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Glucose transporter 1-mediated glucose uptake is
limiting for B-cell acute lymphoblastic leukemia
anabolic metabolism and resistance to apoptosis

This article has been corrected since Online Publication and a corrigendum has also been published

T Liu"?, RJ Kishton'?, AN Macintyre'?, VA Gerriets'?, H Xiang'?, X Liu®, ED Abel®, D Rizzieri®, JW Locasale® and JC Rathmell*'?

The metabolic profiles of cancer cells have long been acknowledged to be altered and to provide new therapeutic opportunities.
In particular, a wide range of both solid and liquid tumors use aerobic glycolysis to supply energy and support cell growth. This
metabolic program leads to high rates of glucose consumption through glycolysis with secretion of lactate even in the presence of
oxygen. Identifying the limiting events in aerobic glycolysis and the response of cancer cells to metabolic inhibition is now
essential to exploit this potential metabolic dependency. Here, we examine the role of glucose uptake and the glucose transporter
Glut1 in the metabolism and metabolic stress response of BCR-Abl+ B-cell acute lymphoblastic leukemia cells (B-ALL). B-ALL cells
were highly glycolytic and primary human B-ALL samples were dependent on glycolysis. We show B-ALL cells express multiple
glucose transporters and conditional genetic deletion of Glut1 led to a partial loss of glucose uptake. This reduced glucose
transport capacity, however, was sufficient to metabolically reprogram B-ALL cells to decrease anabolic and increase catabolic
flux. Cell proliferation decreased and a limited degree of apoptosis was also observed. Importantly, Glut1-deficient B-ALL cells
failed to accumulate in vivo and leukemic progression was suppressed by Glut1 deletion. Similarly, pharmacologic inhibition of
aerobic glycolysis with moderate doses of 2-deoxyglucose (2-DG) slowed B-ALL cell proliferation, but extensive apoptosis only
occurred at high doses. Nevertheless, 2-DG induced the pro-apoptotic protein Bim and sensitized B-ALL cells to the tyrosine
kinase inhibitor Dasatinib in vivo. Together, these data show that despite expression of multiple glucose transporters, B-ALL cells
are reliant on Glut1 to maintain aerobic glycolysis and anabolic metabolism. Further, partial inhibition of glucose metabolism is
sufficient to sensitize cancer cells to specifically targeted therapies, suggesting inhibition of aerobic glycolysis as a plausible
adjuvant approach for B-ALL therapies.
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Many cancer cells have elevated rates of glycolysis and
lactate production even in the presence of oxygen. This
program, termed aerobic glycolysis, occurs in a wide range of
both solid and liquid tumors and is driven by oncogenic signals
and microenvironmental pressures.! Aerobic glycolysis is
proposed to allow metabolism in low oxygen tensions and to
provide biosynthetic intermediates for cell growth. Indeed,
aerobic glycolysis readily supports both generation of ATP and
biosynthesis of lipids, nucleic acids, and amino acids.! Given
the high rates of glucose consumption and aerobic glycolysis
in most cancers, targeting glucose metabolism has become of
significant interest as an approach to eliminate cancer cells.
It is now important to establish mechanisms of aerobic
glycolysis and the response of cancer cells to metabolic
inhibition.

The £(9;22) chromosomal translocation that generates the
oncogenic kinase BCR-Abl occurs in ~25% of adult B-cell

acute lymphoblastic leukemia cells (B-ALL) and is associated
with poor prognosis.? The metabolic program of B-ALL cells is
undefined, although diffuse large B-cell lymphoma (DLBCL)
can either be highly glycolytic or use oxidative phosphorylation
and mitochondrial metabolism.® It has been suggested that
BCR-Abl signaling is associated with elevated glucose
metabolism, as BCR-Abl can promote glucose uptake and
trafficking of glucose transporter Glut1 to the cell surface.
Conversely, inhibition of BCR-Abl in leukemic cells sup-
presses glucose uptake and glycolysis.*~” This regulation of
glucose metabolism may be critical for survival of BCR-AblI
B-ALL, as enforced expression of Glut1 protected B-ALL cells
from imatinib-induced apoptosis.® These data show that BCR-
Abl promotes glucose uptake and aerobic glycolysis, and
BCR-Abl-transformed cells may rely on this pathway.
Targeting glucose metabolism can have efficacy against a
variety of cancers.? Mechanistic understanding of cancer cell
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metabolic requirements or response to inhibition using
pharmacologic approaches, however, has been limited.
It has been shown using the glycolytic inhibitor 2-deoxyglucose
(2-D@) or glucose deprivation culture conditions that inhibition
of glucose metabolism impacts cancer cell growth and viability
through several different mechanisms, including cell cycle
arrest or cell death by activating AMPK pathway and
inactivating mTOR signaling.'® Reduced glucose metabolism
has also been found to impact the stability and synthesis of
Bcl-2 family proteins. Glucose deprivation induces expression
of pro-apoptotic molecules, including Bim”''='® and can
induce apoptosis in cells transformed with oncogenic K-Ras
through the unfolded protein response pathway.'®

Here we examine the mechanism and role of glucose
uptake in B-ALL metabolism and leukemia progression by
genetically targeting glucose transport. The Glut family of
hexose transporters consists of 14 members'” and B-ALL
cells expressed multiple family members. Conditional deletion
of Glut1, however, demonstrated that B-ALL cells are reliant
on this specific glucose transporter to sustain anabolic
metabolism, proliferation, and resistance to cell death.
Consistent with our data showing a key role for glucose
uptake, we found that pharmacologic inhibition of glycolysis
sensitized B-ALL cells to caspase activation and apoptosis to
reduce leukemia burden in vivo. Glut1 and glucose uptake
have a key role, therefore, to maintain BCR-Abl B-ALL cell
growth and resistance to cell death.

Results

B-ALL cells utilize glucose through aerobic glycolysis.
Oncogenic signals can increase glucose uptake and drive
aerobic glycolysis.'® However, usage of glucose in B-ALL
and the response of B-ALL cells to inhibition of aerobic
glycolysis are poorly understood. To examine glucose
metabolism activity in B-ALL, real-time extracellular flux was
measured in six human B-ALL cell lines, including BCR-Abl+
and BCR-Abl — cell lines, and peripheral B cells from three
healthy donors in the absence of nutrients, after addition of
glutamine, then upon addition of glucose. Extracellular
acidification rate (ECAR), reflective of lactate production,
was similar in each cell type in the absence of nutrients
(Figure 1a). Glutamine, which is used as another important
metabolic fuel for many types of cancer cells in addition to
glucose,'® did not increase ECAR in any of the B-ALL cell
lines or normal B cells. The addition of glucose following
glutamine, however, led to a sharp increase in ECAR in all
the B-ALL cells (Figure 1a). A modest increase in ECAR
was also observed in normal B cells. Importantly, under no
condition did the oxygen consumption rate (OCR) change
with glutamine or glucose addition (Supplementary Figure
1a), and we did not observe a clear difference of metabolic
program between BCR-Abl+ and BCR-Abl- cell lines.
B-ALL cells thus selectively metabolize glucose through
aerobic glycolysis with minimal contribution to oxidative
metabolism.

