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DJ-1 Inhibits α-Synuclein Aggregation by Regulating Chaperone-Mediated Autophagy
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α-Synuclein misfolding and aggregation play an important role in the pathogenesis of Parkinson’s disease (PD). Loss of function and mutation of the PARK7/DJ-1 gene cause early-onset familial PD. DJ-1 can inhibit α-synuclein aggregation, and may function at an early step in the aggregation process. Soluble wild-type (WT) α-synuclein is mainly degraded by chaperone-mediated autophagy (CMA), and impairment of CMA is closely related to the pathogenesis of PD. Here, we investigated whether DJ-1 could reduce α-synuclein accumulation and aggregation by CMA. DJ-1 knockout mice and DJ-1 siRNA knockdown SH-SY5Y cells were used to investigate the potential mechanisms underlying the relationship between DJ-1 deficiency and α-synuclein aggregation. First, we confirmed that DJ-1 deficiency increased the accumulation and aggregation of α-synuclein in both SH-SY5Y cells and PD animal models, and overexpression of DJ-1 in vitro effectively decreased α-synuclein levels. α-Synuclein overexpression activated CMA by elevating the levels of lysosome-associated membrane protein type-2A (LAMP2A), but DJ-1 deficiency suppressed upregulation of LAMP2A. DJ-1 deficiency downregulated the level of lysosomal 70 kDa heat-shock cognate protein (HSC70) but not the levels of that in homogenates. Further studies showed that DJ-1 deficiency accelerated the degradation of LAMP2A in lysosomes, leading to the aggregation of α-synuclein. Our study suggests that DJ-1 deficiency aggravates α-synuclein aggregation by inhibiting the activation of CMA and provides further evidence of the molecular interaction between PD-related proteins via the CMA pathway.
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INTRODUCTION

Loss-of-function mutations of the PARK7/DJ-1 gene cause early-onset familial Parkinson’s disease (PD). PD is one of the most common progressive neurodegenerative disorders and is characterized by the loss of dopaminergic neurons in the substantia nigra pars compacta and the presence of α-synuclein-containing Lewy bodies in surviving neurons (Spillantini et al., 1997, 1998; Lees et al., 2009). Recently, DJ-1 has received extensive attention for its intimate relationship with both familial and sporadic PD (Choi et al., 2006).

DJ-1 is a highly conserved and extensively expressed protein that is involved in various cellular processes, such as anti-oxidative stress, chaperone functions, transcriptional regulation, protease activities and mitochondrial regulation (Ariga et al., 2013; Trempe and Fon, 2013). DJ-1 inhibits α-synuclein aggregate formation but does not colocalize with α-synuclein aggregates (Shendelman et al., 2004), suggesting that DJ-1 may play an inhibitory role in the early stage of α-synuclein aggregates consisting of misfolded monomers but not oligomers, fibrils, or even Lewy bodies.

Point mutations (A53T, A30P and E46K; Polymeropoulos et al., 1997; Krüger et al., 1998; Zarranz et al., 2004) or multiplications (Chartier-Harlin et al., 2004) of the α-synuclein gene locus result in autosomal-dominant familial PD, whereas polymorphisms within the α-synuclein locus (Simón-Sánchez et al., 2009) confer an increased risk of sporadic PD. These findings demonstrate the critical role of increased levels of α-synuclein with the exception of gene mutations in the pathogenesis of PD. α-Synuclein levels in the central nervous system rely on the balance between α-synuclein synthesis and degradation (Vekrellis et al., 2011). Lysosomal impairment supposedly plays a critical role in the aggregation of α-synuclein and the pathogenesis of PD (Moors et al., 2016). Depending on the mechanisms of cytoplasmic substrates delivery to the lysosome, the autophagy-lysosome pathway can be divided into three types, macroautophagy, microautophagy and chaperone-mediated autophagy (CMA; Cuervo and Wong, 2014). Macroautophagy is mainly responsible for the removal of oligomeric α-synuclein (Lee et al., 2004), whereas CMA predominantly degrades wild-type (WT) monomeric α-synuclein (Cuervo et al., 2004; Vogiatzi et al., 2008).

CMA, a selective form of the autophagic pathway, is responsible for the lysosomal degradation of cytosolic proteins with a targeting motif (Kaushik and Cuervo, 2009), which can be recognized by the 70 kDa heat-shock cognate protein (HSC70) co-chaperone complex (Chiang et al., 1989; Dice, 1990). Once recognized, cytosolic HSC70 (cyt-HSC70) delivers the substrate to the lysosomal surface and binds to the lysosome-associated membrane protein type 2A (LAMP2A; Cuervo and Dice, 1996). After binding, LAMP2A can multimerize to form the translocation complex (Bandyopadhyay et al., 2008), and substrates can unfold and translocate across the LAMP2A translocation complex before arriving at lysosomal lumen, where they are quickly degraded by the proteases (Bejarano and Cuervo, 2010). WT α-synuclein is a substrate of CMA (Cuervo et al., 2004; Vogiatzi et al., 2008), and CMA dysfunction may generate an increase in pathological α-synuclein aggregates, which in turn may further block both their own degradation and that of other CMA substrates, thus leading to a vicious cycle of neurotoxicity (Cuervo et al., 2004). This dual role of CMA in neurodegenerative disorders led us to investigate whether DJ-1 could inhibit α-synuclein accumulation and aggregation by regulating CMA.

Here, DJ-1 deficiency intensified α-synuclein accumulation and aggregation in SH-SY5Y cells and PD animal models. α-Synuclein overexpression activated CMA by elevating the levels of LAMP2A, but DJ-1 deficiency suppressed upregulation of LAMP2A. Further studies showed that DJ-1 deficiency accelerated the degradation of LAMP2A in lysosomes, leading to the aggregation of α-synuclein.

MATERIALS AND METHODS

Reagents

Methyl-4-phenyl-1,2,3,6-tetrahydropyridine (MPTP, M0896), ammonium chloride (NH4Cl, A9434), Chloroquine diphosphate salt (CQ, C6628), 3-methyladenine (3-MA, M9281) and cycloheximide (CHX, C7698), proteinase K (P2308) were purchased from Sigma. Lactacystin (BML-P1104-0200) was purchased from Enzo. Allstars Negative Control siRNA (scramble, 1027280), siRNA for LAMP2 (1027416/GS3920) and siRNA for DJ-1 (1027416/GS11315) were purchased from Qiagen. SiRNA for LAMP1 (A10001) and scramble were purchased from GenePharma. Cell Premix Ex Taq (Til RNaseH Plus) was purchased from Takara (RR420B). A Lysosome Enrichment Kit for Tissue and Cultured Cells (89839) and Protein Extraction Reagent Kit (23225) were purchased from Thermo Scientific. Phenylmethylsulfonyl fluoride (PMSF, ST 506) and 3-(N-Morpholino) propanesulfonic acid (MOPS, ST302) was purchased from Beyotime Biotechnology. Protease and phosphatase inhibitor cocktails were purchased from Roche (4693124001/4693159001). Dulbecco’s Modified Eagle’s Medium (DMEM), fetal bovine serum (FBS) and penicillin and streptomycin (PS) were purchased from Gibco. Polyvinylidene fluoride (PVDF) membranes were purchased from Millipore. The antibodies for immunoblot analysis are listed as follows: DJ-1 (Abcam, ab18257, 1:2500), LAMP2A (Abcam, ab18528, 1:1000), HSC70 (Abcam, ab1427/ab2788, 1:1000), SQSTM1/p62 (abcam, ab56416, 1:1000), α-synuclein (BD, 610787, 1:1000), α-synuclein (Invitrogen, AHB0261, 1:1000), LAMP-1 (CST, 3243S, 1:1000), GAPDH (CST, 2118S, 1:2500), LC3B (CST, 3868S, 1:1000), COX IV (CST, 4805, 1:1000), c-Raf (CST, 12552S, 1:1000), actin (Sigma, A5441, 1:2500) and horseradish peroxidase-conjugated secondary antibodies (Jackson ImmunoResearch Laboratories, 115-035-144/146, 1:10000). All other chemicals were from Sigma-Aldrich unless otherwise specified.

