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ABSTRACT
Metabolic reprogramming is a key feature of tumorigenesis that is controlled by 

oncogenes. Enhanced utilization of glucose and glutamine are the best-established 
hallmarks of tumor metabolism. The oncogene c-Myc is one of the major players 
responsible for this metabolic alteration. However, the molecular mechanisms involved 
in Myc-induced metabolic reprogramming are not well defined. Here we identify 
p32, a mitochondrial protein known to play a role in the expression of mitochondrial 
respiratory chain complexes, as a critical player in Myc-induced glutamine addiction. 
We show that p32 is a direct transcriptional target of Myc and that high level of Myc 
in malignant brain cancers correlates with high expression of p32. Attenuation of p32 
expression reduced growth rate of glioma cells expressing Myc and impaired tumor 
formation in vivo. Loss of p32 in glutamine addicted glioma cells induced resistance 
to glutamine deprivation and imparted sensitivity to glucose withdrawal. Finally, we 
provide evidence that p32 expression contributes to Myc-induced glutamine addiction 
of cancer cells. Our findings suggest that Myc promotes the expression of p32, which 
is required to maintain sufficient respiratory capacity to sustain glutamine metabolism 
in Myc transformed cells.

INTRODUCTION

It is increasingly clear that the genetic and 
molecular alterations associated with oncogenes and 
tumor suppressors are directly linked to aberrant 
metabolic activities of malignant compared to normal 
cells [1, 2]. Cancer cells frequently exhibit high glycolytic 
rates and avidly metabolize glucose to lactate in the 
presence of oxygen, a process classically referred to as the 
‘Warburg effect’ or aerobic glycolysis [3]. Although this 
high rate of glycolysis was originally believed to derive 
from impaired mitochondrial metabolism, it is now clear 
that other aspects of mitochondrial function are essential 
for tumorigenesis and tumor progression, since elevated 
glycolysis alone is not sufficient for cancer cell survival 
[2, 4–11]. Mitochondrial metabolism includes activities 

of the tricarboxylic acid (TCA) cycle and the electron 
transport chain (ETC) of the oxidative phosphorylation 
(OXPHOS) process. In rapidly proliferating cells and 
cancer, the TCA cycle and OXPHOS provide both 
bioenergetic and biosynthetic activities for the production 
of macromolecule precursors (lipids, proteins, nucleic 
acids) needed to support cellular proliferation. In this 
regard, glutamine becomes an essential nutrient for 
cancer cells. Not only does glutamine provide nitrogen 
for protein and nucleotide synthesis, but, once catabolized 
to the TCA intermediate α-ketoglutarate (α-KG), it allows 
tumor cells to sustain TCA cycle activity, referred to as 
‘anaplerosis’ [12].

Enhanced glucose [13], glutamine [14, 15] and 
lipid metabolism [16, 17] is a hallmark of malignant brain 
tumors. Grade IV astrocytic tumors (glioblastoma, GBM) 
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are considered essentially incurable and among the most 
lethal human malignancies [18]. Together with high grade 
gliomas, medulloblastomas, neuroepithelial malignant 
tumors of the cerebellum, are the most frequent solid 
tumors in children and the leading cause of childhood 
cancer death. As such, elucidating the pathogenesis of 
brain tumors is critical for the development of effective 
therapies. Targeting glioma metabolic dependencies could 
be a novel and promising therapeutic strategy to treat these 
cancers. Compared to glucose metabolism, the signaling 
pathways that regulate glutamine metabolism in brain 
tumors are relatively uncharacterized [19, 20].

Deregulation of c-Myc (hereafter, ‘Myc’) transcription 
factor is closely correlated with the grade of brain tumor 
malignancy [21–28]. Oncogenic Myc regulates genes 
involved in glycolysis [29, 30], mitochondrial biogenesis and 
function [31], and glutamine metabolism [32, 33]. Myc not 
only diverts glucose-derived pyruvate from mitochondrial 
metabolism to lactate via stimulation of glycolysis, but it 
also maintains mitochondrial TCA cycle activity and cell 
viability by triggering a switch that utilizes glutamine as the 
oxidizable substrate within mitochondria. Pharmacological 
inhibition of glutaminase, the enzyme that catalyzes the first 
reaction of glutamine anaplerosis, can impair the growth 
of tumor xenografts from Myc-expressing B cells [34–36]. 
These findings indicate that reprogrammed glutamine 
metabolism is critical for the growth and survival of Myc-
driven malignancies. While upregulation of glutamine 
surface transporters and glutaminase have been implicated 
in Myc-mediated regulation of glutamine metabolism [32, 
33], there are undoubtedly additional players that facilitate 
enhanced glutamine oxidation.

The p32 protein (also known as complement 
component 1, q subcomponent binding protein – 
C1QBP) sustains mitochondrial OXPHOS by playing 
a role in the synthesis of a number of mitochondrial-
encoded electron transport complex subunits [37–39]. 
Although the primary subcellular localization of p32 
is the mitochondrial matrix, it is also found at the cell 
surface (a localization that appears to be tumor-specific 
[40]). Many tumors exhibit higher expression levels of 
p32 than their non-malignant tissues [40–42] suggesting 
a potential role for p32 in tumorigenesis. Loss of 
p32 function decreased both cellular respiration and 
tumorigenesis [37], indicating that p32 mitochondrial 
function is essential for tumor formation. Intriguingly, 
genome wide analysis using microarrays, serial 
analysis of gene expression (SAGE) and chromatin 
immunoprecipitation (ChIP) studies have indicated 
p32 among the list of genes that are transcriptionally 
regulated by Myc [43–46].

Here, we describe a role of the p32 protein in the 
stimulation of glutamine metabolism by Myc in brain 
tumors. We demonstrate that p32 is a direct transcriptional 

target of Myc and that its expression contributes to Myc-
induced glutamine addiction of cancer cells. We show that 
p32 levels are increased in a variety of brain cancers and 
that they closely correlate with the malignancy grade and 
Myc expression levels. Attenuation of p32 expression in 
glioma cell lines and in patient-derived human glioma cells 
impairs cell growth in vitro and tumor development in vivo. 
Taken together these data provide more mechanistic insight 
into the reprogramming of glutamine metabolism, and how 
this is sustained in the pathogenesis of brain tumors.

RESULTS

P32 is over-expressed in malignant brain  
cancers and correlates with Myc expression

Immunohistochemical analysis of matched 
normal and malignant brain tumor tissues from patients 
revealed higher p32 reactivity in tumor tissue compared 
to normal brain (Fig. 1A upper panels). Staining was 
predominantly cytoplasmic, but membrane staining was 
also evident. In normal brain tissues, p32 expression 
was confined to pyramidal neurons. In agreement with 
these observations, a survey of a human brain tumor 
tissue array revealed that p32 is upregulated in most 
glioma cases, with significant enhanced expression in 
malignant (grade 2, 3 and 4) compared to both normal 
and hyperplastic (G1) tissues (Fig. 1B). To assess clinical 
relevance of increased expression of p32 in malignant 
brain tumors, we examined correlation between patient 
survival and p32 expression level. Analysis of TCGA 
data using the GBM Bio Discovery Portal (http://robtcga.
nci.nih.gov/#genes) revealed a significant correlation 
between high p32 expression and decreased survival 
(p  = 0.0548) (Fig. 1C).

