmol) (or an equivalent
volume of vehicle) were injected 1 mm to the right of the midline
point equidistant to each eye, and 1 mm posterior to a line drawn
through the anterior base of the eyes67. After injection, the needle
was kept in place for 3 s to prevent any backflow, and mice were
returned to their cages for recovery. For experiments with roli-
pram (Sigma-Aldrich), mice were treated with saline or rolipram
(0.1 mg/kg, subcutaneously) for 3 days prior to AβOs infusion,

and continued receiving subcutaneous injections of rolipram or
saline for 7 additional days before tissue collection. Mice were
euthanized 40 min after the last s.c. injection.

Proteasome activity. Cultured cells were scraped off the cell
culture well and homogenized in buffer containing 40 mM Tris,
pH 7.2, 50 mM NaCl, 2 mM β-mercaptoethanol, 2 mM ATP,
5 mM MgCl2, 1 mM EDTA. Human or mouse brain tissue were
homogenized in a glass tissue grinder in buffer containing 20 mM
Tris, pH 7.5, and 5 mM MgCl2. Protein concentration was
determined by BCA and samples (50 µg protein) were assayed in
a fluorogenic proteasome activity assay (UBPBio; #J4120), fol-
lowing manufacturer’s instructions.

Protein synthesis determination using SUnSET in
hippocampal slices. A non-radioactive method for detection of
newly synthesized polypeptides was used69. Three-month-old
mice received an i.c.v. infusion of vehicle, 10 pmol AβOs or 100
pmol lactacystin, and hippocampi were collected 7 days later.
Hippocampal slices (400 μm) were prepared and allowed to
recover in aCSF for 2 h at 30 °C. Slices were then exposed to
puromycin (5 µg/ml; 45 min) and processed for Western blotting.
Blots were developed using anti-puromycin primary antibody,
and puromycin incorporation into newly synthesized proteins
was evaluated. β-actin was used as loading control.

Novel object recognition (NOR) and novel object location
(NOL) memory tests. Before the tests, animals were allowed to
explore an open field arena (0.3 × 0.3 × 0.45 m3) for 5 min and
locomotor activity was assessed by measurements of distance
traveled and velocity. In the novel object recognition (NOR)
training session, mice were exposed to two identical objects for
5 min, and the amount of time spent exploring each object was
measured. One hour later, mice were re-exposed to the open field
arena for 5 min during the test session, in which one of the
previously used (familiar) objects were replaced by a novel object.
Time exploring the familiar and novel objects were measured.
Twenty-four hours later, mice were exposed again to the open
field arena for novel object location (NOL) assessment, when one
of the objects used in the training session was displaced. Time
exploring each object was scored. Animals were excluded from
the analyses if they had less than 5 s of total exploration in the
training or the testing phase.

Reactive oxygen species (ROS). ROS accumulation was evaluated
in primary rat hippocampal neuronal cultures using CM-
H2DCFDA (Thermo Fisher), a fluorescent probe sensitive to
ROS, as described31,32,70. Briefly, CM-H2DCFDA (2 μM) was
added to the cultures for 40 min in a CO2 incubator, the wells
were washed 3 times with warm (37 °C) PBS, and cells were
maintained in neurobasal medium without phenol red during
acquisition. Neurons were immediately imaged on a Nikon
inverted microscope for fluorescence and bright field acquisition.
Representative images shown are merged images of DCF fluor-
escence and bright field. Analysis of DCF fluorescence data was
carried out using Fiji/ImageJ.

Statistics and reproducibility. Data are expressed as means ±
S.E.M. and were analyzed using GraphPad Prism 8 software.
Sample size for each experiment was estimated by previous
experience with different experiments. No algorithm or software
was used to randomize animal subjects. Animals were randomly
assigned to groups by trained researchers performing each
experiment. When comparing four experimental groups, two-way
ANOVA was performed, followed by appropriate post hoc tests,

ARTICLE COMMUNICATIONS BIOLOGY | https://doi.org/10.1038/s42003-023-05511-9

10 COMMUNICATIONS BIOLOGY |          (2023) 6:1127 | https://doi.org/10.1038/s42003-023-05511-9 | www.nature.com/commsbio

www.nature.com/commsbio


as stated in “Figure Legends”. Values of p ≤ 0.05 were considered
statistically significant.

