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Introduction

Parkinson’s disease (PD) is a progressive neurodegenera-
tive disorder characterized by impaired movements, includ-
ing tremor and bradykinesia [1]. Pathologically, PD is 
marked by the loss of dopaminergic neurons and the pres-
ence of Lewy body inclusions composed of aggregated 
α-synuclein in the nigrostriatal pathway [2, 3]. Additionally, 
SNCA (encoding α-synuclein) mutations are critical genetic 
risk factors for PD [4–6], emphasizing the significance of 
α-synuclein pathology in PD pathogenesis. The ubiquitin 
proteasome system degrades misfolded proteins, and its 
malfunction contributes to the formation of α-synuclein 
aggregates in PD [7]. In the classical ubiquitin protea-
some system pathway, ubiquitin-activating enzyme (E1) is 
recruited to activate ubiquitin, which is then transferred to 
the ubiquitin-conjugating enzyme (E2) and subsequently 
conjugated to lysine residues within the substrate by ubiq-
uitin ligase (E3). Several lysine residues, such as K12, K21, 
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Abstract
Ubiquitin-proteasome system dysfunction triggers α-synuclein aggregation, a hallmark of neurodegenerative diseases, such 
as Parkinson’s disease (PD). However, the crosstalk between deubiquitinating enzyme (DUBs) and α-synuclein pathology 
remains unclear. In this study, we observed a decrease in the level of ubiquitin-specific protease 14 (USP14), a DUB, in 
the cerebrospinal fluid (CSF) of PD patients, particularly females. Moreover, CSF USP14 exhibited a dual correlation 
with α-synuclein in male and female PD patients. To investigate the impact of USP14 deficiency, we crossed USP14 
heterozygous mouse (USP14+/−) with transgenic A53T PD mouse (A53T-Tg) or injected adeno-associated virus (AAV) 
carrying human α-synuclein (AAV-hα-Syn) in USP14+/− mice. We found that Usp14 deficiency improved the behavioral 
abnormities and pathological α-synuclein deposition in female A53T-Tg or AAV-hα-Syn mice. Additionally, Usp14 inac-
tivation attenuates the pro-inflammatory response in female AAV-hα-Syn mice, whereas Usp14 inactivation demonstrated 
opposite effects in male AAV-hα-Syn mice. Mechanistically, the heterodimeric protein S100A8/A9 may be the downstream 
target of Usp14 deficiency in female mouse models of α-synucleinopathies. Furthermore, upregulated S100A8/A9 was 
responsible for α-synuclein degradation by autophagy and the suppression of the pro-inflammatory response in microglia 
after Usp14 knockdown. Consequently, our study suggests that USP14 could serve as a novel therapeutic target in PD.
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K23, and K34, have been identified in α-synuclein [8, 9]. 
Deubiquitinating enzymes (DUBs) can cleave ubiquitin 
from proteins, stabilizing the substrate. A deubiquitina-
tion protein, ubiquitin C-terminal hydrolase L1 (UCHL1), 
is considered a risk gene for PD [10, 11]. It loss stabilizes 
pyruvate kinase and induces energy-dependent mitoph-
agy, improving PD-related phenotypes [12]. Furthermore, 
S-nitrosylation of UCHL1 promotes α-synuclein aggrega-
tion [13], suggesting its close relationship with PD pathol-
ogy. However, it is unclear how other DUBs contribute to 
the pathogenesis of PD.

Ubiquitin-specific protease 14 (USP14), a key DUB, is 
associated with proteasomes and plays an important role 
in protein degradation in multiple diseases, such as cancer, 
inflammatory diseases, and neurodegenerative disorders 
[14–19]. In the brain, USP14 is crucial for neuronal sur-
vival, mitophagy, neuroinflammation, and neuromuscular 
junction structure and function [20–25]. USP14 inhibi-
tion activates the proteasome, removes tau oligomers, and 
promotes huntingtin aggregation [19], suggesting that it 
contributes to aggregate deposition in neurodegenerative 
diseases. However, it remains unclear whether USP14 regu-
lates α-synuclein pathology.

In the present study, we found reduced USP14 level in 
the cerebrospinal fluid (CSF) of PD patients, particularly 
females. Intriguingly, CSF USP14 was positively correlated 
with α-synuclein in male PD patients but negatively cor-
related in female PD patients. We crossed USP14 hetero-
zygous mice (USP14+/−) with transgenic A53T PD mice 
(A53T-Tg) and injected adeno-associated virus (AAV) 
carrying human α-synuclein (AAV-hα-Syn) in USP14+/− 
mice. Usp14 deficiency attenuated the behavioral abnor-
malities and pathological α-synuclein deposition in female 
A53T-Tg or AAV-hα-Syn mice. Furthermore, Usp14 
inactivation attenuates the pro-inflammatory response in 
female AAV-hα-Syn mice. Mechanistically, Usp14 defi-
ciency enhanced the expressions of heterodimeric protein 
S100A8/A9 in the substantia nigra (SN) of mouse models 
with α-synucleinopathies. Increased S100A8/A9 degrades 
α-synuclein by autophagy and suppresses the pro-inflamma-
tory response to Usp14 knockdown. Collectively, our study 
indicates that USP14 is a novel regulator of α-synuclein in 
PD.

Results

USP14 is correlated with α-synuclein level in PD 
patients

Since USP14 inhibition promotes PINK1/Parkin-mediated 
mitophagy [26], and USP14 modulates the degradation 

of tyrosine hydroxylase [27], the rate-limiting enzyme in 
dopamine biosynthesis, we hypothesize that USP14 may 
be related to PD. First, we detected the CSF levels of 
α-synuclein and USP14 in controls and PD patients. Consis-
tent with a previous study [28], CSF α-synuclein level was 
significantly decreased in both male and female PD patients 
(Fig. 1a and b). In the present study, the CSF USP14 level 
was lower in PD patients, particularly females (Fig. 1c and 
d). Pearson correlation analysis demonstrated no correlation 
between USP14 and α-synuclein levels in the control group 
(Fig.  1e–g). However, CSF USP14 level was positively 
related to the α-synuclein level in male PD patients and 
negatively related in female PD patients (Fig. 1h–j). These 
data suggest that the relationship between USP14 level and 
α-synuclein pathology differs between genders.

Usp14 deficiency improves motor deficits and 
reduces pathological α-synuclein deposition in 
female A53T PD mice

We crossed USP14 heterozygous mouse (USP14+/−) with 
transgenic A53T PD mouse (A53T-Tg) to generate male and 
female USP14+/−; A53T-Tg mice (Fig. 2a). Open-field test 
(OFT) demonstrated reduced travelled distance, movement 
speed, and time spent in the center zone in male and female 
A53T-Tg mice (Fig.  2b–e). However, female USP14+/−; 
A53T-Tg mice exhibited increased travelled distance and 
movement speed compared to A53T-Tg mice (Fig. 2b–e). 
Furthermore, A53T-Tg mice exhibited motor impairments, 
as evidenced by prolonged climbing time, worsening motor 
coordination, and weakening grip strength (Fig.  2f–h). 
Female USP14+/−; A53T-Tg mice demonstrated enhanced 
motor activity and grip strength in the rotarod and grasping 
tests, respectively, compared to A53T-Tg mice (Fig. 2g and 
h). These data suggest that Usp14 deficiency ameliorates 
motor deficits in female A53T-Tg mice.

We assessed α-synuclein deposition under Usp14 defi-
ciency. Exogenous human α-synuclein and endogenous 
phosphorylated α-synuclein at Ser129, a key hallmark of 
Lewy bodies, were significantly increased in the SN and 
striatum of male and female A53T-Tg mice (Fig.  3a–f). 
USP14+/−; A53T-Tg mice showed reduced expression of 
phosphorylated α-synuclein compared to male and female 
A53T-Tg mice, whereas female mice had reduced human 
α-synuclein expression in the SN (Fig.  3a–d). Moreover, 
compared to A53T-Tg mice, the expressions of human 
α-synuclein and phosphorylated α-synuclein were inhibited 
in the striatum of female USP14+/−; A53T-Tg mice (Fig. 3e 
and f). These results suggest that Usp14 deficiency reversed 
α-synuclein deposition in female A53T-Tg mice.
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Usp14 inactivation increased S100A8/A9 expression 
in female A53T-Tg mice

We used RNA-sequencing (RNA-seq) to explore the mecha-
nisms underlying the aforementioned changes. We explored 
the differentially expressed genes (DEGs) in the SN between 
male and female A53T-Tg and USP14+/−; A53T-Tg mice 
(Fig. 4a and b; Supplementary Fig. 1a and b). In total, 49 
DEGs were shared by male and female mice (Fig. 4c). In 
male mice, gene ontology pathways enriched by the upreg-
ulated DEGs were related to mitochondrial function, such 
as the mitochondrial respiratory chain and ATP metabo-
lism (Fig. 4d), whereas in female mice, the pathways were 
related to synaptic function, such as neurotransmitter trans-
port, axon development, and dopamine transport (Fig. 4e). 