To test whether primary B-ALL cells depended on main-
tenance of high glycolysis, BCR-Abl+ and BCR-Abl — B-ALL
patient samples and two normal donor B cells were cultured in
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complete media with or without the addition of 10 mM 2-DG to
strongly inhibit glycolysis. Cell survival was measured over
time and normal B cells were found only modestly affected by
glycolytic inhibition (Figure 1b). In contrast, primary B-ALL
cells treated with 2-DG rapidly underwent cell death and were
highly dependent on glycolysis regardless of the BCR-Abl status.

B-ALL cells express multiple Glut family members and
deletion of Glut1 partially inhibits glucose uptake. Glu-
cose uptake is the first essential step in glucose metabolism
and can be limiting in lymphocyte proliferation.’®2' Measure-
ment of Glut family members in BCR-Abl+ murine B-ALL
found expression of Glut1, Glut3, Glut6, Glut8, and Glut9,
whereas the remaining Glut family members were undetected
(Figure 1c). Similarly, human B-ALL cell lines expressed a
variable array of Glut family members, including Glut1, Glut3,
Glut4, Glut5, Glute, Glut7, Glut8, and Glut9 (Supplementary
Figure 1B). Of these transporters, Glutl was previously
shown important for proliferation and antibody secretion of
normal B cells'® and appeared broadly abundant in B-ALL.
To genetically target B-ALL glucose uptake, therefore, we
generated primary BCR-Abl B-ALL cells from Glut1"/Ubi-Cre-
ER™ mice to enable inducible deletion of glucose transporter
Glut1 upon treatment with 4-hydroxytamoxifen (4-OHT).
Treatment of Glut1""/Ubi-Cre-ER™ B-ALL with 4-OHT led
to efficient deletion of Glut1 with minimal compensation from
other Glut transporters, and 4-OHT had no effect on control
B-ALL cells (Figures 1c and d, Supplementary Figure 2).
Deletion of Glut1 reduced glucose uptake by approximately
half, showing Glut1 was limiting for maximal but does not
mediate all glucose uptake (Figure 1e). To test whether this
partial impairment of glucose transport impacted BCR-AbI
oncogenic activity, we examined phosphorylation of BCR-Ab
and immediate downstream targets and found BCR-Abl and
its substrate CRKL remained phosphorylated (Figure 1f).
Glut1, therefore, contributes significantly to B-ALL glucose
uptake, and reduction of glucose metabolism does not alter
BCR-ADI activity.

Glut1 deficiency suppresses anabolic metabolism. Given
the remaining capacity for glucose uptake in Glut1-deficient
cells, the metabolic impact of Glut1 deletion was unclear.
To better understand the metabolic role of Glutl, the
steady-state levels of 410 metabolites were measured
through non-targeted LC/MS22 in B-ALL cells, with or without
expression of Glut1. Principal component analyses of the
metabolome of each population showed a modest difference
between control CreER™ B-ALL cells and Glut1™" CreER™
cells. However, control CreER™ B-ALL were largely
unaffected by 4-OHT treatment, whereas Glut1 deletion led
to a distinct metabolic profile in 4-OHT-treated Glut1™"
CreER™ B-ALL cells (Figure 2a and Supplementary
Table 1). Only five metabolites were significantly altered
after 4-OHT treatment of control CreER™ B-ALL cells,
whereas 43 metabolites were specifically changed in
response to Glut1 deletion (Figure 2b and Supplementary
Table 1). Affected metabolites represented a wide array of
pathways (Figure 2c) with particular reductions in anabolic
pathways, including pyrimidine and purine metabolism,
glycolysis, and the amino and nucleotide sugar metabolism
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B-ALL cells require glycolysis and express multiple glucose transporters, but Glut1 is limiting for maximal glucose uptake. (a) ECAR was measured in human B-ALL

cell lines and primary healthy-donor peripheral blood B cells at baseline and followed by sequential injection of 2 mM glutamine and 25 mM glucose. (b) Viability of human primary
B-ALL cells and normal B cells from two donors each over time upon treatment of 2-DG (10 mM). Values were normalized at each time point to the vehicle control for that sample.
The BCR-Abl status of primary B-ALL is indicated. (c-€) Control and Gluti"™ CreER B-ALL cells were treated with vehicle or 4-OHT for 96 h followed by 48 h culture without
4-OHT prior to analyses. (c) Glucose transporter family member mRNA expression was measured by qrtPCR. Shown are expression of detected glucose transporters relative to
expression of beta-actin. Other Glut family members were not detected. (d) Glut1 protein was measured by immunoblot and () glucose uptake was measured with radiolabeled
glucose. (f) BCR-AbI activity was analyzed by immunoblot. Means of three or more replicates and S.D. are shown ***P < 0.001, **P < 0.005. NS, not significant

that support glycosylation. Metabolic levels were lowered for
glycolytic intermediates, a key pentose phosphate pathway
intermediate, and multiple nucleotides and intermediates
in nucleotide synthesis (Figure 2d, Supplementary Figure 3
and Supplementary Table 1). In contrast, catabolic pathways
including glycerophospholipid metabolism and acyl-carni-
tines, which reflect fatty acid and lipid oxidation, were

increased (Figure 2d). Surprisingly, pyruvate and lactate,
the majority of TCA cycle intermediates, and free intracellular
amino acids were unaffected by Glut1 deletion (Figure 2d,
Supplementary Figure 3 and Supplementary Table 1).
Pyruvate and lactate can be derived from non-glucose
sources, such as glutamine, and this may account for
maintenance of these metabolites even with reduced glucose
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metabolism.2®> These data suggest that Gluti-dependent
glucose mainly supports biosynthetic pathways in B-ALL
cells, and reduced glucose uptake led to metabolic repro-
gramming to favor catabolism.

