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Overexpression of PGC-1α 
influences the mitochondrial 
unfolded protein response (mtUPR) 
induced by MPP+ in human SH-
SY5Y neuroblastoma cells
Yousheng cai1,2,4, Hui Shen1,4, Huidan Weng1,3, Yingqing Wang1, Guoen cai1, Xiaochun chen1,3 
& Qinyong Ye1,3 ✉

Parkinson’s disease (PD) is a common dyskinesia disease, the mitochondrial unfolded protein 
response (mtUPR) may be directly or indirectly involved in the occurrence and development of PD, 
although the exact mechanism is unclear. We established a dopaminergic neuronal-like cell model 
of PD, by overexpression of PGC-1α to detect evaluate the expression of proteases and molecular 
chaperones of involved in the mtUPR, as well as the expression of PGC-1α and LRPPRC, illustrated 
the distribution of LRPPRC. Remarkably, the mtUPR activation reached maximal at 24 h after MPP+ 
treatment in SH-SY5Y cells, which the protein and transcription levels of the proteases and molecular 
chaperones reached maximal. The proteases and molecular chaperones were significantly increased 
when overexpressed PGC-1α, which indicated that PGC-1α overexpression activated the mtUPR, 
and PGC-1α had a protective effect on SH-SY5Y cells. The expression levels of PGC-1α and LRPPRC 
were significantly improved in the PGC-1α overexpression groups. LRPPRC was markedly reduced in 
the nucleus, suggesting that PGC-1α overexpression may play a protective role to the mitochondria 
through LRPPRC. Our finding indicates that overexpression of PGC-1α may activate mtUPR, reducing 
the oxidative stress injury induced by MPP+ through LRPPRC signaling, thus maintain mitochondrial 
homeostasis.

Parkinson’s disease (PD) is a common neurodegenerative disease characterized by the formation of Lewy bodies 
and the degeneration of dopaminergic neurons in the dense parts of the substantia nigra (SN) and striatum1. 
At present, the pathogenesis of PD remains unclear. Nonetheless, mitochondrial dysfunction is closely associ-
ated with protein quality control (PQC)2, and PQC disorder plays a very important role in the pathogenesis of 
PD3. Mitochondrial protein quality control (mtPQC) is the principal mechanism that maintainscell homeostasis. 
Among the pathways triggered by stress, the mitochondrial unfolded protein response (mtUPR) acts to restore 
proteostasis specifically within the mitochondria. The mtUPR reacts to mitochondrial proteotoxic stresses, such 
as the accumulation of unfolded or misfolded proteins, leading to upregulated expression of mitochondrial 
molecular chaperones (such as the heat shock proteins (HSPs) HSPE1, HSP60 and HSPA9) and proteases (such 
as CLPP, Lon, YME1L1, afg3l2 and SPG7) encoded by nuclear genes4–7. The mtUPR assists newly synthesized pro-
teins folding correctly and it helps in the repair of misfolded or aggregated proteins, and the proteolytic removal 
of irreversibly damaged protein. Thus, the mtUPR is a mitochondrial-to-nuclear retrograde signal transduction 
pathway8 that ensures the quality of the mitochondrial proteome.

Many factors and various compounds can induce the mtUPR. Paraquat (an herbicide) and rotenone (a pesti-
cide) are common toxins that trigger the mammalian mtUPR by inducing mitochondrial dysfunction9–11, both of 
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which cause the production of oxidatively-damaged proteins12. The dopaminergic neurotoxin MPP+ is a struc-
tural analog of paraquat. It induces neurotoxicity by inhibiting complex I of the mitochondrial electron transport 
chain, leading to ATP depletion and oxidative stress13 that activates the mtUPR. Various experimental in vivo and 
in vitro models of PD have been developed by treatment with MPP+ or MPTP (an MPP+ precursor, 1-methyl-
4-phenyl-1, 2, 3, 6-tetrahydropyridine)14.

Peroxisome proliferator-activated receptor gamma (PPARγ) coactivator 1α (PGC-1α) plays an important 
role in mitochondrial biological processes and oxidative stress. It is a potent transcriptional regulator that is 
mainly expressed in tissues with high energy needs tahat are rich in mitochondria. When oxidative stress occurs, 
PGC-1α primarily aggregates in the nucleus15. Our last study showed that PGC-1α promoted mitochondrial 
transcription in both in vivo and in vitro models of PD; thus, protecting the dopaminergic neuronal-like cells 
in a model of PD16,17. The LRPPRC (leucine-rich pentatricopeptide repeat-containing) protein is a key mem-
ber of the PPR (pentatricopeptide repeat motif) protein family, and it plays a major role in RNA processing, 
splicing, editing, stability and RNA translation initiation18. A mutation in the LRPPRC gene leads to the hered-
itary neurometabolic disorder French–Canadian subacute necrotizing encephalopathy, which is characterized 
by the lack of mitochondrial oxidative phosphorylation complex IV19. LRPPRC has been shown to interact with 
coactivator PGC-1α in the nucleus and regulate mitochondrial biosynthesis of nuclear gene expression20. Other 
literature studies indicate that LRPPRC plays an important role in the regulation of mtDNA expression post-
transcription21,22. According to the PathwayNet tool (http://pathwaynet.princeton.edu/; Troyanskaya Laboratory, 
Princeton University, NJ, USA), we found the PGC-1α/LRPPRC pathway is closely related to mtUPR (Fig. 1a; 
where 0 is completely irrelevant and 1 is completely related). The diagram shows that PGC-1α/LRPPRC is related 
to YME1L1, CLPP, HSPA9 and HSPE1 by up to 0.95, 0.96, 0.96 and 0.96, respectively. Therefore, in mitochondrial 
stress, with the induction of mtUPR, we consider that PGC-1α might promote the synthesis of mtUPR-related 
proteases and molecular chaperones through the PGC-1α/LRPPRC pathway.

An adenovirus (Ad) vector is a noncoated, linear, double-stranded DNA virus that can be replicated inde-
pendently in infected hosts. Due to its stability, broad range of hosts, high gene introduction rate, easy preparation 
and low pathogenicity in the human body, adenoviruses have become commonly used as highly versatile expres-
sion vectors23. Adenovirus vector systems, which have been widely used in fundamental and clinical research24, 
can specifically block or enhance the expression of related genes and proteins. SH-SY5Y cells, the third successive 
sub-clone of the metastatic myeloma SK-N-SH line, express tyrosine hydroxylase, dopamine-β-hydroxylase and 
the dopamine transporter in patients with neuroblastoma, and these cells have been widely used to establish a cell 
model for the study of the pathogenesis of PD. MPP+-induced SH-SY5Y cells are one of the best in vitro models 
of PD.

In this study, SH-SY5Y cells were intervened with MPP+ at various time points, to identify the optimal time 
that induced the mtUPR. SH-SY5Y cells were infected by adenovirus carrying PGC-1α (the target gene), result-
ing in overexpression of PGC-1α. Based on the close relationship between the PGC-1α/LRPPRC pathway by 
PathwayNet (Troyanskaya Laboratory, Princeton University) and mtUPR, the effect of PGC-1α overexpression 
on MPP+-induced mtUPR in SH-SY5Y cells and the effect of PGC-1α/LRPPRC signal transduction on mtUPR 
are discussed.

