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Simple Summary: A promising anti-cancer strategy is to target the tumor’s dependence on particular
nutrients. However, resistance to single-agent treatment is common due to the adaptability of cancer
cells. This research seeks to understand how T acute lymphoblastic leukemia (T-ALL) escapes
disruption of the tricarboxylic acid (TCA) cycle, a biochemical pathway critical for T-ALL survival. We
show that leukemic cells modify their DNA to increase the activity of other pathways to compensate
for diminished TCA cycle function. Our findings will help guide the rational selection of therapies to
overcome drug resistance.

Abstract: Despite the development of metabolism-based therapy for a variety of malignancies, resis-
tance to single-agent treatment is common due to the metabolic plasticity of cancer cells. Improved
understanding of how malignant cells rewire metabolic pathways can guide the rational selection of
combination therapy to circumvent drug resistance. Here, we show that human T-ALL cells shift
their metabolism from oxidative decarboxylation to reductive carboxylation when the TCA cycle
is disrupted. The α-ketoglutarate dehydrogenase complex (KGDHC) in the TCA cycle regulates
oxidative decarboxylation by converting α-ketoglutarate (α-KG) to succinyl-CoA, while isocitrate
dehydrogenase (IDH) 1 and 2 govern reductive carboxylation. Metabolomics flux analysis of T-ALL
reveals enhanced reductive carboxylation upon genetic depletion of the E2 subunit of KGDHC,
dihydrolipoamide-succinyl transferase (DLST), mimicking pharmacological inhibition of the com-
plex. Mechanistically, KGDHC dysfunction causes increased demethylation of nuclear DNA by
α-KG-dependent dioxygenases (e.g., TET demethylases), leading to increased production of both
IDH1 and 2. Consequently, dual pharmacologic inhibition of the TCA cycle and TET demethylases
demonstrates additive efficacy in reducing the tumor burden in zebrafish xenografts. These findings
provide mechanistic insights into how T-ALL develops resistance to drugs targeting the TCA cycle
and therapeutic strategies to overcome this resistance.

Keywords: TCA cycle; T-cell acute lymphoblastic leukemia; α-ketoglutarate; DNA demethylation;
oxidative phosphorylation; reductive carboxylation
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1. Introduction

Metabolic reprogramming is a hallmark of cancer that can be therapeutically ex-
ploited [1–3]. The oncogenic transcription factor MYC drives the rewiring of multiple
metabolic pathways in a broad spectrum of cancers, enhancing glycolysis, glutaminolysis,
oxidative phosphorylation (OXPHOS), and nucleotide and amino acid synthesis [4–7].
T-cell acute lymphoblastic leukemia (T-ALL) is an aggressive hematologic malignancy of
developing thymocytes that often harbors gain-of-function mutations of NOTCH1, leading
to aberrant activation of its downstream gene MYC [8,9].

Different from normal T cells, transformed T-ALL cells depend on the tricarboxylic
acid (TCA) cycle for growth and survival [4,10,11]. The TCA cycle is a central node in
carbon metabolism, providing leukemic cells with substrates for macromolecular synthesis
to fuel uncontrolled proliferation. However, the demand for cycle substrates is often not
met by glucose-derived acetyl-CoA [12,13]. MYC-driven T-ALL thus becomes addicted to
glutamine and utilizes it as an alternative carbon input for the TCA cycle [14].

Glutamine anaplerosis enables tumor cells to replenish TCA cycle intermediates via
the conversion of glutamine to α-KG [12,15,16]. Glutamine is first converted to glutamate
and then to α-KG, which is irreversibly decarboxylated by the α-ketoglutarate dehydro-
genase complex (KGDHC) to succinyl-coA [4]. Alternatively, α-KG can be converted into
isocitrate by isocitrate dehydrogenase (IDH) and then to citrate via NADPH-dependent
reductive carboxylation [17]. Of the three isoforms of IDH, IDH1 and IDH2 located in
the cytosol and mitochondrial matrix, respectively, regulate reductive carboxylation in a
cancer-specific manner [18].

Approaches to directly target glutamine anaplerosis have been challenging, as the
pharmacologic inhibition of glutaminases with glutamine analogs or competitive inhibitors
frequently causes excessive tissue toxicity [19–23]. CB-839 is an allosteric glutaminase
inhibitor, which presents less toxicity but only leads to moderate anti-tumor efficacy as
a single-agent treatment [21,23]. Conversely, directly targeting the TCA cycle is gaining
more attention as a potential treatment strategy, as it can inhibit the downstream use of
glutamine-derived carbon skeletons, in addition to disrupting cellular bioenergetic and
redox homeostasis [4].

This approach is also intriguing in light of our recent demonstration that high expres-
sion of the TCA cycle transferase DLST contributes to tumor development in multiple
MYC-driven cancers, such as T-ALL, high-risk neuroblastoma, and triple-negative breast
cancer (TNBC) [11,20,24–28]. CPI-613, which targets mitochondrial KGDHC and pyruvate
dehydrogenase, is an example of the TCA cycle inhibitors currently in clinical trials for
treatment of a broad spectrum of cancers, including acute myelogenous leukemia (AML)
and pancreatic adenocarcinoma (NCT03374852; NCT01520805; and NCT03504410) [29,30].
However, it has not shown strong efficacy for these cancers as a single agent, possibly due
to metabolic rewiring of malignant cells upon treatment [31,32]. Understanding how ma-
lignant cells escape pharmacological inhibition of the TCA cycle can facilitate the rational
selection of combination therapy for CPI-613 and other TCA cycle inhibitors.

We previously reported that a 50% reduction of DLST, the E2 subunit of KGDHC,
can significantly delay MYC-driven leukemogenesis in zebrafish [33]. However, these
lymphoblasts achieve renewed proliferation after a few months, leading to leukemia
development in almost all of the heterozygous Myc;dlst+/− fish. Here, we study the effects
of genetically depleting DLST to explore how T-ALL reprograms metabolism to escape
TCA cycle disruption through genetic or pharmacological targeting. We demonstrate
that T-ALL utilizes IDH-mediated reductive carboxylation to maintain the production
of TCA cycle intermediates, which are needed to sustain leukemic cell survival and/or
growth. We then provide experimental evidence that this rewiring of metabolic flux is
linked to an epigenetically-mediated process of DNA demethylation driven by rising
α-KG concentrations.

Our study provides novel insight into the biochemical process underlying T-ALL
metabolic reprogramming and facilitates a rational selection of adjunctive metabolic therapy
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in combination with CPI-613 to treat MYC-driven T-ALL and perhaps other MYC-driven
cancers as well.