We investigated the DEGs enriched in locomotor behavior 
and dopamine transport, which were closely related to PD 
(Fig. 4f). Notably, the expression of most DEGs enriched in 
these pathways was increased in female mice and decreased 
in male mice (Fig.  4f). Furthermore, the expression pat-
terns of S100A8 and S100A9 demonstrated a similar pattern 
(Fig. 4f), with the S100A8/A9 expression being increased in 
the SN pars compacta (SNpc) of USP14+/−; A53T-Tg mice 
compared to A53T-Tg mice (Fig. 4g and h).

Fig. 1  USP14 demonstrates dual correlation with α-synuclein in the 
CSF of PD patients. (a–d) The CSF levels of α-synuclein and USP14 
in male and female controls (n = 41) and PD patients (n = 41) were 
assessed using ELISA. The control group included 21 males and 20 
females, whereas the PD group included 17 males and 24 females. 

(e–j) Correlation between USP14 and α-synuclein in control and PD 
groups was assessed by Pearson’s correlation analysis. Results are 
expressed as mean ± SEM. **p < 0.01, *p < 0.05 vs. controls. Statistical 
significance was determined using Student’s t-test
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in the center zone in OFT (Fig. 5b–e). Furthermore, male 
USP14+/− + AAV-hα-Syn mice exhibited a longer climbing 
time compared to AAV-hα-Syn mice (Fig. 5f). These results 
suggest Usp14 inactivation damaged the motor function 
following AAV-hα-Syn administration. Female USP14+/− + 
AAV-hα-Syn mice demonstrated improved motor coordi-
nation compared to AAV-hα-Syn mice (Fig.  5g), indicat-
ing Usp14 inactivation may be beneficial for AAV-hα-Syn 
administration. The grip strength was not significantly 

Usp14 suppression showed opposite effects on 
motor function and α-synuclein deposition in male 
and female AAV-hα-Syn mice

In addition to crossing USP14+/− and A53T-Tg mice, we 
injected AAV-hα-Syn in the SNpc of male and female 
USP14+/− mice (Fig. 5a). Compared to AAV-hα-Syn, male 
USP14+/− + AAV-hα-Syn mice demonstrated reduced 
travelled distance, movement speed, and the time spent 

Fig. 2  Usp14 deficiency ameliorates the motor deficits in female 
A53T-Tg mice. (a) Crossing of USP14+/− and A53T-Tg mice. (b–e) 
Representative traces, total travelled distance, movement speed, and 
time spent in the center zone in the open-field test. (f) Pole climbing 
test was used to examine bradykinesia in mice. (g) Rotarod test was 
used to examine motor coordination in mice. (h) Grasping test was 
used to examine the grip strength in mice. n = 12, 10, 7, and 10 for 

male WT, A53T-Tg, USP14+/−, and USP14+/−; A53T-Tg mice, respec-
tively; n = 11, 10, 12, and 10 for female WT, A53T-Tg, USP14+/−, 
and USP14+/−; A53T-Tg mice, respectively. Results are expressed as 
mean ± SEM. **p < 0.01, *p < 0.05 vs. WT mice; ##p < 0.01, #p < 0.05 
vs. A53T-Tg mice. Statistical significance was determined using one-
way ANOVA and Tukey’s test for post hoc comparisons
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reveal that after AAV-hα-Syn injection, Usp14 suppression 
augmented motor impairments and α-synuclein deposition 
in male mice, whereas these changes were attenuated in 
female mice.

Usp14 loss exerts different effects on microglial 
activation and pro-inflammatory response in male 
and female AAV-hα-Syn mice

Considering that S100A8/A9 may be related to the effects 
of α-synuclein burden in USP14+/− mice, and S100A8/A9 
mediates microglial activation in the brain [29, 30], we 
assessed the microglial function in SNpc. We found reduced 
microglial branch length in male USP14+/− + AAV-hα-Syn 
mice compared to AAV-hα-Syn mice, whereas endpoints 
were increased and microglial body volumes were decreased 
in female USP14+/− + AAV-hα-Syn mice compared to AAV-
hα-Syn mice (Fig. 7a–d). These results suggest that microg-
lia are activated in male AAV-hα-Syn + USP14+/− mice 

different between male and female AAV-hα-Syn and 
USP14+/− + AAV-hα-Syn mice (Fig. 5h).

Next, we investigated the α-synuclein deposition. Exog-
enous human α-synuclein and phosphorylated α-synuclein 
deposition in the SN were increased in male USP14+/− + 
AAV-hα-Syn mice, and the phosphorylated α-synuclein 
deposition was reduced in female USP14+/− + AAV-hα-
Syn mice, compared to AAV-hα-Syn mice (Fig. 6a and b). 
We further confirmed these findings using immunostaining 
assay of SNpc (Fig.  6c and d). In the striatum, the phos-
phorylated α-synuclein deposition was increased in male 
USP14+/− + AAV-hα-Syn mice, while human α-synuclein 
deposition was decreased in female USP14+/− + AAV-hα-
Syn mice, compared with the respective AAV-hα-Syn mice 
(Fig. 6e and f). In addition, the number of synaptic vesicles 
was lower in male USP14+/− + AAV-hα-Syn mice com-
pared to AAV-hα-Syn mice, whereas no obvious changes 
were observed in female AAV-hα-Syn and USP14+/− + 
AAV-hα-Syn mice (Fig.  6g and h). Overall, these results 

Fig. 3  Usp14 deficiency attenuates α-synuclein deposition in female 
A53T-Tg mice. (a and b) Representative blots and quantification 
showing the expressions of USP14, human α-synuclein (hα-Syn; 
α-synuclein was abbreviated as α-Syn in the Figure legends), and p-α-
Syn (Ser129) in the SN of male and female WT, A53T-Tg, USP14+/−, 
and USP14+/−; A53T-Tg mice. n = 3 per group. (c and d) Immunos-
taining and quantification of the intensity of p-α-Syn in TH-positive 
cells in the SNpc of male and female WT, A53T-Tg, USP14+/−, and 
USP14+/−; A53T-Tg mice. n = 9, 8, 9, and 9 for male WT, A53T-Tg, 
USP14+/−, and USP14+/−; A53T-Tg mice, respectively; n = 6, 7, 7, and 

8 for female WT, A53T-Tg, USP14+/−, and USP14+/−; A53T-Tg mice, 
respectively. Scale bar, 50  μm. Magnified images are shown on the 
right side. Scale bar, 7 μm. (e and f) Representative blots and quanti-
fication of the expressions of USP14, hα-Syn, and p-α-Syn (Ser129) 
in the striatum of male and female WT, A53T-Tg, USP14+/−, and 
USP14+/−; A53T-Tg mice. n = 3 per group. Results are expressed as 
mean ± SEM. **p < 0.01, *p < 0.05 vs. WT mice; ##p < 0.01, #p < 0.05 
vs. A53T-Tg mice. Statistical significance was determined using one-
way ANOVA and Tukey’s test for post hoc comparisons

 

1 3

Page 5 of 18    232 



L. Ding et al.

decreased in female USP14+/− + AAV-hα-Syn mice com-
pared to AAV-hα-Syn mice (Fig. 7e–h). The TGF-β mRNA 
expression was reduced in the SN of both male and female 
USP14+/− + AAV-hα-Syn mice compared to AAV-hα-Syn 
mice (Fig. 7i). These data suggest that Usp14 suppression 

and inhibited in female mice. In line with this, the mRNA 
expressions of pro-inflammatory cytokines (IL-6, TNF-α, 
and IFN-γ) were increased in the SN of male USP14+/− + 
AAV-hα-Syn mice compared to AAV-hα-Syn mice. The 
mRNA expressions of IL-1β, IL-6, TNF-α, and IFN-γ were 

Fig. 4  Usp14 inactivation increased S100A8/A9 expression in female 
A53T-Tg mice. (a and b) Volcano plot showing the DEGs between 
male and female USP14+/−; A53T-Tg and A53T-Tg mice. (c) Venn 
diagram showing the overlapped genes between male and female 
USP14+/−; A53T-Tg vs. A53T-Tg DEGs. (d) Gene ontology (GO) 
pathways enriched by the upregulated DEGs between male USP14+/−; 
A53T-Tg and A53T-Tg mice. (e) GO pathways enriched by the upreg-
ulated DEGs between female USP14+/−; A53T-Tg and A53T-Tg mice. 
(f) Representative expressions of DEGs, including Usp14, S100A8, 

and S100A9, and the DEGs enriched in the locomotor behavior and 
dopamine transport pathways in male and female mice. (g and h) 
Immunostaining and quantification of the S100a9 intensity in the SNpc 
of male and female WT, A53T-Tg, USP14+/−, and USP14+/−; A53T-
Tg mice. n = 8 per group for male mice; n = 6, 7, 8, and 8 for female 
WT, A53T-Tg, USP14+/−, and USP14+/−; A53T-Tg mice, respectively. 
Scale bar, 30 μm. Results are expressed as mean ± SEM. **p < 0.01 vs. 
WT; ##p < 0.01 vs. A53T-Tg. Statistical significance was determined 
using one-way ANOVA and Tukey’s test for post hoc comparisons
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Fig. 5  Usp14 deficiency improves the motor deficits in female AAV-h 
α-Syn-injected mice. (a) Experimental design for AAV-hα-Syn virus 
administration in male and female WT and USP14+/− mice. (b–e) Rep-
resentative traces, total travelled distance, movement speed, and time 
spent in the center zone in the open-field test. (f) Pole climbing test 
was used to examine bradykinesia in mice. (g) Rotarod test was used 
to examine the motor coordination in mice. (h) Grasping test was used 
to examine the grip strength in mice. n = 10, 10, 6, and 7 for male AAV-