Results
After MPP+ treatment, YME1L1, HSPA9, CLPP and HSPE1 protein expression was higher in 
the 24 and 48 h groups than in the other groups. The expression level of the molecular chaperones and 
proteases in SH-SY5Y cells was observed at the protein level after MPP+ treatment, and the activation of mtUPR 
was further observed under stress. Several observations were made following analysis of the results (Fig. 1b). 
(1) YME1L1 protein expression levels were increased after MPP+ treatment, 24 h (P < 0.05), and levels were 0.4, 
0.6 and 0.7 times higher than they were in the non-MPP+ treatmentgroup and the 6 and 12 h groups, respec-
tively levels were not significantly different (P > 0.05) from those in the 36 and 48 h groups. Likewise, the results 
from the 36 h group were not significantly different from those in non-MPP+ treatment, and 6 and 12 h groups. 
The 48 h treatment group had YME1L1 protein expression levels that were higher (P < 0.05) by 0.7, 0.9 and 1.1 
times, respectively, compared with the non-MPP+ treatment and the 6 and 12 h groups. There was no significant 
difference between the 48 h treatment group and the 36 h group (P > 0.05) (Fig. 1c). (2) Similarly, the protein 
expression level of HSPA9 in the 24 h group increased (P < 0.05) and was 1.9 timeshigher than the level in the 
non-MPP+ treatment group and the 6 h group. There were no significant differences among the 12, 36 and 48 h 
groups (P > 0.05). There was no statistical significance (P > 0.05) among the 6 h, 12 h and 36 h groupsor the non-
MPP+ treatment groups. The 48 h group had levels that were 3.5, 2.6, 1.7 and 1.8 times higher (all P < 0.05) than 
the levels in the non-MPP+ treatment and the 6, 12 and 36 h groups, respectively (Fig. 1d). (3) CLPP protein 
expression in the 24 h group increased (P < 0.05) by 1.8, 2.5, 1.4 and 3.0 times compared with the expression 
in the non-MPP+ treatment group, and the 6, 12, 36 h groups, respectively, but no protein was detected at 48 h 
(Fig. 1e). (4) In the same way, the expression level of HSPE1 protein in the 24 h group was 2.4, 1.6, 1.6 and 1.7 
times (all P < 0.05) higher than it was the MPP+ group, and 6, 12 and 36 h groups, respectivelyand the difference 
between the 24 h the 48 h groups was statistically significant (P < 0.05) (Fig. 1f). From the above data analysis, 
CLPP, YME1L1, HSPA9 and HSPE1 protein levels were higher in the 24 and 48 h groups than they were in the 
other groups. However, in the 48 h group, the cells were and floating in the culture medium, so there was no 
measurable activity, the cells in the 24 h group grew well, which was similar to what was observed in our previous 
study16. Therefore, we considered 24 h was the best time of treatment.

After MPP+ treatment, the YME1L1, HSPA9, CLPP and HSPE1 transcriptional levels in 24 h 
were significantly higher than they were in the other groups. At the transcriptional level (Fig. 1g–j), 
(1) after MPP+ treatment, YME1L1 mRNA at 24 h was 3.5 and 2.4 times higher (P < 0.01) than what was observed 
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at 6 and 36 h, respectively. There was no significant difference (P > 0.05) between the group without MPP+ treat-
ment and the 48 h group. YME1L1 mRNA in the 48 h treatment group increased (P < 0.01)by 0.6, 3.0 and 2.2 
times compared with the non-MPP+ treatment group, 6 h group and the 36 h group, respectively. There was no 
significant difference between the 12 h group and the 48 h group (P > 0.05) (Fig. 1g). (2) The transcriptional level 
of HSPA9 at 24 h increased by 2.7 (P < 0.01), 0.7 (P < 0.05) and 0.6 times (P < 0.05) compared with the 6, 12 and 
36 h groups, respectively, but no statistical differences werefound for the MPP+ treatment group (P > 0.05). The 
48 h group was statistically different (P < 0.05) from all the other groups (Fig. 1h). (3) At the transcriptional level, 
CLPP levels in the 24 h group were increased by (P < 0.01) 3.2, 5.6, 2.3, 1.8 and 1.7 times relative to the non-MPP+ 

Figure 1. The expression pattern (proteins and mRNA) of YME1L1, HSPA9, CLPP and HSPE1 in response to 
MPP+ treatment. (a) Relation of PGC-1α/LRPPRC pathway and the chaperones and proteases. (b–f) Changes 
in the chaperones and protease proteins were observed at various time points following cell treatment with 
1000 µM MPP+. (b) The expression of YME1L1, HSPA9, CLPP and HSPE1 proteins at various time points 
was detected by immunoblotting, full-length blots/gels are presented in Supplementary Fig. 2. (c–f) The 
expression of YME1L1, HSPA9, CLPP and HSPE1 protein at various time points was detected by Western 
blotting. (c) *P < 0.05, compared with Con, 6 h and 12 h; #P < 0.05 compared with Con, 6 h and 12 h. (d) 
*P < 0.05, compared with Con and 6 h; #P < 0.05, compared with all other groups, except 24 h. (e) *P < 0.05, 
compared with Con, 6 h, 12 h and 36 h. (f) *P < 0.05, compared with Con, 6 h, 12 h and 36 h #P < 0.05, compared 
with all other groups. n = 8 for Western blots. (g,h,i) and (j) Changes in mRNA levels of chaperones and 
proteases following treatment with MPP+ 1000 μM at each time point. (g) *P < 0.05, compared with 6 h and 
36 h; ##P < 0.01, compared with Con, 6 h and 36 h. (h) *P < 0.05, compared with 6 h, 12 h and 36 h; #P < 0.05, 
compared with all the other groups, except 24 h. (i) **P < 0.01, compared with all the other groups. (j) 
**P < 0.01, compared with Con, 6 h, 36 h and 48 h. n = 5 for real-time PCR. Note: Con (control group), 6 h (6 h 
group), 12 h (12 h group), 24 h (24 h group), 36 h (36 h group), 48 h (48 h group). All the data were analyzed by 
ANOVA, followed by Tukey’s LSD post hoc tests.
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treatment, and the 6, 12, 36 and 48 h groups,respectivly (Fig. 1i). (4) Moreover, the transcriptional level of HSPE1 
only increased by (P < 0.01) 1.7, 2.1 and 1.5 times in the 24 h group relative to the non-MPP+ treatment, and 6, 
36 and 48 h groups, respectively, which was not statistically different from the 12 h group (P > 0.05) (Fig. 1j). In 
summary, the transcription levels of YME1L1 and HSPA9 were most consistent with the protein levels in the 24 h 
group compared with other groups, whereas, the CLPP and HSPE1 transcriptional levels were significantly higher 
than the other groups. Combined with the level of protein expression in each group, we determined that 24 h was 
the best treatment time.

The best MOI value of adenovirus-infected SH-SY5Y cells was determined to be 100.  
According to the early grouping analysis, in the case of empty Ad virus the PGC-1α gene overexpressing 
virus(Ad-GFP-PGC-1α), when the MOIs were all 100, infected SH-SY5Y cells were observed at 24 h, the cell 
infection rate was>90%, and cell death was low (<10%) (Fig. 2a). Therefore, an MOI = 100 was used in the next 
experiment.

Establishing a PGC-1α overexpression dopaminergic neuronal-like cell model. Overexpression 
of the target gene PGC-1α was observed at the protein and mRNA levelsafter SH-SY5Y cells were infected by 
an adenovirus, to establiah a cell model. Regarding PGC-1α at the protein level, the results (Fig. 2b) indicated 
the PGC-1α overexpression group had significantly higher protein levels (increased (P < 0.01) by 27 and 17 
times) than the cells without MPP+ treatment and the cells in the empty Ad virus treatment group, respectively. 
The overexpression of PGC-1α in the MPP+ treatment group was higher (P < 0.01) than it was in the MPP+ 
group (8-fold) and the empty virus plus MPP+ treatment group (19-fold) (Fig. 2e). Similarly, for PGC-1α at 
the transcriptional level (Fig. 2f), the mRNA level in the PGC-1α overexpression group remained markedly 
higher (P < 0.01) than it did in the non-MPP+ treatment group (65 times) and the empty virus treatment group 
(25 times). At the mRNA level, overexpression of PGC-1α in the MPP+-treated group was increased (P < 0.01) 
by 5.6 and 9.9 times compared with the levels in the MPP+ group and the empty virus plus MPP+ treatment 
group, respectively. The mRNA overexpression of PGC-1α in the MPP+-treated group was also 6.3 times lower 
(P < 0.01) than it was in the PGC-1α overexpression group. All the above data indicated that we successfully 
established a PGC-1α overexpression dopaminergic neuronal-like cell model.