Cell Culture

Human neuroblastoma SH-SY5Y cells were obtained from the American Type Culture Collection and cultured in DMEM plus 10% FBS and 100 U/mL PS at 37°C in a humidified incubator with 5% CO2. For pharmacological studies, NH4Cl, CQ, 3-MA, lactacystin and CHX were added at the indicated times and concentrations.

Transfection of Plasmid DNA and siRNA

Human WT α-synuclein and WT DJ-1 cDNAs were cloned into a pcDNA3.1-flag vector (Gui et al., 2012) and pcDNA3-HA vector (Wang et al., 2011) respectively. Lipofectamine 2000 was used to transfect SH-SY5Y cells with plasmid DNA and/or siRNA in accordance with the manufacturer’s instructions. Briefly, the cells were cultured in a 6-well plate to 80%–90% confluence, and transfected with the indicated amounts of DNA and/or siRNA. Transfection efficiency was verified by Western blotting 48 h post-transfection.

Western Blotting Analysis

Protein extraction and Western blotting were carried out as previously described (Jiang et al., 2015). The cells were lysed in RIPA buffer (50 mM Tris-HCl pH 8.0, 150 mM NaCl, 0.1% SDS, 0.5% sodium deoxycholate and 1% NP-40) supplemented with protease and phosphatase inhibitor cocktails and 1 mM PMSF for 30 min on ice. After centrifugation at 14,000 g for 15 min at 4°C, the protein concentration in the supernatants was determined with a BCA protein assay kit (Thermo Scientific, 23225). Equal amounts of protein (20 μg/lane) were separated by SDS-PAGE and then transferred to PVDF membranes. The membranes were incubated in blocking buffer for 1 h at room temperature and subsequently incubated with primary antibodies overnight at 4°C. The membranes were then incubated with horseradish peroxidase-conjugated secondary antibodies for 1 h at room temperature. Finally, the signals were detected by chemiluminescence (BIO-RAD ChemiDoc MP Imaging System) according to the manufacturer’s instructions.

Quantitative Real-time PCR

Total RNA was extracted from cultured cells using TRIzol reagent (Invitrogen). Reverse transcription was carried out using PrimerScript Reverse Transcriptase. Real-time quantitative PCR was performed using Roche LightCycler® 480 system with SYBR Green reagents (Takara). The results were determined by the 2−ΔΔCt method to compare gene expression with GAPDH expression as a loading control. Primer sequences were as follows: LAMP2A forward: 5′-GCACAGTGAGCACAAATGAGT-3′; reverse: 5′-CAGTGGTGTGTATGGTGGGT-3′. GAPDH forward: 5′-GCACAGTGAGCACAAATGAGT-3′, reverse: 5′-CAGTGGTGTGTATGGTGGGT-3′.

Isolation of Lysosomes

Lysosomes from human neuroblastoma SH-SY5Y cells were isolated with Lysosome Enrichment Kit for Tissue and Cultured Cells (Thermo Scientific, 89839) following manufacturer’s instructions. The kit uses OptiPrep Cell Separation Media for the density-based separation of lysosomes from contaminating cell structures. After three washes with PBS, the cultured cells were homogenized with extraction buffer from a Lysosome Enrichment Kit. Then, the lysosomes were isolated by density gradient centrifugation (145,000× g for 2 h). For the assessment of cyt-HSC70, 30 μl volume of the incubation buffer (10 mM MOPS, pH 7.3, 0.3 M sucrose) supplemented with protease and phosphatase inhibitor cocktails and 1 mM PMSF was added into the freshly isolated intact lysosomes, and then proteinase K (5 μl of a 1 mg/ml stock in 1 mM CaCl2, 50 mM Tris-HCl, pH 8) was added into the incubation buffer for 10 min at 0°C (Kaushik and Cuervo, 2009). After that, 1 ml volume of incubation buffer supplemented with protease and phosphatase inhibitor cocktails and 1 mM PMSF were added and centrifuged all samples at 25,000 g for 5 min at 4°C (Kaushik and Cuervo, 2009). Aspirate the supernatant fractions and wash the pellet fractions twice with incubation buffer to eliminate any protein bound non-specifically to the lysosome surface (Kaushik and Cuervo, 2009). Finally, the lysosomes were lysed in RIPA buffer, assayed by Western blotting for the levels of LAMP1, c-Raf and COX IV and used in the following experiments. A total of 5 μg of protein in lysosome-enriched fractions was loaded into each lane according to the protein concentration measured.

Animals

DJ-1 knockout mice (kindly provided by Dr. Jie Shen, Harvard Medical School) were back-crossed with C57BL/6 mice at least 6 times. The mice were housed 5 per cage in a controlled environment under 22–25°C with 40%–60% relative humidity, and a 12 h light/dark cycle with free access to food and water. The study was approved by the Ethics Committee of Ruijin Hospital affiliated to Shanghai Jiao Tong University School of Medicine, and all procedures were carried out in accordance with the guidelines of the laboratory animal ethical standards of Shanghai Jiao Tong University School of Medicine.

MPTP Administration

DJ-1 knockout and WT littermate male mice (8–10 weeks old) used in the experiments received MPTP as previously described (Jackson-Lewis and Przedborski, 2007). In brief, the mice were treated with MPTP (30 mg/kg/day, intraperitoneally) once a day for five consecutive days, while control mice were injected with saline only (Jackson-Lewis and Przedborski, 2007). At the indicated times (0, 4, 7, 14 and 21 days) after the last MPTP injection, the mice were sacrificed. The ventral midbrain tissue was isolated, weighed and then stored at −80°C until used as described (Jackson-Lewis and Przedborski, 2007).

α-Synuclein Sequential Extraction

The procedures were carried out as previously described (Roberts et al., 2015) with minor modifications. For the sequential extraction, the following buffers were used: (1) TBS buffer: 50 mM Tris-HCl pH 7.4, 175 mM NaCl and 5 mM EDTA; (2) TBST buffer: TBS with 1% Triton X-100; (3) RIPA buffer (SDS buffer): 50 mM Tris-HCl pH 7.4, 175 mM NaCl, 5 mM EDTA, 1% NP-40, 0.5% sodium deoxycholate and 0.1% SDS; and (4) Urea buffer: 8 M urea/5% SDS. Ventral midbrain tissue was homogenized in sequence with the four sequential extraction buffers listed above and supplemented with cocktails and PMSF to generate TBS, TBST, SDS and urea-soluble fractions. First, the sample was homogenized in twenty volumes of TBS buffer on ice. The homogenate was centrifuged for 5 min at 1000 g at 4°C, and then the supernatant was ultracentrifuged for 30 min at 120,000 g at 4°C. The resulting supernatant was the TBS-soluble fraction. Second, the pellet was washed twice in TBS buffer, resuspended by sonication in TBST buffer and centrifuged for 20 min at 120,000 g at 4°C. The resulting supernatant was the TBST-soluble fraction. Third, the pellet was washed twice, resuspended by sonication in RIPA buffer and centrifuged for 20 min at 120,000 g at 4°C. The resulting supernatant was the SDS soluble fraction. Fourth, the pellet was washed twice with TBS buffer at room temperature and then resuspended by sonication in urea buffer for the urea-soluble fraction.

