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G3BP1 inhibits ubiquitinated 
protein aggregations induced by 
p62 and USP10
Anisimov Sergei1, Masahiko Takahashi1, Taichi Kakihana1, Yoshinori Katsuragi1, 
Hiroki Kitaura2, Lu Zhang2, Akiyoshi Kakita2 & Masahiro Fujii1

The aberrant accumulation of ubiquitinated protein aggregates in cells plays a critical role in the 
pathogenesis of several degenerative diseases, including Parkinson disease (PD) and cystic fibrosis 
(CF). In this study, we found that Ras GTPase-activating protein-binding protein 1 (G3BP1) inhibits 
ubiquitinated protein aggregations induced by p62 and USP10 in cultured cells. p62 is a ubiquitin 
receptor, and p62 and its binding partner USP10 have been shown to augment ubiquitinated protein 
aggregation. G3BP1 interacted with p62 and USP10 and inhibited p62/USP10-induced protein 
aggregation. The G3BP1 inhibition of protein aggregations targeted two aggregation-prone proteins, 
α-synuclein and CFTR-∆F508, which are causative factors of PD and CF, respectively. G3BP1 depletion 
increased the amounts of ubiquitinated α-synuclein and CFTR-∆F508 protein. A proteasome 
reporter indicated that G3BP1 depletion inhibits the proteasome activity. We herein present evidence 
that G3BP1, p62 and USP10 together control ubiquitinated protein toxicity by controlling both 
ubiquitination and aggregation. Taken together, these results suggest that G3BP1, p62 and USP10 
could be therapeutic targets for ubiquitinated protein aggregation disorders, including PD and CF.

The aberrant accumulation of ubiquitinated protein aggregates in cells is a common cause of many degenerative 
diseases, such as α-synuclein in Parkinson’s disease (PD) and CFTR-∆F508 in cystic fibrosis (CF)1–3. α-synuclein 
is a causative factor of familial and sporadic PD4. α-synuclein is aggregation-prone, and α-synuclein-associated 
PD is characterized by intracellular deposition of ubiquitinated α-synuclein aggregates as a Lewy body in neurons 
in brain lesions4,5. CF is a genetic disease caused by mutations in the cystic fibrosis transmembrane conductance 
regulator (CFTR) gene6. CFTR-∆F508 is the most frequent CFTR-causing mutant, with one amino acid dele-
tion in CFTR7. CFTR-∆F508 is also ubiquitination-prone, and ubiquitinated CFTR-∆F508 is degraded by the 
ubiquitin-proteasome system and reduces the amount of functional CFTR8. However, precisely how such cells 
control the ubiquitinated protein aggregations and how such pathogenic inclusions are formed in degenerative 
diseases remains poorly understood..
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Many ubiquitination/aggregation-prone proteins, including α-synuclein and CFTR-∆F508, share one nota-
ble characteristic: they are localized in aggresomes in cultured cells9,10. Aggresomes are large cytoplasmic pro-
tein aggregates induced by various stress inducers, such as proteasome inhibitor8,9,11. Aggresomes contain both 
ubiquitinated and non-ubiquitinated proteins, autophagy-associated proteins, chaperons and others. They are 
colocalized with lysosomes12, and many aggresome-localizing proteins are degraded by the lysosome-autophagy 
system. Aggresome formation inhibits apoptosis induced by ubiquitinated proteins13,14. Taken together, these 
results suggest that aggresomes play a protective role against ubiquitinated protein-induced damage to cells.

Ubiquitin-specific protease 10 (USP10) and p62 are key regulators of ubiquitinated protein aggregation and 
aggresome formation14. p62 is a ubiquitin receptor that interacts with ubiquitinated proteins and augments 
protein aggregation15. USP10 has two functions: to promote protein aggregation and aggresome formation14. It 
interacts with p62 and augments p62-induced protein aggregation. In addition, USP10 stimulates the transport 
of multiple p62-positive ubiquitinated protein aggregates to the perinuclear region to form one big aggregate 
(aggresome). USP10 is a deubiquitinase for several substrates16–18, but the deubiquitinase activity is dispensable 
for the protein aggregation- and aggresome-inducing activities14.
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USP10 interacts with two structurally and functionally related proteins: Ras GTPase-activating 
protein-binding protein 1 (G3BP1) and G3BP219,20. G3BP1 and G3BP2 are RNA-binding proteins and regulate 
stress granule (SG) formation, a stress-inducible RNA granule20,21. Knockdown of G3BP1 and G3BP2 in cultured 
cells prominently reduces the SG formation induced by various stress stimuli, including arsenite treatment, and 
the SG-inducing activity of G3BP1 is higher than that of G3BP2 in many cases20,22. Of note, G3BP1 knockout 
mice develop neurodegeneration accompanied by neuronal cell death23, suggesting that G3BP1 plays a critical 
role in the neuronal cell survival.

In this study, we found that G3BP1 is an inhibitor for protein ubiquitination and aggregation in the steady 
state condition of cells by reducing the ubiquitinated protein aggregation induced by p62 and USP10. This G3BP1 
inhibition of ubiquitinated protein aggregations targeted many ubiquitinated proteins including two pathogenic 
proteins: α-synuclein and CFTR-∆F508. Furthermore, we found that G3BP1, p62 and USP10 control ubiquiti-
nated protein toxicity by regulating ubiquitination and aggregation. Therefore, our results indicate that G3BP1, 
p62 and USP10 could be a therapeutic target for ubiquitination-associated diseases including PD and CF.

Results
G3BP1 depletion increases the amount of ubiquitinated protein. USP10 has been shown to aug-
ment ubiquitinated protein aggregations by increasing the amount of ubiquitinated proteins14. Given that USP10 
interacts with G3BP1 and G3BP220, we examined whether or not G3BP1 and G3BP2 regulate ubiquitinated pro-
tein aggregation. To this end, we reduced the expressions of G3BP1 and G3BP2 proteins in HeLa cells (G3BP1-
knockdown [KD], G3BP2-KD) using small interfering RNA (siRNA) (Fig. 1a,b). A Western blot analysis detected 
a reduced expression of G3BP1 and G3BP2 proteins in KD cells. These KD cells were treated with the proteas-
ome inhibitor MG-132 for 4 and 12 h. G3BP1-KD increased the amount of ubiquitinated proteins in cells before 
MG-132 treatment, but the increase was attenuated by MG-132 treatment for 4 and 12 h. In contrast, G3BP2-KD 
did not show stimulatory activity on the amount of ubiquitinated protein. These results suggested that G3BP1 but 
not G3BP2 reduces the amount of ubiquitinated proteins in HeLa cells. We noticed that G3BP1-KD increased the 
amount of G3BP2, whereas G3BP2-KD affected the amount of G3BP1 relatively little. Given that G3BP2 protein 
is ubiquitination-prone and degraded by proteasome24, these results suggested that G3BP1-KD might increase the 
amount of G3BP2 and ubiquitinated proteins through a similar mechanism.

G3BP1 depletion augments protein aggregation of CFTR-∆F508. CFTR-∆F508 is a mutant protein 
of the cystic fibrosis transmembrane conductance regulator (CFTR) and a causative factor of cystic fibrosis (CF)6. 
CFTR-∆F508 is a ubiquitination- and aggregation-prone protein that induces dysfunction as a transmembrane 
conductance regulator, resulting in CF development. Given that CFTR-∆F508 protein aggregation is augmented 
by USP1014, we examined whether or not G3BP1-KD and/or G3BP2-KD alters the amount and aggregation of 
CFTR-∆F508 protein.

GFP-CFTR-∆F508 is a fusion protein of CFTR-∆F508 with green fluorescent protein (GFP). 
GFP-CFTR-∆F508 plasmid was transfected into G3BP1-KD or G3BP2-KD cells, and the amount of 
GFP-CFTR-∆F508 was measured by a Western blot analysis (Fig. 1c–e). G3BP1-KD increased the amount of 
CFTR-∆F508, and the increase was attenuated by G3BP2-KD, although G3BP2-KD alone did not markedly affect 
the amount of CFTR-∆F508. In addition to CFTR-∆F508 protein, G3BP1-KD but not G3BP2-KD in the pres-
ence of CFTR-∆F508 increased the amount of ubiquitinated proteins. These results suggested that G3BP1-KD 
augments the amounts of CFTR-∆F508 and ubiquitinated proteins by inhibiting the proteasome activity, as 
examined later. Cell lysate fractionation by a detergent showed that G3BP1-KD increased the amounts of both 
detergent-soluble and detergent-insoluble CFTR-∆F508 and ubiquitinated proteins, but the increases in the 
insoluble fraction were predominant (Fig. 1f–h). Similar results were obtained with two distinct G3BP1-siRNA 
both in HeLa and 293T cells.