To further investigate glucose contribution to downstream
metabolic pathways and how Glut1 deficiency alters these
pathway activities, glucose fate was traced and metabolic flux
analysis was performed using '®C-labeled glucose. B-ALL

Cell Death and Disease
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cells were cultured in vehicle or 4-OHT for 4 days to delete cells efficiently converted 13C-glucose to uniformly labeled
Glut1 and then labeled with 13C-glucose for 24 h prior to 3C phosphoenolpyruvate, dihydroxyacetone phosphate, and
LC/MS mass spectrometry. Despite partial maintenance of ribose phosphate through glycolysis and the pentose
glucose uptake, flux to anabolic pathways was sharply phosphate pathway, respectively (Figure 3a, Supplementary
curtailed following Glut1 deletion. Control Glut1-expressing Figure 4 and Supplementary Table 2). Glut1-deficient cells,
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however, produced very little total levels of these metabolites
relative to control cells and that which was generated
contained a significantly lower fraction of 13C-glucose-
derived carbon (Figures 2d and 3a, Supplementary Figure 4
and Supplementary Table 2). Pyruvate and lactate were
present in similar levels, and control cells generated these
metabolites through both 'C-labeled glucose and unlabeled
sources, whereas the majority of these metabolites were
derived from non-glucose sources in Gluti-deficient cells.
Thus alternative sources, such as glutamine,23 contribute
significantly to pyruvate and lactate in control cells and these
pathways become increasingly dominant after Glut1 deletion.
Surprisingly, glucose did not contribute significantly to the TCA
cycle in B-ALL regardless of Glut1 expression, as malate,
citrate, succinate, and alpha-ketoglutarate were unlabeled in
both control and Gluti-deficient cells (Figure 3a,
Supplementary Figure 4 and Supplementary Table 2). Thus,
glucose was not the main fuel resource for oxidative
metabolism in B-ALL, nor was it redirected toward oxidative
metabolism in Glut1-deficient B-ALL cells. Rather, other
metabolic fuels sustained the TCA cycle.

Radiolabeled tracer assays were next conducted in pentose
phosphate and lipid oxidation pathways to independently
confirm these findings. Consistent with previous results,
pentose phosphate pathway activity was significantly reduced

following Glut1 deletion (Figure 3b). Conversely, Glut1
deletion led to a sharp increase in palmitate oxidation
(Figure 3c). Together, these data show that B-ALL cells are
highly glycolytic and primarily use glucose to support
biosynthetic reactions and pathways, such as the pentose
phosphate pathway.

Metabolic reprogramming suppresses B-ALL prolifera-
tion. The sharp decrease in flux toward biosynthetic meta-
bolic pathways and increased catabolism following Gilut1
deletion suggested that Glut1 deficiency may impede B-ALL
cell growth and proliferation. Indeed, 4-OHT treatment led to
a sharp reduction in cell accumulation rates over time
(Figure 4a). This was at least partially due to reduced
proliferation, as BromodeoxyUridine (BrDU) incorporation in
Glut1™ CreER™ B-ALL cells was significantly decreased,
whereas control CreER™ cells were unaffected by 4-OHT
(Figures 4a and b). Cell cycle profiling of control and 4-OHT-
treated B-ALL cells, however, showed that Glut1 deletion did
not lead to a clear cell cycle arrest or accumulation of cells in
a specific phase of the cell cycle (Figure 4c). Rather Glut1
deficiency appeared to slow cell proliferation than activate a
specific cell cycle arrest checkpoint.
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Glut1 deletion sensitizes B-ALL cells to apoptosis with
targeted agents. Glucose metabolism is closely linked to
cell survival, and Glut1 deletion may have also impaired cell

Glutl is limiting in B-ALL anabolic metabolism
TLiuetal

~

accumulation in vitro through increased apoptosis. Consis-
tent with this notion, Glut1 deficiency specifically induced
expression of the pro-apoptotic protein Bim and only
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modestly impacted expression of other Bcl-2 family proteins,
including pro-apoptotic protein Bax, Bak, Bid and anti-
apoptotic protein Mcl-1 and Bcl-xL (Figure 5a and
Supplementary Figure 5A). Bim can be induced in response
to ER stress and the unfolded protein response,®* but only
very modest markers of these pathways were detected
relative to those induced by the glycosylation inhibitor,
tunicamycin (Supplementary Figure 5B). Thus, ER stress
may contribute to Bim induction, but this response was not
strongly induced.

Glut1 deletion led to reduced B-ALL cell viability over time
(Figure 5b). The majority of cells, however, remained viable
even without Glut1. However, increased expression of Bim in
Glut1-deficient cells suggested that sensitivity of the surviving
cells to apoptosis was increased. Indeed, treatment of BCR-
Abl B-ALL with a low dose of the tyrosine kinase inhibitor,
Dasatinib, only mildly impacted control B-ALL cells, but B-ALL
cell death was markedly increased in Glut1-deleted cells
(Figure 5c¢). Cell death appeared to occur in part through
apoptosis, as Annexin V+ early-stage apoptotic cells were
detected (Figure 5d) and caspase activity increased
(Supplementary Figure 6). Importantly, caspase inhibition
with Q-VD partially protected cells from death (Figure 5d).

Glut1 deletion suppresses B-ALL progression
in vivo. Despite sharply curtailed growth and proliferation
in vitro, how B-ALL progressed in vivo without Glut1 remained
unclear. Presence of in vivo nutrients and stromal cell support
may allow B-ALL cells to persist and proliferate even without
Glut1 and with reduced glucose uptake. Control UPICreERT2
and Glut1/f UBICeERT2 B Al | cells were, therefore, trans-
ferred into immunocompromised hosts that were treated with
vehicle or tamoxifen to activate CreER™?, and in vivo and
B-ALL growth was assessed with or without Glut1 expression
(Figure 6a). B-ALL cells were monitored by IRES-driven GFP
expression from the BCR-Abl expressing retroviral vector.
Two days after cell transfer, recipients were treated with
tamoxifen to delete Glut1 in transferred B-ALL cells. Animals
were then analyzed for B-ALL cell number after an additional
week. Glut1 was efficiently deleted in vivo, and Glut1 protein
levels were sharply reduced in B-ALL cells purified from
splenocytes of tamoxifen-treated recipient animals
(Figure 6b). Both UPIC®ERT2 control and Glut1™f UbICreERT2
B-ALL cells were present in high levels in both spleen and
bone marrow of vehicle-treated mice (Figures 6¢c and d).
Importantly, B-ALL cells did not accumulate in vivo and
disease did not rapidly progress after Glut1 deletion
(Figure 6¢) and numbers of Glut1-deficient B-ALL cells were
significantly reduced in spleen and bone marrow (Figure 6d),
relative to vehicle-treated or control B-ALL. These data
indicate that Glut1 deletion suppresses B-ALL progression,
and B-ALL cells are dependent on Glut1 even in physiological
conditions.

