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Aging drives large systemic reduc-
tions in oxidative mitochondrial 

function, shifting the entire body met-
abolically toward aerobic glycolysis, 
a.k.a, the Warburg effect. Aging is also 
one of the most significant risk factors 
for the development of human cancers, 
including breast tumors. How are these 
two findings connected? One simplis-
tic idea is that cancer cells rebel against 
the aging process by increasing their 
capacity for oxidative mitochondrial 
metabolism (OXPHOS). Then, local 
and systemic aerobic glycolysis in the 
aging host would provide energy-rich 
mitochondrial fuels (such as L-lactate 
and ketones) to directly “fuel” tumor 
cell growth and metastasis. This would 
establish a type of parasite-host rela-
tionship or “two-compartment tumor 
metabolism,” with glycolytic/oxidative 
metabolic coupling. The cancer cells 
(“the seeds”) would flourish in this 
nutrient-rich microenvironment (“the 
soil”), which has been fertilized by host 
aging. In this scenario, cancer cells are 
only trying to save themselves from the 
consequences of aging by engineering a 
metabolic mutiny, through the amplifi-
cation of mitochondrial metabolism. We 
discuss the recent findings of Drs. Ron 
DePinho (MD Anderson) and Craig 
Thomspson (Sloan-Kettering) that are 
also consistent with this new hypoth-
esis, linking cancer progression with 
metabolic aging. Using data mining and 
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bioinformatics approaches, we also pro-
vide key evidence of a role for PGC1a/
NRF1 signaling in the pathogenesis of 
(1)  two-compartment tumor metabo-
lism and (2) mitochondrial biogenesis in 
human breast cancer cells.

Aging, Metabolic Decline  
and Cancer

During aging, oxidative stress and reac-
tive oxygen species (ROS) lead to accu-
mulated DNA damage and mitochondrial 
dysfunction.1-10 As a consequence, dra-
matic reductions in oxygen consumption 
occur, shifting the entire body toward 
glycolytic metabolism or aerobic glycoly-
sis11-13 (Fig.  1). This produces energy-
rich metabolites, such as L-lactate, as a 
by-product.14-16 In fact, high systemic 
and local L-lactate levels are considered 
as a hallmark of aging.14-16 As such, the 
morbidity and mortality associated with 
aging could be mediated, in part, by the 
metabolic collapse of oxidative mitochon-
drial metabolism. If organismal death is 
mediated by mitochondrial dysfunction 
and metabolic catastrophe, then organ-
ismal longevity or immortality could be 
achieved by mitochondrial rejuvenation or 
amplification. Interestingly, immortality 
is one of the hallmarks of cancer cells.

Remarkably, aging is also one of the 
single most important risk factors associ-
ated with cancer (See http://info.cancerre-
searchuk.org/cancerstats/incidence/age/). 
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would set up a two-compartment meta-
bolic system, in which the tumor stroma 
(aging host) is glycolytic and the cancer 
cells are oxidative (Figs. 2 and 3). In this 
two-compartment system, oxidative can-
cer cells and glycolytic host cells would be 
metabolically coupled in a type of host-
parasite relationship. Then, tumor cells 
would directly “feed” off the aging host 
microenvironment, much like an infec-
tious parasite.17-23

In fact, canine transmissible vene-
real tumor (CTVT) is an example of an 
infectious “parasitic” cancer cell that is 
metastatically transmitted from one host 
dog to another by allografting during 
copulation.24,25 Via molecular analysis 
of its nuclear genomic DNA, it has been 
estimated that this cancer cell originated 
> 10,000 years ago from a coyote or wolf-
like animal and is now serially passed from 
one dog to another as a “parasitic organ-
ism.”24 As such, this is the oldest known 
cancer cell line that has been continuously 
propagated.24

How did this cancer cell achieve 
immortality? The answer comes from 
analysis of its mitochondrial DNA 
(mtDNA), which shows that it is derived 
from the modern dog (Canis lupus famil-
iaris), its current host.26 Thus, CTVT 
cells “steal” host mtDNA, allowing for 
mitochondrial amplification and reju-
venation. Mechanistically, others have 
shown that mesenchymal stem cells 
(MSCs) and fibroblasts can also actively 
transfer intact mitochondria via nano-
tubes to epithelial cancer cells, allow-
ing for mitochondrial rejuvenation and 
reversal of aerobic glycolysis.27 This is 
known simply as mitochondrial trans-
fer.27 Similar results have also been now 
obtained using B16 melanoma cells and 
4T1 mammary cancer cells after implan-
tation in murine hosts, which obtain host 
mtDNA, most likely via a similar mecha-
nism.28 Thus, cancer cells can effectively 
steal host cell mitochondria and mtDNA 
to increase oxidative mitochondrial 
metabolism.

