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C A N C E R

Inhibition of mitochondrial translation overcomes 
venetoclax resistance in AML through activation 
of the integrated stress response
David Sharon1, Severine Cathelin1, Sara Mirali1, Justin M. Di Trani2, David J. Yanofsky2,3,  
Kristine A. Keon2,3, John L. Rubinstein2,3, Aaron D. Schimmer1,3, Troy Ketela1, Steven M. Chan1,3*

Venetoclax is a specific B cell lymphoma 2 (BCL-2) inhibitor with promising activity against acute myeloid leukemia 
(AML), but its clinical efficacy as a single agent or in combination with hypomethylating agents (HMAs), such as 
azacitidine, is hampered by intrinsic and acquired resistance. Here, we performed a genome-wide CRISPR knockout 
screen and found that inactivation of genes involved in mitochondrial translation restored sensitivity to venetoclax 
in resistant AML cells. Pharmacologic inhibition of mitochondrial protein synthesis with antibiotics that target the 
ribosome, including tedizolid and doxycycline, effectively overcame venetoclax resistance. Mechanistic studies 
showed that both tedizolid and venetoclax suppressed mitochondrial respiration, with the latter demonstrating 
inhibitory activity against complex I [nicotinamide adenine dinucleotide plus hydrogen (NADH) dehydrogenase] of 
the electron transport chain (ETC). The drugs cooperated to activate a heightened integrated stress response (ISR), 
which, in turn, suppressed glycolytic capacity, resulting in adenosine triphosphate (ATP) depletion and subsequent 
cell death. Combination treatment with tedizolid and venetoclax was superior to either agent alone in reducing 
leukemic burden in mice engrafted with treatment-resistant human AML. The addition of tedizolid to azacitidine 
and venetoclax further enhanced the killing of resistant AML cells in vitro and in vivo. Our findings demonstrate 
that inhibition of mitochondrial translation is an effective approach to overcoming venetoclax resistance and 
provide a rationale for combining tedizolid, azacitidine, and venetoclax as a triplet therapy for AML.

INTRODUCTION
Acute myeloid leukemia (AML) is an aggressive hematologic malig-
nancy characterized by the accumulation of immature myeloid cells 
defective in their maturation and function. Standard-of-care treatment 
for most patients involves intensive induction chemotherapy followed 
by additional courses of chemotherapy for patients with lower-risk 
disease or an allogeneic bone marrow (BM) transplant for higher- 
risk patients (1). Even with these aggressive treatments, 5-year overall 
survival is between 30 and 40% and much lower for those over age 65 
(2). Moreover, patients with advanced age and/or multiple medical 
comorbidities often do not tolerate these high-intensity treatments, 
highlighting the need for more effective and less toxic AML therapies.

Antiapoptotic proteins in the B cell lymphoma 2 (BCL-2) family, 
most notably BCL-2 and myeloid cell leukemia 1 (MCL-1), promote 
the survival of AML cells by counteracting the proapoptotic activity of 
proteins such as BCL-2–like protein 11 (BCL2L11, also known as BIM) 
(3, 4). Venetoclax is a small-molecule BCL-2 homology domain-3 
(BH3) mimetic that specifically disrupts the binding between the BH3 
domain of proapoptotic proteins, such as BIM, and the hydrophobic 
cleft of BCL-2 (5). This disruption unleashes the activation of multi-
domain proapoptotic proteins, including BCL2-associated X protein 
(BAX) and BCL2 antagonist/killer 1 (BAK), which, in turn, triggers 
the intrinsic apoptotic pathway through mitochondrial outer mem-
brane permeabilization (6).

Venetoclax has demonstrated activity against a range of solid and 
hematologic malignancies. In preclinical studies, venetoclax induced 
apoptosis in a variety of AML cell lines and primary cells including 
leukemic stem cells (LSCs) in vitro and in mouse xenografts (7–9). 
These findings prompted a phase 2 clinical trial of venetoclax mono-
therapy in patients with relapsed/refractory AML. The overall re-
sponse rate was only 19% (6 of 32 patients) with a median time to 
progression of 2.5 months (10). These findings underscore the impor-
tance of understanding the mechanisms of resistance and developing 
combination therapies to circumvent them.