Pharmacological inhibition of glycolysis impairs prolif-
eration and leads to Bim-dependent cell death to
sensitize to targeted therapy. Given the dependence of
B-ALL cells on Glut1, the cellular response to pharmacolo-
gical disruption of glucose metabolism was next examined by
treating BCR-Abl B-ALL with 2-DG. BCR-Abl+ murine B-ALL
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cells were dependent on continued glycolysis and a low dose
of 2-DG prevented cell accumulation (Figure 7a). A higher
dose of 2-DG to further inhibit glycolysis was required to
induce B-ALL cell death, similar to the observation in human
primary B-ALL cells (Figure 7b). This dose of 2-DG treatment
induced Bim expression (Figure 7c), which was essential to
induce apoptosis, as Bim™'~ B-ALL cells resisted cell death
even with high doses of 2-DG (Figure 7d).

The potential of 2-DG to provide an adjuvant metabolic
stress to specifically sensitize cancer cells to Dasatinib was
next tested in vivo. Wild-type B-ALL cells were adoptively
transferred into recipient animals and allowed 2 days to
engraft. To provoke metabolic stress and prime B-ALL cells for
targeted therapy, animals were treated with vehicle or 2-DG for
4 days alone, followed by three additional days with or without
addition of Dasatinib. B-ALL cell percentages and numbers
were then determined 11 days after transfer (Figure 7e). 2-DG
and Dasatinib alone each reduced B-ALL cell burden.
Importantly, combined treatment of 2-DG and Dasatinib
together led to significantly further depletion of B-ALL cells.
Likewise, 2-DG treatment also increased efficacy of Dasatinib
to induce cell death in human BCR-Abl+ B-ALL cell lines
(Supplementary Figure 7). Thus, partial non-cytotoxic phar-
macologic inhibition of glucose metabolism slows tumor
growth and provides an enhanced response to specifically
targeted therapy.

Discussion

Elevated rates of glucose uptake and glycolysis can have
significant roles in cancer cell survival and progression by
supporting cellular energetics and providing biosynthetic
substrates.?® It is now important to establish limiting compo-
nents of aerobic glycolysis and how cancer cells respond to
metabolic inhibition. Here we show that B-ALL cells are highly
dependent on glucose and that glucose uptake through Gilut1
is essential for BCR-Abl B-ALL cells to maintain anabolic
metabolism to support proliferation. Gluti-deficient B-ALL
cells both proliferated at a lower rate and had moderate levels
of apoptosis. Importantly, B-ALL cells required Glut1 to
progress in vivo, demonstrating a clear role for this specific
glucose transporter in B-ALL metabolism. Similar to Glut1
deletion, pharmacologic inhibition of aerobic glycolysis with 2-
DG also suppressed proliferation and led to increased
expression of Bim to sensitize to the tyrosine kinase inhibitor
Dasatinib in vivo. Partial metabolic stress thus impaired cell
proliferation and sensitized BCR-Abl-driven B-ALL cells to
apoptosis with specifically targeted therapy in vivo.

Similar to the glycolytic form of DLBCL,® we show here that
both BCR-Abl+ and BCR-Abl— human B-ALL cell lines are
highly glycolytic and metabolize glucose through aerobic
glycolysis. Importantly, in vitro, B-ALL cells were sensitive to
inhibition of glycolysis with reduced proliferation followed by
apoptosis. In vitro culture conditions, however, do not faithfully
mimic in vivo nutrient conditions. Presence of alternate
nutrients, stromal cells and growth factors in a physiological
setting may substantially modulate sensitivity of cells to
therapy. Primary B-ALL cells with conditional deletion of Glut1
allows for a direct test of glucose metabolism contribution to
B-ALL progression in vivo. Glut1 deletion did not fully prevent
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glucose uptake, but instead glucose transport was reduced to
approximately half in Glut1-deficient cells. The remaining
glucose uptake was likely mediated through other glucose
transporters expressed by B-ALL cells.228 |n particular,
Gluts 3 and 6 may increase activity to support this glucose
transport."”” Human B-ALL cells expressed additional trans-
porters, including Glut4 and Glut5 (Supplementary Figure
S1B). The array and expression levels of these different
transporters, however, differed across individual cell lines to

provide potentially different capacities to adapt and compen-
sate for metabolic inhibition. Our data suggest, however, that
Glut1 or Glut3 may have dominant roles.

Despite the incomplete inhibition of glucose uptake, Glut1
deletion led to striking shifts in metabolic pathways that
demonstrate glucose transport as a limiting component of
B-ALL cell metabolism. Glut1-deficient cells had significantly
decreased flux through biosynthetic pathways, including the
pentose phosphate pathway, nucleotide and phospho-lipid

Cell Death and Disease
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synthetic pathways, but had elevated lipid metabolism inter-
mediates and oxidation rates. Surprisingly, the remaining
glucose uptake and glycolytic flux in Glut1-deficient B-ALL
was not redirected to oxidative metabolism and the TCA cycle
for maximum ATP generation. Rather, even Glut1-deficient
B-ALL cells remained dependent on non-glucose sources for
TCA intermediates. It is possible that a BCR-Abl signal may
suppress pyruvate oxidation even under nutrient-limiting
conditions. As a consequence, B-ALL cell growth and
proliferation were sharply curtailed by Glut1 deletion. Cells
did not arrest in a specific cell cycle stage, but rather cell
proliferation appeared slowed in each phase in a balanced
fashion. It may be that a more severe form of metabolic
inhibition is essential to induce cell cycle checkpoints and
arrest, such as p21 induction that can be induced through
AMPK activation of p53,32° but we observed B-ALL cells to
instead undergo apoptosis in these conditions.

Cell Death and Disease

Similar to 2-DG treatment, Glut1 deletion also induced
expression of pro-apoptotic protein Bim and decreased B-ALL
viability partially through apoptosis, although non-apoptotic
cell death may have occurred as well. Bim appears to be the
primary Bcl-2 family protein mediating apoptotic events, as
expression levels of other Bcl-2 family proteins were only
modestly altered by Glut1 deletion (Supplementary Figure S5).
Glut1 deletion did not fully eliminate all B-ALL cells, possibly
because the level of metabolic stress from Glut1 deletion was
insufficient to kill all the cells. Nevertheless, Glut1 deficiency
sensitized the remaining B-ALL cells to cell death stimulus. A
sub-lethal dose of BCR-AbI inhibitor, Dasatinib, rapidly
induced apoptosis in Glut1-deleted cells. It is unclear what
pathway was directly responsible for Bim induction. It has
been reported that decreased protein glycosylation upon
glucose deprivation or 2-DG can lead to endoplasmic reticulum
stress,'*° which may promote Bim induction through the



transcription factor CHOP2*3" However, Glut1 deficiency only
imposed mild, if any, ER stress to B-ALL cells. The role of this
mild ER stress on Bim induction remains unclear.