GFP, AAV-hα-Syn, USP14+/− + AAV-GFP, and USP14+/− + AAV-hα-
Syn mice, respectively; n = 10, 10, 9, and 10 for female AAV-GFP, 
AAV-hα-Syn, USP14+/− + AAV-GFP, and USP14+/− + AAV-hα-Syn 
mice, respectively. Results are expressed as mean ± SEM. **p < 0.01, 
*p < 0.05 vs. AAV-GFP; ##p < 0.01, #p < 0.05 vs. AAV-hα-Syn. Statisti-
cal significance was determined using one-way ANOVA and Tukey’s 
test for post hoc comparisons
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Fig. 6  Usp14 deficiency demonstrates opposite effects on α-synuclein 
deposition in male and female AAV-hα-Syn-injected mice. (a and b) 
Representative blots and quantification showing the expressions of 
USP14, hα-Syn, and p-α-Syn (Ser129) in the SN of male and female 
AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-GFP, and USP14+/− + 
AAV-hα-Syn mice. n = 3 per group. (c and d) Immunostaining and 
quantification of the p-α-Syn intensity in TH-positive cells in the SNpc 
of male and female AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-GFP, 
and USP14+/− + AAV-hα-Syn mice. n = 7, 6, 6, and 6 for male AAV-
GFP, AAV-hα-Syn, USP14+/− + AAV-GFP, and USP14+/− + AAV-hα-
Syn mice, respectively; n = 6, 7, 6, and 6 for female AAV-GFP, AAV-
hα-Syn, USP14+/− + AAV-GFP, and USP14+/− + AAV-hα-Syn mice, 

respectively. Scale bar, 50  μm. Magnified images are shown on the 
right. Scale bar, 7 μm. (e and f) Representative blots and quantification 
showing the expressions of USP14, hα-Syn, and p-α-Syn (Ser129) in 
the striatum of male and female AAV-GFP, AAV-hα-Syn, USP14+/− + 
AAV-GFP, and USP14+/− + AAV-hα-Syn mice. n = 3 per group. (g and 
h) Representative ultrastructural images and quantitative analysis of 
synaptic vesicles in the SNpc of male and female AAV-GFP, AAV-hα-
Syn, USP14+/− + AAV-GFP, and USP14+/− + AAV-hα-Syn mice. n = 6 
per group. Scale bar, 500 nm. Results are expressed as mean ± SEM. 
**p < 0.01, *p < 0.05 vs. AAV-GFP; ##p < 0.01, #p < 0.05 vs. AAV-hα-
Syn. Statistical significance was determined using one-way ANOVA 
and Tukey’s test for post hoc comparisons
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they were mainly related to inflammatory signal modulation 
(such as complement and coagulation cascades and IL-17 
signaling pathway) (Fig. 8d and e). We identified the com-
mon upregulated or downregulated DEGs between male 
and female AAV-hα-Syn and USP14+/− + AAV-hα-Syn 
mice (Fig.  8f). Interestingly, we found increased S100A8 
and S100A9 expressions in both male and female mice fol-
lowing AAV-hα-Syn injection in USP14+/− mice (Fig. 8f). 
The expression upregulation between USP14+/− + AAV-hα-
Syn and AAV-hα-Syn was nearly 8-fold higher for female 
mice than male mice (Fig. 8g and h). Moreover, increased 
S100A9 expression was mainly found in the microglia of 
SNpc of female USP14+/− + AAV-hα-Syn mice (Fig. 8i and 
j). Furthermore, phosphorylated α-synuclein expression was 
enhanced in CD68-positive microglia in the SNpc of female 
USP14+/− + AAV-hα-Syn mice (Supplementary Fig. 3a and 
b). These results suggest that S100A8/A9 may stimulate 
microglia to engulf the pathological α-synuclein.

in AAV-hα-Syn-injected mice induces microglial activation 
and pro-inflammatory response in male mice, whereas these 
changes are reduced in female mice.

Differential effects of Usp14 inactivation on male 
and female AAV-hα-Syn mice were mediated by 
S100A8/A9

Considering that the S100A8/A9 expression was increased 
in the SN of female USP14+/−; A53T-Tg mice, we further 
explored this finding in AAV-hα-Syn mice. The DEGs 
between male and female AAV-hα-Syn and USP14+/− + 
AAV-hα-Syn mice are presented in Fig. 8a and b and Supple-
mentary Fig. 2a and b. There were 16 DEGs shared by male 
and female mice (Fig. 8c). Kyoto Encyclopedia of Genes 
and Genomes analysis demonstrated that the pathways 
enriched by upregulated DEGs in male mice were mainly 
focused on synaptic function (such as glutamatergic syn-
apse) and inflammatory response, whereas in female mice, 

Fig. 7  Usp14 inactivation reduced the pro-inflammatory response in 
female AAV-hα-Syn-injected mice. (a–d) Immunostaining and quan-
tification of Iba1-positive cells in the SNpc of male and female AAV-
GFP, AAV-hα-Syn, USP14+/− + AAV-GFP, and USP14+/− + AAV-
hα-Syn mice. n = 6 per group. Scale bar, 30  μm. Magnified images 
are shown in the middle. Scale bar, 12 μm. Skeletal images of Iba1-

positive cells are shown on the right. (e–i) Nigral Il1b, Il6, Tnfa, Ifng, 
and Tgfb mRNA expressions were examined using qRT-PCR. n = 3 
per group. Results are expressed as mean ± SEM. **p < 0.01, *p < 0.05 
vs. AAV-GFP; ##p < 0.01, #p < 0.05 vs. AAV-hα-Syn. Statistical sig-
nificance was determined using one-way ANOVA and Tukey’s test for 
post hoc comparisons

 

1 3

Page 9 of 18    232 



L. Ding et al.

of human α-synuclein and phosphorylated α-synuclein in 
response to paquinimod in male USP14+/− + AAV-hα-Syn 
mice (Fig. 9c). However, paquinimod reversed the decreased 
phosphorylated α-synuclein expression in female USP14+/− 
+ AAV-hα-Syn mice, whereas there were no significant 

We evaluated the S100A8/A9 expression in response to 
the S100A8/A9 antagonist (Paquinimod). Paquinimod sub-
stantially reduced the S100A9 expression in the SNpc of 
male and female USP14+/− + AAV-hα-Syn mice (Fig. 9a and 
b). There were no significant alterations in the expressions 

Fig. 8  Usp14 inactivation shows significant increase in S100a8/a9 
expression in female AAV-h α-Syn-injected mice. (a and b) Volcano 
plot showing the DEGs between male and female USP14+/− + AAV-
hα-Syn mice and AAV-hα-Syn mice. (c) Venn diagram showing the 
overlapped genes between male and female USP14+/− + AAV-hα-
Syn vs. AAV-hα-Syn DEGs. (d) Kyoto Encyclopedia of Genes and 
Genomes (KEGG) pathways enriched by the upregulated DEGs 
between male USP14+/− + AAV-hα-Syn mice and AAV-hα-Syn mice. 
(e) KEGG pathways enriched by the upregulated DEGs between 
female USP14+/− + AAV-hα-Syn mice and AAV-hα-Syn mice. (f) 
Hierarchical clustering of common upregulated and downregulated 
DEGs between male and female USP14+/− + AAV-hα-Syn vs. AAV-
hα-Syn mice. (g and h) Nigral S100a8 and S100a9 mRNA expressions 

were detected using qRT-PCR. n = 3 per group. (i and j) Immunostain-
ing and quantification of the S100a9 intensity in Iba1-positive cells in 
the SNpc of male and female AAV-GFP, AAV-hα-Syn, USP14+/− + 
AAV-GFP, and USP14+/− + AAV-hα-Syn mice. n = 7, 8, 7, and 9 for 
male AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-GFP, and USP14+/− 
+ AAV-hα-Syn mice, respectively; n = 8, 7, 9, and 8 for female AAV-
GFP, AAV-hα-Syn, USP14+/− + AAV-GFP, and USP14+/− + AAV-hα-
Syn mice, respectively. Scale bar, 50 μm. Magnified images are shown 
on the right. Scale bar, 5 μm. Results are expressed as mean ± SEM. 
**p < 0.01 vs. AAV-GFP; ##p < 0.01, #p < 0.05 vs. AAV-hα-Syn. Statis-
tical significance was determined using one-way ANOVA and Tukey’s 
test for post hoc comparisons
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phosphorylated α-synuclein, but not human α-synuclein, 
expression in hα-Syn fibril-treated BV2 cells (Fig.  10a), 
which was consistent with our in vivo findings. Further-
more, Usp14 knockdown increased the S100A8/A9 expres-
sions at the protein and mRNA levels (Fig.  10b and c). 
Usp14 knockdown increased the LC3 II/I ratio and Beclin 
1 expression (Fig.  10d), suggesting that autophagy was 
increased. Usp14 knockdown also suppressed NF-κB and 
IκBα phosphorylation and reduced the mRNA expressions 
of pro-inflammatory cytokines (IL-6, TNF-α, and IFN-γ) 
(Fig. 10e and f). On the other hand, hα-Syn fibril increased 
the mRNA expressions of pro-inflammatory cytokines 
(TNF-α and IFN-γ) and microglial receptors (CX3CR1 and 
CSF1R) (Supplementary Fig. 5A–C). Furthermore, Usp14 
knockdown decreased the mRNA expressions of TNF-α and 
IFN-γ (Fig. 10g). To explore whether the effects of Usp14 

effects on human α-synuclein expression (Fig. 9d). We fur-
ther confirmed these results by staining for phosphorylated 
α-synuclein in dopaminergic neurons in the SNpc (Fig. 9e 
and f). These findings suggest that the effects of Usp14 defi-
ciency on the α-synuclein pathology in AAV-hα-Syn mice 
may be mediated by S100A8/A9.