In accordance with the above observa-
tions, we have recently shown that epi-
thelial cancer cells behave as metabolic 
parasites, using a co-culture approach 
employing human fibroblasts and MCF7 
breast cancer cells29 (Fig. 3). In this 

by bolstering mitochondrial function. Is 
cancer simply a metabolic mutiny against 
aging?

Aging Promotes  
Two-Compartment Tumor  

Metabolism: Mechanistic and 
Therapeutic Implications

If cancer cells developed increased oxi-
dative mitochondrial function, then this 

Nearly 65% of cancers occur in patients 
≥ 65 years old, and more than a third are 
detected in patients that are ≥  75  years 
old. Is there a metabolic connection here? 
One testable hypothesis is that cancer cells 
attain a growth advantage in the aging 
host by increasing or amplifying their oxi-
dative capacity, through enhanced mito-
chondrial biogenesis (Fig. 2). While the 
entire body is undergoing metabolic col-
lapse, cancer cells try to save themselves 

Figure 1. Aging induces whole-body aerobic glycolysis. In humans, several independent physio-
logic studies have shown that oxygen consumption steadily declines with aging (red line), shifting 
the entire body toward glycolytic metabolism, even in the presence of oxygen. As a consequence, 
aging and mortality are associated with aerobic glycolysis, while longevity and immortality would 
be associated with oxidative mitochondrial metabolism. Thus, the successful maintenance of mito-
chondrial “health” may be a key determinant of the life and the death of an organism.

Figure 2. Power surge: Cancer cells rebel against metabolic aging. Metabolic aging is charac-
terized by a shift toward aerobic glycolysis. Thus, the whole body shows a decrease in oxygen 
consumption. In order to save themselves from aging-induced metabolic catastrophe, cancer 
cells could increase their capacity for oxidative mitochondrial metabolism (up arrow). This would 
set up two distinct metabolic compartments within a tumor: glycolytic and oxidative. Aerobic 
glycolysis in the tumor stroma (the host) could provide energy-rich nutrients (down arrow). Then, 
oxidative tumor cells could use these nutrients to fuel oxidative mitochondrial metabolism, gen-
erating a type of host-parasite relationship or metabolic coupling.
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Visualizing Two-Compartment  
Tumor Metabolism:  

Hyperactivation of Mitochondrial 
Metabolism in Cancer Cells

To test the hypothesis that the tumor 
stroma is glycolytic and that epithelial 
cancer cells are oxidative in vivo, we used 
an established method to detect func-
tional mitochondrial activity in frozen 
sections.72 This method has been suc-
cessfully used for the past 50 years to 
diagnose mitochondrial disease in clini-
cal muscle biopsies, as skeletal muscle is 
a mitochondria-rich organ system.72 It is 

the “seed and soil” hypothesis67-70 first 
proposed in 1889 by Dr. Stephen Paget 
(Fig.  5). In this hypothesis, cancer cells 
(the seeds) grow and propagate best in 
right mircroenvironment (the soil).68‑70 
In this context, the aging host would pro-
vide an exceptionally “fertile ground” for 
parasitic cancer cells with increased mito-
chondrial power via the production of 
host-derived mitochondrial fuels, such as 
L-lactate, ketones and glutamine as well as 
free fatty acids.23,71 Thus, aging-induced 
metabolic decline may be functionally fer-
tilizing the soil for cancer cell growth and 
metastasis.

co-culture system, we observed that a 
two-compartment metabolic system was 
established. Cancer cells first secreted 
hydrogen peroxide (H

2
O

2
) to induce 

oxidative stress in adjacent fibroblasts as 
a form of accelerated aging;30-32 at the 
same time, the cancer cells mounted an 
antioxidant defense by upregulating anti-
oxidant proteins, such as TIGAR and 
peroxiredoxins.29,33,34

Oxidative stress in the cancer-associ-
ated fibroblasts increased stromal ROS 
production, activating two major tran-
scription factors, namely, HIF1a and 
NFκB, which both function as master reg-
ulators of autophagy, mitophagy, aerobic 
glycolysis as well as inflammation.30,33-36