Reporting summary. Further information on research design is
available in the Nature Portfolio Reporting Summary linked to
this article.

Data availability
The data that support the findings of this study are available from the corresponding
author upon reasonable request. Data used in the main figures are available as
Supplementary Data 1.

Received: 2 February 2023; Accepted: 26 October 2023;

References
1. Murata, S., Yashiroda, H. & Tanaka, K. Molecular mechanisms of proteasome

assembly. Nat. Rev. Mol. Cell Biol. 10, 104–115 (2009).
2. Thibaudeau, T. A. & Smith, D. M. A practical review of proteasome

pharmacology. Pharmacol. Rev. 71, 170–197 (2019).
3. Hamilton, A. M. et al. Activity-dependent growth of new dendritic spines is

regulated by the proteasome. Neuron 74, 1023–1030 (2012).
4. Dong, C., Upadhya, S. C., Ding, L., Smith, T. K. & Hegde, A. N. Proteasome

inhibition enhances the induction and impairs the maintenance of late-phase
long-term potentiation. Learn. Mem. 15, 335–347 (2008).

5. Lopez-Salon, M. et al. The ubiquitin-proteasome cascade is required for
mammalian long-termmemory formation. Eur. J. Neurosci. 14, 1820–1826 (2001).

6. Artinian, J. et al. Protein degradation, as with protein synthesis, is required
during not only long-term spatial memory consolidation but also
reconsolidation. Eur. J. Neurosci. 27, 3009–3019 (2008).

7. Lee, S. H. et al. Synaptic protein degradation underlies destabilization of
retrieved fear memory. Science 319, 1253–1256 (2008).

8. Djakovic, S. N., Schwarz, L. A., Barylko, B., DeMartino, G. N. & Patrick, G. N.
Regulation of the proteasome by neuronal activity and calcium/calmodulin-
dependent protein kinase II. J. Biol. Chem. 284, 26655–26665 (2009).

9. Bingol, B. et al. Autophosphorylated CaMKIIα acts as a scaffold to recruit
proteasomes to dendritic spines. Cell 140, 567–578 (2010).

10. Ehlers, M. D. Activity level controls postsynaptic composition and signaling
via the ubiquitin-proteasome system. Nat. Neurosci. 6, 231–242 (2003).

11. Ferreira, S. T., Lourenco, M. V., Oliveira, M. M. & De Felice, F. G. Soluble
amyloid-β oligomers as synaptotoxins leading to cognitive impairment in
Alzheimer’s disease. Front. Cell. Neurosci. 9 https://doi.org/10.3389/fncel.2015.
00191 (2015)

12. Lepeta, K. et al. Synaptopathies: synaptic dysfunction in neurological disorders
—a review from students to students. J. Neurochem. 138, 785–805 (2016).

13. Keller, J. N., Hanni, K. B. & Markesbery, W. R. Impaired proteasome function
in Alzheimer’s disease. J. Neurochem. 75, 436–439 (2000).

14. Keck, S., Nitsch, R., Grune, T. & Ullrich, O. Proteasome inhibition by paired
helical filament-tau in brains of patients with Alzheimer’s disease. J.
Neurochem. 85, 115–122 (2003).

15. Zhao, X. & Yang, J. Amyloid-Β peptide is a substrate of the human 20S
proteasome. ACS Chem. Neurosci. 1, 655–660 (2010).

16. Gregori, L., Hainfeld, J. F., Simon, M. N. & Goldgaber, D. Binding of amyloid
β protein to the 20 S proteasome. J. Biol. Chem. 272, 58–62 (1997).