To establish the G3BP1-KD activity at the CFTR-∆F508 protein level, we performed two experiments: 
a G3BP1 rescue experiment and a G3BP1 overexpression experiment. The exogenous G3BP1 expression in 
G3BP1-KD cells attenuated the G3BP1-KD-mediated increase in CFTR-∆F508 protein (Fig. 2a,b). To examine 
the activity of G3BP1 overexpression at the CFTR-∆F508 protein level, we established HeLa cells stably express-
ing a sequential amount of exogenous FLAG-tagged G3BP1 (FLAG-G3BP1) protein via the retrovirus trans-
duction system. Four sequential G3BP1 overexpressions reduced the amount of CFTR-∆F508 (Fig. 2c,d). These 
results suggested that the amount of CFTR-∆F508 protein is reduced by endogenous G3BP1 in HeLa cells and 
thus increased by G3BP1-KD.

We next examined whether or not G3BP1-KD and G3BP2-KD alter the CFTR-∆F508 aggregation via immu-
nostaining (Fig. 2e–g). The overexpression of CFTR-∆F508 in HeLa cells induced CFTR-∆F508 aggregation and 
CFTR-∆F508/HDAC6-double positive aggresome formation14. Aggresomes are ubiquitinated protein aggregates 
induced by the accumulation of ubiquitinated protei.

m
ns8,9. HDAC6 is a marker of aggresomes. Both CFTR-∆F508 

aggregation and CFTR-∆F508-positive aggresome formation were augmented by G3BP1-KD. While G3BP2-KD 
hardly affected the aggresome formation of CFTR-∆F508, it reduced the G3BP1-KD-induced aggresome for-
mation. Two distinct G3BP1-siRNAs augmented the CFTR-∆F508 aggregation in living Hela and 293T cells 
(Supplementary Fig. S1).

Taken together, these results suggested that G3BP1 depletion augments CFTR-∆F508-aggregation and 
CFTR-∆F508-positive aggresome formation by increasing the amounts of CFTR-∆F508 and ubiquitinated pro-
teins, and these augmentations are reduced by G3BP2 depletion.

G3BP1-KD-induced CFTR-∆F508 aggregation is mediated by USP10 and p62. G3BP1 and 
G3BP2 interact with USP1020, and USP10 and its binding partner p62 have been shown to promote ubiquiti-
nated protein aggregation and aggresome formation of CFTR-∆F50814. To do so, p62 interacts with ubiquitinated 
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Figure 1. G3BP1 and G3BP2 regulate the amount of ubiquitinated protein. (a,b) HeLa cells were transfected 
with G3BP1-siRNA (G3BP1), G3BP2-siRNA (G3BP2) or the control (NT) by lipofection, and the cells were then 
treated with 5 µM MG-132 for 4-12 h or DMSO. Whole-cell lysates were subjected to a Western blot analysis 
using anti-G3BP1, anti-G3BP2, anti-ubiquitin, anti-p62 and anti-β-actin antibodies. The ratio of the ubiquitin 
bands relative to the β-actin one was measured by densitometry scanning, and the means and standard 
deviation (SD) from three experiments were presented in (b). (c–e) HeLa cells were transfected with G3BP1-
siRNA (G3BP1), G3BP2-siRNA (G3BP2), their combination (G1/G2) or control (NT) by lipofection, and the 
cells were then transfected with the GFP-CFTR-∆F508 plasmid. Whole-cell lysates were subjected to a Western 
blot analysis using anti-GFP (CFTR), anti-G3BP1, anti-G3BP2, anti-ubiquitin and anti-β-actin antibodies. 
The ratios of the GFP-CFTR band or the ubiquitin one to the β-actin one were presented as the means and SD 
from three experiments in (d,e). (f–h) HeLa and 293T cells were transfected with G3BP1-siRNAs (G3BP1-1 
or G3BP1-2) or the control (NT) and then transfected with the GFP-CFTR-∆F508 plasmid. NP-40-soluble 
and NP-40-insoluble lysates were subjected to a Western blot analysis using anti-GFP (CFTR), anti-G3BP1, 
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proteins and augments ubiquitinated protein aggregation. USP10, by interacting with p62, further augments 
p62-induced ubiquitinated protein aggregation and then stimulates the transport of p62/ubiquitinated protein 
aggregates to the perinuclear aggresome-forming site. We therefore examined whether or not USP10 and/or p62 
plays a key role in G3BP1-KD-induced protein aggregations. A Western blot analysis showed that G3BP1-KD 
increased the amounts of CFTR-∆F508 and ubiquitinated proteins, and these increases were reduced by both 
USP10-KD and p62-KD (Fig. 3a–f). In addition, USP10 overexpression augmented the G3BP1-KD-induced 
increase in CFTR-∆F508 protein (Supplementary Fig. S2). Immunofluorescence staining showed that 
G3BP1-KD increased the amount of CFTR-positive aggresome formation, and this increase was diminished by 
both USP10-KD and p62-KD (Fig. 3g,h). Taken together, these results suggested that G3BP1 depletion augments 
the p62/USP10-mediated CFTR-∆F508 aggregation. It should be noted that the G3BP1-KD-induced G3BP2 
increase was also attenuated by p62-KD or USP10-KD. These results further suggested that G3BP1 depletion 
increases the amount of G3BP2 and ubiquitinated proteins by a similar mechanism.

G3BP1 and G3BP2 interact with p62. To elucidate how G3BP1 inhibits p62/USP10-induced protein 
aggregation, we examined whether or not p62 interacts with G3BP1 and/or G3BP2. An immunoprecipitation 
analysis showed that p62 interacts with both G3BP1 and G3BP2, and the interaction of p62 with G3BP1 but not 
G3BP2 or USP10 was reduced in G3BP1-KD cells (Fig. 4a). G3BP1 interacts with many RNA-binding proteins 
through RNA. While RNase treatment hardly affected the interaction of p62 with G3BP1, it reduced the inter-
action of p62 with USP10 (Fig. 4b). These results suggested that the interactions of p62 with G3BP1 and USP10 
differ in their RNA-dependence. Using G3BP1 mutants, we found that p62 interacted with full-length G3BP1 and 
weakly with G3BP1/139-466 but not with other deletion mutants (G3BP1/222-466, G3BP1/338-466), suggesting 
that G3BP1/139-222 has a domain required for interacting with p62 (Fig. 4c,d). G3BP1 and G3BP2 have been 
shown to interact with USP1019,20. Unlike p62, USP10 predominantly interact with the N-terminal portion of 
G3BP1 and G3BP220. The existence of distinct binding specificities of G3BP1 mutants to p62 and USP10 suggests 
that G3BP1 and G3BP2 interact with p62 and USP10 by different mechanisms. Taken together, these results sug-
gested that G3BP1 inhibits p62/USP10-induced protein aggregation by interacting with p62 and/or USP10, and 
interactions of G3BP1 and G3BP2 with p62 and USP10 might explain the antagonistic activities of G3BP1-KD 
and G3BP2-KD against CFTR-∆F508 aggregation.

G3BP1 depletion increases the amount of α-synuclein. α-synuclein is a causative factor of PD, and 
the presence of α-synuclein aggregates in the neurons of brain lesions of PD patients, called Lewy bodies, is a 
hallmark pathology of PD25,26. Like CFTR-∆F508, USP10 and p62 have been shown to promote the aggregation 
of α-synuclein protein by increasing the amount of protein14. We therefore examined whether or not G3BP1 regu-
lates α-synuclein aggregation (Fig. 5). A Western blot analysis detected α-synuclein in HeLa cells, and the amount 
of α-synuclein was increased by G3BP1-KD. Like CFTR-∆F508, the G3BP1-KD-induced increase in α-synuclein 
protein was reduced by both USP10-KD and p62-KD. These results suggested that G3BP1 depletion increases the 
amount of α-synuclein protein in USP10- and p62-dependent manners.

G3BP1 depletion increases the amounts of ubiquitinated CFTR-∆F508 and α-synuclein. The 
amounts of CFTR-∆F508 and α-synuclein protein are regulated by ubiquitination-induced degradation 
by ubiquitin-proteasome system and/or autophagy27,28. We therefore measured whether or not G3BP1-KD 
increases the amounts of ubiquitination of CFTR-∆F508 and/or α-synuclein in HeLa cells by transfecting the 
six-histidine-tagged ubiquitin (His-ubiquitin) (Fig. 6). An ubiquitination assay using His-ubiquitin uses 6 M 
guanidine for cell lysis. Therefore, this assay can detect NP40-soluble and NP40-insoluble ubiquitinated pro-
teins. An immunoprecipitation of His-ubiquitins detected a low amount of ubiquitinated GFP-CFTR-∆F508 
in G3BP1-competent (G3BP1-WT) cells, but the amount was increased in G3BP1-KD cells (Fig. 6a). MG-132 
treatment also increased the amount of ubiquitinated CFTR-∆F508. In addition, G3BP1-KD increased the 
amount of ubiquitinated proteins with and without MG-132 treatment. Taken together, these results suggest that 
G3BP1-KD increases the amount of ubiquitinated CFTR-∆F508, partly through inhibition of proteasome activ-
ity. It should be noted that His-ubiquitin overexpression induced multiple low-molecular-weight CFTR-∆F508 
proteins in G3BP1-KD cells, possibly through His-ubiquitin-induced ubiquitination and partial degradation of 
CFTR-∆F508. In addition, the amount of ubiquitinated α-synuclein protein increased by G3BP1-KD, although 
it was hardly affected by MG-132 treatment (Fig. 6b). In contrast to CFTR-∆F508, we detected predominantly 
mono-ubiquitinated α-synuclein protein, based on the molecular weight. This is consistent with the findings 
of previous studies that α-synuclein is predominantly mono-ubiquitinated in cells28. In addition, G3BP1-KD 
increased the amount of ubiquitinated p62 in the presence of GFP-CFTR-∆F508 or α-synuclein (Fig. 6a,b). 
Given that ubiquitination of p62 augments the interaction with ubiquitinated proteins, these results suggest that 
G3BP1-KD in the presence of an ubiquitination-prone protein, such as GFP-CFTR-∆F508 or α-synuclein, aug-
ments the interaction of p62 with ubiquitinated proteins.