Interactions of B-ALL cells with stromal cells and the
availability of alternate nutrients may support metabolic
flexibility to allow cancer progression in vivo even with limited
glucose uptake. In vivo deletion of Glut1 from B-ALL cells,
however, markedly reduced leukemic tumor burden in
recipient animals and prevented disease progression. The
significant reduction of tumor burden may be due to the
combinational effects of suppressed cell proliferation and
impaired cell viability. These data demonstrate that glucose
uptake and Glut1 are limiting components in the support of
aerobic glycolysis in BCR-Abl+ B-ALL cells in vivo. Similarly,
Glut1 deficiency suppressed breast cancer progression.®?
Other glycolytic enzymes have also been shown to have
key-limiting roles in cancer metabolism, including pyruvate
kinase M2,%® phospho-fructokinase,®* and lactate dehydro-
genase A.%® Our data support Glut1 as an additional potential
restriction point in cancer metabolism.

These data collectively suggest Gluti may provide a
therapeutic target to reduce glucose uptake and treat cancers
that use aerobic glycolysis. Although Glut1 is essential for
glucose uptake in some tissues,®*” incomplete inhibition of
Glut1 may be feasible and provide benefits. Indeed, several
groups have now described inhibitors of Glut1 with partial
activity that can suppress tumor growth.®®**' The HIV
protease inhibitor, ritonavir, also shows non-selective partial
inhibition of both Glut1 and Glut4 with low toxicity.*? Although it
remains unclear to what extent Gluti may provide a direct
pharmacologic target, our data indicate that it is not essential
to fully suppress glucose uptake to prevent cancer cell
proliferation and disease progression.

Together, we show B-ALL is a highly glycolytic cancer
dependent on Glut1 as a limiting component of glucose and
anabolic metabolism. Glycolytic inhibition triggers a graded
response of reduced cell proliferation followed by increased
sensitivity to apoptosis both in vitro and in vivo. Impairment of
glucose uptake through Glut1 deletion sufficiently suppressed
biosynthetic reactions and shifted B-ALL metabolic state to
catabolism. This metabolic reprogramming impeded B-ALL
proliferation and prevented disease progression in vivo. The
glucose dependence observed in B-ALL is likely also present
in other types of cancer, and partial blockade of aerobic
glycolysis may provide an adjuvant approach to augment the
efficacy of targeted agents with minimal additional toxicity.

Materials and Methods

Human primary B-ALL and B-cell culture. Human B-ALL cell lines
(BV-173, TOM-1, Nalm-16, Naim-19, and KOPN-8 from DSMZ (Braunschweig,
Germany); Sup-B15 from ATCC (Manassas, VA, USA)) were cultured in complete
RPMI 1640 (Mediatech, Manassas, VA, USA) or complete IMDM (Gibco, Grand
Island, NY, USA) with 10 or 20% fetal bovine serum (Gemini Bioproducts, West
Sacramento, CA, USA). De-identified primary human B-ALL samples were cultured
in Hybridoma SFM media (Gibco) supplemented with cytokines (refer to
Supplementary Materials for list of cytokines). Human B cells from peripheral
blood (Gulf Coast Regional Blood Center, Houston, TX, USA) were purified by
negative selection (Stem Cell Technologies, Vancouver, BC, Canada) and cultured
in the same media as B-ALL cells. Some samples were treated with 2-DG (Sigma-
Aldrich, St. Louis, MO, USA) at indicated doses. Samples were monitored by flow
cytometry using anti-human CD34, CD19, CD10 and CD20 (eBioscience, San
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Diego, CA, USA). Use of the human subject-derived samples was approved by the
Duke University Institutional Review Board.

Primary murine BCR-Abl+ B-ALL. Bone marrow cells from C57B6/J
(Jackson Labs, Bar Harbor, ME, USA), Bim™’~ (Jackson Labs), Ubi-Cre-ER™
transgenic (Jackson Labs), and Gluti™ mice crossed to Ubi-Cre-ER™ mice were
cultured in IL-7 (10 ng/ml) (eBioscience) in IMDM supplemented with 20% fetal
bovine serum and infected with MSCV-BCR-AbI-IRES-GFP retrovirus (gift of D
Fruman, UC Irvine)” with polybrene (4 ug/mi) (Millipore, Billerica, MA, USA).
Infected cells were cultured in methylcellulose medium containing IL-7 (Stem Cell
Technologies) and individual colonies were isolated on day 7 and transferred into
complete IMDM media with 20% fetal bovine serum, but no IL-7. After 7 days, viable
GFP+ colonies were selected for expansion. The Institutional Animal Care and Use
Committee of Duke University approved all animal protocols.

Immunoblot and flow cytometry. Cell lysates for immunoblots were
prepared as described.*”" Primary antibodies used were rabbit anti-Bim (BD
Pharmingen, San Jose, CA, USA), rabbit anti-Glut1 (Abcam, Cambridge, MA, USA),
rabbit anti-phospho-BCR (Cell Signaling, Danvers, MA, USA), rabbit anti-BCR (Cell
Signaling), rabbit anti-phospho-CRKL (Cell signaling), rabbit anti-CRKL (Santa
Cruz, Dallas, TX, USA), rabbit anti-Bcl-xL (Cell signaling), rabbit anti-Mcl-1
(Biolegend, San Diego, CA, USA), rabbit anti-Bax (Cell signaling), rabbit anti-Bak
(Cell signaling), rabbit anti-Bid (mouse specific, Cell signaling), rabbit anti-PDI (Cell
signaling), rabbit anti-IRE1a (Cell signaling), rabbit anti-Bip (Cell Signaling), mouse
anti-CHOP (Cell signaling), mouse anti-actin (Sigma-Aldrich) and were detected
with anti-rabbit horseradish peroxidase-labeled antibody (Promega, Madison, WI,
USA) and fluorescent-labeled anti-mouse antibody (LiCor, Lincoln, NE, USA). Blots
were visualized using Supersignal West Pico Chemiluminescent Substrate (Thermo
Scientific, Waltham, MA, USA) or the Odyssey infrared imaging system (LiCor).
Antibodies for cytometry include anti-human CD34, CD19, CD10 and CD20
(eBioscience), annexin V (Invitrogen, Grand Island, NY, USA) and anti-BrDU
(Invitrogen). Cell viability was measured by flow cytometry for propidium iodide
(PI; Invitrogen) exclusion as described.2'® Apoptotic cell populations were assessed
by annexin V/PI staining. Cells were incubated with Alexa Fluor 488 annexin V
(Invitrogen) for 15 min in dark and then 2 xg/ml Pl was added. Cell cycle profile and
DNA content were measured in cells fixed in ethanol and stained with Pl. BrDU
incorporation was measured by culture of cells with 10 uM BrDU (Sigma-Aldrich) for
1.5 h followed by ethanol fixation, denaturation with 2 M HCI for 20 min and staining
with anti-BrdU. Flow cytometry data were collected on MACSQuant (Miltenyi,
Bergisch Gladbach, Germany) or FACScan (Becton Dickinson, San Jose, CA, USA)
flow cytometers and analyzed using FlowJo software (Treestar, Ashland, OR, USA).

