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Cancer cells are in most instances characterized by rapid proliferation and uncontrolled cell divi-
sion. Hence, they must adapt to proliferation-induced metabolic stress through intrinsic or
acquired antimetabolic stress responses to maintain homeostasis and survival. One mechanism
to achieve this is reprogramminggene expression in ametabolism-dependentmanner.MondoA
(also known asMyc-associated factor X–like protein X-interacting protein [MLXIP]), amember of
the MYC interactome, has been described as an example of such a metabolic sensor. However,
the role ofMondoA inmalignancy is not fully understood and the underlyingmechanism inmet-

abolic responses remains elusive. By assessing patient data sets, we found that MondoA overexpression is associated with
worse survival in pediatric common acute lymphoblastic leukemia (ALL; B-precursor ALL [B-ALL]). Using clustered regularly
interspaced short palindromic repeats (CRISPR)/CRISPR-associated protein 9 (Cas9) and RNA-interference approaches, we
observed thatMondoA depletion reduces the transformational capacity of B-ALL cells in vitro and dramatically inhibits malig-
nant potential in an in vivo mouse model. Interestingly, reduced expression of MondoA in patient data sets correlated with
enrichment in metabolic pathways. The loss of MondoA correlated with increased tricarboxylic acid cycle activity. Mechanis-
tically, MondoA senses metabolic stress in B-ALL cells by restricting oxidative phosphorylation through reduced pyruvate
dehydrogenase activity.Glutamine starvation conditions greatly enhance this effect andhighlight the inability tomitigatemet-
abolic stress upon loss ofMondoA inB-ALL.Ourfindingsgive novel insight into the function ofMondoA inpediatric B-ALL and
support the notion that MondoA inhibition in this entity offers a therapeutic opportunity and should be further explored.

Introduction
Acute lymphoblastic leukemia (ALL) is the most frequent child-
hood malignancy, with B-precursor ALL (B-ALL) being its most
common subgroup. Despite major treatment advances, ALL
remains a leading cause of cancer death in children.1,2 Addition-
ally, current treatments result in long-term toxicity.3,4 Survivors
face reduced life expectancy with a 13% cumulative incidence of
death from any cause including second cancers or cardiac-
related events.5,6 Thus, better understanding of ALL is needed.

Malignant cells must adapt to proliferation-induced metabolic
stress and require antimetabolic stress responses to maintain
homeostasis and survival.7 One such mechanism consists

of energy-sensing molecules that drive cellular energy
homeostasis in response to starvation conditions: adenosine
monophosphate–activated protein kinase (AMPK) and
hypoxia-inducible factor 1-a (HIF1a) are well-known exam-
ples.8-10 Another protein that has been proposed to influence
energy homeostasis by sensing intracellular energy states is
Myc-associated factor X (MAX)–like protein X (MLX)-interacting
protein (MLXIP), also known as MondoA.11-15

MondoA is part of the MYC transcription factor interactome
comprising MYC, MAX, MAD, MLX, and MondoA. MYC, MAD,
and MondoA differentially mediate proliferation, differentiation,
and metabolism by competing for heterodimerization with MAX
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andMLX,yieldingdifferential signalingoutcomes.Hence, theMYC
interactome regulates both proliferation and adaptation to
metabolic stress.16-18 For example, in glucose-dependent tumor
entities, such as triple-negative breast cancer or malignant mela-
noma,MYC andMondoAbehave antagonistically.19,20 In contrast,
in the glutamine-dependent malignancy neuroblastoma, these 2
proteins cooperate to confermalignancy.17Wepreviously showed
thatMondoAisrequiredforproliferationandstemnessfeaturesofB-
ALL.21MondoAisanegativeregulatorofglucoseuptakeandhighly
sensitivetoincreasingintracellularglucose-6-phosphatelevels.16,17

Here, we report that MondoA is overexpressed in B-ALL and
correlateswith relapseanddecreasedsurvival.Weshowthatdeple-
tion of MondoA results in loss of proliferative capacity and malig-
nancy. Interestingly, the loss of MondoA leads to increased
oxidative phosphorylation (Oxphos). Mechanistically, MondoA
mediates malignancy via facilitating adaptation to metabolic
stress by restricting tricarboxylic acid (TCA) cycle activity. Mon-
doA reduces pyruvate dehydrogenase (PDH) activity in
glutamine-scarce environments through PDH kinase (PDK).
We therefore hypothesize that MondoA mediates malignancy
in B-ALL by functioning as a metabolic stress sensor.

Materials and methods
Primary patient-derived material
Primary human samples were obtained with approval of the
institutional review board (approval identifier 2562/09). Pre-
therapy B-ALL samples were obtained from bone marrow
(BM; n 5 61) or peripheral blood (PB; n 5 11) of children in
ALL Berlin-Frankfurt-M€unster (BFM) studies. All patients pro-
vided written informed consent. Mononucleated cells from
BM or PB were cryopreserved.

Generation of MondoA-knockdown clones
For generation of an inducible MondoA knockdown (MKD), lines
were infectedwith lentivirus (multiplicity of infection, 1:10) contain-
ing a pTRIPZ vector with either a short hairpin RNA (shRNA)
against MondoA or nontargeting control shRNA. Single-cell
cloned infectants were selected in puromycin. MKD efficacy
upon doxycycline treatment was confirmed by reverse
transcription–polymerase chain reaction (RT-PCR) and western
blot (WB). For lentivirus production, 5.5 3 106 HEK293T cells
were seeded 1 day before transfection and cultured in Dulbecco
modified Eagle medium supplemented with fetal bovine serum
and antibiotics. Lentiviral particles were isolated by filtration of
supernatant.

Generation of MondoA-knockout clones
We designed our single guide RNA (sgRNA; Methabion) to target
the clustered regularly interspaced short palindromic repeats
(CRISPR)-associated protein 9 (Cas9) nuclease to exon 10 of Mon-
doA specifically using the Brunello Database.22 Oligonucleotides
were cloned into lentiviral vector LentiGuide-Puro. Lentiviral con-
structs LentiCas9-Blast and LentiGuide-Puro plasmid with ligated
selected sgRNA were transfected into HEK293T. Viral superna-
tants were isolated 48 hours after transfection and filtered.
Nalm6 cells were transduced with viral supernatant. Blasticidin-
resistant cells were transduced with viral supernatant containing
LentiGuide-Puro with ligated selected sgRNA. Stable infectants
were selected in puromycin. Mutants and control clones were

identified by WB. MondoA protein levels were measured using
an anti-MondoA rabbit monoclonal antibody.

Generation of MondoA-overexpressing clones
Viral supernatant with Lenti ORF particles with the MondoA (Myc-
DDK tagged) construct for overexpression were purchased from
Origen. Cas9-transduced Nalm6 cells were transduced. Stable
infectants were isolated after selection.

Metabolism assays
Theoxygenconsumption rate (OCR)wasanalyzedonaXF96Extra-
cellular FluxAnalyzer (Seahorse).Cellswereplated inmediawith10
mMglucose.Measurementswereobtainedunderbasal conditions
and after the addition of 1mMoligomycin, 1mMcarbonyl cyanide
4-(trifluoromethoxy)phenylhydrazone (FCCP), and 1 mM Rote-
none/antimycin A. Glucose consumption and lactate secretion
were measured by gas chromatography–mass spectrometry.

Measurement of intracellular reactive
oxygen species
Cells exposed to 30-minute incubation with 5mMdichlorofluores-
cein diacetate (DCF-DA; Sigma) and analyzed by flow cytometry.