We also examined ubiquitinated GFP-CFTR-∆F508 in the NP40-soluble fraction using anti-GFP immuno-
precipitation (Supplementary Fig. S3). An anti-GFP detected a low amount of ubiquitinated GFP-CFTR-∆F508 
in G3BP1-WT cells, but the amount was increased in G3BP1-KD cells. MG-132 treatment prominently increased 
the amount of ubiquitinated CFTR-∆F508, and the amount was further increased by G3BP1-KD. These results 

anti-G3BP2, anti-ubiquitin, anti-β-actin and anti-lamin B1 antibodies. The ratios of the GFP-CFTR band or 
ubiquitin one to the β-actin one in the insoluble fractions were presented as the means and SD from three 
experiments in (g,h). *P < 0.05; **P < 0.01; ***P < 0.001; ****P < 0.0001; NS: not significant.
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Figure 2. G3BP1-KD induces CFTR-∆F508 aggregation. (a,b) HeLa cells were transfected with G3BP1-siRNA 
(G3BP1) or control (NT), and the cells were then transfected with GFP-CFTR-∆F508 plasmid along with a 
sequential amount of FLAG-G3BP1 plasmid (0.0125, 0.025, 0.05 µg). Whole-cell lysates were characterized 
by a Western blot analysis using anti-GFP (CFTR), anti-G3BP1, anti-FLAG and anti-β-actin antibodies. (c,d) 
HeLa cells stably expressing a sequential amount of FLAG-G3BP1 were transfected with GFP-CFTR-∆F508 
plasmid. Whole-cell lysates were subjected to a Western blot analysis using anti-GFP (CFTR), anti-FLAG, 
anti-G3BP1 and anti-β-actin antibodies. The ratios of the GFP-CFTR band to the β-actin one were presented 
as the means and SD from three experiments in (b,d). (e–g) HeLa cells were transfected with G3BP1-siRNA, 
G3BP2-siRNA, their combination (G1/G2) or the control (NT) by lipofection, and cells were then transfected 
with the GFP-CFTR-∆F508 plasmid. The cells were stained with anti-HDAC6 (red) and Hoechst33258 (blue). 
GFP fluorescence (CFTR), anti-HDAC6 and Hoechst33258 staining was evaluated by a microscope. GFP/
HDAC6-double positive aggregates (more than 15 µm2 in size) in the perinuclear cytoplasm were considered 
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further suggested that G3BP1-KD increases the amount of ubiquitinated CFTR-∆F508. In addition, G3BP1-KD 
with MG-132-treatment increased the binding of CFTR-∆F508 to p62. Given that p62 interacts with ubiquit-
inated proteins, these results suggested that G3BP1-KD augments the binding of CFTR-∆F508 with p62 by 
increasing the amount of ubiquitinated CFTR-∆F508.

G3BP1 depletion inhibits proteasome activity. G3BP1-KD increased the amount of ubiquitinated pro-
teins, including CFTR-∆F508. These results suggest that G3BP1-KD inhibits the proteasome-mediated degrada-
tion of ubiquitinated proteins. To explore this possibility, we used the proteasome reporter YFP-CL129. YFP-CL1 
is a fusion protein of yellow fluorescent protein (YFP) with a 16-amino-acid peptide containing a ubiquitination 
site. Therefore, YFP-CL1 protein is degraded by the ubiquitin-proteasome system and its degradation is inhibited 
by proteasome inhibitor treatment. G3BP1-KD increased the amount of YFP-CL1 protein, and this increase was 
reduced by p62-KD (Fig. 7a–c). These results suggested that G3BP1 depletion inhibits the proteasome activity, 
thereby increasing the amount of ubiquitinated proteins, including CFTR-∆F508, and this inhibition is mediated 
by p62.

USP10-KD and p62-KD augments cell toxicity of CFTR-∆F508. Several ubiquitinated protein aggre-
gates, including α-synuclein, especially their oligomers, have been shown to exhibit cell toxicity and then reduce 
cell viability30. We next examined whether or not ubiquitination and aggregation of CFTR-∆F508 regulated by 
G3BP1, p62 and USP10 affect the CFTR-∆F508-induced cell toxicity by measuring the metabolic activity of HeLa 
cells using the Cell Counting Kit-8 (CCK-8) (Fig. 7d). G3BP1-KD only slightly affected the cell viability with 
GFP-CFTR-∆F508 expression, but G3BP-1-KD together with USP10-KD or p62-KD markedly reduced the cell 
viability. Both G3BP1-KD/USP10-KD and G3BP1-KD/p62-KD exerted cell toxicity without GFP-CFTR-∆F508, 
but the level was less than that with GFP-CFTR-∆F508. We showed that G3BP1-KD augments the ubiquitina-
tion and aggregation of CFTR-∆F508, and the augmented aggregation is attenuated by both USP10-KD and 
p62-KD (Figs 2 and 6). Taken together, these results suggest that the G3BP1-KD-induced toxicity of ubiquitinated 
CFTR-∆F508 was masked by the G3BP1-KD-induced CFTR-∆F508 aggregation, but the toxicity of ubiquiti-
nated CFTR-∆F508 was unmasked by a reduction of the ubiquitinated CFTR-∆F508 aggregation induced by 
both USP10-KD and p62-KD.

A low expression of G3BP1 in PD and non-PD brains. To gain insight into how G3BP1 regulates 
α-synuclein aggregation in PD patients, we examined the expression of G3BP1 and other aggregation-associated 
proteins in the brain tissue (amygdala) of PD patients and non-PD individuals after fractionating the brain lysates 
into detergent-soluble and detergent-insoluble fractions (Fig. 8a, Table 1). A Western blot analysis detected that 
PD patients expressed increased amounts of soluble and/or insoluble USP10, p62, G3BP2, poly(A)-binding pro-
tein (PABP) and HDAC6 relative to the controls (Fig. 8a). Like USP10, HDAC6 augments aggresome formation 
in cultured cells13 and is localized in Lewy bodies. PABP is a binding protein of USP10, G3BP1 and G3BP2. These 
results supported the proposed notion that USP10, p62 and HDAC6 play a role in α-synuclein aggregation and 
Lewy body formation through aggresome-related mechanism14,31. We detected a soluble p62-multimer only in 
PD brain, not non-PD brain. Given that p62 multimer is an activated form32, these results suggest that p62 mul-
timer in PD brain stimulates α-synuclein aggregation.

In contrast, two of three PD and two non-PD samples expressed a low amount of G3BP1 protein rela-
tive to those of G3BP2, p62 and USP10, and intriguingly, G3BP1 protein was undetectable in one PD patient 
(N24) (Fig. 8a,b). These results suggest that a low or reduced expression of G3BP1 in PD brains promotes p62/
USP10-induced protein aggregation. However, we did not observe marked differences in the expression of ubiq-
uitin between PD patients and controls, suggesting that the amount of ubiquitinated proteins is differently regu-
lated from that of other aggregation-associated proteins characterized here in PD patients.

Discussion
The aberrant accumulation of ubiquitinated protein aggregates in cells is the hallmark pathology of many degen-
erative diseases, including PD and CF1–3. To prevent devastating outcomes due to the aggregation of ubiquitinated 
protein, cells must reduce the amount of ubiquitinated proteins by either degrading them or inactivating their 
toxicities. In this study, we found that G3BP1 inhibits protein aggregation and aggresome formation by reducing 
the amount of ubiquitinated proteins in the steady state condition of cultured cells, and these activities target two 
pathogenic proteins: CFTR-∆F508 and α-synuclein (Fig. 8c). Therefore, the present study suggested that G3BP1 
is a negative regulator of protein aggregation, and its reduction or dysfunction promotes pathological protein 
aggregation in degenerative disorders, including CF and PD.