As a consequence, the stromal fibro-
blasts would produce high-energy 
nutrients (L-lactate, ketones and glu-
tamine).22,37-40 In turn, these nutrients 
stimulated mitochondrial biogenesis, 
OXPHOS and autophagy resistance in 
the epithelial cancer cells and protected 
the cancer cells against basal and chemo-
therapy-induced apoptosis.33,34,41-45 Thus, 
two-compartment tumor metabolism and 
mitochondrial “health” may be the basis 
of chemoresistance and therapy failure in 
cancer patients.23,46

Given that two-compartment tumor 
metabolism may be a clinical barrier to 
effective cancer treatments, normalizing 
energy balance (homeostasis) should cut 
off the fuel supply to cancer cell mito-
chondria (Fig. 4). Drugs such as NAC 
(N-acetyl-cysteine) and chloroquine will 
inhibit oxidative stress and autophagy in 
the tumor stroma, preventing the produc-
tion of high-energy mitochondrial fuels. 
Conversely, Metformin (a mitochondrial 
complex  I inhibitor)47 should prevent 
cancer cells from effectively using mito-
chondrial fuels by inhibiting OXPHOS 
in cancer cells, inducing the conventional 
Warburg effect in cancer cells.48-52 In fact, 
all three drugs have been shown to func-
tion as anticancer agents and also are asso-
ciated with increased lifespan in studies 
of longevity.53-66 So, a global whole-body 
approach to normalizing energy bal-
ance may prevent both aging and cancer, 
simultaneously.

This discussion of two-compartment 
tumor metabolism is also reminiscent of 

Figure 3. Understanding two-compartment tumor metabolism. In two-compartment tumor 
metabolism, the stroma and the tumor cells have opposite metabolic phenotypes, allowing for 
metabolic coupling. Thus, the tumor stroma (and the aging host) would be characterized by oxi-
dative stress, autophagy, mitophagy and aerobic glycolysis. In contrast, cancer cells would mount 
an antioxidant defense, become autophagy-resistant, increase mitochondrial biogenesis and 
undergo oxidative phosphorylation. Aging naturally induces oxidative stress. Oxidative stress, in 
turn, is sufficient to drive autophagy, mitophagy and aerobic glycolysis. Tumor cells can protect 
themselves against all of these catabolic processes by mounting an antioxidant defense by delet-
ing autophagy genes and/or by increasing their mitochondrial mass.
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of two-compartment tumor metabo-
lism.72 Epithelial cancer cell nests are 
heavily stained and are COX-positive. 
In striking contrast, the tumor stroma is 
COX-negative.72 These observations are 
consistent with the idea that epithelial 
cancer cells use oxidative mitochondrial 
metabolism, while the tumor stromal cells 
are largely glycolytic by comparison.72 
Importantly, normal adjacent epithelial 
cells show much less COX activity than 
cancer cells (Fig. 6, see inset). It appears 
that oxidative mitochondrial metabolism 
is selectively amplified or hyperactivated 
in cancer cells.72 Thus, cancer cells do 
indeed appear to successfully rebel against 
the metabolic decline observed during 
aging.

Virtually identical results were 
obtained with other mitochondrial stains 
that detect the functional activities of com-
plex I and II, highlighting the generality of 
these findings.72 Positive staining was also 
abolished using mitochondrial inhibitors, 
such as Metformin, a complex  I inhibi-
tor.72 Thus, inhibition of mitochondrial 
function may mechanistically explain why 
Metformin increases organismal longevity 
and prevents a host of different types of 
cancers in diabetic patients.

To independently validate these 
observations, we used a bioinformatics 
approach to re-analyze the transcriptional 
profiles of epithelial cancer cells and adja-
cent stromal cells that were separated by 
laser capture microdissection from n = 28 
human breast cancer patients.72 As shown 
in Figure 7, key components of mito-
chondrial complexes  I–V were all tran-
scriptionally upregulated in human breast 
cancer epithelial cells and, hence, down-
regulated in adjacent stromal cells. Other 
mitochondrial-associated genes involved 
in the TCA cycle and mitochondrial 
protein translation were also upregulated 
selectively in epithelial cancer cells.72 This 
transcriptional evidence independently 
supports our functional results from 
COX-activity staining.72

Overexpression of this epithelial-spe-
cific MITO/OXPHOS gene signature was 
observed in a majority of human breast 
cancer patients (> 2,000 examined, with 
a p-value  <  10-20) and was specifically 
associated with metastasis, especially in 
ER-negative breast cancer patients.72

respiratory enzyme,” now known as 
complex IV (www.nobelprize.org/
nobel_prizes/medicine/laureates/1931/
warburg-bio.html).

