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COX7AR is a Stress-inducible 
Mitochondrial COX Subunit 
that Promotes Breast Cancer 
Malignancy
Kezhong Zhang1,2,3,*, Guohui Wang1,4,*, Xuebao Zhang1, Philipp P. Hüttemann1, Yining Qiu1, 
Jenney Liu1, Allison Mitchell3, Icksoo Lee1,5, Chao Zhang1, Jin-sook Lee1, Petr Pecina1, 
Guojun Wu3, Zeng-quan Yang3, Maik Hüttemann1,3,6 & Lawrence I. Grossman1,3

Cytochrome c oxidase (COX), the terminal enzyme of the mitochondrial respiratory chain, plays a key 
role in regulating mitochondrial energy production and cell survival. COX subunit VIIa polypeptide 
2-like protein (COX7AR) is a novel COX subunit that was recently found to be involved in mitochondrial 
supercomplex assembly and mitochondrial respiration activity. Here, we report that COX7AR is 
expressed in high energy-demanding tissues, such as brain, heart, liver, and aggressive forms of human 
breast cancer cells. Under cellular stress that stimulates energy metabolism, COX7AR is induced and 
incorporated into the mitochondrial COX complex. Functionally, COX7AR promotes cellular energy 
production in human mammary epithelial cells. Gain- and loss-of-function analysis demonstrates 
that COX7AR is required for human breast cancer cells to maintain higher rates of proliferation, 
clone formation, and invasion. In summary, our study revealed that COX7AR is a stress-inducible 
mitochondrial COX subunit that facilitates human breast cancer malignancy. These findings have 
important implications in the understanding and treatment of human breast cancer and the diseases 
associated with mitochondrial energy metabolism.

Biogenesis of eukaryotic COX involves the coordinated action of the mitochondrial DNA-encoded subunits, 
which form the catalytic core of the enzyme, and the nuclear DNA-encoded subunits, which play a largely 
unknown but presumed regulatory and possibly protective role1,2. Regulation of COX biogenesis and activity 
in response to changing environmental or physiological conditions is critical for stress-adapting cells to make 
survival or death decisions. To adjust the production of energy to the variable energetic requirements of the cell, 
mitochondrial respiration is tightly regulated through modulating expression, import, and assembly of the COX 
subunits1,3. Such regulation ensures the building of a highly efficient molecular machine, able to catalyze the 
transfer of electrons from cytochrome c to molecular oxygen and ultimately to facilitate aerobic production of 
ATP. However, the mechanisms by which COX subunits modulate COX activity and ATP production under stress 
conditions remain to be elucidated.

COX7A is one of 10 nuclear-encoded subunits of the COX holoenzyme, and one of six that have isoforms 
with tissue-specific differences in expression. A new member of the COX7A gene family, COX7AR (also called  
COX7A2L, SIG81, and COX7RP), was previously identified from both a mouse silica-induced gene library and 
human expressed sequence tags4. This gene was found to respond to estrogen5 and was shown to resemble both 
standard forms, COX7AL (COX7A2) and COX7AH (COX7A1), especially with respect to a 13-residue “func-
tional core” of the mammalian protein previously identified by comparisons between COX7AL and COX7AH2,6,7. 

1Center for Molecular Medicine and Genetics, Wayne State University, Detroit, MI 48201, USA. 2Department of 
Immunology and Microbiology, Wayne State University School of Medicine, Detroit, MI 48201, USA. 3Karmanos 
Cancer Institute, Wayne State University School of Medicine, Detroit, MI 48201, USA. 4Department of Internal 
Medicine, The Affiliated Tumor Hospital of Zhengzhou University, 127 Dongming Road, Jinshui, Zhengzhou, Henan, 
450008, China. 5College of Medicine, Dankook University, Cheonan-si, Chungcheongnam-do 330-714, Republic of 
Korea. 6Department of Biochemistry and Molecular Biology, Wayne State University School of Medicine, Detroit, MI 
48201, USA. * These authors contributed equally to this work. Correspondence and requests for materials should be 
addressed to K.Z. (email: kzhang@med.wayne.edu) or L.I.G. (email: l.grossman@wayne.edu)

Received: 02 March 2016

Accepted: 26 July 2016

Published: 23 August 2016

OPEN

mailto:kzhang@med.wayne.edu
mailto:l.grossman@wayne.edu


www.nature.com/scientificreports/

2Scientific RepoRts | 6:31742 | DOI: 10.1038/srep31742

Amino acids of COX7AR are evolutionarily conserved across mammalian species6, suggesting that COX7AR 
is of functional importance. Recent research suggested that COX7AR may function as a stabilizing factor that 
promotes mitochondrial supercomplex assembly and is required for full activity of mitochondrial respiration8,9.

In this study, we investigated the regulatory mechanism of COX7AR and its potential role in cancer cell malig-
nancy. Our work revealed that COX7AR acts as a stress-inducible COX subunit that plays a role in facilitating 
human breast cancer growth and expansion. The findings from our study contribute to the understanding of 
cancer oncogenesis and possibly other human diseases associated with mitochondrial metabolism under stress 
conditions.