The expression of YME1L1, HSPA9, CLPP and HSPE1 was largely consistent with PGC-1α 
expression, as shown by Western blotting. Western blotting showed that YME1L1, HSPA9, CLPP and 
HSPE1 had molecular weights of 86, 74, 30 and 10 kDa, respectively (Fig. 2d). Full-length blots/gels are presented 
in Supplementary Fig. 5. The samples were derived from the same experiment and the gels/blots were processed 
in parallel. Analysis using GraphPad Prism 5 software revealed several findings. (1) After MPP+ treatment, the 
level of YME1L1 was increased by 1.1 times over that of the non-MPP+ treatment group (P < 0.01), PGC-1α 
overexpression by the MPP+ treatment group was 2.8 times higher than that of the empty virus group with MPP+ 
treatment (P < 0.01), and no significant difference was found between the MPP+ treatment groups (Fig. 2i). (2) 
Similarly, after MPP+ treatment, the level of HSPA9 increased by 1.4 times that of over the non-MPP+ treatment 
group (P < 0.05), and the levels in the the PGC-1α overexpression plus MPP+ group were 0.45 (P < 0.05) and 2.4 
times (P < 0.01) higher than that of MPP+ treatment group and empty virus via MPP+ treatment group, respec-
tively (Fig. 2j). (3) After MPP+ treatment, the expression level of CLPP was not significantly different from the 
control group (P > 0.05). In the overexpression group treated with MPP+, CLPP levels increased (P < 0.05) by 
0.57 and 2.4 times over those of the MPP+ group and the empty virus plus MPP+ treatment group, respectively 
(Fig. 2k). (4) For the HSPE1 protein, the MPP+ treatment group increased levels by 94% (P < 0.01) compared 
with the control group; the PGC-1α overexpression plus the MPP+ treatment group increased (P < 0.01) levels by 
46% and 1.6 times, respectively, compared to the MPP+ group and the empty virus plus MPP+ treatment group 
(Fig. 2l). The expression of YME1L1, HSPA9, CLPP and HSPE1 was largely consistent with the expression of 
PGC-1α.

Overexpression of PGC-1α increased the expression of YME1L1, HSPA9, CLPP and HSPE1, as 
shown by real-time PCR. At the transcriptional level (Fig. 7), (1) after MPP+ treatment, YME1L1 levels 
increased 2.2-fold over the nontreatment group (P < 0.01). The overexpression of PGC-1α was 4.6 times higher 
than that of the MPP+-treated group (P < 0.01), and the levels were statistically similar to that of the MPP+ group 
(P > 0.05) (Fig. 2m). (2) Similarly, the PGC-1α overexpression in the MPP+ treatment group increased by 0.57 
and 0.97 times in comparison to the MPP+ group and the empty virus with MPP+ treatment group, respectively 
(P < 0.05; P < 0.01), and the HSPA9 level of the nontreated group was statistically comparable to the levels after 
MPP+ treatment (Fig. 2n). (3) After MPP+ treatment, the CLPP protein levels increased by 1.1-fold over the levels 
of the control group (P < 0.05). In the PGC-1α overexpression group, the MPP+ treatment group increased CLPP 
protein levels by 0.34 times (P < 0.05) relative to the empty virus plus MPP+ treatment group, but there was no 
significant difference compared with the MPP+ group (P > 0.05) (Fig. 2o). (4) For the HSPE1 protein, the MPP+ 
treatment group increased levels by 3.4 times compared to the levels of the control group (P < 0.01). In the group 
with PGC-1α overexpression and MPP+ treatment, HSPE1 levels increased (P < 0.01) by 0.45 and 1.6 times over 
those of the MPP+ group and the empty virus via MPP+ treatment, respectively (Fig. 2p). In summary, the expres-
sion trend of YME1L1, HSPA9, CLPP and HSPE1 was approximately consistent with PGC-1α, indicating that the 
overexpression of PGC-1α increased the expression of related molecules in the mtUPR.

PGC-1α overexpression promotes the expression of LRPPRC protein. LRPPRC has a molecular 
weight of 130 kDa (Fig. 2c,g). Using GraphPad Prism 5 image analysis software, the level of LRPPRC after MPP+ 
treatment was found to be 2.4 times (P < 0.05) lower than it was in the non-treatment group. In the PGC-1α 
overexpression group (without MPP+ treatment), LRPPRC increased by 0.56 and 0.49 times in comparison to 
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Figure 2. The overexpression of PGC-1α and its effect to the molecular chaperones and proteases of SH-
SY5Y cells. (a) Fluorescence expression following treatment with the empty virus and the virus overexpression 
PGC-1α gene (Ad-GFP-PGC-1α) at MOI = 100. I,II,III and IVwere treated with empty virus control and Ad-
GFP-PGC-1α virus respectively.I,III and II, V photographs were captured with light and green fluorescence 
microscopy, respectively. n = 4 for fluorescent images. (b,e,f) Comparison of immunoblots and mRNA 
transcriptional levels of PGC-1α in each group. (b,e) PGC-1α protein expression and PGC-1α protein 
expression profiles of each group. (f) The transcriptional level of PGC-1α protein was detected by real-time 
PCR. **P < 0.01, compared with Con, Ad+Con and PGC-1α + MPP+; ##P < 0.01, compared with Ad+MPP+. 
n = 5 for Western blots; n = 8 for real-time PCR analysis. Data were analyzed by ANOVA, followed by Tukey’s 
LSD post hoc tests. (d,i,j,j,k,l) Effect of PGC-1α overexpression on the protein expression levels of the molecular 
chaperones and proteases. Full-length blots/gels are presented in Supplementary Fig. 6. The samples were 
derived from the same experiment, and that gels/blots were processed in parallel. (i,j,k,l) molecular chaperones 
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the control group and empty virus without MPP+ treatment group, respectively (P < 0.01; P < 0.05). For LRPPRC 
in the PGC-1α overexpression group, the expression level decreased by 26% (P < 0.05) after MPP+ treatment, 
but levels were 1.35 times higher (P < 0.05) than they were in the MPP+ group without overexpression of PGC-
1α;further, LRPPRC levels were increased by 84% (P < 0.05) compared with the empty virus plus MPP+ treat-
ment group. PGC-1α overexpression promotes the expression of LRPPRC protein, while treatment with MPP+ 
reduces the expression of LRPPRC protein.These results are similar to what was obserbed with PGC-1α following 
MPP+ treatment, which strongly suggests a correlation between LRPPRC protein and PGC-1α.

PGC-1α overexpression promotes the expression of LRPPRC mRNA. At the transcriptional 
level (Fig. 2h), the level of LRPPRC after MPP+ treatment was statistically comparable to that of the control 
group (P > 0.05). For the PGC-1α overexpression group (without MPP+), LRPPRC was 31 and 4.2 times higher 
(P < 0.01; P < 0.01), than it was in the MPP+ untreated group and the PGC-1α overexpression group. In the 
PGC-1α overexpression groups, LRPPRC was 2.8 times lower in the MPP+ treatment group than it was in the 
non-MPP+ treatment group (P < 0.05), but 5.3 times higher than it was in the MPP+ group without PGC-1α 
overexpression (P < 0.05); futher, LRPPRC level were 3.5 times higher than they were in the empty virus group 
with MPP+ treatment (P < 0.05). The LRPPRC protein level appears to be the same as its RNA level. We believe 
that PGC-1α overexpression promotes the expression of LRPPRC and PGC-1α may be an upstream activator of 
LRPPRC.