Statistical Analysis

All values are expressed as the mean ± SEM. Data were from three or more independent experiments. The relative intensities were normalized to internal loading control and further normalized to the control levels. Statistical analysis was performed using Prism 5 (GraphPad Software). Statistical significance was determined by one-way analysis of variance (ANOVA) and two-way ANOVA with Bonferroni’s post hoc test. Values of p < 0.05 were considered statistically significant.

RESULTS

DJ-1 Deficiency Accelerated α-Synuclein Accumulation and Aggregation in SH-SY5Y Cells and PD Animal Models

To explore the underlying molecular mechanisms, we established a cellular system transiently co-transfected with siRNA against DJ-1 and WT α-synuclein plasmid into SH-SY5Y cells, and the transfection efficiency was verified by Western blotting (Supplementary Figure S1). In agreement with previous research (Shendelman et al., 2004), Western blotting analysis confirmed that DJ-1 deficiency markedly accelerated α-synuclein accumulation (Figures 1A–C), while DJ-1 overexpression inversely inhibited α-synuclein accumulation in SH-SY5Y cells (Figures 1D–F).
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FIGURE 1. DJ-1 inhibits α-synuclein accumulation in SH-SY5Y cells. (A–C) DJ-1 deficiency aggravated the accumulation of α-synuclein in SH-SY5Y cells. Wild-type (WT) α-synuclein plasmid and DJ-1 siRNA were co-transfected into SH-SY5Y cells for 48 h. Immunoblots for the indicated proteins are shown in (A), and quantifications of changes in the levels of α-synuclein and DJ-1 are shown in (B,C) respectively (mean ± SEM, n = 3, ***p < 0.001 vs. α-synuclein vector control, ###p < 0.001 vs. scrambled control). (D–F) WT DJ-1 overexpression inhibited accumulation of α-synuclein in SH-SY5Y cells. WT α-synuclein plasmid and WT DJ-1 plasmid were co-transfected into SH-SY5Y cells for 48 h. Immunoblots for the indicated proteins are shown in (D), and quantifications of changes in the levels of α-synuclein and DJ-1 are shown in (E,F) respectively (mean ± SEM, n = 6, ***p < 0.001 vs. α-synuclein vector control, ###p < 0.001 vs. DJ-1 vector control).



Furthermore, we studied the relationship between DJ-1 and α-synuclein in PD animal models (Figures 2A–H). In this experiment, we established a MPTP mouse model of PD in DJ-1 knockout and WT littermate mice to determine the effect of DJ-1 deficiency on α-synuclein aggregation in vivo. First, WT mice received free base MPTP 30 mg/kg daily for five consecutive days and were sacrificed at different times to analyze the changes in α-synuclein levels in ventral midbrain regions. Consistent with previous research (Vila et al., 2000), α-synuclein total tissue protein peaked at day 4 after MPTP administration and then returned to control level until 21 days (Supplementary Figure S2). Second, to further determine whether the effect of DJ-1 deficiency on α-synuclein aggregation with or without MPTP administration, we analyzed α-synuclein levels in DJ-1 knockout and WT mice at day 4 after administration (Figures 2A–H). In agreement with the previous results (Yamaguchi and Shen, 2007), there was no significant difference between the two groups that received salinein all the fractions (Figures 2A–H), whereas soluble and insoluble α-synuclein oligomers in DJ-1 knockout mice that received MPTP increased more prominently in the SDS and urea-soluble fractions compared with those in WT control mice (Figures 2E–H). Taken together, our results showed that DJ-1 deficiency aggravated accumulation and aggregation of α-synuclein in both SH-SY5Y cells and PD animal models.
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FIGURE 2. DJ-1 inhibits the accumulation and aggregation of α-synuclein in Parkinson’s disease (PD) animal models. (A–H) DJ-1 deficiency accelerates the accumulation and aggregation of α-synuclein in DJ-1−/− mouse ventral midbrain samples after Methyl-4-phenyl-1,2,3,6-tetrahydropyridine (MPTP) administration in the SDS-soluble and urea-soluble fraction compared with that of DJ-1+/+ mice. Immunoblots for α-synuclein are shown in (A) for TBS-soluble, (C) for TX-100-soluble, (E) for SDS-soluble and (G) for urea-soluble fractions. In addition, quantifications of changes in α-synuclein levels are shown in (B,D,F,H) (mean ± SEM, n = 3, *p < 0.05, **p < 0.01, ***p < 0.001 vs. saline control; #p < 0.05 vs. DJ-1+/+).



α-Synuclein Degradation via the CMA Pathway in SH-SY5Y Cells

The proteolytic pathways of a given protein are determined by cell type, cellular conditions, or activity of the pathway (Park and Cuervo, 2013). To determine whether WT α-synuclein can be degraded by the lysosomal pathway in our cellular system, we treated SH-SY5Y cells with NH4Cl or CQ (inhibitors of lysosomes) at different concentrations. Endogenous α-synuclein levels increased after administration with NH4Cl or CQ (Figures 3A–D), whereas administration with lactacystin (a proteasome inhibitor) in SH-SY5Y cells failed to upregulate α-synuclein levels (Figures 3G,H), suggesting the lysosomal pathway is the primary proteolytic pathway for endogenous α-synuclein but not proteasome. In accordance with a previous study (Cuervo et al., 2004), α-synuclein was mainly degraded in lysosomes by CMA but not macroautophagy. Because endogenous α-synuclein levels were augmented when LAMP2 was knocked down in SH-SY5Y cells but not LAMP1, a known marker for lysosome (Figures 3I–N), whereas 3-MA at low concentrations (an inhibitor of macroautophagy) had little effect on the levels of α-synuclein (Figures 3E,F). The transfection efficiency of siRNA against LAMP2 and LAMP1, and the role of 3-MA in macroautophagy were determined by Western blotting (Supplementary Figure S3). These results suggested that CMA is the primary degradation pathway for endogenous WT α-synuclein in our cellular system and the accumulation of α-synuclein in DJ-1-deficient cells may result from the inhibition of CMA-dependent degradation of α-synuclein.
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FIGURE 3. Endogenous α-synuclein is degraded in lysosomes by chaperone-mediated autophagy (CMA) in SH-SY5Y cells. (A,B) Levels of endogenous α-synuclein were determined in SH-SY5Y cells treated with NH4Cl for 9.5 h. Immunoblots for the indicated proteins are shown in (A) and quantification of α-synuclein levels is shown in (B; mean ± SEM, n = 3, **p < 0.01 vs. control). (C–H) Levels of endogenous α-synuclein were determined in SH-SY5Y cells treated with Chloroquine diphosphate (CQ), 3-methyladenine (3-MA) and lactacystin respectively for 24 h. Immunoblots for the indicated proteins are shown in (C,E,G), and quantifications of α-synuclein levels are shown in (D,F,H) respectively (mean ± SEM, n = 3, **p < 0.01 vs. control). (I–K) Levels of endogenous α-synuclein were determined in lysosome-associated membrane protein type-2 (LAMP2) knockdown SH-SY5Y cells. Immunoblots for the indicated proteins are shown in (I), and the quantifications of α-synuclein and LAMP2A levels are shown in (J,K) respectively (mean ± SEM, n = 3, ***p < 0.001 vs. control, ###p < 0.001 vs. scramble). (L–N) Levels of endogenous α-synuclein were determined in LAMP1 knockdown SH-SY5Y cells. Immunoblots for the indicated proteins are shown in (L), and the quantifications of α-synuclein and LAMP1 levels are shown in (M,N) respectively (mean ± SEM, n = 3, ***p < 0.001 vs. control, ###p < 0.001 vs. scramble).