The best-described mechanism of venetoclax resistance is through 
increased expression of functionally redundant antiapoptotic proteins 
in the BCL-2 family, with MCL-1 being the most commonly implicated 
protein. Pharmacologic and genetic approaches that either directly 
or indirectly suppress MCL-1 function can overcome resistance to 
BCL-2 inhibition (11–15). However, a variety of normal tissues also 
express high amounts of MCL-1 and are dependent on its activity 
for survival. For instance, MCL-1 has an obligate role in maintaining 
the survival and self-renewal function of hematopoietic stem cells 
(16, 17). MCL-1 also promotes the viability of cardiomyocytes and 
hepatocytes in conditional knockout mouse models (18, 19). There-
fore, suppression of MCL-1 carries the risk of profound toxicity to 
normal tissues, which would be further exacerbated by concurrent 
BCL-2 inhibition, translating to a potentially narrow or absent ther-
apeutic window in patients.

Alternative strategies involving the combination of venetoclax with 
hypomethylating agents (HMAs) or low-dose cytarabine (LDAC) 
have demonstrated promising activity in early phase clinical trials. 
In an early phase study of venetoclax in combination with HMAs 
(decitabine or azacitidine) in elderly patients with previously un-
treated AML, 67% of patients achieved a complete remission (CR) 
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or CR with incomplete hematologic recovery (CRi), with a median 
duration of response of 11.3 months (20). Treatment with venetoclax 
in combination with LDAC resulted in a CR/CRi rate of 54% and a 
median duration of response of 8.1 months (21). These results led to 
the U.S. Food and Drug Administration (FDA) approval of venetoclax 
in combination with HMAs or LDAC for the treatment of newly 
diagnosed elderly patients with AML who are not eligible for intensive 
induction chemotherapy. However, intrinsic and acquired resistance 
was still a common feature that limited the clinical benefit of these 
combinations. Furthermore, in a retrospective analysis of patients with 
relapsed and refractory AML treated with venetoclax in combination 
with HMAs or LDAC, the objective response rate was only 21% 
(9 of 43 patients) (22). Thus, there is an unmet need to improve the 
clinical efficacy of venetoclax combinations in the treatment of AML.

To address the above issues, we sought to identify an alternative 
approach to overcoming venetoclax resistance. We performed an 
unbiased genome-wide CRISPR knockout screen to find genes that, 
upon inactivation, restored sensitivity to venetoclax in an AML 
cell line with acquired resistance. This screen identified multiple 
genes encoding components of the mitochondrial translation ma-
chinery and led us to investigate whether pharmacologic inhibition 
of mitochondrial translation can circumvent venetoclax resistance. 
Here, we determined the efficacy of this approach using AML cell 
line models, as well as primary patient samples, and investigated the 
mechanisms that mediate this effect.

RESULTS
Mitochondrial translation is a target for overcoming 
venetoclax resistance
We first generated a panel of highly resistant AML clones by culturing 
MOLM13 and MV4-11 AML cells that are intrinsically sensitive to 
venetoclax [half maximal inhibitory concentration (IC50) < 50 nM] 
in slowly escalating concentrations of the drug (up to 2000 nM) over 
a period of 2 months. We transduced the resistant cells with a lentiviral 
construct expressing a codon-optimized version of the Streptococcus 
pyogenes CRISPR-associated protein 9 (Cas9) endonuclease and a 
green fluorescent protein (GFP) marker. We generated clones by 
expanding individual fluorescence-activated cell sorting (FACS)–sorted 
GFP+ cells (Fig. 1A). The resulting clones were highly resistant to 
venetoclax (IC50 > 1000 nM) (fig. S1A). The resistant MOLM13 and 
MV4-11 clones expressed higher amounts of MCL-1 and BCL-2–like 
protein 1 (BCL2L1, also known as BCL-XL), respectively, compared 
with their sensitive parental cells (fig. S1B). We did not identify a 
glycine-to-valine mutation at amino acid position 101 (Gly101Val) in 
the BCL-2 gene of resistant AML clones (fig. S1C). This mutation has 
previously been shown to confer resistance to venetoclax in chronic 
lymphocytic leukemia (23).