Mice and in vivo experiments
Rag22/2gc2/2 mice on a BALB/c background were maintained
under pathogen-free conditions and approval of authorities.
Experiments were performed in 6- to 16-week-old female mice
(n 5 5) for each experimental group. For in vivo tumor growth,
5 3 106 leukemic cells were injected into the tail veins of mice
receiving doxycycline-containing food. Five weeks after, mice
were euthanized and leukemic burden was monitored by analysis
of human CD10 expression in blood, spleen, and BM. Liver and
spleen were formalin-fixed for histology. In experiments with
MondoA-knockout (MKO) Nalm6 cell lines, 8 mice were injected
with 5 3 106 MKO Nalm6 cells and 9 mice with Cas9 control
(CTRL) Nalm6 cells. These mice received standard food (no
doxycycline).

Results
MondoA is overexpressed in primary B-ALL and
correlates with higher relapse and decreased sur-
vival in B-ALL subsets
Previously, we reported that MondoA is overexpressed in B-ALL in
comparison with normal adult and fetal tissues.21 To further inves-
tigate the gene expression ofMondoA in different human cancers,
we compared microarray data sets from publicly available sources
(Figure 1A).23 We analyzed 1042 independent cancer samples,
including 533 pediatric malignancies, including 33 samples of
B-ALL. MondoA expression was observed to be twofold higher
(median expression intensity [MEI] 5 395.7; standard deviation
[SD] 5 280.6) relative to all other pediatric malignancies (MEI 5
148.5; SD5 42; P, .001) (Figure 1A). Focusing on hematopoietic
neoplasms, MondoA had the highest expression (MEI 5 395.7;
SD 5 280.6) in B-ALL compared with any other hematopoietic
malignancy (MEI average 5 152.42; SD 5 32.48; P , .001)
(Figure 1B). Another public data set using RNA-sequencing
(RNA-Seq) analysis (University of California Santa Cruz [UCSC]
Xena) also revealed B-ALL as having the highest MondoA
expression (median normalized count 5 15.36; SD 5 1.06) com-
pared with all other pediatric malignancies (median normalized
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Figure 1. MondoA (MLXIP) is highly expressed in primary B-ALL and correlates with relapse risk. (A) MondoA (ID 22877_at) expression in pediatric B-ALL relative to
pediatric solid tumors (n5 533; *P , .05; **P , .01; ***P , .001; ****P , .0001; 1-way analysis of variance (ANOVA) with the Bonferroni multiple comparison test). Numbers
of analyzed samples are shown in brackets. All data sets were normalized simultaneously using robust multiarray average (RMA) and custom microarray (v15 ENTREZG) CDF
files. Data are depicted as box plots. Whiskers indicate the 10th and 90th percentiles. Data presented in linear scale. MondoA Microarray ENTREZG probe set identifier (ID) is
22877_at. (B) MondoA (ID 22877_at) expression in lymphoid andmyeloid neoplasms (n5 542; P, .001; 1-way ANOVAwith Bonferroni multiple comparison test). (C) MondoA
expression in pediatric ALL relative to AML and other pediatric tumors (RNA-Seq data; UCSC Xena; n 5 733; P , .001; 1-way ANOVA with Bonferroni multiple comparison
test). (D) MondoA relative expression by qRT-PCR in peripheral blood mononuclear cell (PBMC) samples from patients (n5 11) with primary pediatric B-ALL compared with 3
PBMCs from healthy donors (n 5 4), normalized to donor PBMC sample. Results of 2 independent experiments in duplicate are presented as means plus or minus standard
error of the mean (SEM; P 5 .0499; Welch Student t test). (E) MondoA overexpression correlates with relapse risk in B-ALL. MondoA expression was 63% higher (P 5 .0294;
Welch Student t test) in the very HR group (n 5 31) as compared with the non-HR group (n 5 30), defined by prednisone good response (PGR), remission on day 33 of
induction therapy, (MRD-MR) minimal residual disease- minimal risk, or (MRD-SR) minimal residual disease- standart risk. All cases are negative for prognostically relevant
molecular markers TEL/AML1, BCR/ABL, MLL/AF4 (data from the BFM study group). Bars indicate median; boxes represent middle 50% of data. Whiskers indicate 10th
and 90th percentiles. (F) Kaplan-Meier curve indicating significant difference in survival of B-ALL patients with positive MRD on day 128 depending on MondoA expression.
All cases are negative for BCR/ABL (n 5 67; P 5 .03415). (G) Western blot showing MondoA and glyceraldehyde-3-phosphate dehydrogenase (GAPDH) as loading control
in leukemias and different tumor cell lines. AML, acute myeloid leukemia; CLL, chronic lymphocytic leukemia; CML, chronic myeloid leukemia; DLBCL, diffuse large B-cell
lymphoma; MALT lymphoma, mucosa-associated lymphoid tissue lymphoma; MDS, myelodysplastic syndrome; PNET, primitive neuroectodermal tumor; RSEM, RNA-Seq
by expectation-maximization; T-ALL, T-cell acute lymphoblastic leukemia. *P , .05; ***P , .001.
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Figure 2. MKD reduces proliferation and clonogenicity of B-ALL cells in vitro and tumorigenicity in vivo. (A) Knockdown efficiency of MondoA by doxycycline-
inducible shRNA against MondoA compared with control shRNA (shCTRL, Tet-On) by qRT-PCR after treatment with doxycycline for 48 hours. Data are mean and SEM
of n 5 6 experiments, P , .05 (Reh) and P , .001(Nalm6). (B) Western blot of knockdown efficiency after 48 hours of doxycycline. (C) Contact-independent growth in
Nalm6 and 697 cells stably transfected with doxycycline-inducible shRNA either against MondoA or control. Data are mean of n 5 2 experiments; P , .01; Mann Whitney
test. (D-F) Long-term proliferation measured by BrdU assay. Control and MKD cells pretreated with doxycycline for 48 hours (n 5 6 for each time point; P , .001; 2-way
ANOVA). (G-H) Xenograft transplantation of Nalm6 and 697 cells stably transfected with doxycycline-inducible shRNA infectants in Rag22/2yc2/2 mice. MKD clones and
control Nalm6 and 697 cells were injected into the tail veins of immunocompromised mice. Serial sectioning of liver and spleen tissue, including measurements of liver and
spleen weights as well as the relative amount of human CD101 leukemic blasts in blood, BM, and spleen were then assessed. The reduced number of leukemic cells was
also confirmed by hematoxylin-and-eosin (H&E) staining of formalin-fixed paraffin-embedded spleen and liver tissue. H&E staining of formalin-fixed paraffin-embedded
liver and spleen (scale bar, 1.0 mm). Images captured from H&E staining of the 4-mm sections of paraffin blocks by Axioplan2 microscopy (Carl Zeiss) and AxioVs40
V.4.8.2.0 software. (I) Weight of spleen in grams. Cell lines either expressing shRNA against MondoA or control, as indicated (n 5 5 in each group; P , .05). (J) Weight
of liver in grams. Cell lines either expressing shRNA against MondoA or control, as indicated (n 5 5 in each group, P , .01, results are presented as mean plus or minus
SEM; Mann-Whitney test). MKD was associated with a significant reduction in average size and weights of spleen and liver (P , .05 and P , .01). CD101 leukemic blasts in
BM (K), spleens (L), and blood (M) in cell lines either expressing shRNA against MondoA or control, as indicated (P, .001 [Nalm6] and P, .01 [697]; results are presented as
mean plus or minus SEM; Mann Whitney test). ddCt, DD cycle threshold; ns, not significant. *P , .05; **P , .01; ***P , .001.
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count 5 12.35; SD 5 0.56; P , .001) (Figure 1C). We next vali-
dated the MondoA expression in B-ALL in our own patient popu-
lation using an independent method and found that
B-ALL–bearing patients had a significantly increased expression
level of MondoA compared with the healthy controls (P 5