Results
COX7AR is highly expressed in human breast cancer cells and inducible by cellular stress.  
COX7AR was originally identified from both a mouse silica-induced gene library and human expressed sequence 
tags4. However, expression of COX7AR was barely detectable in many transformed cell lines or tissues (data not 
shown). Genome-wide transcription profile analysis suggested that expression levels of human COX7AR mRNA 
are higher in secretory, high-energy-demanding cells, compared to other cell types10,11. To evaluate tissue-spe-
cific expression of the COX7AR protein, we analyzed levels of COX7AR in total cellular protein lysates and in 
mitochondria-enriched protein fractions isolated from various mouse tissues. Through Western blot analysis, we 
detected relatively high levels of COX7AR protein in the mitochondria-enriched protein fractions isolated from 
mouse liver, muscle, and heart tissues (Fig. 1a). To test whether expression of COX7AR is cell stress-inducible, 
we treated mouse embryonic fibroblasts (MEFs), which express very low levels of endogenous COX7AR, with 
the stress-inducing reagents thapsigargin (Tg) or tunicamycin (TM) (Fig. 1b). Tg can trigger calcium release 
from the endoplasmic reticulum (ER), raising the cytosolic calcium concentration and stimulating mitochondrial 
metabolism12. TM can disrupt protein N-linked glycosylation, causing the accumulation of unfolded proteins in 
the ER and subsequent activation of ER stress response. We found that both Tg and TM treatment significantly 
up-regulates expression of COX7AR mRNA in MEFs (Fig. 1b), suggesting that expression of the COX7AR gene 
is stress-inducible. Further, we examined expression of COX7AR in representative human breast cancer cell lines 
that are commonly used as tumor models. These cell lines include several breast cancer subtypes characterized by 
the tumor grades and the presence of estrogen receptor (ER), progesterone receptor (PR) and Her-2 (ERBB2) as 
classifiers13–15: (i) the immortalized but nontransformed human mammary epithelial cell line MCF10A; (ii) the 
triple-negative (ER-, PR- and Her2-negative) breast cancer cell lines SUM159, SUM149, MDA-157 and BT20; (iii) 
the Her2-positive breast cancer cell lines SUM225 (ER− ) and HCC1954 (ER− ); (iv) the ER-negative breast cancer 
cell lines with intermediate response to chemotherapy, including MDA-231, Hs578T, SUM1315, and MDA435; 
and (v) the Luminal (ER+ ) breast cancer cell lines MCF-7, T47D, BT474, and MDA361. Quantitative real-time 
PCR (qRT-PCR) analysis indicated that expression of endogenous COX7AR mRNA was significantly induced in 
both ER-positive and ER-negative human breast cancer cell lines compared to those in normal human mammary 
gland epithelial cells or non-aggressive breast cancer cell lines (Fig. 1c). Although a previous report suggested 
that expression of COX7AR was inducible by estrogen signals5, the qRT-PCR result indicated that COX7AR is 
also highly induced in some ER-negative, highly-malignant breast cancer cell lines, such as the triple-negative 
breast cancer cell lines BT20 and MDA-157 (Fig. 1c). Additionally, Western blot analysis confirmed expression of 
COX7AR protein in some representative ER-positive and ER-negative breast cancer cell lines (Fig. 1d).

COX7AR is present in the mitochondrial COX complex during cellular stress. As shown by protein 
sequence analysis, the human COX7AR protein contains a transit peptide, a functional chain, and transmem-
brane helix (Fig. 2a). Interestingly, the N-terminal transit peptide is inconsistent with traditional mitochondrial 
targeting sequences7. It is possible that the transit peptide can be further processed into a mature form under 
stress conditions, which may then lead to translocation of COX7AR into the mitochondria. To determine the 
subcellular localization of COX7AR under cellular stress, CHO cells expressing flag-tagged human COX7AR 
were treated with Tg (0.2 μ M) or vehicle for 8 h before immunofluorescent staining of COX7AR protein (green 
fluorescence) and mitochondria (red fluorescence). After Tg treatment, a portion of COX7AR translocated to 
the mitochondria, as revealed by the merged fluorescence signals (Fig. 2b). Similar results were found when cells 
were treated with TM (data not shown). Further, we examined the subcellular localization of COX7AR in pri-
mary mouse liver hepatocytes, a mitochondria-enriched, metabolic cell type. A significant amount of COX7AR 
proteins were expressed in primary hepatocytes, and a majority of these COX7AR proteins were localized in the 
mitochondria (Fig. 2c). The presence of COX7AR protein in the liver mitochondria compartment was confirmed 
by 2-D Western blot analysis with the mitochondria-enriched mouse liver protein fractions (Fig. 2d). Another 
type of severe stress that affects mitochondrial function is ischemia as seen in myocardial infarction. To test the 
effect of ischemia, we examined the presence of COX7AR in the COX enzyme complex purified from cow heart 
tissues under the ischemic condition16. COX7AR was barely detectable in control COX purified from the heart 
tissue that was immediately frozen on dry-ice after the animals were sacrificed (Fig. 2e). However, when the heart 
was kept at 37 °C for 1 h in the absence of oxygen to simulate ischemia during myocardial infarction, levels of 
COX7AR present in the purified COX complex were significantly increased (Fig. 2e), suggesting that increased 
incorporation of COX7AR in the COX enzyme complex is driven by ischemic stress. Together, these results sug-
gest that a portion of COX7AR is localized within mitochondria in mitochondria-enriched metabolic cell types 
and that cellular stress can induce COX7AR translocation to the mitochondria and incorporation into the COX 
holoenzyme.

COX7AR promotes cellular energy production upon cellular stress. To determine the functional 
involvement of COX7AR, we performed gene expression microarray analyses with the COX7AR-expressing 
human mammary gland epithelial cell line MCF10A in the presence or absence of ischemic stress. We generated 
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a MCF10A cell line that stably expresses COX7AR or LacZ as a control. The MCF10A cell lines were challenged 
with ischemic/hypoxic stress by incubating the cells for 90 min in a 0.2% oxygen chamber using an ischemia 
mimetic solution that lacks glucose as previously described17. Microarray analysis indicated that gene expression 
profiles in MCF10A cells and expression of COX7AR were altered in the presence of ischemic stress (Fig. 3a). 
Bioinformatics analysis revealed 39 genes whose expression levels were significantly reduced and 14 genes whose 
expression levels were significantly increased in the COX7AR-expressing MCF10A cells (Fig. 3b). The majority 
of the genes whose expression levels were significantly altered are involved in stress response, cell proliferation, 
and stress-induced apoptosis (Fig. 3c). Among these genes, 46 genes are involved in stress response, 25 genes are 
involved in cell proliferation, 26 genes are involved in locomotion, 26 genes are involved in apoptosis, 22 genes are 