Myc is central to the genesis of most human cancers, 
and deregulated Myc is closely correlated with the grade of 
brain tumor malignancy [21–23, 47]. Microarray analysis 
of Myc-responsive genes identified p32 as a potential 
transcriptional target of Myc [43, 44, 46]; as such, we 
investigated a possible correlation between Myc and p32 
expression in malignant brain tumors. We first focused on 
medulloblastoma. These highly heterogeneous malignant 
brain tumors, usually found only in children, have been 
classified into six molecular subgroups, each with a 
unique combination of chromosomal aberrations [23]. 
One molecular subgroup, with a particularly aggressive 
course, is characterized genetically by MYC copy number 
gains and transcriptionally by enrichment of photoreceptor 
pathways. Unsupervised clustering of mRNA expression 
data from 194 medulloblastoma revealed concomitant 
high expression of p32 and Myc in medulloblastoma 
with poor clinical outcome (Fig. 2A left panel-c5/c1 
subgroup). Correlation of p32 and Myc expression in 
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medulloblastoma tissues was also evident following 
immunostaining of a medulloblastoma tissue array (Fig. 
2A right panel). Similar immunohistochemical analysis 
was also performed in an array containing glioma subtypes 
(Fig. 2B). In this case the correlation had a lower Pearson 
coefficient (r = 0.49) because some tissue cores express 
low or undetectable levels of Myc, but moderate to high 
levels of p32 (Supplementary Fig. S1, samples in red box). 
This is not surprising, since p32 expression is also likely 
to be regulated by Myc-independent mechanisms. A linear 
regression analysis excluding these tissues revealed a 
strong correlation between Myc and p32 expression 
(r =  0.76) (Fig. 2B). In addition, quantitative RT-PCR 
analysis showed an upregulation of p32 in glioma cell lines 
(Fig. 2C red bars) as well as patient-derived glioma stem 
cells (Fig. 2C, blue bars) compared to normal astrocytes.  

In agreement with results from the tissue arrays, there was 
a strong correlation between up-regulation of Myc and p32 
in over half of the cell lines tested.

P32 is transcriptionally upregulated by Myc

Genome-wide analysis using microarrays and serial 
analysis of gene expression (SAGE) [43, 46], and, more 
recently, a combination of expression profiling and ChIP-
chip analysis [44] identified p32 (C1QBP) as one of the 
Myc target genes. Collectively these studies, together 
with our correlation data (Fig. 2), suggest that Myc 
directly affects p32 expression. To study the effect of Myc 
activation on p32 transcription and protein level, we used 
immortalized MRC5 cells stably expressing Myc fused to 
the oestrogen receptor ligand-binding domain (MycER).  

Figure 1: Upregulation of p32 in malignant brain tumors. Matched normal and malignant brain tissue (A), and a human brain 
tumor array (B) were stained with a polyclonal anti-p32 antibody. P32 positive staining for each core was quantified using Aperio software 
(B left panel). The array contains over 100 cases of gliomas, including both astrocytoma and medulloblastoma subtypes, and normal tissue. 
The two-tailed Student t test was used for statistical analysis. Significant differences are indicated using the standard Michelin Guide scale 
(p < 0.05 (*), significant; p < 0.01 (**), highly significant; p < 0.001 (***) extremely significant. Representative cores, at low (10x) and high 
(400x) magnification, of normal cerebellum and astrocytomas of different malignancy grade (GR) are indicated on the right panel of Figure 
1B. (C) Increasing expression of p32/C1QBP correlates with poor survival. Shown is a survival plot for mesenchymal subtype of GBM 
based on increasing expression of p32/C1QBP using Affymetrix HT_HG-U133A. Plot generated using the Glioblastoma Bio Discovery 
Portal (http://robtcga.nci.nih.gov/#genes).
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A 24-h treatment with 4-hydroxy tamoxifen (OHT) lead 
to a significant upregulation of p32 that was comparable 
to those observed for the established Myc targets, Cyclin 
D2 and glutaminase 1 (Fig. 3, left panel). Accordingly, 
p32 protein levels were also increased upon Myc 
induction, as indicated by immunofluorescence staining 

and immunoblot (Fig. 3). Considering that the MycER 
system is to some extent “leaky” (see some basal nuclear 
localization in Myc staining of Fig. 3 middle panel) it 
is possible that the true fold increase of p32 expression 
following Myc activation is higher than that reported by 
the system.
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Figure 2: Correlation between p32 and Myc expression in human gliomas and glioma cell lines. (A) Correlation between 
Myc and p32 expression in medulloblastoma human tumors. Left panel. Heat map of p32, c-Myc and N-Myc for each medulloblastoma 
subgroup (c1 through c6) and an additional ATRT subgroup (atypical teratoid/rhabdoid tumors) [23], C5/c1 Medulloblastoma subgroup, 
characterized by a Myc activation signature [23], exhibits high expression of p32. WNT, Wingless signaling pathway, SHH Sonic 
Hedgehog signaling pathway. nl cbl, Normal cerebellum samples. (A)-right panel and (B): correlation between p32 and Myc expression 
in a medulloblastoma array ((A)-right panel) and a mixed glioma (B) as indicated by the % of p32 and Myc positive staining for each core 
of the arrays. Sequential slides of each array were stained separately with polyclonal anti p32 and c-Myc antibodies. The % of p32 and 
Myc positive staining for each core was quantified using Aperio software. The Pearson correlation coefficient (r) of linear regression was 
calculated using data sets deprived of samples expressing low Myc (<15% of staining) but moderate-high p32 (>15% of staining). The 
immunohistochemistry images (200x magnification) show representative glioma cores (red arrows in graph) exhibiting correlation between 
Myc and p32 expression. (C) qPCR analysis of p32 and Myc expression in established glioma cell lines (red) and patient derived glioma 
stem cells (blue) as compared to normal astrocytes (black). The bars shown are normalized to an internal β-actin control and represent the 
mean ± SEM of at least three independent experiments.
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Myc is known to bind to a canonical consensus 
DNA sequence CACGTG, termed the E-box, but can 
also bind several other non-canonical DNA motifs [48]. 
Analysis of the p32 promoter sequence identified several 
described consensus sequences for Myc binding (not 
shown), with an E-box among them, just upstream (˗24 to 
˗19 bp) of the p32 transcriptional start codon (Fig.  4A). 
We used ChIP to test whether p32/C1QBP may be a direct 
downstream target of Myc transactivation. Using SF188 
cells and primers flanking the E-box, we found that the 
p32 promoter was significantly enriched in the Myc 
ChIP sample compared to IgG control (Fig. 4B). Primers 
amplifying other p32 promoter regions (ex1, in1 and 
in3 Fig. 4B and 4C) identified specific Myc binding in 
regions proximal but not distal to the E-box. To further 
confirm these data, a ChIP analysis was performed in 
MRC5 MycER cells. Compared with vehicle-treated cells, 
activation of MycER by OHT led to a 3.5-fold enrichment 
in p32 promoter binding at the E-box (Fig. 4D). There was 
no binding enrichment in an area of p32 gene distal to the 
E-box. Taken together, these data indicate that Myc protein 
can directly bind to a regulatory region of p32 promoter 
suggesting that this gene is a direct target of Myc.