LRPPRC may be transferred from the nucleus to the cytoplasm after treatment with MPP+ and 
PGC-1α overexpression. Cell immunofluorescence results (Fig. 3) showed that under normal circum-
stances, LRPPRC was mainly distributed in mitochondria, with obvious co-location with mitochondria. There 
was a little floccus in the nucleus, with a small amount. After MPP+ intervention, LRPPRC was mainly distributed 
in mitochondria, and its co-localization was obvious, which in the nucleus increased slightly, showing a granular 
floccus. LRPPRC appeared to exit the nucleus, which in the nucleus increased slightly, showing a granular floccus. 
After overexpression of PGC-1α, LRPPRC was mainly distributed in mitochondria with obvious co-localization, 
and almost no LRPPRC floccus in the nucleus.. This phenomenon was most obvious in the group without MPP+ 
treatment. These results suggested that most of the LRPPRC is located on mitochondria whether or not it is inter-
fered with MPP+ or overexpression of PGC-1α, and there is no obvious metastasis. After the addition of MPP+, 
LRPPRC could be transferred to the nucleus slightly, but there was no significant statistical difference. After over-
expression of PGC-1α, LRPPRC showed nuclear transferred from the nucleus and colocalization decreased in 
the nucleus, with a statistical difference (P < 0.05). In summary, LRPPRC is mainly distributed in mitochondria, 
and is partly located in the nucleus of SH-SY5Y cells.Under the intervention of MPP+, a small amount of LRPPRC 
can be transferred to the nucleu, but there was no statistical difference (P = 0.08) (Fig. 3b). After overexpression 
of PGC-1α (with the intervention of MPP+), it was found that the expression of LRPPRC was transferred to the 
outside of the nucleus, and the colocalization with the nucleus was reduced, and the difference was statistically 
significant (P < 0.05) (Fig. 3c).

Discussion
PD is a prevalent neurodegenerative disease in the middle-aged and the elderly population, with serious impacts 
on the physical and mental health. The patients not only present dyskinesia symptoms but at the advanced 
stage, PD is also associated with cognitive impairment, impaired memory function, anxiety and depression25–27. 
Mithchondria participate in the generation of energy, regulate the storage of calcium ions, contribute to signal 
transduction in cells and induce apoptosis, which is of great significance for the prevention and treatment of PD28.
In PD patients, the activity of the mitochondrial electron transport chain complex I in the SN decreases29,30. This 
is closely related to MPTP (methylphenyltetrahydropyridine, MPTP) and MPP+, in which can lead to the loss 
of dopaminergic neurons31–33 predominantly through the production of ROS. These process can promote the 
mtUPR12.

The mtUPR is an emerging and adaptive stress response pathway that ensures the best quality and function 
of the mitochondrial proteome and interacts with other mitochondrial mass control systems, such as oxidative 
stress reaction, mitochondrial biosynthesis, mitochondrial autophagy and the ubiquitin protease system, which 
maintain the normal mitochondrial structure and function34–37. The mtUPR internally monitors mitochondrial 

and proteases protein expression charts of each group. i **P < 0.01, compared with Con; ##P < 0.01, compared 
with Ad+MPP+; (j,k,l) *P < 0.05, compared with Con; #P < 0.05, compared with MPP + and Ad+MPP+. n = 6 
for Western blots. (m–p) Effect of PGC-1α overexpression on the mRNA levels of chaperones and protease 
proteins. (m) **P < 0.01, compared with Con; ##P < 0.01, compared with Ad+MPP+; (n) ##P < 0.01, compared 
with MPP+ and Ad+MPP+; (o) *P < 0.05, compared with Con; #P < 0.05, compared with Ad+MPP+; (p) 
**P < 0.01, compared with Con; ##P<0.01, compared with MPP+ and Ad+MPP+. n = 8 for real-time PCR 
analysis. (c,g,h) Effect of PGC-1α overexpression on LRPPRC expression. (c) Western blotting expression 
profiles of LRPPRC in each group, full-length blots/gels are presented in Supplementary Fig. 8. The samples 
were derived from the same experiment, and that gels/blots were processed in parallel. (g) LRPPRC protein 
expression profile; (h) Real-time PCR detected the transcriptional level of LRPPRC.△P < 0.05, compared 
with MPP+; **P < 0.01, compared with Con and Ad+Con; #P < 0.05 compared with MPP+, Ad+MPP+ and 
PGC-1α + Con. n = 6 for Western blots; n = 9 for real-time PCR analysis. Note: Con (control group), M (MPP+ 
group), A + M (Ad+MPP+ group), A + Con (Ad+control group), P + Con (PGC-1α + control group), P + M 
(PGC-1α + MPP+ group). All the data were analyzed by ANOVA followed by Tukey’s LSD post hoc tests.
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protein homeostasis and respond to stress signals, and it activates the complex mtPQC network38. Dopaminergic 
neurons contain a relatively low mass of mitochondria39, and the mitochondria with complete functional pro-
teins are the key40 to guarantee the free radical scavenging mechanism. The mtUPR molecular chaperones and 

Figure 3. Subcellular localization of LRPPRC following of PGC-1α overexpression. n = 4; visulization was 
performed using fluorescence confocal microscopy. (a) The immunofluorescence results of LRPPRC subcellular 
localization. Mitochondria for 647 channels of excitation light, appear in green; LRPPRC is 594 channels of 
excitation light, appearing in red; the nucleis are stained by DAPI and appear in blue. Note: Con (control group), 
M (MPP+ group), A + M (Ad+MPP+ group), A + Con (Ad+control group), P + Con (PGC-1α + control 
group), P + M (PGC-1α + MPP+ group). (b,c) The Pearson’s corrleation confficient of LRPPRC in mitochondria 
and nucleus. ns, no statistical significance; *P < 0.05 PGC-1α + MPP+ compared with MPP+.
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proteases are discussed further in the following sections. According to our literature review and previous study16, 
when the concentration of MPP+ is 1000 µM, the cell death rate is only 22.38% (P < 0.05), making it the most 
suitable for cell modeling. Next, we continued to observe the changes in the levels of the proteases (YME1L1 and 
CLPP) and chaperones (HSPA9 and HSPE1) at various time points. We found that at the protein level, both the 24 
and 48 h groups showed significant differences in the molecular chaperones (HSPA9 and HSPE1) and proteases 
(YME1L1 and CLPP) (Fig. 1b). Among the time points evaluated, the transcriptional levels of CLPP and HSPE1 
were significantly higher at 24 h, and YME1L1 and HSPA9 were significantly higher at 24 and 48 h (Fig. 1g–j). As 
the cells were dead at 48 h, most could not attached to the well and floated in the medium because when mtUPR 
exceeds its protective ability, the cells inevitably undergo lysis, autophagy and apoptosis41,42. Consequently, we 
chose 24 h, as the best intervention time.

PGC-1α is a potent transcriptional cofactor encoded by the PPARGC1A gene and plays a vital role in mito-
chondrial biosynthesis and oxidative phosphorylation43,44. The mtUPR can hinder aging, but the relationship 
between PGC-1α overexpression and the mtUPR is not yet fully understood. Therefore, we overexpressed 
PGC-1α by an adenovirus vector to study the association. Similar to previous studies, when the MOI value was 
100, the rate of adenovirus infection (more than 90%) and the mortality rate (10%) were most suitable for cell 
modeling (Fig. 2a)16. As expected, the PGC-1α overexpression group had higher protein and mRNA levels of 
PGC-1α than the other groups (Fig. 2b,e,f). MPP+ treatment of SH-SY5Y cells overexpressing PGC-1αdecreased 
the protein and mRNA levels of PGC-1α by 1.6 and 6.3 times, respectively (Fig. 2e,f), which was consistent with 
previous studies16 and suggested that we had established a successful model.