.0499) (Figure 1D). To assess the prognostic impact of MondoA
expression, we analyzed MondoA messenger RNA (mRNA) in 61
primary B-ALL BM samples from the BFM study. All 61 samples
were negative for other known prognostically relevant molecular
markers, such as TEL/AML1, BCR/ABL, and mixed lineage leuke-
mia (MLL)/AF4. Samples were either grouped into a very high-risk
(HR) group (very HR; n5 31), defined as minimal residual disease
(MRD) $1023 after induction treatment, or a non-HR group,
defined by prednisone good response, remission at day 33,
MRD measurable at ,1023 on treatment day 33 and at week 12
(n 5 30). MondoA expression was 1.63-fold higher in the very
HR patient set (P5 .0294) (Figure 1E). Analyzing publicly available
survival data (UCSC Xena) of pediatric patients with not otherwise
specified (NOS) B-ALL also demonstrated that high MondoA
expression in primary BM samples corresponded with significantly
decreased survival (P 5 .03), in the cohort of patients who were
positive for MRD on day 129 of the treatment protocol (n 5 67;
median age, 14 years, TARGET) (Figure 1F). Concurrent with these
findings in native cells, B-ALL cell line Nalm6 was characterized by
the highest MondoA protein level in comparison with other tumor

cell lines tested (Figure 1G). We conclude that MondoA is greater
expressed in patients with pediatric B-ALL compared with other
pediatric malignancies, and that MondoA overexpression is asso-
ciated with an inferior outcome in a B-ALL subgroup.

MondoA silencing reduces proliferation and
clonogenicity in vitro, and aggressiveness in vivo
To investigate the functional role of MondoA in B-ALL, we used
RNA interference and CRISPR/Cas9-mediated gene editing.
MKD efficiency of shRNAs was confirmed by PCR, quantitative
RT-PCR (qRT-PCR), and WB (Figure 2A-B). We observed a sig-
nificant twofold decrease in colony formation after 14 days in
Naml6 and 697 cell lines (P , .01) (Figure 2C; supplemental
Figure 1A-B, available on the Blood Web site). We also
observed significantly reduced 5-bromo-29-deoxyuridine
(BrdU) incorporation in Nalm6, REH, and 697 cell lines upon
MKD (P , .001 at 48 hours and 72 hours) (Figure 2D-F). Reex-
pression of MondoA in MKD cell lines led to the reconstitution
of the proliferative phenotype of wild-type (WT) cells (supple-
mental Figure 1D).

We extended these findings to an in vivo setting, utilizing an
isogenic Nalm6 B-ALL cell line with complete MKO. Following
stable Cas9 MKO, MondoA was undetectable at the protein
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level (Figure 3A). In line with previous MKD experiments, MKO
cells showed reduced proliferation and formed fewer colonies
in comparison with controls (Figure 3B-D; supplemental Figure
1E). Consistently, the leukemogenic potential of MKO cells was
significantly decreased in vivo. The survival of mice was moni-
tored for 56 days at which time all 9 mice injected with control
Nalm6 cells had to be euthanized (Figure 3E; P , .001). In
sharp contrast, mice injected with MKO cells showed no sign
of disease. Mice in the control group showed significant spleen
enlargement and hepatomegaly postmortem compared with
the experimental group (P , .001 and P , .01) (Figure 3F-G;
supplemental Figure 1E). Furthermore, CD101 blasts were
below 1% in BM, spleen, and liver (data not shown). MKO
results confirmed previous MKD (Figure 2G,H,K-M). Reexpres-
sion of MondoA in MKD lines led to the reconstitution of the
proliferative phenotype of WT cells (supplemental Figure 1D).
To summarize, our data suggest that stable MondoA maintains
proliferation, clonogenicity, and aggressiveness of B-ALL cells
in vitro and in vivo.

MondoA suppresses MYC targets, fatty acid
metabolism, Oxphos, and ROS-pathway genes in
B-ALL
To better understand the underlying molecular mechanisms of
how MondoA conferred aggressiveness in B-ALL, we performed
microarray analyses of various B-ALL lines. For these experiments,
we first analyzed Nalm6, 697, and REH harboring MKD. Second,
we analyzed Nalm6 cells with MKO; 151 and 255 genes were
upregulated and downregulated, respectively, upon MKD. MKO
cells differentially expressed 1657 genes, with 1087 being upregu-
lated (fold change [FC],$1.4) and 570 downregulated (FC,#0.7).
Notably, 321 gene alterations (11.3%) overlapped in both MKD
and MKO cells, and show similar patterns in network analyses
(supplemental Figure 2C). Gene-set enrichment analyses (GSEAs)
showed a significant downregulation of Myc target genes, as well
as Oxphos, reactive oxygen species (ROS) pathways, DNA repair,
and fatty acid metabolism genes in MondoA-competent cells.
This suggests an essential role of MondoA in regulatingmetabolic
pathways and downregulating energy-producing cascades as well
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as ROS-generating processes (Figure 4). Validation of microarray
data by qRT-PCR is shown in supplemental Figure 2D-F.

MondoA and MYC gene expression inversely
correlates and MondoA enhances pharmacological
MYC inhibition
MYC targets were found to be upregulated in ALL with overex-
pressed MYC and downregulated in MondoA-overexpressing
(MOE) B-ALL. We then compared MondoA and MYCmRNA lev-
els in different subtypes of leukemia defined by chromosomal
aberrations. MYC is overexpressed in B-ALL with t(v;11q23.3);
KMT2A rearranged (pro-B-ALL with MLL rearranged [MLLr])
and B-ALL with IGH-MYC fusion t(8;14) (FC, 2.39) in comparison
with normal B-cell progenitor cells and normal mature blood
nuclear cells (Figure 5A). Interestingly, we observed high Mon-
doA expression in B-ALL subtypes with no Myc overexpression.
In those, MondoA mRNA levels were increased in comparison
with normal B-cell precursor cells and normal mature blood
nuclear cells (Figure 5B). RNA-Seq data of 132 primary ALL BM
samples confirmed the inverse correlation of MYC and MondoA
(Figure 5C). MYC and MondoA also inversely correlate in B-cell
maturation: while Mondo A decreases, MYC increases with mat-
uration (Figure 5A-B).

Next, we asked whether inhibition of MYC alters the phenotype in
combination with the loss of MondoA. Bidirectional repression of
MYC by MondoA and MondoA by MYC was shown by western
analysis of MOE clones and pharmacological inhibition of MYC
by JQ1. MYC inhibition with JQ1 not only appears to slightly
induce MondoA, but MYC levels are also changed with MondoA
loss or overexpression (Figure 5D; supplemental Figure 4G). Inter-
estingly, MondoA also enhanced the sensitivity to inhibition with
JQ1 (Figure 5E).

ChIP-Seq analysis reveals redistribution of MYC
DNA binding toward MondoA-binding sites upon
loss of MondoA
Chromatin immunoprecipitation (ChIP) sequencing (ChIP-Seq)
analysis was used to ascertain whether a subset of targets, identi-
fied by transcriptomics, is directly bound on their promoters,
enhancers, or gene body by MondoA. We looked at both MYC
and MondoA occupancy in the presence and absence of Mon-
doA. This allowed for the identification of the proximal cause of
altered gene expression upon loss ofMondoA. Looking at specific
genes, the canonical MondoA targets thioredoxin-interacting pro-
tein (TXNIP), arrestin domain containing 4 (ARRDC4), and
Kr€uppel-like factor 10 (KLF10; alias transforming growth factor
b–inducible early growth response protein), as expected, ranked
among the top MondoA-binding sites. When we correlated Mon-
doA occupancy with gene-expression changes in MKO cells, we
found that �10% of the genes downregulated and �10% of upre-
gulated genes were directly bound byMondoA inWT (Figure 5F);
85% of MondoA DNA target genes were found to be shared by

MYC (Figure 5G). Multiple genes involved in metabolism were
identified as direct MondoA targets but not PDK1 (supplemental
Table 1). Comparison of expression with ChIP-Seq data revealed
86 genes down inMKOvsWT, indicating direct induction by bind-
ing of MondoA to their promotors. These 86 genes include TXNIP
and KLF10. Adjusted P values of pathway analyses (MSigDB Hall-
mark 2020) were ..1 (supplemental Table 1). In contrast, 186
genes were upregulated in MKO, indicating direct suppression
(supplemental Table 2). Adjusted P values of pathway analyses
were highly significant for MYC targets and ,.07 for glycolysis
(supplemental Table 1).