DJ-1 Inhibited α-Synuclein Accumulation by the CMA Pathway

Since LAMP2A acts as both the receptor and essential components of the CMA translocation complex, LAMP2A levels at the lysosomal membrane are directly proportional to CMA activity (Schneider and Cuervo, 2013; Patel and Cuervo, 2015). Mild WT α-synuclein overexpression upregulated the total cellular levels of LAMP2A, but this upregulation was inhibited in DJ-1-deficient cells (Figures 4A,B). Meanwhile, the downregulation of LAMP2A was accompanied by an upregulation of α-synuclein in DJ-1-deficient cells (Figure 4A). Therefore, DJ-1 deficiency may accelerate α-synuclein accumulation by inhibiting the upregulation of LAMP2A under the condition of mild WT α-synuclein overexpression. To further confirm the role of DJ-1 deficiency in LAMP2A levels at the lysosomal membrane, we examined the levels of LAMP2A in the lysosomal fractions isolated from SH-SY5Y cells in the same cellular system (Figures 4E,F). The purity of lysosomal fractions was verified by Western blotting for LAMP1 (the lysosome marker), c-Raf (the cytoplasmic marker) and COX IV (the mitochondria marker) in both homogenate and lysosome-enriched fractions (Supplementary Figure S4). Consistent with the total whole cell lysate results, DJ-1 deficiency suppressed the increase in LAMP2A levels induced by mild WT α-synuclein overexpression in the lysosomal fraction (Figures 4E,F). In addition, there were no significant differences in LAMP1 levels among the groups (Figures 4A,D), suggesting a selective effect of DJ-1 on LAMP2A.
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FIGURE 4. Effects of DJ-1 deficiency on CMA and α-synuclein levels in SH-SY5Y cells. (A–D) Levels of LAMP2A, HSC70, LAMP1, α-synuclein and DJ-1 were determined in homogenates of SH-SY5Y cells co-transfected with WT α-synuclein plasmid and DJ-1 siRNA. Immunoblots for the indicated proteins are shown in (A), and quantification of the levels of LAMP2A, HSC70 and LAMP-1 are shown in (B–D) respectively (mean ± SEM, n = 3, 3, 4, **p < 0.01 vs. vector control, ##p < 0.01 vs. scramble). (E–H) Levels of LAMP2A, HSC70 and LAMP-1 in lysosome-enriched fractions isolated from SH-SY5Y cells co-transfected with WT α-synuclein plasmid and DJ-1 siRNA were determined. Immunoblots for the indicated proteins are shown in (E,G), and quantifications of the levels of LAMP2A and HSC70 are shown in (F,H) respectively (mean ± SEM, n = 4, *p < 0.001 vs. vector control, ##p < 0.01 vs. scramble).



We then analyzed the effect of DJ-1-deficiency on HSC70 levels of in our established cellular system, because only HSC70-positive lysosomes are capable of performing CMA (Cuervo et al., 1997). WT α-synuclein overexpression slightly upregulated the levels of cyt-HSC70, but there was no obvious difference (Figures 4A,C), while DJ-1 deficiency strongly decreased the levels of lys-HSC70 compared with those in the control group (Figures 4G,H). Since HSC70 is a constitutively expressed chaperone protein and lys-HSC70 accounts for only a small proportion, the increase in cyt-HSC70 is not informative regarding CMA activity (Agarraberes et al., 1997; Patel and Cuervo, 2015). Therefore, DJ-1 may play an important role in the activation of CMA induced by mild WT α-synuclein accumulation and DJ-1 deficiency may decrease CMA-mediated degradation of α-synuclein by downregulating the key CMA components.

The Mechanism of DJ-1 Affected the Levels of LAMP2A in Lysosomes

Since LAMP2A is the rate-limiting step in the CMA pathway and it is tightly regulated by de novo synthesis and degradation at the lysosomal membrane (Kaushik and Cuervo, 2012), we thus investigated LAMP2A reduction in DJ-1-deficient cells in the above mentioned contexts. DJ-1 deficiency upregulated LAMP2A mRNA levels, suggesting that LAMP2A reduction induced by DJ-1 deficiency was not due to de novo synthesis inhibition (Figure 5A). We then evaluated whether LAMP2A downregulation was due to enhanced degradation of LAMP2A by the protein synthesis inhibitor CHX to exclude the effect of translation. Compared with the control, DJ-1 deficiency notably increased the rate of degradation for LAMP2A (Figures 5B,C). In line with previous research (Cuervo and Dice, 2000a), our results showed that LAMP2A was degraded in lysosomes but not the ubiquitin-proteasome system (Figures 5D–I). In brief, DJ-1 deficiency may aggravate the accumulation of α-synuclein by accelerating the degradation of LAMP2A in lysosomes.
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FIGURE 5. Accelerated LAMP2A degradation in lysosomes in DJ-1-deficient SH-SY5Y cells. (A) The levels of LAMP2A mRNAs in SH-SY5Y cells co-transfected with WT α-synuclein plasmid and DJ-1 siRNA for 48 h were analyzed by real-time PCR analysis (mean ± SEM, n = 3, #p < 0.05 vs. scramble, ##p < 0.01 vs. scramble). (B,C) The degradation of LAMP2A is accelerated in DJ-1-deficient cells. SH-SY5Y cells were co-transfected with WT α-synuclein plasmid and DJ-1 siRNA or scramble for 48 h and then incubated with cycloheximide (CHX; 50 μg/ml) for the indicated times. Immunoblots for the indicated proteins are shown in (B) and quantification of LAMP2A levels is shown in (C; mean ± SEM, n = 4, *p < 0.05 vs. scramble, **p < 0.01 vs. scramble, ***p < 0.001 vs. scramble). (D–G) Levels of endogenous LAMP2A were determined in SH-SY5Y cells treated with NH4Cl, CQ and lactacystin for 24 h. Immunoblots for the indicated proteins are shown in (D,F,H), and quantifications of LAMP2A levels are shown in (E,G,I) respectively (mean ± SEM, n = 3, *p < 0.05 vs. control, **p < 0.01 vs. control, ***p < 0.001 vs. control).