P32 stable knockdown impairs glioma cell 
proliferation

To assess the impact of p32 on glioma cell 
proliferation, we generated stable glioma cell lines with 
attenuated p32 expression (Fig. 5A lower panels). The 
p32 knockdown (p32 kd) cell lines exhibit reduced 
proliferation rate as revealed by colony formation assays 
(Fig. 5A upper panels). Furthermore, stable transduction 

of patient-derived glioma stem cell-like lines with p32 
shRNA lentivirus significantly reduced neurosphere 
formation when compared to control shRNA infected 
cells (Fig. 5B). Significantly, p32 kd glioma cells and 
patient derived cell lines produced smaller tumors in vivo 
compared to control (Fig. 5C).

P32 plays a role in Myc-induced glutamine 
addiction of cancer cells

Loss of p32 in breast cancer cells has been shown 
to promote a shift from OXPHOS toward aerobic 
glycolysis [37]. We examined the metabolic effects of 
p32 knockdown on SF188 glioblastoma cells. Attenuation 
of p32 expression in glioma cells resulted in enhanced 
glucose consumption and lactate production, two 
hallmarks of aerobic glycolysis (Fig. S2, supplementary 
data). Dependence of p32 knockdown cells on glycolysis 
was confirmed by an enhanced sensitivity to the non-
metabolizable glucose analogue, 2-deoxyglucose (2DG) 
(Fig. 6A). Furthermore, p32 loss reduced growth and 
viability of glioma cells in glucose free and low glucose 
media respectively (Fig. 6B left panel and Fig. 6C).

SF188 cells are derived from a brain tumor 
characterized by Myc amplification [49]. These cells 
exhibit a glutaminolytic phenotype that correlates 
with Myc-dependent cellular addiction to glutamine 
metabolism for survival [33]. Myc inhibition in these 
cells is associated with reduced sensitivity to glutamine 
withdrawal [33]. We examined if loss of p32 impacts Myc-
dependent glutamine metabolism. SF188 cells depleted 
of p32 exhibited enhanced uptake of glutamine (Fig. S2, 
supplementary data). Interestingly, p32 knockdown in 

Figure 3: Myc promotes p32 expression. Left panel: qPCR analysis of target genes from total RNA isolated from MRC5 MycER 
cells treated with 250 nM OHT or vehicle (EtOH) for 24 hrs. Ubiquitin (Ubb) is included as a negative control while cyclin D2 (CycD2) 
and glutaminase (GLS1) are positive controls. The bars shown are normalized to an internal β-actin control and represent the mean ± SD of 
at least three independent experiments. Fold of each gene induction over control treatment is indicated. Middle panel: immunofluorescence 
staining of Myc and p32 24 hrs post-OHT treatment. The immunoblot on the right shows upregulation of p32 protein upon Myc induction. 
Tubulin was used as loading control.
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these Myc-induced glutamine addicted cells displayed 
reduced sensitivity to glutamine withdrawal (Fig. 6B 
right panel and 6C). However, resistance to glutamine 
deprivation in p32 knockdown cells was not due to 
changes in Myc expression levels, as western blot 
analysis of SF188 cell lysates revealed equal amounts 
of Myc protein in control versus p32 knockdown lysates 
(Fig.  7A). We examined if enhanced glucose metabolism 

and sensitivity to glucose withdrawal in p32 knockdown 
cells was a consequence of activated PI3K/Akt [50] or ras/
MAPK signaling [51]. Consistent with results reported 
for lung adenocarcinoma cell lines [52], p32 knockdown 
glioma cells showed significant decrease in Akt and Erk 
phosphorylation (Fig. 6A). Thus the increase in glucose 
uptake and metabolism was not a result of altered 
oncogenic signaling.

Figure 4: Myc binds to the p32 promoter. (A) Schematic of the human p32 promoter sequence starting from 3 kb upstream of 
exon 1 to exon 6 of the c1qbp gene. Exons (ex) are represented by black boxes and the E box is indicated with a vertical bar. Horizontal 
bars indicate the regions amplified for scanning ChIP analysis. E2 is the p32 promoter region containing the E-box and amplified by 
conventional PCR (Figure 3B). (B and C) A ChIP assay was performed on SF188 cells with anti Myc antibody and IgG as a control. 
Precipitated chromatin was PCR-amplified using E2 primers (B). Quantitative PCRs were performed to amplify and quantify E1, ex1, 
in1, and in3 promoter regions. Shown are averages with standard deviations of triplicate independent experiments. Binding to amplicons 
is shown as a percentage of total input DNA plotted relative to the signal obtained from IgG precipitation. (D) Quantification of MycER 
binding to the p32 promoter after addition of OHT. MRC5 MycER cells were serum starved for 24 hrs and either treated with vehicle 
(EtOH) or 250nM OHT for 4 hours. Subsequently ChIP assays were conducted as described in (B). The bar graph presented is indicative 
of three independent experiments.
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Given that Myc stimulates both glucose and 
glutamine metabolism, we hypothesized that loss of p32 in 
Myc-addicted cells switches metabolism from glutamine-
addiction to glucose-addiction. To test this hypothesis, 
SF188 control and p32 knockdown cells were transduced 
with lentivirus containing a Myc-ShRNA (shMyc) or a GFP 
shRNA (shCTRL) and the cells were incubated in glutamine-
depleted medium. In agreement with previously published 
data [33], control SF188 cells transduced with Myc-shRNA 
exhibited increased resistance to glutamine starvation 
compared to cells transduced with control-ShRNA (Fig. 7B). 
However, when Myc was knocked down in cells lacking 
p32, the enhanced resistance to glutamine withdrawal was 
lost. These findings suggest that growth of p32 depleted cells 
on glucose as the sole carbon source requires Myc.