2. Methods
2.1. Metabolomics Profiling and Analysis

Glutamine-free RPMI medium (11879020, Gibco, NY, USA) was supplemented with
12C or 13C isotope-labeled L-Glutamine (G8540 and 605166, Sigma, St. Louis, MI, USA) for
experiments. Lentivirus transduction was performed as described in the following section.
On day 3 post-transduction, cells were replenished with a 2 mM 13C or 12C glutamine
medium. After 24 h, the cells were washed with Dulbecco’s Phosphate Buffered Saline
(DPBS, SH30028LS, Corning, NY, USA) twice and extracted for polar metabolites.

Specifically, pre-chilled 80% methanol (MeOH, A412P-4, Fisher Scientific, NJ, USA) at
−80 ◦C was added to the cells. After 20 min of incubation at −80 ◦C, the resulting mixture
was collected into a 15-mL centrifuge tube and centrifuged for 5 min at 4000 rpm and 4 ◦C.
Insoluble pellets were re-extracted with 1 mL of MeOH. The supernatants from two rounds
of extraction were combined and then dried with a Savant DNA 120 speedVac (Thermo
Scientific, Waltham, MA, USA). The unlabeled and 13C L-Glutamine labeled metabolites
were analyzed by LC-MS at the Beth Israel Deaconess Medical Center in Boston, MA, USA.

2.2. Cell Culture and α-KG Treatment

MOLT3, PEER, and JURKAT cells were obtained from the DSMZ (https://www.dsmz.
de/dsmz (accessed on 1 December 2003)). All T-ALL cells were cultured at 37 ◦C with 5%
CO2 in RPMI-1640 medium (MT10040CV, Corning) supplemented with 10% fetal bovine
serum (FBS, F0926, Sigma) except for PEER cells, which were supplemented with 20%
FBS. T-ALL cells at the exponential growth phase were resuspended in fresh RPMI-1640
medium and seeded into a six-well plate with 2 million cells per well. Dimethyl α-KG
(349631, Sigma) was added to the wells with the final concentrations of 0, 3.5, and 7 mM,
respectively. Cells were treated for 12, 24, and 36 h or qPCR analysis and 24 and 48 h for
western blotting analysis.

2.3. Protein Extraction and Western Blotting

Cells were lysed in RIPA buffer supplemented with 1x Halt proteinase inhibitor (87786,
Thermo Scientific) and phosphatase inhibitor cocktail (BP479, Boston Bioproducts, Milford,
MA, USA). The primary antibodies used include anti-DLST (H00001743, Abnova, Taipei,
Taiwan), anti-IDH1 (LS-C497935, Life span bioscience, Seattle, WA, USA), anti-IDH2 (LS-
C373619, Life span bioscience), anti-LDHA (#2012, Cell Signaling Technology, Danvers, MA,
USA), and anti-ACTIN (sc-47778, Santa Cruz Biotechnology, Dallas, TX, USA). Secondary
antibodies include anti-mouse (31430, Thermo Scientific) or anti-rabbit antibodies (65-
6120, Thermo Scientific). Chemiluminescence Supersignal West Pico was from Thermo
Scientific (Cat# 34080). Autoradiographs were imaged using a G: BOX Chemi XT4 (Syngene,
Bengaluru, India).

2.4. Lentivirus Infection

A control and two DLST shRNA hairpins were cloned into a pLKO.1-puro vector:
5′-CTTCGAAATGTCCGTTCGGTT-3′ (shLuciferase), 5′-CCCTAGTGCTGGTATACTATA-3′

(shDLST1), and 5′-TGTCTCATAGCCTCGAATATC-3′ (shDLST2). Lentivirus production
and transduction were conducted as previously described [11]. The media was changed
16 h after virus transduction, and puromycin (0.5 µg/mL, P7255, Sigma) was added 36 h
post-transduction. On day 5 post-transduction, the cells were harvested, and western
blotting was performed.

2.5. Immunofluorescence Staining and Imaging

Cells were cytospun, fixed, and permeabilized in cold acetone for 10 min and then
air-dried. The cytospun cells were then washed with cold PBS for 5 min, denatured with
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2N HCL for 15 min, neutralized with 100 mM Tris-HCl (pH 8.5) for 10 min RT, then washed
with cold PBS, and incubated for 1 h with blocking buffer (10% horse serum and 5% bovine
serum albumin in PBS containing 0.1% Triton X-100). Incubation was then performed
with 5-hydroxymethylcytosine (5hmC; 40900, Active Motif, Carlsbad, CA, USA) primary
antibodies (1:1000) in blocking buffer (5% horse serum and 1% bovine serum albumin in
PBS containing 0.1% Triton X-100) overnight in a humidified chamber at 4 ◦C.

After three consecutive 10-min washes with PBS, cells were incubated with an Alexa
Fluor 594–goat anti-rabbit secondary antibody (A32740, Thermo Scientific; 1:1000) in block-
ing buffer (5% horse serum and 1% bovine serum albumin in PBS containing 0.1% Triton
X-100). The cells were washed again three times with PBS, followed by DAPI staining
(D1306, Thermo Scientific; 1:10,000) for 10 min and mounting in a fluorescent mount-
ing medium (VECTASHIELD Antifade Mounting Medium; H1900, Vector lab, Newark,
CA, USA).

Images were captured using a Leica SP5 Confocal Microscope and LAS AF software.
Sections were imaged at the same exposure settings and processed in identical conditions.
Image quantification was performed using Fiji ImageJ software. The mean intensities
were measured for about 10 random cell nuclei on each region of interest for each sample.
The mean values of the mean intensities were plotted onto graphs. Experimental error is
expressed as s.e.m.

2.6. Quantitative Real-Time PCR (qRT-PCR)

MOLT3, PEER, and JURKAT cells were cultured and transduced with shLuciferase,
shDLST1, or shDLST2 lentivirus as described above. On day 5 post-infection, the cells were
harvested and subjected to total RNA extraction using Trizol reagent (15596026, Invitrogen).
cDNA was synthesized with a Reverse Transcription Kit (205311, Qiagen, Hilden, Germany)
for qPCR.