Quantitative real-time-PCR. Total mRNA was extracted (RNeasy mini kit;
Qiagen, Valencia, CA, USA) and 1 g of RNA was reverse transcribed (iScript; Bio-
Rad, Hercules, CA, USA) to perform SYBR Green (Bio-Rad) semi-quantitative real-
time-PCR for Glut1. Relative expression levels were calculated using the ACY/ACt
method, with expression normalized to 18S or actin RNA. Primers for mouse glucose
transporters and mouse actin: Glutl, 5~AGCCCTGCTACAGTGTAT-3', 5-AGGTCT
CGGGTCACATC-3"; Glut3, 5-TAAACCAGCTGGGCATCGTTGTTG-3', 5-AATGAT
GGTTAAGCCAAGGAGCCC-3; Gluts, 5-TTGGTGCTGTGAGGCT-3', 5-TGGC
ACAAACTGGACGTA-3" Glut8, 5-ACATCTCGGAAATCGCCT-3', 5-ACACAGCCC
AGCACG-3; Glut9, 5-TGCTTCCTCGTCTTCGCCACAATA-3', 5-CTCTTGGCAAA
TGCCTGGCTGATT-3" actin, 5-CCTTCCTTCTTGGGTATGGA-3', 5-TGGTACCAC
CAGACAGCACT-3. Primers for human glucose transporters and 18S: Glut1,
5-CACTCCTGTTACTTACCTAA-3', 5-CACTTACTTCTGTCTCACT-3" Glut3, 5-GACC
CAGAGATGCTGTAATGGT-3, 5-GGGGTGACCTTCTGTGTCCC-3; Glut4, 5-CTTC
CAACAGATAGGCTCCG-3', 5-CCCCAATGTTGTACCCAAAC-3; Gluts, 5-GCAA
CAGGATCAGAGCATGA-3’, 5-CCATACTGGAAGGATGACCC-3; Glut6, 5-GTCCA
TCTTCGACAGCACCG-3', 5-GCAAACATGATGGCCGCTGA-3’; Glut7, 5-CACC
GTCTCCATGTTTCCTC-3', 5-TGTTGTTGATCAGCAGGGTC-3"; Glut8, 5-TCCT
GGTTCGGGGCTGTC-3', 5-GAGCACAGCAAGAGGCTCAG-3; Glut9, 5-GAGTAT
CGTGGGCATTCTGG-3, 5-AGTTGGAGAGCCAGTTGACG-3; 18S, 5-GTAAC
CCGTTGAACCCCATT-3’, 5-CCATCCAATCGGTAGTAGCG-3".

Metabolomic profiling. Metabolomic analyses were performed as described
before using la iquid chromatography Q Exactive Mass Spectrometer (LC-QE-MS)
(Thermo Scientific).?? In non-targeted metabolomics analyses, Gluti™ CreER and
WT CreER cells were treated with vehicle or 0.4 uM 4-OHT for 96 h followed by an
additional 48 h in complete IMDM media containing 1 mM sodium pyruvate. For
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13C-glucose flux studies, cells were cultured as described above for 5 days culture,
washed with PBS (Mediatech), and cultured in glucose-free RPMI without sodium
pyruvate (Gibco) supplemented with 10% fetal bovine serum, glutamine (2 mM) and
uniformly labeled 13C-glucose (10 mM; Cambridge Isotope Laboratories, Tewksbury,
MA, USA) for 24 h. Metaboanalyst was used to range-scale data and provide
PCA and KEGG pathway analysis of metabolites significantly changed (1.5-fold
difference, P< 0.05)(www.metaboanalyst.ca/).*®

Metabolic assays. Glucose uptake, lipid oxidation, and pentose phosphate
pathway were measured as described.*** XF24 extracellular flux assays
(Seahorse Biosciences, Billerica, MA, USA) were performed as described.®
Cells were initially incubated in XF basic media in the absence of glutamine or
glucose. Glutamine, glucose, oligomycin and 2-DG were sequentially injected in
the test to the following final concentrations: glutamine 2 mM, glucose 25 mM,
oligomycin 1uM, 2-DG 20 mM. Measurements of ECAR and OCR were
normalized to cell number.

Caspase 3/7 activity assay. Caspase 3/7 activity was measured using
caspase-Glo 3/7 assay kit (Promega). Equal number of live cells from different
treatment conditions was used for the assay. Cells were incubated with substrates
for 1h at room temperature and a luminescent signal was measured on a
luminescence plate reader.

In vivo leukemia assays. B-ALL cells (2.5x 10°) were injected via the tail
vein into NOD/SCID/Gamma-immunodeficient mice (Duke Cancer Center, Durham,
NC, USA). Two days after transfer, mice were treated with vehicle (corn oil; Sigma-
Aldrich) or tamoxifen (120 mg/kg per day; Sigma-Aldrich) by i.p. injection for four
consecutive days. GFP+B-ALL cells were observed in spleen and bone marrow by
flow cytometry. In some cases, animals were treated with 2-DG (500 mg/kg per day;
Sigma-Aldrich) or Dasatinib (10 mg/kg per day; Cell Signaling Technologies) through
oral gavage, as indicated.

Statistical analysis. Statistical analysis on data involving two groups was
performed with unpaired two-tailed Student's ttest. Data involving more than two
groups were analyzed using one-way ANOVA with Tukey’s multiple comparison test.
Adjusted P-values are shown. Statistical analysis was performed using Prism
(Graphpad Software, La Jolla, CA, USA).

Conflict of Interest
The authors declare no conflict of interest.

Acknowledgements. We thank members of the Rathmell lab for discussion
and comments and David Corcoran (Duke University) for statistical consultation. This
work was supported by R01CA123350 (JCR), R03AI106835 (JCR), Leukemia and
Lymphoma Society (JCR), F31CA183529 (RJK), Alex’s Lemonade Foundation (TL)
and UO1HL087947 (EDA).

1. Vander Heiden MG, Cantley LC, Thompson CB. Understanding the Warburg effect: the
metabolic requirements of cell proliferation. Science 2009; 324: 1029-1033.

2. Moorman AV, Harrison CJ, Buck GA, Richards SM, Secker-Walker LM, Martineau M et al.
Karyotype is an independent prognostic factor in adult acute lymphoblastic leukemia (ALL):
analysis of cytogenetic data from patients treated on the Medical Research Council (MRC)
UKALLXII/Eastern Cooperative Oncology Group (ECOG) 2993 trial. Blood 2007; 109:
3189-3197.