Gene ontology (GO)/Kyoto Encyclopedia of Genes and Genomes
(KEGG)/Reactome/Biocarta-pathway analyses of general promo-
tor binding by MondoA revealed, among others, DNA and RNA
binding, ribosome, spliceosome, and oxidative stress response
to be significantly regulated (supplemental Table 3.1). Adjusted
P values for pathway analyses regulated byMondoADNAbinding
to genes not shared with MYC binding were .0.1 (supplemental
Table 3.2). These findings suggest that the proximal cause of alter-
ation of metabolic gene expression byMondoA is not solely bind-
ing of MondoA to the promotor regions of its target genes but is
more complex and highly contextual. In addition to metabolic
pathways, MondoA can regulate other cellular functions, mainly
in conjunction with MYC.

Thus, we asked next which MondoA-repressed MYC targets are
directly bound by MondoA and which were just MYC dependent.
To gauge whether MondoA is just repressing MYC itself, or, com-
peting with MYC for shared genomic targets, and how MondoA
affects genome-wide MYC binding, we compared MYC-binding
sites overlapping with MondoA-binding sites to MYC-binding
sites with no MondoA binding in MondoA WT vs MKO cells.
TXNIP as a canonical target of MondoA vs MYC competition
was used as validation. In general, we found a modest but highly
significant redistribution of MYC toward binding sites shared with
MondoA upon loss of MondoA (Figure 5H-I; supplemental
Table 3). Many MYC peaks at locations where we also saw a spe-
cific MondoA peak tended to increase in MKO cells. In contrast,
MYC binding is decreased in MKO, in particular at targets without
MondoA binding. For example, canonical MondoA targets TXNIP
and KLF10, as well as the noncanonical targets LAS1-like ribo-
some biogenesis factor (LAS1L) and TMEM97 (membrane protein
implicated in cholesterol homeostasis), all shared by MYC and
MondoA, show increased binding of MYC at various degrees
upon loss of MondoA. Of interest, LAS1L displays a double
MYC-binding peak. MYC binding increases at the site
co-occupied by MondoA in MKO, whereas it decreases at the
site without MondoA binding. Moreover, MYC binding to tubu-
lin-b-4A (TUBB4A) and COMTD1 (catecholamine metabolism),
not shared with MondoA, decreases in MKO (Figure 5J).

GO/KEGG/Reactome/Biocarta analyses of pathways, favored by
MYC redistribution to MondoA-binding sites in MKO, revealed,

Figure 5 (continued) fluorescently labeled CalceinAM (C3099; Thermo Fisher Scientific) to identify live cells. (F) Overlap of MondoA-bound genes with genes that are
differentially expressed in MKO (log FC, $0.4 and # 20.4). The diagram created with online tool Venny 2.1. Detailed ChIP-Seq data in supplemental Table 1. MondoA
binding peaks and joint expression pathway analyses (G) Overlap of MondoA-bound genes with genes that are MYC target genes. (H) Average coverage profile of
MYC-binding sites on DNA not overlapping (left) and overlapping with MondoA (right) binding sites. The drop in binding affinity in Myc-MKO compared with
Myc-MondoA wildtype (MWT) is noticeably larger in MYC-binding sites, which are distant from MondoA-binding sites. (I) Box plot shows statistically significant increase
in log2 Fc of Myc-MKO over Myc-MWT for Myc-binding sites overlapping or in close vicinity to MondoA-binding sites. (J) ChIP-Seq peak coverage was visualized with
Integrated Genome Browser (IGB). Gene description is given in “Results.” cALL, common ALL. **P , .01; ***P , .001.
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among others, transforming growth factor b signaling (Reactome;
adjusted P .0015) in addition to RNAbinding (GO), ribosome, spli-
ceosome (KEGG), and stress response (Reactome) (supplemental
Table 4).

MondoA provides leukemia stress resistance by
limiting Oxphos via increased PDK activity and can
be targeted by a designer drug
To further investigate the metabolic restriction mediated by Mon-
doA, we initially performed a proliferation assay comparing 2
MKO clones with an MOE clone and control cells. MKO clones
proliferated at significantly lower rates than both control and
MOE cells (Figure 6A). Because our GSEA suggested that Oxphos
is reduced byMondoA,wemeasuredmitochondrial respiration by
determining cellular OCR using an extracellular flux analyzer.
MKO cells displayed a significantly higher rate of basal mitochon-
drial respiration compared with controls as well as MOE cells (Fig-
ure 6B,D). Additionally, adenosine triphosphate (ATP) production
(ie, the difference between basal respiration and respiration fol-
lowing oligomycin treatment [Figure 6B,E]) and the maximum
respiratory capacity (after addition of FCCP [Figure 6B,F]) were
increased in MKO cells compared with controls. Increased OCR
in MKO was accompanied by significantly increased basal glycol-
ysis (extracellular acidification rate [ECAR], as an indicator of
glycolysis). In line with this, MOE reduced glycolysis back to con-
trol cell levels (Figure 6C,G). Consistent with the induction of
glycolysis, in metabolomic analysis, 2 different MKO lines secrete
more lactate and take up more glucose from the medium
compared with controls (Figure 6H). Of interest, metabolomic
analysis also revealed decreased serine biosynthesis from the
3-phosphoglycerate intermediate (supplemental Figure 4F). Nota-
bly, overexpression did not restore low WT lactate, suggesting a
bimodal effect ofMondoAon glycolysis. Nevertheless, these find-
ings together indicate that MondoA limits Oxphos and glycolysis
in B-ALL cells.

Next, we analyzed the effect of MondoA on pyruvate shunting
into the TCA cycle. PDH is an essential enzyme complex in the
mitochondria that catalyzes the reaction from pyruvate to
acetyl-CoA, which is subsequently used for the TCA cycle and
Oxphos.24 In view of the increased oxidative capacity of
MondoA-deficient cells, we assessed PDH activity in those cells
by examining Ser293 phosphorylation, which leads to its inacti-
vation (pPDH).MKO clones showed decreased pPDH in compar-
ison with CTRL or MOE. Control cells and cells with MondoA
overexpression did not demonstrate a significant difference in
active PDH (Figure 6J).

Phosphorylation of PDH is catalyzed by PDK.25 Correspondingly,
reduced PDK levels were observed at the protein and mRNA lev-
els in the absence of MondoA (Figure 6J-K). Consistent with this,
we observed a similar correlation in patient RNA-Seq data sets

(UCSC Xena, TARGET), whereby MondoA overexpression was
highly correlated with increased expression of PDK1 transcripts
(Figure 6L). Utilizing live cell analysis with image-based cytometry,
we demonstrated inhibition of proliferation in high MondoA-
expressing cell line Nalm6 via pharmacological inhibition of PDK
(Figure 6M). Finally, pharmacological inhibition of MondoA with
the designer compound SBI-477 reduced PDK1, drug and target
dose dependently, in CTRL and MOE to levels of MKO cells (Fig-
ure 6N-P). ChIP-Seq analysis revealed that MondoA effect on
PDK1 appears to be transcriptionally indirect. Taken together,
our data suggest that MondoA induces PDK mRNA expression
to reduce Oxphos in B-ALL cells.