SYBR Green PCR master mix (QP004, Genecopoeia, Rockville, MD, USA) and a
Step-One PCR instrument (Applied Biosystems, Waltham, MA, USA) were utilized for
the qPCR reaction according to the manufacturer’s instructions. The qPCR primer se-
quences included: β-ACTIN (forward: 5′-GATTCCTATGTGGGCGACGA-3′, reverse 5′-
AGGTCTCAAACATGATCTGGGT-3′), IDH1 (forward: 5′- CTCTGTGGCCCAAGGGTATG-
3′, reverse 5′-GGATTGGTGGACGTCTCCTG-3′), and IDH2 (forward: 5′-ACAACACCGAC
GAGTCCATC-3′, reverse 5′-GCCCATCGTAGGCTTTCAGT-3′. All reactions were per-
formed in triplicate.

2.7. Zebrafish Xenograft Assays

Zebrafish (Danio rerio) husbandry was performed as described in the aquatic facility at
Boston University School of Medicine (BUSM), following the protocols approved by the
Institutional Animal Use and Care Committee at BUSM.

PEER cells were stained with cell tracker dye (C7001, Thermo Fisher, Waltham, MA,
USA) according to the manufacturer’s instructions one day before the xenograft. Zebrafish
embryos were gradually reared to 37 ◦C and injected with ~200 PEER cells into the periv-
itelline space of each embryo at two days post-fertilization (dpf). For the drug treatment
experiment, fish embryos were treated with vehicle, 2 µM CPI-613 (HY-15453, MCE, NJ,
USA), 4 µM Bobcat339 (HY-111558A, MCE), or a combination of 2 µM CPI-613 and 4 µM
Bobcat339. At 48 h after treatment, fish were observed under the microscope and their
images were captured.

2.8. Statistical Analysis

Student’s t-test was used to analyze differences in 13C labeled TCA cycle metabolites
between the control and DLST knockdown groups. One-way analysis of variance (ANOVA)
was utilized to assess differences in IDH1 and IDH2 mRNA expression, 5hmC intensity,
and zebrafish xenograft tumor burden. p values equal to or less than 0.05 were considered
to be statistically significant.
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2.9. Timeline Proposed to Complete Future Experiments

We plan to complete the required experiments within 6 months after the completion
of the Stage 1 review.

3. Results
3.1. DLST Knockdown in Human T-ALL Cells Enhances Reductive Carboxylation While
Decreasing Glutamine-Derived TCA Cycle Flux

We previously reported that depleting DLST, a TCA cycle transferase, failed to pre-
vent leukemogenesis despite a delayed tumor onset, raising the question of how T-ALL
cells overcome TCA cycle dysfunction to meet their metabolic needs [11]. To address
this question, we knocked down DLST by shRNA and performed targeted metabolomic
profiling in T-ALL cells that were labeled with 13C glutamine as previously described
(Figure 1A) [34]. Over 90% of the labeled glutamine was incorporated in T-ALL cells with
shDLST or shLuciferase transduction, without significant differences detected (Figure 1B).
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human MOLT3 T-ALL cells (Figure 2A,B). Next, we asked if the increased transcription 
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revealed a general trend of increased protein levels of IDH1 and IDH2 among all three T-
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Figure 1. DLST inactivation increased reductive carboxylation while reducing TCA cycle inter-
mediates in human T-ALL cells. (A) Scheme of 13C labeled glutamine contribution to TCA cycle
metabolites. (B) Percentage of 13C-labelled glutamine uptake in human MOLT3 cells in the presence
or absence of DLST knockdown. The insert in panel (B) shows efficient depletion of DLST by shDLST1
hairpin. (C–H) Percentages of TCA cycle metabolites derived from 13C labeled glutamine in the
presence or absence of DLST knockdown. M stands for mass. The labels for M + 0, M + 1, M + 2,
M + 3, M + 4, and M + 5 indicate that no or one to five carbons in the metabolite are derived from
13C labeled glutamine. The data are presented as the mean ± s.e.m. and analyzed with an unpaired
two-tailed t-test for statistical significance. * p < 0.05, ** p < 0.01, *** p < 0.001.
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As expected, LC-MS analysis demonstrated that DLST depletion significantly de-
creased the production of cycle intermediates derived from 13C glutamine, as demonstrated
by reduced percentages of M + 2 fumarate, malate, aspartate, and citrate, as well as M + 4
citrate (Figure 1E–H). In contrast, we observed increased reductive carboxylation, shown
by significantly increased percentages of M + 3 fumarate, malate, and aspartate, as well as
M + 5 citrate (Figure 1E–H). Taken together, DLST inactivation in T-ALL cells decreases
TCA cycle flux while increasing reductive carboxylation.

3.2. DLST Knockdown Leads to Upregulation of IDH1 and IDH2 in Human T-ALL Cells

Previous research has established the role of IDH1 and/or IDH2 in mediating re-
ductive carboxylation in acute myeloid leukemia (AML) cells [18,35]. To understand the
biochemical mechanism facilitating the shift from KGDHC-mediated oxidative decarboxy-
lation to reductive carboxylation, we detected IDH expression in a panel of human T-ALL
cell lines in the presence or absence of DLST inactivation. qRT-PCR analysis showed that
DLST inactivation significantly increased transcript levels of IDH1 and IDH2 in human
PEER and JURKAT T-ALL cell lines (Figure 2A,B).
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of TCA cycle metabolic intermediates was acting as a trigger for this. We previously re-
ported that DLST depletion in human T-ALL cells led to a significant increase of α-KG, 
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To investigate the mechanism by which TCA cycle disruption induces upregulation of 
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the effect of KGDHC dysfunction due to genetic depletion of DLST.  
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Figure 2. DLST inactivation increases transcript and protein levels of IDH1 and IDH2 in human T-
ALL cells. (A,B) qRT-PCR analysis of IDH1 (A) and IDH2 (B) transcript levels at 4 days transduction of
shLuciferase and shDLST in human MOLT3, PEER, and JURKAT T-ALL cell lines. Relative fold change
was analyzed using the shLuciferase group as a control. The data are presented as the mean ± s.e.m,
and statistical differences were calculated using one-way ANOVA. (C) Western blotting of DLST,
IDH1, IDH2, and LDHA in the same three T-ALL cell lines transduced with shLuciferase or shDLST
hairpins. Relative protein to ACTIN ratios are shown at the bottom of each western blotting panel.
* p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001.

Interestingly, we only detected increased transcript levels of IDH1 but not IDH2 in
human MOLT3 T-ALL cells (Figure 2A,B). Next, we asked if the increased transcription
of IDH1 and IDH2 would translate to increased protein levels. Western blotting analysis
revealed a general trend of increased protein levels of IDH1 and IDH2 among all three
T-ALL cell lines despite some fluctuations (Figure 2C). The original western blot images for
Figure 2C are included in Supplementary Figure S1. Together, these results demonstrate



Cancers 2022, 14, 2983 7 of 15

that TCA cycle disruption by DLST inactivation leads to upregulation of both transcript
and protein levels of IDH1 and IDH2, enzymes critical for reductive carboxylation.