DISCUSSION

Mitochondrial metabolism is reprogrammed by 
oncogenes to support macromolecular synthesis and 
anabolic growth [2, 53]. Essential for anabolic growth is 
the amino acid glutamine whose utilization through the 
mitochondria is induced by Myc oncogene [32, 33]. Myc 
diverts glucose-derived pyruvate away from mitochondrial 
metabolism and enhances cellular dependence on 
glutamine that is necessary for fatty acid synthesis and 
TCA cycle anaplerosis [12]. Myc transformed cells 
are thus highly vulnerable to alterations in glutamine 
metabolism. Although glutamine analogues have shown 
clinical activity, their use was discontinued due to 
significant neurotoxicity [54]. This suggests that selective 

Figure 5: Attenuation of p32 expression reduces glioma cell proliferation and tumor growth. (A) Upper panels: colony 
formation assay of control and p32 knockdown stable cell lines. The graphs represent the mean ± SD of at least three independent colony 
formation assays each performed in triplicate (middle panel). Lower: Western blot analysis demonstrating p32 stable knockdown in the 
indicated glioma cell lines. (B) Microscopic analysis of p32 knockdown and control GBM4 and GBM5 glioma stem cell-like neuropheres. 
Right panel-western blot showing efficient p32 knockdown in the indicated glioma stem cell-like cells. (C) Tumor growth properties of U87 
cells (left panel) and GBM4 glioma stem cell-like cells (right panel) infected with viruses encoding control or p32 kd shRNA. The graphs 
represent the mean ± SEM (p <  0.001) of tumor volumes as a function of time. The lower panels show pictures of tumors from each group 
(n = 14 or n = 11) at the end point.
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inhibition of critical players of glutamine metabolism 
might reproduce the anti-cancer effects and avoids the 
non-specific toxicity of general inhibition of glutamine 
metabolism. As such, understanding the mechanism by 
which Myc transforms cells to an addiction to glutamine 
can identify potential targets to inhibit the growth of 
glutamine addicted cancers. Here we report that p32/
C1QBP is upregulated by Myc in malignant brain tumors. 
Importantly, we demonstrate that loss of mitochondrial-
localized p32 overcomes Myc-induced glutamine 
addiction (Fig. 7). Additionally, loss of p32 sensitizes cells 
to glucose deprivation and glycolytic inhibitors (Fig. 6).

We demonstrate that p32 is upregulated in 
adult and pediatric brain cancers (glioblastoma and 

medulloblastoma) and its upregulation correlates 
significantly with Myc expression (Fig. 1 and 2). Genome-
wide analyses using microarrays and SAGE [43, 46], and, 
more recently, a combination of expression profiling 
and ChIP-chip analysis [44], have indicated p32 among 
Myc targets. We now demonstrate that Myc directly 
associates with the promoter of p32 (Fig. 4) and regulates 
p32 transcript levels (Fig. 3). Collectively these studies 
suggest that Myc is a direct transcriptional activator of p32 
expression. ShRNA-mediated stable knockdown of p32 
in glioma cell lines and patient-derived tumor initiating 
cells impaired cell proliferation in vitro and tumorigenic 
potential in vivo in xenograft mouse models. These data 
are consistent with previous reports for other cancers 

Figure 6: Loss of p32 sensitizes cells to glucose withdrawal and reduces sensitivity to glutamine deprivation. (A) p32 
knockdown cells are more sensitive to the glycolytic inhibitor 2-DG. SF188 p32 knockdown cells were plated in low glucose media (2.5 
mM) and 3mM 2-DG. After 18 h cell viability was determined by trypan blue exclusion. Data is the average of three experiments ± SD. 
(B) SF188 Control or p32 knockdown cells were plated in glutamine or glucose free media. Cell viability was determined by trypan 
blue exclusion. Each time point is the mean of three experiments ± SD. (C) Control (left) and p32 knockdown (right) SF188 cells were 
plated in complete media (25mM glucose and 4mM glutamine) and subsequently cultured in either complete media or media with 2mM 
glucose or without glutamine. Cell viability was determined at the indicated time points by FACS analysis of PI stained cells. Upper panel- 
Microscopic analysis of p32 knockdown and control SF188 cells after 2 days of growth in the indicated tissue culture media. The shown 
result is representative of three independent experiments.
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such as lung and breast cancers [37, 52]. We further 
demonstrate p32 to play a role in mediating Myc–induced 
glutamine metabolism. Attenuation of p32 expression 
reduced glioma cell sensitivity to glutamine deprivation 
(Fig. 6 and 7), but induced a glucose dependent phenotype 
(Fig. 6 and [37]). Together, the data suggest that p32 acts 
downstream of Myc and modulates glutamine metabolism 
(Fig. 7C). Myc upregulation of p32 is part of the metabolic 
reprogramming towards glutaminolysis. Therapeutic 
targeting of p32 therefore may be a relevant strategy to 
switch tumors to a glucose-dependent phenotype and 
ultimately improve the efficacy of treatments that interfere 
with tumor glucose metabolism.

Myc has been linked to increased rates of 
mitochondrial biogenesis primarily via activation of 
target genes encoding master regulators of mitochondrial 
function, biosynthesis and metabolism such as NRF1, 
PGC-1β and TFAM [31, 44, 55, 56]. Both mitochondrial 
biogenesis and oxidative phosphorylation require not 
only increased expression of nuclear-encoded proteins 
that are imported into the mitochondria, but also the 
transcription of the 13 polypeptides, constituents of the 
ETC, encoded by the mitochondrial genome. Myc itself 
does not appear to function as a transcriptional regulator 
of the mitochondrial genome; however, it directly binds 

and increases the expression of the critical mitochondrial 
transcription factor TFAM [31]. P32 expression likely 
provides a tumor proliferative advantage in Myc 
expressing cells through mitochondrial biogenesis and/or 
maintaining mitochondrial integrity. P32 has been reported 
to regulate the translation of mitochondrial-encoded 
genes [37, 39]. Additionally, p32 function in maintaining 
OXPHOS may be required to regenerate NAD+ necessary 
for continued glutaminolysis [12].

Glutamine is well established as a key substrate that 
supports energy production and biosynthetic reactions in 
cancer cells [57]. Myc control of glutamine metabolism 
is exerted via multiple mechanisms. Myc activates the 
transcription of high-affinity glutamine transporters 
(ASCT2 and SN2) and also upregulates the expression 
of mitochondrial glutaminase (GLS) [32, 33, 35]. 
Related to Myc control of glutamine metabolism is Myc-
dependent increased rate of mitochondrial biogenesis 
and function [31, 44]. Our data suggests that Myc-
induced p32 expression may be important for metabolic 
reprogramming towards glutaminolysis in brain tumors. 
Indeed, Myc-induced addiction to glutamine as an 
energy source relies on efficient oxidation of glutamine 
within the mitochondria via the TCA cycle. Enhanced 
entry and flux of glutamine through the TCA cycle 