Figure 6 shows that COX stain-
ing of human breast cancer frozen sec-
tions allows the direction visualization 

known as COX (cytochrome C oxidase)-
staining and detects the functional activ-
ity of mitochondrial complex IV, one 
of the last steps in oxidative mitochon-
drial metabolism (OXPHOS). In fact, in 
1931, Dr. Otto Warburg won the Nobel 
prize for the discovery of the “Warburg 

Figure 4. Restoring energy balance: Preventing two-compartment tumor metabolism. In the 
tumor stroma (and the aging host), oxidative stress activates two major transcription factors, 
namely, HIF1α and NFκB. Both are positive regulators of autophagy, mitophagy and aerobic gly-
colysis as well as the inflammatory response. In contrast, cancer cells could increase mitochondrial 
biogenesis via the activation of key transcription factors, such as PGC1a and NRF1. Thus, targeted 
therapies should reduce oxidative stress (NAC, N-acetyl-cysteine) or autophagy (chloroquine) in 
the tumor stroma (aging host). In contrast, tumor cell mitochondria could be targeted with mito-
chondrial inhibitors, such as Metformin. Both approaches would shut-down two-compartment 
tumor metabolism by normalizing metabolism or restoring homeostasis/energy balance.

Figure 5. The seed and soil hypothesis and the aging host. In the seed and soil hypothesis, first 
proposed by Stephen Paget in 1889, cancer cells (“the seeds”) grow best in the most fertile tumor 
microenvironment (“the soil”). In this context, oxidative cancer cells would grow best surrounded 
by glycolytic host cells, which would provide a metabolic engine for tumor growth and metasta-
sis. Such parasitic metabolic coupling would be consistent with the seed and soil hypothesis.
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Data Mining and Bioinformatics 
Analysis of PGC1a/NRF1- 

Signaling in Human Breast  
Cancers: Association  

with Metastasis, Recurrence  
and Poor Overall Survival

Here, to determine if PGC1a and NRF1 
(nuclear respiratory factor 1) activity is 
upregulated in human breast cancers, we 
performed a bioinformatics analysis using 
existing published data sets. For this pur-
pose, we re-interrogated a set of n  =  28 
human breast cancer patient samples83 in 
which the tumor stroma and epithelial can-
cer cells were physically separated by laser 

recent study directly showed that targeted 
deletion of PGC1a in mice prevents car-
cinogen-induced epithelial tumorigenesis 
in the liver and the colon.78 Conversely, 
overexpression of PGC1a in cancer cells 
dramatically increases tumor growth in 
murine animal models.78 Similarly, silenc-
ing of PGC1a also suppresses the growth 
of AR-expressing prostate cancer cells.79 In 
addition, the PGC1a pathway and mito-
chondrial biogenesis appear to be upregu-
lated or activated in endometrial cancers.80 
In accordance with an overall dependence 
of cancer cells on mitochondrial biogen-
esis, inhibition of mitochondrial transla-
tion blocks tumor growth.81,82

A New Theory for Aging that  
Connects Telomerase with  

Mitochondrial Function

Recently, Dr. Ron DePinho 
(MD Anderson/Dana Farber) proposed a 
new theory for aging based on his experi-
ments with telomerase-deficient mice73-76 
(Fig. 8). More specifically, his laboratory 
showed that telomerase-deficient mice 
show signs of accelerated aging and met-
abolic dysfunction with a loss of mito-
chondrial activity.73 He proposed that a 
loss of telomerase activity during aging 
induces activation of p53, which decreases 
the expression and/or activity of certain 
key target genes, such as PGC1a/b.73 
Importantly, PGC1a/b functions as a 
major positive transcriptional regulator of 
mitochondrial genes, in part through the 
activation of another downstream target, 
namely NRF1 (nuclear respiratory fac-
tor 1). Thus, a loss of PGC1a/b results 
in decreased mitochondrial function and 
reduced OXPHOS and mitochondrial 
stress.73 In further support of this hypoth-
esis, genetic ablation of p53 functionally 
reverted this accelerated aging pheno-
type, restoring normal mitochondrial 
function.73

Although DePinho’s group did not 
specifically explore the role of this pos-
sible mechanism in cancer cells, it is rela-
tively straightforward to postulate that 
just the opposite signaling pathway may 
be operating in tumor cells. As such, 
increased telomerase function and the 
deletion of p53, which is thought to occur 
in a majority of human cancer cell types, 
would be predicted to increase PGC1a/b 
activity and boost mitochondrial func-
tion (Fig. 8). This would provide another 
possible mechanism by which cancer cells 
could rebel against or escape from meta-
bolic aging and increase their oxidative 
mitochondrial power, avoiding metabolic 
decline.

