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ABSTRACT

Glucose is considered the primary energy source for all cells, and some cancers
are addicted to glucose. Here, we investigated the functional consequences of chronic
glucose deprivation in serous ovarian cancer cells. We found that cells resistant to
glucose starvation (glucose-restricted cells) demonstrated increased metabolic plasticity
that was dependent on NNMT (Nicotinamide N-methyltransferase) expression. We
further show that ZEB1 induced NNMT, rendered cells resistant to glucose deprivation
and recapitulated metabolic adaptations and mesenchymal gene expression observed
in glucose-restricted cells. NNMT depletion reversed metabolic plasticity in glucose-
restricted cells and prevented de novo formation of glucose-restricted colonies. In
addition to its role in glucose independence, we found that NNMT was required for other
ZEB1-induced phenotypes, such as increased migration. NNMT protein levels were also
elevated in metastatic and recurrent tumors compared to matched primary carcinomas,
while normal ovary and fallopian tube tissue had no detectable NNMT expression. Our
studies define a novel ZEB1/NNMT signaling axis, which elicits mesenchymal gene
expression, as well as phenotypic and metabolic plasticity in ovarian cancer cells upon
chronic glucose starvation. Understanding the causes of cancer cell plasticity is crucial
for the development of therapeutic strategies to counter intratumoral heterogeneity,
acquired drug resistance and recurrence in high-grade serous ovarian cancer (HGSC).

INTRODUCTION

are “PET”-negative tumors, suggesting that some cancers
have a low glucose uptake [8]. These tumors could be less

Cellular energy metabolism is one of the first
processes altered during neoplastic transformation and
its deregulation is one of the emerging hallmarks of
cancer [1, 2]. Rapidly proliferating cancer cells increase
glucose uptake and undergo aerobic glycolysis (“Warburg
effect” [1, 3, 4]) in order to meet their increased metabolic
demands for the biosynthesis of nucleolipids, lipids, amino
acids and NADPH [5]. This phenomenon can be visualized
by positron emission tomography (PET), which utilizes
glucose analogs as reporters [6]. PET imaging is currently
an indispensable tool in diagnostic oncology for monitoring
neoplastic transformation in patients [7]. Interestingly, there

dependent on glycolysis (i.e. have a low glycolytic activity),
too small for detection, or unable to access the glucose
supply as a result of a poorly developed vasculature [8, 9].
Indeed, the intratumoral glucose concentrations in some
solid tumors, such as breast, colon and prostate cancers,
appear to be lower than in normal cells of the same tissue
sites [10]. Also, there are profound inter- and intratumoral
differences in the tumor vasculature [11-13] and poorly
vascularized regions of the tumor may have restricted
glucose access, causing a heterogeneous intratumoral
glucose distribution. This is partly due to the limited
distance to which oxygen and nutrients can diffuse from
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tumor blood vessels [14]. Cells residing in close proximity
to blood vessels are highly oxygenated and well-nourished
(glucose levels >>2.5 mM), while those residing farther
away are hypoxic and have low glucose levels (< 2.5 mM)
[14]. Furthermore, a study of invasive ovarian carcinomas
showed that tumor cell-lined vasculature was present only
in 30% of tumors (23 out of 77 patients) [15], suggesting
that up to two thirds of all ovarian cancers may have
regions with underdeveloped vasculature. In addition, the
use of anti-angiogenic agents, such as bevacizumab, which
was recently FDA-approved for recurrent high-grade serous
ovarian cancer (HGSC), impairs tumor vasculature [16-21].
Since the main role of bevacizumab is to deprive the tumor
of its blood supply in order to induce cancer cell starvation
and apoptosis, bevacizumab-treated cancers are exposed
to nutritional stress, such as glucose deprivation. Taken
together, these data suggest that some regions of advanced
solid tumors, including HGSC, are deprived of glucose.
Cancers forced to adapt to a nutrient-deprived environment
may select for highly metabolically plastic cells or rewire
their metabolism in order to survive. Thus, it is crucial to
understand the consequences of adaptation to nutritional
stress as they may substantially influence ovarian cancer
phenotype during cancer expansion or following anti-
angiogenic therapy. A better understanding of metabolic
events influencing tumor behavior may inform the design
and outcome of novel treatment strategies. To date, a study
on phenotypic consequences of chronic glucose withdrawal
on ovarian cancer cells has not been performed.

Previous studies have focused on the effects of
acute glucose deprivation on signaling pathways that
govern cellular survival or death upon glucose withdrawal
[22—-24]. Short-term glucose starvation in ovarian cancer
cells was shown to upregulate SLC241 and G6PD mRNA
and protein levels [25]. SLC2A1 (GLUT1) is a constitutive,
high affinity glucose transporter with additional substrate
specificity for transporting various pentoses and hexoses
[26, 27]. G6PD (Glucose-6-phosphate dehydrogenase) is
a rate-limiting enzyme of the Pentose Phosphate Pathway
(PPP), whose main function is to generate reducing agents
(NADPH) and pentose phosphates for nucleic acids and
lipid synthesis [28—30]. Pasto et al. also showed that glucose
deprivation enriched for CD44" CD117" ovarian cancer
cells with cancer stem cell (CSC)-like characteristics,
which exhibit higher oxidative phosphorylation
(OXPHOS), elevated reactive oxygen species (ROS) levels
and PPP activity [25]. However, little is known about the
phenotypic consequences of chronic glucose deprivation in
cells that survive the initial shock of glucose withdrawal.
Here, we sought to uncover the genetic, transcriptional
and metabolic adaptations in serous epithelial ovarian
cancer cells in response to chronic glucose starvation.
We found that resistance to glucose deprivation correlates
with increased expression of specific metabolic genes that
include G6PD, SLC2A1, as well as NNMT (Nicotinamide
N-methyltransferase), the function of which in this context

was previously unknown. Our studies reveal that NNMT
is required for glucose independence and enables glucose-
deprived cells to utilize a number of alternative substrates
as energy sources in the absence of sufficient glucose
levels. We further show that NNMT is induced as part of
a ZEB1-mediated mesenchymal gene expression program,
which determines the metabolic and phenotypic plasticity
in glucose-restricted cells. While ZEB1 is a known inducer
of epithelial-to-mesenchymal transition (EMT), we find
that EMT is not required for glucose independence. Rather,
our data suggest that NNMT requirement in glucose-
restricted cells selects for ZEB1 expression, which may in
turn result in partial or full EMT and thus enhance cancer
cell plasticity. Therefore, nutritional stress may contribute
to intratumoral heterogeneity, a hallmark feature of HGSC
that is considered to play a role in its high rate of recurrence
and poor overall survival [31-35].

RESULTS

Glucose deprivation induces NNMT expression

In order to assess the impact of glucose deprivation
in epithelial ovarian cancer cell lines, we serially cultured
OVCAR3 cells in DMEM without added glucose. Due
to trace amounts of glucose in fetal bovine serum (FBS),
cells cultured in glucose-free DMEM with 10% FBS are
exposed to extremely low levels of glucose (~0.125 g/l =
0.69 mM), similar to glucose levels observed in hypoxic
and necrotic regions of solid cancers (< 2.5 mM) [14]
(Figure 1A). Control cells were continuously passaged
in regular DMEM containing 4.5 g/l glucose (25 mM,
hereafter referred to as high glucose levels). After eight
months, three independently derived glucose-restricted
populations of cells (OVCAR3 Gluc-1-3 sublines) were
compared to control cells in the presence of high and
low glucose levels. In regular seeding density conditions
in high glucose DMEM, glucose-restricted OVCAR3
sublines proliferated at similar rates as control cells;
however, proliferation of control cells was drastically
diminished in low glucose conditions, in which glucose-
restricted cells were not affected (Figure 1B). During
prolonged (18 d) culturing in low density conditions,
glucose-restricted OVCAR3 sublines maintained their
capacity to proliferate and form viable colonies, whereas
viability of control cells was drastically impaired.
Specifically, the number of viable Gluc-3 cells was
virtually indistinguishable between high and low glucose
conditions, while the number of viable control cells
was reduced at least two-fold in low glucose DMEM
(Figure 1C). This more stringent assay also revealed
phenotypic differences between the three sublines,
where the OVCAR3 Gluc-1 subline had an intermediate
phenotype between glucose deprivation-sensitive control
OVCARS3 cells and fully adapted to glucose withdrawal
OVCAR3 Gluc-3 cells (Figure 1C).
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To determine genome-wide transcriptional changes
underlying glucose independence in OVCAR3 cells,
we performed RNA sequencing (RNAseq) on glucose-
restricted cells (OVCAR3 Gluc-2 and Gluc-3) and control
OVCARS3 cells (Supplementary Table 1). We have found
613 genes differentially expressed between both Gluc-2
and Gluc-3 sublines and control cells, out of which
243 genes were upregulated and 370 downregulated.
Expression of those genes was altered at least two-fold
in both sublines (P < 0.05, ¢ < 0.2). We have identified
Nicotinamide N-methyltransferase, NNMT, as the most
upregulated gene in glucose-restricted OVCAR3 cells
(> 140-fold increase in both Gluc-2 and Gluc-3 in two
biological replicates, P = 0.002 for Gluc-2; P = 0.0004
for Gluc-3, Supplementary Table 1, Figure 1D). RNA
and protein levels of NNMT correlated with the extent
of adaptation to glucose deprivation, with no detectable
NNMT expression in control OVCAR3, mild induction
in OVCAR3 Gluc-1, and highest NNMT expression in
OVCAR3 Gluc-2 and Gluc-3 sublines (Figure 1D). This
expression pattern was confirmed by immunofluorescence
(IF), which detected robust NNMT protein staining in
OVCAR3 Gluc-2 and Gluc-3 cells but not in control
OVCAR3 (Figure 1E). Staining intensity varied
considerably between individual glucose-restricted cells.
Since OVCAR3 Gluc-2 and Gluc-3 sublines demonstrated
the best adaptation to glucose starvation, we prioritized
Gluc-2 and Gluc-3 cells for further genomic and metabolic
profiling. Using array-based Comparative Genomic
Hybridization (aCGH) we found genomic copy number
gain of NNMT in both OVCAR3 Gluc-2 and Gluc-3 cells
compared to control (Figure 1F). Additionally, several
other genomic regions showed copy number alterations in
glucose-restricted cells, including the chromosomal region
harboring G6PD gene (Figure 1F and Supplementary
Table 2). In line with a published study on ovarian cancer
stem cells that are more resistant to glucose deprivation
[25], glucose-restricted OVCARS3 cells induced G6PD
and SLC2A1 expression at the transcriptional level
(Supplementary Table 1 and Supplementary Figure 1A). In
summary, we identified robust upregulation of the methyl
transferase gene, NNMT, in glucose-restricted ovarian
cancer cells, along with upregulation of genes that were
previously described in the context of glucose starvation,
such as G6PD and SLC2A1.

Glucose-restricted OVCARS cells acquire
distinct metabolic adaptations

To determine if glucose-restricted ovarian cancer
cell lines rewire their metabolic pathways in order
to compensate for the lack of glucose, we analyzed
their ability to utilize alternative metabolites as energy
sources in the absence of glucose. For this purpose, we
used Biolog Phenotype Microarrays, in which wells are
individually coated with different carbon and nitrogen

substrates that can potentially serve as energy sources
in low glucose levels (Figure 1G). Compared to control
OVCAR3 cells, the OVCAR3 Gluc-2 and Gluc-3 sublines
acquired distinct patterns of substrate utilization, with
the most striking differences seen in their utilization
of various sugars and methylated substrates, and with
reduced utilization of many amino acids (Figure 1G). We
prioritized substrates, which utilization was statistically
significant between glucose-restricted cells (OVCAR3
Gluc-2 and Gluc-3) and control cells (Figure IG,
asterisks). We observed that in low glucose conditions,
OVCAR3 Gluc-2 and Gluc-3 cells utilized other sugars,
such as D-fructose, D-arabinose, mannan, maltotriose and
dextrin more efficiently than control cells (Figure 1G),
which may be a result of elevated SLC241 expression
(Supplementary Table 1 and Supplementary Figure 1A).
In addition, glucose-restricted cells also utilized adenosine
and D, L- lactic acid at significantly higher rates, both of
which were previously shown to feed metabolism via
gluconeogenesis or glycolysis [36, 37]. These results
suggest that glucose-restricted OVCAR3 sublines can
utilize other carbon sources to bypass the need for glucose.