USP10 and p62 have been shown to induce protein aggregation and aggresome formation14. We found that 
G3BP1 depletion stimulates p62/USP10-induced protein aggregation and aggresome formation, and the stim-
ulation is attenuated by G3BP2 depletion (Figs 2, 3 and 8c). Both G3BP1 and G3BP2 interacted with p62 and 
USP1020 (Fig. 4). Taken together, these results suggested that G3BP1 inhibits p62/USP10-induced protein aggre-
gation, whereas G3BP2 attenuates such a G3BP1 inhibition by competing G3BP1-interaction with p62 and/or 
USP10 (Fig. 8c).

aggresomes. Arrowheads indicate HDAC6/GFP-CFTR-positive aggresomes. The bars indicate 10 µm. The 
percentages of cells with GFP/HDAC6-positive aggresomes (Aggresome (%)) were calculated as the ratio 
of aggresome-positive cells relative to the GFP-positive cells and presented as the mean and SD in (f). GFP-
intensity was calculated as the ratio of total GFP intensities to control ones (NT) in (g). *P < 0.05; **P < 0.01; 
***P < 0.001; ****P < 0.0001; NS: not significant.

https://doi.org/10.1038/s41598-019-46237-1


Unco
rre

ct
ed

 p
ro

of

Unco
rre

ct
ed

 p
ro

of

7Scientific RepoRts | _#####################_ | https://doi.org/10.1038/s41598-019-46237-1

www.nature.com/scientificreportswww.nature.com/scientificreports/

b

c

e

f

a

NT

siRNA:

G
3B

P1

G
1/

U1
0

US
P1

0

G3BP1

USP10

G3BP2

GFP-CFTR

ubiquitin

-actin

+ GFP-CFTR-ΔF508 Plasmid:

kDa

-100

-50

-75

-75

-50

-250

-75

-37

-150
-250

g

h

0
5

10
15
20
25

G
3B

P1

US
P1

0

G
1/

U1
0

siRNA:

+ GFP-CFTR-ΔF508

NT

Ag
gr

es
om

e 
(%

)

*
*
***

0
5

10
15
20
25

G
3B

P1 p6
2

G
1/

p6
2

siRNA: NT

Ag
gr

es
om

e 
(%

)

+ GFP-CFTR-ΔF508

*
ns

*

0
5

10
15
20
25
30

G
FP

-C
FT

R/
ac

tin ****
***

+ GFP-CFTR-ΔF508

NT
G

3B
P1

US
P1

0

G
1/

U1
0

0
5

10
15
20
25
30

G
FP

-C
FT

R/
ac

tin ****
**

siRNA:

+ GFP-CFTR-ΔF508

NT

G
3B

P1 p6
2

G
1/

p6
2

-50

GFP-CFTR

β-actin

G3BP1

USP10

G3BP2

ubiquitin

+ GFP-CFTR-∆F508

siRNA:

p62

kDaNT G
3B

P1

G
1/

p6
2 

 

p6
2

Plasmid:

-150
-250

-100

-75

-75
-50

-50
-75

-50

-250

-75

-37

-50

0.0

0.5

1.0

1.5

2.0

ub
iq

ui
tin

/a
ct

in

**

siRNA:

+ GFP-CFTR-ΔF508

NT

G
3B

P1

US
P1

0

G
1/

U1
0

*

0.0

0.5

1.0

1.5

2.0

ub
iq

ui
tin

/a
ct

in

**

siRNA:

+ GFP-CFTR-ΔF508

NT

G
3B

P1 p6
2

G
1/

p6
2

*

d

siRNA:

Figure 3. p62 and USP10 mediate G3BP1-KD-induced CFTR-∆F508 aggregation. (a–f) HeLa cells were 
transfected with G3BP1-siRNA (G3BP1), USP10-siRNA (USP10), p62-siRNA (p62), their combination 
(G1/U10 or G1/p62) or control (NT), and cells were then transfected with the GFP-CFTR-∆F508 plasmid. 
Whole-cell lysates were subjected to a Western blot analysis using anti-GFP (CFTR), anti-USP10, anti-G3BP1, 
anti-G3BP2, anti-p62, anti-ubiquitin and anti-β-actin antibodies. The ratios of the GFP-CFTR band or the 
ubiquitin one to the β-actin one were presented as the means and SD from three experiments in (b,c,e,f). 
(g,h) HeLa cells were transfected with G3BP1-siRNA (G3BP1), USP10-siRNA (USP10), p62-siRNA (p62), a 
control (NT) or their combination (G1/U10 or G1/p62) by lipofection, and cells were then transfected with 
the GFP-CFTR-∆F508 plasmid. The cells were stained with anti-HDAC6 (red) and Hoechst33258 (blue), and 
GFP fluorescence, anti-HDAC6 and Hoechst33258 staining was evaluated by a microscope. The percentages of 
cells with GFP/HDAC6-positive aggresomes in the cells (Aggresome (%)) were presented as the mean and SD. 
*P < 0.05; **P < 0.01; ***P < 0.001; ****P < 0.0001. NS: not significant.
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While G3BP1 and G3BP2 are structurally and functionally related, they antagonistically regulated protein 
aggregation (Figs 1 and 2). For instance, G3BP1-KD-induced CFTR-∆F508 aggregation was reduced by adding 
G3BP2-KD (Figs 1c–e and 2e–g). It should be noted that G3BP1 and G3BP2 have several differences. While 
G3BP2 is a ubiquitinated protein and degraded by the ubiquitin-proteasome system, it can be deubiquitinated by 
USP1024. In contrast, while ubiquitination of G3BP1 has not been reported, G3BP1 inhibits the deubiquitinase 
activity of USP1019. These differences between G3BP1 and G3BP2 may therefore play a role in their distinct activ-
ities concerning protein aggregation.

A proteasome reporter and the findings of the G3BP-1-KD experiments suggest that G3BP1 depletion inhibits 
both the proteasome activity and the degradation of ubiquitinated proteins, including CFTR-∆F508 (Figs 1 and 7).  
Accumulating evidence show that protein aggregates inhibit proteasome activity, which further increases the 
amount of ubiquitinated proteins and protein aggregates33. p62 and USP10 have been shown to inhibit the protea-
some activity by promoting ubiquitinated protein aggregation14. Taken together, these results suggest that G3BP1 
depletion inhibits proteasome activity by promoting p62/USP10-induced protein aggregation.

G3BP1 depletion in HeLa cells induced α-synuclein ubiquitination by a proteasome-independent mechanism 
(Fig. 6b). This G3BP1-KD-induced α-synuclein ubiquitination might be explained by two mechanisms. Given that 
ubiquitinated α-synuclein has been shown to be degraded by autophagy, G3BP1 depletion might inhibit autophagy 
in order to reduce degradation of ubiquitinated α-synuclein. Alternatively, G3BP1 depletion might modulate the 
activity of either α-synuclein ubiquitinase or deubiqutinase in order to augment α-synuclein ubiquitination. Further 
analyses will be required in order to understand how G3BP1 inhibits α-synuclein ubiquitination and aggregation.

USP10 and p62 have been shown to inhibit ubiquitinated protein-induced apoptosis by MG-132 treatment 
through inducing ubiquitinated protein aggregation and aggresome14. Evidence suggests that while ubiquitinated 
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Figure 4. p62 interacts with G3BP1 and G3BP2. (a) NP40-soluble lysates were prepared from G3BP1-KD 
(G3BP1) HeLa or its control cells (NT) and immunoprecipitated with anti-p62 antibody or normal rabbit IgG. 
Cell lysate (Input) and immunoprecipitate (IP) were subjected to a Western blot analysis with anti-USP10, 
anti-G3BP1, anti-G3BP2 and anti-p62 antibodies. Asterisks indicate non-specific bands. (b) HeLa cells were 
lysed with ice-cold NP40-lysis buffer containing RNase A, and soluble cell lysates were immunoprecipitated 
with anti-p62 antibody or normal rabbit IgG (IgG). The cell lysate (Input) and immunoprecipitate (IP) with 
or without RNase treatment were subjected to a Western blot analysis with anti-p62, anti-USP10 or anti-
G3BP1 antibody. (c,d) HeLa cells were transfected with FLAG-G3BP1 or its mutant plasmid (G3BP1/1-138, 
G3BP1/139-466, G3BP1/222-466 or G3BP1/338-466). Cell lysates (Input) and IP with the anti-p62 antibody 
(IP) were subjected to a Western blot analysis with anti-FLAG (G3BP1) and anti-p62 antibodies.
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protein oligomers have cell toxicity, such toxicity is attenuated by forming ubiquitinated protein aggregates 
(aggresomes)30. The present findings support this notion, as follows (Fig. 7d). Ubiquitinated CFTR-∆F508 by 
itself did not show cell toxicity, since ubiquitinated CFTR-∆F508 is rapidly degraded by proteasome. G3BP1-KD 
increased the amount of ubiquitinated CFTR-∆F508 but not the toxicity, since G3BP1-KD simultaneously 
induced CFTR-∆F508 aggregation (aggresome). However, p62-KD or USP10-KD restored CFTR-∆F508 toxic-
ity in G3BP1-KD cells by reducing CFTR-∆F508 aggregation. Further studies will be required in order to clarify 
the roles of G3BP1, USP10 and p62 in cell toxicity as well as protein ubiquitination and aggregation.