Figure 1. (a) Western blot analysis of COX7AR in mouse liver, muscle and heart tissues. T, total cell lysates; M, 
mitochondrial protein fraction. (b) Expression of Cox7ar mRNA in mouse embryonic fibroblasts without (Ctl) 
or with the treatment of vehicle (Veh), thapsigargin (Tg, 0.2 μ M), or tunicamycin (Tm, 5 μ g/ml) for 8 and 24 h. 
Fold-change of mRNA was determined by quantitative real-time PCR. (c) Quantitative real-time PCR analysis 
of COX7AR mRNA levels in estrogen receptor (ER)-positive or -negative human breast cancer cell lines. 
Expression values were normalized to β -actin. Fold changes of mRNA levels are shown by comparison to that 
of MCF10A cells. (d) Western blotting analysis of COX7AR protein expression in some representative breast 
cancer cell lines. β -actin was included as a protein loading control.
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Figure 2. (a) Protein sequence analysis for human COX7AR protein. (b) Immunofluorescent analysis 
for COX7AR localization before and after Tg (0.2 μ M) treatment for 8 h. CHO cells were transfected with 
plasmids expressing flag-tagged human COX7AR. Cells were stained with MitoTracker Red for mitochondria. 
COX7AR protein was detected via green fluorescence (Magnification × 600). (c) Immunofluorescent analysis 
for COX7AR localization in mouse primary hepatocytes. Cells were stained with MitoTracker Red for 
mitochondria. The endogenous COX7AR protein was stained with the anti-COX7AR antibody for green 
fluorescence (Magnification × 600). (d) 2-D Western blot analysis of COX7AR in mitochondria-enriched 
mouse liver protein fractions. (e) Presence of COX7AR in the COX enzyme purified from bovine heart without 
(control) or with 1 h of ischemic stress (ischemia) was detected by Western blot with an anti-COX7AR antibody. 
COX subunit 4 was used as loading control.



www.nature.com/scientificreports/

5Scientific RepoRts | 6:31742 | DOI: 10.1038/srep31742

involved in metabolism, and 10 genes are involved in cellular oxygen levels. Interestingly, the most upregulated 
gene, TRIB3, is a disease-related gene that has been called a “stress adjusting switch”18.

The microarray analysis result suggested that COX7AR, as a stress-induced mitochondrial component, might 
be functionally involved in energy metabolism. To test this possibility, we examined COX activity and ATP pro-
duction in COX7AR- or LacZ-expressing MCF10A cells under the non-stressed condition or upon Tg treatment 
that stimulates mitochondrial metabolism. The COX7AR- or LacZ-expressing stable MCF10A cell lines were 
cultured in the presence or absence of Tg for 6 h following determination of COX-specific activities or ATP 

Figure 3. Microarray analysis with COX7AR- or LacZ-expressing MCF10A stable cell lines under 
ischemic/hypoxic stress. COX7AR- or LacZ-expressing MCF10A stable cell lines were cultured under the non-
stressed or ischemic/hypoxic stress for 90 min before isolation of total RNA followed by Illumina microarray 
analysis. (a) The microarray heatmap and top 27 functionally characterized genes whose expression were 
significantly altered in the COX7AR-expressing cells, compared to those in the LacZ-expressing cells under 
control or ischemic/hypoxic stress condition. (b) Fold changes of the transcripts encoded by the genes that were 
up- or down-regulated in the COX7AR-expressing MCF10A cells under the non-stressed or ischemic/hypoxic 
stress conditions. As described in the method session, False Discovery Rate (FDR) test was used for multiple 
corrections (cut-off p-value ≤  0.05) and a fold change criterion (cut-off value > 2) to determine differential 
gene expression. The genes whose expression was significantly altered between COX7AR- and LacZ-expressing 
MCF10A cells were included. (c) Functional clusters of genes whose expression were significantly altered in the 
MCF10A cells upon expression of exogenous COX7AR.
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levels. Although there was no significant difference in COX activity, reflected by the consumption of oxygen 
(O2) in the presence of cytochrome c, between the COX7AR-expressing and the control MCF10A cells under the 
non-stressed condition (Fig. 4a), COX activity of the COX7AR-expressing MCF10A cells was significantly lower 
than that of the control cells upon the Tg treatment (Fig. 4b). Conversely, the COX7AR-expressing cells produced 
significantly higher levels of ATP than the control cells under either the non-stressed condition or in response to 
Tg treatment (Fig. 4c). It is possible that the MCF10A cell line was transformed by stable expression of exogenous 
COX7AR, and therefore, becomes more cancerous and exhibits the Warburg effect19, as reflected by lower COX 
activity upon cellular stress (Fig. 4b). Since glycolysis operates faster than oxidative phosphorylation, high ATP 
levels (Fig. 4c) can be maintained as long as glucose does not become limiting. Nevertheless, these results con-
firmed that COX7AR promotes cellular energy production, especially under the stress condition that stimulates 
mitochondrial metabolism. Furthermore, supporting the role of COX7AR in promoting cellular energy produc-
tion, the proliferation rate of COX7AR-expressing MCF10A cells was significantly higher than that of the control 
MCF10A cells expressing LacZ (Fig. 4d).

COX7AR facilitates breast cancer cell growth, clone formation, and invasion. Prompted by the 
Warburg-like phenotype, we performed gain- and loss-of-function studies to elucidate the role of COX7AR in 
cancer cell proliferation and malignancy. First, we introduced exogenously expressed COX7AR in the human 