The hallmark of mitochondrial retrograde signaling is the alteration of the expression of nuclear genes elic-
ited by a signal from the mitochondria (mainly proteases and molecular chaperones), which alerts the cell of 
perturbations in mitochondrial homeostasis45. YME1L1 is a member of the AAA family of ATPases, affecting 
the morphology and function of mitochondria46,47. Assisted by the mitochondrial processing peptidase, YME1L1 
removes its mitochondrial targeting sequence, then enters the mitochondria48. In this experiment, the levels of 
YME1L1 protein and mRNA were increased by overexpression of PGC-1α (Fig. 2i,m). We speculate whether the 
YME1L1 transcription mRNA encoded by the nuclear genome is somehow increased by PGC-1α and is trans-
ported to the mitochondria for extensive expression, which remains to be further confirmed. The mitochondrial 
matrix protease Clp family consists of ClpAP, ClpCP, ClpEP, ClpXP and ClpYQ, which exist in the mitochon-
dria of various prokaryotes and eukaryotes, as well as in the chloroplasts of algae and plant cells49. The active 
two-chain proteases are complex compounds consisting of a peptidase subunit (CLPP or ClpQ). Clp maintains 
the stability of mitochondrial proteins by degrading oxidatively damaged proteins50,51. Following the appropriate 
stimulation of MPP+, ROS leads to increased protein oxidation, and the induced CLPP expression and transcrip-
tion validated the treatment parameters (Fig. 2k,o). In the PGC-1α overexpression group, CLPP was increased 
by promoting mRNA splicing of CLPP precursors (Fig. 2o)18,52. The interrupted proteostasis is closely linked to 
age-related diseases.

Unfolded and misfolded proteins in the mitochondria are mainly recovered by HSPA9, HSP60 and HSPE1. 
HSPA9 mediates the essential functions of mitochondrial protein import and synthesis53. The level of HSPA9 
decreased in PD patients’ SN, suggesting that mtUPR is involved in the pathophysiological mechanism of PD54. 
In this experiment, we found the expression of HSPA9 increased after PGC-1α overexpression (Fig. 2j,n), indi-
cating that HSPA9 may not only participate in mtUPR but also play a role in autophagy. Human HSP10 protein 
is encoded by the nuclear HSPE1 gene; HSPA9, HSP60 and HSPE1 form a complex involved in mitochondrial 
protein folding, which is closely related to PGC-1α biosynthesis55,56, but we have not found strong evidence for 
a correlation between HSPE1 and PGC-1α. Although we observed an increase in the level of HSPE1 expression 
(Fig. 2l,p), we still need to explore the relationship further.

LRPPRC participates in mitochondrial RNA metabolism, and it regulates some mitochondrial encoding genes 
and other similar genes with PGC-1α to form the PGC-1α/LRPPRC signal pathway57. After LRPPRC deletion, 
PGC-1α co-activation expression ability is significantly reduced58. In mitochondria, LRPPRC interacts with the 
translation initiation factor 4E (eIF4E) to regulate the export, stability and translocation of mRNA59 following 
its transcription. Studies have shown that in aging rats, the formation of PGC-1α/LRPPRC complex, which is 
induced by aerobic exercise and inhibition of the FoxO pathway, can trigger atrophic skeletal muscle regen-
eration20. We observed the effect of LRPPRC on PGC-1α overexpression. After MPP+ treatment, the level of 
LRPPRC protein was 2.4 times lower than that in the non-MPP+ treatment group. In the PGC-1α overexpression 
without MPP+ group, the LRPPRC level increased by 56% (P < 0.01) and 49% (P < 0.05), respectively, compared 
to the empty virus plus MPP+ group and the empty virus without MPP+ group, which was similar to the PGC-1α 
treatment group. In PGC-1α overexpression after the MPP+ treatment group, the LRPPRC expression level 
reduced by 26% relative to the levels in the non-MPP+ group (Fig. 2g). Similar results were observed in LRPPRC, 
at the transcriptional level (Fig. 2h).

These findings suggest that the PGC-1α/LRPPRC complex is damaged after MPP+ treatment, resulting a 
decrease in PGC-1α/LRPPRC protein expression. We also found that after MPP+ treatment with overexpression 
of PGC-1α, the fluorescent LRPPRC signal in the nucleus was reduced (Fig. 3). This phenomenon was most evi-
dent in the non-MPP+ treatment group with PGC-1α overexpression, indicating that some LRPPRC may have 
been transferred from the nucleus to the cytoplasm. We speculate the PGC-1α/LRPPRC complex can reduce the 
damage of mitochondrial oxidative stress by inhibiting the ubiquitin/proteasome system. Knocking out LRPPRC 
in mammalian cells leads to the imbalance of the complex IV subunit of the mitochondrial and nuclear co-coding 
complex, which triggers the mtUPR60. Thus, we believe that PGC-1α/LRPPRC largely regulates mtUPR. This 
observation may support the involvement of LRPPRC in the pathogenesis of PD, but whether the LRPPRC pro-
tein is reduced in the PD brain remains to be further studied.

In summary, our results show that the oxidative damage caused by MPP+ in the PD cell model can induce 
the early activation of the mtUPR pathway, which increases the expression of the molecular chaperones and 
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proteases regulated by the reaction. When mtUPR is activated, the expression of glycolytic gene and some amino 
acid genes is upregulated. As a powerful transcription factor, PGC-1α plays a role in energy homeostasis and 
interaction of the mitochondrial genes, such as mitochondrial transcription factor A (TFAM), estrogen-related 
receptor alpha (ERRα), and nuclear respiratory factor-1 (NRF-1) and -2 (NRF-2)16,61. However, what is the rela-
tionship between mtUPR and these genes? Based on the close relationship between PGC-1α/LRPPRC pathway 
and mtUPR depicted by PathwayNet (Troyanskaya Laboratory, Princeton University), we explored this asso-
ciation. The results reveal that the expression of PGC-1α may inhibit the oxidative damage caused by MPP+ 
by increasing the expression of molecular chaperone and protease genes in the mtUPR pathway. The PGC-1α/
LRPPRC signaling pathway is involved in the specific mechanism, we need to explore further. Accordingly, we 
speculate that PGC-1α/LRPPRC signal transduction may maintain mitochondrial homeostasis through mtUPR. 
It is possible that mtUPR plays a role in slowing down the progress of PD.

Materials and methods
Cell culture and MPP+ treatment. Human SH-SY5Y neuroblastoma cells were obtained from the Chinese 
Academy of Sciences Committee Type Culture Collection cell bank and were cultured in Dulbecco’s modified 
Eagle’s medium (DMEM/F12, HyClone, Logan, UT, USA) supplemented with 10% fetal bovine serum (Gibco, 
Grand Island, NY, USA), 100 U/ml penicillin (HyClone, Logan, UT, USA), and 100 U/ml streptomycin (HyClone, 
Logan, UT, USA) (complete media, CM). The cell line was cultured in 100 mm tissue culture plates at 37 °C in a 
humidified incubator (Model No. 3130, Forma Scientific, Ohio, USA) containing 5% CO2. When the cell density 
reached 80-90%, the cells were harvested and dispersed. We replaced the culture medium every 2 days. The cells 
in CM were treated with 1000 µM MPP+ (D048, Sigma-Aldrich, St. Louis, MO, USA) for various times (6, 12, 
24, 36 and 48 h) the control cells were incubated with culture medium containing PBS. Thus, six experimental 
groups were defined. For the empty control group (Con), the SH-SY5Y cells were cultured for 72 h, which was fol-
lowed by the addition of phosphate-buffered saline (PBS) and the cells incubated for 24 h before examination and 
analysis. For the five MPP+ treatment groups, after the SH-SY5Y cells were cultured for 72 h, complete medium 
with a final concentration of 1000 µM MPP+ was added, and the cells incubated for 6, 12, 24, 36 and 48 h, before 
detection and analyses were carried out.