Next, we transduced one of the expanded clones (MOLM13-R1) 
with a pooled lentiviral single-guide RNA (sgRNA) library (Toronto 
KnockOut CRISPR Library—version 1—90k library) that targeted 
17,661 protein-coding genes with 91,320 unique sgRNA sequences 
(~6 sgRNAs per gene) (24). Transduced cells were selected in puro-
mycin and subsequently divided into two populations on day 0. One 
population was treated with venetoclax at 400 nM, a concentration 
that would trigger massive apoptosis in sensitive MOLM13 cells 
(fig. S1A). The other population was treated with dimethyl sulfoxide 
(DMSO) as control (Fig. 1A). The transduced cells were cultured 
for 29 days to negatively select sgRNAs that resensitized resistant 

cells to venetoclax. Cell samples were collected on days 0, 8, 16, 22, 
and 29 and subjected to next-generation sequencing of the sgRNA 
target region to quantify the abundance of each construct.

We applied the Model-based Analysis of Genome-wide CRISPR- 
Cas9 Knockout (MAGeCK) algorithm to identify sgRNAs that were 
negatively and positively selected in the presence of venetoclax (25). 
Four of the top 10 ranked negatively selected genes [death-associated 
protein 3 (DAP3) (26), mitochondrial ribosomal protein L54 (MRPL54) 
(27), mitochondrial ribosomal protein L17 (MRPL17) (27), and ribo-
some binding factor A (RBFA) (28)] on day 8 encoded components of 
the mitochondrial translation machinery (Fig. 1B, left). The top-ranked 
positively selected gene was BAX, which encodes a key downstream 
mediator of apoptosis (29), indicating that even in the setting of high 
baseline resistance, its silencing could confer additional survival 
advantage (Fig. 1B, right). We next performed gene ontology en-
richment analysis on the ranked list of negatively selected genes and 
found that process terms related to mitochondrial translation and 
component terms related to mitochondrial ribosomes were highly 
enriched (Fig. 1C). Furthermore, we observed a progressive decline in 
the abundance of each sgRNA over time in the presence of venetoclax 
(Fig. 1D). To confirm these findings, we transduced MOLM13-R1 cells 
with lentiviral vectors encoding two short hairpin RNAs (shRNAs) 
against DAP3, which encodes a protein in the small 28S mitoribosome 
subunit (26) and observed an increase in venetoclax sensitivity in the 
transduced population (Fig. 1E and fig. S1D). These findings suggest 
that inhibition of mitochondrial translation is a potential strategy for 
overcoming venetoclax resistance.

