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Pyruvate Dehydrogenase Kinase 4 
Promotes Vascular Calcification via 
SMAD1/5/8 Phosphorylation
Sun Joo Lee1,*, Ji Yun Jeong2,12,*, Chang Joo Oh2,*, Sungmi Park3, Joon-Young Kim2,13,  
Han-Jong Kim2,14, Nam Doo Kim4, Young-Keun Choi2, Ji-Yeon Do3, Younghoon Go2,  
Chae-Myeong Ha2, Je-Yong Choi5,15, Seung Huh6, Nam Ho Jeoung7, Ki-Up Lee8,  
Hueng-Sik Choi9, Yu Wang10, Keun-Gyu Park2,3, Robert A. Harris11 & In-Kyu Lee2,3,15

Vascular calcification, a pathologic response to defective calcium and phosphate homeostasis, is 
strongly associated with cardiovascular mortality and morbidity. In this study, we have observed 
that pyruvate dehydrogenase kinase 4 (PDK4) is upregulated and pyruvate dehydrogenase complex 
phosphorylation is increased in calcifying vascular smooth muscle cells (VSMCs) and in calcified 
vessels of patients with atherosclerosis, suggesting that PDK4 plays an important role in vascular 
calcification. Both genetic and pharmacological inhibition of PDK4 ameliorated the calcification in 
phosphate-treated VSMCs and aortic rings and in vitamin D3-treated mice. PDK4 augmented the 
osteogenic differentiation of VSMCs by phosphorylating SMAD1/5/8 via direct interaction, which 
enhances BMP2 signaling. Furthermore, increased expression of PDK4 in phosphate-treated VSMCs 
induced mitochondrial dysfunction followed by apoptosis. Taken together, our results show that 
upregulation of PDK4 promotes vascular calcification by increasing osteogenic markers with no 
adverse effect on bone formation, demonstrating that PDK4 is a therapeutic target for vascular 
calcification.

Vascular medial calcification is prevalent in patients with diabetes, chronic renal failure (CRF), and in 
aging. It contributes to the high cardiovascular risk associated with hypertension, left ventricular hyper-
trophy, and compromised coronary perfusion1–3. It results from transdifferentiation of vascular smooth 
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muscle cells (VSMCs) into osteogenic cells in response to bone morphogenetic protein 2 (BMP2) signa-
ling4,5. Under pro-calcific stimuli such as high inorganic phosphate (Pi) in serum from CRF patients6 or 
in the presence of toxic levels of vitamin D7,8, BMP2 binds its receptor, BMP2-activated type 2 receptor 
(BMPR-2), to initiate a signaling cascade9. Activation of BMPR-2 triggers formation of a receptor com-
plex that activates the protein kinase BMP2-activated type 1 receptor (BMPR-l)10. Activated BMPR-1 
phosphorylates small mothers against decapentaplegic (SMAD) 1/5/8, which move into the nucleus 
where they assemble into a transcriptional machinery that regulates expression of genes that mediate the 
osteogenic switch5,10. These genes include Runt-related transcription factor 2 (RUNX2), alkaline phos-
phatase (ALP), and matrix protein osteocalcin (BGLAP)11–14.

Pyruvate dehydrogenase kinase (PDK) 4 is a key enzyme for regulation of glucose oxidation via inhi-
bition of the pyruvate dehydrogenase complex (PDC)15 by phosphorylation of PDHE1α  (a subunit of 
PDC) in mitochondria. High levels of PDK4 are associated with dysregulation of glucose metabolism in 
diabetes16,17. In this study, we examined whether upregulation of PDK4 is required for vascular calcifica-
tion. Several factors that induce vascular calcification also increase PDK4 expression; these include glu-
cocorticoids18,19, cAMP via protein kinase A20,21, angiotensin II22,23, and LXR agonists24,25. Furthermore, 
vascular calcification and PDK4 expression are strongly attenuated by insulin19,26. Since PDK4 regulates 
PDC in the mitochondrial matrix space27 and SMAD1/5/8 are located in the cytosol and nucleus10, 
direct regulation of SMAD1/5/8 by PDK4 has not been considered physically possible. However, under 
conditions that promote calcification such as high Pi, or toxic levels of vitamin D, extra PDK4 activity 
might play a role in regulating osteogenic gene expression, in which it promotes vascular calcification 
by directly phosphorylating SMAD1/5/8, in addition to inducing mitochondrial dysfunction followed by 
apoptosis. These findings delineate a novel role for PDK4 in vascular calcification and suggest that this 
enzyme is a promising drug target for the treatment of patients with vascular calcification.

Results
PDK4 expression is correlated with osteogenic differentiation in human calcified vessels. The 
expression profile of PDK isoenzymes in vascular calcification was evaluated in human VSMCs treated 
with high concentrations of Pi to induce calcification. The mRNA and protein levels of PDK4 were 
markedly increased in a time-dependent manner as well as dose-dependent manner, whereas expression 
of other PDK isoenzymes (Pdk 1, 2, and 3) was not significantly altered (Fig. 1a). The amount of phos-
phorylated PDHE1α  (p-PDHE1α ), a subunit of pyruvate dehydrogenase complex (PDC) and surrogate 
marker of PDK activity, was also increased in Pi-treated human VSMCs (Fig. 1b and Supplementary Fig. 
S1). Incubation of VSMCs with Pi also induced expression of mineralization-regulating genes such as 
BMP2, RUNX2 (known as Cbfa1), VDR, SP7 (known as Osterix), matrix protein such as BGLAP (known 
as osteocalcin) and IBSP (known as bone sialoprotein), and counter-regulatory genes such as SMAD6 and 
SPP (known as osteopontin),9 as well as upregulation of PDK4 (Fig. 1c).

We next tried to determine whether PDK activity is increased in calcified vessels of patients with 
atherosclerosis. Because antibodies suitable for immunohistochemistry are not available for the meas-
urement of the PDKs by this technique, we determined the phosphorylation status of PDHE1α  as an 
indirect measure PDK activity. Since the PDKs phosphorylates serines 293 and 300 of PDHE1α 28, phos-
phorylation site-specific antibodies were used to examine the level of p-PDHE1α  in calcified vessels from 
8 patients with atherosclerosis (medical information for these patients is provided in Supplementary 
Table S1) relative to non-calcified vessels from a healthy donor after brain death. Expression of both 
p-PDHE1α  Ser293 and Ser300 were significantly increased in the calcified lesions, as defined by calcium 
deposition in calcified vessels from those patients relative to non-calcified regions of the same vessels 
(Fig. 1d and Supplementary Fig. S2). Since we find that PDK4 is the only PDK that increases under con-
ditions that promote calcification, these findings suggest PDK4 is upregulated by conditions that promote 
upregulation of osteogenic gene markers and calcification in human vessels and VSMCs.

Genetic and pharmacological inhibition of PDK4 prevent vascular calcification. To further 
pursue the possibility that PDK4 plays an important role in vascular calcification, aortic VSMCs from 
PDK4−/− mice were cultured in media that promote calcification. Calcium deposition was significantly 
reduced in calcified VSMCs from PDK4−/− mice (Fig.  2a). Similar results were obtained with ex vivo 
aortic rings prepared from WT and PDK4−/− mice based on von Kossa staining after Pi-induced calci-
fication (Fig. 2b). To evaluate the effect of PDK4 deletion in an in vivo model, mice were treated with 
high doses of vitamin D3, which has been shown to induce medial calcification in different animal 
models7,29,30. WT mice exhibited remarkable calcification in the aortas after vitamin D3 treatment, which 
was significantly reduced in PDK4−/− mice (Fig.  2c). (Additional physiological parameters for vitamin 
D3-induced calcification mouse models are shown in Supplementary Figure S3a–c.) We confirmed that 
Pi-induced calcification in VSMCs was significantly attenuated by siRNA-mediated PDK4 mRNA knock-
down (80 ±  3% of control with 100 nM siRNA) (Fig. 2d).

Concomitantly, DCA31, a general pharmacological inhibitor of the PDK isoforms, attenuated the cal-
cification of VSMCs in a dose-dependent manner as assessed by von Kossa staining and calcium lev-
els (Fig.  3a) and decreased Pi-induced p-PDHE1α  Ser 293/300 levels (Fig.  3b and Supplementary Fig. 
S3d). DCA attenuated the calcification of rat aortic rings ex vivo (Fig. 3c and Supplementary Fig. S3e) 
and vascular calcification in vitamin D3-treated mice in vivo (Fig.  3d). The experimental schedule of 
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DCA treatment in vitamin D3-treated mice is shown in supplementary Figure S3f,g. Overexpression of 
PDK4 by adenoviral delivery-Pdk4 (Ad-Pdk4) in human VSMCs significantly increased calcification in 
a dose-dependent manner that was effectively attenuated by DCA (Fig. 3e). Taken together, the findings 
with DCA suggest that PDK4 is a promising target for the treatment of vascular calcification.