Figure 7: P32 is required for Myc-dependent glutamine metabolism. (A) Immunoblot detecting expression of p32, Myc, Erk, 
phospho Erk (p-Erk), Akt, and phospho-Akt (p-Akt) in lysates from Control and p32 knockdown SF188 cells. (B) Myc was knocked down 
in both SF188 ShRNA Control and ShRNA p32 cells. Cells were then plated in glutamine free media and 24 hrs later cell viability was 
determined by trypan blue exclusion. Data shown is the mean of three experiments ± SD. (Continued )
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requires the continual regeneration of mitochondrial 
NAD+ through the activities of the mitochondrial 
ETC. Chemotherapeutic strategies using glycolytic 
inhibitors have been unsuccessful in arresting tumor 
proliferation and evidence has indicated that, although 
tumor cells maintain a high glycolytic rate, most tumor 
mitochondria are not defective in their ability to carry 
out oxidative phosphorylation. Instead, mitochondria 
metabolism is reprogrammed by oncogenes to support 
macromolecular synthesis and therefore anabolic growth 
[2]. Myc has been shown to activate the expression of 
genes involved in glycolysis and glutaminolysis but also 
in mitochondrial biogenesis and function [58]. Targeting 
p32 may be a relevant therapeutic strategy to inhibit 
mitochondrial metabolism by inhibiting the expression 
and function of the mitochondrial ETC, as is the case 

with metformin. In fact, antibody and nanoparticle 
targeting of p32 have proved successful at reducing 
tumor size validating it as an important therapeutic 
target [40].

METHODS

Reagents, cell lines and tumors

Polyclonal anti N-term p32 peptide (aa 76–
93) antibody has been previously described (37). 
The following antibodies were from Cell Signaling 
Technology: Rabbit mAb c-Myc (D84C12) XPTM, Rabbit 
mAb p44/42 MAPK (Erk1/2), Rabbit mAb Akt, Rabbit 
mAb phospho-p44/42 MAPK (Erk1/2) (Thr202/Tyr204) 
(20G11), Rabbit mAb Phospho-Akt (Ser473), Rabbit mAb 

Figure 7:  (Continued ) (C) Model for p32 role in cancer cell metabolism downstream of Myc. Myc promotes the expression 
of p32, which helps maintain OXPHOS and glutamine addiction. Loss of p32 results in a dependence on glucose. Loss of 
both Myc and p32 inhibits cell growth.
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beta-actin (13E5), and Rabbit mAb GAPDH (DIGH11) 
XPTM. Tissue arrays of paraformaldehyde fixed, paraffin 
embedded tumor and normal tissue samples (multibrain 
cancer and normal adjacent tissue array GL1001, 
brain glioblastoma and normal tissue array GL806a, 
Medulloblastoma brain tissue array BC17012) were from 
US Biomax, Inc.

U87-MG, SF188, LN443, U118 and A172 are 
established human glioblastoma cell lines and were 
cultured in DMEM supplemented with 10% dialyzed 
fetal bovine serum (dFBS) (Hyclone), 1% glutamine pen-
strep (Omega Scientific) at 37oC/5% CO2. GBM4, GBM5, 
GBM12, BT70 and BT74 are patient derived glioma stem 
cells and were obtained and cultured as neurospheres as 
previously described [59, 60]. GBM surgical samples 
were dissociated in stem cell isolation medium containing 
human recombinant EGF (20 ng/ul), human bFGF  
(10 ng/ul) and heparin (2 ug/ml), washed, filtered through 
a 30μm mesh and plated onto ultra-low adherence 
flasks at a concentration of 5x105 to 1.5x106 viable 
cells/ ml. Sphere cultures were passaged by dissociation, 
washing and resuspension in neural stem cell culture 
medium (NeuroCultTM NS-A Proliferation kit #05751, 
Stemcell Technologies), according to the manufacturer’s 
instructions.

MRC5 immortalized human fibroblasts stably 
transfected with MycER (a kind gift of Dr. Gerald Evans 
University of California San Francisco) were cultured in 
DMEM supplemented with 10% dFBS, 25 mM glucose, 
1% glutamine, and penicillin-streptomycin.

Lentivirus p32 and control shRNA constructs 
have been previously described [37]. The Myc ShRNA 
construct (shMyc F86) was a kind gift of Dr. Ralph 
DeBerardinis.

P32 deficient cell lines were obtained as previously 
described [37].

Immunohistochemistry

Paraffin-embedded tissue array sections were 
deparaffinized and treated with antigen unmasking 
solution (Vector H-3300) according to the manufacturer’s 
instructions. Peroxidase block was performed by 
incubating the slides for 20–30 min in 0.3% H2O2. After 
a rinse with H2O, slides were first blocked with diluted 
normal horse serum (R.T.U. Vectastain Elite ABC kit 
universal) for 20 min and subsequently with the Biotin/
Avidin blocking system by Vector. Sections were then 
stained with the primary antibody (rabbit anti N-term p32 
5μg/ml, rabbit anti Myc (1:200) in normal horse serum 
for 1 h at RT or overnight at 4oC. Antibody binding was 
detected after a 30-min incubation with biotinylated 
“universal” secondary antibody and VECTASTAIN 
RT Elite ABC reagent. Peroxidase substrate solution 
(DAB substrate kit) was incubated until desired stain 
intensity developed. Slides were finally counterstained 

with Hematoxylin (Vector H-3401). The slides were 
scanned on a Scanscope CM-1 scanner and subsequently 
processed for staining quantification using ImageScope 
software (Aperio Technology).

Quantitative real time PCR (qPCR)

RNA was isolated from cells using the RNeasy mini 
kit from Qiagen. cDNA was synthesized from 800 ng RNA 
using Biorad iScript cDNA Synthesis kit. Quantitative real 
time PCR was performed using the Biorad CFX96 Real 
Time PCR detection system. Relative gene expression was 
normalized to actin. The primers used for qPCR are listed 
in Supplementary Table S1.

Chromatin immunoprecipitation (ChIP) assay

Chromatin immunoprecipitation was performed with 
SF188 and MRC5 MycER cells using the SimpleChIP(R) 
Enzymatic Chromatin IP Kit (Cell Signaling Technology, 
Cat. No. 9002) according to the manufacturer’s instructions. 
Cell lysates were incubated with anti c-Myc antibody (Cell 
Signaling Technology) or control Rabbit IgG (Vector Lab). 
Precipitated DNA fragments were quantified using the 
primers listed in Supplementary Table S2.

Colony formation assay

5000 cells were seeded in 6 wells plates and 
monitored for small colonies formation. After 2–3 weeks, 
cells were washed in PBS, fixed in 3.7% formaldehyde 
for 15 min at RT and subsequently stained for 30min-
1 h with a 0.2% (w/v) solution of crystal violet in 20% 
methanol/H2O. Excess of dye was removed by extensive 
washes in H2O.

Cell viability

SF188 control or p32 knockdown cells were plated 
at 5×104 cells per well in a 12 well plate in glucose or 
glutamine free media in the absence of sodium pyruvate 
with 1% dFBS. Cell viability was determined at different 
time points by trypan blue exclusion. For the glycolytic 
inhibitor 2-DG experiments 5×104 cells were grown in 
low glucose (2.5 mM) media with 1% FBS with 3 mM 
2-DG. After 18 hours cell viability was determined by 
trypan blue exclusion.