Protein synthesis inhibitor antibiotics overcome  
venetoclax resistance
To determine whether pharmacologic inhibition of mitochondrial 
translation could reproduce the above findings, we took advantage 
of a well-described off-target effect of antibiotics that block bacterial 
protein synthesis. Because of the evolutionarily conserved similarities 
between bacterial and mitochondrial ribosomes, this class of antibiotics 
has the potential to interfere with mitochondrial translation (30, 31). 
We determined the effects of five different FDA-approved antibiotics 
in this class on venetoclax sensitivity in MOLM13-R1 cells. We tested 
the antibiotics at their corresponding IC10 to maximize the suppressive 
effect on mitochondrial translation without causing excessive single- 
agent toxicity that would otherwise obscure the resensitization effect. 
Treatment with this class of antibiotics, with the exception of chlor-
amphenicol, decreased the IC50 of venetoclax to ~30 nM, a value 
comparable to that of sensitive parental cells (Fig. 2A and fig. S1A). To 
confirm that the antibiotics blocked mitochondrial protein synthesis, 
we treated MOLM13-R1 cells with each antibiotic for 2 days followed 
by intracellular staining for subunit 1 of cytochrome C oxidase (MT-
CO1), which is mitochondrially encoded, and subunit A of succinate 
dehydrogenase (SDHA), which is nuclear encoded (32, 33); a reduction 
in the ratio of MT-CO1 to SDHA staining correlates with mitochondrial 
translation inhibition. Tedizolid, an oxazolidinone-class antibiotic, 
and doxycycline, a tetracycline analog, were the two most effective 
antibiotics in suppressing mitochondrial protein synthesis (Fig. 2B). In 
addition to MT-CO1, tedizolid treatment reduced the expression of 
subunit 2 of cytochrome C oxidase (MT-CO2), another mitochondrially 
encoded protein, but not cytochrome C oxidase subunit IV (COX IV) 
or subunit B of succinate dehydrogenase, which are nuclear encoded 
(fig. S2A). Chloramphenicol at the concentration tested had no ap-
parent impact on mitochondrial protein synthesis within the time frame 
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Fig. 1. CRISPR screen identifies mitochondrial translation as a target for overcoming venetoclax resistance in AML. (A) Schematic diagram depicting the experimental 
design of the genome-wide CRISPR knockout screen to identify genes that, upon inactivation, restore sensitivity to venetoclax. (B) Negatively and positively selected 
genes identified by the CRISPR knockout screen. Genes are ranked on the basis of the robust rank aggregation (RRA) score as calculated by the MAGeCK algorithm. 
(C) Gene ontology enrichment analysis of the top-ranked negatively selected genes. (D) Normalized number of sequencing reads of each gRNA construct targeting the 
indicated gene at different time points in cells cultured in DMSO (vehicle) or venetoclax (400 nM). (E) Percentage of transduced MOLM13-R1 cells (GFP+) expressing the 
indicated shRNAs after treatment with DMSO (vehicle) or venetoclax (400 nM) for 5 days. Representative data of three technical replicates. FSC, forward scatter.
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of the experiment (Fig. 2B); this 
correlated with only a modest 
increase in venetoclax sensi-
tivity (Fig. 2A). We focused our 
subsequent studies on tedizolid 
and doxycycline because of their 
superior efficacy in suppressing 
mitochondrial translation com-
pared with the other antibiotics.

To confirm that this effect was 
not restricted to MOLM13- R1, 
we tested the impact of tedizolid 
on venetoclax sensitivity in other 
resistant cell line models derived 
from MOLM13 (clone MOLM13- 
R2) and MV4-11 (clones MV4- 
11-R4 and R6). The cells were 
treated with venetoclax alone, 
tedizolid alone, or both drugs, and their viability was monitored daily 
by annexin V and propidium iodide (PI) staining over a period of 6 days. 
We observed a progressive decline in cell viability only with combi-
nation treatment but not with each drug alone (Fig. 2C). Note that the 
MOLM13-resistant clones overexpressed MCL-1, whereas the MV4-11 
clones overexpressed BCL-XL (fig. S1B), suggesting that combination 

treatment is effective regardless of which antiapoptotic protein is 
overexpressed. We observed a similar response to tedizolid or dox-
ycycline in combination with venetoclax in OCI-AML-2 cells with 
acquired resistance and OCI-AML-3 cells, which are intrinsically 
resistant to venetoclax (Fig. 2D). Tedizolid treatment also sensitized 
parental and resistant MOLM13 cells to another BCL-2 inhibitor, 