17. Almeida, C. G., Takahashi, R. H. & Gouras, G. K. β-amyloid accumulation
impairs multivesicular body sorting by inhibiting the ubiquitin-proteasome
system. J. Neurosci. 26, 4277–4288 (2006).

18. Tai, H. C. et al. The synaptic accumulation of hyperphosphorylated tau
oligomers in Alzheimer disease is associated with dysfunction of the ubiquitin-
proteasome system. Am. J. Pathol. 181, 1426–1435 (2012).

19. Ding, M. & Shen, K. The role of the ubiquitin proteasome system in synapse
remodeling and neurodegenerative diseases. Bioessays 30, 1075–1083 (2008).

20. Viola, K. L. & Klein, W. L. Amyloid β oligomers in Alzheimer’s disease
pathogenesis, treatment, and diagnosis. Acta Neuropathol. 129, 183–206
(2015).

21. Bingol, B. & Schuman, E. M. Activity-dependent dynamics and sequestration
of proteasomes in dendritic spines. Nature 441, 1144–1148 (2006).

22. Hsu, M. T. et al. Stage-dependent axon transport of proteasomes contributes
to axon development. Dev. Cell 35, 418–431 (2015).

23. Cristofani, R. et al. Inhibition of retrograde transport modulates misfolded
protein accumulation and clearance in motoneuron diseases. Autophagy 13,
1280–1303 (2017).

24. Schaler, A. W. et al. PAC1 receptor-mediated clearance of tau in postsynaptic
compartments attenuates tau pathology in mouse brain. Sci. Transl. Med. 13,
eaba7394 (2021).

25. Myeku, N. et al. Tau-driven 26S proteasome impairment and cognitive
dysfunction can be prevented early in disease by activating cAMP-PKA
signaling. Nat. Med. 22, 46–53 (2016).

26. Brito-Moreira, J. et al. Interaction of amyloid-β (Aβ) oligomers with neurexin
2α and neuroligin 1 mediates synapse damage and memory loss in mice. J.
Biol. Chem. 292, 7327–7337 (2017).

27. Lacor, P. N. et al. Aβ oligomer-induced aberrations in synapse composition,
shape, and density provide a molecular basis for loss of connectivity in
Alzheimer’s disease. J. Neurosci. 27, 796–807 (2007).

28. Renner, M. et al. Deleterious effects of amyloid β oligomers acting as an
extracellular scaffold for mGluR5. Neuron 66, 739–754 (2010).

29. Decker, H., Lo, K. Y., Unger, S. M., Ferreira, S. T. & Silverman, M. A.
Amyloid-β peptide oligomers disrupt axonal transport through an NMDA
receptor-dependent mechanism that is mediated by glycogen synthase kinase
3β in primary cultured hippocampal neurons. J. Neurosci. 30, 9166–9171
(2010).

30. Jankowsky, J. L. et al. Co-expression of multiple transgenes in mouse CNS: a
comparison of strategies. Biomol. Eng. 17, 157–165 (2001).

31. Felice, F. G. D. et al. Aβ oligomers induce neuronal oxidative stress through an
N-methyl-D-aspartate receptor-dependent mechanism that is blocked by the
Alzheimer drug memantine. J. Biol. Chem. 282, 11590–11601 (2007).

32. Saraiva, L. M. et al. Amyloid-β triggers the release of neuronal Hexokinase 1
from mitochondria. PLoS ONE 5, e15230 (2010).

33. Oliveira, M. M. et al. Correction of eIF2-dependent defects in brain protein
synthesis, synaptic plasticity, and memory in mouse models of Alzheimer’s
disease. Sci. Signal. 14, eabc5429 (2021).

34. Ma, T. et al. Suppression of eIF2α kinases alleviates Alzheimer’s disease-
related plasticity and memory deficits. Nat. Neurosci. 16, 1299–1305 (2013).

35. Lourenco, M. V. et al. TNF-α mediates PKR-dependent memory impairment
and brain IRS-1 inhibition induced by Alzheimer’s β-amyloid oligomers in
mice and monkeys. Cell Metab. 18, 831–843 (2013).