Because it would be of translational importance to know whether
pharmacological inhibition affects viability and/or recapitulates the
effects of loss ofMondoA in KD andKOcell lines, we assessedphar-
macological inhibition ofMondoAwith thedesigner compound SBI-
477. Utilizing a high-throughput drug-discovery platform, we dem-
onstrated SBI-477 to inhibit proliferation of high MondoA-
expressing B-ALL lines (Figure 6N; supplemental Figure 4E).

MondoA confers adaptation to metabolic stress,
induces glutamine anaplerosis, and limits ROS
production in B-ALL cells
Although the process of Oxphos is highly efficient for generating
ATP in cells, it poses high levels of endogenous ROS through the
electron transport chain, which in turn can result in damage to
DNA and proteins.26 To investigate whether MondoA reduces
Oxphos in B-ALL cells to limit the production of ROS, we mea-
sured ROS levels in the presence and absence of MondoA.
Indeed, under normal media conditions, control cells expressing
MondoA generated significantly less ROS than MKO cells (Figure
7A). Cells downregulate their TCA cycle activity under glutamine
starvation, possibly to limit ROS accumulation.27-30 To investigate
whether MondoA similarly facilitates adaptation to metabolic
stress, we conditioned B-ALL cells in glutamine-depleted culture
medium for 24 hours. Notably, MKO cells showed higher ROS lev-
els under glutamine starvation, whereas no differences in ROS lev-
els were observed in control cells under the same conditions
(Figure 7A). Moreover, although there was only a small increase
in cell death in MKO compared with control cells under
glutamine-replete conditions, MKO cells showed a marked
decrease in viability when starved of glutamine (Figure 7B). Mark-
edly, MondoA depletion resulted in an inability to reduce PDH
activity under glutamine starvation; in contrast, MOE cells signifi-
cantly reduced PDH activity under the same conditions (Figure
7C). Additionally, induction of apoptosis by glutamine starvation
was not only reversed by glutamine but also, at least in part, by
blockade of respiratory chain ATP synthase utilizing oligomycin
(Figure 7D). Inhibition of MondoA with SBI-477 reproduced the
apoptotic phenotype of MKO. Overexpression of MondoA

Figure 6 (continued) (P # .0001, 2-way ANOVA with the Tukey multiple comparisons test). (I) PDH activity assessed by NADH production. PDH activity in control, MKO,
and MOE Nalm6 cells assessed by the colorimetric PDH activity assay kit (n 5 3 for each time point, P , .001, 2-way ANOVA with the Bonferroni posttest). (J) Western blot
showing MondoA, total PDK1, pPDH (Ser293), total PDH, TXNIP, a-tubulin, and GAPDH as loading controls in Cas9-only control Nalm6 cells, MKO, and MOE cells.
(K) PDK1 mRNA in MKO clones compared with CTRL and MOE clones measured by qRT-PCR (P , .001, 2-way ANOVA with the Bonferroni posttest). (L) Heat map showing
PDK1 gene coexpression with MondoA in B-ALL. RNA-Seq data of 194 primary ALL patient samples (TARGET) from Xena browser. (M) Pharmacological inhibition of Nalm6
cell proliferation with PDK-inhibitor dichloroacetic acid (DCA; 5 mM) as measured by live cell analysis with image-based cytometry. (N) Pharmacological inhibition of Nalm6
cell proliferation with MondoA-inhibitor SBI477 (10 mM) as measured by live cell analysis with image-based cytometry. (O) Line graph and (P) western blot showing PDK1
protein relative density in Nalm6 control cells and MOE cells after 16 hours of SBI477 treatment at various concentrations (0, 5, 10 mM). DMSO, dimethyl sulfoxide. *P, .05;
**P , .01; ***P , .001; ****P , .0001.
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attenuated apoptosis induction by pharmacological MondoA inhi-
bition (Figure 7D).

Because glutamine can either undergo anaplerosis or serve as a
substrate for glutathione (GSH) and is known to restrict MondoA
expression, we asked next whether induction of apoptosis by glu-
tamine starvation in the absence of MondoA is due to reduced
anaplerosis or to reduced ROS scavenger production.31 GSH sup-
plementation led only to a marginal reduction of apoptosis under
glutamine starvation in the absence of MondoA (supplemental
Figure 4C). Besides, we could not demonstrate rescue of cell via-
bility by various scavengers (GSH, N-acetylcysteine, tempol, data
not shown) at all. In contrast, a-ketoglutarate (aKG) supplementa-
tion restored cell viability, concurrent with MondoA expression, to

levels reached under glutamine repletion (Figure 7E), indicating
that induction of apoptosis by glutamine starvation in the absence
of MondoA is due to reduced anaplerosis. Concomitantly, under
glutamine starvation, oligomycin and to a lesser degree SBI477
reduced pPDH. Concurrently, oligomycin, but not SBI477, res-
cued WT cells from apoptosis (Figure 7D).

Leukemia cells consume large quantities of glutamine to maintain
TCA cycle anaplerosis. Asparagine is necessary and sufficient to
suppress glutamine withdrawal–induced apoptosis without restor-
ing the levels of other nonessential amino acids or TCA cycle inter-
mediates. Reduced TCA cycle activity and diverted production of
nonessential amino acids aspartate and asparagine out of oxalo-
acetate are required. L-asparaginase is an essential part of
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Figure 7. MondoA confers adaptation to metabolic stress, induces glutamine anaplerosis, and limits ROS production in B-ALL cells. (A) Cellular ROS measurement of
Nalm6 MKO and control cells under either glutamine (GLN) withdrawal or full media. 29,79-Dichlorodihydrofluorescein diacetate (H2DCFDA) fluorescence measured by flow
cytometry (n 5 3 for each experimental condition, P , .001, 1-way ANOVA with the Bonferroni posttest). (B) Cell death rate determined by Annexin V
and 7-aminoactinomycin D (7AAD) staining in control and MKO cells in either full medium or medium lacking GLN (n 5 3 for each experimental condition, P , .05,
P , .01, or P , .001, 1-way ANOVA with the Bonferroni posttest). (C) PDH activity assessed by NADH production. PDH activity in MKO and MOE Nalm6 cells with or
without GLN starvation assessed by colorimetric PDH activity assay kit (n 5 3 for each time point, P , .001, 2-way ANOVA with the Bonferroni posttest). (D) Western
blot showing MondoA, PARP and cl-PARP, and pPDH and total PDH in control Nalm6 cells and cells with MondoA overexpression under 16 hours of GLN starvation
and oligomycin (2.5 mM) or SBI477 (10 mM) treatment. GAPDH as loading control. (E) Relative cell viability after 16 hours of GLN starvation and aKG (5 mM). GLN
(4 mM) readdition as a control as measured by Celigo S Imaging Cytometer (Nexcelom Bioscience). Live cells were measured by costaining cells with Hoechst 33342
to identify nuclei and fluorescently labeled CalceinAM (C3099; Thermo Fisher Scientific) to identify live cells. (F) Western blot showing MondoA, PARP, and cl-PARP in
control Nalm6 cells, MKO and cells with MondoA overexpression under 16 hours of GLN starvation and asparagine (0.1 mM). GAPDH as loading control. (G) Western
blot showing MondoA, PARP, and cl-PARP in control Nalm6 cells, MKO, and cells with MondoA overexpression under 16 hours of GLN starvation and glucose
(20 mM). GAPDH as loading control. MFI, mean fluorescence intensity. *P , .05; **P , .01; ***P , .001.
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childhood ALL treatment. It depletes both asparagine and gluta-
mine and induces ALL cell apoptosis.32 We hypothesized that
MondoA is required for asparagine-mediated rescue of apoptosis
induced by glutamine withdrawal in ALL. MKO cells demonstrate
increased apoptosis under glutamine withdrawal, which was
almost entirely rescued by addition of asparagine. MOE cells
were less sensitive to glutamine withdrawal and asparagine
substituted the absence of glutamine (Figure 7F; supplemental
Figure 4A).