For quantification of cell death by FACS analysis, 
5x105 cells per well were seeded in 6 wells plates in 
DMEM (25mM glucose-4mM glutamine)-10% dialyzed 
FBS and allowed to adhere overnight. The medium 
was removed by washing and replaced with glucose 
or glutamine free DMEM supplemented with 10% 
dFBS and either 25mM glucose/4mM glutamine, or 
2mM glucose/4mM glutamine, or 25mM glucose/0mM 
glutamine. After 12, 24 and 48 hrs media containing 
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floating cells was collected and combined to remaining 
cells detached by trypsinization. Cells were washed 
twice by centrifugation (200xg, 5 Min 4oC) in PBS and 
subsequently were resuspended at 2x106 cells/1 ml of ice 
cold PBS in silanized polypropylene tubes to minimize 
sticking. 9ml of a -20oC cold solution of 70% ethanol was 
then added slowly by vortexing. After incubation ON at 
˗20oC, cells were centrifuged at 200xg, 10 min 4oC and 
washed once with cold PBS. For Propidium iodide (PI) 
staining cells were resuspended in 500μl of PI/triton X-100 
freshly prepared staining solution (0.1% Triton X-100 
(Sigma) in PBS, 0.2mg/ml DNAse free RNAse A (Sigma) 
and 20μg/ml PI (Roche)) and incubated at 37oC for 15 min. 
Data was acquired via flow cytometry (Canto, BD FACS), 
and the percentage of cells in G0/G1, S and G2 phases were 
calculated by ModFit LT software version 3.0.

Mice and tumors

To produce tumors, 2 x106 cells in 100 μl of PBS 
were injected subcutaneously into the flank of NSG mice 
(Jackson Laboratory). Tumor volume was calculated using 
the equation volume (mm3) = d2 x D/2, where d and D 
are the smallest and biggest tumor diameters, respectively. 
All animal experimentation received approval from the 
Animal Research Committee from UCSD.

Statistical analysis

Data are expressed as means ± standard deviations 
(SD) for in vitro experiments and as means ± standard 
errors of the means (SEM) for in vivo experiments. 
The two-tailed Student t test was used for all statistical 
analysis. GraphPad Prism and Excel were used for 
statistical calculations. Significant differences are 
indicated using the standard Michelin Guide scale (P < 
0.05, significant; P < 0.01, highly significant; P < 0.001, 
extremely significant).

ACKNOWLEDGEMENTS

We thank Dr. Ralph DeBerardinis for providing 
the SF188 and myc ShRNA constructs, Dr. Gerard 
Evans for providing the MRC5 MycER cells, and Dr. 
Adam Richardson with assistance with Biochemistry 
analyzer.

Conflicts of interest

The authors declare no conflict of interest.

Editorial note 

This paper has been accepted based in part on peer-
review conducted by another journal and the authors’ 
response and revisions as well as expedited peer-review 
in Oncotarget.

REFERENCES

1. Kim JW, Dang CV. Cancer’s molecular sweet tooth and the 
Warburg effect. Cancer Res. 2006; 66:8927–8930.

2. Ward PS, Thompson CB. Metabolic Reprogramming: 
A Cancer Hallmark Even Warburg Did Not Anticipate. 
Cancer Cell. 2012; 21:297–308.

3. Warburg O. On the origin of cancer cells. Science. 1956; 
123:309–314.

4. Wallace DC. Mitochondria and cancer. Nat Rev Cancer. 
2012; 12:685–698.

5. Funes JM, Quintero M, Henderson S, Martinez D, 
Qureshi U, Westwood C, Clements MO, Bourboulia D, 
Pedley RB, Moncada S, Boshoff C. Transformation of 
human mesenchymal stem cells increases their dependency 
on oxidative phosphorylation for energy production. Proc 
Natl Acad Sci U S A. 2007; 104:6223–6228.

6. Moreno-Sanchez R, Rodriguez-Enriquez S, Marin-
Hernandez A, Saavedra E. Energy metabolism in tumor 
cells. Febs J. 2007; 274:1393–1418.

7. Rodriguez-Enriquez S, Gallardo-Perez JC, Marin-
Hernandez A, Aguilar-Ponce JL, Mandujano-Tinoco EA, 
Meneses A, Moreno-Sanchez R. Oxidative phosphorylation 
as a target to arrest malignant neoplasias. Curr Med Chem. 
2011; 18:3156–3167.

8. Skrtic M, Sriskanthadevan S, Jhas B, Gebbia M, Wang X, 
Wang Z, Hurren R, Jitkova Y, Gronda M, Maclean N, 
Lai CK, Eberhard Y, Bartoszko J, et al. Inhibition of mito-
chondrial translation as a therapeutic strategy for human 
acute myeloid leukemia. Cancer Cell. 2011; 20:674–688.

9. DeBerardinis RJ, Mancuso A, Daikhin E, Nissim I, 
Yudkoff M, Wehrli S, Thompson CB. Beyond aerobic glycol-
ysis: transformed cells can engage in glutamine metabolism 
that exceeds the requirement for protein and nucleotide syn-
thesis. Proc Natl Acad Sci U S A. 2007; 104:19345–19350.

10. Guido C, Whitaker-Menezes D, Lin Z, Pestell RG, 
Howell A, Zimmers TA, Casimiro MC, Aquila S, 
Ando S, Martinez-Outschoorn UE, Sotgia F, Lisanti MP. 
Mitochondrial fission induces glycolytic reprogramming 
in cancer-associated myofibroblasts, driving stromal lac-
tate production, and early tumor growth. Oncotarget. 2012; 
3:798–810.

11. D’Alessandro A, Amelio I, Berkers CR, Antonov A, 
Vousden KH, Melino G, Zolla L. Metabolic effect of 
TAp63alpha: enhanced glycolysis and pentose phos-
phate pathway, resulting in increased antioxidant defense. 
Oncotarget. 2014; 5:7722–7733.

12. Deberardinis RJ, Sayed N, Ditsworth D, Thompson CB. 
Brick by brick: metabolism and tumor cell growth. Curr 
Opin Genet Dev. 2008; 18:54–61.

13. Maher EA, Marin-Valencia I, Bachoo RM, Mashimo T, 
Raisanen J, Hatanpaa KJ, Jindal A, Jeffrey FM, Choi C, 
Madden C, Mathews D, Pascual JM, Mickey BE, et al. 



Oncotarget1169www.impactjournals.com/oncotarget

Metabolism of [U-13 C] glucose in human brain tumors in 
vivo. NMR in biomedicine. 2012; 25:1234–1244.

14. Yang C, Sudderth J, Dang T, Bachoo RM, 
McDonald  JG, DeBerardinis RJ. Glioblastoma cells 
require glutamate dehydrogenase to survive impair-
ments of glucose metabolism or Akt signaling. Cancer 
Res. 2009; 69:7986–7993.