DISCUSSION

Loss-of-function mutations in DJ-1 gene cause autosomal recessive early-onset familial PD (Bonifati et al., 2003), a neurodegenerative movement disorder pathologically characterized by the presence of α-synuclein-containing Lewy bodies in surviving dopaminergic neurons (Spillantini et al., 1997, 1998; Lees et al., 2009). DJ-1 can inhibit α-synuclein aggregation (Shendelman et al., 2004), but the detailed mechanisms remain unclear. Here, DJ-1 deficiency accelerated the degradation of LAMP2A in lysosomes, which is the rate-limiting step in the CMA pathway, leading to α-synuclein accumulation (Figure 6).
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FIGURE 6. The proposed working model for DJ-1 in suppressing α-synuclein accumulation and aggregation by regulating CMA. WT a-synulcien is a substrate of CMA in normal conditions, whereas DJ-1 deficiency accelerated the degradation of LAMP2A and impaired the activity of CMA, leading to α-synuclein accumulation.



DJ-1 can inhibit α-synuclein aggregation (Shendelman et al., 2004; Zondler et al., 2014), and immunohistology has revealed that DJ-1 is present in the halo part of Lewy bodies, which contain insoluble α-synuclein, in sporadic PD patients (Neumann et al., 2004; Jin et al., 2005). Our results showed that DJ-1 deficiency aggravated accumulation and aggregation of α-synuclein in both SH-SY5Y cells and PD animal models. The tendency of the changes in α-synuclein levels in PD animal models is in line with previous behavioral studies (Kim et al., 2005; Takahashi-Niki et al., 2015). However, whether DJ-1 directly interacts with α-synuclein is a controversial topic. Zondler et al. (2014) have reported that DJ-1 could interact directly with α-synuclein, thus decreasing α-synuclein aggregation and toxicity in PD models, whereas the direct interaction between DJ-1 and α-synuclein was not observed in another investigation (Jin et al., 2007). Shendelman et al. (2004) reported that DJ-1 does not colocalize with α-synuclein protein aggregates, suggesting that DJ-1 may play an inhibitory role during the early stages of α-synuclein aggregates consisting of misfolded monomers but not the oligomeric species, or even inclusion bodies, while WT soluble α-synuclein is mainly degraded by CMA (Cuervo et al., 2004; Vogiatzi et al., 2008). In our study, DJ-1 deficiency aggravated α-synuclein aggregation by regulating the CMA pathway.

CMA is responsible for energy balance and protein homeostasis under normal physiological conditions (Cuervo and Wong, 2014), whereas CMA dysfunction is closely associated with both sporadic (Martinez-Vicente et al., 2008; Alvarez-Erviti et al., 2010; Orenstein et al., 2013) and familial (Cuervo et al., 2004; Kabuta et al., 2008; Orenstein et al., 2013; Tang et al., 2015) PD. Taken together with our research, all of these observations support the idea that several familial PD gene mutations, such as A53T and A30P α-synuclein mutants (Cuervo et al., 2004), I93M UCH-L1 mutant (Kabuta et al., 2008), G2019S LRRK2 mutant (Orenstein et al., 2013) and VPS35 deficiency or mutation (Tang et al., 2015), impair the normal function of the LAMP2A translocation complex and converge at the CMA pathway, blocking CMA substrates degradation and aggravating α-synuclein accumulation and aggregation, which is thought to play a central role in PD pathogenesis (Cuervo and Wong, 2014).

DJ-1 has multiple functions regulated by the oxidative state (Ariga et al., 2013). DJ-1 includes three cysteine residues (C46, C56, and C106), and C106 is especially vulnerable to oxidative stress and is sequentially oxidized to SOH, SO2H and SO3H (Ariga et al., 2013). DJ-1 at C106 with SO2H is considered an active form, whereas excessive oxidation of DJ-1 (with SO3H) renders DJ-1 inactive in patients with sporadic PD, thus providing evidence that DJ-1 participates in the onset and pathogenesis of sporadic PD and familial PD (Ariga et al., 2013). Therefore, we speculated that similar to the case of PD-related DJ-1 mutations, some post-translationally modified forms of DJ-1, such as DJ-1 SO3H, may also participate in the pathogenesis of sporadic PD by decreasing the levels of LAMP2A and subsequently decreasing the levels of CMA. This hypothesis may explain the α-synuclein aggregation in WT mice treated with MPTP in our research. However, whether the changes in these post-translational modifications can reduce LAMP2A levels and CMA activity requires further investigation.

There is a close relationship between DJ-1 and CMA. DJ-1 is a CMA substrate, and CMA can regulate mitochondrial function via regulating DJ-1 homeostasis (Wang et al., 2016). Since cytosolic substrates compete for lysosomal uptake and degradation by CMA (Kaushik and Cuervo, 2009), the absence of DJ-1 could promote the degradation of other CMA substrates. However, DJ-1 decreased the levels of α-synuclein (a well-characterized CMA substrates) by regulating CMA in our study. This finding suggests a complex relationship between DJ-1 and CMA, and the result may depend on the overall effect of multiple molecular pathways in different cellular contexts.

CMA activity was positively correlated with lysosomal LAMP2A levels, which are the primary target for CMA regulation (Cuervo and Dice, 2000a). In most instances, LAMP2A levels are directly regulated by degradation at the lysosomal membrane (Cuervo and Dice, 2000a,b) but not by de novo synthesis (Kiffin et al., 2004). LAMP2A reduction was induced by the acceleration of the degradation rate in lysosomes in DJ-1-deficient cells. LAMP2A monomers are degraded in lysosome membrane lipid microdomains (Cuervo et al., 2003), and many factors may be involved in the regulation, such as GFAP, EF1α and the fluidity of the lysosomal membrane (Cuervo and Wong, 2014). Alterations in the lipid composition at the lysosomal membrane may play an important role in reduced CMA activity by influencing the stability of lysosomal LAMP2A (Rodriguez-Navarro and Cuervo, 2012; Rodriguez-Navarro et al., 2012). However, information regarding the effect of DJ-1 on lipid metabolism is still relatively limited. DJ-1 deficiency enhances the levels of serum low-density lipoprotein cholesterol by transcriptional regulation of the low-density lipoprotein receptor gene (Yamaguchi et al., 2012). Further studies are needed to determine whether DJ-1 can regulate the degradation of LAMP2A at the lysosomal membrane by regulating lipid metabolism.

In summary, our research showed that DJ-1 deficiency increased the accumulation of α-synuclein by accelerating the degradation of LAMP2A in lysosomes. Our study provides further evidence for the interplay between PD-associated proteins and has an important implication for understanding of the biology of DJ-1 in the pathogenesis of PD.

AUTHOR CONTRIBUTIONS

S-DC, JL and J-QD: conception and design of the study; C-YX, W-YK, Y-MC, T-FJ, JZ and L-NZ: data acquisition and analysis; C-YX, S-DC and JL: and drafting a significant portion of the manuscript or figures.