Figure 1. PDK4 is upregulated in the development of vascular calcification. (a) mRNA (left) and 
protein (right) expression of PDK isoenzymes during Pi-induced calcification in human VSMCs in a time-
dependent and dose dependent manner (n =  4). *P <  0.05 compared with day 0. †P <  0.05 compared with 
untreated control. (b) Immunofluorescence staining and quantification of total PDHE1α  and p-PDHE1α  
during Pi-induced calcification in human VSMCs (n =  4). Scale bar =  20μ m. (c) Expression of osteogenic 
genes and PDK4 in Pi-induced human VSMCs on day 3 (n =  3). *P <  0.05 compared with untreated control. 
(d) Representative immunohistochemical results for p-PDHE1α  S293/S300 in calcified vessels of patients 
with vascular calcification, compared to a non-calcified control. Scale bar =  200 μ m. Data presented in 
graphs represent means ±  S.E.M.
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PDK4 augments the osteogenic switch in VSMCs. Upregulation of osteogenic gene expression 
is a key cellular process in vascular calcification5. PDK4 overexpression by Ad-Pdk4 in human VSMCs 
increased both mRNA expression of osteogenic genes and increased promoter activity of Runx2 and Alpl 
in a dose-dependent manner, with no change of Bmp2 mRNA expression (Fig. 4a,b and Supplementary 
Fig. S4a). The increased expression of Alpl mRNA by Pdk4 overexpression was reversed by DCA treat-
ment (Supplementary Fig. S4b). Likewise, master osteogenic regulators were significantly reduced in 
Pi-treated VSMCs obtained from PDK4−/− mice compared to WT mice (Fig. 4c). Interestingly, overex-
pression of PDK4 did not alter BMP2 expression, in contrast to the increase in BMP2 expression caused 
by incubating human VSMCs in Pi-containing media (Fig. 4a,b and Fig. 1d). Because Bmp2 promoter 
activity did not increase with PDK4 overexpression (Fig. 4b), we tested whether Bmp2 expression was 
altered in VSMCs from PDK4-/- mice under physiological condition. The expression of Bmp2 did not 
change in these cells in the absence of Pi (Supplementary Fig. S4c). Under Pi-treated condition, we 

Figure 2. Vascular calcification is attenuated by PDK4 knockdown. (a) Calcium deposition in Pi-induced 
primary VSMCs from WT and PDK4−/− mice (n =  5 per groups). *P <  0.05 compared with untreated 
control. †P <  0.05 compared with WT treated with Pi. (b) H&E staining and von Kossa staining of cross-
sections of descending aorta rings ex vivo cultured with Pi from WT and PDK4−/− mice (representative 
samples with n =  3 per groups). Scale bar =  100 μ m (c) Vitamin D3-induced calcium deposition (left) and 
score (right) in aortas from WT and PDK4−/− mice (representative samples with n =  5 per experimental 
group, n =  3 per control group). *P <  0.05 compared with untreated control. †P <  0.05 compared with WT 
treated with Pi. (d) Calcium deposition and quantification by acute PDK4 siRNA knockdown in human 
VSMCs (n =  3). *P <  0.05, **P <  0.01 compared with the corresponding control. Data presented in graphs 
represent means ±  S.E.M.
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Figure 3. Vascular calcification is suppressed by dichloroacetate (DCA), a pharmacological inhibitor 
of PDK. (a) Calcium deposition (left) and score (right) in Pi-induced human VSMCs in the presence of 
the indicated concentrations of DCA (n =  3). *P <  0.05 compared with Pi-untreated control. †P <  0.05 
compared with Pi-treated control. (b) Western blot analysis (left) and immunofluorescence analysis (right, 
green) for p-PDHE1α  S293/S300 in human VSMCs on day 3 after Pi treatment with or without DCA. 
Nuclei were stained with DAPI (blue) (n =  4). Scale bar =  50 μ m. (c) H&E staining, calcium deposition, and 
corresponding p-PDHE1α  S293 of cross-sections of Pi-treated rat common carotid arteries ex vivo with or 
without DCA (n =  5). Scale bar =  100 μ m. (d) Vitamin D3-induced calcium deposition in aortas of DCA-
treated and –untreated WT mice (n =  5 mice per group). *P <  0.05 compared with Vitamin D3-untreated 
control. †P <  0.05 compared with Vitamin D3-treated control. (e) Calcium score measured in human 
VSMCs infected with Ad-Pdk4 compared to control (left) and calcium deposition by PDK4 overexpression 
(Ad-Pdk4) with different concentrations of DCA co-treatment (right) (n =  3). *P <  0.05 compared with Pi-
untreated control. †P <  0.05 compared with Ad-CMV. Data presented in graphs represent means ±  S.E.M.
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observed that Bmp2 expression was only increased by PDK4 overexpression at late time points (4days) 
(Fig. 4d), suggesting that PDK4 may indirectly affect BMP2 expression only after Pi-treatment.

Since PDK4 upregulated expression of several osteogenic genes which are induced by BMP2, we 
postulated that PDK4 may be involved in BMP2 downstream signaling without affecting the expres-
sion and promoter activity of BMP2 itself. We tested whether PDK4 alters the phosphorylation state 
of SMAD1/5/8, downstream components of the BMP2 signaling pathway that, when phosphorylated, 

Figure 4. The levels of PDK4 are positively correlated with osteogenic markers. (a) mRNA levels of 
osteogenic genes measured in human VSMCs after infection with Ad-Pdk4 (n =  3). *P <  0.005 compared 
with Ad-CMV. (b) Luciferase activity measured in HEK293 cells after transfection with a Pdk4 vector and 
luciferase reporter constructs for fragments of Runx2 (− 4615/+ 60), Alpl (1.9 kb), and Bmp2 (− 2712/+ 165) 
(n =  3). *P <  0.05 compared with Con (pc DNA) vector. n.s, non-significance. (c) RT-PCR analysis of 
osteogenic genes in VSMCs from WT and PDK4−/− mice cultured with Pi (n =  3). *P <  0.05, **P <  0.01 
compared with WT. (d) RT-PCR analysis of Bmp2 gene expression in human VSMCs infected with Ad-CMV 
or Ad-Pdk4 (n =  3). **P <  0.01 compared with Ad-CMV. (e) Immunostaining for p-SMAD1/5/8 in human 
VSMCs after Ad-CMV or Ad-Pdk4 infection. p-SMAD1/5/8 (red), DAPI for nuclei (blue). Scale bar =  50 μ m. 
(f,g) Western blots of p-SMAD 1/5/8 and total SMAD 1/5/8 in human VSMCs infected with Ad-CMV 
or Ad-Pdk4 (f) and Effect of DCA on p-SMAD1/5/8 during calcification (g). Data presented in graphs 
represent means ±  S.E.M.
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translocate into the nucleus to activate expression of osteogenic genes32. The immunofluorescence 
analysis data showed that PDK4 overexpression increased nuclear translocation of p-SMAD in human 
VSMCs, consistent with increased p-SMAD protein expression (Fig. 4e,f). The enhanced p-SMAD 1/5/8 
expression in calcifying media was suppressed by DCA treatment (Fig. 4g).

Next, we investigated the underlying mechanism by which PDK4 upregulated osteogenic genes 
induced by BMP2. We confirmed that the phosphorylation level of SMAD1/5/8 was consistently upreg-
ulated by PDK4 after BMP2 induction, which was diminished by DCA treatment (Fig. 5a,b). Likewise, 
PDK4 overexpression augmented the levels of p-SMAD 1/5/8 after BMP2 induction in C2C12 cells and 
human VSMCs (Fig.  5c and Supplementary Fig. S4d). To monitor the effect of PDK4 overexpression 
on SMAD1/5/8 transcriptional activity, C2C12 cells were transfected with a vector carrying a luciferase 
reporter under the control of a BMP response element, the sequence that SMAD1/5/8 bind to pro-
mote transcription by BMP2 (Fig. 5d). As expected, overexpression of PDK4 in C2C12 cells resulted in 
increases in p-SMAD1/5/8 levels after BMP2 induction and potentiated the transcriptional activity of 
BMP2 (Fig. 5c,d). This data demonstrates that an increase in p-SMAD1/5/8 mediated by PDK4 plays an 
important role in regulating osteogenic gene expression under calcifying conditions.