3.3. Supplementation of Exogenous α-KG Induces Upregulation of IDH1 and IDH2 in Human
T-ALL Cells

Having established that TCA inhibition causes T-ALL to upregulate IDH1 and IDH2
protein expression via increased transcription, we sought to determine whether a buildup of
TCA cycle metabolic intermediates was acting as a trigger for this. We previously reported
that DLST depletion in human T-ALL cells led to a significant increase of α-KG, which
is the substrate of KGDHC and through which glutamine enters the TCA cycle [11]. To
investigate the mechanism by which TCA cycle disruption induces upregulation of IDH1
and IDH2, we treated three human T-ALL cell lines with exogenous α-KG to mimic the
effect of KGDHC dysfunction due to genetic depletion of DLST.

Specifically, MOLT3, PEER, and JURKAT cells were incubated with 0, 3.5, and 7 mM
of α-KG for 12, 24, and 36 h. We then measured the transcript levels of IDH1 and IDH2 by
qRT-PCR for these cells. We detected a concentration-dependent increase in IDH1 and IDH2
mRNA levels upon α-KG treatment (Figure 3A,B). Similarly, western blotting analysis of
the three T-ALL cell lines detected increased the protein levels of IDH1 and IDH2 upon
α-KG treatment for 24 and 48 h (Figure 3C). The original western blot images for Figure 3C
are included in Supplementary Figure S2. Taken together, exogenous α-KG treatment
mimics genetic disruption of the TCA cycle by DLST inactivation, leading to increased
transcript and protein levels of IDH1 and IDH2 in human T-ALL cells.
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Figure 3. α-KG treatment of human T-ALL cells leads to increased transcript and protein levels of
IDH1 and IDH2. (A,B) qRT-PCR analysis of IDH1 (A) and IDH2 (B) transcript levels at 12, 24, and
36 h post-treatment with 0, 3.5, or 7 mM of α-KG in human MOLT3, PEER, and JURKAT T-ALL cell
lines. Relative fold change was analyzed using the 0 mM group as a control. The data are presented
as the mean ± s.e.m, and statistical differences are calculated and normalized to the control, and
determined by two-way ANOVA. (C) Western blotting of DLST, IDH1, IDH2, and LDHA in the same
three T-ALL cell lines after 24 and 48 h of treatment with either 0, 3.5, or 7 mM of α-KG. Relative
protein to ACTIN ratios are shown at the bottom of each western blotting panel. * p < 0.05, ** p < 0.01,
*** p < 0.001, **** p < 0.0001.
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3.4. Both α-KG Treatment and DLST Depletion Lead to Increased DNA Demethylation in Human
T-ALL Cells

Besides serving as a cycle intermediate, α-KG is the obligatory co-factor for multiple α-
KG-mediated dioxygenases, such as the TET family of DNA demethylases [36,37]. Changes
in the methylation state of DNA indicate epigenetic alterations that can regulate gene
expression in leukemic and other cancer cells, allowing them to hijack or reprogram cellular
processes to favor growth and proliferation [38,39]. Hence, we sought to determine whether
the increase in IDH1/2 transcription under DLST knockdown or α-KG supplementation
was due to an epigenetic change in the methylation state of T-ALL DNA.

We performed immunofluorescent staining of 5hmC (a marker of DNA demethyla-
tion) after treating human MOLT3 and PEER cells with 0, 3.5, and 7 mM of α-KG for 24
and 48 h. DAPI counterstain of nuclei revealed that α-KG treatment led to a significant
increase of 5hmC staining in both cell lines (Figure 4A,B). Next, we determined if DLST
depletion can also increase 5hmC levels. Similar to α-KG treatment, DLST knockdown
led to a significant increase of DNA demethylation in both MOLT3 and PEER cells, as
demonstrated by increased 5hmC staining (Figure 5A,B). Together, our results show that
both α-KG treatment and TCA cycle disruption via DLST depletion lead to increased
DNA demethylation in human T-ALL cells, linking upregulated IDH expression with
α-KG-mediated demethylation.

Cancers 2022, 14, x FOR PEER REVIEW 9 of 15 
 

 

increase of 5hmC staining in both cell lines (Figure 4A,B). Next, we determined if DLST 
depletion can also increase 5hmC levels. Similar to α-KG treatment, DLST knockdown led 
to a significant increase of DNA demethylation in both MOLT3 and PEER cells, as demon-
strated by increased 5hmC staining (Figure 5A,B). Together, our results show that both α-
KG treatment and TCA cycle disruption via DLST depletion lead to increased DNA de-
methylation in human T-ALL cells, linking upregulated IDH expression with α-KG-me-
diated demethylation. 

 
Figure 4. α-KG treatment in T-ALL cells increases DNA demethylation in a concentration-depend-
ent manner. (A,B) 5hmC staining in MOLT3 (A) and PEER (B) cells after 24 and 48 h of treatment 
with 0, 3.5, or 7 mM of α-KG. DAPI (blue) counterstaining indicates the intranuclear location. The 
quantification of relative 5hmC fluorescence (red) is presented as the mean ± s.e.m., and an unpaired 
two-tailed t-test is used for statistical analysis. Scale bar = 10 μm. ** p < 0.01, *** p < 0.001, **** p < 
0.0001. 

 
Figure 5. DLST inactivation significantly increases DNA demethylation in human T-ALL cells. (A,B) 
5hmC staining in MOLT3 (A) and PEER (B) cells at 5 days after DLST knockdown, with Luciferase 

Figure 4. α-KG treatment in T-ALL cells increases DNA demethylation in a concentration-dependent
manner. (A,B) 5hmC staining in MOLT3 (A) and PEER (B) cells after 24 and 48 h of treatment
with 0, 3.5, or 7 mM of α-KG. DAPI (blue) counterstaining indicates the intranuclear location.
The quantification of relative 5hmC fluorescence (red) is presented as the mean ± s.e.m., and an
unpaired two-tailed t-test is used for statistical analysis. Scale bar = 10 µm. ** p < 0.01, *** p < 0.001,
**** p < 0.0001.
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Figure 5. DLST inactivation significantly increases DNA demethylation in human T-ALL cells.
(A,B) 5hmC staining in MOLT3 (A) and PEER (B) cells at 5 days after DLST knockdown, with Luciferase
knockdown as the control and DAPI (blue) counterstain to demonstrate the intranuclear location
of 5hmC staining (red). The quantification of relative 5hmC fluorescence intensity is presented
as the mean ± s.e.m., and statistical differences are calculated using an unpaired two-tailed t-test.
Scale bar = 10 µm. * p < 0.05, **** p < 0.0001.