Fig. 2. Pharmacological inhibition 
of mitochondrial translation over-
comes resistance to venetoclax in 
AML. (A) Viability of MOLM13-R1 cells 
treated with serial dilutions of vene-
toclax for 5 days in the absence or 
presence of one of the indicated 
antibiotics. n = 3 technical replicates. 
(B) Normalized ratio of MT-COI to 
SDHA expression in MOLM13-R1 cells 
after treatment with the indicated 
antibiotic for 2 days. n = 3 technical 
replicates. (C) Viability of venetoclax- 
resistant MOLM13 and MV4-11 cells 
after treatment with DMSO (vehicle), 
venetoclax alone (500 nM), tedizolid 
alone (5 M), or a combination of the 
two drugs over the course of 6 days. 
n = 3 technical replicates. (D) Viability 
of resistant OCI-AML2 and OCI-AML3 
cells after treatment with DMSO (ve-
hicle), venetoclax alone (500 nM), 
doxycycline alone (2.5 g/ml), tedizolid 
alone (5 M), or combination of vene-
toclax with tedizolid or doxycycline 
for 3 days. n = 3 technical replicates. 
(E) Percentage of CD34+ cells in two 
primary AML samples (8227 and 
130578) and cord blood HSPCs after 
treatment with vehicle, doxycycline 
alone (7.5 g/ml), venetoclax alone 
(1 M), or a combination of the two 
drugs for 24 hours. Representative 
data of n = 3 biological replicates. 
Data shown are means ± SEM. Statis-
tical significance was determined by 
ANOVA. *P ≤ 0.05.
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S55746, which is structurally distinct from venetoclax (fig. S2B) (34). 
Tedizolid had minimal impact on sensitivity to pharmacologic MCL-1 
and BCL-XL inhibition in venetoclax-resistant cells, indicating that 
its effect was specific for BCL-2 inhibition (fig. S2, C and D). Our 
results demonstrate that pharmacologic inhibition of mitochondrial 
translation effectively overcomes intrinsic and acquired resistance to 
venetoclax in AML cell lines.

Although conventional therapies are often effective in eliminating 
the leukemic bulk, a small population of LSCs frequently persists 
and contributes to disease relapse (35). Therapies that target LSCs 
may reduce the risk of relapse. To determine whether the effects of 
antibiotics on venetoclax sensitivity extended to LSCs, we took ad-
vantage of two primary human AML samples (8227 and 130578) 
that can be maintained and expanded in serum-free medium sup-
plemented with cytokines for prolonged periods. Each sample was 
characterized by four distinct subpopulations defined by CD34 and 
CD38 expression, and LSC activity as assayed by xenotransplantation 
was restricted to the CD34+ fractions (table S1) (36). The CD34/CD38 
profile and hierarchical organization were maintained during long-
term ex vivo culture, thus enabling the analysis of differences in drug 
sensitivities between LSC-enriched and non-LSC populations (fig. 
S3A) (36). We treated the AML samples with venetoclax alone, dox-
ycycline alone, or a combination of the two drugs for 24 hours and 
analyzed the size of the CD34+ fraction after treatment. Doxycycline 
was used instead of tedizolid for experiments involving primary 
samples because the cells were cultured in serum-free medium, which 
lacks phosphatases required to convert tedizolid to its active form 
(37). We found that combination treatment preferentially depleted 
the LSC-enriched CD34+ fraction to a greater extent than treatment 
with either drug alone (Fig. 2E, top two rows, and fig. S3B). The 
same combination treatment did not selectively deplete the CD34+ 
fraction in cord blood samples, which is enriched for normal hema-
topoietic stem and progenitor cells (HSPCs) (Fig. 2E, bottom row, 
and fig. S3B). These data suggest that pharmacologic inhibition of 
mitochondrial translation sensitizes LSC-enriched populations to 
venetoclax to a greater degree than non-LSCs and normal HSPCs.