Is there any experimental evidence to 
support this hypothesis? For example, 
consistent with this hypothesis, Craig 
Thomspon and colleagues (Sloan-
Kettering/UPENN) have shown that 
Metformin, a mitochondrial poison, is 
most beneficial in the treatment of p53(‑/-) 
tumor cell xenografts, as compared with 
p53(+/+) cancer cells.77 Furthermore, a 

Figure 6. Visualizing two-compartment tumor metabolism with mitochondrial activity 
staining. Frozen sections from human breast cancers were subjected to COX staining (brown 
color), which functionally detects mitochondrial activity. Note that epithelial cancer cell nests 
are COX-positive and, thus, are oxidative. In contrast, the tumor stroma is COX-negative and, 
hence, glycolytic. Inset, “normal” adjacent epithelial cells (red arrow) show substantially less 
COX activity as compared with epithelial cancer cells. Reproduced and modified with permis-
sion from reference 72.
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tumor metabolism and (2) mitochondrial 
biogenesis in human breast cancer cells.

To further validate the idea that NRF1 
expression is selectively upregulated in 
human breast cancer cells relative to 
adjacent stromal tissue, we performed 
immunostaining with antibodies directed 
against NRF1. Figures 14 and 15 directly 
show that NRF1 protein expression is 
largely confined to epithelial cancer cell 
nests and preferentially excluded from 
adjacent stromal cells, as predicted based 
on our informatics analysis.

Summary and Conclusions

In summary, we propose that cancer cells 
arise as a metabolic rebellion against host 
aging. In the quest for immortality, cancer 
cells hyperactivate or amplify oxidative 
mitochondrial metabolism to escape from 
aging-induced metabolic decline (aerobic 
glycolysis). This sets up two-compartment 
tumor metabolism, where cancer cells are 
oxidative and the tumor stroma (the aging 
host) is glycolytic, resulting in a “para-
sitic” form of energy transfer. Activation 
of oxidative mitochondrial metabolism 
in epithelial cancer cells may occur by 
various mechanism(s) but likely involves 
increased mitochondrial biogenesis via 
PGC1/NRF1 signaling. Thus, we should 
clinically target two-compartment tumor 
metabolism and cancer cell mitochondria 
to prevent and treat human cancers. The 
drugs that would be developed may also 
have beneficial side effects, as they should 
also function as anti-aging therapies and 
increase organismal longevity.
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tumors (> 2,000 cases examined) relative 
to normal healthy breast tissue (102 con-
trols). Similarly, significant associations 
were obtained with tumor tissue from both 
ER-positive (> 1,600 cases examined) and 
ER-negative (nearly 500 cases examined) 
breast cancer patients. As such, upregula-
tion of PGC1/NRF1 signaling may be a 
common feature of human breast cancers.

By employing the transcriptional sig-
nature for NRF1 target genes, we also 
performed survival analysis using existing 
transcriptional profiling data and acces-
sible outcome data from human breast 
cancer patients. Figures 11–13 show that 
that when NRF1 target genes are tran-
scriptionally upregulated in human breast 
cancers, there is a specific association with 
metastasis, recurrence and poor overall 
survival, especially in ER+/Luminal A 
breast cancer patients.

Thus, this informatics analysis pro-
vides suggestive evidence of an impor-
tant role for PGC1/NRF1 signaling in 
the pathogenesis of (1) two-compartment 

capture microdissection (LSCM). The 
transcriptional profiles of these two cel-
lular compartments (epithelia vs. stroma) 
were used to generate a list of genes that 
were specifically upregulated in epithe-
lial cancer cells, relative to adjacent stro-
mal tissue (2,901 transcripts upregulated 
≥ 2-fold; p < 0.05). Then, this breast can-
cer gene set was intersected with the corre-
sponding gene sets for PGC1a and NRF1 
target genes, obtained from the Molecular 
Signatures Database (MSigDB).