PDK4 directly binds to and phosphorylates SMAD1/5/8. Because PDK4 and SMAD1/5/8 are 
located in different subcellular compartments, a direct interaction between PDK4 and SMAD seems 
unlikely. Conversely, it has been reported that SMAD5 is present in the mitochondria of a human chon-
drogenic cell line33, and the mammalian PDK4 orthologue in Caenorhabditis elegans is dual-localized 
in the cytosol and mitochondria34. Therefore, these reports raised the possibility of a direct interaction 
between PDK4 and SMADs. Furthermore, the MitoProt ІІ algorithm program predicts with high proba-
bilities (86.5% to 91.7%) that mouse and human SMAD1/5/8 have mitochondrial targeting sequences of 
24 to 30 amino acids. Because transfection efficiency is poor with human primary VSMCs, co-localization 
studies in these cells are not feasible. Therefore, confocal imagining analysis of the subcellular localiza-
tion of PDK4 and SMAD proteins was conducted with C2C12 cells, which like VSMCs increase PDK4 
expression and undergo calcification in a high Pi media (Supplementary Fig. S5a,b). As expected, overex-
pressed PDK4 was predominantly localized in mitochondria and partially in the cytosol whereas SMAD 
1 and 5 were mainly localized in the cytosol and partially in the mitochondria (Supplementary Fig. 
S6a). Furthermore, immunostaining using confocal microscopy revealed colocalization of PDK4 and 
SMAD1/5 in the cytosol of PDK4-overexpressing C2C12 cells (Fig. 6a). When we performed immunob-
lots of PDK4 and SMAD5 with cytosolic and mitochondrial fractions of C2C12 cells expressing Pdk4, 
SMAD5 and PDK4 were detected in both the mitochondrial and the cytosolic fraction (Fig. 6b). These 

Figure 5. The level of p-SMAD is augmented by PDK4 activity in BMP induction. (a,b) Immunoblot 
analysis of p-SMAD1/5/8 and SMAD1/5/8 in human VSMCs infected with Ad-CMV or Ad-Pdk4 under 
BMP2 (20 ng/ml) stimulation for indicated number of hours (a) with indicated concentrations of DCA (b) 
(n =  3). (c) Immunostaining for p-SMAD1/5/8 (left) and SMAD1/5/8 (right) in C2C12 cells infected with 
control retrovirus (Vxy) or retrovirus expressing Pdk4 after stimulation with BMP2 (50 ng/ml) (n =  3). Scale 
bar =  50 μ m. (d) C2C12 cells infected with control retrovirus or Pdk4 expressing retrovirus were transfected 
with a BMP/luciferase reporter (BRE-Luc) containing Bmp2 response element (12XGCGC). Cells were 
stimulated for 48 h with BMP2 (n =  3). *P <  0.05, **P <  0.01 compared with control (Vxy). Data presented in 
graphs represent means ±  S.E.M.
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Figure 6. PDK4 directly interacts with SMAD1/5/8. (a) Immuno-fluorescence images of C2C12 cells 
infected with control retrovirus or Pdk4-expressing retrovirus. The sections were co-stained with antibodies 
for PDK4 (green), SMAD1, SMAD5, SMAD1/5 (red), and DAPI (blue). Colocalization was confirmed by a 
LSM5 ZEISS exciter (white). Scale bar =  10 μ m. (b) Western blot for SMAD5 and PDK4 in mitochondrial 
and cytosolic extracts from C2C12 cells infected with control retrovirus or Pdk4 expressing retrovirus 
(n =  3). (c) Co-immunoprecipitation analysis of C2C12 infected with control (Vxy) or C-terminal Flag 
epitope-tagged Pdk4-expressing retrovirus. (d) GST pull-down assays with GST-PDK4 and 35S-labelled 
SMADs. (e) In vitro kinase assay with [γ -32P]-ATP showing phosphorylation of SMAD1, SMAD5, and 
SMAD8 by PDK4 (black arrow), auto-phosphorylation of PDK4 (positive control, gray arrow). (f) Structure 
osf the complex showing the S463 and S465 phosphorylation sites of the SMAD5 and PDK4 complex. (g) In 
vitro kinase assay showing the phosphorylation of SMAD5 by indicated doses of PDK4 proteins. (h) In vitro 
kinase assay showing that DCA inhibits the phosphorylation of SMAD5 and auto-phosphorylation induced 
by PDK4. (i) The elimination of SMAD5 phosphorylation by mutation of S463 and S465 of SMAD5 to Ala 
(SMAD5 AVA). Data presented in graphs represent means ±  S.E.M.
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data showed the possibility of direct interaction between PDK4 and SMAD1/5/8 in the cytoplasm as 
well as mitochondria.

We further investigated this potential interaction by co-immunoprecipitation from PDK4-expressing 
C2C12 cells. PDK4 bound tightly to SMAD1 and SMAD5 but not SMAD4 (Fig.  6c). To confirm the 
physical interaction, SMAD proteins were prepared by in vitro transcription/translation and incubated 
with a GST-PDK4 fusion protein. SMAD1, SMAD5, and SMAD8, but not SMAD4, were pulled down 
by GST-PDK4 (Fig.  6d). The experiment using PDK4 prepared by in vitro transcription/translation 
and immobilized GST-SMADs further confirmed that PDK4 directly interacts with SMAD1, SMAD5, 
and SMAD8, but not with SMAD4 (Supplementary Fig. S6b). Based on an in vitro kinase assay, PDK4 
directly phosphorylated SMAD1/5/8 (Fig.  6e). To validate the interaction between PDK4 and SMAD, 
a protein-protein interaction model was developed based on the structure of ADP-bound PDK4. This 
model predicted that residues Asn397, Phe400, and Met454 located within the ATP-lid of PDK4 inter-
act with residues Arg323, Pro315, and Val318 that surround the Ser463 and Ser465 in SMAD5 that are 
phosphorylated by BMP receptor 1 (Fig.  6f). Considerable amino acid sequence identity (31% of 45 
residues) and similarity (additional 29%) exists in the ATP-binding domains of PDK4 and BMP receptor 
135. Phosphorylation of SMAD5 was markedly increased by PDK4 in a dose-dependent manner (Fig. 6g), 
and DCA decreased this activity of PDK4 (Fig. 6h). DCA also inhibited auto-phosphorylation of PDK4 
(Fig.  6h) by a direct inhibitory effect upon PDK436. SMAD5 also inhibited auto-phosphorylation of 
PDK4 (Fig.  6h), consistent with SMAD5 being a better substrate than PDK4 itself. Phosphorylation 
of SMAD5 by PDK4 was completely blocked by replacing Ser463 and Ser465 of SMAD5 with alanine 
residues (sites that are phosphorylated by BMPR-1) (Fig. 6i). Taken together, these findings indicate that 
PDK4 binds SMAD1/5/8 and phosphorylates SMAD5 (and most likely SMAD1/8) on the same residues 
that are phosphorylated by BMPR-1.

PDK4 exacerbates apoptosis and mitochondrial dysfunction in calcified VSMCs. The oxi-
dative stress and consequent apoptosis in VSMCs play a critical role in the pathogenesis of vascular 
calcification37. In addition, the primary role of PDK4 is as an important regulator in mitochondria 
for transforming pyruvate into acetyl-CoA by PDC. Previously, we reported that α -lipoic acid, which 
also inhibits PDK438, attenuates vascular calcification and Pi-induced apoptosis of VSMCs by improv-
ing mitochondrial function and the intracellular redox status39. Therefore, we evaluated the effects of 
PDK4 on mitochondrial function and reactive oxygen species (ROS) generation in VSMCs. As shown in 
Fig. 7a, caspase-3 activity increased in human VSMCs after Pi treatment and DCA reversed the increase. 
Likewise, PDK4 significantly increased caspase-3 activity under high-Pi media (Fig.  7b). According to 
the TUNEL assay, Pi-stimulated apoptosis was blunted by the PDK pharmacological inhibitor DCA 
(Fig. 7c).

To determine the effects of PDK4 on mitochondrial respiratory function, we measured ATP contents 
and oxygen consumption rate (OCR). Ad-Pdk4 infected human VSMCs induced mitochondrial dysfunc-
tion, demonstrated by decreased ATP content, whereas this was ameliorated by DCA treatment (Fig. 7d). 
Basal oxygen consumption rate (OCR) and maximal respiration capacity were also reduced in C2C12 
cells that were infected with retrovirus expressing Pdk4 (Fig. 7e). DCA reversed the negative effects of 
PDK4 overexpression (Fig. 7e). These results indicate that PDK4 reduces mitochondria function which 
may contribute to the pathogenesis in vascular calcification.