Figure 4. COX activities and ATP levels in the COX7AR- or LacZ-expressing MCF10A stable cell lines 
under non-stressed conditions or after Tg (0.5 μM) treatment for 6 h. (a,b) COX specific activities, shown as 
O2 consumption rate after titrating with increasing amounts of substrate cytochrome c (Cyt C) in solubilized 
COX7AR- or LacZ-expressing MCF10A cells under non-stressed conditions (a) or after 6-h Tg treatment (b). 
Data are shown as mean ±  SEM (n =  3 biological repeats). * P ≤  0.05; * * P ≤  0.01; * * * P <  0.001. (c) Amounts of 
ATP produced by the COX7AR- or LacZ-expressing MCF10A cells under the non-stressed condition or after 
6-h Tg treatment. (d) Proliferation rates of COX7AR- or LacZ-expressing MCF10A stable cell lines determined 
by Cell Titer Aqueous Cell Proliferation Assay kit (Promega). Data are shown as mean ±  SEM (n =  4 biological 
repeats). * * P ≤  0.01; * * * P <  0.001.
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breast cancer cell line SUM159, in which endogenous COX7AR was barely detectable, and established a sta-
ble COX7AR-expressing breast cancer cell line, SUM159-COX7AR (Fig. 5a). Cell proliferation analysis showed 
that SUM159-COX7AR cells displayed increased proliferation rates compared to SUM159-LacZ control cells 
(Fig. 5b). Further, we evaluated the effects of COX7AR expression on breast cancer cell clone formation and inva-
sion. Anchorage-independent growth assays indicated that the COX7AR-expressing SUM159 cell line formed 
more clones than the SUM159-LacZ cell line after 21 days of culture (Fig. 5c,d). The SUM159-COX7AR cells 
displayed the characteristics of dense, round, and smaller sizes, compared to the SUM159-LacZ cells (Fig. 5e). 
Next, we performed cell invasion assays using a Matrigel invasion chamber. At 48 h after cell seeding, the num-
ber of invading SUM159-COX7AR cells was significantly higher than that of SUM159-LacZ invading cells 
(Fig. 5f,g). We knocked down COX7AR in a human breast cancer cell line, SUM225, which expresses relatively 
high levels of endogenous COX7AR, by using lentiviral-based COX7AR shRNAs. We established two stable 
COX7AR-knockdown cell lines, SUM225-COX7AR-shRNA1 and SUM225-COX7AR-shRNA2. Cell prolifera-
tion analysis indicated that both knockdown cancer cell lines showed reduced proliferation rates compared to the 
control cancer cell line expressing the non-silencing vector (Fig. 6a). Clonogenic assays showed that knockdown 
of COX7AR decreased the numbers of SUM225 clones formed after 21 days of culture (Fig. 6b,c). Taken together, 
the gain- and loss-of-function analyses suggested that COX7AR promotes human breast cancer cell proliferation, 
clone formation, and invasiveness.

Discussion
In this study, we demonstrated that COX7AR is a stress-inducible, mitochondria-associated protein that is 
involved in human breast cancer cell proliferation and malignancy. COX subunit 7A is one of several nuclear 
encoded subunits with tissue-specific isoforms. COX7AR resembles both COX7AL and COX7AH with respect 
to a 13-residue “functional core” of the mammalian mitochondrial protein previously identified by comparisons 
between COX7AL and COX7AH20. However, the function and subcellular localization of COX7AR were subjects 
of ambiguity until recent studies suggested that COX7AR may function as a stabilizing factor that promotes mito-
chondrial supercomplex assembly and is required for full activity of mitochondrial respiration8,9. Our data, based 
on cultured cells, suggest that respiration is inversely correlated with COX7AR expression (Fig. 4b), implying that 
additional mechanisms act on COX21. Our study suggests that COX7AR is a stress-inducible COX subunit that 
is required for metabolic regulation and maintenance of the Warburg effect associated with cancer malignancy. 
In vivo, we found that COX7AR is expressed in high energy-demanding cells and tissues, such as liver, heart, 
and human breast cancer cells. In culture, expression of COX7AR is inducible by reagents that increase calcium 
signals and/or cause intracellular stress. In addition, under pathophysiological stress, such as hypoxia, ischemia, 
and calcium depletion, COX7AR protein is enriched in the mitochondria of the stressed cells. Although COX7AR 
is hardly detectable in the COX enzyme complex purified from bovine heart tissue under normal conditions, it 
is present in the purified COX complex from the heart after ischemia. The gain- and loss-of-function analyses 
demonstrated that COX7AR plays a critical role in maintaining higher proliferation rates, clone formation, and 
invasion of human breast cancer cells under oncogenesis-associated stress. All these observations support the 
notion that COX7AR is a stress-inducible COX subunit that adapts metabolism to conditions that interfere with 
cellular energy metabolism. The COX7AR-mediated stress response may provide an important survival mecha-
nism for cancer cells under oncogenic stress conditions.

Regulation of cellular energy production through the mitochondrial electron transport chain is closely rele-
vant to the stress conditions associated with mitochondrial diseases as well as a number of other energy-related 
diseases, such as cardiovascular disease, neurodegenerative disease, metabolic syndrome, and cancer. COX is a 
central player in regulating aerobic energy production. The increased ATP production (Fig. 4c) occurring in the 
face of decreased COX activity (Fig. 4b) was seen previously in a COX-caused cardiomyopathy22 and may repre-
sent a short-term adaptive response in stress-induced mitochondrial hyperfusion23,24.

Oncogenic stress, which is partially caused by hypoxic conditions and increased growth signaling, results in a 
shift from energy production primarily relying on oxidative phosphorylation to primarily relying on glycolysis19. 
Therefore, high induction of COX7AR in human breast cancer cells, especially aggressive ones (Fig. 1c), is consist-
ent with the role of COX7AR as a stress-inducible COX subunit that facilitates cancer cell proliferation and clone 
formation. Delineation of the regulatory network associated with COX7AR may increase our understanding of 
the fundamental process and physiological significance of signal transduction in cellular energy metabolism.

Materials and Methods
Origins of biochemical materials, animal tissues and human breast cancer cells. Chemicals were 
purchased from Sigma unless indicated otherwise. Synthetic oligonucleotides were purchased from Integrated 
DNA Technologies, Inc. (Coralville, IA). The rabbit anti-COX7AR polyclonal antibody was purchased from 
Protein Tech, Inc. (Chicago, IL). The experiments with animal tissue samples were approved by the Wayne State 
University Institutional Animal Care and Use Committee (IACUC) and carried out under the institutional 
guidelines for ethical animal use. The previously-established human breast cancer cell lines SUM159, SUM149 
and SUM225 as well as MCF10A25 were obtained from Dr. Stephen P. Ethier at the Medical University of South 
Carolina, Charleston, SC, USA. All the other breast cancer cell lines were purchased from ATCC and were 
authenticated in the Biobanking and Correlative Sciences Core at Karmanos Cancer Institute.