15. Marin-Valencia I, Yang C, Mashimo T, Cho S, Baek H, 
Yang XL, Rajagopalan KN, Maddie M, Vemireddy V, 
Zhao  Z, Cai L, Good L, Tu BP, et al. Analysis of tumor 
metabolism reveals mitochondrial glucose oxidation in 
genetically diverse human glioblastomas in the mouse brain 
in vivo. Cell metabolism. 2012; 15:827–837.

16. Guo D, Bell EH, Chakravarti A. Lipid metabolism emerges 
as a promising target for malignant glioma therapy. CNS 
oncology. 2013; 2:289–299.

17. Guo D, Hildebrandt IJ, Prins RM, Soto H, Mazzotta MM, 
Dang J, Czernin J, Shyy JY, Watson AD, Phelps M, 
Radu  CG, Cloughesy TF, Mischel PS. The AMPK agonist 
AICAR inhibits the growth of EGFRvIII-expressing glio-
blastomas by inhibiting lipogenesis. Proc Natl Acad Sci  
U S A. 2009; 106:12932–12937.

18. Louis DN. Molecular pathology of malignant gliomas. 
Annu Rev Pathol. 2006; 1:97–117.

19. Venneti S, Thompson CB. Metabolic modulation of epi-
genetics in gliomas. Brain pathology. 2013; 23:217–221.

20. Ru P, Williams TM, Chakravarti A, Guo D. Tumor metabo-
lism of malignant gliomas. Cancers. 2013; 5:1469–1484.

21. Herms JW, von Loewenich FD, Behnke J, Markakis E, 
Kretzschmar HA. c-myc oncogene family expression in 
glioblastoma and survival. Surg Neurol. 1999; 51:536–542.

22. Herms J, Neidt I, Luscher B, Sommer A, Schurmann P, 
Schroder T, Bergmann M, Wilken B, Probst-Cousin S, 
Hernaiz-Driever P, Behnke J, Hanefeld F, Pietsch T, et al. 
C-MYC expression in medulloblastoma and its prognostic 
value. Int J Cancer. 2000; 89:395–402.

23. Cho YJ, Tsherniak A, Tamayo P, Santagata S, Ligon A, 
Greulich H, Berhoukim R, Amani V, Goumnerova L, 
Eberhart CG, Lau CC, Olson JM, Gilbertson RJ, et al. 
Integrative genomic analysis of medulloblastoma identifies 
a molecular subgroup that drives poor clinical outcome. 
J Clin Oncol. 2010; 29:1424–1430.

24. Eberhart CG, Kratz J, Wang Y, Summers K, Stearns D, 
Cohen K, Dang CV, Burger PC. Histopathological and 
molecular prognostic markers in medulloblastoma: c-myc, 
N-myc, TrkC, and anaplasia. Journal of neuropathology and 
experimental neurology. 2004; 63:441–449.

25. Pfister S, Remke M, Benner A, Mendrzyk F, Toedt G, 
Felsberg J, Wittmann A, Devens F, Gerber NU, Joos S, 
Kulozik A, Reifenberger G, Rutkowski S, et al. Outcome 
prediction in pediatric medulloblastoma based on DNA copy-
number aberrations of chromosomes 6q and 17q and the 
MYC and MYCN loci. J Clin Oncol. 2009; 27:1627–1636.

26. Aldosari N, Bigner SH, Burger PC, Becker L, Kepner JL, 
Friedman HS, McLendon RE. MYCC and MYCN onco-
gene amplification in medulloblastoma. A fluorescence 
in situ hybridization study on paraffin sections from the 
Children’s Oncology Group. Archives of pathology & labo-
ratory medicine. 2002; 126:540–544.

27. Brennan C, Momota H, Hambardzumyan D, Ozawa T, 
Tandon A, Pedraza A, Holland E. Glioblastoma subclasses 
can be defined by activity among signal transduction path-
ways and associated genomic alterations. PloS one. 2009; 
4:e7752.

28. Perry A, Miller CR, Gujrati M, Scheithauer BW, 
Zambrano  SC, Jost SC, Raghavan R, Qian J, Cochran  EJ, 
Huse JT, Holland EC, Burger PC, Rosenblum MK. 
Malignant gliomas with primitive neuroectodermal tumor-
like components: a clinicopathologic and genetic study of 
53 cases. Brain pathology. 2009; 19:81–90.

29. Kim JW, Zeller KI, Wang Y, Jegga AG, Aronow BJ, 
O’Donnell KA, Dang CV. Evaluation of myc E-box phylo-
genetic footprints in glycolytic genes by chromatin immu-
noprecipitation assays. Mol Cell Biol. 2004; 24:5923–5936.

30. Holien T, Sundan A. Oncogene addiction to c-MYC in 
myeloma cells. Oncotarget. 2012; 3:739–740.

31. Li F, Wang Y, Zeller KI, Potter JJ, Wonsey DR, 
O’Donnell  KA, Kim JW, Yustein JT, Lee LA, Dang 
CV. Myc stimulates nuclearly encoded mitochondrial 
genes and mitochondrial biogenesis. Mol Cell Biol. 2005; 
25:6225–6234.

32. Gao P, Tchernyshyov I, Chang TC, Lee YS, Kita K, Ochi 
T, Zeller KI, De Marzo AM, Van Eyk JE, Mendell JT, 
Dang  CV. c-Myc suppression of miR-23a/b enhances mito-
chondrial glutaminase expression and glutamine metabo-
lism. Nature. 2009; 458:762–765.

33. Wise DR, DeBerardinis RJ, Mancuso A, Sayed N, 
Zhang  XY, Pfeiffer HK, Nissim I, Daikhin E, Yudkoff M, 
McMahon SB, Thompson CB. Myc regulates a transcrip-
tional program that stimulates mitochondrial glutaminolysis 
and leads to glutamine addiction. Proc Natl Acad Sci U S A. 
2008; 105:18782–18787.

34. Le A, Lane AN, Hamaker M, Bose S, Gouw A, Barbi J, 
Tsukamoto T, Rojas CJ, Slusher BS, Zhang H, Zimmerman  LJ, 
Liebler DC, Slebos RJ, et al. Glucose-independent glutamine 
metabolism via TCA cycling for proliferation and survival in 
B cells. Cell metabolism. 2012; 15:110–121.

35. Erickson JW, Cerione RA. Glutaminase: a hot spot for regula-
tion of cancer cell metabolism? Oncotarget. 2010; 1:734–740.

36. Lee YZ, Yang CW, Chang HY, Hsu HY, Chen IS, Chang 
HS, Lee CH, Lee JC, Kumar CR, Qiu YQ, Chao YS, 
Lee  SJ. Discovery of selective inhibitors of Glutaminase-2, 
which inhibit mTORC1, activate autophagy and inhibit pro-
liferation in cancer cells. Oncotarget. 2014; 5:6087–6101.

37. Fogal V, Richardson AD, Karmali PP, Scheffler IE, 
Smith  JW, Ruoslahti E. Mitochondrial p32 protein is 



Oncotarget1170www.impactjournals.com/oncotarget

a critical regulator of tumor metabolism via mainte-
nance of oxidative phosphorylation. Mol Cell Biol. 2010; 
30:1303–1318.