During leukemia inductiontreatment,mostchildrenhave increased
nutritional intake and increased circulating glucose due to steroid-
induced hyperphagia. MondoA regulates glucose uptake via its
canonical downstream target TXNIP. TXNIP suppresses glucose
uptake by binding to the glucose transporter GLUT1 and inducing
GLUT1 internalization, as well as by reducing the level of GLUT1
mRNA.33 We hypothesized that MondoA is required for leukemia
cells to tolerate steroid-induced hyperglycemia in glutamine- and
asparagine-depleted condition. We tested apoptosis induction
andpPDHunderglutaminewithdrawalintheabsenceofasparagine
andadditional (20mM)glucose.Our resultsdemonstrate induction
of apoptosis under a hyperglycemia-imitating condition in control
cells and in thoseMKOclones, in which glutaminewithdrawal itself
did not inducemaximum apoptosis. Concurrently, overexpression
of MondoA provided resistance against depletion of both amino
acidsplushyperglycemia(Figure7G;supplementalFigure4).These
results indicate that hyperglycemia is detrimental for the leukemia
cells in amino acid starvation and thatMondoA is critically involved
in resistance to suchmetabolic treatments.

It has been previously indicated that glucose-responsive transcrip-
tionalactivityofMondoAcoordinatesglucoseavailabilitywithgluta-
mine uptake.34 Our data expand these findings by demonstrating
that MondoA enables cell survival in nutrient-scarce conditions via
coordinatingOxphos and glycolysis.

Although further studies are necessary to fully uncover the mech-
anism, these data suggest that loss of MondoA renders B-ALL
cells unable to reduce PDH activity and therefore the TCA cycle
in response to starvation. We postulate that in this way, MondoA
enables leukemia cells to switch to glutamine anaplerosis under
nutrient stress conditions.

Discussion
Our findings establishMondoA as amalignancy factor in common
B-ALL by providing adaptation to metabolic stress via dialing
down Krebs cycle activity and subsequent generation of ROS, in
line with our previous findings.21 This supports the notion that,
in glutamine-dependent tumor entities, such as neuroblastoma
or B-ALL, MondoA propagates malignancy.17 While in neuroblas-
toma, the loss of MondoA results in downregulation of Oxphos
and metabolic activity,16 we see a different mechanism in B-ALL,
whereby MondoA senses metabolic stress and restricts Oxphos
to a sustainable level. This is achieved at least in part by reducing
PDH activity in glutamine-scarce environments. Moreover, Mon-
doA restricts Oxphos and PDH activity, to adapt to glutamine star-
vation. Oxphos is a major endogenous source of ROS and can
result in lethality through oxidation of many essential components
in a proliferating cell.35 Carefully regulated ROS generation as well
as scavengemediated throughMondoA is hence essential for sus-
taining B-ALL. Although MondoA restriction of Oxphos is

associated with increased serine biosynthesis, it may hypotheti-
cally also favor generation of other building blocks (purins, fatty
acids, glycolipids, and phospholipids) contributing to theWarburg
effect. Besides, MondoA supports MYC DNA binding at a global
level, possibly by indirectly favoring MYC/MAX heterodimeriza-
tion,17 while competing at binding sites shared with MYC.

Additionally, we show the clinical relevance of MondoA expres-
sion in B-ALL patients. Their data sets allowed us to explore the
role of MondoA in B-ALL by assessing high expression in B-ALL
compared with solid tumors and other hematopoietic malig-
nancies, and documenting its role for the aggressiveness of
leukemia in vitro and in vivo as well as its consequences for
gene expression and metabolic function. However, this
remains a surprising finding because MondoA downregulation
being required for proliferation has been described for glyco-
lytic tumors, triple-negative breast cancer, or malignant mela-
noma.20 As mentioned earlier, in neuroblastoma, an
opposing role of MondoA has already been described,17 con-
firming our previous observation of MondoA as a malignancy
factor. Thus, the role of the MondoA axis, including its canon-
ical downstream target TNXIP, is highly contextual in solid vs
liquid malignancies. Given that these different malignancy
types have disparate metabolic requirements due to their spe-
cific microenvironments, this finding might not be too surpris-
ing: although the priority of solid tumors is to adapt to
oxygen-scarce, hypoxic environments to generate enough
ATP, leukemias live in the land of plenty and need to be pro-
tected from the detrimental effects of oxygen abundance.
MondoA seems to function in both. Last not least, the data pre-
sented here may also warrant further assessment of MondoA
expression as a biomarker of resistance against metabolic treat-
ment modalities.

In conclusion, our findings indicate that the role ofMondoA in reg-
ulating metabolic processes is highly contextual and heavily
depends on the metabolic profile of the specific malignancy
type. In pediatric B-ALL, MondoA overexpression correlates with
an inferior clinical outcome due to themetabolic adaptive capabil-
ities of MondoA. Interference withMondoA or its downstream tar-
gets, such as TXNIP, by candidate inhibitors36,37 could render
those cells inept to adaption and hence be a novel therapeutic tar-
get for B-ALL.

Acknowledgments
The authors thank Daniel P. Kelly (Cardiovascular Institute and Institute
for Diabetes, Obesity and Metabolism, Department of Medicine, Perel-
man School of Medicine at the University of Pennsylvania, Philadelphia,
PA) and Rick B. Vega (Sanford Burnham Prebys Medical Discovery Insti-
tute at Lake Nona, Orlando, FL) for providing SBI477. The authors also
thank Torsten Haferlach (Munich Leukemia Laboratory [MLL]) for provi-
sion of annotated leukemia gene-expression data. The experimental
support by Oxana Schmidt is gratefully acknowledged, as well as the
graphical abstract art work by Ljuba Sipol. The authors also thank the
following clinicians for providing samples used in this work: Katja
Gall, Angela Wawer, and Irene Teichert-von L€uttichau. The authors
appreciate the technical assistance provided by Nadine Kliese during
the submission process.

A.S. received grants from Cura Placida, the Children’s Cancer Research
Foundation (CP102/120815), and TRANSAID Stiftung f€ur Krebskranke
Kinder (8810001358 GCP). E.H. received a grant from the Else-
Kr€oner-Stiftung. B.X. was supported by the Chinese Scholarship Coun-
cil (CSC; no. 201908210290). The laboratory of T.G.P.G. was

MondoA DRIVES MALIGNANCY IN B-ALL blood® 24 FEBRUARY 2022 | VOLUME 139, NUMBER 8 1195



supported by grants from German Cancer Aid (DKH-70112257), the
Gert and Susanna Mayer Foundation, and the Barbara and Wilfried
Mohr Foundation. M.B. was supported by Doris Stiftung. S.E.G.B.
and U.T. were supported by Willhelm Sander Stiftung und Cura Plac-
ida. D.B. was funded by the ATTRACT program (A14/BM/7632103),
and a CORE grant (C18/BM/12691266) of the Luxembourg National
Research Fund (FNR). EW was funded by European Research Council
(TarMYC to) and German Research Foundation (DFG;WO 2108/1-1).

Authorship
Contribution: A.S. and E.H. coordinated and designed the study, per-
formed all functional experiments, performed data analyses, wrote
the paper, designed the figures, and helped with grant applications;
B.X. and R. €O. performed most experiments required for resubmission;
J.H. and E.W. performed most experiments required for second resub-
mission; C.P., G.J., and M.B. did bioinformatic analysis; A.P. and A.G.
provided guidance with ROS and hypoxia experiments and data analy-
sis; D.G.F. and D.B. helped to investigate metabolism; T.G.P.G. partic-
ipated in the study design, provided compilations of independent
published microarray studies, helped write the paper and design the
figures, and provided statistical guidance; J.S. analyzed the expression
data of the BFM cohort patient samples; R.A.R. carried out histologic
analyses for in vivo experiments; M.C.B. carried out analyses of inde-
pendent published microarray studies; G.C. provided expression data
for the patients comprising the BFM cohort; G.H.S.R. and U.T. provided
biological and genetic guidance and helped with grant applications;
R.R. and J.R. supervised the study and provided laboratory infrastruc-
ture; P.H.S. supervised the study and helped write the paper; S.E.G.B.
initiated, designed, and supervised the study, analyzed the data, wrote
the paper together with A.S. and E.H., and provided laboratory infra-
structure and financial support; and all authors read and approved
the final manuscript.