36. Schmidt, E. K., Clavarino, G., Ceppi, M. & Pierre, P. SUnSET, a
nonradioactive method to monitor protein synthesis. Nat. Methods 6, 275–277
(2009).

37. Martínez, G., Khatiwada, S., Costa-Mattioli, M. & Hetz, C. ER proteostasis
control of neuronal physiology and synaptic function. Trends Neurosci. 41,
610–624 (2018).

38. Lourenco, M. V., Ferreira, S. T. & De Felice, F. G. Neuronal stress signaling
and eIF2α phosphorylation as molecular links between Alzheimer’s disease
and diabetes. Prog. Neurobiol. 129, 37–57 (2015).

39. Roselli, F. et al. Soluble β-amyloid1-40 induces NMDA-dependent
degradation of postsynaptic density-95 at glutamatergic synapses. J. Neurosci.
25, 11061–11070 (2005).

40. Elder, M. K. et al. Age-dependent shift in the de novo proteome accompanies
pathogenesis in an Alzheimer’s disease mouse model. Commun. Biol. 4, 823
(2021).

41. Duran-Aniotz, C. et al. IRE1 signaling exacerbates Alzheimer’s disease
pathogenesis. Acta Neuropathol. 134, 489–506 (2017).

42. Baleriola, J. et al. Axonally synthesized ATF4 transmits a neurodegenerative
signal across brain regions. Cell 158, 1159–1172 (2014).

43. Chocron, E. S. et al. Genetic and pharmacologic proteasome augmentation
ameliorates Alzheimer’s-like pathology in mouse and fly APP overexpression
models. Sci. Adv. 8, 2252 (2022).

44. Cozachenco, D., Ribeiro, F. C. & Ferreira, S. T. Defective proteostasis in
Alzheimer’s disease. Ageing Res. Rev. 85, 101862 (2023).

45. Thibaudeau, T. A., Anderson, R. T. & Smith, D. M. A common mechanism of
proteasome impairment by neurodegenerative disease-associated oligomers.
Nat. Commun. 9, 1097 (2018).

46. Um, J. W. et al. Alzheimer amyloid-Î 2 oligomer bound to postsynaptic prion
protein activates Fyn to impair neurons. Nat. Neurosci. 15, 1227–1235 (2012).

47. Bjorklund, N. L. et al. Absence of amyloid β oligomers at the postsynapse and
regulated synaptic Zn2+ in cognitively intact aged individuals with
Alzheimer’s disease neuropathology. Mol. Neurodegener. 7, 23 (2012).

48. Vitolo, O. V. et al. Amyloid β-peptide inhibition of the PKA/CREB pathway
and long-term potentiation: reversibility by drugs that enhance cAMP
signaling. Proc. Natl Acad. Sci. USA 99, 13217–13221 (2002).

49. Lokireddy, S., Kukushkin, N. V. & Goldberg, A. L. cAMP-induced
phosphorylation of 26S proteasomes on Rpn6/PSMD11 enhances their
activity and the degradation of misfolded proteins. Proc. Natl Acad. Sci. USA
112, 7176–7185 (2015).

50. VerPlank, J. J. S. & Goldberg, A. L. Regulating protein breakdown through
proteasome phosphorylation. Biochem. J. 474, 3355–3371 (2017).

51. VerPlank, J. J. S., Lokireddy, S., Zhao, J. & Goldberg, A. L. 26S Proteasomes
are rapidly activated by diverse hormones and physiological states that raise
cAMP and cause Rpn6 phosphorylation. Proc. Natl Acad. Sci. USA 116,
4228–4237 (2019).