G3BP1 depletion increased the amounts of ubiquitinated proteins other than α-synuclein and CFTR-∆F508 
(Figs 1 and 7). First, a proteasome reporter suggested that G3BP1 depletion inhibits proteasome activity (Fig. 7). 
Second, G3BP1 depletion increased the amounts of multiple ubiquitinated proteins with different molecular 
weights (Fig. 1). G3BP1 has been shown to play critical roles in innate immunity, tumor development and RNA 
metabolism20,34. Thus, G3BP1 might play these roles through changes in the ubiquitination status of target pro-
teins in certain contexts.

Figure 5. G3BP1-KD increase the amount of α-synuclein. (a–d) HeLa cells were transfected with G3BP1-
siRNA (G3BP1), USP10-siRNA (USP10), p62-siRNA (p62), their combination (G1/U10 or G1/p62) or a control 
(NT), and then cells were transfected with the α-synuclein plasmid. Whole-cell lysates were subjected to a 
Western blot analysis using anti-α-synuclein, anti-G3BP1, anti-USP10, anti-p62, anti-ubiquitin and anti-β-actin 
antibodies. The ratios of the α-synuclein band to the β-actin one were presented as the means and SD from 
three experiments in (b,d). *P < 0.05; **P < 0.01; ****P < 0.0001.
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We detected a low amount of G3BP1 protein relative to G3BP2, p62 and USP10 in PD and non-PD brains 
(amygdala) (Fig. 8). Kennedy et al. detected only G3BP2 but not G3BP1 protein in adult mouse brain lysates 
by a Western blot analysis35. In situ hybridization analyses using antisense RNA also showed that the amount of 
G3BP1 mRNA in almost the all of the mouse brain regions is lower than those of other tissues36. These results 
suggested that p62 and USP10 in brain cells promote ubiquitinated protein aggregation more efficiently than 
non-brain cells with a relatively high G3BP1 expression. It should be noted that G3BP1-knockout mice develop 
neurodegeneration with neuronal dysfunction and neuronal apoptosis23. These results suggest that despite its low 
expression, G3BP1 still plays a protective role in the neuronal survival and development of neurodegeneration. 
It is worth noting that one PD patient (N24) expressed an undetectable amount of G3BP1, which might have 
played a key role in the α-synuclein ubiquitination and aggregation in this patient. In addition, given that G3BP2 
reduces the G3BP1-mediated inhibition of p62/USP10-induced protein aggregation, increased G3BP2 expression 
in PD brain might augment p62/USP10-induced protein aggregation. Further analyses will be required in order 
to elucidate how G3BP1 and G3BP2 regulate protein aggregation in neurodegenerative diseases, including PD.

Figure 6. G3BP1-KD induces the ubiquitination of CFTR-∆F508 and α-synuclein. (a,b) HeLa cells were 
transfected with either G3BP1-siRNA (G3BP1) or control siRNA (NT) by Lipofectamine RNAiMAX. Cells were 
further transfected with the His-ubiquitin plasmid either with GFP-CFTR-∆F508 (a) or α-synuclein plasmid 
(b). Cells were then treated with 5 µM MG-132 or DMSO for 6 h. Cells were lysed with buffer A, and the lysates 
were incubated with Ni-NTA-agarose at room temperature for 3 h. His-ubiquitinated proteins bound to the Ni-
NTA agarose were characterized by a Western blot analysis.
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Methods
Cell lines and culture condition. HeLa, 293T and Plat-E cells were cultured in Dulbecco’s modified Eagle’s 
medium (DMEM) supplemented with 10% heat-inactivated fetal bovine serum (FBS), 4 mM L-glutamine, 
50 units/ml penicillin, 50 µg/ml streptomycin and MEM non-essential amino acid solution (Thermo Fisher 
Scientific, Waltham, MA, USA).

Reagents and antibodies. The following reagents were purchased from the indicated companies: MG-132 
(474790; Calbiochem, Danvers, MA, USA) and Hoechst 33258 (H-3569; Molecular Probes, Eugene, OR, USA). 
The following antibodies were used in this study: anti-USP10 (A300-901A; Bethyl Laboratories, Montgomery, 
TX, USA; HPA006731; Sigma-Aldrich, St. Louis, MO, USA), anti-ubiquitin (sc-8017; Santa Cruz Biotechnology, 

Figure 7. G3BP1 inhibits proteasome activity. (a–c) HeLa cells were transfected with G3BP1-siRNA (G3BP1), 
p62-siRNA (p62), their combination (G1/p62) or the control (NT) and then transfected with the YFP-CL1 
plasmid. Whole-cell lysates were subjected to a Western blot analysis using anti-GFP (YFP-CL1), anti-G3BP1, 
anti-G3BP2, anti-p62, anti-ubiquitin or anti-β-actin antibodies. The ratios of the YFP-CL1 band or the ubiquitin 
one to the β-actin one were presented as the means and SD from three experiments in (b,c). (d) G3BP1, USP10 
and p62 control cytotoxicity of GFP-CFTR-∆F508. HeLa cells were transfected with the combinations of G3BP-
siRNA (G3BP1), USP10-siRNA (USP10), p62-siRNA (p62) or control (NT) and then further transfected with 
the GFP-CFTR-∆F508 plasmid. To measure the metabolic activity of cells (Cell viability) by Cell Counting 
Kit-8 (CCK-8), cells were treated with CCK-8 solution for 1 h, and the absorbance (450 nm) of culture medium 
was measured by TriStar LB 941 Microplate Reader. Absorbance was normalized to the value of cells transfected 
with control siRNA (NT) (without GFP-CFTR∆F508 plasmid), and the ratio was presented as the mean and SD 
from three experiments. *P < 0.05; **P < 0.01; ****P < 0.0001. NS: not significant.
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Santa Cruz, CA, USA), anti-p62 (PM045; MBL, Nagoya, Japan, GP62-C; PROGEN, Heidelberg, Germany), 
anti-G3BP1 (611127; BD Transduction Laboratories, San Jose, CA), anti-G3BP2 (A302-040; Bethyl Laboratories), 
anti-PABP (ab21060; Abcam, Cambridge, GB), anti-HDAC6 (sc-11420; Santa Cruz Biotechnology), anti-FLAG 
(M2 Monoclonal Antibody; Sigma-Aldrich), anti-GFP (sc-9996; Santa Cruz Biotechnology), anti-lamin B1 (sc-
374015; Santa Cruz Biotechnology), anti-α-synuclein (S5566; Sigma-Aldrich), anti-phosphorylated α-synuclein 
(015-25191; FUJIFILM Wako Pure Chemical Corporation, Osaka, Japan), anti-β-actin (sc-47778; Santa Cruz 
Biotechnology), anti-HA (2367S; Cell Signaling, Beverly, MA, USA) and anti-α-tubulin (CP06 Oncogene 
Research Products, Boston, MA, USA).

Plasmids. FLAG-tagged G3BP1 expression plasmid (pFLAG-G3BP1) and its mutants were described pre-
viously20. The pMXs-FLAG-G3BP1-Puro was a G3BP1 retroviral vector plasmid constructed by inserting a 
FLAG-G3BP1 DNA sequence prepared from the pFLAG-G3BP1 plasmid by polymerase chain reaction into a mul-
ticloning site of the pMXs-Puro retroviral vector (Cell Biolabs, Inc., San Diego, CA, USA). The HA-tagged USP10 

Figure 8. The expression of aggregation-associated proteins in brain lesions in PD patients. (a,b) Detergent-
soluble and detergent-insoluble lysates were prepared from brain tissues (amygdala) of PD patients (PD) and 
controls (Cont.). These cell lysates were subjected to a Western blot analysis using their respective antibodies. 
P-α-synuclein indicates phosphorylated α-synuclein. (c) A schematic model of G3BP1 and G3BP2 activities on 
protein aggregation. p62 and USP10 promote protein aggregation, and the induced protein aggregates inhibit 
the proteasome activity to further augment protein aggregation. G3BP1 inhibits p62/USP10-induced protein 
aggregation, and this inhibition is attenuated by G3BP2. Ubiquitinated protein oligomers are toxic, but the 
toxicity was attenuated by aggresome formation.