Conflict-of-interest disclosure: S.E.G.B. has an ownership interest in PDL
BioPharma, and served as a consultant to EOS Biotechnology Inc, Bayer
AG, and Swedish Orphan Biovitrum AB. S.E.G.B. and G.H.S.R. held US
and EU intellectual properties in gene-expression analysis. The remaining
authors declare no competing financial interests.

The current affiliation for A.S. is Munich Leukemia Laboratory (MLL),
Munich, Germany.

The current affiliation for T.G.P.G. is Division of Translational Pediatric
Sarcoma Research, German Cancer Research Center (DKFZ), Hopp-

Children’s Cancer Center (KiTZ), and Institute of Pathology, Heidelberg
University Hospital, Heidelberg, Germany.

The current affiliation for G.H.S.R. is Division ofOncology andHematology,
Department of Pediatrics, Charit�e–Universitaetsmedizin Berlin, Berlin,
Germany.

The current affiliation for S.E.G.B. is Translational Pediatric Cancer
Research–Institute of Pathology, TUMSchool ofMedicine, Technical Univer-
sity of M€unchen, Munich, Germany and Department of Molecular Oncol-
ogy, British Columbia Cancer Research Centre, Vancouver, BC, Canada.

ORCID profiles: B.X., 0000-0002-7436-6588; J.H., 0000-0003-4496-2394;
R.€O., 0000-0002-2292-5982; C.P., 0000-0001-7136-0554; D.G.F., 0000-
0001-9824-5302; G.H.S.R., 0000-0003-4782-5539; E.W., 0000-0002-
5299-6335; J.R., 0000-0002-8381-3597.

Correspondence: Stefan Burdach, Translational Pediatric Cancer
Research–Institute of Pathology, TUM School of Medicine, Technical Uni-
versity of Munich, Trogerstr 18, D-81675 Munich, Germany; e-mail:
stefan.burdach@tum.de.

Footnotes
Submitted 6 July 2020; accepted 2 April 2021; prepublished online on
Blood First Edition 25 April 2021. DOI 10.1182/blood.2020007932.

*A.S., E.H., and B.X. contributed equally to this study.

†P.H.S. and S.E.G.B. joint senior authors.

The full ChIPseq data as well as the full microarray data reported in this arti-
cle have been deposited in the Gene Expression Omnibus database
(accession numbers GSE168866 and GSE76277).

The online version of this article contains a data supplement.

The publication costs of this article were defrayed in part by page charge
payment. Therefore, and solely to indicate this fact, this article is hereby
marked “advertisement” in accordance with 18 USC section 1734.

REFERENCES
1. Hunger SP, Mullighan CG. Acute

lymphoblastic leukemia in children. N Engl J
Med. 2015;373(16):1541-1552.

2. Pui CH, Yang JJ, Hunger SP, et al. Childhood
acute lymphoblastic leukemia: progress
through collaboration. J Clin Oncol. 2015;
33(27):2938-2948.

3. Gudmundsdottir T, Winther JF, de Fine Licht
S, et al; ALiCCS study group. Cardiovascular
disease in adult life after childhood cancer in
Scandinavia: a population-based cohort study
of 32,308 one-year survivors. Int J Cancer.
2015;137(5):1176-1186.

4. Barnea D, Raghunathan N, Friedman DN,
Tonorezos ES. Obesity and metabolic disease
after childhood cancer. Oncology (Williston
Park). 2015;29(11):849-855.

5. Mulrooney DA, Hyun G, Ness KK, et al. The
changing burden of long-term health out-
comes in survivors of childhood acute lym-
phoblastic leukaemia: a retrospective analysis
of the St Jude Lifetime Cohort Study. Lancet
Haematol. 2019;6(6):e306-e316.

6. Armstrong GT, Chen Y, Yasui Y, et al.
Reduction in late mortality among 5-year sur-
vivors of childhood cancer. N Engl J Med.
2016;374(9):833-842.

7. Martinez-Outschoorn UE, Peiris-Pag�es M,
Pestell RG, Sotgia F, Lisanti MP. Cancer
metabolism: a therapeutic perspective
[published correction appears in Nat Rev Clin
Oncol. 2017;14(2):113]. Nat Rev Clin Oncol.
2017;14(1):11-31.

8. Lee H, Zandkarimi F, Zhang Y, et al. Energy-
stress-mediated AMPK activation inhibits
ferroptosis.Nat Cell Biol. 2020;22(2):225-234.

9. Blagih J, Coulombe F, Vincent EE, et al. The
energy sensor AMPK regulates T cell
metabolic adaptation and effector responses
in vivo. Immunity. 2015;42(1):41-54.

10. Ratcliffe PJ, O’Rourke JF, Maxwell PH, Pugh
CW. Oxygen sensing, hypoxia-inducible fac-
tor-1 and the regulation of mammalian gene
expression. J Exp Biol. 1998;
201(Pt 8):1153-1162.

11. Billin AN, Eilers AL, Coulter KL, Logan JS,
Ayer DE. MondoA, a novel basic helix-loop-

helix-leucine zipper transcriptional activator
that constitutes a positive branch of amax-like
network. Mol Cell Biol. 2000;
20(23):8845-8854.

12. Richards P, Ourabah S, Montagne J, Burnol
AF, Postic C, Guilmeau S. MondoA/ChREBP:
the usual suspects of transcriptional glucose
sensing; Implication in pathophysiology.
Metabolism. 2017;70:133-151.

13. Richards P, Rachdi L, Oshima M, et al.
MondoA is an essential glucose-responsive
transcription factor in human pancreatic
b-cells. Diabetes. 2018;67(3):461-472.

14. Sans CL, Satterwhite DJ, Stoltzman CA, Breen
KT, Ayer DE. MondoA-Mlx heterodimers are
candidate sensors of cellular energy status:
mitochondrial localization and direct
regulation of glycolysis. Mol Cell Biol. 2006;
26(13):4863-4871.

15. Merla G, Howald C, Antonarakis SE, Reymond
A. The subcellular localization of the ChoRE-
binding protein, encoded by the Williams-
Beuren syndrome critical region gene 14, is
regulated by 14-3-3. Hum Mol Genet. 2004;
13(14):1505-1514.

1196 blood® 24 FEBRUARY 2022 | VOLUME 139, NUMBER 8 SIPOL et al

https://orcid.org/0000-0002-7436-6588
https://orcid.org/0000-0003-4496-2394
https://orcid.org/0000-0002-2292-5982
https://orcid.org/0000-0001-7136-0554
https://orcid.org/0000-0001-9824-5302
https://orcid.org/0000-0001-9824-5302
https://orcid.org/0000-0003-4782-5539
https://orcid.org/0000-0002-5299-6335
https://orcid.org/0000-0002-5299-6335
https://orcid.org/0000-0002-8381-3597
mailto:stefan.burdach@tum.de


16. Carroll PA, Diolaiti D. A novel role for the
extended MYC network in cancer cell survival.
Mol Cell Oncol. 2015;3(1):e1026528.

17. Diolaiti D, McFerrin L, Carroll PA, Eisenman
RN. Functional interactions among members
of the MAX and MLX transcriptional network
during oncogenesis. Biochim Biophys Acta.
2015;1849(5):484-500.