3.5. Combined Treatment with CPI-613 and Bobcat339 Significantly Decreases Tumor Burden in
Zebrafish Xenografts of Human T-ALL

Having established a link between α-KG-mediated demethylation and upregulation of
IDH1/2, which promotes reductive carboxylation, we sought to determine the importance
of α-KG-mediated demethylation in T-ALL maintenance. Pharmacological inhibition of the
DNA demethylase, TET1 and TET2, by BobCat339 somehow reduced the T-ALL burden
in zebrafish xenografts (Figure 6A,B). Inhibiting the TCA cycle by CPI-613, an inhibitor of
pyruvate dehydrogenase and mitochondrial KGDHC, showed similar trends (Figure 6A,B).
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Figure 6. Combined inhibition of the TCA cycle and DNA methylation through CPI-613 and Bobcat
339 significantly decreases the tumor burden in zebrafish xenografts of human T-ALL. (A) Treat-
ment of zebrafish xenografts with the TCA cycle inhibitor CPI-613 (2 µM) or TET1/2 inhibitor
Bobcat339 (4 µM) resulted in a slightly decreased tumor burden, while combination treatment led
to a significantly decreased tumor burden. (B) Quantification of the tumor fluorescence intensity in
zebrafish xenografts is shown in (A). The data are presented as the mean ± s.e.m., and statistical
differences are calculated using an unpaired two-tailed t-test with the vehicle as the control. Scale bar
in (A) = 500 µm. * p < 0.05.
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However, none of the single-agent treatments were able to significantly reduce the
tumor burden. Importantly, the combination treatment of CPI-613 and BobCat339 showed
an additive effect, leading to a significantly reduced tumor burden in zebrafish xenografts,
as demonstrated by the quantification of fluorescence intensity of T-ALL cells (Figure 6A,B).
Our findings demonstrate that epigenetic inhibition in combination with single-agent tar-
geting of the TCA cycle can overcome drug resistance caused by tumor metabolic plasticity.

4. Discussion

Metabolic rewiring driven by oncogenes presents unique opportunities for therapeutic
intervention, although challenges remain in overcoming treatment-induced metabolic
plasticity [1,3,40]. The proto-oncogene MYC is a central regulator of cellular metabolism
and is deregulated in over half of human cancers, including T-ALL, which relies on the TCA
cycle and glutamine anaplerosis [4–7,11]. Given that MYC-driven glutamine anaplerosis
produces cycle intermediates for macromolecule synthesis, cycle inhibition is expected to
impair the production of glutamine-derived carbon skeletons in T-ALL [14,41,42].

However, we found that reductive carboxylation helps maintain glutamine uptake
and production of cycle intermediates despite KGDHC disruption. This correlates with our
prior work showing that T-ALL cells with depletion of the cycle transferase DLST resume
tumorigenesis after a delayed onset [11]. Therefore, isolated cycle inhibition may not be an
effective therapeutic approach due to metabolic rescue via reductive carboxylation. Identi-
fying mechanisms promoting reductive carboxylation will enable the rational selection of
combination therapy to achieve maximal treatment efficacy.

Our results uncovered one novel mechanism by which cancer cells increase reductive
carboxylation in response to mitochondrial dysfunction. We show that DLST depletion
in T-ALL cells, which disrupts KGDHC function and leads to α-KG accumulation [11],
increased mRNA and protein levels of IDH1 and IDH2, the enzymes responsible for
reductive carboxylation. Importantly, exogenous α-KG treatment had the same effects as
DLST depletion, suggesting that α-KG is the key mediator in regulating IDH expression.

Our observation of increased 5hmC levels under both α-KG treatment and KGDHC
disruption in T-ALL suggests that increased α-KG upon KGDHC dysfunction subsequently
promotes TET-induced DNA demethylation. Hence, the transcription of IDH mRNA is
most likely induced by α-KG-mediated TET demethylation of DNA.

Different from the present work, prior studies did not examine cellular transcriptional
changes as the mechanism to increase reductive carboxylation upon mitochondrial dys-
function. Rather, they explored three other mechanisms: the effects of increased NADPH
levels—on which reductive carboxylation is dependent; the role of hypoxia-inducible fac-
tors in increasing glutamine metabolism through reductive carboxylation; or reductive
carboxylation induced by anchorage loss [17,18,33,43,44].

Interestingly, our study demonstrates that epigenetic changes are linked to the in-
creased reductive carboxylation in T-ALL in response to mitochondrial dysfunction. Fur-
thermore, we showed that both 5hmC fluorescence intensity and IDH1/2 expression
underwent progressive increases with rising α-KG concentrations, indicating a direct rela-
tionship between accumulation of α-KG, demethylation of DNA, and IDH1/2 expression.
Taken together, our data indicate that disruption of the TCA cycle leads to α-KG accumula-
tion, which activates TET demethylases to upregulate IDH mRNA and protein, thereby,
leading to increased reductive carboxylation to compensate for compromised TCA cycle
function (Figure 7A).

While OXPHOS dysfunction has been shown to induce IDH1/2-mediated reductive
carboxylation in certain cancer cells, the TCA cycle function is intact in this context [17]. The
intact TCA cycle allows the production of NADH and NADPH to support reductive car-
boxylation, and KGDHC is required for maximum activity of reductive carboxylation [17].
However, our targeted metabolomics demonstrated increased reductive flux despite the
significant disruption of the TCA cycle via depletion of the KGDHC E2 subunit DLST.
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Figure 7. Schematic drawing of our working model. (A) Disrupting the TCA cycle alone leads to
enhanced reductive carboxylation and T-ALL cell survival through TET-mediated demethylation
and upregulation of IDH1 and IDH2. (B) Combined inhibition of the TCA cycle and TET-mediated
demethylation kills T-ALL cells by decreasing the production of IDH1 and IDH2 and subsequently
dampening reductive carboxylation.

NADH levels appear to be further reduced beyond the effect of KGDHC inhibition,
as demonstrated by significant decreases in percentages of M + 4 citrate and M + 1 α-KG,
both of which are downstream of the two other NADH-producing cycle reactions. Our
studies show that there is an increased reductive carboxylation despite the loss of KGDHC
and TCA cycle-derived reducing equivalents, a provocative finding given the previously
established dependence of reductive carboxylation on oxidative TCA cycle flux [17].