Viral infection. A human PGC-1α adenovirus was constructed, purified and amplified by SBO Medical 
Biotechnology Co. Ltd (Shanghai, China). The PGC-1α adenovirus contained the gene for GFP, in tandem with 
the PGC-1α gene. The optimal multiplicity of infection (MOI) was determined to be 100:1, based on the observed 
fluorescence intensity of GFP, the survival rate and the rate of infection in SH-SY5Y cells(from our previous 
study)16. Human SH-SY5Y cells were infected with adenovirus (MOI = 100) for X h (X represents the most effec-
tive time point). Six experimental groups were defined. (1) The negative control group (Con) was as follows: 
SH-SY5Y cells were cultured for 72 h, PBS was added, and the cells were incubated for X h before examination 
and analysis. (2) The MPP+ group (M) was as follows: after culture of SH-SY5Y cells for 72 h, a final concentration 
of 1000 µM MPP+ was added to the complete medium, and X h was determined. (3) The Ad + control group 
(A + Con) was as follows: for the empty Ad virus plus nontreatment group, SH-SY5Y cells were cultured for 24 h. 
Culture medium (without FBS) containing an empty Ad virus was then added, and the cells were cultured for 4 h, 
during which time, the culture plate/bottle was shaken every 15 min. After 48 h, the old medium was discarded; 
then 10% FBS DMEM/F12 medium was added, and the cells wereincubated for X h. After collecting the cells, 
they were analyzed. (4) The Ad+MPP+ group (A + M) was as follows: after 24 h of culture, SH-SY5Y cells were 
cultured with an empty Ad virus medium (without FBS) for 4 h. During this period, the culture plate/bottle was 
shaken every 15 min. After 48 h, the old medium was discarded and then a complete medium containing a final 
concentration of 1000 µM MPP+ was added to the cells for incubation. After X h, the cells were collected and ana-
lyzed. (5) The PGC-1α + control group (P + Con) was as follows: for the overexpression of Ad-GFP-PGC-1α plus 
nontreatment group, SH-SY5Y cells were cultured for 24 h. Next, the culture medium (without FBS) containing 
an adenovirus that overpresses Ad-GFP-PGC-1αwas added before culturing for 4 h, during which time, the cul-
ture plate/bottle was shaken every 15 min. After 48 h, the old medium was discarded and 10% FBS DMEM/F12 
medium was added and incubated for X h. After collection the cells, they were analyzed. (6) The PGC-1α + MPP+ 
group (P + M) was as follows: for the overexpression of Ad-GFP-PGC-1α plus MPP+ treatment group, SH-SY5Y 
cells were cultured for 24 h, and then the culture medium containing the Ad-GFP-PGC-1α overpressing adeno-
virus was added and incubated for 4 h, during which time, the culture plate/bottle was shaken every 15 min. After 
48 h, the old medium was discarded; then a complete medium containing a final concentration of 1000 µM MPP+ 
was added and incubated for X h. After collection, the cells were detected and analyzed.

Quantitative real-time polymerase chain reaction (PCR) analysis. Total RNA from SH-SY5Y cells 
was isolated according to the manufacturer’s protocol using TRIZOL reagent (Invitrogen, Carlsbad, CA, USA). 
Total RNA purity and integrity were confirmed using an ND-1000 NanoDrop (NanoDrop Technologies) and a 
2100 Bioanalyzer (Agilent). RNA (1 μg) was reverse-transcribed to cDNA in a total volume of 20 μl using a Revert 
Aid TM First Strand cDNA Synthesis Kit (Fermentas, St. Leon-Rot, Germany). The cDNA (2 μl) was amplified 
with an ABI prism 7500 HT sequence detection system (Applied Biosystems, Forster City, CA, USA) in a total 
volume of 20 μl containing 10 μl of the FastStart Universal SYBR Green Master Mix (ROX) (Roche, Germany). 
Forward and reverse primers for specific amplification were designed and are -in Table 1; they were designed to 
eliminate the possibility of amplifying genomic DNA. Quantitative real-time PCR was performed using an ABI 
Prism 7500 HT sequence detection system, based on the 59-nuclease assay for the various genes indicated and the 
housekeeping gene β-actin. Relative expression was calculated using the ΔΔCt method, once primers passed the 
validation experiment. The results are expressed as an average of triplicate samples of at least three independent 
experiments for control and treated cells.
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Western blot analysis. Cells were seeded into 75 cm2 culture flasks and treated as above. For whole cell lysates, 
the cells were washed twice with ice-cold PBS, harvested in RIPA Lysis Buffer [50 mM Tris pH 7.4, 150 mM NaCl, 
1% Triton X-100, 1% sodium deoxycholate, 0.1% SDS, 1 mM sodium orthovanadate, 50 mM sodium fluoride, and 
1 mM EDTA (Ethylenediaminetetraacetic acid)], incubated on ice for 10 min, and centrifuged at 12,000 × g for 
10 min at 4 °C. Then the supernatant containing cell lysates was collected. Equal amounts of protein (45 μg) from 
the cell extracts of each treatment condition were separated using 8% sodium dodecyl sulfate-polyacrylamide gel 
electrophoresis, and then were transferred electrophoretically onto polyvinylidene fluoride membranes. The blots 
were blocked by incubation in 5% (w/v) nonfat dry milk in PBS with 0.1% Tween 20 (PBS-T), for 3 h. After incu-
bation with primary antibodies (anti-CLPP 1:2000, anti-HSPA9 1:500, anti-YME1L1 1:1000, anti-HSPE1 1:10000, 
anti-β-actin 1:2000, anti-PGC-1α 1:1000) in PBS-T at 4 °C overnight, the membranes were washed three times 
in PBS-T for 10 min. Subsequently, the membranes were incubated for 1.5 h in PBS-T containing secondary anti-
body conjugated to horseradish peroxidase (anti-mouse IgG 1:2000 and anti-rabbit IgG 1:2000). The immunore-
active bands were visualized and quantified using a chemiluminescent LuminataTM Forte Western HRP substrate. 
Protein levels were normalized to the housekeeping protein β-actin, to adjust for the protein loading variability, and 
expressed as a percentage of the vehicle control (deemed to be 100%).

Cell immunofluorescence. SH-SY5Y cells seeded onto coverslips in 6-wells plates were incubated as 
described above. The cells were fixed and permeabilized with 4% paraformaldehyde and 0.1% Triton X-100, respec-
tively. Cells were blocked with 1% normal donkey serum (Merck, Darmstadt, Germany) in PBS for 30 min at room 
temperature and then incubated with the primary antibody (LRPPRC 1:2000) diluted in PBS-T, at 4 °C overnight. 
Labeled donkey anti-mouse IgG (Cy3, red label, 1:1000), diluted in PBS-T, was used as the secondary antibody 
and was incubated with the cells in the dark for 2 h at room temperature. Then, the cells were incubated with 
0.5 μg/mL 4′,6-diamidino-2-phenylindole (DAPI) at room temperature for 30 min and then they were mounted in 
anti-quenching medium. Finally, photomicrographs were obtained using confocal microscopy (Leica SP5).

Statistical analysis. All quantitative data were collected from at least three independent experiments. 
The final data are expressed as the mean ± SEM, and analyzed using SPSS 17.0 statistical software (SPSS, Inc., 
Chicago, IL, USA) by means of one-way ANOVA, followed by Tukey’s multiple comparison post hoc test. Real 
time PCR data (Ct) were translated into the 2−△△Ct format for statistical analysis; differences between mean val-
ues were analyzed by one-way analysis of variance (ANOVA), P < 0.05 and P < 0.01 were considered significant.

Data availability
The datasets supporting the conclusions of this article are included within the article.

Received: 29 November 2018; Accepted: 3 June 2020;
Published: xx xx xxxx

References
 1. Poewe, W. et al. Parkinson disease. Nature reviews. Disease primers 3, 17013 (2017).
 2. Baker, B. M. & Haynes, C. M. Mitochondrial protein quality control during biogenesis and aging. Trends in biochemical sciences 36, 

254–261 (2011).
 3. Tatsuta, T. & Langer, T. Quality control of mitochondria: protection against neurodegeneration and ageing. The EMBO journal 27, 

306–314 (2008).
 4. Jovaisaite, V. & Auwerx, J. The mitochondrial unfolded protein response-synchronizing genomes. Current opinion in cell biology 33, 

74–81 (2015).
 5. Lin, Y. F. Metabolism and the UPR(mt). 61, 677-682 (2016).
 6. Qureshi, M. A., Haynes, C. M. & Pellegrino, M. W. The mitochondrial unfolded protein response: Signaling from the powerhouse. 

The Journal of biological chemistry 292, 13500–13506 (2017).
 7. Naresh, N. U. & Haynes, C. M. Signaling and Regulation of the Mitochondrial Unfolded Protein Response. Cold Spring Harb 

Perspect Biol 11 (2019).