In addition, D-glucose-6-phosphate, which is a
G6PD substrate, was utilized at much higher levels in
glucose-restricted OVCAR3 sublines compared to control
cells (on average > 20-fold, P = 0.055) (Figure 1G). Along
with upregulated G6PD expression, this result suggests
that glucose-independent cells elevate Pentose Phosphate
Pathway (PPP) activity, as previously described in glucose
deprivation-resistant ovarian cancer stem cells [25]. In
line with this study, we observed that glucose-restricted
OVCAR3 Gluc-2 and Gluc-3 sublines had increased
expression of ovarian cancer stem cell markers, such as
CD44 and CD117 [35], as well as decreased expression
of CA125 (MUCI16) [38], an ovarian cancer marker
negatively correlated with stemness (Supplementary
Table 1 and Supplementary Figure 1B).

Biolog Microarrays also showed that OVCAR3
Gluc sublines utilized more ketone bodies (acetoacetic
acid and D, L-B-hydroxy-butyric acid; all P < 0.05) than
control cells, suggesting that glucose-restricted sublines
may rely more on ketosis, the process in which ketone
bodies are used as a metabolic fuel. Interestingly, in
contrast to control cells, glucose-restricted OVCAR3
cells utilized methylated compounds, such as a-methyl-
D-galactoside, a-methyl-D-glucoside and mono-methyl
succinate. Considering the role of NNMT in methylation
reactions, the use of these methylated substrates may be a
specific adaptation of glucose-restricted cells that may be
linked to NNMT expression.

NNMT and G6PD expression correlates with
tolerance to glucose deprivation

In order to determine if elevated NNMT expression
is a general phenomenon associated with glucose

www.impactjournals.com/oncotarget

26202

Oncotarget



A

Low glucose

8 months
media ‘

* Transcriptomic profiling
* Genomic profiling
* Metabolic profiling

C

I High glucose
Il Low glucose

Proliferation W

—_

Fold Change
o h O ®O

High glucose 1

0.
8.

6

4

2]
0

Low glucose

o

1

2 3 4 5
Days —

-8 Control

- Gluct

0 1 2

—— Gluc2
- Gluc3

G Relative Abs
| |

o -
o O -~ O

Viability Fold Change

GENE

CHROMOSOME

POSITION

OVCARS3 parental

OVCARS3 Gluc-2

OVCARS3 Gluc-3

Control Gluc1 GIch Gluc3

High

NNMT

11

114257787-
114313285

1

N
N

Low

LOXL2

23297189-
23404240

O

w

o

o
)

TAGLN

117199394-
117204782

*%

200 -

MMP2

55513080-
55540586

|

‘h:
h:
_:
—
—

MRNA expression
o fold change

I—
C
O
o
u
r

TGFB11

31472059-
31477958

-
L
™

o
=)
O

Control
Control =
Gluc1
Gluc1
Gluc2 ™
Gluc3 x

PMP22

15229777-
15262589

NNMT
BActin

I
i
|
\

|
l
!
l
|
l
1
1

COL4A1

110801309-
110959496

E

G6PD

154531391-
154547254

Gluc2 Gluc3

Control

6

lycog
a-keto-bu%),’ic aci
L-soleuci

32
LT

hydroxy-L-Prolin
roxy-L-Proline
yeroxy L-leucine
Lhomgser ne
D-serine
L-threonine
L-me| |or] ine
~valine

P
?‘m;amlc acld
enylalanine
elhanolamlne
L-histidine

a-methyl- Dmannoslde
meso !anan%acnd

entiobiose
n-acetyl-| Dgﬂmosanﬁne

g j?'t:eml
icrose
a tllol
a-methyl-| D Iucoslde

alic aci

uco:
n- acelylﬂeuramlnlc acld

b me%“Y%m’,‘/Y*’“

nc acld

m

3-0-meth{l ngégs:
tncarba\|y?c aqd
propy|ene col

hlga al%nése

sedo eptul?]?l?or]

n-aceil e
Iucoslde

utanone
J-malic amd

methyl-D
:i—hydro '

UCo:
ahydroxsbul‘y?ncn%cjg

AR
o] amln %utync aclg
a- meth alactoside
b-methyl-| D a\adoslde

L-aj no

UCO!
D-aral |nose

adonitol

D-trehalose

D-salicin

-turanose

DL~ aglycerolphogphate

hexanou: aclg
annan
L ormlhlne

L- alan%\a |ge

D-glucosamlmc acld
litol

chendrom{\ -6- suﬁa

taric aci

Dﬁ\l}mose g-phospha

D-ffuctose-6-phosphal

acetoacetic a

D-glucose-e-phosph
C

~<
29
eratoeoter

c

alanin
D,L-b- hydro;g-bugyr“g gg:

mono- methy

adenosine
e

DL ?achc acid
a-D-glucose

D-mannose
dextrin
maltotriose

3 4 5

©
—
-——
c
o
)

Gluc2
Gluc3

I
—

dl

**

* kN F

EXE N R N

www.impactjournals.com/oncotarget

26203

Oncotarget



Figure 1: Glucose deprivation induces NNMT expression in OVCARS3 cells. (A) Study layout depicting the generation and
characterization of glucose-restricted sublines derived from OVCAR3 cell line. (B) Glucose-restricted OVCAR3 sublines sustain high
proliferative capacity in low glucose levels in normal seeding density conditions, whereas proliferation of control cells is diminished.
Differences in total cell number (measured by a luminometric viability assay) were evaluated on day 5 and marked with asterisks if statistically
significant. (C) Glucose-restricted OVCAR3 sublines show increased viability in low glucose conditions compared to control cells. Cells
were seeded at low density and allowed to expand for 18 d in DMEM with low glucose (black bars) or high glucose (blue bars) before they
were stained with crystal violet. The bar graph presents relative viability of each individual subline after 18 d. Pictures below the graph show
general difference in the appearance of the colonies. Scale bar: 5 mm. (D) NNMT RNA and protein levels are elevated in glucose-restricted
OVCARS3 sublines (Gluc) and remain high even after 7 d culture in high glucose DMEM (H). Exposure of control cells to short-term (2 d)
culture in DMEM with low glucose (L) levels did not induce NNMT expression. All cells were cultured in normal-seeding density conditions.
(E) NNMT immunofluorescence shows increased number of NNMT-expressing cells in glucose-restricted OVCAR3 sublines (Gluc-2 and
Gluc-3) and no detectable NNMT staining in the control. Scale bar: 50 um. (F) Microarray-based CGH analysis of glucose-restricted
OVCARS3 sublines reveals genomic gains in chromosomal regions harboring mesenchymal (LOXL2, TAGLN, MMP2, COL4Al, TGFBI1II)
and metabolic genes (NNMT, G6PD). Copy number values are as follows: 0: loss, 1: deletion, 2: two copies (diploid), 3: three copies, 4: 4+
copies (amplification). (G) Biolog Microarray results show that glucose-restricted OVCAR3 sublines in the absence of glucose efficiently
utilize additional energy sources in contrast to the control cells. The heatmap illustrates relative substrate utilization, which is defined by an
absorbance value normalized by deducting the negative control absorbance (uncoated well) from the absorbance value of a well coated with
a given substrate, and dividing it by the average of positive control (wells coated with a-D-glucose). Substrates differentially utilized and
showing statistical significance (P < 0.05) in both Gluc-2 and Guc-3 are marked with asterisks. For all figure panels, statistical calculations

were performed using a two-tailed Student’s #-test (* 0.001 < P <0.05; **P < 0.001). All cells were harvested at < 80% confluency.

deprivation, we next analyzed glucose-restricted cells
generated from two additional epithelial ovarian cancer
cells lines, OVCAR4 and OAW28, both of which are
considered faithful representatives of HGSC [39].
Similarly to OVCAR3 Gluc cells, OVCAR4 and OAW28
Gluc sublines were unperturbed in low glucose conditions
unlike their control cells (Figure 2A). We observed that
NNMT expression was consistently elevated in all glucose-
restricted OAW28 and OVCAR4 cells. In contrast,
expression of SLC241 and G6PD was increased in
glucose-restricted OAW28 cells but not in OVCAR4 cells
(Supplementary Figure 1A), suggesting that adaptation of
OVCARA4 cells to glucose withdrawal did not depend on
the upregulation of those targets. This could be explained
by the higher baseline expression level of those targets
in parental OVCAR4 cells, which in turn could mediate
greater intrinsic adaptability of this cell line to glucose
deprivation. Indeed, the comparison of parental OVCAR3,
OAW28 and OVCAR4 cells in low density seeding
conditions revealed that OVCAR4 cells had the highest
level of adaptation to glucose deprivation. Following low
density seeding in low glucose, the relative viability of
OVCARA4 cells after 18d was the highest among the three
cell lines and significantly higher than relative viability of
OVCAR3 or OAW28 cells (Figure 2B). This correlated
with higher RNA expression of NNMT and G6PD in
OVCAR4 cells compared to the two other cell lines
(Figure 2C). Contrary, SLC2A1 expression was highest in
OAW28 cells (Figure 2C) and correlated with the most
efficient utilization of sugars such as dextrin, D-fructose
and maltotriose in this cell line (Figure 2D). However,
utilization of methylated substrates, such as a-methyl-
D-galactoside, a-methyl-D-glucoside and mono-methyl
succinate, was only observed in OVCAR4 cells with high
endogenous expression of NNMT. Thus, comparison of
endogenous NNMT expression with the level of adaptation
to glucose deprivation in parental cell lines supports the

hypothesis that NNMT increases metabolic plasticity
of ovarian cancer cells by allowing them to efficiently
utilize alternative energy substrates, such as methylated
carbohydrates. We next proceeded to test this hypothesis
directly by depleting NNMT in glucose-restricted cells.