3. Caro P, Kishan AU, Norberg E, Stanley IA, Chapuy B, Ficarro SB et al. Metabolic signatures
uncover distinct targets in molecular subsets of diffuse large B cell ymphoma. Cancer Cell
2012; 22: 547-560.

4. Wieman HL, Wofford JA, Rathmell JC. Cytokine stimulation promotes glucose uptake via
phosphatidylinositol-3 kinase/Akt regulation of Glut1 activity and trafficking. Mol Biol Cell
2007; 18: 1437-1446.

5. Barnes K, Mclintosh E, Whetton AD, Daley GQ, Bentley J, Baldwin SA. Chronic myeloid
leukaemia: an investigation into the role of Ber-Abl-induced abnormalities in glucose
transport regulation. Oncogene 2005; 24: 3257-3267.

6. Cilloni D, Saglio G. Molecular pathways: BCR-ABL. Clin Cancer Res 2012; 18: 930-937.

7. Kharas MG, Janes MR, Scarfone VM, Lilly MB, Knight ZA, Shokat KM et al. Ablation of PI3K
blocks BCR-ABL leukemogenesis in mice, and a dual PI3K/mTOR inhibitor prevents
expansion of human BCR-ABL+ leukemia cells. J Clin Invest 2008; 118: 3038-3050.

Cell Death and Disease

[eo]

©

10.

1

jury

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34,

. Mason EF, Zhao Y, Goraksha-Hicks P, Coloff JL, Gannon H, Jones SN et al. Aerobic

glycolysis suppresses p53 activity to provide selective protection from apoptosis upon loss of
growth signals or inhibition of BCR-Abl. Cancer Res 2010; 70: 8066-8076.

. Vander Heiden MG. Targeting cancer metabolism: a therapeutic window opens. Nat Rev

Drug Discov 2011; 10: 671-684.
El Mjiyad N, Caro-Maldonado A, Ramirez-Peinado S, Munoz-Pinedo C. Sugar-free
approaches to cancer cell killing. Oncogene 2011; 30: 253-264.

. Brunelle JK; Letai A. Control of mitochondrial apoptosis by the Bcl-2 family. J Cell Sci 2009;

122: 437-441.

Zhao Y, Coloff JL, Ferguson EC, Jacobs SR, Cui K, Rathmell JC. Glucose metabolism
attenuates p53 and puma-dependent cell death upon growth factor deprivation. J Biol Chem
2008; 283: 36344-36353.

Coloff JL, Macintyre AN, Nichols AG, Liu T, Gallo CA, Plas DR et al. Akt-dependent glucose
metabolism promotes Mcl-1 synthesis to maintain cell survival and resistance to Bcl-2
inhibition. Cancer Res 2011; 71: 5204-5213.

Coloff JL, Mason EF, Altman BJ, Gerriets VA, Liu T, Nichols AN et al. Akt requires glucose
metabolism to suppress puma expression and prevent apoptosis of leukemic T cells. J Biol
Chem 2011; 286: 5921-5933.

Caro-Maldonado A, Tait SW, Ramirez-Peinado S, Ricci JE, Fabregat |, Green DR et al.
Glucose deprivation induces an atypical form of apoptosis mediated by caspase-8 in Bax-,
Bak-deficient cells. Cell Death Differ 2010; 17: 1335-1344.

Palorini R, Cammarata FP, Balestrieri C, Monestiroli A, Vasso M, Gelfi C et al.
Glucose starvation induces cell death in K-ras-transformed cells by interfering with the
hexosamine biosynthesis pathway and activating the unfolded protein response. Cell Death Dis
2013; 4: e732.

Thorens B, Mueckler M. Glucose transporters in the 21st Century. Am J Physiol Endocrinol
Metab 2010; 298: E141-E145.

DeBerardinis RJ, Lum JJ, Hatzivassiliou G, Thompson CB. The biology of cancer: metabolic
reprogramming fuels cell growth and proliferation. Cell Metab 2008; 7: 11-20.
Caro-Maldonado A, Wang R, Nichols AG, Kuraoka M, Milasta S, Sun LD et al.
Metabolic reprogramming is required for antibody production that is suppressed in
anergic but exaggerated in chronically BAFF-exposed B cells. J Immunol 2014; 192:
3626-3636.

Macintyre AN, Gerriets VA, Nichols AG, Michalek RD, Rudolph MC, Deoliveira D et al.
The glucose transporter Glut1 is selectively essential for CD4 T cell activation and effector
function. Cell Metab 2014; 20: 61-72.

Jacobs SR, Herman CE, Maciver NJ, Wofford JA, Wieman HL, Hammen JJ et al. Glucose
uptake is limiting in T cell activation and requires CD28-mediated Akt-dependent and
independent pathways. J Immunol 2008; 180: 4476-4486.

Liu X, Ser Z, Locasale JW. Development and quantitative evaluation of a high-resolution
metabolomics technology. Anal Chem 2014; 86: 2175-2184.

DeBerardinis RJ, Mancuso A, Daikhin E, Nissim |, Yudkoff M, Wehrli S et al. Beyond aerobic
glycolysis: transformed cells can engage in glutamine metabolism that exceeds the
requirement for protein and nucleotide synthesis. Proc Natl Acad Sci USA 2007; 104:
19345-19350.

Puthalakath H, O'Reilly LA, Gunn P, Lee L, Kelly PN, Huntington ND et al. ER stress triggers
apoptosis by activating BH3-only protein Bim. Cell 2007; 129: 1337-1349.

Vander Heiden MG. Exploiting tumor metabolism: challenges for clinical translation. J Clin
Invest 2013; 123: 3648-3651.

Maratou E, Dimitriadis G, Kollias A, Boutati E, Lambadiari V, Mitrou P et al. Glucose
transporter expression on the plasma membrane of resting and activated white blood cells.
Eur J Clin Invest 2007; 37: 282-290.

Oleszczak B, Szablewski L, Pliszka M. The effect of hyperglycemia and hypoglycemia on
glucose transport and expression of glucose transporters in human lymphocytes B and T: an
in vitro study. Diabetes Res Clin Pract 2012; 96: 170-178.

Everts B, Amiel E, van der Windt GJ, Freitas TC, Chott R, Yarasheski KE et al. Commitment
to glycolysis sustains survival of NO-producing inflammatory dendritic cells. Blood 2012;
120: 1422-1431.

Jones RG, Plas DR, Kubek S, Buzzai M, Mu J, Xu Y et al. AMP-activated
protein kinase induces a p53-dependent metabolic checkpoint. Mol Cell 2005; 18:
283-293.