Primer 
name TargetSeq (5′to3′)

PGC-1α-F
PGC-1α-R F1(5′-TGCCACCACCATCAAAGAAGC-3′), R1(5′-TCACCAAACAGCCGCAGACT-3′)

LRPPRC-F
LRPPRC-R

F1(5′-AGATGGCCCAAGTGTCTTTG-3′),
R1(5′-AGGAAAGGAGTGCATCTGGA-3′)

YME1L1-F
YME1L1-R

F1(5′-CCAGCAGTGAGCCTTCACTTA-3′),
R1(5′-AACCCCGAGACTGTATGAAAACAT-3′)

HSPA9-F
HSPA9-R

F1(5′-GGGTACTACCAACTCCTGCG-3′),
R1(5′-GGCATTCCAACAAGTCGCTC-3′)

CLPP-F
CLPP-R

F1(5′-CTCATTCCCATCGTGGTGGA-3′),
R1(5′-GATAACAAGGCTGGCAACGC-3′)

HSPE1-F
HSPE1-R

F1(5′-AGTAGTCGCTGTTGGATCGG-3′),
R1(5′-GGTGCCTCCATATTCTGGGA-3'

β-actin-F
β-actin-R

F1(5′-AGAAGGCTGGGGCTCATTTG-3′),
R1(5′AGGGGCCATCCACAGTCTTC-3′)

Table 1. The sequence of forward and reverse primers.

https://doi.org/10.1038/s41598-020-67229-6


1 1Scientific RepoRtS |        (2020) 10:10444  | https://doi.org/10.1038/s41598-020-67229-6

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

 8. Fiorese, C. J. & Haynes, C. M. Integrating the UPR(mt) into the mitochondrial maintenance network. Critical reviews in biochemistry 
and molecular biology 52, 304–313 (2017).

 9. Runkel, E. D., Liu, S., Baumeister, R. & Schulze, E. Surveillance-activated defenses block the ROS-induced mitochondrial unfolded 
protein response. PLoS genetics 9, e1003346 (2013).

 10. Tanner, C. M. et al. Rotenone, paraquat, and Parkinson’s disease. Environmental health perspectives 119, 866–872 (2011).
 11. Nistico, R., Mehdawy, B., Piccirilli, S. & Mercuri, N. Paraquat- and rotenone-induced models of Parkinson’s disease. International 

journal of immunopathology and pharmacology 24, 313–322 (2011).
 12. Yoneda, T. et al. Compartment-specific perturbation of protein handling activates genes encoding mitochondrial chaperones. 

Journal of cell science 117, 4055–4066 (2004).
 13. Wang, S. et al. Protective effects of salidroside in the MPTP/MPP(+)-induced model of Parkinson’s disease through ROS-NO-

related mitochondrion pathway. Molecular neurobiology 51, 718–728 (2015).
 14. Sun, Y. et al. TRPM2 Promotes Neurotoxin MPP(+)/MPTP-Induced Cell Death. Molecular neurobiology 55, 409–420 (2018).
 15. Wenz, T. Regulation of mitochondrial biogenesis and PGC-1alpha under cellular stress. Mitochondrion 13, 134–142 (2013).
 16. Ye, Q. et al. Overexpression of PGC-1alpha Influences Mitochondrial Signal Transduction of Dopaminergic Neurons. Molecular 

neurobiology 53, 3756–3770 (2016).
 17. Wang, Y. et al. Beneficial effects of PGC-1alpha in the substantia nigra of a mouse model of MPTP-induced dopaminergic 

neurotoxicity. Aging 11, 8937–8950 (2019).
 18. Manna, S. An overview of pentatricopeptide repeat proteins and their applications. Biochimie 113, 93–99 (2015).
 19. Xu, F., Morin, C., Mitchell, G., Ackerley, C. & Robinson, B. H. The role of the LRPPRC (leucine-rich pentatricopeptide repeat 

cassette) gene in cytochrome oxidase assembly: mutation causes lowered levels of COX (cytochrome c oxidase) I and COX III 
mRNA. The Biochemical journal 382, 331–336 (2004).

 20. Vechetti-Junior, I. J. et al. Aerobic Exercise Recovers Disuse-induced Atrophy Through the Stimulus of the LRP130/PGC-1alpha 
Complex in Aged Rats. The journals of gerontology. Series A, Biological sciences and medical sciences 71, 601–609 (2016).

 21. Ruzzenente, B. et al. LRPPRC is necessary for polyadenylation and coordination of translation of mitochondrial mRNAs. The EMBO 
journal 31, 443–456 (2012).

 22. Zehrmann, A., Verbitskiy, D., Hartel, B., Brennicke, A. & Takenaka, M. PPR proteins network as site-specific RNA editing factors in 
plant organelles. RNA biology 8, 67–70 (2011).

 23. Hartman, Z. C., Appledorn, D. M. & Amalfitano, A. Adenovirus vector induced innate immune responses: impact upon efficacy and 
toxicity in gene therapy and vaccine applications. Virus research 132, 1–14 (2008).

 24. Crystal, R. G. Adenovirus: the first effective in vivo gene delivery vector. Human gene therapy 25, 3–11 (2014).
 25. Wu, T. & Hallett, M. The cerebellum in Parkinson’s disease. Brain: a journal of neurology 136, 696–709 (2013).
 26. Recasens, A. et al. Lewy body extracts from Parkinson disease brains trigger alpha-synuclein pathology and neurodegeneration in 

mice and monkeys. Annals of neurology 75, 351–362 (2014).
 27. Klingelhoefer, L. & Reichmann, H. Pathogenesis of Parkinson disease–the gut-brain axis and environmental factors. Nature reviews. 

Neurology 11, 625–636 (2015).
 28. Friedman, J. R. & Nunnari, J. Mitochondrial form and function. Nature 505, 335–343 (2014).
 29. Schapira, A. H. et al. Mitochondrial complex I deficiency in Parkinson’s disease. Lancet (London, England) 1, 1269 (1989).
 30. Choi, W. S., Palmiter, R. D. & Xia, Z. Loss of mitochondrial complex I activity potentiates dopamine neuron death induced by 

microtubule dysfunction in a Parkinson’s disease model. The Journal of cell biology 192, 873–882 (2011).
 31. Hwang, O. Role of Oxidative Stress in Parkinson’s Disease. Experimental Neurobiology 22, 11–17 (2013).
 32. Hauser, D. N. & Hastings, T. G. Mitochondrial dysfunction and oxidative stress in Parkinson’s disease and monogenic parkinsonism. 

Neurobiology of disease 51, 35–42 (2013).
 33. Blanco-Ayala, T., Anderica-Romero, A. C. & Pedraza-Chaverri, J. New insights into antioxidant strategies against paraquat toxicity. 

Free radical research 48, 623–640 (2014).
 34. Andreux, P. A., Houtkooper, R. H. & Auwerx, J. Pharmacological approaches to restore mitochondrial function. Nature reviews. 