In addition, DCA treatment blocked Pi-induced mitochondrial ROS generation (Fig. 7f), a well-known 
pro-apoptotic factor that promotes calcification of VSMCs. Moreover, Ad-Pdk4 infected human VSMCs 
increased mitochondria ROS generation (Fig. 7g) and DCA treatment blocked PDK4 induced mitochon-
drial ROS generation (Fig. 7g). These findings suggest that PDK4 exacerbates vascular calcification not 
only by promoting BMP-SMAD signaling but also by inducing mitochondrial-dependent apoptosis and 
mitochondrial dysfunction.

PDK4 deficiency does not adversely affect bone remodeling. The processes involved in vascular 
calcification and osteoblast differentiation for bone formation are similar29,40,39. Therefore, we examined 
whether PDK4 affects bone remodeling by two types of pre-osteoblasts, MC3T3E1 and bone marrow stro-
mal cells (BMSCs) derived from PDK4−/− and WT mice. Osteoblast differentiation and the expression of 
osteoblast marker genes such as Alpl, Runx2, and Tnfrsf11b (also known as Opg) decreased in MC3T3E1 
cells infected with Ad-Pdk4, consistent with von Kossa staining and ALP activity (Supplementary Fig. 
S7a–c). Likewise, mineralization detected by von Kossa staining, ALP activity, and expression of oste-
ogenic gene markers were increased in bone marrow stem cells (BMSCs) from PDK4−/− mice com-
pared to WT (Supplemental Fig. S7d–f), indicating that PDK4 induced opposite effects in VSMCs and 
pre-osteoblasts. Although PDK4 deletion produced positive effects on osteoblastogenesis, consistent with 
a previous report41, the micro-computed tomography (micro-CT) of the femurs from PDK4−/− and WT 
mice at 17 weeks of age showed no differences in parameters including bone mineral density, bone 
surface/bone volume, bone volume/tissue volume ratios, trabecular separation, trabecular thickness, tra-
becular number, and cortical BMD (Fig.  8). Thus, deletion of PDK4 effectively ameliorated vascular 
calcification without adverse effects on bone remodeling.
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Figure 7. PDK4 exacerbates apoptosis and mitochondrial dysfunction in calcified VSMCs. (a) Caspase 
3 activity in Pi-treated human VSMCs with or without DCA (n =  4). *P <  0.05 compared with untreated 
control. †P <  0.01 compared with Pi-treated control. (b) Caspase 3 activity in human VSMCs infected with 
Ad-CMV or Ad-Pdk4 with or without Pi treatment (n =  5). *P <  0.05 compared with Ad-CMV (c) TUNEL 
staining in human VSMCs during calcification with or without DCA. Scale bar =  100 μ m. (d) ATP contents 
in human VSMCs infected with Ad-CMV and Ad-Pdk4 with different DCA concentrations (n =  3). *P <  0.05 
compared with Ad-CMV. †P <  0.05 compared with Ad-Pdk4 50 MOI. (e) Oxygen consumption ratio in C2C12 
cells infected PDK4 expressing retrovirus and Vxy and DCA effect. After basal OCR determination, cells were 
treated with oligomycin, CCCP, and rotenone in these cells. DCA (1 mM) was treated in these cells (n =  5). 
(f) Mitochondrial ROS (MitoTracker Red) in human VSMCs during calcification induced by Pi and DCA 
treatment. (g) Mitochondrial ROS (MitoTracker Red) in human VSMCs infected Pdk4 expressing retrovirus 
and Vxy after DCA treatment. (n =  3). Scale bar =  50 μ m. Data presented in graphs represent means ±  S.E.M.
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Discussion
This study provides the first evidence that PDK4 plays an important role in osteogenic switching in 
VSMCs by direct phosphorylation of SMAD1/5/8 under calcifying conditions. Concomitantly, we found 
that p-PDHE1α  Ser293 and Ser300 are increased in calcified regions of the vessels from patients with 
vascular diseases, suggesting that enhanced PDK activity presumably due to increased PDK4 expression 
occurs during vascular calcification. On a molecular basis, we propose that PDK4 activates SMAD1/5/8 
by phosphorylation, which leads to translocation of p-SMAD into the nucleus for transcriptionally reg-
ulating osteogenic markers in a similar manner to the BMP2 signaling pathway. Accordingly, significant 
similarity exists in the primary amino acid sequences of the ATP-binding and kinase domains of PDK4 
and BMPR-1, and the serine phosphorylated by PDK4 at site 1 in PDHE1α  is in the same sequence con-
text (SXS) as the motif phosphorylated in SMAD1/5/8 by BMPR-1. A unique kinetic property of PDK4 
favors its ability to phosphorylate SMAD1/5/8. In the free form the basal activities of the other PDK 
isoforms is low and only becomes significant upon binding to the core of the PDC. In contrast, the free 
form of PDK4 exhibits robust enzyme activity towards suitable substrates in the absence of the PDC36.

Interestingly, PDK4 overexpression by itself does not induce vascular calcification mediated by the 
phosphorylation of SMAD, demonstrating that additional modification of PDK4 by canonical BMP sig-
naling might be necessary for kinetic activity of SMAD under calcification conditions. Since PDK4 is 
located in the mitochondrial matrix, phosphorylation of SMAD1/5/8 by PDK4 is unexpected. Although 
this dilemma was not fully resolved in this study, findings to support our data have been reported. 
Chen et al. provided evidence that pyruvate dehydrogenase phosphatase (PDP) 1, the counterpart of 
PDK4 for regulation of PDC activity, dephosphorylates SMAD1 directly in vertebrates and the analo-
gous protein MAD (mothers against decapentaplegic in Drosophila), even though PDP1 was believed to 
be located exclusively in mitochondria42. Consistently, the phosphorylation state of DAF8 in C. elegans, 
the orthologue of vertebrate SMAD 1/5/8, is also regulated by PDP143. These observations suggest PDP 
is a dual-localized cytosolic/mitochondrial enzyme. Our immunohistochemical data and western blot 
analysis indicate that both PDK4 and SMAD can localize in both the cytosol and the mitochondria 
during calcification. This phenomenon is supported by recent results showing that PDHK2, the ortho-
logue of PDK4, activates SKN-1, the orthologue of Nrf2, by phosphorylation in the cytosol of C. elegans, 
suggesting that PDK is also dual-localized in the cytosol and mitochondria34,44. Consistent with our 
data, PDHK2 is found in the mitochondria dominantly at very low levels in well-nourished states, and 
is partially distributed to the cytosol by starvation of C. elegans34. Furthermore, it has been reported 
that PDK4 directly binds and regulates the cAMP-response element-binding protein (CREB), which is 
known to be located in the cytosol45. Taken together, these results suggest that that PDP1 and PDK4 are 

Figure 8. PDK4 knockdown does not adversely affect normal bone remodeling. (a) Representative 
Micro-CT image of distal femurs from WT and PDK4−/− mice. (b–h) Bone morphometric parameters of 
the femurs from WT and PDK4−/− mice. (b) Trabecular bone mineral density (BMD), (c) Bone surface/
bone volume (BS/BV; spatial distribution of trabeculae), (d) Bone volume/tissue volume (BV/TV: amount 
of trabecular bone within the cancellous space), (e) Trabecular separation (Tb. Sp), (f) Trabecular thickness 
(Tb. Th), (g) Trabecular number, (h) Cortical BMD from WT and PDK4−/− mice (n =  5 per group). Data 
presented in graphs represent means ±  S.E.M.



www.nature.com/scientificreports/

1 2Scientific RepoRts | 5:16577 | DOI: 10.1038/srep16577

dual-localized cytosolic/mitochondrial enzymes that participate in the regulation of the phosphorylation 
state of SMAD1/5/8 in humans under pathological conditions.

Since PDK4 plays a prohibitory role in glucose oxidation associated with mitochondrial dysfunction, 
increased caspase activity and decreased ATP generation followed by apoptosis during calcification were 
ameliorated by DCA treatment. The recent observation that a shift toward glycolytic breakdown of glu-
cose occurs during vascular calcification46 is consistent with high expression of PDK4 and decreased 
PDC activity found in the present study. We have also observed that glucose consumption and lactate 
production are increased in Pi-induced VSMC calcification (data not shown). Further studies will be 
required to ascertain the changes in metabolism in VSMCs during vascular calcification and its relation-
ship with PDK4.