FUNDING

This work was supported by the grants from the National Natural Science Foundation of China (NO 81430022, 91332107, 81371407, 81771374 and 81501097).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at: http://journal.frontiersin.org/article/10.3389/fnagi.2017.00308/full#supplementary-material

REFERENCES

Agarraberes, F. A., Terlecky, S. R., and Dice, J. F. (1997). An intralysosomal hsp70 is required for a selective pathway of lysosomal protein degradation. J. Cell Biol. 137, 825–834. doi: 10.1083/jcb.137.4.825

Alvarez-Erviti, L., Rodriguez-Oroz, M. C., Cooper, J. M., Caballero, C., Ferrer, I., Obeso, J. A., et al. (2010). Chaperone-mediated autophagy markers in Parkinson disease brains. Arch. Neurol. 67, 1464–1472. doi: 10.1001/archneurol.2010.198

Ariga, H., Takahashi-Niki, K., Kato, I., Maita, H., Niki, T., and Iguchi-Ariga, S. M. (2013). Neuroprotective function of DJ-1 in Parkinson’s disease. Oxid. Med. Cell. Longev. 2013:683920. doi: 10.1155/2013/683920

Bandyopadhyay, U., Kaushik, S., Varticovski, L., and Cuervo, A. M. (2008). The chaperone-mediated autophagy receptor organizes in dynamic protein complexes at the lysosomal membrane. Mol. Cell. Biol. 28, 5747–5763. doi: 10.1128/mcb.02070-07

Bejarano, E., and Cuervo, A. M. (2010). Chaperone-mediated autophagy. Proc. Am. Thorac. Soc. 7, 29–39. doi: 10.1513/pats.200909-102JS

Bonifati, V., Rizzu, P., Van Baren, M. J., Schaap, O., Breedveld, G. J., Krieger, E., et al. (2003). Mutations in the DJ-1 gene associated with autosomal recessive early-onset parkinsonism. Science 299, 256–259. doi: 10.1126/science.1077209

Chartier-Harlin, M.-C., Kachergus, J., Roumier, C., Mouroux, V., Douay, X., Lincoln, S., et al. (2004). α-synuclein locus duplication as a cause of familial Parkinson’s disease. Lancet 364, 1167–1169. doi: 10.1016/S0140-6736(04)17103-1

Chiang, H. L., Terlecky, S. R., Plant, C. P., and Dice, J. F. (1989). A role for a 70-kilodalton heat shock protein in lysosomal degradation of intracellular proteins. Science 246, 382–385. doi: 10.1126/science.2799391

Choi, J., Sullards, M. C., Olzmann, J. A., Rees, H. D., Weintraub, S. T., Bostwick, D. E., et al. (2006). Oxidative damage of DJ-1 is linked to sporadic Parkinson and Alzheimer diseases. J. Biol. Chem. 281, 10816–10824. doi: 10.1074/jbc.m509079200

Cuervo, A. M., and Dice, J. F. (1996). A receptor for the selective uptake and degradation of proteins by lysosomes. Science 273, 501–503. doi: 10.1126/science.273.5274.501

Cuervo, A. M., and Dice, J. F. (2000a). Regulation of lamp2a levels in the lysosomal membrane. Traffic 1, 570–583. doi: 10.1034/j.1600-0854.2000.010707.x


Cuervo, A. M., and Dice, J. F. (2000b). Unique properties of lamp2a compared to other lamp2 isoforms. J. Cell Sci. 113, 4441–4450.


Cuervo, A. M., Dice, J. F., and Knecht, E. (1997). A population of rat liver lysosomes responsible for the selective uptake and degradation of cytosolic proteins. J. Biol. Chem. 272, 5606–5615. doi: 10.1074/jbc.272.9.5606

Cuervo, A. M., Mann, L., Bonten, E. J., D’Azzo, A., and Dice, J. F. (2003). Cathepsin A regulates chaperone-mediated autophagy through cleavage of the lysosomal receptor. EMBO J. 22, 47–59. doi: 10.1093/emboj/cdg002

Cuervo, A. M., Stefanis, L., Fredenburg, R., Lansbury, P. T., and Sulzer, D. (2004). Impaired degradation of mutant α-synuclein by chaperone-mediated autophagy. Science 305, 1292–1295. doi: 10.1126/science.1101738

Cuervo, A. M., and Wong, E. (2014). Chaperone-mediated autophagy: roles in disease and aging. Cell Res. 24, 92–104. doi: 10.1038/cr.2013.153

Dice, J. F. (1990). Peptide sequences that target cytosolic proteins for lysosomal proteolysis. Trends Biochem. Sci. 15, 305–309. doi: 10.1016/0968-0004(90)90019-8

Gui, Y. X., Wang, X. Y., Kang, W. Y., Zhang, Y. J., Zhang, Y., Zhou, Y., et al. (2012). Extracellular signal-regulated kinase is involved in α-synuclein-induced mitochondrial dynamic disorders by regulating dynamin-like protein 1. Neurobiol. Aging 33, 2841–2854. doi: 10.1016/j.neurobiolaging.2012.02.001

Jackson-Lewis, V., and Przedborski, S. (2007). Protocol for the MPTP mouse model of Parkinson’s disease. Nat. Protoc. 2, 141–151. doi: 10.1038/nprot.2006.342

Jiang, T., Hoekstra, J., Heng, X., Kang, W., Ding, J., Liu, J., et al. (2015). P2X7 receptor is critical in α-synuclein—mediated microglial NADPH oxidase activation. Neurobiol. Aging 36, 2304–2318. doi: 10.1016/j.neurobiolaging.2015.03.015

Jin, J., Li, G. J., Davis, J., Zhu, D., Wang, Y., Pan, C., et al. (2007). Identification of novel proteins associated with both α-synuclein and DJ-1. Mol. Cell. Proteomics 6, 845–859. doi: 10.1074/mcp.m600182-mcp200

Jin, J., Meredith, G. E., Chen, L., Zhou, Y., Xu, J., Shie, F. S., et al. (2005). Quantitative proteomic analysis of mitochondrial proteins: relevance to Lewy body formation and Parkinson’s disease. Mol. Brain Res. 134, 119–138. doi: 10.1016/j.molbrainres.2004.10.003

Kabuta, T., Furuta, A., Aoki, S., Furuta, K., and Wada, K. (2008). Aberrant interaction between Parkinson disease-associated mutant UCH-L1 and the lysosomal receptor for chaperone-mediated autophagy. J. Biol. Chem. 283, 23731–23738. doi: 10.1074/jbc.M801918200

Kaushik, S., and Cuervo, A. M. (2009). Methods to monitor chaperone-mediated autophagy. Methods Enzymol. 452, 297–324. doi: 10.1016/S0076-6879(08)03619-7

Kaushik, S., and Cuervo, A. M. (2012). Chaperone-mediated autophagy: a unique way to enter the lysosome world. Trends Cell Biol. 22, 407–417. doi: 10.1016/j.tcb.2012.05.006

Kiffin, R., Christian, C., Knecht, E., and Cuervo, A. M. (2004). Activation of chaperone-mediated autophagy during oxidative stress. Mol. Biol. Cell 15, 4829–4840. doi: 10.1091/mbc.e04-06-0477

Kim, R. H., Smith, P. D., Aleyasin, H., Hayley, S., Mount, M. P., Pownall, S., et al. (2005). Hypersensitivity of DJ-1-deficient mice to 1-methyl-4-phenyl-1,2,3,6-tetrahydropyrindine (MPTP) and oxidative stress. Proc. Natl. Acad. Sci. U S A 102, 5215–5220. doi: 10.1073/pnas.0501282102

Krüger, R., Kuhn, W., Müller, T., Woitalla, D., Graeber, M., Kösel, S., et al. (1998). Ala30Pro mutation in the gene encoding α-synuclein in Parkinson’s disease. Nat. Genet. 18, 106–108. doi: 10.1038/ng0298-106