Drug discovery 12, 465–483 (2013).
 35. Jiang, P. & Mizushima, N. Autophagy and human diseases. Cell Research 24, 69–79 (2014).
 36. Kaushik, S. & Cuervo, A. M. Proteostasis and aging. Nature medicine 21, 1406–1415 (2015).
 37. Munch, C. The different axes of the mammalian mitochondrial unfolded protein response. BMC Biol 16, 81 (2018).
 38. Jensen, M. B. & Jasper, H. Mitochondrial proteostasis in the control of aging and longevity. Cell metabolism 20, 214–225 (2014).
 39. Liang, C. L., Wang, T. T., Luby-Phelps, K. & German, D. C. Mitochondria mass is low in mouse substantia nigra dopamine neurons: 

implications for Parkinson’s disease. Experimental Neurology 203, 370–380 (2007).
 40. Burbulla, L. F. et al. Dissecting the role of the mitochondrial chaperone mortalin in Parkinson’s disease: functional impact of disease-

related variants on mitochondrial homeostasis. Human molecular genetics 19, 4437–4452 (2010).
 41. Burbulla, L. F. et al. Mitochondrial proteolytic stress induced by loss of mortalin function is rescued by Parkin and PINK1. Cell death 

& disease 5, e1180 (2014).
 42. Held, N. M. & Houtkooper, R. H. Mitochondrial quality control pathways as determinants of metabolic health. BioEssays: news and 

reviews in molecular, cellular and developmental biology 37, 867–876 (2015).
 43. Baldelli, S., Aquilano, K. & Ciriolo, M. R. PGC-1alpha buffers ROS-mediated removal of mitochondria during myogenesis. Cell 

death & disease 5, e1515 (2014).
 44. Higashida, K. et al. Effects of resveratrol and SIRT1 on PGC-1alpha activity and mitochondrial biogenesis: a reevaluation. PLoS 

biology 11, e1001603 (2013).
 45. Haynes, C. M., Fiorese, C. J. & Lin, Y. F. Evaluating and responding to mitochondrial dysfunction: the mitochondrial unfolded-

protein response and beyond. Trends in cell biology 23, 311–318 (2013).
 46. Hartmann, B. et al. Homozygous YME1L1 mutation causes mitochondriopathy with optic atrophy and mitochondrial network 

fragmentation. eLife 5 (2016).
 47. Rainbolt, T. K., Saunders, J. M. & Wiseman, R. L. YME1L degradation reduces mitochondrial proteolytic capacity during oxidative 

stress. EMBO reports 16, 97–106 (2015).
 48. Rainbolt, T. K., Lebeau, J., Puchades, C. & Wiseman, R. L. Reciprocal Degradation of YME1L and OMA1 Adapts Mitochondrial 

Proteolytic Activity during Stress. Cell reports 14, 2041–2049 (2016).
 49. Sen, B. et al. Senescent Hepatocytes in Decompensated Liver Show Reduced UPR(MT) and Its Key Player, CLPP, Attenuates 

Senescence In Vitro. Cell Mol Gastroenterol Hepatol 8, 73–94 (2019).
 50. Hu, D. et al. Alpha-synuclein suppresses mitochondrial protease ClpP to trigger mitochondrial oxidative damage and neurotoxicity. 

Acta Neuropathol 137, 939–960 (2019).
 51. Stahl, M. et al. Selective Activation of Human Caseinolytic Protease P (ClpP). Angew Chem Int Ed Engl 57, 14602–14607 (2018).
 52. Hattori, M., Miyake, H. & Sugita, M. A Pentatricopeptide repeat protein is required for RNA processing of clpP Pre-mRNA in moss 

chloroplasts. The Journal of biological chemistry 282, 10773–10782 (2007).
 53. Bottinger, L. et al. Mitochondrial heat shock protein (Hsp) 70 and Hsp10 cooperate in the formation of Hsp60 complexes. The 

Journal of biological chemistry 290, 11611–11622 (2015).
 54. Wadhwa, R. et al. Functional significance of point mutations in stress chaperone mortalin and their relevance to Parkinson disease. 

The Journal of biological chemistry 290, 8447–8456 (2015).

https://doi.org/10.1038/s41598-020-67229-6


1 2Scientific RepoRtS |        (2020) 10:10444  | https://doi.org/10.1038/s41598-020-67229-6

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

 55. Bie, A. S. et al. Effects of a Mutation in the HSPE1 Gene Encoding the Mitochondrial Co-chaperonin HSP10 and Its Potential 
Association with a Neurological and Developmental Disorder. Frontiers in molecular biosciences 3, 65 (2016).

 56. Gottlieb, R. A. & Thomas, A. Mitophagy and Mitochondrial Quality Control Mechanisms in the Heart. Current pathobiology reports 
5, 161–169 (2017).

 57. Islam, H., Hood, D. A. & Gurd, B. J. Looking beyond PGC-1alpha: Emerging regulators of exercise-induced skeletal muscle 
mitochondrial biogenesis and their activation by dietary compounds. Applied physiology, nutrition, and metabolism = Physiologie 
appliquee, nutrition et metabolisme (2019).

 58. Cooper, M. P. et al. Defects in energy homeostasis in Leigh syndrome French Canadian variant through PGC-1alpha/LRP130 
complex. Genes & development 20, 2996–3009 (2006).

 59. Sasarman, F., Brunel-Guitton, C., Antonicka, H., Wai, T. & Shoubridge, E. A. LRPPRC and SLIRP interact in a ribonucleoprotein 
complex that regulates posttranscriptional gene expression in mitochondria. Molecular biology of the cell 21, 1315–1323 (2010).

 60. Kohler, F., Muller-Rischart, A. K., Conradt, B. & Rolland, S. G. The loss of LRPPRC function induces the mitochondrial unfolded 
protein response. Aging 7, 701–717 (2015).

 61. Nargund, A. M., Pellegrino, M. W., Fiorese, C. J., Baker, B. M. & Haynes, C. M. Mitochondrial Import Efficiency of ATFS-1 Regulates 
Mitochondrial UPR Activation. Science (New York, N.Y.) 337, 587–590 (2012).

Acknowledgements
We would like to thank staff at Key Laboratory of Brain Aging and Neurodegenerative Diseases, Fujian Key 
Laboratory of Molecular Neurology. This work was supported by the National Natural Science Foundation of 
China (General Program) (No. 81671265, No. 81271414) and Fujian Provincial Science and Technology Guiding 
Project (2016Y0043).

Author contributions
Q.Y.Y. conceived and supervised the study. Y.S.C. and H.S. participated in the immunohistochemistry, western 
blot analysis, realtime-PCR, fluorescence microscopy. H.D.W. completed the complementary confocal 
immunofluorescence experiment, so she should be listed as the second author. Y.Q.W. and G.E.C. helped to draft 
the manuscript. X.C.C. also conceived the study. All authors reviewed the manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-67229-6.
Correspondence and requests for materials should be addressed to Q.Y.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 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) 2020

https://doi.org/10.1038/s41598-020-67229-6
https://doi.org/10.1038/s41598-020-67229-6
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Overexpression of PGC-1α influences the mitochondrial unfolded protein response (mtUPR) induced by MPP+ in human SH-SY5Y ne ...
	Results
	After MPP+ treatment, YME1L1, HSPA9, CLPP and HSPE1 protein expression was higher in the 24 and 48 h groups than in the oth ...
	After MPP+ treatment, the YME1L1, HSPA9, CLPP and HSPE1 transcriptional levels in 24 h were significantly higher than they  ...
	The best MOI value of adenovirus-infected SH-SY5Y cells was determined to be 100. 
	Establishing a PGC-1α overexpression dopaminergic neuronal-like cell model. 
	The expression of YME1L1, HSPA9, CLPP and HSPE1 was largely consistent with PGC-1α expression, as shown by Western blotting ...
	Overexpression of PGC-1α increased the expression of YME1L1, HSPA9, CLPP and HSPE1, as shown by real-time PCR. 
	PGC-1α overexpression promotes the expression of LRPPRC protein. 
	PGC-1α overexpression promotes the expression of LRPPRC mRNA. 
	LRPPRC may be transferred from the nucleus to the cytoplasm after treatment with MPP+ and PGC-1α overexpression. 

	Discussion
	Materials and methods
	Cell culture and MPP+ treatment. 
	Viral infection. 
	Quantitative real-time polymerase chain reaction (PCR) analysis. 
	Western blot analysis. 
	Cell immunofluorescence. 
	Statistical analysis. 

	Acknowledgements
	Figure 1 The expression pattern (proteins and mRNA) of YME1L1, HSPA9, CLPP and HSPE1 in response to MPP+ treatment.
	Figure 2 The overexpression of PGC-1α and its effect to the molecular chaperones and proteases of SH-SY5Y cells.
	Figure 3 Subcellular localization of LRPPRC following of PGC-1α overexpression.
	Table 1 The sequence of forward and reverse primers.