NNMT knockdown reverses glucose
independence

To test if NNMT is required for the metabolic
adaptations in glucose-restricted cells, we used shRNA
delivered via lentivirus to deplete NNMT in the glucose-
restricted sublines OVCAR3 Gluc-2 and Gluc-3
(Figure 3A). We tested three individual shRNAs targeting
NNMT and chose two (shNNMT-1 and shNNMT-3)
and a non-targeting control shRNA (shCtrl) for further
experiments. Depletion of NNMT reversed proliferative
capacity of OVCAR3 Gluc-2 and Gluc-3 sublines but had
no effect on the proliferation of control OVCAR3 cells over
the 5-day long culture in low glucose DMEM at normal
seeding density conditions (Figure 3B). NNMT depletion
also reduced viability of glucose-restricted cells seeded
at low-density in low glucose conditions (Figure 3C).
Interestingly, viability of control OVCAR3 shNNMT cells
was also reduced compared to control OVCAR3 shCtrl
cells (Figure 3C) after long term culture (5 weeks) in low
glucose conditions, suggesting that suppressing NNMT
induction during prolonged glucose deprivation prevents
adaptation to low glucose conditions. In order to assess
if the reversal of glucose independence is accompanied
by changes in the utilization of alternative substrates, we
subjected NNMT-depleted OVCAR3 Gluc-2 and Gluc-3
cells to Biolog Phenotype Microarray analysis (Figure 3D).
Here we found that utilization of methylated carbohydrates,
such as a-methyl-D-galactoside and its isoform, B-methyl-
D-galactoside, was significantly decreased in shNNMT
cells compared to shCtrl (Figure 3E). Together with our
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Figure 2: NNMT and G6PD expression correlates with tolerance to glucose deprivation in OVCAR4 and OAW?28 cells.
(A) Cells were seeded at low density and allowed to expand for 18d in DMEM with low glucose (black bars) or in high glucose (blue
bars). Using crystal violet staining we show that relative number of viable glucose-restricted OAW28 and OVCAR4 cells is similar in
DMEM with low and high glucose levels, whereas viability of control cells is impaired upon glucose withdrawal. Graphs in the lower panel
depict transcriptional changes in OAW28 and OVCAR4 glucose-restricted sublines determined by qRT-PCR. NNMT mRNA expression is
consistently upregulated in all glucose-restricted sublines generated from OVCAR4 and OAW28 cell lines. NNMT mRNA levels remain
largely unaffected upon 7 d-long release of glucose-restricted sublines (black bars) to high glucose DMEM (H). Similarly, 2 d-long culture
of control cells (red bars) in low glucose DMEM (L) does not induce NNMT mRNA levels. (B) Parental OVCAR4 cells have a superior
ability to expand in low density seeding conditions in low glucose levels, as manifested by the higher total number of viable cells in low
glucose DMEM (black bars) compared to OAW28 and OVCAR3 cells. OAW28 cells have an intermediate phenotype. All cell lines were
cultured for 18 d and treatment in low glucose levels was normalized to treatment in high glucose levels (blue bars) for the same cell line
to account for the intrinsically different proliferation rates of all tested cell lines. Scale bar: 5 mm. (C) NNMT and G6PD mRNA expression
is higher in parental OVCAR4 cells compared to OVCAR3 and OAW?2S cell lines. Expression of SLC241 (GLUT1) is highest in parental
OAW?2S cells. (D) Biolog Microarray results show that parental OVCAR4 cells utilize methylated substrates more efficiently than parental
OVCAR3 cells. Parental OAW28 cells have an intermediate phenotype. Substrates differentially utilized between the given cell line and
OVCAR3 cells are depicted with asterisk, if the difference is statistically significant (P < 0.05) in two independent experiments. For all
figure panels, statistical calculations were performed using a two-tailed Student’s #-test (* 0.001 < P < 0.05; **P < 0.001). All cells were
harvested at < 80% confluency.
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observation that these substrates are only metabolized in
NNMT-expressing OVCAR4 cells and glucose-restricted
OVCARS3 cells, but not control OVCAR3, these results
suggest that NNMT is required for the utilization of
a-methyl-D-galactoside and other methylated substrates,
thus establishing a new role for NNMT in metabolic
plasticity required for survival of glucose starvation.

This conclusion was further supported by results
from NNMT-null cells generated by CRISPR/Cas9
(Supplementary Figure 2A). While CRISPR/Cas9-
mediated knockout of NNMT did not yield viable colonies
in OVCARS3 or its sublines (data not shown), we were able
to generate NNMT-null OVCAR4 cells (Supplementary
Figure 2A). Loss of NNMT expression completely
abolished OVCAR4 growth in low glucose medium upon
culturing in low seeding density conditions for 14 days.
Similarly, we used CRISPR/Cas9 to deplete NNMT in
SKOV3 ovarian cancer cells (endometrioid/clear cell
subtype [40]), a cell line previously shown to have high
NNMT activity [41]. As expected, NNMT depletion in
SKOV3 cells resulted in greatly diminished ability of this
cell line to grow in low glucose medium (Supplementary
Figure 2A). In summary, these results suggest that NNMT
is required for glucose independence in ovarian cancer
cell lines and supports cell survival in glucose-deprived
environment by facilitating metabolic adaptations.

ZEB1 is an upstream regulator of NVMT and
mediator of glucose independence

Since NNMT expression is absent in both OVCAR3
and OAW28 epithelial ovarian cancer cell lines but
highly induced in glucose-restricted sublines, we next
sought to determine the upstream mechanisms controlling
NNMT expression. RNAseq analysis in OVCAR3
(Supplementary Table 1) and subsequent qRT-PCR
validation of individual candidate genes in all glucose-
restricted cell lines and controls revealed consistent
upregulation of ZEBI, MMP2, SPARC and CTGF in
glucose-restricted sublines (Figure 4A and Supplementary
Figure 3A). These genes are associated with epithelial-to-
mesenchymal transition (EMT) and indeed, we found the
highest NNMT expression in the mesenchymal subtype of
HGSC [32, 33] (Figure 4B). In our panel of ovarian cancer
cell lines, NNMT protein expression positively correlated
with expression of ZEB1 and other mesenchymal markers,
such as vimentin (Figure 4C). Also, all ovarian cancer
cell lines with high ZEB1 expression were positive for
NNMT (Figure 4C and 4D). However, some cell lines with
epithelial morphology (positive for E-cadherin, negative
for vimentin and ZEBI, e.g. CAOV3 and OV90) were still
positive for NNMT (Figure 4C and 4D), suggesting that
ZEB/1-independent mechanism can also induce NNMT. To
test directly if ZEB1 mediates some of the transcriptional
changes observed in glucose-restricted cells, we
overexpressed ZEB1 and SLUG in OVCAR3 cells and

compared them to parental control cells (Figure 4E).
Only ZEBI robustly induced NNMT expression and
transcriptional changes reminiscent of EMT, such as
loss of E-cadherin and claudins (CLDN4, CLDN?7), and
induction of mesenchymal markers, such as N-cadherin,
vimentin, SPARC and MMP2 (Figure 4E and 4F).
Interestingly, ectopic ZEB1 expression had no effect on the
expression of G6PD and SLC2A1 (Figure 4F), suggesting
that upregulation of those targets in glucose-restricted
cells is ZEB1-independent. Ectopic ZEB1 expression in
OVCAR4 cells induced similar transcriptional changes
(Supplementary Figure 3B and 3C). However, relative
upregulation of NNMT was less prominent in OVCAR4-
ZEBI cells, consistent with higher baseline expression of
NNMT in OVCAR4 compared to OVCAR3 cells.

Next, we tested if ZEB1 overexpression can
recapitulate the metabolic adaptations seen in glucose-
restricted cells. To this end, we compared parental
OVCAR3 cells and OVCAR3-ZEBI cells using Biolog
Phenotype Microarrays (Figure 4G). Indeed, OVCAR3-
ZEBI1 cells were able to more efficiently utilize methylated
substrates, such as a-methyl-D-galactoside and mono-
methyl succinate, as well as some additional carbohydrates
previously correlated with glucose-independence, such
as maltotriose (Figure 4G). We validated these results
by overexpressing ZEB1 in another ovarian cancer cell
line of serous histology (OVCA433), which shows no
detectable endogenous expression of NNMT or ZEB1
(Supplementary Figure 4B [45]). OVCA433-ZEBI
cells express NNMT and other mesenchymal markers
(Supplementary Figure 4B) and proliferate at higher rates
in low glucose conditions relative to OVCA433-GFP
control cells (Supplementary Figure 4C). Biolog analysis
revealed that utilization of methylated substrates was
also increased in OVCA433-ZEBI1 cells (Supplementary
Figure 4D). We conclude that ectopic ZEBI expression is
sufficient to upregulate NNMT and other mesenchymal
genes, enable cells to use methylated substrates as
an alternative energy sources, and induce glucose
independence in glucose-dependent epithelial ovarian
cancer cell lines.

Glucose deprivation creates phenotypic
heterogeneity

ZEBI1 is a potent inducer of EMT [46-48] and
overexpression of ZEB1 induced EMT in epithelial
OVCAR3 cells, as determined by loss of E-cadherin
protein expression and induction of mesenchymal
markers, such as vimentin and N-cadherin (Figure 4E).
OVCAR3-ZEB1 cells also had increased migratory
potential, as demonstrated by Boyden chamber migration
assays (Supplementary Figure 4A). Therefore, we
considered the possibility that EMT may be a consequence
of glucose deprivation. Indeed, loss of E-cadherin and
induction of N-cadherin and vimentin was observed in
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Figure 3: NNMT depletion in glucose-restricted OVCAR3 cells reverses tolerance to low glucose levels. (A) Western
blot and qRT-PCR analysis of shRNA-mediated NNMT knockdown show decreased NNMT protein and mRNA levels in cells transduced
with sShANNMT. shNNMT-1 and 3 were the most efficient across all sublines and thus all functional analyses were performed with
those two shRNAs. (B) Proliferation assays performed over 5-7 d demonstrate that sShRNA-mediated NNMT knockdown significantly
decreased the proliferation capacity of glucose-restricted sublines (Gluc-2 and -3) in low glucose medium compared to shCtrl, whereas
the effect on proliferation in the presence of glucose was less prominent. Total number of viable cells was measured by a luminometric
viability assay. (C) NNMT knockdown significantly reduces viability of glucose-restricted sublines and control OVCAR3 cells
cultured in medium with low glucose levels. Cells were seeded at low density and allowed to expand for 5 weeks. Scale bar: 5 mm.
(D) Biolog Microarray results show that NNMT depletion partially reverses the metabolic adaptations of glucose-restricted OVCAR3
sublines Gluc-2 and Gluc-3 by decreasing their ability to utilize sugars such as xylitol, mannan, D-galactose, as well as methylated
carbohydrate a-methyl-D-galactoside in the absence of glucose. The heatmap illustrates relative substrate utilization, which is defined by
an absorbance value normalized by deducting the negative control absorbance (uncoated well) from the absorbance value of a well coated
with a given substrate, and dividing it by the average of positive control (wells coated with a-D-glucose). Substrates differentially utilized
and showing statistical significance in both Gluc-2 and Guc-3 are marked with asterisks. (E) Biolog Microarray results show that NNMT
knockdown (sh-3) reverses increased efficiency of OVCAR3 Gluc-2 and Gluc-3 sublines to utilize a-methyl-D-galactoside and B-methyl-
D-galactoside in the absence of glucose. Relative absorbance was calculated as described above in (D). For all figure panels, statistical
calculations were performed using a two-tailed Student’s #-test (* 0.001 < P <0.05; **P < 0.001).
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Figure 4: ZEBI is an upstream regulator of NNMT and mediator of glucose independence. (A) qRT-PCR shows that mRNA
expression of ZEB] is consistently upregulated in all glucose-restricted sublines generated from OVCAR3, OVCAR4 and OAW2S cell lines.
(B) NNMT expression correlates with the mesenchymal subtype of HGSC patients (M) as defined by the Cancer Genome Atlas [32] and the
C1 subtype of HGSC patients, characterized by the reactive stroma gene signature [33]. (C) NNMT protein expression is consistently higher
in mesenchymal-like ovarian cancer cell lines (low E-cadherin; high vimentin, ZEB1 or SLUG expression: KURAMOCHI, TYKNU, HEY,
SKOV3, FUOV1) compared to epithelial-like cell lines (high E-cadherin; low vimentin, ZEB1 or SLUG expression: OVCAR3, OVCA433,
OAW28, COV318). However, some epithelial-like cell lines, such as CAOV3, OV90 and OVCAR4, demonstrate relatively high NNMT
levels. (D) NNMT mRNA expression positively correlates with elevated ZEBI and Vim (vimentin) expression, and shows a tendency
to negatively correlate with CDHI (E-cadherin) expression in ovarian cancer cell lines. (E) Western blot analysis shows that parental
OVCAR3 cells ectopically expressing ZEB1 undergo epithelial-to-mesenchymal transition (EMT), as manifested by decreased expression
of E-cadherin and increased expression of N-cadherin and vimentin. Overexpression of ZEB1, but not SLUG, induced NNMT protein
expression. (F) qRT-PCR analysis shows that ZEB1 overexpression in OVCAR3 cells induces NNMT, MMP2, SPARC and decreases
CLDN4 and CLDN?7 expression, but has no effect on the SLC241 and G6PD expression. (G) Biolog Microarray studies shows that ectopic
ZEBI expression recapitulates metabolic adaptations observed in OVCAR3 glucose-restricted cells, such as increased utilization of sugars
(D-galactose, dextrin, maltotriose, xylitol, D-fructose), ketones (D, L-B-hydroxy-butyric acid), D, L-lactic acid and methylated substrates
(a-methyl-D-galactoside, a-methyl-D-glucoside, mono-methyl succinate) in the absence of glucose. Asterisks (*) denote substrates
differentially utilized between control and transformed cells demonstrating statistical significance P < 0.05. For all figure panels, statistical
calculations were performed using a two-tailed Student’s #-test (* 0.001 < P < 0.05; ** P <0.001).
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OVCAR3 Gluc-2 and Gluc-3 sublines (Figure 5A). In
addition, both sublines lost expression of genes involved
in maintaining cell-cell junctions, such as PKP3, CLDN4,
CLDN?7 (Supplementary Figure SA), EPCAM, CDHI and
OCLN (Supplementary Table 1). As a result, OVCAR3
Gluc-2 and Gluc-3 cells lost cell-cell interactions and
grew as loosely connected cell populations, in contrast
to control OVCAR3 that formed tightly linked patches
of cells (Figure 5B). Gene Ontology (GO) analysis
of RNAseq results for these cell lines also revealed
activation of several processes associated with EMT
[49, 50], such as cell migration, anti-apoptotic signaling
and vasculature development (Supplementary Table 3).
In contrast, downregulated cellular functions included
positive regulation of mitosis, epithelium development
and cell-cell adhesion. Furthermore, Gene Set Enrichment
Analysis revealed that the transcriptional changes
observed in OVCAR3 Gluc-2 and Gluc-3 cells were
enriched for both an EMT signature gene set and genes,
which expression is downregulated in cancer cells upon
co-culture with activated stroma [51] (Supplementary
Table 4 and Supplementary Figure 5B). This data supports
the hypothesis that OVCAR3 Gluc-2 and Gluc-3 undergo
EMT, similar to what has been shown for another form of
metabolic stress, hypoxia [52-55].