Age at death (yrs) Sex Clinical Diagnosis Pathological Diagnosis
Control
N20 79 F Spontaneous CSF leaks Multiple microinfarcts
N9 90 M Myopathy Myopathy
PD
N13 79 M PD PD (DLB neocortical type)
N24 87 F PD PD (DLB neocortical type)
N5 80 M PD PD (DLB neocortical type)

Table 1. Clinicopathologic profiles of the patients. PD: Parkinson’s disease; DLB: Dementia with Lewy bodies; 
CSF: cerebrospinal fluid.
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(HA-USP10) expression plasmid was described previously14. pMD.G is the expression vector of the envelope gly-
coprotein (G protein) of vesicular stomatitis virus and a kind gift from Dr. Didier Trono (Swiss Federal Institute 
of Technology in Lausanne, Switzerland). GFP-CFTR-∆F508 plasmid was a gift from Dr. Ron Kopito (Stanford 
University, Palo Alto, CA, USA). α-synuclein plasmid was obtained from Dr. Masato Hasegawa (Tokyo Metropolitan 
Institute of Medical Science, Tokyo, Japan). YFP-CL1 plasmid was a gift from Nico Dantuma. The six-His-ubiquitin 
plasmid was provided by Dr. Dirk Bohmann (University of Rochester Medical Center, Rochester, NY, USA).

Plasmid transfection. HeLa cells (1.5 × 105) were seeded onto a 6-well plate (Corning, NY, USA) the day 
before transfection, and cells were transfected with the plasmid by FuGENE 6 in Opti-MEM (1869048; Life 
Technologies, Carlsbad, CA) according to the manufacturer’s (Roche, Basel, Switzerland). Cells were harvested 
for analysis at 24 h after transfection.

RNA interference. Cells were transfected with small interfering RNA (siRNA) (20–100 pmol) using Lipofectamine 
RNAiMAX reagents according to the manufacturer’s protocol (Invitrogen, Carlsbad, CA, USA). The following siRNAs 
were purchased from the companies indicated: G3BP1-siRNA specific to the 3′ untranslated region of human G3BP1 
(oligo identification number [OID]: SASI_Hs01_00045804) and its negative control (MISSION_siRNA Universal 
Negative Control #1) were purchased from Sigma-Aldrich; another set of human G3BP1-siRNAs (OID:1027261) 
and its negative control siRNA (OID:02665194) were purchased from QIAGEN (Hilden, Germany); and human 
p62-siRNAs (OID: HSS113116, HSS113117), human G3BP2-siRNA (OID: HSS114988), human USP10-siRNA (OID: 
HSS113448) and their negative control siRNA (Cat. No. 12935-100) were purchased from Invitrogen.

Stable-knockdown of G3BP1. Stable knockdown of endogenous G3BP1 in HeLa cells was carried out using 
the lentivirus vector pLKO.1-puro encoding G3BP1-shRNA (Sigma-Aldrich). HIV-1-based lentivirus encoding 
G3BP1-shRNA was produced by cotransfection of the three plasmids (pLKO.1-puro-G3BP1-shRNA: 4.28 µg; 
pCAG-HIVgp: 2.86 µg; pCMV-VSV-G-RSV-Rev: 2.86 µg) into 293 T cells (2 × 106) using the FuGENE HD reagent 
according to the manufacturer’s instructions (Promega, Madison, WI), and HeLa cells were infected with the virus 
in the presence of 8 µg/µl polybrene. These cells were cultured in selection medium containing 2 µg/ml puromycin.

Western blot analyses. Cells were lysed with sodium dodecyl sulfate (SDS) lysis buffer (62.5 mM Tris-HCl, 
pH 6.8, 2% SDS, 10% glycerol, 5% 2-mercaptoethanol and 0.005% bromophenol blue), and cell lysates (20 µg) were 
separated by SDS-PAGE and electrophoretically transferred onto a PVDF membrane (Immobilon; Millipore). 
PVDF membranes were incubated with 5% skimmed milk and further treated with the indicated antibodies 
diluted in Can Get (TOYOBO, Osaka, Japan). Immunoreactive bands were detected with an enhanced chemi-
luminescence (ECL) detection system (ECL Western Blotting Detection Reagents; GE Healthcare, Chicago, IL, 
USA; PierceTM ECL Plus Western Blotting Substrate; Thermo Fisher Scientific) and visualized using Amersham 
Hyperfilm ECL (GE Healthcare). For the detection of α-synuclein protein, the PVDF membrane was fixed with 
0.4% paraformaldehyde before incubating with skimmed milk, since α-synuclein protein is prone to separate 
from the membrane37.

Cell fractionation. Whole-cell lysate, NP40-soluble lysate and NP40-insoluble lysate were prepared as fol-
lows: cells were lysed with cold NP40-lysis buffer (1% Nonidet P-40, 25 mM Tris-HCl, pH 7.2, 150 mM NaCl, 
1 mM EDTA, 1 mM phenylmethylsulfonyl fluoride, 20 µg/ml aprotinin). After centrifugation of cell lysates, the 
supernatant was used as the NP40-soluble lysate. The resultant pellet was treated with SDS-lysis buffer and then 
sonicated. After centrifugation, the supernatant was used as the NP40-insoluble lysate. To prepare whole-cell 
lysate, cells were directly treated with the SDS-lysis buffer and then sonicated. After centrifugation, the superna-
tant was used as the whole-cell lysate. These three lysates were subjected to a Western blot analysis.

Autopsy brain samples from PD patients and controls were treated with ice-cold Triton X-100 lysis buffer 
(1% Triton X-100, 50 mM Tris-HCl, pH 7.5, 150 mM NaCl, 1 mM phenylmethylsulfonyl fluoride, 20 µg/ml apro-
tinin), and the Triton X-100-soluble and Triton X-100-insoluble lysates were collected by a method similar to that 
described above. The two lysates were then subjected to a Western blot analysis.

The study using human samples was performed with the approval of the ethics committees of Niigata 
University (approval number: G2015-0686). Written informed consent for an autopsy, collection of samples and 
the subsequent use of the samples for research purposes was obtained from the next of kin of the deceased persons 
involved in this study. All experiments were performed in accordance with relevant guidelines and regulations.

Immunoprecipitation assay. Cells cultured in a 6-well plate (Corning) were lysed with ice-cold NP40 
lysis buffer. Soluble cell lysates were immunoprecipitated by the primary antibody, and immune complexes were 
precipitated by protein G-sepharose beads (GE Healthcare). The beads were washed and boiled in SDS-lysis 
buffer, and then the proteins released from the beads were subjected to a Western blot analysis. To assess the 
RNA-dependent interaction, cells were lysed with ice-cold NP40-lysis buffer containing RNase A (Nippon Gene, 
Tokyo, Japan) at a final concentration of 100 µg/mL.

Establishment of HeLa cell lines stably expressing G3BP1 protein. To prepare retroviruses express-
ing G3BP1, 2 × 105 Plat-E cells (Cell Biolabs, Inc.) were seeded onto a 60-mm dish and co-transfected with 0.3 µg 
pMD.G with either 1.2 µg pMXs-FLAG-G3BP1-Puro or pMXs-Puro using FuGENE6. At 24 h after transfec-
tion, the culture media was replaced with fresh media. After a further 24 h culture, the viruses in the culture 
media were filtered through a membrane with a 0.45-µm pore size. For virus infection, 1 × 105 HeLa cells were 
seeded onto a 6-well plate and infected with 500 µL of pMXs-Puro retrovirus or 250, 500, 750 or 1000 µL of 
pMXs-FLAG-G3BP1-Puro retrovirus in the presence of 8 µg/mL polybrene for 24 h. Infected cells were cultured 
with 2 µg/mL puromycin in fresh media for 48 h.

https://doi.org/10.1038/s41598-019-46237-1
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Quantification of ubiquitinated protein. HeLa cells (2 × 105) were cultured on 6-cm dishes (Corning) 
and transfected with either G3BP1-siRNA or the control siRNA (NT) by Lipofectamine RNAiMAX. Cells were 
further transfected with the six-His-ubiquitin plasmid with either GFP-CFTR-∆F508 or α-synuclein plas-
mid by FuGENE 6. Cells were then treated with 5 µM MG-132 or DMSO for 6 h and lysed with buffer A (6 M 
guanidine-HCl, 0.1 M Na2HPO4, 0.1 M NaH2PO4, 10 mM imidazole, pH 8.0). Cell lysates were incubated with 
Ni-NTA-agarose (QIAGEN) at room temperature for 3 h. The Ni-NTA agarose was then washed 3 times with 
buffer A, 2 times with buffer A plus buffer B (1:4), and 2 times with buffer B (25 mM Tris-HCl pH 6.8, 20 mM 
imidazole). Proteins bound to the Ni-NTA agarose were then eluted by SDS-lysis buffer containing 200 mM imi-
dazole. The eluted proteins were subjected to a Western blot analysis.