Intensive efforts have been made to identify therapeutic targets for the prevention of vascular calcifi-
cation because similar processes and key factors are involved in osteogenesis in both vascular calcifica-
tion and physiologic bone formation. The inhibitory effect of vascular calcification might adversely affect 
bone remodeling14,47,48. In this study, VSMCs under calcifying media and ex vivo ring calcification as well 
as vitamin D3-induced aortic calcification in vivo were significantly attenuated in PDK4-deficient mice. 
Even though PDK4 promotes osteogenic switching in VSMCs under calcifying stimuli, bone remodeling 
and osteoblastic differentiation in pre-osteoblasts was not adversely affected by PDK4 deficiency. Instead, 
consistent with our data, PDK4−/− mice are protected from bone loss induced by unloading41. Last, a 
number of clinical and experimental studies have shown an increase in the incidence of vascular calci-
fication and osteoporosis49,50, further highlighting the potential of PDK4 as a therapeutic target for the 
treatment of vascular calcification without adverse effects on bone formation.

Methods
Human Tissues. The study protocol was approved by the institutional review board and the Regional 
Board of the Ethics Committee of the Kyungpook National University Hospital (IRB 2012-10-022) and 
informed consents were obtained from the subjects. All experiments were performed in accordance with 
approved guidelines of Kyungpook National University. Blood vessels were obtained from 8 patients 
who underwent vasculoplasty due to atherosclerosis at Kyungpook National University Hospital, Daegu, 
South Korea. Detailed medical information for the patients is provided in Online Table І. Human VSMCs 
and healthy vessels for immunohistochemistry were prepared from thoracic aortas of kidney transplanta-
tion donors, obtained using a modified explants method as described in the Data Supplement, and were 
used for experiments at passages 5–7.

Mouse model of vitamin D3-induced aortic calcification. All experiments were approved by the 
Institutional Animal Care and Use Committee of Kyungpook National University (KNU 2012-83). All 
experiments were performed in accordance with approved guidelines of Kyungpook National University. 
A vitamin D3-induced aortic calcification mouse model is well established in this laboratory51. 
Six-week-old C57BL/6N male mice were subjected to gavage daily with sterile water as control or with 
dichloracetate (DCA; Sigma-Aldrich, St. Louis, MO, USA, Cat # D54702) (50 mg kg−1) for 13 days. At 
day 3 after the initial treatment with DCA, the mice were subcutaneously administered vitamin D3 
(cholecalciferol; Sigma-Aldrich, Cat # C9756, 5.5 ×  105 IU kg−1 day−1) daily for 3 days. Seven days after 
the final exposure to vitamin D3, mice were anesthetized with pentobarbital (50 mg kg−1) and whole 
aortas were collected by surgical dissection to determine calcium content. The colony of PDK4-deficient 
(PDK4−/−) mice52 was established in an in-house animal facility. Six-week-old C57BL/6J WT and 
PDK4−/− male mice were subcutaneously administered vitamin D3 (C57BL/6J; 4.5 × 105 IU kg−1 day−1) 
daily for 3 days. Thirteen days after the final exposure to vitamin D3, mice were anesthetized as described 
before. Animals were maintained on a 12-h light/12-h dark cycle. All animals used in the experiments 
were age- and sex-matched and littermates.

Immunohistochemistry. The vessels were routinely processed for paraffin embedding at a thickness 
of 10 μ m after 4% paraformaldehyde fixation for the analysis. For details of immunohistochemistry, refer 
to the supplementary material method.

Induction of in vitro VSMC calcification. VSMCs were seeded at a density of 1.3 ×  104 cells per 
cm2 and maintained for 2 days until sub-confluent. Calcification was induced by DMEM (high glucose) 
supplemented with 10% FBS and an additional 2.6 mM Pi (a mixture of Na2HPO4 and NaH2PO4, pH 
7.4) that borough the final Pi concentration to 3.5 mM). The calcification medium was changed every 2 
days for 8 days.

Antibodies. Anti-p-PDHE1α  (S293, S300) (Calbiochem, San Diego, CA, USA, AP1062-1064, 
respectively) were used for immunohistochemistry. Anti-p-PDHE1α  (S293, S300) (Abfrontier), 
anti-SMAD1/5/8 (Santa Cruz Biotechnology, Dallas, TX, USA, sc-6031-R), anti-p-SMAD 1/5/8 (Cell 
Signaling Technology, Danvers, MA, USA, #9511), COXIV (Abcam, Cambridge, UK, ab16056) and 
anti-Flag (Sigma-Aldrich, F1804) antibodies were used for both immunofluorescence and western blot-
ting. Anti-SMAD1 (Invitrogen, Carlsbad, CA, USA, #38-5400), anti-SMAD5 (Abgent, San Diego, CA, 
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USA, AJ1726a), and anti-SMAD1/5 (Santa Cruz Biotechnology, sc-6201) were used for immunofluores-
cence. Anti-α -tubulin (Applied Biological Materials, G098), anti-lamin B (Santa Cruz Biotechnology, 
sc-6216), anti-SMAD4 (Cell Signaling Technology, #9515) and anti-PDK4 serum (Abfrontier) were used 
for western blotting.

GST tagged protein and in vitro kinase assay. Full-length human SMAD1, mouse Smad5, and 
rat Smad8 were inserted into the EcoR1 and Xho1 sites of the pGEX4T-1 vector for expression as a 
glutathione-S-transferase (GST) fusion protein and amplified in Escherichia coli BL21. The GST-tagged 
human SMAD1, mouse SMAD5, rat SMAD8, human SMAD4, and mouse PDK4 proteins were puri-
fied for an in vitro kinase assay by incubation with glutathione-Sepharose TM4B (GE Healthcare, 
Sweden) at room temperature for 20 min, followed by extensive washing of the beads with PBS. 
[35S]-Methionine-labeled mouse PDK, human SMAD1, mouse SMAD5, and rat SMAD8 proteins were 
synthesized in vitro using a TnT Quick Coupled Transcription/Translation System (Promega, Madison, 
WI, USA). The washed glutathione-Sepharose beads were incubated with [35S]-methionine-labeled 
mouse PDK4, human SMAD1, mouse SMAD5, or rat SMAD8 in binding buffer (25 mM HEPES, pH 
7.6, 1 mM DTT, 100 mM NaCl, 0.2 mM EDTA, 1.5% BSA, 20% glycerol) at 4 °C for 12 h. Sepharose beads 
were washed twice with PBS and boiled with SDS-PAGE sample buffer, and the supernatant proteins 
were resolved in SDS-PAGE gels.

Binding model prediction of PDK4 and SMAD5. The structure of PDK4 in complex with ADP 
was obtained from the Protein Data Bank (http://www.pdb.org, pdb code: 2E0A). Discovery Studio3.5 
(http://www.accelrys.com) with MODELLER was used for the homology model building of SMAD5. For 
details of binding model prediction of PDK4 and SMAD5, refer to the supplementary material method.

Cell culture and transient transfection. Mouse VSMCs were isolated from the thoracic aortas of 
5 week old male C57BL/6J mice. Cells were used for experiments after 4 to 5 passages. Human VSMCs 
were isolated from the thoracic aortas of kidney transplantation donors. For details of cell culture, refer 
to the supplementary material method.

Immunohistochemistry. Ethics approval was obtained from the Institutional Review Board of the 
Kyungpook National University Hospital for all studies with human tissues and the collection of med-
ical data. Informed consent was obtained for all studies with human tissues. The section after fixation 
by PFA and embedding by paraffin were used for immunohistochemistry analysis. Tissue sections were 
deparaffinized followed by the retrievation of antigens using steamer (IHCWORLD, IW-1102) at 95 °C 
for 40 min in 0.01 M citrate buffer, pH 6.0. For the visualization of p-PDHE1α S293 and S300 in arter-
ies, the sections were incubated with antibodies against p-PDHE1α S293 and S300 overnight at 4 oC 
before detection with rabbit IgG and mouse IgG antibody by UltraVision LP Detection System (Thermo 
Scientific). Nuclei were counterstained with Mayer’s Hematoxylin (Lillie’s Modification).

Quantification of Calcium Deposition. For measuring calcium deposited in the extracellu-
lar matrix of the cells calcium contents in the supernatant were determined colorimetrically by the 
o-cresolphthaleincomplexone method (Bioassay System, Cat.DICA500). For details of quantification of 
calcium deposition, refer to the supplementary material method.