However, the OVCAR3 Gluc-1 subline, which
had an intermediate metabolic phenotype (i.e. was less
proliferative in low glucose DMEM and had lower NNMT
levels), did not undergo full EMT. While OVCAR3
Gluc-1 cells became positive for N-cadherin, they
remained negative for vimentin and retained expression
of E-cadherin (Figure 5A), as well as PKP3, CLDN4 and
CLDN7 (Supplementary Figure 5A). Also, OVCAR3
Gluc-1 cells morphologically resembled control OVCAR3
(Figure 5B). Taken together, these data suggested that
EMT may be a consequence but not a prerequisite of
glucose independence. Analysis of the additional glucose-
restricted cell lines confirmed this observation: western
blot and qRT-PCR analysis of the glucose-restricted
OVCAR4 sublines revealed loss of E-cadherin, claudins
(CLDN4, CLDN7) and plakophilin (PKP3), but in
addition, loss of N-cadherin and vimentin in two out of
three sublines (Figure SA and Supplementary Figure 5A).
In OAW2S, we detected virtually no changes in classic
EMT-associated gene expression: E-cadherin and vimentin
protein levels were similar in glucose-restricted sublines
and control cells (Figure 5A), and RNA expression
of CLDN4, CLDN7 and PKP3 remained unchanged
or were elevated in some sublines (Supplementary
Figure 5A). We next assessed migratory potential in all
glucose-restricted cell lines as a functional property
associated with EMT (Figure 5C). Two out of three
OVCAR3 sublines (OVCAR3 Gluc-2 and Gluc-3) and
one out of three OVCAR4 sublines (OVCAR4 Gluc-1)
became more migratory, while the remaining glucose-
restricted sublines, including all OAW28 sublines, did not

(Figure 5C). Thus, we conclude that EMT is not required
for glucose independence, but glucose independence may
be associated with transcriptional and functional changes
indicative of EMT, depending on the level of ZEBI
induction. Furthermore, glucose independence generates
phenotypic heterogeneity, resulting in populations with
various degrees of mesenchymal properties.

NNMT maintains the mesenchymal-like
phenotype associated with glucose independence

Since NNMT has been reported as a metabolic
mesenchymal signature gene [56] with potential roles in
migration [57] and aggressive tumor behavior [58, 59],
we next asked if in addition to its requirement for glucose
independence, NNMT also plays a role in maintaining
mesenchymal-like features in glucose-restricted cells. We
found that NNMT depletion elevated expression of CLDN4
and CLDN?7 (Figure 5D), as well as partially rescued the
loss of cell—cell interactions in OVCAR3 Gluc-2 and
Gluc-3 cells (Figure 5E). In addition, NNMT depletion
significantly decreased the migratory potential of OVCAR3
Gluc-2 and Gluc-3 cells compared to shCtrl (Figure 5F),
while it had no effect in epithelial OVCAR3 controls.

We then considered the possibility that glucose
independence may be associated with a mesenchymal gene
signature that is different from the classic EMT signature.
To address this possibility, we compared significantly
upregulated genes in OVCAR3 Gluc-2 and Gluc-3 cells
(Supplementary Table 1) with published signatures of
the mesenchymal (or desmoplastic) subtype of HGSC
[32, 33] (Figure 5G and Supplementary Table 5). Among
the 16 genes common to these signatures, NNMT, LOXL2,
SPARC, MMP2, TAGLN, ACTA2 and CTGF, are known
mesenchymal regulators and were commonly upregulated
in all glucose-restricted sublines (Supplementary
Figure 3A and Supplementary Figure 5A), suggesting
that mesenchymal gene signature associated with glucose
independence may be expressed in E-cadherin positive,
vimentin-negative cells. Interestingly, the high baseline
expression level of some of these genes in parental
OVCAR4 cells (Supplementary Figure 5C) correlates
with their resistance to glucose deprivation compared
to other epithelial ovarian cancer cell lines, such as
OVCAR3 and OAW28. Of note, array-CGH (Figure 1F)
revealed DNA copy number gains for LOXL2, TAGLN
and MMP?2 in glucose-restricted OVCAR3 cells, implying
that these genomic events may further contribute to the
transcriptional changes observed in glucose-restricted cells.

NNMT is expressed in human HGSC

Finally, we sought to assess NNMT protein levels
in human HGSC. Analysis of published datasets revealed
that NNMT expression is highest in the mesenchymal
subtype of ovarian cancer (Figure 4B), which some
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Figure 5: Glucose deprivation creates phenotypic heterogeneity in cellular populations. (A) EMT is not a prerequisite for
glucose independence. While some glucose-restricted cells acquire a mesenchymal-like phenotype, as manifested by the loss of E-cadherin
and gain of Vimentin and N-cadherin expression (OVCAR3 Gluc-2 and Gluc-3), other sublines assume epithelial/mesenchymal hybrid
state (OVCAR3 Gluc-1, OVCAR4 Gluc-1 and Gluc-3) or retain their epithelial morphology (OVCAR4 Gluc-2, all OAW28 Gluc sublines).
(B) OVCAR3 glucose-restricted Gluc-2 and Gluc-3 loose cell-cell interactions compared to control and Gluc-1 cells. (C) OVCAR3 Gluc-
2 and Gluc-3 sublines acquire migratory properties compared to control cells, as assessed by standard transwell migration assays. Only
OVCAR4 Gluc-1 cells acquire more migratory potential compared to OVCAR4 control cells. OAW28 glucose-restricted sublines did not
gain migratory capabilities. Scale bar: 100 um. (D) NNMT knockdown in OVCAR3 Gluc-2 and Gluc-3 cells increases CLDN4 and CLDN7
expression. (E) NNMT depletion in OVCAR3 Gluc-2 and Gluc-3 cells partially restores their original morphology and ability to form
compact colonies. (F) Genetic depletion of NNMT significantly reduces the migratory potential of OVCAR3 Gluc-3 cells. Scale bar: 100
um. (G) Genes upregulated upon chronic glucose withdrawal partially overlap with the mesenchymal and C1 subtypes of HGSC. Table
shows 16 genes commonly upregulated in those signatures, including NNMT and classic mesenchymal genes such as MMP2, LOXL?2,

CTGE, SPARC, ACTA2 and TAGLN. For all figure panels, statistical calculations were performed using a two-tailed Student’s #-test (* 0.001
<P <0.05; ** P<0.001).
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studies have associated with the worst overall survival
[32, 33]. In line with this, our survival analysis of over
922 publicly available HGSC [60] showed that NNMT
expression is negatively correlated with both overall
and progression-free survival (Supplementary Figure
6A and 6B) in HGSC patients (stage 111 and 1V). Also,
a broad comparison of NNMT expression levels in
tumors of various origin (red bars) and corresponding
normal control tissues (green bars) showed a general
trend toward higher NNMT expression in cancer than in
normal tissue (Supplementary Figure 6C). Specifically,
carcinomas of ovary, cervix, vulva and vagina, all showed
significantly upregulated NNMT expression compared to
healthy tissues.

Taken together, these in silico results prompted us
to assess NNMT protein expression in primary, metastatic
and recurrent ovarian carcinomas. For this purpose, we
performed immunohistochemistry (IHC) for NNMT
on a tissue microarray (TMA) containing 35 triplets of
matched primary, recurrent and metastatic HGSC. Our
results show that NNMT protein expression is detectable
both in the carcinoma and adjacent stroma (Figure
6A—6D), with NNMT expression in some specimens
exclusively present only in one of the compartments
(Figure 6A and 6C). Furthermore, elevated NNMT was
often detected in close proximity to the necrotic tissue
sites (Figure 6D). Of note, normal ovary and fallopian
tube epithelium or stroma had no detectable NNMT
levels (Figure 6E). Also, NNMT was expressed in 54%
of primary (n = 19 positive versus n = 16 negative),
63% metastatic (n = 22 positive versus n = 13 negative)
and 57% recurrent carcinomas (n = 20 positive versus
n = 15 negative) (Figure 6F). Detailed analyses of
intratumoral differences in NNMT expression between
primary, recurrent and metastatic specimens demonstrate
that NNMT expression was specifically elevated in
metastatic biopsies compared to corresponding primary
carcinoma sites (n = 18 expressed NNMT higher than
matched primary, n = 9 had the same expression, n = 8§
had lower expression) (Figure 6G). In recurrent biopsies,
most of the patients showed higher (n = 13) or the same
(n = 13) NNMT protein level, whereas only 9 patients
had decreased NNMT expression compared to matched
primary carcinoma. Interestingly, NNMT levels in the
stroma compartment were consistently upregulated both
in the metastatic (n = 28 expressed NNMT higher than
matched primary, n = 2 had the same expression, n =5
had lower expression) and recurrent biopsies (n = 23
expressed NNMT higher than matched primary, n = 5
had the same expression, n = 7 had lower expression)
compared to primary carcinomas. In summary, we found
that more than half of all primary HGSC contained
NNMT-positive regions. Moreover, NNMT was further
induced in metastatic and recurrent HGSC compared to
their matched primary tumors.