COMMUNICATIONS BIOLOGY | https://doi.org/10.1038/s42003-023-05511-9 ARTICLE

COMMUNICATIONS BIOLOGY |          (2023) 6:1127 | https://doi.org/10.1038/s42003-023-05511-9 | www.nature.com/commsbio 11

https://doi.org/10.3389/fncel.2015.00191
https://doi.org/10.3389/fncel.2015.00191
www.nature.com/commsbio
www.nature.com/commsbio


52. Ayloo, S., Guedes-Dias, P., Ghiretti, A. E. & Holzbaur, E. L. F. Dynein
efficiently navigates the dendritic cytoskeleton to drive the retrograde
trafficking of BDNF/TrkB signaling endosomes. MBoC 28, 2543–2554 (2017).

53. Bomfim, T. R. et al. An anti-diabetes agent protects the mouse brain from
defective insulin signaling caused by Alzheimer’s disease-associated Aβ
oligomers. J. Clin. Investig. 122, 1339–1353 (2012).

54. Ramser, E. M. et al. Amyloid-β oligomers induce tau-independent disruption
of BDNF axonal transport via calcineurin activation in cultured hippocampal
neurons. Mol. Biol. Cell 24, 2494–2505 (2013).

55. Tammineni, P., Ye, X., Feng, T., Aikal, D. & Cai, Q. Impaired retrograde
transport of axonal autophagosomes contributes to autophagic stress in
Alzheimer’s disease neurons. eLife 6, e21776 (2017).

56. Ramachandran, K. V. & Margolis, S. S. A mammalian nervous-system-specific
plasma membrane proteasome complex that modulates neuronal function.
Nat. Struct. Mol. Biol. 24, 419–430 (2017).

57. He, H. et al. Neuronal membrane proteasomes regulate neuronal circuit
activity in vivo and are required for learning-induced behavioral plasticity.
Proc. Natl Acad. Sci. USA 120, e2216537120 (2023).

58. Sun, C. et al. An abundance of free regulatory (19 S) proteasome particles
regulates neuronal synapses. Science 380, eadf2018 (2023).

59. Romero-Granados, R., Fontán-Lozano, Á., Aguilar-Montilla, F. J. & Carrión,
Á. M. Postnatal proteasome inhibition induces neurodegeneration and
cognitive deficiencies in adult mice: a new model of neurodevelopment
syndrome. PLoS ONE 6, e28927 (2011).

60. Masters, C. L. et al. Alzheimer’s disease. Nat. Rev. Dis. Primers 1, 15056
(2015).

61. Madeira, C. et al. D-serine levels in Alzheimer’s disease: implications for novel
biomarker development. Transl. Psychiatry 5, e561 (2015).

62. Grinberg, L. T. et al. Brain bank of the Brazilian aging brain study group—a
milestone reached and more than 1,600 collected brains. Cell Tissue Bank. 8,
151–162 (2007).

63. Sebollela, A. et al. Amyloid-β oligomers induce differential gene expression in
adult human brain slices. J. Biol. Chem. 287, 7436–7445 (2012).

64. Mendes, N. D. et al. Free-floating adult human brain-derived slice cultures as a
model to study the neuronal impact of Alzheimer’s disease-associated Aβ
oligomers. J. Neurosci. Methods 307, 203–209 (2018).

65. Lourenco, M. V. et al. Exercise-linked FNDC5/irisin rescues synaptic plasticity
and memory defects in Alzheimer’s models. Nat. Med. 25, 165–175 (2019).

66. Schindelin, J. et al. Fiji: an open-source platform for biological-image analysis.
Nat. Methods 9, 676–682 (2012).

67. Figueiredo, C. P. et al. Memantine rescues transient cognitive impairment
caused by high-molecular-weight Aβ oligomers but not the persistent
impairment induced by low-molecular-weight oligomers. J. Neurosci. 33,
9626–9634 (2013).

68. Duran-Aniotz, C. et al. The unfolded protein response transcription factor
XBP1s ameliorates Alzheimer’s disease by improving synaptic function and
proteostasis. Mol. Ther. 31, 2240–2256 (2023). S1525001623001612.