Immunofluorescence analysis. Human VSMC attached on glass in a 6-well plate at a density of 
2 ×  105 per well, grew to confluence, and were further incubated in the absence or presence of extra 
Pi for the indicated times. The cells were fixed with 4% PFA for 15 min and permeabilized with 0.1% 
Triton X-100 for 15 min at room temperature. The permeabilized cells were incubated with antibody for 
PDHE1α , SMAD1, SMAD5, SMAD1/5 and p-SMAD1/5/8 in zymogen Ab diluents solution overnight at 
4°C followed by the incubation with Alexa Fluor-488-conjucated anti-rabbit secondary antibody, Fluor-
568-conjugated anti-mouse secondary antibody (Molecular Probes) for 3 h at room temperature. The 
nuclei were counterstained in blue with 4’, 6-diamidino-2-phenylindole (DAPI; 5 μ g ml−1, Molecular 
Probes) and mounted in Vectashield (VECTOR LABORATORIES). The images were visualized with an 
inverted MRc5 Carl Zeiss fluorescence microscope (Thornwood, NY) and OLYMPUS CLASM FV-100.

Adenovirus-mediated overexpression of PDK4 in VSMCs. Recombinant adenovirus express-
ing PDK4 was provided by Dr. Young-Bum Kim (Harvard Medical School, MA). For details of 
Adenovirus-mediated overexpression of PDK4 in VSMCs, refer to the supplementary material method.

GST pull-down assay. Full-length human SMAD1, mouse Smad5 and rat Smad8 were inserted into 
the EcoR1 and Xho1 sites of the pGEX4T-1 vector and amplified in E. coli BL21. Proteins were quantified 
using Coomassie Blue staining. [35S]-Methionine labeled-mouse PDK4, human SMAD1, mouse SMAD5, 
rat SMAD8 proteins were synthesized in vitro using TnT Quick Coupled Transcription/Translation 
System (Promega). GST and GST fused proteins were incubated with Glutathione-Sepharose TM4B (GE 
Healthcare) at room temperature for 20 min. Sepharose beads were washed with PBS and incubated 
with [35S]-methionine-labeled proteins in binding buffer (25 mM HEPES, pH 7.6, 1 mM DTT, 100 mM 

http://www.pdb.org,pdbcode:2E0A
http://www.accelrys.com
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NaCl, 0.2 mM EDTA, 1.5% BSA, 20% glycerol) at 4 °C for 12 h. Samples were separated on NuPAGE gel 
(Invitrogen) and detected.

Co-immunoprecipitation. Cells were harvested at 1000 rpm for 10 min, washed with PBS, and lysed 
with CoIPLysis buffer (1% Triton X-100 containing phosphatase and protease inhibitors). The cell extracts 
were incubated with PBS-washed ANTI-FLAG®  M2-Agarose beads at 4°C overnight. After washing with 
lysis buffer and PBS, SDS-loading buffer with β -mercaptoethanol was added and the samples were boiled 
for 5 min. Proteins were separated by SDS-PAGE and detected by ODYSSEY (LI-COR).

In vitro kinase assay. The GST-SMAD fusion proteins were used as substrates. GST-SMD fragments 
were incubated with recombinant PDK4 in kinase buffer and 20 μ M ATP at 37 °C for 30 min. Kinase 
reactions were terminated by addition of NuPAGE loading buffer, heated at 70 °C for 10 min, and sepa-
rated by NuPAGE. Dried gels were exposed to film using an Image Reader FLA-3000 series (FUJUFILM).

Oxygen consumption rate measure. C2C12 cells were plated at 2.0 ×  104 cells / well in XF-24 cell 
culture microplate (Seahorse Bioscience, North Billerica, MA, USA). Oxygen consumption rate (OCR) 
was measured the next day using a XF-24 Analyzer (Seahorse Bioscience). Cells were equilibrated for 
1 hour at 37 °C in XF Assay Medium (Seahorse Bioscience) supplemented with 25mM glucose and 1 mM 
sodium pyruvate (pH 7.4) before any measurement. Oligomycin (1 μ M), CCCP (5 μ M) and Rotenone 
(1 μ M) mixture agents were injected to each well consecutively.

Mitochondrial ROS assay53. Human VSMCs were allowed to attach on glass cover slips in 6-well 
plate at a density of 2 ×  105 cells per well. Cells were infected with adenovirus expressing PDK4 or CMV 
for 3 h and incubated with growth medium for 48 h. And the other cells were grown to confluence about 
95% after then further incubated in the absence or presence of Pi for the indicated times. Both of cells 
were cultured with MitoTracker Red–CM–H2XROS (M7513, Invitrogen) at a 50 nM final concentration 
followed by incubation for 30 min in a CO2 incubator. Replace the normal media and detected by fluo-
rescence microscope for 5s expose.

Micro-CT analysis. To determine the three-dimensional bone structure in vivo, histomorphometric 
analyses were performed using a Micro-CT system (eXplore Locus SP scanner GE Healthcare) at 8 μ m 
resolution. For details of micro-CT analysis, refer to the supplementary material method.

Statistical analysis. Data are expressed as means ±  S.E.M. Statistical analyses were performed using 
an unpaired Student’s t-test. A value of P <  0.05 was considered statistically significant.

References
1. Raggi, P. et al. Cardiac calcification in adult hemodialysis patients. A link between end-stage renal disease and cardiovascular 

disease? J. Am. Coll. Cardiol. 39, 695–701, doi: 10.1016/S0735-1097(01)01781-8 (2002).
2. Raggi, P., Shaw, L. J., Berman, D. S. & Callister, T. Q. Prognostic value of coronary artery calcium screening in subjects with and 

without diabetes. J. Am. Coll. Cardiol. 43, 1663–1669, doi: 10.1016/j.jacc.2003.09.068 (2004).
3. Wilson, P. W. F. et al. Abdominal Aortic Calcific Deposits Are an Important Predictor of Vascular Morbidity and Mortality. 

Circulation 103, 1529–1534, doi: 10.1161/01.cir.103.11.1529 (2001).
4. Derwall, M. et al. Inhibition of bone morphogenetic protein signaling reduces vascular calcification and atherosclerosis. 

Arterioscler. Thromb. Vasc. Biol. 32, 613–622, doi: 10.1161/ATVBAHA.111.242594 (2012).
5. Hruska, K. A., Mathew, S. & Saab, G. Bone morphogenetic proteins in vascular calcification. Circ. Res. 97, 105–114, doi: 

10.1161/01.RES.00000175571.53833.6c (2005).
6. Moe, S. M. & Chen, N. X. Pathophysiology of vascular calcification in chronic kidney disease. Circ. Res. 95, 560–567, doi: 

10.1161/01.res.0000141775.67189.98 (2004).
7. Han, M.-S. et al. Functional Cooperation between Vitamin D Receptor and Runx2 in Vitamin D-Induced Vascular Calcification. 

PLoS ONE 8, e83584, doi: 10.1371/journal.pone.0083584 (2013).
8. Leu, M. & Giovannucci, E. Vitamin D: epidemiology of cardiovascular risks and events. Best Pract Res Clin Endocrinol Metab. 

25, 633–46, doi: 10.1016/j.beem.2011.04.001 (2011)
9. Lau, W. L., Pai, A., Moe, S. M. & Giachelli, C. M. Direct effects of phosphate on vascular cell function. Adv. Chronic Kidney Dis. 

18, 105–112, doi: 10.1053/j.ackd.2010.12.002 (2011).
10. Cai, J., Pardali, E., Sanchez-Duffhues, G. & ten Dijke, P. BMP signaling in vascular diseases. FEBS Lett 586, 1993–2002, doi: 

10.1016/j.febslet.2012.04.030 (2012).
11. Tyson, K. L. et al. Osteo/chondrocytic transcription factors and their target genes exhibit distinct patterns of expression in human 

arterial calcification. Arterioscler. Thromb. Vasc. Biol. 23, 489–494, doi: 10.1161/01.ATV.0000059406.92165.31 (2003).
12. Lee, K. S. et al. Runx2 is a common target of transforming growth factor beta1 and bone morphogenetic protein 2, and 

cooperation between Runx2 and Smad5 induces osteoblast-specific gene expression in the pluripotent mesenchymal precursor 
cell line C2C12. Mol. Cell. Biol. 20, 8783–8792, doi: 10.1128/MCB.20.23.8783-8792.2000 (2000).

13. Sun, Y. et al. Smooth muscle cell-specific runx2 deficiency inhibits vascular calcification. Circ. Res. 111, 543–552, doi: 10.1161/
CIRCRESAHA.112.267237 (2012).

14. Komori, T. et al. Targeted disruption of Cbfa1 results in a complete lack of bone formation owing to maturational arrest of 
osteoblasts. Cell 89, 755–764, doi: 10.1016/S0092-8674(00)80258-5 (1997).