DISCUSSION

Metabolic adaptations in glucose-restricted
ovarian cancer cells

High-grade serous ovarian cancer (HGSC) ranks
among the five deadliest cancers in women and is the
second most common gynecological cancer. It remains a
burden for women worldwide and its low 5-year survival
rate (~40%) has not improved significantly in the past
40 years. This is partly due to complex molecular and
phenotypic disease heterogeneity and inherent drug
resistance. Specifically, the mesenchymal subtype of
HGSC correlates with the poorest overall survival [33, 61]
and extensive desmoplastic stromal reaction. Furthermore,
the transition to mesenchymal-like subtype was observed
in chemoresistant HGSC [62]. We hypothesized that
metabolic alterations in the tumor microenvironment,
such as glucose starvation, may have direct phenotypic
consequences on ovarian cancer evolution. Glucose
deprivation is frequently observed in advanced human
malignancies, such as HGSC [15], as a result of intrinsic
intratumoral heterogeneity in the vasculature development
or following anti-angiogenic treatment [18-21]. Such
nutritional stress may select for highly metabolically
plastic cells and alter the molecular subtype of cancer cells
surviving the initial shock of glucose deprivation. This
prompted us to investigate mechanisms and consequences of
adaptation to chronic low glucose levels in epithelial ovarian
cancer cell lines. We identified the methyl transferase NNMT
as a novel regulator of metabolic plasticity in cells adapted
to low glucose levels. Our results suggest that NNMT
plays a crucial role in adaptation to glucose deprivation, in
addition to the glucose transporter, SLC2A1 (GLUT1), and
the enzyme glucose-6-phosphate dehydrogenase, G6PD,
which were previously described in the context of glucose
independence [25, 63] and confirmed in our studies.

In line with increased SLC2A41 expression, we
observed that glucose-restricted cells can utilize other
sugars, such as D-fructose, D-arabinose, mannan,
maltotriose and dextrin more efficiently than control
cells. We also observed increased use of ketone bodies
(acetoacetic acid and D, L-B-hydroxy-butyric acid) in
glucose-restricted cells. Ketone bodies together with
lactic acid can fuel the Tricarboxylic Acid Cycle (TCA
cycle) and produce NADH and FADH,. These molecules
feed oxidative phosphorylation (OXPHOS) to produce
ATP. Thus, ketosis may represent an alternative way to
produce energy by glucose-restricted sublines. However,
as a consequence of elevated OXPHOS activity, levels
of reactive oxygen species (ROS) rise [64], which need
to be offset by PPP activity. The main function of PPP is
the production of reducing agents and pentose phosphates
for nucleic acid and lipid synthesis [28—-30], and G6PD
is a rate-limiting enzyme of the PPP, which generates
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However, many specimens show high NNMT levels only in cancer stroma. Also, a significant portion of primary carcinomas demonstrate
non-detectable NNMT expression both in stroma and tumor, while all metastatic specimens express NNMT in stroma. (G) In most of the
analyzed patients NNMT protein expression in stroma is significantly elevated in metastatic and recurrent biopsies compared to patient-
matched primary carcinomas. However, NNMT levels in the carcinoma compartment are elevated only in metastases compared to matched
primary specimens, but not in recurrent biopsies. Scale bar: 50 pm.
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NADPH required to reduce oxidized glutathione (GSSG)
to reduced glutathione (GSH). GSH is required for the
reduction of ROS and the maintenance of the normal redox
state [64]. Thus, elevated expression of G6PD may help
glucose-deprived cells survive oxidative stress and rewire
the metabolism. Of note, elevated expression of SLC2A41
and G6PD, as well as increased PPP and OXPHOS activity,
have recently been linked with resistance of putative ovarian
cancer stem cells to glucose deprivation [25]. Consistent
with this study, we observed that glucose-restricted cells
exhibit increased expression of ovarian cancer stem cell
markers, such as CD117 (KIT [35] and CD44 [35], as well
as decreased expression of C4125 (MUC16) [38].

Both G6PD and NNMT are subject to DNA copy
number gains and transcriptional upregulation in glucose-
restricted cells, suggesting that they play non-overlapping
functions in glucose independence. NNMT methylates
nicotinamide using S-adenosylmethionine (SAM) as a
methyl donor, thereby creating the stable metabolite,
S-adenosylhomocysteine (SAH) and reducing the amount
of methyl groups available for cellular methylation
reactions [41, 42]. As a result, NNMT plays a fundamental
role in regulating cellular methylation potential and its
elevated expression may induce epigenetic remodeling
of cells by altering histone methylation status [41, 65].
We found that NNMT was required for the utilization of
methylated substrates, such as o-methyl-D-galactoside,
a-methyl-D-glucoside and mono-methyl succinate, as
alternative sources of energy in glucose-restricted cells.
These substrates were poorly utilized in NNMT-low
expressing epithelial ovarian cancer cells, suggesting
that NNMT-deprived cells may not be able to efficiently
metabolize these methylated compounds in the absence
of glucose. Considering the role of NNMT in methylation
reactions, it is plausible that some of those substrates
could serve as potential methyl donors for NNMT-
mediated enzymatic reactions. In line with this, NNMT
depletion significantly decreased the ability of glucose-
restricted sublines to utilize a-methyl-D-galactoside
and its isoform, [-methyl-D-galactoside. However,
little is known about the biochemistry of methylated
carbohydrates and further studies are needed to determine
if and how these compounds are able to fuel metabolic
pathways.

Recent studies also classified NNMT as a
Mesenchymal Metabolic Signature Gene, commonly
expressed at a high level in the human mesenchymal-
like cancer cells (n = 978) [56]. Our data also show that
NNMT expression is highest in the mesenchymal subtype
of ovarian cancer. Previous studies also showed that NNMT
expression is elevated in “aggressive” cancer cell lines [41]
and NNMT has a role in regulation of cellular migration
[41, 57, 66]. In line with these results, NNMT knockdown
decreased proliferative and migratory properties of glucose-
restricted OVCAR3 sublines. In addition, NNMT depletion
in parental ovarian cancer cell lines with high baseline

NNMT expression, such as SKOV3 and OVCARA4, caused a
drastic decrease in their viability in low glucose conditions.

ZEB1-mediated induction of NNMT links
metabolic stress to mesenchymal gene expression

We found that chronic glucose deprivation in several
epithelial ovarian cancer cell lines induces mesenchymal
gene expression. Although we found that some glucose-
restricted cells lose cell-cell interactions and become more
migratory, the extent of mesenchymal transformation in
response to glucose deprivation was variable and most
glucose-restricted ovarian cancer sublines retained their
epithelial morphology. In fact, we observed considerable
phenotypic heterogeneity in the epithelial/mesenchymal
status of glucose-restricted sublines generated from the
same cell line. Therefore, we conclude that full EMT
is not a prerequisite for survival of prolonged glucose
deprivation. Instead, we identified a set of mesenchymal
genes such as MMP2, SPARC, CTGF and NNMT, that
were consistently upregulated in glucose-restricted cells
and shared with the mesenchymal subtype of HGSC
described by Tothill et al. [33] and TCGA [32]. This
set of mesenchymal genes was associated with glucose
independence even when classic epithelial markers, such
as E-cadherin, were retained. Furthermore, ZEBI was
consistently upregulated in all glucose-restricted sublines
and its ectopic expression partially recapitulated glucose
independence and mesenchymal-like gene expression
observed in Gluc cells, in particular elevated MMP2,
SPARC, and NNMT expression. However, ZEB1 did
not upregulate expression of these genes to the level
observed in glucose-restricted cells (2-40-fold change
by ZEB1 overexpression in OVCAR3 compared to 20-
200-fold change in glucose-restricted OVCAR3 sublines),
suggesting that additional transcriptional regulators
contribute to mesenchymal-like gene expression in
glucose-restricted cells. Furthermore, ZEB1 did not
alter expression of G6PD and SLC2A41, which supports
the notion that these metabolic genes are regulated by
independent mechanisms. Thus, whether or not EMT
occurs in glucose-restricted cells appears to be dependent
on the level of ZEBI induction, as well as the activation
status of alternative pathways contributing to glucose
independence. For example, high endogenous expression
of the glucose transporter SLC247 in OAW28 cells may
reduce the requirement for ZEBI and NNMT, and indeed,
the level of upregulation of those targets was moderate in
glucose-restricted OAW28 cells compared to their drastic
induction in glucose-restricted OVCAR3 cells.

Genomic events also seem to contribute to
mesenchymal-like gene expression changes in glucose-
restricted cells. Some of the most significantly upregulated
genes, such as NNMT, MMP2, LOXL2, and TAGLN,
gained one or more DNA copies in the process of acquired
glucose independence. Thus, nutritional stress may
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select for transcriptional and genomic events in ovarian
cancer cells to elicit mesenchymal-like gene expression
changes. Of note, glucose-restricted sublines have
comparable passage number to control cells, which were
simultaneously passaged throughout the eight-month-
period and show the same proliferation rate in glucose-
containing medium as glucose-restricted cells in low
glucose medium (Figure 1B). Thus, the difference in the
number of population doublings could not account for the
observed genomic instability or metabolic alterations.

In addition, our data show that NNMT may play a
crucial role in ovarian cancer progression or metastases
since its expression both in tumor and stroma compartment
is significantly increased in metastatic and recurrent
carcinomas compared to patient-matched primary tumor
specimens. Consistently with our results, studies by
Bignotti et al. [67] and Brodsky et al. [68] identified
NNMT as a part of a signature of significantly upregulated
genes in omental metastasis compared to primary HGSC.

In summary, our results suggest that the ZEB1/
NNMT signaling axis induces phenotypic and metabolic
plasticity, as well as mesenchymal gene expression in
ovarian cancer cells upon chronic glucose deprivation.
Since heterogeneity of tumor vasculature is a common
feature of advanced malignancies, it is plausible that
individual ovarian cancers, irrespective of their expression
subtype, may acquire regions of highly metabolically
plastic, mesenchymal-like cancer cells due to exposure
to nutritional stress. These cells may then contribute to
metastasis and recurrence. Of note, one of the mechanisms
of acquired bevacizumab resistance in glioblastoma [16]
and in colorectal cancer cells [17] is EMT. While our
studies suggest that EMT is not a requirement for glucose
independence, it may represent a phenotypic outcome of
adaptation to nutritional stress as a direct consequence of
ZEBI activity. Furthermore, results of our studies suggest
that NNMT is required for the resistance to glucose
deprivation and thus, bevacizumab treatment may select
for NNMT overexpressing cells. In fact, recent studies
showed that NNMT expression is significantly elevated
in tumors treated with bevacizumab and remains elevated
even upon removal of anti-angiogenic therapy [16]. Since
bevacizumab is now FDA-approved for HGSC, it will be
interesting to see, if NNMT indeed plays a role in drug
resistance in this context.

MATERIALS AND METHODS

Cell culture and reagents

Human ovarian carcinoma cell lines CAOV3,
OVCAR3, OV90 and SKOV3 were obtained from
ATCC (Manassas, VA). OVCAR4 cells were purchased
from NCI (Frederick, MD). OAW28, HEY and
DOV13 were kindly provided by Dr. D. J. Slamon
(Los Angeles, CA). OVCA420 and OVCA433 were

provided by Dr. R. Drapkin (Boston, MA). Glucose-
restricted cells were generated from three ovarian
cancer cell lines (OVCAR3, OVCAR4 and OAW2S) of
serous histology [39] by passaging cells for over eight
months in low glucose DMEM medium (Gibco, Thermo
Fisher Scientific, Waltham, MA) supplemented with
110 mg/l sodium pyruvate, 10% FBS, 1% antibiotic-
antimycotic (Life Technologies, Carlsbad, CA) and
2.5 pg/ml plasmocin (Invivogen). Since FBS contains
glucose in the concentration of about 1.25 g/I, the
final glucose level in media used by glucose-restricted
cells was around 0.125 g/l (0.69 mM). Control cells
were maintained for eight months in DMEM medium
with high glucose levels (4.5 g/l = 25 mM) (Corning,
Corning, NY) supplemented with 10% FBS, 1%
antibiotic-antimycotic (Life Technologies) and 2.5
pg/ml plasmocin (Invivogen, San Diego, CA). Cells
were cultured at 37°C and 5% CO, in a humidified
atmosphere. STR profiling was used to authenticate each
cell line (Laragen, Culver City, CA).