Usp14 knockdown promotes autophagy and 
diminishes NF-κB activation in microglial BV2 cells

Considering that USP14 negatively regulates autophagy 
and positively drives NF-κB activation [31, 32], consistent 
with our observation, we tested the hypothesis in microg-
lial BV2 cells by interfering Usp14 expression (Supple-
mentary Fig. 4a and b; the second one was selected as the 
most efficient sequence). Usp14 knockdown decreased the 

Fig. 9  Pharmacological inhibition of S100A8/A9 reversed α-synuclein 
deposition in female USP14+/−+ AAV-h α-Syn-injected mice. (a and 
b) Immunostaining and quantification of S100A9 intensity in the 
SNpc of male and female AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-
hα-Syn, and USP14+/− + AAV-hα-Syn + paquinimod mice. n = 9, 8, 
8, and 8 for male AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-hα-Syn, 
and USP14+/− + AAV-hα-Syn + paquinimod mice, respectively; n = 7, 
7, 7, and 8 for female AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-hα-
Syn, and USP14+/− + AAV-hα-Syn + paquinimod mice, respectively. 
Scale bar, 30  μm. (c and d) Representative blots and quantification 
showing the expressions of USP14, hα-Syn, and p-α-Syn (Ser129) 
in the SN of male and female AAV-GFP, AAV-hα-Syn, USP14+/− + 
AAV-hα-Syn, and USP14+/− + AAV-hα-Syn + paquinimod mice, 

respectively. n = 3 per group. (e and f) Immunostaining and quantifica-
tion of the p-α-Syn intensity in the TH-positive cells in the SNpc of 
male and female AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-hα-Syn, 
and USP14+/− + AAV-hα-Syn + paquinimod mice. N = 7, 7, 8, and 
7 for male AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-hα-Syn, and 
USP14+/− + AAV-hα-Syn + paquinimod mice, respectively; n = 6, 7, 7, 
and 7 for female AAV-GFP, AAV-hα-Syn, USP14+/− + AAV-hα-Syn, 
and USP14+/− + AAV-hα-Syn + paquinimod mice, respectively. Scale 
bar, 50 μm. Magnified images are shown on the right. Scale bar, 7 μm. 
Results are expressed as mean ± SEM. **p < 0.01, *p < 0.05 vs. AAV-
GFP; ##p < 0.01, #p < 0.05 vs. AAV-hα-Syn; &&p < 0.01, &p < 0.05 vs. 
USP14+/− + AAV-hα-Syn. Statistical significance was determined 
using one-way ANOVA and Tukey’s test for post hoc comparisons
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and α-synuclein (Supplementary Fig. 7a–h). In addition, we 
did not detect α-synuclein ubiquitination or an interaction 
between USP14 and α-synuclein in hα-Syn fibril-treated 
BV2 cells (Supplementary Fig. 8).

knockdown are mediated by S100A8/A9, we administered 
paquinimod in vitro (Supplementary Fig.  6). Paquinimod 
attenuated the effects of Usp14 knockdown on increasing 
the LC3II/I ratio and Beclin 1 expression, as well as inhibit-
ing NF-κB activation (Fig. 10h and i). These findings sug-
gest that the effects of Usp14 knockdown on autophagy and 
NF-κB in BV2 cells are mediated by S100A8/A9.

There were no significant differences in CSF S100A8/A9 
levels between controls and PD patients. Furthermore, we 
did not observe any correlation between CSF S100A8/A9 

Fig. 10  Usp14 knockdown increases autophagy and inhibits NF-κB 
activation in microglial BV2 cells. (a) Representative blots and quan-
tification showing the expression of hα-Syn and p-α-Syn (Ser129) after 
Usp14 knockdown in hα-Syn fibril-treated BV2 cells. n = 3 per group. 
(b and c) Protein and mRNA expressions of S100a8 and S100a9 after 
Usp14 knockdown in BV2 cells. n = 3 per group. (d and e) Representa-
tive blots and quantification showing the expressions of Beclin1, LC3 
II/I, p-NF-κB, NF-κB, p-IκBα, and IκBα after Usp14 knockdown in 
BV2 cells. n = 3 per group. (f) Il1b, Il6, Tnfa, and Ifng mRNA expres-
sion levels after Usp14 knockdown in BV2 cells. n = 3 per group. 

(g) Tnfa and Ifng mRNA expression levels after Usp14 knockdown 
in hα-Syn fibril-treated BV2 cells. n = 3 per group. (h and i) Repre-
sentative blots and quantification showing the expressions of Beclin1, 
LC3 II/I, p-NF-κB, and NF-κB in Usp14 siRNA-treated BV2 cells 
with or without paquinimod. n = 3 per group. Results are expressed 
as mean ± SEM. **p < 0.01, *p < 0.05 vs. NC siRNA; ##p < 0.01 vs. 
NC siRNA + hα-Syn fibril or USP14 siRNA. Statistical significance 
was determined using Student’s t-test (b–f) and one-way ANOVA with 
Tukey’s test for post hoc comparisons (a, g–i)
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the effects of Usp14 deficiency on α-synuclein clearance. 
Our study reveals a novel relationship between S100A8/A9 
and DUBs in neurodegenerative diseases.

Finally, we found that Usp14 inactivation reduced the pro-
inflammatory response. Previously, USP14 was reported to 
mediate IκBα degradation and thus induce NF-κB activation 
[32]. USP14 inhibition suppressed the inflammatory reac-
tion [45, 46]. As a potential downstream target of USP14 
inhibition, S100A8/A9 usually triggers inflammation [47, 
48] but also exerts anti-inflammatory effects by induc-
ing IL-10 production, suppressing NF-κB activation, and 
reducing intracellular calcium signaling in immune cells 
[49–51]. In the present study, we found that Usp14 knock-
down suppressed NF-κB activation and reduced microglial 
activation and pro-inflammatory cytokine release in female 
A53T-Tg and AAV-hα-Syn mice. These neuroprotective 
effects were positively correlated with S100aA/A9 upregu-
lation, whereas S100A8/A9 abolished the anti-inflamma-
tory effects of Usp14 knockdown. Our findings suggest that 
Usp14 inactivation may promote microglial shift from the 
deleterious M1 phenotype to the neuroprotective M2 phe-
notype, leading to α-synuclein phagocytosis and an anti-
inflammatory response. Next, we investigated how Usp14 
inactivation aggravates α-synuclein pathology and the pro-
inflammatory response in male AAV-hα-Syn mice. Usp14 
inactivation increases S100A8/A9 deposition in male AAV-
hα-Syn mice, although its level was much lower than that 
in female mice. We hypothesize that the higher S100A8/A9 
expression can induce autophagy and exert anti-inflamma-
tory effects. Furthermore, estrogen may play a role in deter-
mining the effects of Usp14 deficiency.

Our results demonstrated a dual relationship between 
CSF USP14 and α-synuclein levels in PD patients. Usp14 
deficiency improved the behavioral abnormities and patho-
logical α-synuclein deposition in female A53T-Tg and AAV-
hα-Syn mice. Furthermore, Usp14 inactivation attenuates 
the pro-inflammatory response in female AAV-hα-Syn mice. 
We also found that S100A8/A9 may be the downstream tar-
get of Usp14 deficiency. Based on our findings, USP14 may 
represent a promising therapeutic target for PD.

Materials and methods

Patient characteristics

CSF samples were collected from 41 PD patients (mean 
age: 66.23 ± 7.42 years; 17 males and 24 females) and 41 
healthy controls (mean age: 54.88 ± 13.69 years; 21 males 
and 20 females). The participants were recruited from the 
First Affiliated Hospital of Guangzhou Medical University. 
PD was diagnosed according to the UK Parkinson’s Disease 

Discussion

Previous studies have demonstrated that USP14 regulates 
neuronal survival, mitophagy, neuroinflammation, learning, 
memory, and neuromuscular junction structure and function 
[20–25, 33]. The effects of USP14 inhibition on aggregates, 
such as tau and huntingtin, in neurodegenerative diseases 
are controversial [19, 34, 35]. In this study, our findings 
regarding the effects of USP14 on α-synuclein in PD pro-
vides several insights.