Dysfunction of TET enzymes has been associated with tumorigenesis in both solid
and hematological malignancies [45,46]. In AML, TET inhibition frequently occurs due to
aberrant production of the oncometabolite 2-HG, which leads to hypermethylated promoter
regions, possibly contributing to the silencing of tumor suppressors [47,48]. As a result,
a variety of compounds that seek to increase TET activity, including IDH inhibitors and
TET activators, have been developed [47]. However, TET enzymes are believed to play a
multifaceted and context-specific role during tumorigenesis, as the methylation state of
malignant genomes can be both hyper- and hypomethylated [49].

Our results support that T-ALL utilizes TET-mediated demethylation to promote sur-
vival, likely through enhancing IDH1/2 expression and reductive carboxylation in response
to inhibition of central carbon metabolism. Supporting the role of DNA demethylation in
T-ALL survival, combination treatment with a TCA cycle inhibitor (CPI-613) and a TET1/2
inhibitor (Bobcat339) resulted in an additive effect in reducing the T-ALL burden. These
data suggest that pharmacologic inhibition of the TCA cycle also forces T-ALL to utilize
a TET-dependent metabolic reprogramming, e.g., reductive carboxylation, which can be
therapeutically exploited. While the metabolic plasticity of T-ALL may allow them to
escape isolated TCA cycle inhibition, the combined inhibition of TET prevents activation of
alternative metabolic pathways, thus, leading to increased therapeutic efficacy (Figure 7B).

We have now demonstrated, for the first time, that direct TCA inhibition can drive
reductive carboxylation in cancer cells. Hence, direct TCA cycle inhibitors, such as CPI-
613, should be grouped with Electron Transport Chain inhibitors, such as metformin,
rotenone, and antimycin, which can force cancer cells to rely on reductive carboxylation.
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However, using these inhibitors as a single-agent treatment poses clinical challenges given
the capacity of cancer cells to rely on reductive carboxylation for survival, making the
identification of how the reductive pathway is activated and maintained a priority.

We demonstrate that reductive carboxylation in T-ALL is likely activated via TET-
dependent DNA demethylation, pinpointing a novel combined therapeutic approach.
This finding may have broader implications for other MYC-driven cancers with shared
metabolic derangements, especially given our recent findings that neuroblastoma and
subsets of TNBC share a similar dependency to T-ALL on DLST [27,28]. However, given
the context-specific nature of MYC-driven metabolic alterations and TET activity, the
contribution of α-KG-mediated DNA demethylation to reductive carboxylation should first
be established in other cancers before pharmacologic studies are undertaken.

5. Conclusions

Combining targeted metabolomics profiling with molecular and biochemical studies,
we showed that human T-ALL rewires its metabolism from oxidative decarboxylation to
reductive carboxylation through the enhanced transcription of IDH1/2. Supporting the
transcriptional increase of IDH1/2, we detected an increase in DNA demethylation driven
by rising α-KG concentrations. Consequently, dual pharmacologic inhibition of the TCA
cycle and TET demethylases demonstrated additive efficacy in significantly reducing the T-
ALL burden in zebrafish xenografts. Hence, reductive carboxylation induced by epigenetic
DNA modifications sustained T-ALL survival upon TCA cycle targeting, and combination
treatment with CPI-613 and TET inhibitors could improve treatment responses.

Supplementary Materials: The following are available online at: https://www.mdpi.com/article/10
.3390/cancers14122983/s1, Figure S1: original western blot images for Figure 2C; Figure S2: original
western blot images for Figure 3C.

Author Contributions: Conceptualization, H.F.; Data curation, Y.W., N.S., S.K., S.H., N.M.A. and
L.N.H.; Formal analysis, Y.W. and N.S.; Funding acquisition, H.F.; Investigation, Y.W., N.S., G.S.,
S.K. and S.H.; Methodology, Y.W., N.S., G.S. and S.K.; Project administration, H.F.; Resources, H.L.
and H.F.; Supervision, H.F.; Writing—original draft, Y.W. and G.S.; Writing—review and editing,
N.S., G.S., S.K., S.H., N.M.A. and H.F. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was funded by the National Institutes of Health (NIH), grant number
CA134743, CA215059, T35HL139444-02, and 1UL1TR001430, Boston University (Ralph Edwards
Career Development Professorship), the Leukemia Research Foundation (Young Investigator Award),
the American Cancer Society, grant number RSG-17-204-01-TBG, the National Science Foundation,
grant number 1911253, the St. Baldrick Foundation (Career Development Scholar Award), the NIH,
grant number NHLB1 T32 HL7501, the National Natural Science Foundation of China, grant number
31301859, the China Scholarship Council, grant number 201506275051, a training funding, grant
number T35HL139444, a Rally Foundation postdoctoral fellowship a Young Investigator Grant from
the Alex’s Lemonade Stand Foundation, grant number GR-000000165, a predoctoral training grant
T32GM008541, and supported by the Undergraduate Research Opportunity Program Award at
Boston University.

Institutional Review Board Statement: No human studies are included in this study. Animal studies
were approved by the IACUC at Boston University.

Informed Consent Statement: Not applicable.

Data Availability Statement: The original western blot images are in Supplementary Information.
The rest of the original data are available upon request.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Stine, Z.E.; Schug, Z.T.; Salvino, J.M.; Dang, C.V. Targeting cancer metabolism in the era of precision oncology. Nat. Rev. Drug

Discov. 2021, 21, 141–162. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/cancers14122983/s1
https://www.mdpi.com/article/10.3390/cancers14122983/s1
http://doi.org/10.1038/s41573-021-00339-6
http://www.ncbi.nlm.nih.gov/pubmed/34862480


Cancers 2022, 14, 2983 13 of 15

2. Heiden, M.G.V. Targeting cancer metabolism: A therapeutic window opens. Nat. Rev. Drug Discov. 2011, 10, 671–684. [CrossRef]
3. Luengo, A.; Gui, D.Y.; Vander Heiden, M.G. Targeting Metabolism for Cancer Therapy. Cell Chem. Biol. 2017, 24, 1161–1180.

[CrossRef] [PubMed]
4. Anderson, N.M.; Mucka, P.; Kern, J.G.; Feng, H. The emerging role and targetability of the TCA cycle in cancer metabolism.