Lentiviral constructs

shRNA constructs targeting NNMT and control
shRNA were purchased from Sigma-Aldrich (St. Louis,
MO) as a glycerol bacterial stock. Bacteria were grown
overnight in LB medium supplemented with 100 pg/ml
ampicillin (Sigma-Aldrich) at 37°C. shRNA constructs
were extracted using Plasmid Maxi Kit (Qiagen,
Valencia, CA). Single guides (sg) targeting the first coding
exon of NNMT were designed using The CRISPR Design
web tool [69]. Transfection constructs were prepared as
previously described [70, 71]. sgNNMT were ligated
into CRISPR/Cas9 lenti V2 plasmids containing the
puromycin resistance gene. Transfection of 293T human
embryonic kidney cells with shANNMT or sgNNMT
(CRISPR/Cas9) and lentiviral packaging plasmids
was performed using Lipofectamine 2000 (Invitrogen,
Carlsbad, CA) in OptiMEM (Life Technologies). Viral
supernatant from each transfection was filtered through
0.45 pm filter unit, supplemented with 5 pg/ml polybrene
(Gibco) and added to target cells (OVCAR3 control
and Gluc sublines, OVCAR4 and SKOV3 cell lines).
Transduced cells were maintained in their appropriate
low or high glucose medium and selected with Spug/ml
puromycin (Gibco).

Western blot analysis

Western blot and protein detection was performed
as previously described [72]. The following primary
antibodies were used: NNMT (Santa Cruz, Dallas, TX);
Vimentin (Thermo Fisher Scientific); E-cadherin and
N-cadherin (BD Biosciences, San Jose, CA), ZEBI,
SNAIL and SLUG (Cell Signaling, Danvers, MA), and
B-Actin (Sigma-Aldrich).
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Quantitative PCR (qPCR)

Total RNA and genomic DNA isolation, cDNA
generation and qPCR were performed as previously
described [72]. Sequences of primers used for quantitative
Reverse Transcriptase and genomic PCR (qRT-PCR and
genomic qPCR) are listed in Supplementary Table 6.
qRT-PCR results are represented as fold change mRNA
expression (27-AAct) and statistically significant
differences between different samples are marked with
asterisks (* for 0.001 < P < 0.05 and ** for P < 0.001).
Statistics were calculated using a two-tailed t test.

Viability assays

To create growth curves, cells were seeded in 96-well
plates (1 x 10° per well) in DMEM medium with and
without glucose. Cells were harvested daily for six
consecutive days using a luminometric assay performed
according to the manufacturer’s protocol (CellTiter-Glo
Luminescent Cell Viability Assay, Promega, Madison,
WI). Luminescence was measured after 15 min incubation
with the luminescent substrate and scanned using Glomax
Multi Detection System (Promega). Relative viability
was calculated as described before [73]. Graphs were
generated using GraphPad Prism version 6 software (San
Diego, CA). Cell viability was also assessed by crystal
violet staining. For low seeding density conditions, cells
were seeded at the density 3 x 10° cells per 35 mm well
of a six-well plate and cultured for 2-5 wk in DMEM
medium with and without glucose. Cells were later
washed with PBS, fixed in 4% formaldehyde and stained
with 0.1% crystal violet. Quantitation was performed
by extracting the crystal violet dye with 10% acetic
acid and measuring the absorbance at 550 nm with the
Glomax Multi Detection System (Promega). At least two
independent experiments were performed in triplicate for
each cell line for all proliferation and viability assays. All
cells were harvested at < 80% confluency.

Boyden chamber migration assay

Cells were trypsinized with 0.05% Trypsin-EDTA
solution without glucose (Gibco), washed twice with PBS
and resuspended in DMEM without FBS supplemented
with 1% antibiotic-antimycotic and 2.5 pg/ml plasmocin.
5 x 10* cells were seeded in 100 ul DMEM without FBS
inside the 24-well Millicell Hanging Cell Culture PET
Insert of 8um pore diameter (Millipore, Billerica, MA)
and allowed to settle for 30 minutes at 37°C. 650 pl
DMEM supplemented with 10% FBS (attractant) was then
added carefully to the well, outside of the insert. After a
24 h-long incubation, cells were washed with PBS, fixed
and stained with Diff-Quick Stain Set (Siemens Healthcare
Diagnostics, Deerfield, IL). The inside of the insert was
cleaned with Q-tip cotton swabs to remove cells, which

did not migrate. Membranes were then cut out of the
inserts, mounted on glass slides and imaged on bright field
using an upright light microscope.

Immunofluorescence

Cells were seeded at 1 x 10° density on the sterile
round glass cover slips (20 mm diameter) in a 12-well cell
culture plate. After 48 h cells were washed with PBS, fixed
with 4% paraformaldehyde at room temperature (RT)
for 20 min and permeabilized with 0.1% Triton-X-100
solution in PBS for 4 min. After three subsequent PBS
washes, samples were blocked with 1% BSA solution
in PBS for 1 h. Cells were then incubated with primary
mouse anti-NNMT antibodies 1:200 (Santa Cruz) at 4°C
overnight followed by the detection with goat anti-mouse
Alexa Fluor 488 secondary antibodies (Thermo Fisher
Scientific) at the 1:1000 dilution for 1 h at RT. Cells were
washed three times with PBS, counterstained with DAPI
and imaged using an inverted fluorescent IX51 microscope
(Olympus, Valley, PA).

Immunohistochemistry

Tissue Microarray (TMA) consisting of paraffin
embedded tissue sections were de-paraffinized and
rehydrated as follows: two incubations in xylene for 5 min
each, followed by three incubations in 100% ethanol for
3 min each with subsequent serial dilutions of ethanol
(95%, 70%, 50% and 20%) for 3 min each. After washing
with H,O, the TMA sections were treated with Antigen
Unmasking Solution (Vector Labs, Burlingame, CA)
according to the manufacturer’s recommendations, and
then washed in PBS followed by treatment with 0.3%
H,0, in methanol for 30 min. After washing with PBS,
TMA sections were blocked with normal goat serum for
20 min, and then incubated with primary mouse anti-
NNMT antibodies (Santa Cruz) at the 1:100 dilution for
30 min, washed in PBS and incubated with biotinylated
secondary anti-mouse antibodies (Vector Labs) for 30 min.
Finally, the antigen-antibody complexes were detected
with the Vectastain ABC Kit (Vector Labs), stained
with ImmPACT/DAB staining solution (Vector Labs)
for 30 min and counterstained with hematoxylin. Slides
were dehydrated, air-dried and mounted with Permount
(Thermo Fisher Scientific). All patients provided written
informed consent for tissue storage and research use of
donated cancer sample.

Microarray-based comparative genomic
hybridization

Genomic DNA was extracted using the DNeasy
Tissue Kit as per manufacturer’s instructions (Qiagen).
Infinium CytoSNP-850k Beadchip array (Illumina, Essex,
UK) was used according to the manufacturer’s protocols
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to determine genome-wide copy number changes in
OVCAR3 control, Gluc-2 and Gluc-3 cells. CytoSNP-
850K BeadChip oligonucleotide arrays (Illumina) contains
approximately 850,000 probes (50-mer long) with enriched
coverage for 3262 genes of known relevance in cancer
applications. Arrays were imaged using Illumina iScan
and copy number values were determined by the Illumina
BeadStudio software. All copy number calls are provided
in Supplementary Table 2 (0: deletion/no call, 1: 1 copy,
2: 2 copies, 3: 3 copies (genomic gain), 4: 4+ copies
(amplification)). Raw data files are available upon request.

RNA sequencing

RNA extraction and quality control: RNA was
extracted using RNeasy Mini Kit (Qiagen, Valencia, CA)
and quantified using NanoDrop 8000 Spectrophotometer
(Thermo Scientific, Carlsbad, CA). RNA was qualified
using the Agilent RNA 6000 Nano Kit and the Agilent
Bioanalyzer (Agilent Technologies, Santa Clara, CA), only
high quality samples with high RNA integrity numbers
(RIN < 9) were used. Biological replicates of OVCAR3
control, OVCAR3 Gluc-2 and OVCAR3 Gluc-3 cells were
performed to enable downstream statistics.

Library preparation and sequencing: 1 pg of total
RNA from high quality samples was used as an input
into the Ion Total RNAseq kit v2 (Ion Torrent, Carlsbad,
CA), in which sample RNA was fragmented and reverse
transcribed, adapter-ligated and amplified according to
manufacturer’s instructions. Sequencing adapters were
ligated from the Ion Xpress™ Plus Fragment Library Kit
(Life Technologies). Libraries were quantified with Qubit
(Invitrogen) and qualified with the Agilent Bioanalyzer
(Agilent Technologies, Santa Clara, CA) before being
pooled in equimolar amounts and amplified onto Ion Sphere
Particles using Ion PI™ template OT2 200 Kit v3 (Life
Technologies). Finally, the samples were sequenced on the
Ion Proton™ using semi-conductor sequencing with Ion
PI™ Sequencing 200 v3 kit (Life Technologies) to a depth
of 12 to 25 million reads with a mean read length of 90 bp.

Bioinformatics: In brief, raw reads were filtered and
trimmed by FASTX toolkit (http://hannonlab.cshl.edu/
fastx_toolkit/) then aligned to human reference genome
(hg19) using TMAP with the Gencode version 19 reference
human genome annotation (http://www.gencodegenes.
org). FPKM (fragment per kilobase of gene per million
reads sequenced) values were calculated for 23,847 genes
using Cufflinks 2.0.8. Poorly measured raw FPKM values
less than 1 were increased to a floor threshold of I.1.
Raw FPKM values were then log2 transformed. Genes
with an average of 1 or less in addition to miRNAs and
SNORDs were removed from further analysis. In general,
libraries contained less than 2.5% of reads coming from
ribosomal RNA and over 90% of reads mapping to
the genome suggesting high quality RNA libraries for
downstream analysis. A two-tailed t-test was used to
assess the significance of gene expression differences

and then corrected for multiple hypotheses by calculating
the q value using the Benjamini and Hochberg method.
Data from well-annotated genes that had significant gene
expression differences with a false discovery rate below
20% (defined as a ¢ value < 0.2) are presented.

Biolog phenotype microarrays

Metabolic profiling was performed with Biolog
Phenotype Microarrays (Biolog, Hayward, CA)
according to manufacturer’s recommendations. Briefly,
cells were seeded in PM-M1 and PM-M2 96-well
plates. The PM-MI array consists of wells coated with
carbohydrate and carboxylate substrates, whereas PM-
M2 contains glutamine, individual L-amino acids and
most dipeptide combinations. Cell lines were seeded
into Biolog Microarray wells and cultured at 37°C, 5%
CO, in a humidified atmosphere and in Biolog IF-M1
proprietary medium without glucose, but with low levels
of glutamine (0.3 mM), 5% FBS and 1% Penicillin/
Streptomycin solution. The assays were incubated
for 48 h and the colorimetric reaction was developed
with MB dye for 6 h. Color intensity reflects the level
of energy produced by cells as a measure of NAD"
reduction to NADH. Absorbance for all substrates was
measured at 600 nm using Glomax Multi Detection
System (Promega) and the values of absorbance were
normalized by deducting the negative control absorbance
(uncoated wells) from the absorbance value of coated
wells, and dividing it by the average of positive control
(wells coated with a-D-glucose). Statistical calculations
were performed using a two-tailed Student’s #-test (*P <
0.05) by comparing normalized absorbance values for a
given substrate measured in two independent biological
and technical replicates with the readings for another
cell line. Biolog Phenotype Microarrays were performed
on glucose-restricted OVCAR3 sublines (Gluc-2 and
Gluc-3), control OVCAR3, OVCAR3-GFP and -ZEB1
cells, OVCA433-GFP and -ZEBI1 cells, as well as
OVCAR3 Gluc-2 and Gluc-3 sublines transformed with
shCtrl and sShNNMT-3.

Computational analyses

Kaplan-Meier plots

The Kaplan-Meier plotter (http://kmplot.com) [60]
was used to generate Kaplan-Meier plots of overall (OS)
and progression-free survival (PFS) of ovarian cancer
patients from TCGA dataset, expressing high and low
levels of NNMT. The criteria for generation of plots were
set up to analyze only patients with ovarian cancer of
high-grade serous histology (stage III and IV).