Immunofluorescence analyses. Cells were plated on glass coverslips in a 6-well plate followed by fixing with 
3.7% formaldehyde in phosphate-buffered saline (PBS) at room temperature for 15 min and then permeabilized by 
0.1% Triton X-100 in PBS at room temperature for 5 min. Fixed cells were incubated with the primary antibody at 
room temperature for 60 min, washed with PBS, and then incubated with the secondary antibody and Hoechst 33258 
for nuclear staining at room temperature for 60 min. Staining of cells was evaluated using a fluorescence microscope 
(BZ-8000; KEYENCE, Osaka, Japan) using a fluorescent analysis software package (BZ-II analyzer; KEYENCE, 
Osaka, Japan). The secondary antibodies used were anti-mouse immunoglobulin labelled with either Alexa488 or 
Alexa594, or anti-rabbit immunoglobulin labelled with either Alexa488 or Alexa594 (Molecular Probes).

To measure cells with aggresomes induced by GFP-CFTR-∆F508, more than 300 cells from 3 or 4 covers-
lips were evaluated. One large GFP/HDAC6-positive aggregate (more than 15 µm2 in size) at the perinuclear 
cytoplasmic region was evaluated as an aggresome. Percentages of cells with GFP/HDAC6-positive aggresomes 
were presented as the ratio of aggresome-positive cells relative to the GFP-positive cells. The expression of 
GFP-CFTR-∆F508 in the cells was measured using a fluorescent analysis software package (BZ-II analyzer), and 
GFP-intensity was presented as the ratio of total GFP intensities in in more than 300 cells in 10 random fields 
from 3 or 4 coverslips. Cells numbers were counted by Hoechst staining.

Cell viability assay. Cell viability was measured by Cell Counting Kit-8 (CCK-8) (DOJINDO, Kumamoto, 
Japan). HeLa cells cultured on 24-well plate were transfected with siRNA (50 pmol) using Lipofectamine 
RNAiMAX and then further transfected with the GFP-CFTR-∆F508 plasmid. Cells were then treated with 
CCK-8 solution containing WST-8 for 1 h, and the absorbance (450 nm) of culture medium was measured by 
TriStar LB 941 Microplate Reader (Berthold, Bad Wildbad, Germany).

Statistical analyses. Statistical analyses were performed using one-way or two-way ANOVA with the Prism7 
software program (GraphPad, San Diego, CA). The data were presented as the mean and standard deviation (SD).

Data Availability
The data that support the findings of this study are available from the corresponding author upon reasonable 
request.

References
 1. Ross, C. A. & Poirier, M. A. Protein aggregation and neurodegenerative disease. Nat Med 10(Suppl), S10–17, https://doi.org/10.1038/

nm1066 (2004).
 2. Luciani, A. et al. Defective CFTR induces aggresome formation and lung inflammation in cystic fibrosis through ROS-mediated 

autophagy inhibition. Nat Cell Biol 12, 863–875, https://doi.org/10.1038/ncb2090 (2010).
 3. Yang, L., Wang, H., Liu, L. & Xie, A. The Role of Insulin/IGF-1/PI3K/Akt/GSK3beta Signaling in Parkinson’s Disease Dementia. 

Front Neurosci 12, 73, https://doi.org/10.3389/fnins.2018.00073 (2018).
 4. Spillantini, M. G. & Goedert, M. Neurodegeneration and the ordered assembly of alpha-synuclein. Cell Tissue Res 373, 137–148, 

https://doi.org/10.1007/s00441-017-2706-9 (2018).
 5. Tofaris, G. K., Razzaq, A., Ghetti, B., Lilley, K. S. & Spillantini, M. G. Ubiquitination of alpha-synuclein in Lewy bodies is a 

pathological event not associated with impairment of proteasome function. J Biol Chem 278, 44405–44411, https://doi.org/10.1074/
jbc.M308041200 (2003).

 6. Sosnay, P. R., Raraigh, K. S. & Gibson, R. L. Molecular Genetics of Cystic Fibrosis Transmembrane Conductance Regulator: 
Genotype and Phenotype. Pediatr Clin North Am 63, 585–598, https://doi.org/10.1016/j.pcl.2016.04.002 (2016).

 7. Tsui, L. C. The cystic fibrosis transmembrane conductance regulator gene. Am J Respir Crit Care Med 151, S47–53, https://doi.
org/10.1164/ajrccm/151.3_Pt_2.S47 (1995).

 8. Kopito, R. R. Aggresomes, inclusion bodies and protein aggregation. Trends Cell Biol 10, 524–530 (2000).
 9. Johnston, J. A., Ward, C. L. & Kopito, R. R. Aggresomes: A Cellular Response to Misfolded Proteins. The Journal of Cell Biology 143, 

1883–1898, https://doi.org/10.1083/jcb.143.7.1883 (1998).
 10. Tanaka, M. et al. Aggresomes formed by alpha-synuclein and synphilin-1 are cytoprotective. J Biol Chem 279, 4625–4631, https://

doi.org/10.1074/jbc.M310994200 (2004).
 11. Garcia-Mata, R., Bebok, Z., Sorscher, E. J. & Sztul, E. S. Characterization and dynamics of aggresome formation by a cytosolic GFP-

chimera. J Cell Biol 146, 1239–1254 (1999).
 12. Taylor, J. P. et al. Aggresomes protect cells by enhancing the degradation of toxic polyglutamine-containing protein. Hum Mol Genet 

12, 749–757 (2003).
 13. Kawaguchi, Y. et al. The deacetylase HDAC6 regulates aggresome formation and cell viability in response to misfolded protein stress. 

Cell 115, 727–738 (2003).
 14. Takahashi, M. et al. USP10 Is a Driver of Ubiquitinated Protein Aggregation and Aggresome Formation to Inhibit Apoptosis. 

iScience 9, 433–450, https://doi.org/10.1016/j.isci.2018.11.006 (2018).
 15. Katsuragi, Y., Ichimura, Y. & Komatsu, M. p62/SQSTM1 functions as a signaling hub and an autophagy adaptor. FEBS J 282, 

4672–4678, https://doi.org/10.1111/febs.13540 (2015).
 16. Yuan, J., Luo, K., Zhang, L., Cheville, J. C. & Lou, Z. USP10 regulates p53 localization and stability by deubiquitinating p53. Cell 140, 

384–396, https://doi.org/10.1016/j.cell.2009.12.032 (2010).
 17. Deng, M. et al. Deubiquitination and Activation of AMPK by USP10. Mol Cell 61, 614–624, https://doi.org/10.1016/j.

molcel.2016.01.010 (2016).

https://doi.org/10.1038/s41598-019-46237-1
https://doi.org/10.1038/nm1066
https://doi.org/10.1038/nm1066
https://doi.org/10.1038/ncb2090
https://doi.org/10.3389/fnins.2018.00073
https://doi.org/10.1007/s00441-017-2706-9
https://doi.org/10.1074/jbc.M308041200
https://doi.org/10.1074/jbc.M308041200
https://doi.org/10.1016/j.pcl.2016.04.002
https://doi.org/10.1164/ajrccm/151.3_Pt_2.S47
https://doi.org/10.1164/ajrccm/151.3_Pt_2.S47
https://doi.org/10.1083/jcb.143.7.1883
https://doi.org/10.1074/jbc.M310994200
https://doi.org/10.1074/jbc.M310994200
https://doi.org/10.1016/j.isci.2018.11.006
https://doi.org/10.1111/febs.13540
https://doi.org/10.1016/j.cell.2009.12.032
https://doi.org/10.1016/j.molcel.2016.01.010
https://doi.org/10.1016/j.molcel.2016.01.010


Unco
rre

ct
ed

 p
ro

of

Unco
rre

ct
ed

 p
ro

of

1 5Scientific RepoRts | _#####################_ | https://doi.org/10.1038/s41598-019-46237-1

www.nature.com/scientificreportswww.nature.com/scientificreports/

 18. Lin, Z. et al. USP10 antagonizes c-Myc transcriptional activation through SIRT6 stabilization to suppress tumor formation. Cell Rep 
5, 1639–1649, https://doi.org/10.1016/j.celrep.2013.11.029 (2013).

 19. Soncini, C., Berdo, I. & Draetta, G. Ras-GAP SH3 domain binding protein (G3BP) is a modulator of USP10, a novel human 
ubiquitin specific protease. Oncogene 20, 3869–3879, https://doi.org/10.1038/sj.onc.1204553 (2001).

 20. Matsuki, H. et al. Both G3BP1 and G3BP2 contribute to stress granule formation. Genes Cells 18, 135–146, https://doi.org/10.1111/
gtc.12023 (2013).

 21. Tourriere, H. et al. The RasGAP-associated endoribonuclease G3BP assembles stress granules. J Cell Biol 160, 823–831, https://doi.
org/10.1083/jcb.200212128 (2003).

 22. Kedersha, N. et al. G3BP-Caprin1-USP10 complexes mediate stress granule condensation and associate with 40S subunits. J Cell Biol 
212, 845–860, https://doi.org/10.1083/jcb.201508028 (2016).

 23. Martin, S. et al. Deficiency of G3BP1, the stress granules assembly factor, results in abnormal synaptic plasticity and calcium 
homeostasis in neurons. J Neurochem 125, 175–184, https://doi.org/10.1111/jnc.12189 (2013).