Culture of the cell lines used in this study. The SUM225 cell line was established from a chest wall recur-
rence of ductal carcinoma in situ of the breast, and the SUM159 cell line was established from an invasive ductal 
breast carcinoma25. SUM225, SUM149, and SUM159 cells were cultured with 5% fetal bovine serum, fungizone 
(0.5 μ g/mL), gentamicin (5 μ g/mL), hydrocortisone (1 μ g/mL), and insulin (5 μ g/mL). MCF10A, a spontaneously 
immortalized but nontransformed human mammary epithelial cell line, and the other human breast cancer cell 
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Figure 5. (a) IP-Western blot analysis of the COX7AR levels in the stable human breast cancer cell line 
SUM159 that was transduced by lentivirus expressing COX7AR or LacZ. Total cellular lysates were subjected  
to pull-down using the anti-COX7AR antibody to enrich for COX7AR protein, followed by Western blot 
analysis using the same antibody. The levels of IgG heavy chain were included as loading controls.  
(b) Proliferation rates of COX7AR- or LacZ-expressing SUM129 stable cell lines determined by Cell Titer 
Aqueous Cell Proliferation Assay kit (Promega). Data are shown as mean ±  SEM (n =  4 biological repeats).  
* P ≤  0.05; **P ≤  0.01; * * * P <  0.001. (c) Clone formation of the COX7AR- or LacZ-expressing SUM129 cells in 
Matrigel. (d) Quantification of clone formation by SUM159-LacZ and SUM159-COX7AR cells in Matrigel. The 
clone numbers in a random field of the same size per sample were calculated. Data are shown as mean ±  SEM  
(n =  3 biological repeats). * * p ≤  0.01. (e) Morphology of SUM159-LacZ and SUM159-COX7AR cell clones 
in Matrigel (Magnification is × 400). (f) Invasion assay of the COX7AR- or LacZ-expressing SUM129 cells in 
Matrigel. Experiments were repeated three times, and representative images are shown. (g) Quantitative analysis 
of SUM159-LacZ and SUM159-COX7AR cell invasion in Matrigel. The invaded cell numbers in a random field 
of the same size per sample were calculated. Data are presented as means ±  SEM (n =  5 biological repeats). 
**P <  0.01.
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lines utilized in this study, including SUM1315, MDA435, MDA231, HS578T, MDA361, T47D, BT474, MCF7, 
MDA157, HCC1954 and BT20, were cultured as previously described26,15. Primary hepatocytes from wild-type 
C57BL/6J mouse livers were isolated and cultured as previously described27.

Construction of plenti-COX7AR lentivirus. The human COX7AR cDNA was amplified from HEK293 
cells and verified by DNA sequencing. The primers used for COX7AR gene cloning were forward primer  
5′ -CACCATGTACTACAAGTTTAGTGGC-3′ , and reverse primer 5′ -TTTGTTTTTGGGCTGCGAAG-3′. 
Full-length human COX7AR cDNA was sub-cloned into pENTR/directional vector. The COX7AR cDNA was 
then recombined into the pLenti6/V5-DEST vector with LR Clonase II enzyme. 293FT producer cells were 
co-transfected with 3 μ g pLenti expression plasmid DNA and 9 μ g of ViraPower packaging mix using the 
Lipofectamine-2000 reagent (Invitrogen, Carlsbad, CA, USA). Lentivirus containing supernatants were col-
lected after 48 h, filtered through 0.45 μ m PVDF filters (Millipore), and then used to infect MCF10A, SUM159, or 
CHO-K1 cells. Selection of stably transduced cell lines was started at 48 h after infection with 10 μ g/ml Blasticidin 
(Invivogen, San Diego, CA).

Construction of COX7AR microRNA-adapted shRNA (shRNAmir) knockdown lentivirus.  
pGIPZ-based short hairpin RNA (shRNA) lentiviral vectors were purchased from the Open Biosystems (clone 

Figure 6. (a) Proliferation rates of COX7AR-knockdown and control SUM225 stable cell lines were determined 
by Cell Titer Aqueous Cell Proliferation Assay kit (Promega). Two COX7AR-knockdown SUM225 stable cell 
lines were generated by transducing lentivirus expressing COX7AR shRNA. SUM225 cells were transduced 
with lentivirus expressing non-silencing shRNA as the control. Data are shown as mean ±  SEM (n =  3 biological 
repeats). * p ≤  0.05; * * p ≤  0.01. (b) Clone formation of the COX7AR-knockdown or non-silencing shRNA 
control SUM225 cells in Matrigel. (c) Quantification of clone formation by nonsilencing SUM225 control and 
COX7AR-knockdown SUM225 cells in Matrigel. The clone numbers in a random field of the same size per 
sample were calculated. Data are shown as mean ±  SEM (n =  3 biological repeats). * p ≤  0.05.
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VGH5518-98713873 and VGH5518-99293250). The vectors were packaged by cotransfection of 293T cells with 
five packaging plasmids (pTLA1-Pak, pTLA1-Enz, pTLA1-Env, pTLA1-Rev, and pTLA1-TOFF) by using the 
Trans-Lentiviral™  Packaging System (Open Biosystems). Lentivirus containing supernatants were collected 48 h 
after transfection and filtered with 0.45 μ m PVDF filters (Millipore) before they were used to infect human breast 
cancer cells. Stable populations of lentivector-transduced cells were selected by culture in puromycin (10 μ g/ml). 
Knock-down efficiency was confirmed by examining expression of COX7AR transcripts in the SUM225 cells after 
a 2-week selection.

Immunofluorescence assay. Indirect immunofluorescence was performed as previously described28. In 
brief, cells were grown on glass coverslips, fixed with 4% paraformaldehyde in PBS followed by blocking with 5% 
normal goat serum in 0.1 Triton X-100/PBS before incubation with primary antibodies. Secondary antibodies 
used were Alexa Fluor 594- or Fluor 488-conjugated anti-rabbit IgG (Invitrogen). Slides were mounted with Gold 
anti-fade reagent. Fluorescent signals were observed and photographed using a fluorescence microscope.

Isolation of cytochrome c oxidase (COX) enzyme. Mitochondrial COX enzyme was isolated from 
cow heart tissue as previously described29. Tissue (250 g) was homogenized for isolating COX-containing frac-
tions. Fractionation of mitochondrial COX proteins was performed with 28% ammonium sulfate for at least 
6 h. Proteins were collected by centrifugation for 15 min at 27,000 ×  g. Precipitated proteins were dissolved 
in 50 mL KH2PO4 (pH 7.4) and stored at − 80 °C after determination of COX concentration and purity by 
spectrophotometer.