18. Peterson CW, Stoltzman CA, Sighinolfi MP,
Han KS, Ayer DE. Glucose controls nuclear
accumulation, promoter binding, and
transcriptional activity of the MondoA-Mlx
heterodimer. Mol Cell Biol. 2010;
30(12):2887-2895.

19. Parmenter TJ, Kleinschmidt M, Kinross KM, et
al. Response of BRAF-mutant melanoma to
BRAF inhibition is mediated by a network of
transcriptional regulators of glycolysis.Cancer
Discov. 2014;4(4):423-433.

20. Shen L, O’Shea JM, Kaadige MR, et al.
Metabolic reprogramming in triple-negative
breast cancer through Myc suppression of
TXNIP. Proc Natl Acad Sci USA. 2015;
112(17):5425-5430.

21. Wernicke CM, Richter GH, Beinvogl BC, et al.
MondoA is highly overexpressed in acute
lymphoblastic leukemia cells and modulates
their metabolism, differentiation and survival.
Leuk Res. 2012;36(9):1185-1192.

22. Doench JG, Fusi N, Sullender M, et al.
Optimized sgRNA design to maximize activity
and minimize off-target effects of CRISPR-
Cas9. Nat Biotechnol. 2016;34(2):
184-191.

23. Baldauf MC, Gerke JS, Kirschner A, et al.
Systematic identification of cancer-specific

MHC-binding peptides with RAVEN.
OncoImmunology. 2018;7(9):e1481558.

24. Schell JC,OlsonKA, JiangL, et al. A role for the
mitochondrial pyruvate carrier as a repressor
of the Warburg effect and colon cancer cell
growth. Mol Cell. 2014;56(3):400-413.

25. Dupuy F, Tabari�es S, Andrzejewski S, et al.
PDK1-dependent metabolic reprogramming
dictates metastatic potential in breast cancer.
Cell Metab. 2015;22(4):577-589.

26. Vazquez F, Lim JH, Chim H, et al. PGC1a
expression defines a subset of human
melanoma tumors with increased mitochondrial
capacity and resistance to oxidative stress.
Cancer Cell. 2013;23(3):287-301.

27. McFadden K, Hafez AY, Kishton R, et al.
Metabolic stress is a barrier to Epstein-Barr
virus-mediated B-cell immortalization. Proc
Natl Acad Sci USA. 2016;113(6):
E782-E790.

28. Gentric G, Kieffer Y, Mieulet V, et al. PML-
regulated mitochondrial metabolism
enhances chemosensitivity in human ovarian
cancers. Cell Metab. 2019;29(1):
156-173.e10.

29. Cetinbas N, Daugaard M, Mullen AR, et al.
Loss of the tumor suppressor Hace1 leads to
ROS-dependent glutamine addiction. Onco-
gene. 2015;34(30):4005-4010.

30. Cetinbas NM, Sudderth J, Harris RC, et al.
Glucose-dependentanaplerosis incancer cells is
required for cellular redox balance in the
absence of glutamine. Sci Rep. 2016;6:32606.

31. Kaadige MR, Looper RE, Kamalanaadhan S,
Ayer DE. Glutamine-dependent anapleurosis

dictates glucose uptake and cell growth by
regulating MondoA transcriptional activity.
Proc Natl Acad Sci USA. 2009;
106(35):14878-14883.

32. Zhang J, Fan J, Venneti S, et al. Asparagine
plays a critical role in regulating cellular
adaptation to glutamine depletion. Mol Cell.
2014;56(2):205-218.

33. Wu N, Zheng B, Shaywitz A, et al. AMPK-
dependent degradation of TXNIP upon
energy stress leads to enhanced glucose
uptake via GLUT1. Mol Cell. 2013;
49(6):1167-1175.

34. Carroll PA, Diolaiti D, McFerrin L, et al.
Deregulated Myc requires MondoA/Mlx for
metabolic reprogramming and tumorigenesis.
Cancer Cell. 2015;27(2):271-285.

35. Li X, Fang P, Mai J, Choi ET,Wang H, Yang XF.
Targeting mitochondrial reactive oxygen
species as novel therapy for inflammatory
diseases and cancers. J Hematol Oncol. 2013;
6:19.

36. Hong SY, Yu FX, Luo Y, Hagen T. Oncogenic
activation of the PI3K/Akt pathway promotes
cellular glucose uptake by downregulating
the expression of thioredoxin-interacting
protein. Cell Signal. 2016;28(5):377-383.

37. Stoltzman CA, Peterson CW, Breen KT, Muoio
DM, Billin AN, Ayer DE. Glucose sensing by
MondoA:Mlx complexes: a role for
hexokinases and direct regulation of
thioredoxin-interacting protein expression.
Proc Natl Acad Sci USA. 2008;
105(19):6912-6917.

© 2022 by The American Society of Hematology. Licensed

under Creative Commons Attribution-NonCommercial-

NoDerivatives 4.0 International (CC BY-NC-ND 4.0),

permitting only noncommercial, nonderivative use with

attribution. All other rights reserved.

MondoA DRIVES MALIGNANCY IN B-ALL blood® 24 FEBRUARY 2022 | VOLUME 139, NUMBER 8 1197

https://creativecommons.org/licenses/by-nc-nd/4.0/legalcode
https://creativecommons.org/licenses/by-nc-nd/4.0/legalcode

	MondoA drives malignancy in B-ALL through enhancedadaptation to metabolic stress
	Introduction
	Materials and methods
	Primary patient-derived material
	Generation of MondoA-knockdown clones
	Generation of MondoA-knockout clones
	Generation of MondoA-overexpressing clones
	Metabolism assays
	Measurement of intracellular reactive oxygen species
	Mice and in vivo experiments

	Results
	MondoA is overexpressed in primary B-ALL and correlates with higher relapse and decreased survival in B-ALL subsets
	MondoA silencing reduces proliferation and clonogenicity in vitro, and aggressiveness in vivo
	MondoA suppresses MYC targets, fatty acid metabolism, Oxphos, and ROS-pathway genes in B-ALL
	MondoA and MYC gene expression inversely correlates and MondoA enhances pharmacological MYC inhibition
	ChIP-Seq analysis reveals redistribution of MYC DNA binding toward MondoA-binding sites upon loss of MondoA
	MondoA provides leukemia stress resistance by limiting Oxphos via increased PDK activity and can be targeted by a designer drug
	MondoA confers adaptation to metabolic stress, induces glutamine anaplerosis, and limits ROS production in B-ALL cells

	Discussion
	Acknowledgments
	Authorship
	Footnotes
	REFERENCES

	bloodBLD2020007932.pdf
	MondoA drives malignancy in B-ALL through enhancedadaptation to metabolic stress
	Introduction
	Materials and methods
	Primary patient-derived material
	Generation of MondoA-knockdown clones
	Generation of MondoA-knockout clones
	Generation of MondoA-overexpressing clones
	Metabolism assays
	Measurement of intracellular reactive oxygen species
	Mice and in vivo experiments

	Results
	MondoA is overexpressed in primary B-ALL and correlates with higher relapse and decreased survival in B-ALL subsets
	MondoA silencing reduces proliferation and clonogenicity in vitro, and aggressiveness in vivo
	MondoA suppresses MYC targets, fatty acid metabolism, Oxphos, and ROS-pathway genes in B-ALL
	MondoA and MYC gene expression inversely correlates and MondoA enhances pharmacological MYC inhibition
	ChIP-Seq analysis reveals redistribution of MYC DNA binding toward MondoA-binding sites upon loss of MondoA
	MondoA provides leukemia stress resistance by limiting Oxphos via increased PDK activity and can be targeted by a designer drug
	MondoA confers adaptation to metabolic stress, induces glutamine anaplerosis, and limits ROS production in B-ALL cells

	Discussion
	Acknowledgments
	Authorship
	Footnotes
	REFERENCES