First, CSF USP14 may be a promising indicator for PD. 
Recent accumulating evidence reveals that intact 20 S pro-
teasomes in the circulatory system (c-proteasomes) and 
related plasma proteins represent pathophysiological condi-
tions [36]. USP14 is associated with 19 S and 26 S protea-
somes [14, 37], and it is conjugated with Ub, leading to 20 S 
proteasome gate opening [17], suggesting that USP14 may 
be involved in the production of c-proteasomes. In the pres-
ent study, we detected decreased CSF USP14 expression in 
PD patients, particularly females. Furthermore, we found 
opposite relationships between CSF USP14 and α-synuclein 
expressions in male and female PD patients. Our results 
from USP14+/− mice crossed with A53T-Tg or AAV-hα-Syn 
administration demonstrated that α-synuclein regulation by 
USP14 inactivation may be affected by gender, possibly due 
to the effects of hormones, such as estrogen. Conversely, 
we could not exclude the possibility of release of USP14 
enzyme by damaged neural cells, such as neurons and 
microglia. Further studies are needed to examine the effects 
of circulating USP14.

Second, we evaluated the effects of Usp14 inactivation 
on α-synuclein pathology. Proteasome activation was asso-
ciated with USP14 inhibition, which clears the tau oligo-
mer [19]. Furthermore, USP14 inactivation also induces 
autophagy by inhibiting K63 ubiquitination of Beclin 1, a 
key autophagy molecule [23, 38, 39]. In line with a previ-
ous study, we also found that Usp14 knockdown increased 
Beclin 1 expression and autophagy, which may explain the 
observed clearance of α-synuclein deposition in female 
USP14+/−; A53T-Tg and USP14+/− + AAV-hα-Syn mice. 
Mechanistically, we found that the effects of Usp14 inac-
tivation are mediated by S100A8/A9. S100A8 and S100A9 
exist as heterodimers and are expressed in neutrophils and 
monocytes. S100A8/A9 activation in the brain can induce 
microglial activation [30, 40] and induce autophagy [41, 
42]. Similar to our previous study and other studies, microg-
lia can engulf the α-synuclein released by neurons by induc-
ing microglial autophagy [43, 44]. We hypothesize that, 
under Usp14 deficiency, S100A8/A9 promotes microglial 
phagocytosis of α-synuclein, thereby improving the behav-
ioral abnormalities in female A53T-Tg and AAV-hα-Syn 
mice. Pharmacological inhibition of S100A8/A9 diminishes 
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BV2 cell culture and treatment

BV2 cells were procured from the American Type Culture 
Collection (Manassas, VA, ATCC) and were cultivated in 
DMEM (Gibco, C11995500BT) medium supplemented with 
10% fetal bovine serum (Invitrogen, Carlsbad, CA, USA) 
at 37 °C under 5% CO2 in an incubator. Small interfering 
RNA (siRNA) targeting the Usp14 sequence (siRNA1, 5′-​G​
G​A​G​A​A​G​T​T​T​G​A​A​G​G​T​G​T​A-3′; siRNA2, 5′- ​C​A​A​G​A​T​
G​A​A​T​G​G​A​T​C​A​A​A​T-3′; siRNA3, 5′- ​G​A​A​G​A​G​G​T​C​A​C​C​
A​A​A​G​G​A​A-3′) were custom-designed and synthesized by 
RioBio (Guangzhou, China). A negative-control siRNA was 
also provided by RioBio. The transfection procedure was 
similar to that described in our previous study [53]. Briefly, 
the siRNA (100 nM) was diluted and incubated with ribo-
FECT CP Reagent (RioBio) for 15 min at room temperature 
(RT). Subsequently, the mixture was added to the culture 
medium and incubated with BV2 cells. To detect the effects 
of Usp14 knockdown on α‑synuclein pathology, BV2 cells 
were transfected with USP14 siRNA for 48–72 h, and 5 µg/
mL human α‑synuclein preformed fibrils was added dur-
ing the final 24 h, as stated previously [44]. To examine the 
effects of S100A8/A9 inhibition after USP14 siRNA trans-
fection, BV2 cells were treated with 50 µM paquinimod for 
the final 24 h. Then, the RNA and protein extracted from 
cellular samples were collected for RT-qPCR and Western 
blot analysis.

Animals

Heterozygous USP14 knockout (USP14+/−) mice with a 
C57BL/6J genetic background generously provided by 
professor Jinbao Liu from Guangzhou Medical Univer-
sity. USP14+/− mice were crossed with wild-type (WT) 
C57BL/6J mice, and the genotypes of the offspring were 
identified using PCR (primers: F 5’-​T​C​C​C​A​A​A​A​T​A​A​A​
T​G​T​A​A​A​G​T​C​A​A​T and R 5’- ​A​A​G​G​T​G​G​G​T​A​G​A​G​A​A​
A​A​T​A​A​A​A​G​T). hSNCA*A53T-Tg mice (also known as 
A53T α-Syn mice) were obtained from the Shanghai Model 
Organisms Center, Inc. (Shanghai, China). Crossbreeding 
between USP14+/− and A53T transgenic mice resulted in 
four genetic combinations: WT, A53T-Tg, USP14+/−, and 
USP14+/−; A53T-Tg mice, which were further categorized 
in male and female subgroups. Adult (8-week-old) male 
and female C57BL/6J mice used for AAV-hα-Syn injection 
were procured from SPF Biotechnology Co., Ltd. (Beijing, 
China). The distribution of mice in each group was random 
and blinded, with age and sex being matched. Mice were 
housed in groups of 4–5 per cage under controlled condi-
tions: a 12/12-h light/dark cycle, temperature of 22 ± 1 °C, 
and relative humidity of 60 ± 5%, with ad libitum access to 
food and water. The animal experiments were conducted in 

Society Brain Bank clinical criteria [52]. The study protocol 
was approved by the Ethics Committee of the First Affili-
ated Hospital of Guangzhou Medical University. Written 
informed consent was obtained from all participants. Con-
trols were matched with patients in terms of age and gender.

Reagents

Anti-TH (F-11, sc-25,269) antibodies were purchased 
from Santa Cruz Biotechnology (Dallas, TX, USA). Anti-
USP14 (#11,931), NF-κB p65 (#8242), Phospho-NF-κB 
p65 (Ser536) (#3033), S100A8 (#47,310), and S100A9 
(#73,425) antibodies were purchased from Cell Signaling 
Technology (Danvers, MA, USA). Anti-human α-synuclein 
(ab138501), phospho-α-synuclein (Ser129) (ab51253), 
microtubule associated protein-1 light chain 3 (LC3) 
II/I (ab48394), CD68 (ab53444), phospho-IκBα (S36) 
(ab133462), and IκBα (ab32518) antibodies were purchased 
from Abcam (Cambridge, MA, USA). Anti-Beclin 1 (11306-
1-AP) and GAPDH (60,004 − 1) antibodies were purchased 
from Proteintech Group (Rosemont, IL, USA). Anti-Iba1 
(019 − 19,741) antibody was purchased from FUJIFILM 
Wako (Osaka, Japan). Paquinimod (HY-100,442) was pur-
chased from MedChemExpress (Shanghai, China). DyLight 
488 goat IgG (H + L) (70-GAM4882 and 70-GAR4882) 
and DyLight 649 goat IgG (H + L) (GAM649 and GAR649) 
antibodies were purchased from Multi Sciences (Hangzhou, 
China). Anti-rabbit IgG (H + L) (Alexa Fluor® 555 Conju-
gate, #4413S) and mouse IgG (H + L) (Alexa Fluor® 555 
Conjugate, #4409S) antibodies were purchased from Cell 
Signaling Technology (Danvers, MA, USA). QuickBlock™ 
Blocking Buffer for Immunol Staining (P0260), Antifade 
Mounting Medium with DAPI (P0131), QuickBlock™ 
Blocking Buffer for Western Blot (P0252), and HRP-labeled 
Goat IgG (H + L) (anti-mouse, A0216; anti-rabbit, A0208) 
were purchased from Beyotime Biotechnology (Shanghai, 
China). α-synuclein enzyme-linked immunosorbent assay 
(ELISA) kits were purchased from Biolegend (San Diego, 
CA, USA). USP14 and S100a8/a9 ELISA kits were pur-
chased from Enzyme-linked Biotechnology (Shanghai, 
China).

ELISA

The CSF levels of α-synuclein, USP14, and S100A8/A9 
were examined using ELISA kits according to the manu-
facturer’s protocols, as described previously [53]. Optical 
density values were determined using a Multiscan Spec-
trum (PerkinElmer, MA, USA) at 450 nm, and the results 
are expressed as pg/mL or ng/mL.
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Rotarod test

Rotarod test was performed similar to a previous study 
[44]. Before the test, mice underwent a 3-day training on a 
Rotarod apparatus (Ugo Basile SRL, Gemonio, VA, Italy) 
at a constant speed of 10 rpm. On day 4, mice were placed 
on the Rotarod, and the speed was gradually increased from 
4 rpm to 40 rpm within 5 min. The duration spent by each 
mouse on the rotating rod before falling was accurately 
recorded. Trials were terminated if a mouse fell off the rod 
or clung to the apparatus for two full rotations without walk-
ing or running. Each mouse was subjected to three trials, 
and the mean duration was recorded.