 24. Takayama, K. I., Suzuki, T., Fujimura, T., Takahashi, S. & Inoue, S. Association of USP10 with G3BP2 Inhibits p53 Signaling and 
Contributes to Poor Outcome in Prostate Cancer. Mol Cancer Res 16, 846–856, https://doi.org/10.1158/1541-7786.mcr-17-0471 (2018).

 25. Spillantini, M. G., Crowther, R. A., Jakes, R., Hasegawa, M. & Goedert, M. alpha-Synuclein in filamentous inclusions of Lewy bodies 
from Parkinson’s disease and dementia with lewy bodies. Proc Natl Acad Sci USA 95, 6469–6473 (1998).

 26. Anderson, J. P. et al. Phosphorylation of Ser-129 is the dominant pathological modification of alpha-synuclein in familial and 
sporadic Lewy body disease. J Biol Chem 281, 29739–29752, https://doi.org/10.1074/jbc.M600933200 (2006).

 27. Ward, C. L., Omura, S. & Kopito, R. R. Degradation of CFTR by the ubiquitin-proteasome pathway. Cell 83, 121–127 (1995).
 28. Rott, R. et al. Monoubiquitylation of alpha-synuclein by seven in absentia homolog (SIAH) promotes its aggregation in 

dopaminergic cells. J Biol Chem 283, 3316–3328, https://doi.org/10.1074/jbc.M704809200 (2008).
 29. Menendez-Benito, V., Verhoef, L. G., Masucci, M. G. & Dantuma, N. P. Endoplasmic reticulum stress compromises the ubiquitin-

proteasome system. Hum Mol Genet 14, 2787–2799, https://doi.org/10.1093/hmg/ddi312 (2005).
 30. Kalia, L. V., Kalia, S. K., McLean, P. J., Lozano, A. M. & Lang, A. E. α-Synuclein oligomers and clinical implications for Parkinson 

disease. Annals of neurology 73, 155–169, https://doi.org/10.1002/ana.23746 (2013).
 31. Olanow, C. W., Perl, D. P., DeMartino, G. N. & McNaught, K. S. P. Lewy-body formation is an aggresome-related process: a 

hypothesis. The Lancet Neurology 3, 496–503, https://doi.org/10.1016/s1474-4422(04)00827-0 (2004).
 32. Lee, Y. et al. Keap1/Cullin3 Modulates p62/SQSTM1 Activity via UBA Domain Ubiquitination. Cell Rep 20, 1994, https://doi.

org/10.1016/j.celrep.2017.08.019 (2017).
 33. Bence, N. F., Sampat, R. M. & Kopito, R. R. Impairment of the ubiquitin-proteasome system by protein aggregation. Science 292, 

1552–1555, https://doi.org/10.1126/science.292.5521.1552 (2001).
 34. Liu, Z. S. et al. G3BP1 promotes DNA binding and activation of cGAS. Nat Immunol 20, 18–28, https://doi.org/10.1038/s41590-018-

0262-4 (2019).
 35. Kennedy, D. et al. Characterization of G3BPs: tissue specific expression, chromosomal localisation and rasGAP(120) binding 

studies. J Cell Biochem 84, 173–187 (2001).
 36. Lein, E. S. et al. Genome-wide atlas of gene expression in the adult mouse brain. Nature 445, 168–176, https://doi.org/10.1038/

nature05453 (2007).
 37. Lee, B. R. & Kamitani, T. Improved immunodetection of endogenous alpha-synuclein. PLoS One 6, e23939, https://doi.org/10.1371/

journal.pone.0023939 (2011).

Acknowledgements
This work was supported by JSPS KAKENHI (Japan) (grant numbers: 15H04704, 16K15502 and 17K09918) 
and Research Grants from the Takeda Science Foundation (J16G0126). We are grateful for the support of the 
Globalization and Medical Exchange Project that encourages the development of careers among young students 
in Japan and Russia. We also thank Misako Tobimatsu for her technical assistance.

Author Contributions
A.S. and M.T. carried out most of the experiments and data analyses and wrote the draft of the manuscript. T.K. 
generated cells expressing FLAG-G3BP1 and analyzed the role of G3BP1 in protein aggregation. Y.K. provided 
critical suggestions throughout the development of the manuscript. H.K., L.Z. and A.K. performed the pathological 
analyses using brain tissues. M.F. designed the project, supervised the experiments and wrote the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-019-46237-1.
Competing Interests: The authors declare no competing interests.
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 Cre-
ative 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 per-
mitted 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) 2019



Supplementary Information

G3BP1 inhibits the ubiquitinated protein aggregations induced by p62 and USP10

Anisimov Sergei,1,* Masahiko Takahashi,1,* Taichi Kakihana,1 Yoshinori Katsuragi,1

Hiroki Kitaura,2 Lu Zhang,2 Akiyoshi Kakita,2 Masahiro Fujii1

1Division of Virology, Niigata University Graduate School of Medical and Dental

Sciences, Niigata, 951-8510, Japan
2Department of Pathology, Brain Research Institute, University of Niigata, Niigata, 951-

8585, Japan

*These two authors contributed equally to this study.

Correspondence and requests for materials should be addressed to M.F. (e-mail:

fujiimas@med.niigata-u.ac.jp)



0

0.5

1

1.5

2

2.5

0

0.5

1

1.5

2

2.5

Supplementary Figure S1. G3BP1-knockdown increases the GFP-CFTR-ΔF508 
aggregation. (a, b) HeLa (a) or 293T cells (b) were transfected with two different 
G3BP1-siRNAs (G3BP1-1, G3BP1-2) or a control (NT) and then transfected with the 
GFP-CFTR-ΔF508 plasmid. Live cell images were acquired using a fluorescent 
microscope. The bars indicate 20 µm. The ratio of the GFP intensity in the cells 
transfected with G3BP1-siRNA relative to those of the control cells was presented as the 
mean and standard deviation (SD). **P < 0.01; ****P < 0.0001.
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Supplementary Figure S2. USP10 augments the G3BP1-knockdown-induced 
increase in the GFP-CFTR-ΔF508 protein level. (a) HeLa cells were transfected with 
G3BP1-siRNA (G3BP1) or control (NT), and the cells were then transfected with GFP-
CFTR-ΔF508 encoding plasmid together with HA-tagged USP10 or Empty vector. 
Whole-cell lysates were subjected to a Western blot analysis using anti-GFP (CFTR), 
anti-USP10, anti-HA-tag, anti-G3BP1, anti-ubiquitin and anti-β-actin antibodies. (b) The 
ratios of GFP-CFTR bands relative to β-actin were presented as the means and SD from 
three experiments. **P < 0.01, ***P < 0.001.
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Supplementary Figure S3. G3BP1-knockdown increases ubiquitination of CFTR-∆F508. 
HeLa cells were transfected with G3BP1-siRNA (G3BP1) or the control (NT) and transfected 
with the GFP-CFTR-ΔF508 plasmid. Cells were then treated with 5 µM MG-132 or DMSO for 
6 h prior to harvesting. Cell lysates were immunoprecipitated with anti-GFP antibody or normal 
mouse IgG. The cell lysate (Input) and immunoprecipitate (IP) were subjected to a Western blot 
analysis with anti-GFP (CFTR), anti-ubiquitin, anti-p62, anti-G3BP1 and anti-β-actin 
antibodies. Asterisk indicates non-specific band.
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Supplementary Figure S4. Full length blots shown in Figure 1.
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Supplementary Figure S5. Full length blots shown in Figure 2.
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Supplementary Figure S6. Full length blots shown in Figure 3.
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Supplementary Figure S8. Full length blots shown in Figure 5.



Supplementary Figure S9. Full length blots shown in Figure 6.
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Supplementary Figure S10. Full length blots shown in Figure 7.



USP10-synuclein

p62 -actin

p--synuclein

ubiquitin

G3BP2

HDAC6 PABP

Figure 8a

Figure 8b

G3BP1

Long exposure

-actinlamin B1
G3BP2

Supplementary Figure S11. Full length blots shown in Figure 8.



USP10 HA G3BP1GFP ubiquitin -actin

Supplementary Figure S12. Full length blots shown in Supplementary Figure S2.

Supplementary Figure S2a



β-actin

GFP-CFTR

p62 G3BP1

ubiquitin

Supplementary Figure S13. Full length blots shown in Supplementary Figure S3.

Supplementary Figure S3



Supplementary Method

Measurement of GFP intensity in living cells

To measure CFTR-aggregation-positive living cells, cells were transfected with G3BP1-

siRNA and then the GFP-CFTR-ΔF508 plasmid described in the Methods. The GFP

intensity in living cells was measured from more than 300 cells in 10 random fields from

two different cell samples using a fluorescent microscope the BZ-II analyzer software

program. The ratio of the GFP intensity in cells transfected with G3BP1-siRNA relative

to those of the control cells was presented as the mean and standard deviation (SD).
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