Chakrabarti A, Chen AW, Varner JD. A review of the mammalian unfolded protein response.
Biotechnol Bioeng 2011; 108: 2777-2793.

Ghosh AP, Klocke BJ, Ballestas ME, Roth KA. CHOP potentially co-operates with FOXO3a
in neuronal cells to regulate PUMA and BIM expression in response to ER stress. PLoS One
2012; 7: €39586.

Young CD, Lewis AS, Rudolph MC, Ruehle MD, Jackman MR, Yun UJ et al. Modulation of
glucose transporter 1 (GLUT1) expression levels alters mouse mammary tumor cell growth
in vitro and in vivo. PLoS One 2011; 6: €23205.

Israelsen WJ, Dayton TL, Davidson SM, Fiske BP, Hosios AM, Bellinger G et al. PKM2
isoform-specific deletion reveals a differential requirement for pyruvate kinase in tumor cells.
Cell 2013; 155: 397-409.

Yalcin A, Telang S, Clem B, Chesney J. Regulation of glucose metabolism by
6-phosphofructo-2-kinase/fructose-2,6-bisphosphatases in cancer. Exp Mol Pathol 2009; 86:
174-179.


www.metaboanalyst.ca/

35.

36.

37.

38.

39.

40.

41.

Xie H, Hanai J, Ren JG, Kats L, Burgess K, Bhargava P et al. Targeting lactate
dehydrogenase—a inhibits tumorigenesis and tumor progression in mouse models of lung
cancer and impacts tumor-initiating cells. Cell Metab 2014; 19: 795-809.

Gras D, Roze E, Caillet S, Meneret A, Doummar D, Billette de Villemeur T et al. GLUT1
deficiency syndrome: an update. Rev Neurol 2014; 170: 91-99.

Heilig CW, Saunders T, Brosius FC 3rd, Moley K, Heilig K, Baggs R et al.
Glucose transporter-1-deficient mice exhibit impaired development and deformities
that are similar to diabetic embryopathy. Proc Natl Acad Sci USA 2003; 100:
15613-15618.

Liu Y, Cao Y, Zhang W, Bergmeier S, Qian Y, Akbar H et al. A small-molecule inhibitor of
glucose transporter 1 downregulates glycolysis, induces cell-cycle arrest, and inhibits cancer
cell growth in vitro and in vivo. Mol Cancer Ther 2012; 11: 1672-1682.

Kraus M, Malenke E, Gogel J, Muller H, Ruckrich T, Overkleeft H et al. Ritonavir induces
endoplasmic reticulum stress and sensitizes sarcoma cells toward bortezomib-induced
apoptosis. Mol Cancer Ther 2008; 7: 1940-1948.

Tuccinardi T, Granchi C, legre J, Paterni |, Bertini S, Macchia M et al. Oxime-based inhibitors
of glucose transporter 1 displaying antiproliferative effects in cancer cells. Bioorg Med Chem
Lett 2013; 23: 6923-6927.

Wood TE, Dalili S, Simpson CD, Hurren R, Mao X, Saiz FS et al. A novel inhibitor of glucose
uptake sensitizes cells to FAS-induced cell death. Mol Cancer Ther 2008; 7: 3546-3555.

Glutl is limiting in B-ALL anabolic metabolism
TLiuetal

42.

43.

44.

Hresko RC, Hruz PW. HIV protease inhibitors act as competitive inhibitors of the cytoplasmic
glucose binding site of GLUTs with differing affinities for GLUT1 and GLUT4. PLoS One
2011; 6: e25237.

Xia J, Mandal R, Sinelnikov IV, Broadhurst D, Wishart DS. MetaboAnalyst 2.0-a comprehensive
server for metabolomic data analysis. Nucleic Acids Res 2012; 40: W127-W133.

Wang RN, Dillon CP, Shi LZ, Milasta S, Carter RFinkelstein D et al. The transcription factor
Myc controls metabolic reprogramming upon T lymphocyte activation. Immunity 2011; 35:
871-882.

Cell Death and Disease is an open-access journal
published by Nature Publishing Group. This work is

licensed under a Creative Commons Attribution 4.0 International
Licence. The images or other third party material in this article are
included in the article’s Creative Commons licence, unless indicated
otherwise in the credit line; if the material is not included under the
Creative Commons licence, users will need to obtain permission from
the licence holder to reproduce the material. To view a copy of this
licence, visit http://creativecommons.org/licenses/by/4.0

Supplementary Information accompanies this paper on Cell Death and Disease website (http://www.nature.com/cddis)

Cell Death and Disease


http://creativecommons.org/licenses/by/4.0

	title_link
	Results
	B-ALL cells utilize glucose through aerobic glycolysis
	B-ALL cells express multiple Glut family members and deletion of Glut1 partially inhibits glucose uptake
	Glut1 deficiency suppresses anabolic metabolism

	Figure 1 B-ALL cells require glycolysis and express multiple glucose transporters, but Glut1 is limiting for maximal glucose uptake.
	Figure 2 In vitro Glut1 deletion leads to metabolic reprogramming of B-�ALL cells.
	Figure 3 Glut1 deletion suppresses glucose contribution to anabolic pathways and increases catabolic metabolism.
	Metabolic reprogramming suppresses B-�ALL proliferation

	Figure 4 In vitro Glut1 suppresses B-�ALL accumulation through decreased proliferation.
	Glut1 deletion sensitizes B-�ALL cells to apoptosis with targeted agents

	Figure 5 In vitro Glut1 deletion induces pro-apoptotic Bim expression and sensitizes B-�ALL to cell death stimulus.
	Glut1 deletion suppresses B-�ALL progression in�vivo
	Pharmacological inhibition of glycolysis impairs proliferation and leads to Bim-dependent cell death to sensitize to targeted therapy

	Discussion
	Figure 6 In vivo Glut1 deletion decreases leukemic tumor burden.
	Figure 7 Pharmacological inhibition of glycolysis impairs B-�ALL proliferation and sensitizes to apoptosis in�vitro and in�vivo.
	Materials and Methods
	Human primary B-�ALL and B-�cell culture
	Primary murine BCR-Abl+ B-�ALL
	Immunoblot and flow cytometry
	Quantitative real-time-PCR
	Metabolomic profiling
	Metabolic assays
	Caspase 3�/�7 activity assay
	In vivo leukemia assays
	Statistical analysis
	We thank members of the Rathmell lab for discussion and comments and David Corcoran (Duke University) for statistical consultation. This work was supported by R01CA123350 (JCR), R03AI106835 (JCR), Leukemia and Lymphoma Society (JCR), F31CA183529 (RJK), Al

	ACKNOWLEDGEMENTS