69. Gantois, I. et al. Metformin ameliorates core deficits in a mouse model of
fragile X syndrome. Nat. Med. 23, 674–677 (2017).

70. Lourenco, M. V., De Freitas, G. B., Raony, Í., Ferreira, S. T. & De Felice, F. G.
Irisin stimulates protective signaling pathways in rat hippocampal neurons.
Front. Cell. Neurosci. 16, 953991 (2022).

Acknowledgements
This work was supported by grants from Fundação Carlos Chagas Filho de Amparo à
Pesquisa do Estado do Rio de Janeiro (FAPERJ) (201.432/2014 to S.T.F., 202.944/2015 to
F.G.D.F., 210.316/200 and 200.248/2023 to M.V.L.), Conselho Nacional de Desenvolvi-
mento Científico e Tecnológico (CNPq) (406436/2016-9 to S.T.F., 473324/2013-0 to
F.G.D.F., and 309278/2022-8 to M.V.L.), National Institute of Translational Neu-
roscience (INNT/Brazil) (465346/2014-6 to S.T.F. and F.G.D.F.), Alzheimer’s Association
(AARF-21-848798 to F.C.R.; AARG-D-19-615741 and the Blas Frangione Early Career
Achievement Award to M.V.L.), and Serrapilheira Institute (R-2012-37967 to M.V.L.).

Author contributions
F.C.R. and S.T.F. designed the study. F.C.R., D.C., L.H., J.T.S.F. and G.B.d.F. performed
research. F.C.R., D.C., J.T.S.F., G.B.d.F. and S.T.F. analyzed data. J.M.d.S., S.V.A.,
R.E.P.L., C.K.S., L.T.G., F.G.D.F., M.V.L. and S.T.F. contributed reagents, materials, and
analysis tools. F.C.R., D.C., J.T.S.F., G.B.d.F., F.G.D.F., M.V.L. and S.T.F. analyzed and
discussed the results. F.C.R., D.C., F.G.D.F., M.V.L. and S.T.F. wrote the manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s42003-023-05511-9.

Correspondence and requests for materials should be addressed to Sergio T. Ferreira.

Peer review information Communications Biology thanks the anonymous reviewers for
their contribution to the peer review of this work. Primary Handling Editors: David
Owen and Joao Valente.

Reprints and permission information is available at http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,

adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this license, visit http://creativecommons.org/
licenses/by/4.0/.

© The Author(s) 2023

ARTICLE COMMUNICATIONS BIOLOGY | https://doi.org/10.1038/s42003-023-05511-9

12 COMMUNICATIONS BIOLOGY |          (2023) 6:1127 | https://doi.org/10.1038/s42003-023-05511-9 | www.nature.com/commsbio

https://doi.org/10.1038/s42003-023-05511-9
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
www.nature.com/commsbio

	Synaptic proteasome is inhibited in Alzheimer’s disease models and associates with memory impairment in�mice
	Results
	Proteasome inhibition in postmortem AD hippocampi and in ex�vivo human cortical�tissue
	AβOs trigger proteasome inhibition and mislocalization in primary hippocampal neurons
	AβOs inhibit synaptic proteasomes in�vivo
	Proteasome inhibition in APP/PS1 hippocampal synaptosomes
	Proteasome inhibition triggers neuronal oxidative stress, loss of dendritic spines, and impairs hippocampal protein synthesis
	Proteasome inhibition impairs object recognition and location memory in�mice

	Discussion
	Materials and methods
	Postmortem human brain�tissue
	Human cortical�slices
	Animals
	Synaptosome preparation
	Western blotting
	Hippocampal cell culture, immunocytochemistry, and phalloidin labeling
	AβO preparation, intracerebroventricular (i.c.v.) infusions and rolipram treatment
	Proteasome activity
	Protein synthesis determination using SUnSET in hippocampal�slices
	Novel object recognition (NOR) and novel object location (NOL) memory�tests
	Reactive oxygen species�(ROS)
	Statistics and reproducibility
	Reporting summary

	Data availability
	References
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