Figure 9 shows two sets of Venn dia-
grams that summarize the results of this 
data-mining analysis. Note that both 
PGC1a and NRF1 target genes are both 
upregulated specifically in human breast 
cancer epithelial cells relative to adja-
cent stromal cells, with p-values between 
1 x 10-10 and 10-21. Gene lists containing 
these intersecting gene sets are included as 
Tables S1 and S2.

Importantly, Figure 10 shows that 
the signatures for PGC1a and NRF1 are 
also clearly upregulated in human breast 

Figure 7. Mitochondrial genes are selectively upregulated in human breast cancer epithelial cells. 
Using a bio-informatics approach, we re-analyzed the transcriptional profiles of epithelial cancer 
cells and adjacent stromal tissue, which were separated by laser-capture microdissection (from 
n = 28 human breast cancer patients). Note that mitochondrial genes encoding subunits of com-
plexes I–V, which perform oxidative phosphorylation are upregulated > 4-fold in epithelial cancer 
cells as compared with adjacent stromal tissue. Only transcripts showing a > 4-fold increase were 
selected for the analysis, so this probably underestimates the overall increase in mitochondrial 
OXPHOS capacity.72
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Figure 9. Venn diagrams supporting a role 
for PGC1/NRF signaling in human breast 
cancers. To determine if PGC1a/NRF1 activity 
is upregulated in human breast cancers, we 
performed a bioinformatics analysis. Briefly, 
we re-interrogated a set of n = 28 human 
breast cancer patient samples83 in which the 
tumor stroma and epithelial cancer cells were 
separated by laser-capture microdissection. 
The transcriptional profiles of these two cellu-
lar compartments (epithelia vs. stroma) were 
used to generate a list of genes that were 
upregulated in epithelial cancer cells, relative 
to adjacent stromal tissue (2,901 transcripts 
upregulated > 2-fold; p < 0.05). Then, this 
breast cancer gene set was intersected with 
the corresponding gene sets for PGC1a and 
NRF1 target genes obtained from the MSigDB 
(MOOTHA_PGC and RCGCANGCGY_V$NRF1_
Q6). See also the following web links: www.
broadinstitute.org/gsea/msigdb/cards/PGC.
html and www.broadinstitute.org/gsea/msig-
db/cards/RCGCANGCGY_V$NRF1_Q6.html

Figure 8. Aging connects telomerase with mitochondrial function. Dr. Ron DePinho’s labora-
tory showed that telomerase-deficient mice show signs of accelerated aging and metabolic 
dysfunction, with a loss of mitochondrial activity. He proposed that a loss of telomerase activity 
during aging induces activation of p53, which decreases the expression and/or activity of certain 
target genes, such as PGC1a/b. PGC1a/b functions as a major positive transcriptional regulator of 
nucleus-encoded mitochondrial genes. Thus, a loss of PGC1a/b results in decreased mitochondrial 
function and reduced OXPHOS and mitochondrial stress. Conversely, we speculate here that in-
creased telomerase function and the deletion of p53, which occurs in a majority of human cancer 
cell types, would be predicted to increase PGC1a/b activity and boost mitochondrial function. 
This could drive the onset of two-compartment tumor metabolism.
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Figure 14. NRF1, a positive regulator of mitochondrial biogenesis, is preferentially expressed in 
human epithelial cancer cells in breast cancer patients. Paraffin-embedded sections of human 
breast cancer samples were immunostained with antibodies directed against NRF1 (sc-33772; 
Santa Cruz Biotech, Inc.). Slides were then counter-stained with hematoxylin (blue color). Note 
that NRF1 (brown color) is highly expressed in the epithelial compartment of human breast 
cancers. Two representative images are shown. Original magnification, 40x and 60x, as indicated. 
Immunostaining was performed essentially as previously described in references 72 and 85.

Figure 15. NRF1 is highly expressed in epithelial cancer cell nests, in breast cancer patients. Fresh 
frozen sections of human breast cancer samples were immunostained with antibodies directed 
against NRF1 (sc-33772; Santa Cruz Biotech, Inc.). Slides were then counter-stained with hema-
toxylin (blue color). NRF1 (brown color) is highly expressed in the epithelial compartment of 
human breast cancers, relative to adjacent stromal cells. Three representative images are shown. 
Original magnification, 20x, 40x and 60x, as indicated. Immunostaining was performed essentially 
as previously described in references 72 and 85.