Lee, H. J., Khoshaghideh, F., Patel, S., and Lee, S. J. (2004). Clearance of α-synuclein oligomeric intermediates via the lysosomal degradation pathway. J. Neurosci. 24, 1888–1896. doi: 10.1523/JNEUROSCI.3809-03.2004

Lees, A. J., Hardy, J., and Revesz, T. (2009). Parkinson’s disease. Lancet 373, 2055–2066. doi: 10.1016/S0140-6736(09)60492-X

Martinez-Vicente, M., Talloczy, Z., Kaushik, S., Massey, A. C., Mazzulli, J., Mosharov, E. V., et al. (2008). Dopamine-modified α-synuclein blocks chaperone-mediated autophagy. J. Clin. Invest. 118, 777–788. doi: 10.1172/JCI32806

Moors, T., Paciotti, S., Chiasserini, D., Calabresi, P., Parnetti, L., Beccari, T., et al. (2016). Lysosomal dysfunction and α-synuclein aggregation in Parkinson’s disease: diagnostic links. Mov. Disord. 31, 791–801. doi: 10.1002/mds.26562

Neumann, M., Müller, V., Görner, K., Kretzschmar, H. A., Haass, C., and Kahle, P. J. (2004). Pathological properties of the Parkinson’s disease-associated protein DJ-1 in α-synucleinopathies and tauopathies: relevance for multiple system atrophy and Pick’s disease. Acta Neuropathol. 107, 489–496. doi: 10.1007/s00401-004-0834-2

Orenstein, S. J., Kuo, S. H., Tasset, I., Arias, E., Koga, H., Fernandez-Carasa, I., et al. (2013). Interplay of LRRK2 with chaperone-mediated autophagy. Nat. Neurosci. 16, 394–406. doi: 10.1038/nn.3350

Park, C., and Cuervo, A. M. (2013). Selective autophagy: talking with the UPS. Cell Biochem. Biophys. 67, 3–13. doi: 10.1007/s12013-013-9623-7

Patel, B., and Cuervo, A. M. (2015). Methods to study chaperone-mediated autophagy. Methods 75, 133–140. doi: 10.1016/j.ymeth.2015.01.003

Polymeropoulos, M. H., Lavedan, C., Leroy, E., Ide, S. E., Dehejia, A., Dutra, A., et al. (1997). Mutation in the α-synuclein gene identified in families with Parkinson’s disease. Science 276, 2045–2047. doi: 10.1126/science.276.5321.2045

Roberts, R. F., Wade-Martins, R., and Alegre-Abarrategui, J. (2015). Direct visualization of α-synuclein oligomers reveals previously undetected pathology in Parkinson’s disease brain. Brain 138, 1642–1657. doi: 10.1093/brain/awv040

Rodriguez-Navarro, J. A., and Cuervo, A. M. (2012). Dietary lipids and aging compromise chaperone-mediated autophagy by similar mechanisms. Autophagy 8, 1152–1154. doi: 10.4161/auto.20649

Rodriguez-Navarro, J. A., Kaushik, S., Koga, H., Dall’Armi, C., Shui, G., Wenk, M. R., et al. (2012). Inhibitory effect of dietary lipids on chaperone-mediated autophagy. Proc. Natl. Acad. Sci. U S A 109, E705–E714. doi: 10.1073/pnas.1113036109

Schneider, J. L., and Cuervo, A. M. (2013). Chaperone-mediated autophagy: dedicated saviour and unfortunate victim in the neurodegeneration arena. Biochem. Soc. Trans. 41, 1483–1488. doi: 10.1042/BST20130126

Shendelman, S., Jonason, A., Martinat, C., Leete, T., and Abeliovich, A. (2004). DJ-1 is a redox-dependent molecular chaperone that inhibits α-synuclein aggregate formation. PLoS Biol. 2:e362. doi: 10.1371/journal.pbio.0020362

Simón-Sánchez, J., Schulte, C., Bras, J. M., Sharma, M., Gibbs, J. R., Berg, D., et al. (2009). Genome-wide association study reveals genetic risk underlying Parkinson’s disease. Nat. Genet. 41, 1308–1312. doi: 10.1038/ng.487

Spillantini, M. G., Crowther, R. A., Jakes, R., Hasegawa, M., and Goedert, M. (1998). α-Synuclein in filamentous inclusions of Lewy bodies from Parkinson’s disease and dementia with lewy bodies. Proc. Natl. Acad. Sci. U S A 95, 6469–6473. doi: 10.1073/pnas.95.11.6469

Spillantini, M. G., Schmidt, M. L., Lee, V. M., Trojanowski, J. Q., Jakes, R., and Goedert, M. (1997). α-synuclein in Lewy bodies. Nature 388, 839–840. doi: 10.1038/42166

Takahashi-Niki, K., Inafune, A., Michitani, N., Hatakeyama, Y., Suzuki, K., Sasaki, M., et al. (2015). DJ-1-dependent protective activity of DJ-1-binding compound no. 23 against neuronal cell death in MPTP-treated mouse model of Parkinson’s disease. J. Pharmacol. Sci. 127, 305–310. doi: 10.1016/j.jphs.2015.01.010

Tang, F.-L., Erion, J. R., Tian, Y., Liu, W., Yin, D.-M., Ye, J., et al. (2015). VPS35 in dopamine neurons is required for endosome-to-golgi retrieval of Lamp2a, a receptor of chaperone-mediated autophagy that is critical for α-synuclein degradation and prevention of pathogenesis of Parkinson’s disease. J. Neurosci. 35, 10613–10628. doi: 10.1523/jneurosci.0042-15.2015

Trempe, J. F., and Fon, E. A. (2013). Structure and function of parkin, PINK1, and DJ-1, the three musketeers of neuroprotection. Front. Neurol. 4:38. doi: 10.3389/fneur.2013.00038

Vekrellis, K., Xilouri, M., Emmanouilidou, E., Rideout, H. J., and Stefanis, L. (2011). Pathological roles of α-synuclein in neurological disorders. Lancet Neurol. 10, 1015–1025. doi: 10.1016/S1474-4422(11)70213-7

Vila, M., Vukosavic, S., Jackson-Lewis, V., Neystat, M., Jakowec, M., and Przedborski, S. (2000). α-synuclein up-regulation in substantia nigra dopaminergic neurons following administration of the parkinsonian toxin MPTP. J. Neurochem. 74, 721–729. doi: 10.1046/j.1471-4159.2000.740721.x

Vogiatzi, T., Xilouri, M., Vekrellis, K., and Stefanis, L. (2008). Wild type α-synuclein is degraded by chaperone-mediated autophagy and macroautophagy in neuronal cells. J. Biol. Chem. 283, 23542–23556. doi: 10.1074/jbc.m801992200

Wang, B., Cai, Z., Tao, K., Zeng, W., Lu, F., Yang, R., et al. (2016). Essential control of mitochondrial morphology and function by chaperone-mediated autophagy through degradation of PARK7. Autophagy 12, 1215–1228. doi: 10.1080/15548627.2016.1179401