Classification to different HGSC subtypes

NNMT expression in different HGSC subtypes was
analyzed using R2 Genomics Analysis and Visualization
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Platform (R2: Genomics Analysis and Visualization
Platform (http://r2.amc.nl)). ‘Tumor Ovarian Serous
Cystoadenocarcinoma dataset’ (TCGA, 541 patients) and
‘Ovarian Tumor’ dataset (Tothill ef al., 285 patients [33])
were used to generate graphs.

Gene Ontology analyses

Gene Ontology enrichment analysis of RNAseq
results was performed using DAVID Bioinformatics
Resources 6.7 [74].

GSEA analyses

Gene Set Enrichment Analysis GSEA software
(the Broad Institute) was used to determine the overlap
of transcriptional changes observed in glucose-restricted
sublines with published hallmark signatures and other
defined Gene Set Databases, as well as to create graphs
visualizing Enrichment Maps [75].

Expression of NNMT
corresponding cancers

in normal tissues and

Box plots for differential NNMT expression were
generated using datasets (U133Plus2 platform: 17931
cancers and 3503 normal tissues) and software available
through the Gene Expression across Normal and Tumor
tissue (GENT) portal (medical-genome.kribb.re.kr/GENT)
[76]. Average NNMT expression levels across all analyzed
normal (N) or cancer (C) tissues of different origin are
indicated by vertical dotted green and red lines, respectively.

Statistical analysis

Data were analyzed using a Student’s ¢-test, two-
tailed distribution with two-sample equal variance
(homoscedastic), calculated in GraphPad Prism version 6
software (San Diego, CA).

ACKNOWLEDGMENTS

We thank members of the Cedars-Sinai Women’s
Cancer Program for critically reviewing the manuscript
and conceptual advice. We apologize to authors whose
work was not cited.

CONFLICTS OF INTEREST

The authors declare that there is no conflicts of
interest.

FUNDING

This work was supported by the Ovarian Cancer
Research Fund Collaborative Research Development Grant
(WR.W,, B.YK., S.O., P-J.PA., number 373356) and
Women’s Cancer Program at Cedars-Sinai Medical Center.

REFERENCES

10.

I1.

12.

13.

14.

15.

16.

Hanahan D, Weinberg Robert A. Hallmarks of Cancer: The
Next Generation. Cell. 144:646-674.

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

Warburg O. On respiratory impairment in cancer cells.
Science (New York, NY). 1956; 124:269-270.

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

Lunt SY, Vander Heiden MG. Aerobic Glycolysis: Meeting the
Metabolic Requirements of Cell Proliferation. Annu Rev Cell
Dev Biol. 2011; 27:441-464.

Gambhir SS. Molecular imaging of cancer with positron
emission tomography. Nat Rev Cancer. 2002; 2:683—693.
Bomanji JB, Costa DC, Ell PJ. Clinical role of positron
emission tomography in oncology. Lancet Oncol. 2001;
2:157-164.

Chang JM, Lee HJ, Goo JM, Lee H-Y, Lee JJ, Chung J-K,
Im J-G. False Positive and False Negative FDG-PET Scans
in Various Thoracic Diseases. Korean J Radiol. 2006;
7:57-69.

Bos R, van der Hoeven JIM, van der Wall E, van der
Groep P, van Diest PJ, Comans EFI, Joshi U, Semenza GL,
Hoekstra OS, Lammertsma AA, Molthoff CFM. Biologic
Correlates of 18Fluorodeoxyglucose Uptake in Human
Breast Cancer Measured by Positron Emission Tomography.
J Clin Oncol. 2002; 20:379-387.

Urasaki Y, Heath L, Xu CW. Coupling of Glucose
Deprivation with Impaired Histone H2B Monoubiquitination
in Tumors. PLoS ONE. 2012; 7:¢36775.

Carmeliet P, Jain RK. Principles and mechanisms of vessel
normalization for cancer and other angiogenic diseases. Nat
Rev Drug Discov. 2011; 10:417-427.

Fukumura DAI, Duda DG, Munn LL, Jain RK. Tumor
Microvasculature and Microenvironment: Novel Insights
Through Intravital Imaging in Pre-Clinical Models.
Microcirculation. 2010; 17:206-225.

Nagy JA, Chang S-H, Shih S-C, Dvorak AM, Dvorak HF.
Heterogeneity of the Tumor Vasculature. Semin Thromb
Hemost. 2010; 36:321-331.

Yeom C, Goto Y, Zhu Y, Hiraoka M, Harada H.
Microenvironments and Cellular Characteristics in the
Micro Tumor Cords of Malignant Solid Tumors. Int J Mol
Sci. 2012; 13:13949.

Sood AK, Fletcher MS, Zahn CM, Gruman LM, Coffin JE,
Seftor EA, Hendrix MJC. The Clinical Significance of
Tumor Cell-Lined Vasculature in Ovarian Carcinoma:
Implications for Anti-Vasculogenic Therapy. Cancer Biol
Ther. 2002; 1:661-664.

Piao Y, Liang J, Holmes L, Henry V, Sulman E, de
Groot JF. Acquired Resistance to Anti-VEGF Therapy in

www.impactjournals.com/oncotarget

26217

Oncotarget



17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

Glioblastoma Is Associated with a Mesenchymal Transition.
Clin Cancer Res. 2013; 19:4392-4403.

Fan F, Samuel S, Gaur P, Lu J, Dallas NA, Xia L, Bose D,
Ramachandran V, Ellis LM. Chronic exposure of colorectal
cancer cells to bevacizumab promotes compensatory
pathways that mediate tumour cell migration. Br J Cancer.
2011; 104:1270-1277.

Hattingen E, Jurcoane A, Bahr O, Rieger J, Magerkurth J,
Anti S, Steinbach JP, Pilatus U. Bevacizumab impairs
oxidative energy metabolism and shows antitumoral
effects in recurrent glioblastomas: a (31)P/(1)H MRSI and
quantitative magnetic resonance imaging study. Neuro
Oncol. 2011; 13:1349-1363.

Blagosklonny MV. Antiangiogenic therapy and tumor
progression. Cancer Cell. 2004; 5:13-17.

Yopp AC, Schwartz LH, Kemeny N, Gultekin DH, Génen M,
Bamboat Z, Shia J, Haviland D, D’Angelica MI, Fong Y,
DeMatteo RP, Allen PJ, Jarnagin WR. Antiangiogenic
Therapy for Primary Liver Cancer: Correlation of Changes in
Dynamic Contrast-Enhanced Magnetic Resonance Imaging
with Tissue Hypoxia Markers and Clinical Response. Ann
Surg Oncol. 2011; 18:2192-2199.

Mehta S, Hughes NP, Buffa FM, Li SP, Adams RF, Adwani A,
Taylor NJ, Levitt NC, Padhani AR, Makris A, Harris AL.
Assessing Early Therapeutic Response to Bevacizumab in
Primary Breast Cancer Using Magnetic Resonance Imaging
and Gene Expression Profiles. JNCI Monographs. 2011;
2011:71-74.

Graham NA, Tahmasian M, Kohli B, Komisopoulou E,
Zhu M, Vivanco I, Teitell MA, Wu H, Ribas A, Lo RS,
Mellinghoff IK, Mischel PS, Graeber TG. Glucose
deprivation signaling
amplification loop leading to cell death. Mol Syst Biol.
2012; 8:589-589.

Priebe A, Tan L, Wahl H, Kueck A, He G, Kwok R,
Opipari A, Liu JR. Glucose deprivation activates AMPK
and induces cell death through modulation of Akt in ovarian
cancer cells. Gynecol Oncol. 2011; 122:389-395.

Okuyama H, Endo H, Akashika T, Kato K, Inoue M.
Downregulation of c-MYC Protein Levels Contributes to

activates a metabolic and

Cancer Cell Survival under Dual Deficiency of Oxygen and
Glucose. Cancer Res. 2010; 70:10213-10223.

Pasto A, Bellio C, Pilotto G, Ciminale V, Silic-Benussi M,
Guzzo G, Rasola A, Frasson C, Nardo G, Zulato E, Nicoletto
MO, Manicone M, Indraccolo S, et al. Cancer stem cells
from epithelial ovarian cancer patients privilege oxidative
phosphorylation, and resist glucose deprivation. Oncotarget.
2014; 5:4305-4319. doi: 10.18632/oncotarget.2010.
Bentley PA, Shao Y, Misra Y, Morielli AD, Zhao FQ.
Characterization of Bovine Glucose Transporter 1 Kinetics
and Substrate Specificities in Xenopus Oocytes. J Dairy Sci.
2012;95:1188-1197.

Montel-Hagen A, Kinet S, Manel N, Mongellaz C,
Prohaska R, Battini J-L, Delaunay J, Sitbon M, Taylor N.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

Erythrocyte Glutl Triggers Dehydroascorbic Acid Uptake
in Mammals Unable to Synthesize Vitamin C. Cell. 2008;
132:1039-1048.

Eggleston LV, Krebs HA. Regulation of the pentose
phosphate cycle. Biochemical Journal. 1974; 138:425-435.

Kruger NJ, von Schaewen A. The oxidative pentose
phosphate pathway: structure and organisation. Curr Opin
Plant Biol. 2003; 6:236-246.

Tsouko E, Khan AS, White MA, Han JJ, Shi Y,
Merchant FA, Sharpe MA, Xin L, Frigo DE. Regulation of
the pentose phosphate pathway by an androgen receptor-
mTOR-mediated mechanism and its role in prostate cancer
cell growth. Oncogenesis. 2014; 3:e103.

Stewart JM, Shaw PA, Gedye C, Bernardini MQ, Neel BG,
Ailles LE, Mak TW. Phenotypic heterogeneity and
instability of human ovarian tumor-initiating cells. Proc
Natl Acad Sci U S A. 2011; 108:6468—6473.

Integrated genomic analyses of ovarian carcinoma, Cancer
Genome Atlas Research Network. Nature. 2011; 474:609-615.

Tothill RW, Tinker AV, George J, Brown R, Fox SB,
Lade S, Johnson DS, Trivett MK, Etemadmoghadam D,
Locandro B, Traficante N, Fereday S, Hung JA, et al. Novel
Molecular Subtypes of Serous and Endometrioid Ovarian
Cancer Linked to Clinical Outcome. Clin Cancer Res. 2008;
14:5198-5208.

Sankaranarayanan R, Ferlay J. Worldwide burden of
gynaecological cancer: The size of the problem. Best Pract
Res Clin Obstet Gynaecol. 2006; 20:207-225.

Zhang S, Balch C, Chan MW, Lai H-C, Matei D, Schilder M,
Yan PS, Huang THM, Nephew KP. Identification and
Characterization of Ovarian Cancer-Initiating Cells from
Primary Human Tumors. Cancer Res. 2008; 68:4311-4320.
Modis K, Ger6 D, Stangl R, Rosero O, Szijarté A, Lotz G,
Mohacsik P, Szoleczky P, Coletta C, Szabé C. Adenosine
and inosine exert cytoprotective effects in an in vitro model
of liver ischemia-reperfusion injury. Int J Mol Med. 2013;
31:437-446.

Bordbar A, Feist AM, Usaite-Black R, Woodcock J,
Palsson BO, Famili I. A multi-tissue type genome-scale
metabolic network for analysis of whole-body systems
physiology. BMC Syst Biol. 2011; 5:1-17.

Janzen DM, Tiourin E, Salehi JA, Paik DY, Lu J,
Pellegrini M, Memarzadeh S. An apoptosis-enhancing
drug overcomes platinum resistance in a tumour-initiating
subpopulation of ovarian cancer. Nat Commun. 2015; 6.
Domcke S, Sinha R, Levine DA, Sander C, Schultz N.
Evaluating cell lines as tumour models by comparison of
genomic profiles. Nat Commun. 2013; 4.