Cell proliferation assay. For cell proliferation assay, stably transduced or control SUM159, SUM225, or 
MCF10A cell lines were seeded in triplicate at a density of 2.5 ×  103 per well in 96-well plates on day 0. Cell pro-
liferation rates were determined using the CellTiter 96 non-radioactive cell proliferation assay (MTT) kit from 
Promega (Madison, WI). After cell culture for 1, 4, 7, 10, or 13 days, 20 μ l of MTT (5 mg/ml) solution were added 
to 200 μ l medium in each well. Cells were cultured for an additional 3 h before measuring O.D. values using a 
plate reader.

Western blot and IP-Western blot analyses. To determine expression protein levels of COX7AR, 
CHOP, XBP1, α -tubulin, or GAPDH, total cell lysates were prepared from cultured cells or liver tissue using 
NP-40 lysis as previously described30. Denatured proteins were separated by SDS-PAGE on 10% Tris-glycine pol-
yacrylamide gels and transferred to a 0.45 μ m PVDF membrane, followed by probing with anti-COX7AR (Protein 
Tech, Chicago), anti-CHOP (Santa Cruz Biotech), anti-XBP1 (Santa Cruz Biotech), anti-α -tubulin (Sigma), or 
anti-GAPDH (Sigma) antibodies. Detection was performed using enhanced chemiluminescence detection rea-
gent. For IP-Western blot analyses, total protein lysates from cultured cells were immunoprecipitated with an 
anti-V5 antibody (Invitrogen), followed by Western blot analysis with the anti-COX7AR antibody.

Quantitative real-time PCR analysis. For quantitative real-time PCR analysis, total cellular RNA was pre-
pared using TRIzol reagent (Invitrogen), and reverse-transcribed to cDNA using random primers. The real-time 
PCR reaction mixture containing cDNA template, primers, and SYBR Green PCR Master Mix (Invitrogen) was 
run in a 7500 Fast Real-time PCR System (Applied Biosystems, Carlsbad, CA). The sequences of real-time PCR 
primers used to detect human COX7AR mRNA were forward primer 5′ -AAACTGACCTCCGATTCCAC-3′  
and reverse primer 5′ -AGTAGATGGTCCCTCCCACA-3′ . Fold changes of mRNA levels were determined after 
normalization to β -actin RNA levels as internal control.

Microarray analysis. COX7AR- or LacZ-expressing MCF10A cells were challenged with ischemic/hypoxic 
stress by incubating the cells in ischemia mimetic solution lacking glucose for 90 min in a 0.2% oxygen chamber 
for 90 min as previously described17. Total RNAs were isolated from the cells after the treatment and subjected to 
Illumina Microarray analysis. The “Lumi” package of R software was utilized for data preprocessing, including 
background correction, variance stabilization transform, quantile normalization correction, and quality con-
trol evaluation for raw data31. An empirical Bayes method was utilized to detect significant genes identified by 
using the “limma” package of R32. A False Discovery Rate (FDR) test was used for multiple corrections (cut-off 
p-value =  0.05) and a fold change criterion (cut-off value =  2) to determine differential gene expression. The 
data were imported using the “gplot” package of R to create heat maps33. We next compared the genes whose 
expression was significantly altered between COX7AR- and LacZ-expressing MCF10A cells in both stressed and 
non-stressed groups.

Measurement of COX specific activity and cellular ATP levels. MCF10A cells stably expressing 
COX7AR or LacZ were cultured in Ham’s F12 medium supplemented with 0.1% BSA, insulin and epidermal 
growth factor as previously described34. When the cells reached 90% confluency, they were treated with PBS or 
0.5 μ M thapsigargin (Tg) for 6 h. COX specific activity of cell lysates was determined as described29 after son-
ication in solubilization buffer (10 mM Hepes, 40 mM KCL, 1% Tween-20, 2 mM EGTA, 1 mM Na-vanadate, 
2 μM Oligomycin, 1 mM PMSF) in a closed Clark-type oxygen electrode chamber (Hansatech Instruments, Ltd., 
Norfolk, UK) at 25 °C by increasing the amount of bovine heart cytochrome c up to 250 μ M. ATP levels were 
determined via the bioluminescent method (HS II kit, Roche Applied Science) in conjunction with the boiling 
method as described35.

Clone formation assay. SUM225 and SUM159 cell lines and their derived cell lines were seeded in 
6-well plates with a density of 5,000 cells/well in the presence of Blasticidin (10 μ g/ml) (Invivogen, San Diego, 
CA) for 2–3 weeks. The same experimental setting was applied to both SFIHE and SFIH culture media. For 
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analysis, cells were stained with crystal violet and the number of transformed foci was determined. To assess 
anchorage-independent growth, triplicate samples of 5 ×  104 cells from each cell line were mixed 4:1 (v/v) with 
2.0% agarose in growth medium to a final concentration of 0.3% agarose. The cell mixture was plated on top of 
a solidified layer of 0.5% agarose in growth medium (SFIHE). Cells were fed every 3 days with growth medium 
(SFIHE). Cells were stained with 0.02% iodonitrotetrazolium chloride (Sigma-Aldrich, St. Louis, MO) and pho-
tographed after 21 days. Colonies in the entire well were counted using a dissecting microscope and colonies 
larger than 50 μ m were included. Crystal violet staining was used to count the colonies after the 21-day period. 
Experiments were performed in duplicate and repeated three times.

Morphogenesis assay. The three-dimensional culture of SUM159 and SUM225 cell lines as well as their 
derived cell lines on basement membrane was carried out as described previously with minor modifications34. 
Briefly, 5 ×  103 cells were resuspended in modified growth medium (5% IH medium) containing 2% Matrigel (BD 
Biosciences, San Jose, CA), and seeded on top of a layer of Matrigel. Medium containing 2% Matrigel was added 
every 3 days. Photographs of representative fields were taken on day 10 or 13.

Invasion assay. Cell invasion assay was performed using the 24-well Matrigel invasion chamber according to 
the manufacturer’s instructions (BD Biosciences, San Jose, CA). SUM159 human breast cancer cells were seeded 
at a density of 2.5 ×  104/chamber in SFIH medium. SFIHE medium with 10% FBS was used as a chemoattractant. 
Forty-eight h after seeding, cells were fixed and stained with a Diff-Quik kit. The number of invading cells was 
determined by microscopy at a 400x magnification.