Wang, Z., Liu, J., Chen, S., Wang, Y., Cao, L., Zhang, Y., et al. (2011). DJ-1 modulates the expression of Cu/Zn-superoxide dismutase-1 through the Erk1/2-Elk1 pathway in neuroprotection. Ann. Neurol. 70, 591–599. doi: 10.1002/ana.22514

Yamaguchi, H., and Shen, J. (2007). Absence of dopaminergic neuronal degeneration and oxidative damage in aged DJ-1-deficient mice. Mol. Neurodegener. 2:10. doi: 10.1186/1750-1326-2-10

Yamaguchi, S., Yamane, T., Takahashi-Niki, K., Kato, I., Niki, T., Goldberg, M. S., et al. (2012). Transcriptional activation of low-density lipoprotein receptor gene by DJ-1 and effect of DJ-1 on cholesterol homeostasis. PLoS One 7:e38144. doi: 10.1371/journal.pone.0038144

Zarranz, J. J., Alegre, J., Gómez-Esteban, J. C., Lezcano, E., Ros, R., Ampuero, I., et al. (2004). The new mutation, E46K, of α-synuclein causes Parkinson and Lewy body dementia. Ann. Neurol. 55, 164–173. doi: 10.1002/ana.10795

Zondler, L., Miller-Fleming, L., Repici, M., Gonçalves, S., Tenreiro, S., Rosado-Ramos, R., et al. (2014). DJ-1 interactions with α-synuclein attenuate aggregation and cellular toxicity in models of Parkinson’s disease. Cell Death Dis. 5:e1350. doi: 10.1038/cddis.2014.307

Conflict of Interest Statement: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2017 Xu, Kang, Chen, Jiang, Zhang, Zhang, Ding, Liu and Chen. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) or licensor are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/fnagi-09-00308-g004.gif
A

vector control  + 4+ — =

WT a-syn
scramble
DJ-1 SiRNA,

LAMP2A
actin
HSC70

actin

LAMP1

actin
a-syn
actin

DJ-1
actin

E
vector control
WT a-syn
seramble
DJ-1 siRNA

LAMP2A

LAMP1

G
vector control
WT a-syn
seramble
DJ-1 SIRNA
Proteinase K

- -+ 4+
+ - o+ -

|

HSC70

LAMP1

e

3
205

120 kDa =
00

42kDa

C s

70 kDa .
£10

42 kD: £

) 2

100 kDa H
42kDa o
15

19 kDa D_
42 kDa =

3
24 kDa 205
42kDa 00

F
15
120 kDa Sos
100 kDa 00
H

15

H
2

g

70 kDa

100 kDa 00

O seramble
= opsrsirna

##
vector control WTasyn
3 seramble
. ODLIsRNA T I
vector control WTasyn
) seramble

b
]

Vector control

O3 seramble
D1 SiRNA

WTasyn

vector control

WT aesyn

e T
.





OPS/images/fnagi-09-00308-g005.gif
A 3 scramble siRNA

- D1 siRNA = scramble SiRNA
20 127 - DJ-1siRNA
3 ’
z # # p
Zis H
H 3 1
H g
£io g
H Z
3 2.
20 2
vectorcontrol  WT@syn s 3 H 3 B
CHX (50pg/ml, br)

+ o+ o+ + o+ + o+ o+ o+ +
- -+ 4+ o+ + o+

+ 4+ 4+ 4+ +
o [

DU-1 | e e S S —— 24 kDa

ACHn [ S —— — — 42 kD2
_—————————————— X

0 15 3 6 12 0 15 3 6 12 50 pg/ml hr
b NH,CI (mM) E 25 e
el 2,0
cr 10 20 El -
Zs
LAMP2A| s 120kDa =
- £
actin | — — —| 42 kD2
0
G i E
NH,CI (mM)
F €Q (uM) G el
-}
cr 20 40 H %
3
LAMP2A [ s o) 12040 £ 0
AN | e — | 42kDa2 £ 0
0
i £ w0
H Lactacystin (1M) 1 CQ (M)
—8 1.
Cr 125 25 5 10
2o
LAMP2A (s s swome swsw som| 120 kDa & = .
os
A | et S s | 42 KD
o

"Lactacystin (V)





OPS/images/fnagi-09-00308-g002.gif
Saline MPTP

/= /=

a-syn

19KDa

actin

W S S— S| 42KDa

a-syn

actin

a-syn

actin

Saline MPTP
++ == 1+

19KDa

[P
 — -”* 42KDa

Saline _ MPTP
i+ ==+ ==

19KDa

| s———— 42KDa

Saline _ MPTP
+/+ —

25
£,
225
3
2410
iE
s
o
Safne WP
D
24 3 DI-1+/+
=2 -t sy
£2us .
£
3
Fiuw
= I
00
Safne WP
F
207 O Da
- - D1 hoid
g N
ez
#3100
%0
o0
Saiine WP
H
20 [=R R LV
-1 i
z 15 Hxx
Fiuo
th
IS
o
Safine MFTP





OPS/images/fnagi-09-00308-g003.gif
19 kDa

42 kDa

A NH,Cl (mM) B .
Ctr 125 25 5 10 20 i,
a-syn 19 kDa fos H
actin 2iDa Gk B m
NH,CI (mM)
c  coum b G Lactacystin (uM)
P .

Ctr 2040 Cir 125 25 5 10
a-sy [ sy —— — —
ctin] s——— T I actinl e ——— —

CQ (™M)
E  3MA@mM) F Ho
— =
Cr 12525 1 o T
sy ——— ‘ l H
§oo
20t ey e w12 kD L -
3-MA (mM) &
! LAMP2 J
Ctr scramble siRNA .
i
ACH | — —— 42KDa Ry
K
LAMP2A 120KDa
ACH | s S | 42KD2 3
LAMP1
L Ctr scramble GiRNA Mo
o b
L
AN | e s e | 42KDa ey
N
TABT, (e g e | 00
AN | s s s | 42KD






OPS/images/fnagi-09-00308-g006.gif
HSC70 HSC70
Co-chaperones o-syn Co-chaperones a-syn?

o RO Ry d
\A/

-

v

Bt B EsOBETEssTS b

09/

Lysosome
/ 00
Lys-HSC70 Lys-HSC70 |

Normal Condition DJ-1 Deficiency





OPS/images/crossmark.jpg





OPS/images/fnagi-09-00308-g001.gif
A

vector control
WT o-syn
scramble
DJ-1 siRNA

+ o+ - -
- -+ o+
+ -+

-+ - o+

DJ-1

actin

D
vector control
WT a-syn
DJ-1 vector
WT DJ-1

a-syn
actin
DJ-1

actin

24KDa

19KDa

42KDa

24KDa

42KDa

b

3 scramble siRNA

W DJ-1siRNA

skxH i

g
s
310 i
g5
ol
vector control  WT a-synuclein
157 [ seramble SiRNA
W DJ-1SIRNA
£
S
2
Sos it #ih
00 - i
vector control  WT a-synuclein
E

3

3 D1 veetor
- WTDJ-1
P
1
it
aesyn vector WT a-syn
3 D1 vector
- WTDL
#i
- -

aesyn vector

WT aesyn





OPS/images/cover.jpg
’ frontiers |
In Aging Neuroscience

DJ-1 Inhibits a-Synuclein
Aggregation by Regulating
Chaperone-Mediated Autophagy









OPS/images/logo.jpg
, frontiers
in Aging Neuroscience