38. Hu M, Crawford SA, Henstridge DC, Ng IH, Boey EJ, 
Xu  Y, Febbraio MA, Jans DA, Bogoyevitch MA. p32 pro-
tein levels are integral to mitochondrial and endoplasmic 
reticulum morphology, cell metabolism and survival. The 
Biochemical journal. 2013; 453:381–391.

39. Yagi M, Uchiumi T, Takazaki S, Okuno B, Nomura M, 
Yoshida S, Kanki T, Kang D. p32/gC1qR is indispensable 
for fetal development and mitochondrial translation: impor-
tance of its RNA-binding ability. Nucleic Acids Res. 2012; 
40:9717–9737.

40. Fogal V, Zhang L, Krajewski S, Ruoslahti E. Mitochondrial/
cell-surface protein p32/gC1qR as a molecular tar-
get in tumor cells and tumor stroma. Cancer Res. 2008; 
68:7210–7218.

41. Rubinstein DB, Stortchevoi A, Boosalis M, Ashfaq R, 
Ghebrehiwet B, Peerschke EI, Calvo F, Guillaume T. 
Receptor for the globular heads of C1q (gC1q-R, p33, 
hyaluronan-binding protein) is preferentially expressed by 
adenocarcinoma cells. Int J Cancer. 2004; 110:741–750.

42. Amamoto R, Yagi M, Song Y, Oda Y, Tsuneyoshi M, 
Naito  S, Yokomizo A, Kuroiwa K, Tokunaga S, Kato  S, 
Hiura H, Samori T, Kang D, et al. Mitochondrial p32/
C1QBP is highly expressed in prostate cancer and is associ-
ated with shorter prostate-specific antigen relapse time after 
radical prostatectomy. Cancer science. 2011; 102:639–647.

43. Remondini D, O’Connell B, Intrator N, Sedivy JM, 
Neretti  N, Castellani GC, Cooper LN. Targeting c-Myc-
activated genes with a correlation method: detection of 
global changes in large gene expression network dynamics. 
Proc Natl Acad Sci U S A. 2005; 102:6902–6906.

44. Kim J, Lee JH, Iyer VR. Global identification of Myc target 
genes reveals its direct role in mitochondrial biogenesis and 
its E-box usage in vivo. PloS one. 2008; 3:e1798.

45. Zeller KI, Jegga AG, Aronow BJ, O’Donnell KA, 
Dang  CV. An integrated database of genes responsive to 
the Myc oncogenic transcription factor: identification of 
direct genomic targets. Genome Biol. 2003; 4:R69.

46. Menssen A, Hermeking H. Characterization of the c-MYC-
regulated transcriptome by SAGE: identification and analy-
sis of c-MYC target genes. Proc Natl Acad Sci U S A. 2002; 
99:6274–6279.

47. Babic I, Anderson ES, Tanaka K, Guo D, Masui K, Li B, 
Zhu S, Gu Y, Villa GR, Akhavan D, Nathanson D, Gini  B, 
Mareninov S, et al. EGFR mutation-induced alternative 
splicing of Max contributes to growth of glycolytic tumors 
in brain cancer. Cell metabolism. 2013; 17:1000–1008.

48. Blackwell TK, Huang J, Ma A, Kretzner L, Alt FW, 
Eisenman RN, Weintraub H. Binding of myc proteins to 

canonical and noncanonical DNA sequences. Mol Cell Biol. 
1993; 13:5216–5224.

49. Trent J, Meltzer P, Rosenblum M, Harsh G, Kinzler K, 
Mashal R, Feinberg A, Vogelstein B. Evidence for rearrange-
ment, amplification, and expression of c-myc in a human 
glioblastoma. Proc Natl Acad Sci U S A. 1986; 83:470–473.

50. Elstrom RL, Bauer DE, Buzzai M, Karnauskas R, 
Harris  MH, Plas DR, Zhuang H, Cinalli RM, Alavi A, 
Rudin CM, Thompson CB. Akt stimulates aerobic glycoly-
sis in cancer cells. Cancer Res. 2004; 64:3892–3899.

51. Gehart H, Kumpf S, Ittner A, Ricci R. MAPK signalling 
in cellular metabolism: stress or wellness?. EMBO reports. 
2010; 11:834–840.

52. Kim KB, Yi JS, Nguyen N, Lee JH, Kwon YC, Ahn BY, 
Cho H, Kim YK, Yoo HJ, Lee JS, Ko YG. Cell-surface 
receptor for complement component C1q (gC1qR) is a key 
regulator for lamellipodia formation and cancer metastasis. 
J Biol Chem. 2011; 286:23093–23101.

53. Cairns RA, Harris IS, Mak TW. Regulation of cancer cell 
metabolism. Nat Rev Cancer. 2011; 11:85–95.

54. Hidalgo M, Rodriguez G, Kuhn JG, Brown T, Weiss G, 
MacGovren JP, Von Hoff DD, Rowinsky EK. A Phase I 
and pharmacological study of the glutamine antagonist 
acivicin with the amino acid solution aminosyn in patients 
with advanced solid malignancies. Clin Cancer Res. 1998; 
4:2763–2770.

55. Zhang H, Gao P, Fukuda R, Kumar G, Krishnamachary  B, 
Zeller KI, Dang CV, Semenza GL. HIF-1 inhibits mito-
chondrial biogenesis and cellular respiration in VHL-
deficient renal cell carcinoma by repression of C-MYC 
activity. Cancer Cell. 2007; 11:407–420.

56. Morrish F, Giedt C, Hockenbery D. c-MYC apoptotic func-
tion is mediated by NRF-1 target genes. Genes Dev. 2003; 
17:240–255.

57. DeBerardinis RJ, Cheng T. Q’s next: the diverse func-
tions of glutamine in metabolism, cell biology and cancer. 
Oncogene. 2010; 29:313–324.

58. Dang CV, Le A, Gao P. MYC-induced cancer cell energy 
metabolism and therapeutic opportunities. Clin Cancer Res. 
2009; 15:6479–6483.

59. Galli R, Binda E, Orfanelli U, Cipelletti B, Gritti A, De 
Vitis S, Fiocco R, Foroni C, Dimeco F, Vescovi A. Isolation 
and characterization of tumorigenic, stem-like neural pre-
cursors from human glioblastoma. Cancer Res. 2004; 
64:7011–7021.

60. Lee J, Kotliarova S, Kotliarov Y, Li A, Su Q, Donin NM, 
Pastorino S, Purow BW, Christopher N, Zhang W, Park JK, 
Fine HA. Tumor stem cells derived from glioblastomas cul-
tured in bFGF and EGF more closely mirror the phenotype 
and genotype of primary tumors than do serum-cultured cell 
lines. Cancer Cell. 2006; 9:391–403.