Statistical analysis. Experimental results are shown as mean ±  SEM (for variation between sample biologi-
cal repeats or experiments). The in vitro experiments with cultured breast cancer cells, including cell proliferation 
assay, clone formation assay, invasion assay, morphogenesis assay, and measurements of COX specific activity 
and cellular ATP levels, were performed with at least biological triplicates. The data were analyzed and compared 
by paired, 2-tailed Student’s t tests. Multiple comparisons were evaluated using Factorial Analysis of Variance 
(ANOVA) and proceeded by ad hoc statistical test when necessary. In all cases, statistical tests with p <  0.05 were 
considered significant.

References
1. Fontanesi, F., Soto, I. C. & Barrientos, A. Cytochrome c oxidase biogenesis: new levels of regulation. IUBMB Life 60, 557–568, doi: 

10.1002/iub.86 (2008).
2. Schmidt, T. R., Wu, W., Goodman, M. & Grossman, L. I. Evolution of nuclear- and mitochondrial-encoded subunit interaction in 

cytochrome c oxidase. Mol Biol Evol 18, 563–569 (2001).
3. Fontanesi, F., Soto, I. C., Horn, D. & Barrientos, A. Assembly of mitochondrial cytochrome c-oxidase, a complicated and highly 

regulated cellular process. American journal of physiology. Cell physiology 291, C1129–1147, doi: 00233.2006 (2006).
4. Segade, F., Hurle, B., Claudio, E., Ramos, S. & Lazo, P. S. Identification of an additional member of the cytochrome c oxidase subunit 

VIIa family of proteins. J Biol Chem 271, 12343–12349 (1996).
5. Watanabe, T. et al. Isolation of estrogen-responsive genes with a CpG island library. Molecular and cellular biology 18, 442–449 

(1998).
6. Schmidt, T. R., Goodman, M. & Grossman, L. I. Molecular evolution of the COX7A gene family in primates. Mol Biol Evol 16, 

619–626 (1999).
7. Schmidt, T. R., Doan, J. W., Goodman, M. & Grossman, L. I. Retention of a duplicate gene through changes in subcellular targeting: 

an electron transport protein homologue localizes to the golgi. J Mol Evol 57, 222–228, doi: 10.1007/s00239-003-2468-8 (2003).
8. Ikeda, K., Shiba, S., Horie-Inoue, K., Shimokata, K. & Inoue, S. A stabilizing factor for mitochondrial respiratory supercomplex 

assembly regulates energy metabolism in muscle. Nature communications 4, 2147, doi: 10.1038/ncomms3147 (2013).
9. Lapuente-Brun, E. et al. Supercomplex assembly determines electron flux in the mitochondrial electron transport chain. Science 

340, 1567–1570, doi: 10.1126/science.1230381 (2013).
10. Yanai, I. et al. Genome-wide midrange transcription profiles reveal expression level relationships in human tissue specification. 

Bioinformatics 21, 650–659, doi: 10.1093/bioinformatics/bti042 (2005).
11. Shmueli, O. et al. GeneNote: whole genome expression profiles in normal human tissues. C R Biol 326, 1067–1072 (2003).
12. Zhang, K. & Kaufman, R. J. From endoplasmic-reticulum stress to the inflammatory response. Nature 454, 455–462, doi: 

nature07203 (2008).
13. Holliday, D. L. & Speirs, V. Choosing the right cell line for breast cancer research. Breast cancer research: BCR 13, 215, doi: 10.1186/

bcr2889 (2011).
14. Lacroix, M. & Leclercq, G. Relevance of breast cancer cell lines as models for breast tumours: an update. Breast cancer research and 

treatment 83, 249–289, doi: 10.1023/B:BREA.0000014042.54925.cc (2004).
15. Neve, R. M. et al. A collection of breast cancer cell lines for the study of functionally distinct cancer subtypes. Cancer cell 10, 

515–527, doi: 10.1016/j.ccr.2006.10.008 (2006).
16. Lee, I. et al. Isolation of regulatory-competent, phosphorylated cytochrome C oxidase. Methods Enzymol 457, 193–210, doi: 10.1016/

S0076-6879(09)05011-3 (2009).
17. Brady, N. R., Hamacher-Brady, A. & Gottlieb, R. A. Proapoptotic BCL-2 family members and mitochondrial dysfunction during 

ischemia/reperfusion injury, a study employing cardiac HL-1 cells and GFP biosensors. Biochimica et biophysica acta 1757, 667–678, 
doi: 10.1016/j.bbabio.2006.04.011 (2006).

18. Mondal, D., Mathur, A. & Chandra, P. K. Tripping on TRIB3 at the junction of health, metabolic dysfunction and cancer. Biochimie, 
124, 34–52, doi: 10.1016/j.biochi.2016.02.005 (2016).

19. Ward, P. S. & Thompson, C. B. Metabolic reprogramming: a cancer hallmark even warburg did not anticipate. Cancer cell 21, 
297–308, doi: 10.1016/j.ccr.2012.02.014 (2012).

20. Seelan, R. S. & Grossman, L. I. Cytochrome c oxidase subunit VIIa isoforms. Characterization and expression of bovine cDNAs. J 
Biol Chem 266, 19752–19757 (1991).

21. Huttemann, M., Lee, I., Grossman, L. I., Doan, J. W. & Sanderson, T. H. Phosphorylation of mammalian cytochrome c and 
cytochrome c oxidase in the regulation of cell destiny: respiration, apoptosis, and human disease. Advances in experimental medicine 
and biology 748, 237–264, doi: 10.1007/978-1-4614-3573-0_10 (2012).

22. Huttemann, M. et al. Mice deleted for heart-type cytochrome c oxidase subunit 7a1 develop dilated cardiomyopathy. Mitochondrion 
12, 294–304, doi: 10.1016/j.mito.2011.11.002 (2012).



www.nature.com/scientificreports/

1 2Scientific RepoRts | 6:31742 | DOI: 10.1038/srep31742

23. Mishra, P., Carelli, V., Manfredi, G. & Chan, D. C. Proteolytic cleavage of Opa1 stimulates mitochondrial inner membrane fusion 
and couples fusion to oxidative phosphorylation. Cell Metab 19, 630–641, doi: 10.1016/j.cmet.2014.03.011 (2014).