Protein Cell 2017, 9, 216–237. [CrossRef]
5. Wahlström, T.; Henriksson, M.A. Impact of MYC in regulation of tumor cell metabolism. Biochim. Biophys. Acta 2015, 1849,

563–569. [CrossRef]
6. Gabay, M.; Li, Y.; Felsher, D.W. MYC Activation Is a Hallmark of Cancer Initiation and Maintenance. Cold Spring Harb. Perspect.

Med. 2014, 4, a014241. [CrossRef]
7. Adhikary, S.; Eilers, M. Transcriptional regulation and transformation by Myc proteins. Nat. Rev. Mol. Cell Biol. 2005, 6, 635–645.

[CrossRef]
8. Herranz, D.; Ambesi-Impiombato, A.; Palomero, T.; Schnell, S.A.; Belver, L.; Wendorff, A.A.; Xu, L.; Castillo-Martin, M.; Llobet-

Navás, D.; Cordon-Cardo, C.; et al. A NOTCH1-driven MYC enhancer promotes T cell development, transformation and acute
lymphoblastic leukemia. Nat. Med. 2014, 20, 1130–1137. [CrossRef]

9. Weng, A.P.; Millholland, J.M.; Yashiro-Ohtani, Y.; Arcangeli, M.L.; Lau, A.; Wai, C.; del Bianco, C.; Rodriguez, C.G.; Sai, H.; Tobias,
J.; et al. c-Myc is an important direct target of Notch1 in T-cell acute lymphoblastic leukemia/lymphoma. Genes Dev. 2006, 20,
2096–2109. [CrossRef]

10. Rivera, G.O.R.; Knochelmann, H.M.; Dwyer, C.J.; Smith, A.S.; Wyatt, M.M.; Rivera-Reyes, A.M.; Thaxton, J.E.; Paulos, C.M.
Fundamentals of T Cell Metabolism and Strategies to Enhance Cancer Immunotherapy. Front. Immunol. 2021, 12, 782. [CrossRef]

11. Anderson, N.M.; Li, D.; Peng, H.L.; Laroche, F.J.F.; Mansour, M.R.; Gjini, E.; Aioub, M.; Helman, D.J.; Roderick, J.E.; Cheng, T.;
et al. The TCA cycle transferase DLST is important for MYC-mediated leukemogenesis. Leukemia 2016, 30, 1365–1374. [CrossRef]

12. DeBerardinis, R.J.; Mancuso, A.; Daikhin, E.; Nissim, I.; Yudkoff, M.; Wehrli, S.; Thompson, C.B. 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. [CrossRef]

13. Pavlova, N.N.; Thompson, C.B. The Emerging Hallmarks of Cancer Metabolism. Cell Metab. 2016, 23, 27–47. [CrossRef]
14. Wise, D.R.; DeBerardinis, R.J.; Mancuso, A.; Sayed, N.; Zhang, X.Y.; Pfeiffer, H.K.; Nissim, I.; Daikhin, E.; Yudkoff, M.; McMahon,

S.B.; et al. Myc regulates a transcriptional program that stimulates mitochondrial glutaminolysis and leads to glutamine addiction.
Proc. Natl. Acad. Sci. USA 2008, 105, 18782–18787. [CrossRef]

15. Cluntun, A.A.; Lukey, M.J.; Cerione, R.A.; Locasale, J.W. Glutamine Metabolism in Cancer: Understanding the Heterogeneity.
Trends Cancer 2017, 3, 169–180. [CrossRef]

16. Choi, Y.-K.; Park, K.-G. Targeting Glutamine Metabolism for Cancer Treatment. Biomol. Ther. 2018, 26, 19–28. [CrossRef]
17. Mullen, A.R.; Hu, Z.; Shi, X.; Jiang, L.; Boroughs, L.K.; Kovacs, Z.; Boriack, R.; Rakheja, D.; Sullivan, L.B.; Linehan, W.M.; et al.

Oxidation of Alpha-Ketoglutarate Is Required for Reductive Carboxylation in Cancer Cells with Mitochondrial Defects. Cell Rep.
2014, 7, 1679–1690. [CrossRef] [PubMed]

18. Mullen, A.R.; Wheaton, W.W.; Jin, E.S.; Chen, P.-H.; Sullivan, L.B.; Cheng, T.; Yang, Y.; Linehan, W.M.; Chandel, N.S.; DeBerardinis,
R.J. Reductive carboxylation supports growth in tumour cells with defective mitochondria. Nature 2011, 481, 385–388. [CrossRef]

19. Lemberg, K.M.; Vornov, J.J.; Rais, R.; Slusher, B.S. We’re Not “DON” Yet: Optimal Dosing and Prodrug Delivery of 6-Diazo-5-oxo-
L-norleucine. Mol. Cancer Ther. 2018, 17, 1824–1832. [CrossRef]

20. Wang, Z.; Liu, F.; Fan, N.; Zhou, C.; Li, D.; Macvicar, T.; Dong, Q.; Bruns, C.J.; Zhao, Y. Targeting Glutaminolysis: New Per-
spectives to Understand Cancer Development and Novel Strategies for Potential Target Therapies. Front. Oncol. 2020, 10, 2321.
[CrossRef] [PubMed]

21. Jin, H.; Wang, S.; Zaal, E.A.; Wang, C.; Wu, H.; Bosma, A.; Jochems, F.; Isima, N.; Jin, G.; Lieftink, C.; et al. A powerful drug
combination strategy targeting glutamine addiction for the treatment of human liver cancer. Elife 2020, 9, e56749. [CrossRef]
[PubMed]

22. Raez, L.E.; Papadopoulos, K.; Ricart, A.D.; Chiorean, E.G.; DiPaola, R.S.; Stein, M.N.; Rocha Lima, C.M.; Schlesselman, J.J.; Tolba,
K.; Langmuir, V.K.; et al. A phase I dose-escalation trial of 2-deoxy-d-glucose alone or combined with docetaxel in patients with
advanced solid tumors. Cancer Chemother. Pharmacol. 2013, 71, 523–530. [CrossRef] [PubMed]

23. Gross, M.I.; Demo, S.D.; Dennison, J.B.; Chen, L.; Chernov-Rogan, T.; Goyal, B.; Janes, J.R.; Laidig, G.J.; Lewis, E.R.; Li, J.; et al.
Antitumor Activity of the Glutaminase Inhibitor CB-839 in Triple-Negative Breast Cancer. Mol. Cancer Ther. 2014, 13, 890–901.
[CrossRef] [PubMed]