Western blot

Brain tissues and cultured cells were lysed using a RIPA buf-
fer containing 1 mM PMSF (Beyotime, Shanghai, China). 
The lysates were homogenized using ultrasonication and 
then centrifuged to collect the supernatant. Protein concen-
trations in the supernatant were quantified using the BCA 
Protein Quantification Kit (Beyotime, Shanghai, China). 
The lysates were separated via SDS-PAGE and subse-
quently transferred onto PVDF membranes. The membranes 
were blocked at RT for 30 min, followed by incubation with 
primary antibodies overnight at 4 °C and HRP-conjugated 
secondary antibodies for 1 h at RT. Protein bands were visu-
alized using an enhanced chemiluminescence system with a 
luminol reagent (Beyotime, Shanghai, China). The chemi-
luminescent signals were captured using the GeneGnome 
XRQ Chemiluminescence system (Gene Company, Hong 
Kong, China) and measured using ImageJ software.

Quantitative polymerase chain reaction (qPCR)

The qPCR was performed as described previously [54]. 
Total RNA was extracted from cultured cells and SN tissues 
using TRIzol reagent (Invitrogen, San Diego, CA, USA). 
cDNA synthesis was performed using the cDNA Reverse 
Transcription Kit (Takara, Otsu, Japan). The qPCR was con-
ducted using the Applied Biosystems 7500 Real-Time PCR 
System (Thermo Fisher Scientific, USA) with the following 
thermal cycling parameters: initial denaturation at 95 °C for 
5 s, annealing at 55 °C for 30 s, and extension at 72 °C for 
30 s. This cycle was repeated for 40 cycles to amplify the 
target sequences. TB Green Premix Ex Taq (Takara, Shiga, 
Japan) was used for the qPCR reactions, ensuring high 
sensitivity and specificity. Data were derived from three 
independent experiments, each with triplicate samples. The 
2−ΔΔCT method was used for data analysis, with Gapdh serv-
ing as the reference gene for normalization. Supplementary 

accordance with the National Institutes of Health Guide for 
the Care and Use of Laboratory Animals (NIH Publications 
No. 8023, revised 1978) and were approved by the Insti-
tutional Animal Care and Use Committee of Guangzhou 
Medical University.

AAV‑hα‑Syn virus injection and drug treatment

Male and female WT and USP14+/− mice were stereotac-
tically injected with AAV‑hα‑Syn virus in bilateral SNpc 
(Bregma: AP, − 3.0 mm; ML, ± 1.3 mm; DV, − 4.7 mm) as 
reported previously [44]. Behavioral tests were performed 
after 8 weeks. To investigate the effects of S100A8/A9 inhi-
bition on α-synuclein pathology, paquinimod (10  mg/kg) 
was administered intragastrically in AAV‑hα‑Syn-injected 
mice every other day for 1 month.

Behavioral tests

OFT

OFT was performed similar to our previous study [44]. In 
brief, mice were placed within a 40 × 40 × 40-cm rectangu-
lar plastic enclosure, segmented into peripheral and central 
zones. Mice were allowed to explore freely for 15 min, and 
the movement speed, total distance traveled, and time spent 
in the central zone were recorded using a video tracking sys-
tem (EthoVisione XT software, Beijing, China).

Grasping test

Grasping test was performed as described previously [44]. A 
horizontal stainless-steel wire with a diameter of 1 mm was 
suspended 30  cm above the ground. Mice were carefully 
placed so that their forepaws gripped the wire, and their 
grasping ability was observed for 10 s. Scores were assigned 
depending on whether the mice successfully grasped with 
both hind legs (3 points) or one hind leg (2 points), failed to 
grasp with either hind leg (1 point), or fell (0 points). Mice 
underwent three trials, and the average score was recorded.

Pole climbing test

Pole climbing test was performed as described previously 
[44]. Prior to the experimental procedure, mice were placed 
in a behavioral room for acclimatization for 30  min. The 
test involved a metal pole, with a diameter of 9  mm and 
length of 75 cm, wrapped in bandage gauze to enhance grip. 
Mice were gently positioned 7.5 cm away from the top of 
the pole. The time taken for each mouse to descend to the 
bottom was carefully recorded, with a maximum duration 
limit of 60 s for each trial.
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HTSeq v0.6.0, and the fragments per kilobase of transcript-
per-million mapped reads for each gene were calculated, 
taking into account the gene length and read counts mapped 
to it. DEGs were identified using predefined thresholds of 
fold change > 1, false discovery rate < 0.1, and adjusted 
p < 0.05. The pathways of DEGs were analyzed using the R 
package (v 3.5.1).

Statistical analysis

Data are presented as mean ± standard error of the mean 
(SEM). Sample sizes were chosen based on the means 
and variation of preliminary data to achieve at least 80% 
power and allow for a 5% type I error. All calculations for 
sample sizes were done using an online sample size cal-
culator (https://clincalc.com/stats/samplesize.aspx). Data 
were analyzed using Student’s t-test, one-way analysis of 
variance followed by Tukey’s post hoc test, as appropriate. 
Differences with a p-value < 0.05 were considered statisti-
cally significant. Statistical analyses were performed using 
GraphPad Prism 9.0 (GraphPad Software, La Jolla, CA, 
USA). P-values are represented as *p < 0.05 and **p < 0.01.
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Immunohistochemistry and immunofluorescence assays

The mouse brain was fixed in 4% paraformaldehyde and 
dehydrated in 20–30% sucrose buffer for 3 days. The brains 
were embedded in OCT (Solarbio, Beijing, China) and 
then coronally sectioned at a thickness of 30  μm using a 
Leica cryostat. For immunohistochemical staining, Ultra-
Sensitive™ SP (mouse/rabbit) IHC Kit (MXB KIT-9720, 
Fuzhou, China) was employed, involving DAB staining 
and subsequent dehydration and clearing. Imaging was con-
ducted by scanning the slices using an optical microscope 
(CS2, Leica Microsystems, Germany). For immunofluores-
cence experiments, brain slices or fixed-cultured cells were 
blocked to prevent non-specific binding and then incubated 
overnight at 4  °C with primary antibodies, followed by 
incubation with fluorescently labeled secondary antibodies 
at RT for 1 h. The nuclei were counterstained with DAPI for 
visualization. The slides were imaged using a laser scanning 
confocal microscope (SP8, Leica Microsystems, Germany). 
The fluorescence intensity in these images was quantified 
using ImageJ software.

Transmission electron microscopy (TEM)

The ultrastructural morphology of synaptic vesicles in the 
SN tissue was analyzed using TEM, as stated previously 
[55]. Following euthanasia of mice, the SN was promptly 
extracted and immersed in the TEM fixative at RT away 
from light for 2 h. Subsequently, the specimens were pre-
served at 4 °C. The samples were washed three times with 
0.1 M phosphate buffer (pH 7.4), sequentially dehydrated in 
an ascending ethanol gradient, incubated in 100% acetone 
for penetration, and embedded in epoxy resin (812 embed-
ding agent) for final embedding. Ultra-thin Sects.  (60–
80  nm) were obtained using a Leica ultramicrotome and 
stained with uranyl acetate and lead citrate. Finally, images 
of synaptic vesicles were captured and subjected to further 
analysis using a TEM (HT7700, Hitachi, Tokyo, Japan).

RNA-seq

RNA-seq was performed as described previously [54]. In 
brief, RNA was extracted from SN using TRIzol (Invitro-
gen, Carlsbad, CA, USA). Subsequently, cDNA libraries 
were generated using the NEBNext® Ultra™ RNA Library 
Prep Kit for Illumina®, and these libraries were sequenced 
using a HiSeq 2500 instrument platform (San Diego, CA, 
USA). Novogene Inc. (Beijing, China) performed the 
sequencing process. Read counts were determined using 

1 3

  232   Page 16 of 18

https://clincalc.com/stats/samplesize.aspx
https://doi.org/10.1007/s00018-024-05246-8
https://doi.org/10.1007/s00018-024-05246-8


Usp14 deficiency removes α-synuclein by regulating S100A8/A9 in Parkinson’s disease

alpha-synuclein in familial and sporadic Lewy body disease. J 
Biol Chem 281(40):29739–29752

10.	 Leroy E, Boyer R, Auburger G, Leube B, Ulm G, Mezey E, Harta 
G, Brownstein MJ, Jonnalagada S, Chernova T, Dehejia A, Lave-
dan C, Gasser T, Steinbach PJ, Wilkinson KD, Polymeropoulos 
MH (1998) The ubiquitin pathway in Parkinson’s disease. Nature 
395(6701):451–452

11.	 Maraganore DM, Lesnick TG, Elbaz A, Chartier-Harlin MC, 
Gasser T, Kruger R, Hattori N, Mellick GD, Quattrone A, Satoh J, 
Toda T, Wang J, Ioannidis JP, de Andrade M, Rocca WA, Consor-
tium UGG (2004) UCHL1 is a Parkinson’s disease susceptibility 
gene. Ann Neurol 55(4) 512 – 21.