24. Tondera, D. et al. SLP-2 is required for stress-induced mitochondrial hyperfusion. EMBO J 28, 1589–1600, doi: 10.1038/
emboj.2009.89 (2009).

25. Forozan, F. et al. Molecular cytogenetic analysis of 11 new breast cancer cell lines. British journal of cancer 81, 1328–1334, doi: 
10.1038/sj.bjc.6695007 (1999).

26. Soule, H. D. et al. Isolation and characterization of a spontaneously immortalized human breast epithelial cell line, MCF-10. Cancer 
research 50, 6075–6086 (1990).

27. Zhang, C. et al. Endoplasmic reticulum-tethered transcription factor cAMP responsive element-binding protein, hepatocyte 
specific, regulates hepatic lipogenesis, fatty acid oxidation, and lipolysis upon metabolic stress in mice. Hepatology 55, 1070–1082, 
doi: 10.1002/hep.24783 (2012).

28. Zhang, X. et al. A novel ER–microtubule-binding protein, ERLIN2, stabilizes Cyclin B1 and regulates cell cycle progression. Cell 
Discovery 1, 15024, doi: 10.1038/celldisc.2015.24 (2015).

29. Lee, I. et al. cAMP-dependent tyrosine phosphorylation of subunit I inhibits cytochrome c oxidase activity. J Biol Chem 280, 
6094–6100, doi: 10.1074/jbc.M411335200 (2005).

30. Laing, S. et al. Airborne particulate matter selectively activates endoplasmic reticulum stress response in the lung and liver tissues. 
Am J Physiol Cell Physiol 299, C736–749, doi: 10.1152/ajpcell.00529.2009 (2010).

31. Du, P., Kibbe, W. A. & Lin, S. M. lumi: a pipeline for processing Illumina microarray. Bioinformatics 24, 1547–1548, doi: 10.1093/
bioinformatics/btn224 (2008).

32. Ritchie, M. E. et al. limma powers differential expression analyses for RNA-sequencing and microarray studies. Nucleic Acids Res 43, 
e47, doi: 10.1093/nar/gkv007 (2015).

33. R package version 2.16 gplots: various R programming tools for plotting data. A Community Site for R-Sponsored by Revolution 
Analytics, California, USA. Maintainer: Gregory R. Warnes. URL https://cran.r-project.org/web/packages/gplots/ (2015).

34. Wang, G. et al. Endoplasmic reticulum factor ERLIN2 regulates cytosolic lipid content in cancer cells. Biochem J 446, 415–425, doi: 
10.1042/BJ20112050 (2012).

35. Samavati, L., Lee, I., Mathes, I., Lottspeich, F. & Huttemann, M. Tumor necrosis factor alpha inhibits oxidative phosphorylation 
through tyrosine phosphorylation at subunit I of cytochrome c oxidase. J Biol Chem 283, 21134–21144, doi: 10.1074/jbc.
M801954200 (2008).

Acknowledgements
This work is partially supported by NIH grants DK090313-05 and ES017829 (to KZ), and the Department of 
Defense Breast Cancer Program grants BC095179P1 (to KZ). We thank Dr. Steven P. Ethier (Medical University 
of South Carolina, Charleston, SC, USA) for providing human SUM breast cancer cell lines.

Author Contributions
Study concept and design: K.Z., G.W., L.I.G. and M.H. conducting experiments, acquisition of data, analysis and 
interpretation of data: K.Z., G.W., X.Z., P.H., Y.Q., J.S.L., A.M., I.L., C.Z., J.L., P.P., G.W., Z.Y., M.H. and L.I.G. 
drafting of the manuscript: K.Z., L.I.G. and M.H. critical revision of the manuscript for important intellectual 
content: K.Z., M.H. and L.I.G. obtained funding: K.Z.; study supervision: K.Z. and L.I.G.

Additional Information
Competing financial interests: The authors declare no competing financial interest.
How to cite this article: Zhang, K. et al. COX7AR is a Stress-inducible Mitochondrial COX Subunit that 
Promotes Breast Cancer Malignancy. Sci. Rep. 6, 31742; doi: 10.1038/srep31742 (2016).

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/
 
© The Author(s) 2016

https://cran.r-project.org/web/packages/gplots/
http://creativecommons.org/licenses/by/4.0/

	COX7AR is a Stress-inducible Mitochondrial COX Subunit that Promotes Breast Cancer Malignancy
	Introduction
	Results
	COX7AR is highly expressed in human breast cancer cells and inducible by cellular stress
	COX7AR is present in the mitochondrial COX complex during cellular stress
	COX7AR promotes cellular energy production upon cellular stress
	COX7AR facilitates breast cancer cell growth, clone formation, and invasion

	Discussion
	Materials and Methods
	Origins of biochemical materials, animal tissues and human breast cancer cells
	Culture of the cell lines used in this study
	Construction of plenti-COX7AR lentivirus
	Construction of COX7AR microRNA-adapted shRNA (shRNAmir) knockdown lentivirus
	Immunofluorescence assay
	Isolation of cytochrome c oxidase (COX) enzyme
	Cell proliferation assay
	Western blot and IP-Western blot analyses
	Quantitative real-time PCR analysis
	Microarray analysis
	Measurement of COX specific activity and cellular ATP levels
	Clone formation assay
	Morphogenesis assay
	Invasion assay
	Statistical analysis

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                COX7AR is a Stress-inducible Mitochondrial COX Subunit that Promotes Breast Cancer Malignancy
            
         
          
             
                srep ,  (2016). doi:10.1038/srep31742
            
         
          
             
                Kezhong Zhang
                Guohui Wang
                Xuebao Zhang
                Philipp P. Hüttemann
                Yining Qiu
                Jenney Liu
                Allison Mitchell
                Icksoo Lee
                Chao Zhang
                Jin-sook Lee
                Petr Pecina
                Guojun Wu
                Zeng-quan Yang
                Maik Hüttemann
                Lawrence I. Grossman
            
         
          doi:10.1038/srep31742
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep31742
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep31742
            
         
      
       
          
          
          
             
                doi:10.1038/srep31742
            
         
          
             
                srep ,  (2016). doi:10.1038/srep31742
            
         
          
          
      
       
       
          True
      
   