24. Shen, Y.-A.; Chen, C.-L.; Huang, Y.-H.; Evans, E.E.; Cheng, C.-C.; Chuang, Y.-J.; Zhang, C.; Le, A. Inhibition of glutaminolysis in
combination with other therapies to improve cancer treatment. Curr. Opin. Chem. Biol. 2021, 62, 64–81. [CrossRef] [PubMed]

25. Sheikh, T.N.; Patwardhan, P.P.; Cremers, S.; Schwartz, G.K. Targeted inhibition of glutaminase as a potential new approach for the
treatment of NF1 associated soft tissue malignancies. Oncotarget 2017, 8, 94054–94068. [CrossRef]

26. Kishton, R.J.; Barnes, C.E.; Nichols, A.G.; Cohen, S.; Gerriets, V.; Siska, P.J.; Macintyre, A.; Goraksha-Hicks, P.; de Cubas, A.A.; Liu,
T.; et al. AMPK Is Essential to Balance Glycolysis and Mitochondrial Metabolism to Control T-ALL Cell Stress and Survival. Cell
Metab. 2016, 23, 649–662. [CrossRef]

http://doi.org/10.1038/nrd3504
http://doi.org/10.1016/j.chembiol.2017.08.028
http://www.ncbi.nlm.nih.gov/pubmed/28938091
http://doi.org/10.1007/s13238-017-0451-1
http://doi.org/10.1016/j.bbagrm.2014.07.004
http://doi.org/10.1101/cshperspect.a014241
http://doi.org/10.1038/nrm1703
http://doi.org/10.1038/nm.3665
http://doi.org/10.1101/gad.1450406
http://doi.org/10.3389/fimmu.2021.645242
http://doi.org/10.1038/leu.2016.26
http://doi.org/10.1073/pnas.0709747104
http://doi.org/10.1016/j.cmet.2015.12.006
http://doi.org/10.1073/pnas.0810199105
http://doi.org/10.1016/j.trecan.2017.01.005
http://doi.org/10.4062/biomolther.2017.178
http://doi.org/10.1016/j.celrep.2014.04.037
http://www.ncbi.nlm.nih.gov/pubmed/24857658
http://doi.org/10.1038/nature10642
http://doi.org/10.1158/1535-7163.MCT-17-1148
http://doi.org/10.3389/fonc.2020.589508
http://www.ncbi.nlm.nih.gov/pubmed/33194749
http://doi.org/10.7554/eLife.56749
http://www.ncbi.nlm.nih.gov/pubmed/33016874
http://doi.org/10.1007/s00280-012-2045-1
http://www.ncbi.nlm.nih.gov/pubmed/23228990
http://doi.org/10.1158/1535-7163.MCT-13-0870
http://www.ncbi.nlm.nih.gov/pubmed/24523301
http://doi.org/10.1016/j.cbpa.2021.01.006
http://www.ncbi.nlm.nih.gov/pubmed/33721588
http://doi.org/10.18632/oncotarget.21573
http://doi.org/10.1016/j.cmet.2016.03.008


Cancers 2022, 14, 2983 14 of 15

27. Anderson, N.M.; Qin, X.; Finan, J.M.; Lam, A.; Athoe, J.; Missiaen, R.; Skuli, N.; Kennedy, A.; Saini, A.S.; Tao, T.; et al. Metabolic
Enzyme DLST Promotes Tumor Aggression and Reveals a Vulnerability to OXPHOS Inhibition in High-Risk Neuroblastoma.
Cancer Res. 2021, 81, 4417–4430. [CrossRef]

28. Shen, N.; Korm, S.; Karantanos, T.; Li, D.; Zhang, X.; Ritou, E.; Xu, H.; Lam, A.; English, J.; Zong, W.-X.; et al. DLST-dependence
dictates metabolic heterogeneity in TCA-cycle usage among triple-negative breast cancer. Commun. Biol. 2021, 4, 1289. [CrossRef]

29. Baran, N.; Lodi, A.; Sweeney, S.R.; Renu, P.; Kuruvilla, V.M.; Cavazos, A.; Herranz, D.; Skwarska, A.; Warmoes, M.; Davis,
R.E.; et al. Mitochondrial Complex I Inhibitor Iacs-010759 Reverses the NOTCH1-Driven Metabolic Reprogramming in T-ALL
via Blockade of Oxidative Phosphorylation: Synergy with Chemotherapy and Glutaminase Inhibition. Blood 2018, 132, 4020.
[CrossRef]

30. Pardee, T.; DeFord-Watts, L.M.; Peronto, E.; Levitan, D.A.; Hurd, D.D.; Kridel, S. Altered Lipid and Mitochondrial Metabolism
Are Viable Targets in Acute Leukemia. Blood 2011, 118, 3618. [CrossRef]

31. Lycan, T.W.; Pardee, T.S.; Petty, W.J.; Bonomi, M.; Alistar, A.; Lamar, Z.S.; Isom, S.; Chan, M.D.; Miller, A.A.; Ruiz, J. A phase II
clinical trial of CPI-613 in patients with relapsed or refractory small cell lung carcinoma. PLoS ONE 2016, 11, e0164244. [CrossRef]
[PubMed]

32. Lang, L.; Wang, F.; Ding, Z.; Zhao, X.; Loveless, R.; Xie, J.; Shay, C.; Qiu, P.; Ke, Y.; Saba, N.F.; et al. Blockade of gluta-mine-
dependent cell survival augments antitumor efficacy of CPI-613 in head and neck cancer. J. Exp. Clin. Cancer Res. 2021, 40, 393.
[CrossRef] [PubMed]

33. Metallo, C.M.; Gameiro, P.A.; Bell, E.L.; Mattaini, K.R.; Yang, J.; Hiller, K.; Jewell, C.M.; Johnson, Z.R.; Irvine, D.J.; Guarente,
L.; et al. Reductive glutamine metabolism by IDH1 mediates lipogenesis under hypoxia. Nature 2012, 481, 380–384. [CrossRef]
[PubMed]

34. Molina, J.R.; Sun, Y.; Protopopova, M.; Gera, S.; Bandi, M.; Bristow, C.; McAfoos, T.; Morlacchi, P.; Ackroyd, J.; Agip, A.A.N.; et al.
An inhibitor of oxidative phosphorylation exploits cancer vulnerability. Nat. Med. 2018, 24, 1036–1046. [CrossRef]

35. Wise, D.R.; Thompson, C.B. Glutamine addiction: A new therapeutic target in cancer. Trends Biochem. Sci. 2010, 35, 427–433.
[CrossRef]
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