12.	 Ham SJ, Lee D, Xu WJ, Cho E, Choi S, Min S, Park S, Chung J 
(2021) Loss of UCHL1 rescues the defects related to Parkinson’s 
disease by suppressing glycolysis. Sci Adv 7(28)

13.	 Kumar R, Jangir DK, Verma G, Shekhar S, Hanpude P, Kumar S, 
Kumari R, Singh N, Sarovar Bhavesh N, Ranjan Jana N (2017) 
Kanti Maiti, S-nitrosylation of UCHL1 induces its structural 
instability and promotes alpha-synuclein aggregation. Sci Rep 
7:44558

14.	 Zhang S, Zou S, Yin D, Zhao L, Finley D, Wu Z, Mao Y (2022) 
USP14-regulated allostery of the human proteasome by time-
resolved cryo-EM. Nature 605(7910):567–574

15.	 Lee BH, Lu Y, Prado MA, Shi Y, Tian G, Sun S, Elsasser S, Gygi 
SP, King RW, Finley D (2016) USP14 deubiquitinates protea-
some-bound substrates that are ubiquitinated at multiple sites. 
Nature 532(7599):398–401

16.	 Lee BH, Lee MJ, Park S, Oh DC, Elsasser S, Chen PC, Gartner 
C, Dimova N, Hanna J, Gygi SP, Wilson SM, King RW, Finley D 
(2010) Enhancement of proteasome activity by a small-molecule 
inhibitor of USP14. Nature 467(7312):179–184

17.	 Peth A, Besche HC, Goldberg AL (2009) Ubiquitinated proteins 
activate the proteasome by binding to Usp14/Ubp6, which causes 
20S gate opening. Mol Cell 36(5):794–804

18.	 Xia X, Huang C, Liao Y, Liu Y, He J, Guo Z, Jiang L, Wang X, 
Liu J, Huang H (2019) Inhibition of USP14 enhances the sensitiv-
ity of breast cancer to enzalutamide. J Experimental Clin cancer 
Research: CR 38(1):220

19.	 Kim E, Park S, Lee JH, Mun JY, Choi WH, Yun Y, Lee J, Kim JH, 
Kang MJ, Lee MJ (2018) Dual function of USP14 deubiquitinase 
in Cellular Proteasomal Activity and Autophagic Flux. Cell Rep 
24(3):732–743

20.	 Doeppner TR, Doehring M, Bretschneider E, Zechariah A, Kalt-
wasser B, Muller B, Koch JC, Bahr M, Hermann DM, Michel U 
(2013) MicroRNA-124 protects against focal cerebral ischemia 
via mechanisms involving Usp14-dependent REST degradation. 
Acta Neuropathol 126(2):251–265

21.	 Song Y, Li Z, He T, Qu M, Jiang L, Li W, Shi X, Pan J, Zhang L, 
Wang Y, Zhang Z, Tang Y, Yang GY (2019) M2 microglia-derived 
exosomes protect the mouse brain from ischemia-reperfusion 
injury via exosomal miR-124. Theranostics 9(10):2910–2923

22.	 Min JW, Lu L, Freeling JL, Martin DS, Wang H (2017) USP14 
inhibitor attenuates cerebral ischemia/reperfusion-induced neuro-
nal injury in mice. J Neurochem 140(5):826–833

23.	 Lin C, Li L, Xu Q, Xu S, Tang C (2023) Yap1-Usp14 Axis inhibits 
neuronal Mitophagy during neonatal hypoxia-ischemia encepha-
lopathy by regulation of Beclin-1 ubiquitination in mouse. Mol 
Neurobiol 60(8):4273–4287

24.	 Vaden JH, Bhattacharyya BJ, Chen PC, Watson JA, Marshall AG, 
Phillips SE, Wilson JA, King GD, Miller RJ, Wilson SM (2015) 
Ubiquitin-specific protease 14 regulates c-Jun N-terminal kinase 
signaling at the neuromuscular junction. Mol Neurodegeneration 
10:3

25.	 Hou W, Yao J, Liu J, Lin X, Wei J, Yin X, Huang H, Chen X, 
Yang GY, He X (2023) USP14 inhibition promotes recovery by 

and were approved by the Institutional Animal Care and Use Commit-
tee of Guangzhou Medical University.

Consent for publication  The authors consent to publishing this work.

Competing interests  The authors declare no competing interests.

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 licence, and indicate 
if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless 
indicated otherwise in a credit line to the material. If material is not 
included in the article’s Creative Commons licence 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 licence, visit http://creativecommons.
org/licenses/by/4.0/.

References

1.	 Kalia LV, Lang AE (2015) Parkinson’s disease. Lancet 
386(9996):896–912

2.	 Singleton AB, Farrer M, Johnson J, Singleton A, Hague S, 
Kachergus J, Hulihan M, Peuralinna T, Dutra A, Nussbaum R, 
Lincoln S, Crawley A, Hanson M, Maraganore D, Adler C, Cook-
son MR, Muenter M, Baptista M, Miller D, Blancato J, Hardy 
J (2003) Gwinn-Hardy, alpha-synuclein locus triplication causes 
Parkinson’s disease. Science 302(5646):841

3.	 Masato A, Plotegher N, Boassa D, Bubacco L (2019) Impaired 
dopamine metabolism in Parkinson’s disease pathogenesis. Mol 
Neurodegeneration 14(1):35

4.	 Polymeropoulos MH, Lavedan C, Leroy E, Ide SE, Dehejia 
A, Dutra A, Pike B, Root H, Rubenstein J, Boyer R, Stenroos 
ES, Chandrasekharappa S, Athanassiadou A, Papapetropou-
los T, Johnson WG, Lazzarini AM, Duvoisin RC, Di Iorio G, 
Golbe LI, Nussbaum RL (1997) Mutation in the alpha-synuclein 
gene identified in families with Parkinson’s disease. Science 
276(5321):2045–2047

5.	 Conway KA, Harper JD, Lansbury PT (1998) Accelerated in vitro 
fibril formation by a mutant alpha-synuclein linked to early-onset 
Parkinson disease. Nat Med 4(11):1318–1320

6.	 Liu H, Koros C, Strohaker T, Schulte C, Bozi M, Varvaresos S, 
Ibanez de Opakua A, Simitsi AM, Bougea A, Voumvourakis K, 
Maniati M, Papageorgiou SG, Hauser AK, Becker S, Zweckstet-
ter M, Stefanis L, Gasser T (2021) A novel SNCA A30G mutation 
causes familial Parkinson’s Disease. Mov Disorders: Official J 
Mov Disorder Soc 36(7):1624–1633

7.	 Kulkarni A, Preeti K, Tryphena KP, Srivastava S, Singh SB, 
Khatri DK (2023) Proteostasis in Parkinson’s disease: recent 
development and possible implication in diagnosis and therapeu-
tics. Ageing Res Rev 84:101816

8.	 Tofaris GK, Kim HT, Hourez R, Jung JW, Kim KP, Goldberg AL 
(2011) Ubiquitin ligase Nedd4 promotes alpha-synuclein degra-
dation by the endosomal-lysosomal pathway. Proc Natl Acad Sci 
USA 108(41):17004–17009

9.	 Anderson JP, Walker DE, Goldstein JM, de Laat R, Banducci 
K, Caccavello RJ, Barbour R, Huang J, Kling K, Lee M, Diep 
L, Keim PS, Shen X, Chataway T, Schlossmacher MG, Seubert 
P, Schenk D, Sinha S, Gai WP (2006) Chilcote, phosphoryla-
tion of Ser-129 is the dominant pathological modification of 

1 3

Page 17 of 18    232 

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/


L. Ding et al.

41.	 Ghavami S, Eshragi M, Ande SR, Chazin WJ, Klonisch T, 
Halayko AJ, McNeill KD, Hashemi M, Kerkhoff C, Los M (2010) 
S100A8/A9 induces autophagy and apoptosis via ROS-mediated 
cross-talk between mitochondria and lysosomes that involves 
BNIP3. Cell Res 20(3):314–331

42.	 Yi W, Zhu R, Hou X, Wu F, Feng R (2022) Integrated Analysis 
reveals S100a8/a9 regulates autophagy and apoptosis through the 
MAPK and PI3K-AKT signaling pathway in the early stage of 
myocardial infarction. Cells 11(12)

43.	 Choi I, Zhang Y, Seegobin SP, Pruvost M, Wang Q, Purtell K, 
Zhang B, Yue Z (2020) Microglia clear neuron-released alpha-
synuclein via selective autophagy and prevent neurodegenera-
tion. Nat Commun 11(1):1386

44.	 Zhang W, Ding L, Zhang M, Zheng S, Ma R, Gong J, Mao H, Xu 
H, Xu P, Zhang Y (2023) Dietary intake of alpha-ketoglutarate 
ameliorates alpha-synuclein pathology in mouse models of Par-
kinson’s disease. Cell Mol Life Sci 80(6):155

45.	 Liu N, Kong T, Chen X, Hu H, Gu H, Liu S, Chen X, Yang Q, 
Li A, Xiong X, Zhang Z (2017) Ubiquitin-specific protease 14 
regulates LPS-induced inflammation by increasing ERK1/2 
phosphorylation and NF-kappaB activation. Mol Cell Biochem 
431(1–2):87–96

46.	 Chen M, Zhao Z, Meng Q, Liang P, Su Z, Wu Y, Huang J, Cui 
J (2020) TRIM14 promotes noncanonical NF-kappaB activation 
by modulating p100/p52 Stability via Selective Autophagy. Adv 
Sci 7(1):1901261

47.	 Tousif S, Singh AP, Umbarkar P, Galindo C, Wheeler N, Toro 
Cora A, Zhang Q, Prabhu SD, Lal H (2023) Ponatinib drives car-
diotoxicity by S100A8/A9-NLRP3-IL-1beta mediated inflamma-
tion. Circul Res 132(3):267–289