15. Harris, R. A., Bowker-Kinley, M. M., Huang, B. & Wu, P. Regulation of the activity of the pyruvate dehydrogenase complex. Adv. 
Enzyme Regul. 42, 249–259, doi: 10.1016/S0065-2571(01)00061-9 (2002).

16. Jeoung, N. H. & Harris, R. A. Pyruvate dehydrogenase kinase-4 deficiency lowers blood glucose and improves glucose tolerance 
in diet-induced obese mice. Am. J. Physiol. Endocrinol. Metab. 295, E46–54, doi: 10.1152/ajpendo.00536.2007 (2008).



www.nature.com/scientificreports/

1 5Scientific RepoRts | 5:16577 | DOI: 10.1038/srep16577

17. Jeong, J. Y., Jeoung, N. H., Park, K. G. & Lee, I. K. Transcriptional regulation of pyruvate dehydrogenase kinase. Diabetes Metab. 
J. 36, 328–335, doi: 10.4093/dmj.2012.36.5.328 (2012).

18. Mori, K., Shioi, A., Jono, S., Nishizawa, Y. & Morii, H. Dexamethasone enhances in vitro vascular calcification by promoting 
osteoblastic differentiation of vascular smooth muscle cells. Arterioscler. Thromb. Vasc. Biol. 19, 2112–2118, doi: 10.1161/01.
ATV.19.9.2112 (1999).

19. Huang, B., Wu, P., Bowker-Kinley, M. M. & Harris, R. A. Regulation of pyruvate dehydrogenase kinase expression by peroxisome 
proliferator–activated receptor-α  ligands, glucocorticoids, and insulin. Diabetes 51, 276–283, doi: 10.2337/diabetes.51.2.276 
(2002).

20. Prosdocimo, D. A., Wyler, S. C., Romani, A. M., O’Neill, W. C. & Dubyak, G. R. Regulation of vascular smooth muscle cell 
calcification by extracellular pyrophosphate homeostasis: synergistic modulation by cyclic AMP and hyperphosphatemia. Am. J. 
Physiol. Cell. Physiol. 298, C702–C713, doi: 10.1152/ajpcell.00419.2009 (2010).

21. Gerhart-Hines, Z. et al. The cAMP/PKA Pathway Rapidly Activates SIRT1 to Promote Fatty Acid Oxidation Independently of 
Changes in NAD+. Mol. cell 44, 851–863, doi: 10.1016/j.molcel.2011.12.005 (2011).

22. Armstrong, Z. B., Boughner, D. R., Drangova, M. & Rogers, K. A. Angiotensin II type 1 receptor blocker inhibits arterial 
calcification in a pre-clinical model. Cardiovasc. Res. 90, 165–170, doi: 10.1093/cvr/cvq391 (2011).

23. Mori, J. et al. ANG II causes insulin resistance and induces cardiac metabolic switch and inefficiency: a critical role of PDK4. 
Am. J. Physiol. Heart Circulatory Physiology 304, H1103–H1113, doi: 10.1152/ajpheart.00636.2012 (2013).

24. Hsu, J. J. et al. T0901317, an LXR agonist, augments PKA-induced vascular cell calcification. FEBS Letters 583, 1344–1348, doi: 
10.1016/j.febslet.2009.03.039 (2009).

25. Paul, W. C., Mark, J. H., David, B.-B. & Mary, C. S. PPARalpha-LXR as a novel metabolostatic signalling axis in skeletal muscle 
that acts to optimize substrate selection in response to nutrient status. Biochem. J. 437, 521–530, doi: 10.1042/BJ20110702 (2011).

26. Wang, C. C., Sorribas, V., Sharma, G., Levi, M. & Draznin, B. Insulin attenuates vascular smooth muscle calcification but 
increases vascular smooth muscle cell phosphate transport. Atherosclerosis 195, e65–75, doi: 10.1016/j.atherosclerosis.2007.02.032 
(2007).

27. Crewe, C., Kinter, M. & Szweda, L. I. Rapid inhibition of pyruvate dehydrogenase: an initiating event in high dietary fat-induced 
loss of metabolic flexibility in the heart. PloS ONE 8, e77280, doi: 10.1371/journal.pone.0077280 (2013).

28. Kolobova, E., Tuganova, A., Boulatnikov, I. & Popov, K. M. Regulation of pyruvate dehydrogenase activity through phosphorylation 
at multiple sites. Biochem. J. 358, 69–77, doi: 10.1042/bj3580069 (2001).

29. Sage, A. P., Tintut, Y. & Demer, L. L. Regulatory mechanisms in vascular calcification. Nature reviews. Cardiology 7, 528–536, 
doi: 10.1038/nrcardio.2010.115 (2010).

30. Price, P. A., June, H. H., Buckley, J. R. & Williamson, M. K. Osteoprotegerin inhibits artery calcification induced by warfarin and 
by vitamin D. Arterioscler. Thromb. Vasc. Biol. 21, 1610–1616, doi: 10.1161/hq1001.097102 (2001).

31. Kato, M., Li, J., Chuang, J. L. & Chuang, D. T. Distinct structural mechanisms for inhibition of pyruvate dehydrogenase kinase 
isoforms by AZD7545, dichloroacetate, and radicicol. Structure 15, 992–1004, doi: 10.1016/j.str.2007.07.001 (2007).

32. Cai, J., Pardali, E., Sánchez-Duffhues, G. & ten Dijke, P. BMP signaling in vascular diseases. FEBS Letters 586, 1993–2002, doi: 
10.1016/j.febslet.2012.04.030 (2012).

33. Jullig, M. & Stott, N. S. Mitochondrial localization of Smad5 in a human chondrogenic cell line. Biochem. Biophys. Res. Commun. 
307, 108–113, doi: 10.1016/S0006-291X(03)01139-2 (2003).

34. Kim, S. et al. PDHK-2 Deficiency Is Associated with Attenuation of Lipase-Mediated Fat Consumption for the Increased Survival 
of Caenorhabditis elegans Dauers. PLoS ONE 7, e41755, doi: 10.1371/journal.pone.0041755 (2012).

35. Kretzschmar, M., Liu, F., Hata, A., Doody, J. & Massague, J. The TGF-beta family mediator Smad1 is phosphorylated directly and 
activated functionally by the BMP receptor kinase. Genes Dev. 11, 984–995, doi: 10.1101/gad.11.8.984 (1997).

36. Wynn, R. M. et al. Pyruvate dehydrogenase kinase-4 structures reveal a metastable open conformation fostering robust core-free 
basal activity. J. Biol. Chem. 283, 25305–25315, doi: 10.1074/jbc.M802249200 (2008).

37. Byon, C. H. et al. Oxidative stress induces vascular calcification through modulation of the osteogenic transcription factor Runx2 
by AKT signaling. J. Biol. Chem. 283, 15319–15327, doi: 10.1074/jbc.M800021200 (2008).

38. Korotchkina, L. G., Sidhu, S. & Patel, M. S.  R-lipoic acid inhibits mammalian pyruvate dehydrogenase kinase. Free radical 
research 38, 1083–1092, doi: 10.1080/10715760400004168 (2004).

39. Kim, H. et al. α -Lipoic acid attenuates vascular calcification via reversal of mitochondrial function and restoration of Gas6/Axl/
Akt survival pathway. J. Cell Mol. Med. 16, 273–286, doi: 10.1111/j.1582-4934.2011.01294.x (2012).

40. Persy, V. & D’Haese, P. Vascular calcification and bone disease: the calcification paradox. Trends Mol. Med. 15, 405–416, doi: 
10.1016/j.molmed.2009.07.001 (2009).

41. Wang, Y. et al. Pyruvate dehydrogenase kinase 4 induces bone loss at unloading by promoting osteoclastogenesis. Bone 50, 
409–419, doi: 10.1016/j.bone.2011.07.012 (2012).

42. Chen, H. B., Shen, J., Ip, Y. T. & Xu, L. Identification of phosphatases for Smad in the BMP/DPP pathway. Gene Dev. 20, 648–653, 
doi: 10.1101/gad.1384706 (2006).

43. Narasimhan, S. D. et al. PDP-1 links the TGF-β  and IIS pathways to regulate longevity, development, and metabolism. PLoS 
genetics 7, e1001377, doi: 10.1371/journal.pgen.1001377 (2011).

44. Kell, A., Ventura, N., Kahn, N. & Johnson, T. E. Activation of SKN-1 by novel kinases in Caenorhabditis elegans. Free Radic. Biol. 
Med. 43, 1560–1566, doi: 10.1016/j.freeradbiomed.2007.08.025 (2007).