Beaufort CM, Helmijr JCA, Piskorz AM, Hoogstraat M,
Ruigrok-Ritstier K, Besselink N, Murtaza M, van
Ijcken WFJ, Heine AAJ, Smid M, Koudijs MJ, Brenton JD,
Berns EMJJ, et al. Ovarian Cancer Cell Line Panel (OCCP):
Clinical Importance of /n Vitro Morphological Subtypes.
PLoS ONE. 2014; 9:¢103988.

WWW

.impactjournals.com/oncotarget

26218

Oncotarget



41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

Ulanovskaya OA, Zuhl AM, Cravatt BF. NNMT promotes
epigenetic remodeling in cancer by creating a metabolic
methylation sink. Nat Chem Biol. 2013; 9:300-306.

Aksoy S, Szumlanski CL, Weinshilboum RM. Human
liver nicotinamide N-methyltransferase. cDNA cloning,
expression, and biochemical characterization. J Biol Chem.
1994; 269:14835-14840.

Hong S, Moreno-Navarrete JM, Wei X, Kikukawa Y,
Tzameli I, Prasad D, Lee Y, Asara JM, Fernandez-Real JM,
Maratos-Flier E, Pissios P. Nicotinamide N-methyltransferase
regulates hepatic nutrient metabolism through Sirtl protein
stabilization. Nat Med. 2015; 21:887-94.

Kraus D, Yang Q, Kong D, Banks AS, Zhang L,
Rodgers JT, Pirinen E, Pulinilkunnil TC, Gong F,
Wang YC, Cen Y, Sauve AA, Asara JM, et al. Nicotinamide
N-methyltransferase knockdown protects against diet-
induced obesity. Nature. 2014; 508:258-262.

Qi D, Kaur Gill N, Santiskulvong C, Sifuentes J, Dorigo O,
Rao J, Taylor-Harding B, Ruprecht Wiedemeyer W,
Rowat AC. Screening cell mechanotype by parallel
microfiltration. Sci Rep. 2015; 5:17595.

Aigner K, Dampier B, Descovich LM, Mikula M, Sultan A,
Schreiber M. The transcription factor ZEB1 (deltaEF1)
promotes tumour cell dedifferentiation by repressing
master regulators of epithelial polarity. Oncogene. 2007,
26:6979-6988.

Spaderna S, Schmalhofer O, Wahlbuhl M, Dimmler A,
Bauer K, Sultan A. The transcriptional repressor ZEB1
promotes metastasis and loss of cell polarity in cancer.
Cancer Res. 2008; 68:537-544.

Zhang P, Sun Y, Ma L. ZEBI1: At the crossroads of
epithelial-mesenchymal transition, metastasis and therapy
resistance. Cell Cycle. 2015; 14:481-487.

Voulgari A, Pintzas A. Epithelial-mesenchymal transition
in cancer metastasis: Mechanisms, markers and strategies
to overcome drug resistance in the clinic. BBA-REV
CANCER. 2009; 1796:75-90.

Wu'Y, Zhou BP. New Insights of Epithelial-Mesenchymal
Transition in Cancer Metastasis. Acta Biochim Biophys Sin.
2008; 40:643-650.

Lin H-JL, Zuo T, Lin C-H, Kuo CT, Liyanarachchi S,
Sun S, Shen R, Deatherage DE, Potter D, Asamoto L,
Lin S, Yan PS, Cheng A-L, et al. Breast Cancer-associated
Fibroblasts Confer AKT1-mediated Epigenetic Silencing of
Cystatin M in Epithelial Cells. Cancer Res. 2008; 68:10257.

Higgins DF, Kimura K, Bernhardt WM, Shrimanker N,
Akai Y, Hohenstein B, Saito Y, Johnson RS, Kretzler M,
Cohen CD. Hypoxia promotes fibrogenesis in vivo via HIF-1
stimulation of epithelial-to-mesenchymal transition. J Clin
Invest. 2007; 117:3810-3820.

Cannito S, Novo E, Compagnone A, di Bonzo LV,
Busletta C, Zamara E, Paternostro C, Povero D, Bandino A,
Bozzo F. Redox mechanisms switch on hypoxia-dependent

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

epithelial-mesenchymal transition in cells.

Carcinogenesis. 2008; 29:2267-2278.

Vooijs MA, Gort EH, Groot AJ, der Wall Ev, van Diest PJ.
Hypoxic regulation of metastasis via hypoxia-inducible
factors. Curr Mol Med. 2008; 8:60—67.

Zeindl-Eberhart E, Brandl L, Liebmann S, Ormanns S,
Scheel SK, Brabletz T, Kirchner T, Jung A. Epithelial-
Mesenchymal Transition Induces Endoplasmic-Reticulum-
Stress Response in Human Colorectal Tumor Cells. PLoS
ONE. 2014; 9:¢87386.

Shaul Yoav D, Freinkman E, Comb William C, Cantor
Jason R, Tam Wai L, Thiru P, Kim D, Kanarek N, Pacold
Michael E, Chen Walter W, Bierie B, Possemato R,
Reinhardt F, et al. Dihydropyrimidine Accumulation Is
Required for the Epithelial-Mesenchymal Transition. Cell.
2014; 158:1094-1109.

Wu Y, Siadaty MS, Berens ME, Hampton GM,
Theodorescu D. Overlapping gene expression profiles
of cell migration and tumor invasion in human bladder
cancer identify metallothionein 1E and nicotinamide

cancer

N-methyltransferase as novel regulators of cell migration.
Oncogene. 2008; 27:6679—6689.

Pozzi V, Mazzotta M, Lo Muzio L, Sartini D, Santarelli A,
Renzi E, Rocchetti R, Tomasetti M, Ciavarella D,
Emanuelli M. Inhibiting proliferation in KB cancer cells
by RNA interference-mediated knockdown of nicotinamide
N-methyltransferase expression. Int J Immunopathol
Pharmacol. 2011; 24:69-77.

Tang SW, Yang TC, Lin WC, Chang WH, Wang CC,
Lai MK, Lin JY. Nicotinamide N-methyltransferase
induces cellular invasion through activating matrix
metalloproteinase-2 expression in clear cell renal cell
carcinoma cells. Carcinogenesis. 2011; 32:138—145.
Gyorffy B, Lanczky A, Szallasi Z. Implementing an online
tool for genome-wide validation of survival-associated
biomarkers in ovarian-cancer using microarray data from
1287 patients. Endocr Relat Cancer. 2012; 19:197-208.
Konecny GE, Wang C, Hamidi H, Winterhoff B, Kalli KR,
Dering J, Ginther C, Chen HW, Dowdy S, Cliby W,
Gostout B, Podratz KC, Keeney G, et al. Prognostic and
Therapeutic Relevance of Molecular Subtypes in High-Grade
Serous Ovarian Cancer. J Natl Cancer Inst. 2014; 106:dju249.
Patch AM, Christie EL, Etemadmoghadam D, Garsed DW,
George J, Fereday S, Nones K, Cowin P, Alsop K,
Bailey PJ, Kassahn KS, Newell F, Quinn MC, et al. Whole-
genome characterization of chemoresistant ovarian cancer.
Nature. 2015; 521:489-494.

Yun J, Rago C, Cheong I, Pagliarini R, Angenendt P,
Rajagopalan H, Schmidt K, Willson JKV, Markowitz S,
Zhou S, Diaz LA, Velculescu VE, Lengauer C, et al.
Glucose Deprivation Contributes to the Development of
KRAS Pathway Mutations in Tumor Cells. Science. 2009;
325:1555-1559.

WWW

.impactjournals.com/oncotarget

26219

Oncotarget



64.

65.

66.

67.

68.

69.

70.

Berg JM, Tymoczko JL, Stryer L. Glucose 6-Phosphate
Dehydrogenase Plays a Key Role in Protection Against
Reactive Oxygen Species. Biochemistry. 2002.

Sperber H, Mathieu J, Wang Y, Ferreccio A, Hesson J,
Xu Z, Fischer KA, Devi A, Detraux D, Gu H, Battle SL,
Showalter M, Valensisi C, et al. The metabolome regulates the
epigenetic landscape during naive-to-primed human embryonic
stem cell transition. Nat Cell Biol. 2015; 17:1523—-1535.

Tomida M, Ohtake H, Yokota T, Kobayashi Y,
Kurosumi M. Stat3 up-regulates expression of nicotinamide
N-methyltransferase in human cancer cells. J Cancer Res
Clin Oncol. 2008; 134:551-559.

Bignotti E, Tassi RA, Calza S, Ravaggi A, Bandiera E, Rossi
E, Donzelli C, Pasinetti B, Pecorelli S, Santin AD. Gene
expression profile of ovarian serous papillary carcinomas:
identification of metastasis-associated genes. Am J Obstet
Gynecol. 2007; 196:245.¢241-245.¢211.

Brodsky AS, Fischer A, Miller DH, Vang S, MacLaughlan S,
Wu HT, Yu J, Steinhoff M, Collins C, Smith PJS,
Raphael BJ, Brard L. Expression Profiling of Primary and
Metastatic Ovarian Tumors Reveals Differences Indicative
of Aggressive Disease. PLoS ONE. 2014; 9:¢94476.

Hsu PD, Scott DA, Weinstein JA, Ran FA, Konermann S,
Agarwala V, Li Y, Fine EJ, Wu X, Shalem O, Cradick TJ,
Marraffini LA, Bao G, et al. DNA targeting specificity of
RNA-guided Cas9 nucleases. Nat Biotech. 2013; 31:827-832.
Cong L, Ran FA, Cox D, Lin S, Barretto R, Habib N,
Hsu PD, Wu X, Jiang W, Marraffini LA, Zhang F. Multiplex
Genome Engineering Using CRISPR/Cas Systems. Science.
2013; 339:819-823.

71.

72.

73.

74.

75.

76.

Ran FA, Hsu PD, Wright J, Agarwala V, Scott DA, Zhang F.
Genome engineering using the CRISPR-Cas9 system. Nat
Protocols. 2013; 8:2281-2308.

Taylor-Harding B, Agadjanian H, Nassanian H, Kwon S,
Guo X, Miller C, Karlan BY, Orsulic S, Walsh CS. Indole-
3-carbinol synergistically sensitises ovarian cancer cells to
bortezomib treatment. Br J Cancer. 2012; 106:333-343.

Wiedemeyer WR, Dunn IF, Quayle SN, Zhang J,
Chheda MG, Dunn GP, Zhuang L, Rosenbluh J, Chen S,
Xiao Y, Shapiro GI, Hahn WC, Chin L. Pattern of
retinoblastoma pathway inactivation dictates response
to CDK4/6 inhibition in GBM. Proc Natl Acad Sci USA.
2010; 107:11501-11506.

Huang DW, Sherman BT, Lempicki RA. Systematic
and integrative analysis of large gene lists using DAVID
bioinformatics resources. Nat Protocols. 2008; 4:44-57.

Subramanian A, Tamayo P, Mootha VK, Mukherjee S,
Ebert BL, Gillette MA, Paulovich A, Pomeroy SL, Golub TR,
Lander ES. Gene set enrichment analysis: a knowledge-based
approach for interpreting genome-wide expression profiles.
Proc Natl Acad Sci. 2005; 102:15545-15550.

Kilpinen S, Autio R, Ojala K, Iljin K, Bucher E, Sara H,
Pisto T, Saarela M, Skotheim RI, Bjérkman M, Mpindi JP,
Haapa-Paananen S, Vainio P, et al. Systematic bioinformatic
analysis of expression levels of 17,330 human genes across
9,783 samples from 175 types of healthy and pathological
tissues. Genome Biol. 2008; 9:1-14.

www.impactjournals.com/oncotarget

26220

Oncotarget