48.	 Mantelmacher FD, Zvibel I, Cohen K, Epshtein A, Pasmanik-
Chor M, Vogl T, Kuperman Y, Weiss S, Drucker DJ, Varol C, 
Fishman S (2019) GIP regulates inflammation and body weight 
by restraining myeloid-cell-derived S100A8/A9. Nat Metabolism 
1(1):58–69

49.	 Hiroshima Y, Hsu K, Tedla N, Chung YM, Chow S, Herbert C, 
Geczy CL (2014) S100A8 induces IL-10 and protects against 
acute lung injury. J Immunol 192(6):2800–2811

50.	 Zhao J, Endoh I, Hsu K, Tedla N, Endoh Y, Geczy CL (2011) 
S100A8 modulates mast cell function and suppresses eosin-
ophil migration in acute asthma. Antioxid Redox Signal 
14(9):1589–1600

51.	 De Lorenzo BH, Godoy LC, Novaes e Brito RR, Pagano RL, 
Amorim-Dias MA, Grosso DM, Lopes JD, Mariano M (2010) 
Macrophage suppression following phagocytosis of apoptotic 
neutrophils is mediated by the S100A9 calcium-binding protein. 
Immunobiology 215(5):341–347

52.	 Hughes AJ, Daniel SE, Kilford L, Lees AJ (1992) Accuracy of 
clinical diagnosis of idiopathic Parkinson’s disease: a clinico-
pathological study of 100 cases. J Neurol Neurosurg Psychiatry 
55(3):181–184

53.	 Zhang W, Ding L, Chen H, Zhang M, Ma R, Zheng S, Gong 
J, Zhang Z, Xu H, Xu P, Zhang Y (2023) Cntnap4 partial defi-
ciency exacerbates alpha-synuclein pathology through astrocyte-
microglia C3-C3aR pathway. Cell Death Dis 14(4):285

54.	 Zhang M, Chen H, Zhang W, Liu Y, Ding L, Gong J, Ma R, Zheng 
S, Zhang Y (2023) Biomimetic remodeling of Microglial Ribofla-
vin Metabolism ameliorates cognitive impairment by modulating 
Neuroinflammation. Adv Sci 10(12):e2300180

55.	 Zhang W, Chen H, Ding L, Gong J, Zhang M, Guo W, Xu P, Li 
S, Zhang Y (2021) Trojan horse delivery of 4,4’-Dimethoxychal-
cone for Parkinsonian Neuroprotection. Adv Sci 8(9):2004555

Publisher’s Note  Springer Nature remains neutral with regard to juris-
dictional claims in published maps and institutional affiliations. 

protecting BBB integrity and attenuating neuroinflammation in 
MCAO mice. CNS Neurosci Ther 29(11):3612–3623

26.	 Chakraborty J, von Stockum S, Marchesan E, Caicci F, Ferrari 
V, Rakovic A, Klein C, Antonini A, Bubacco L, Ziviani E (2018) 
USP14 inhibition corrects an in vivo model of impaired mitoph-
agy. EMBO Mol Med 10(11)

27.	 Nakashima A, Ohnuma S, Kodani Y, Kaneko YS, Nagasaki H, 
Nagatsu T, Ota A (2016) Inhibition of deubiquitinating activity of 
USP14 decreases tyrosine hydroxylase phosphorylated at Ser19 
in PC12D cells, biochemical and biophysical research communi-
cations. 472(4):598–602

28.	 Tokuda T, Salem SA, Allsop D, Mizuno T, Nakagawa M, 
Qureshi MM, Locascio JJ, Schlossmacher MG (2006) El-Agnaf, 
decreased alpha-synuclein in cerebrospinal fluid of aged individ-
uals and subjects with Parkinson’s disease. Biochem Biophys Res 
Commun 349(1):162–166

29.	 Denstaedt SJ, Spencer-Segal JL, Newstead MW, Laborc K, 
Zhao AP, Hjelmaas A, Zeng X, Akil H, Standiford TJ, Singer 
BH (2018) S100A8/A9 drives neuroinflammatory priming and 
protects against anxiety-like Behavior after Sepsis. J Immunol 
200(9):3188–3200

30.	 Wu M, Xu L, Wang Y, Zhou N, Zhen F, Zhang Y, Qu X, Fan H, 
Liu S, Chen Y, Yao R (2018) S100A8/A9 induces microglia acti-
vation and promotes the apoptosis of oligodendrocyte precursor 
cells by activating the NF-kappaB signaling pathway. Brain Res 
Bull 143:234–245

31.	 Sharma A, Alswillah T, Singh K, Chatterjee P, Willard B, Venere 
M, Summers MK, Almasan A (2018) USP14 regulates DNA 
damage repair by targeting RNF168-dependent ubiquitination. 
Autophagy 14(11):1976–1990

32.	 Li M, Zhao J, Jia L (2019) USP14-mediated IkappaBalpha deg-
radation exacerbates NF-kappaB activation and IL-1beta-stimu-
lated chondrocyte dedifferentiation. Life Sci 218:147–152

33.	 Jarome TJ, Kwapis JL, Hallengren JJ, Wilson SM, Helmstet-
ter FJ (2013) The ubiquitin-specific protease 14 (USP14) is a 
critical regulator of long-term memory formation. Learn Mem 
21(1):9–13

34.	 Jin YN, Chen PC, Watson JA, Walters BJ, Phillips SE, Green K, 
Schmidt R, Wilson JA, Johnson GV, Roberson ED, Dobrunz LE, 
Wilson SM (2012) Usp14 deficiency increases tau phosphoryla-
tion without altering tau degradation or causing tau-dependent 
deficits. PLoS ONE 7(10):e47884

35.	 Kiprowska MJ, Stepanova A, Todaro DR, Galkin A, Haas A, Wil-
son SM, Figueiredo-Pereira ME (2017) Neurotoxic mechanisms 
by which the USP14 inhibitor IU1 depletes ubiquitinated proteins 
and tau in rat cerebral cortical neurons: relevance to Alzheim-
er’s disease, Biochimica et biophysica acta. Mol Basis Disease 
1863(6):1157–1170

36.	 Choi WH, Kim S, Park S, Lee MJ (2021) Concept and application 
of circulating proteasomes. Exp Mol Med 53(10):1539–1546

37.	 Liu N, Huang H, Dou QP, Liu J (2015) Inhibition of 19S pro-
teasome-associated deubiquitinases by metal-containing com-
pounds. Oncoscience 2(5):457–466

38.	 Xu D, Shan B, Sun H, Xiao J, Zhu K, Xie X, Li X, Liang W, Lu X, 
Qian L, Yuan J (2016) USP14 regulates autophagy by suppress-
ing K63 ubiquitination of beclin 1. Genes Dev 30(15):1718–1730

39.	 Min Y, Lee S, Kim MJ, Chun E, Lee KY (2017) Protease 14 
negatively regulates toll-like receptor 4-Mediated signaling and 
autophagy induction by inhibiting ubiquitination of TAK1-Bind-
ing protein 2 and Beclin 1. Front Immunol 8:1827

40.	 Gong H, Su WJ, Cao ZY, Lian YJ, Peng W, Liu YZ, Zhang Y, 
Liu LL, Wu R, Wang B, Zhang T, Wang YX, Jiang CL (2018) 
Hippocampal Mrp8/14 signaling plays a critical role in the mani-
festation of depressive-like behaviors in mice. J Neuroinflamm 
15(1):252

1 3

  232   Page 18 of 18


	﻿﻿Usp14﻿ deficiency removes α-synuclein by regulating S100A8/A9 in Parkinson’s disease
	﻿Abstract
	﻿Introduction
	﻿Results
	﻿USP14 is correlated with α-synuclein level in PD patients
	﻿﻿Usp14﻿ deficiency improves motor deficits and reduces pathological α-synuclein deposition in female A53T PD mice
	﻿﻿Usp14﻿ inactivation increased S100A8/A9 expression in female A53T-Tg mice
	﻿﻿Usp14﻿ suppression showed opposite effects on motor function and α-synuclein deposition in male and female AAV-﻿h﻿α-Syn mice
	﻿﻿Usp14﻿ loss exerts different effects on microglial activation and pro-inflammatory response in male and female AAV-﻿h﻿α-Syn mice
	﻿Differential effects of ﻿Usp14﻿ inactivation on male and female AAV-﻿h﻿α-Syn mice were mediated by S100A8/A9
	﻿﻿Usp14﻿ knockdown promotes autophagy and diminishes NF-κB activation in microglial BV2 cells

	﻿Discussion
	﻿Materials and methods
	﻿Patient characteristics
	﻿Reagents
	﻿ELISA
	﻿BV2 cell culture and treatment
	﻿Animals
	﻿AAV‑﻿h﻿α‑Syn virus injection and drug treatment
	﻿Behavioral tests
	﻿OFT
	﻿Grasping test
	﻿Pole climbing test
	﻿Rotarod test
	﻿Western blot
	﻿Quantitative polymerase chain reaction (qPCR)
	﻿Immunohistochemistry and immunofluorescence assays
	﻿Transmission electron microscopy (TEM)
	﻿RNA-seq


	﻿Statistical analysis
	﻿References