45. Liu, Z. et al. PDK4 Protein Promotes Tumorigenesis through Activation of cAMP-response Element-binding Protein (CREB)-Ras 
Homolog Enriched in Brain (RHEB)-mTORC1 Signaling Cascade. J. Biol. Chem 289, 29739–29749, doi: 10.1074/jbc.M114.584821 
(2014).

46. Idelevich, A., Rais, Y. & Monsonego-Ornan, E. Bone Gla Protein Increases HIF-1α –Dependent Glucose Metabolism and Induces 
Cartilage and Vascular Calcification. Arterioscler. Thromb. Vasc. Biol. 31, e55–e71, doi: 10.1161/atvbaha.111.230904 (2011).

47. Tsuji, K. et al. BMP2 activity, although dispensable for bone formation, is required for the initiation of fracture healing. Nat. 
Genet. 38, 1424–1429, doi: 10.1038/ng1916 (2006).

48. Chappuis, V. et al. Periosteal BMP2 activity drives bone graft healing. Bone 51, 800–809, doi: 10.1016/j.bone.2012.07.017 (2012).
49. Khosla, S. The bone and beyond: a shift in calcium. Nat. Med. 17, 430–431, doi: 10.1038/nm0411-430 (2011).
50. Tankó, L. B. et al. Relationship Between Osteoporosis and Cardiovascular Disease in Postmenopausal Women. J. Bone Miner. 

Res. 20, 1912–1920, doi: 10.1359/jbmr.050711 (2005).
51. Ha, C. M. et al. Activation of Nrf2 by dimethyl fumarate improves vascular calcification. Vasc. Pharmacol. 63, 29–36, doi: 

10.1016/j.vph.2014.06.007 (2014).
52. Jeoung, N. H. et al. Role of pyruvate dehydrogenase kinase isoenzyme 4 (PDHK4) in glucose homoeostasis during starvation. 

Biochem. J. 397, 417–425, doi: 10.1042/bj20060125 (2006).
53. Oldenburg, Olaf, et al. Bradykinin induces mitochondrial ROS generation via NO, cGMP, PKG, and mitoKATP channel opening 

and leads to cardioprotection. Am. J. Physiol. Heart Circ. Physiol. 286, H468–H476, doi: 10.1152/ajpheart.00360.200 (2004).



www.nature.com/scientificreports/

1 6Scientific RepoRts | 5:16577 | DOI: 10.1038/srep16577

Acknowledgements
This work was supported by the National Research Foundation of Korea (NRF) grant awarded by the 
Korean Ministry of Education (NRF-2012R1A2A1A03670452 and NRF-2013R1A1A2065405) and the 
Korea Health Technology R&D Project grant, awarded by the Ministry of Health & Welfare, Republic 
of Korea (A111345).

Author Contributions
R.A.H. and I.-K.L. conceived and designed the experiments. S.J.L, C.J.O, Y.-K.C, J.-Y.D, Y.G. and C.-M.H. 
performed the experiments. N.D.K performed the experiments of Figure 6 (f). J.Y.K, H.-J.K, N.H.J. and 
J.-Y.C. supervised the study. S.H. provided and analyzed the human samples. J.Y.J. and S.P. wrote the 
manuscript. K.-U.L, H.-S.C, Y.W., and K.-G.P. analyzed and discussed the data.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Sun Joo, L. et al. Pyruvate Dehydrogenase Kinase 4 Promotes Vascular 
Calcification via SMAD1/5/8 Phosphorylation. Sci. Rep. 5, 16577; doi: 10.1038/srep16577 (2015).

This work is licensed under a Creative Commons Attribution 4.0 International License. The 
images or other third party material in this article are included in the article’s Creative Com-

mons license, unless indicated otherwise in the credit line; if the material is not included under the 
Creative Commons license, users will need to obtain permission from the license holder to reproduce 
the material. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/


1Scientific RepoRts | 6:18552 | DOI: 10.1038/srep18552

www.nature.com/scientificreports

Corrigendum: Pyruvate 
Dehydrogenase Kinase 4 
Promotes Vascular Calcification via 
SMAD1/5/8 Phosphorylation
Sun Joo Lee, Ji Yun Jeong, Chang Joo Oh, Sungmi Park, Joon-Young Kim, Han-Jong Kim, 
Nam Doo Kim, Young-Keun Choi, Ji-Yeon Do, Younghoon Go, Chae-Myeong Ha, Je-Yong Choi, 
Seung Huh, Nam Ho Jeoung, Ki-Up Lee, Hueng-Sik Choi, Yu Wang, Keun-Gyu Park, 
Robert A. Harris & In-Kyu Lee

Scientific Reports 5:16577; doi: 10.1038/srep16577; published online 12 November 2015; updated on  
27 January 2016

The original version of this Article contained a typographical error in the spelling of the author Chae-Myeong Ha 
which was incorrectly given as Chae-Myung Ha. This has now been corrected in the PDF and HTML versions of 
the Article.

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

OPEN

http://doi: 10.1038/srep16577
http://creativecommons.org/licenses/by/4.0/

	Pyruvate Dehydrogenase Kinase 4 Promotes Vascular Calcification via SMAD1/5/8 Phosphorylation
	Results
	PDK4 expression is correlated with osteogenic differentiation in human calcified vessels. 
	Genetic and pharmacological inhibition of PDK4 prevent vascular calcification. 
	PDK4 augments the osteogenic switch in VSMCs. 
	PDK4 directly binds to and phosphorylates SMAD1/5/8. 
	PDK4 exacerbates apoptosis and mitochondrial dysfunction in calcified VSMCs. 
	PDK4 deficiency does not adversely affect bone remodeling. 

	Discussion
	Methods
	Human Tissues. 
	Mouse model of vitamin D3-induced aortic calcification. 
	Immunohistochemistry. 
	Induction of in vitro VSMC calcification. 
	Antibodies. 
	GST tagged protein and in vitro kinase assay. 
	Binding model prediction of PDK4 and SMAD5. 
	Cell culture and transient transfection. 
	Immunohistochemistry. 
	Quantification of Calcium Deposition. 
	Immunofluorescence analysis. 
	Adenovirus-mediated overexpression of PDK4 in VSMCs. 
	GST pull-down assay. 
	Co-immunoprecipitation. 
	In vitro kinase assay. 
	Oxygen consumption rate measure. 
	Mitochondrial ROS assay53. 
	Micro-CT analysis. 
	Statistical analysis. 

	Acknowledgements
	Author Contributions
	Figure 1.  PDK4 is upregulated in the development of vascular calcification.
	Figure 2.  Vascular calcification is attenuated by PDK4 knockdown.
	Figure 3.  Vascular calcification is suppressed by dichloroacetate (DCA), a pharmacological inhibitor of PDK.
	Figure 4.  The levels of PDK4 are positively correlated with osteogenic markers.
	Figure 5.  The level of p-SMAD is augmented by PDK4 activity in BMP induction.
	Figure 6.  PDK4 directly interacts with SMAD1/5/8.
	Figure 7.  PDK4 exacerbates apoptosis and mitochondrial dysfunction in calcified VSMCs.
	Figure 8.  PDK4 knockdown does not adversely affect normal bone remodeling.

	srep18552.pdf
	Corrigendum: Pyruvate Dehydrogenase Kinase 4 Promotes Vascular Calcification via SMAD1/5/8 Phosphorylation



 
    
       
          application/pdf
          
             
                Pyruvate Dehydrogenase Kinase 4 Promotes Vascular Calcification via SMAD1/5/8 Phosphorylation
            
         
          
             
                srep ,  (2015). doi:10.1038/srep16577
            
         
          
             
                Sun Joo Lee
                Ji Yun Jeong
                Chang Joo Oh
                Sungmi Park
                Joon-Young Kim
                Han-Jong Kim
                Nam Doo Kim
                Young-Keun Choi
                Ji-Yeon Do
                Younghoon Go
                Chae-Myeong Ha
                Je-Yong Choi
                Seung Huh
                Nam Ho Jeoung
                Ki-Up Lee
                Hueng-Sik Choi
                Yu Wang
                Keun-Gyu Park
                Robert A. Harris
                In-Kyu Lee
            
         
          doi:10.1038/srep16577
          
             
                Nature Publishing Group
            
         
          
             
                © 2015 Nature Publishing Group
            
         
      
       
          
      
       
          © 2015 Macmillan Publishers Limited
          10.1038/srep16577
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep16577
            
         
      
       
          
          
          
             
                doi:10.1038/srep16577
            
         
          
             
                srep ,  (2015). doi:10.1038/srep16577
            
         
          
          
      
       
       
          True
      
   