Venetoclax suppresses mitochondrial respiration through 
inhibition of complex I
To gain genome-wide insights into the mechanisms by which inhi-
bition of mitochondrial translation overcomes venetoclax resistance, 
we performed RNA sequencing (RNA-seq) of MOLM13-R2 cells 
treated with venetoclax alone, tedizolid alone, or a combination of 
the two drugs for 4 days. We performed gene set enrichment analysis 
(GSEA) on gene expression data of treated samples relative to control 
samples with the MSigDB v6.2 Hallmark (H) collection. Analysis of 
tedizolid-treated samples yielded 12 significantly enriched up-regulated 
gene sets [false discovery rate (FDR) q value < 0.25; data file S1]. 
The top-ranked gene set was oxidative phosphorylation (OXPHOS) 
(Fig. 3A), likely reflecting a compensatory nuclear transcriptional 
response to inhibition of mitochondrial respiration by tedizolid. 
Analysis of venetoclax-treated samples also demonstrated enrichment of 
the OXPHOS hallmark, which was ranked third among 18 significantly 
enriched up-regulated gene sets (FDR q value < 0.25; Fig. 3A and data 
file S2), suggestive of a potential impact on OXPHOS activity by 
venetoclax. Combination treatment similarly resulted in strong en-
richment of the OXPHOS gene set (Fig. 3A and data file S3). To 
further define the impact of drug treatment on OXPHOS, we per-
formed hierarchical clustering and heatmap analysis of the 200 genes 

in the OXPHOS hallmark gene set. This analysis revealed that vene-
toclax treatment up-regulated the expression of most genes in the 
OXPHOS gene set and induced a transcriptional response profile 
that was distinct from those of tedizolid and combination treatment 
(Fig. 3B and data file S4).

On the basis of the above findings, we hypothesized that venetoclax 
treatment could affect mitochondrial structure and function even 
in highly resistant cells. To test this hypothesis, we first examined 
the effect of drug treatment on the mitochondrial ultrastructure in 
MOLM13-R2 cells using transmission electron microscopy. Treat-
ment with tedizolid alone caused a loss of cristae structure (Fig. 3C, 
bottom left), which is associated with mitochondrial dysfunction (38). 
We also observed an increase in mitochondrial area and length, 
suggestive of increased mitochondrial fusion in response to mitochon-
drial stress (Fig. 3, D and E) (39). These findings are consistent with 
the requirement for mitochondrial protein synthesis to maintain 
mitochondrial structural integrity (40, 41). We observed similar alter-
ations in mitochondrial ultrastructure with single-agent venetoclax 
treatment [Fig. 3, C (top right), D, and E], despite no detectable increase 
in apoptosis at the concentration tested (fig. S1A). The combination of 
tedizolid and venetoclax further exacerbated these changes, resulting 
in mitochondrial swelling and the appearance of mitochondrial vac-
uolization [Fig. 3, C (bottom right), D, and E].

To directly interrogate the effect of drug treatment on mitochondrial 
bioenergetics, we measured the oxygen consumption rate (OCR) of 
drug-treated cells using the Seahorse Extracellular Flux Analyzer. 
MOLM13-R2 cells treated with tedizolid alone for 4 days displayed 
a substantial reduction in OCR at baseline and after mitochondrial 
uncoupling with carbonyl cyanide-4-(trifluoromethoxy)phenyl-
hydrazone (FCCP) (Fig. 3F), indicating a defect in electron transport 
chain (ETC) function. Treatment with venetoclax alone at 500 nM 
also progressively reduced basal and maximal respiratory capacity 
in MOLM13-R2 and resistant OCI-AML2 cells (Fig. 3F and fig. S4, 
A and B). The kinetics of OCR suppression coincided with the kinetics 
of cell death (Fig. 2C). The addition of venetoclax to tedizolid treatment 
further decreased mitochondrial respiration capacity (Fig. 3F). To 
confirm that the reduction in mitochondrial respiration with venetoclax 
exposure was not simply due to apoptosis induction, we repeated the 
experiment using 143B osteosarcoma cells, which are highly resistant 
to the proapoptotic effects of venetoclax (IC50, ~10 M; fig. S4C), and 
found that venetoclax still reduced the basal and maximal respiratory 
capacity of 143B cells in a concentration-dependent manner (Fig. 3G).

Because OCR is a surrogate measure of ETC activity, a potential 
mechanism by which venetoclax suppresses mitochondrial respiration 
is through inhibition of specific complexes in the ETC. To test this 
hypothesis, we determined the impact of venetoclax on the enzymatic 
activity of ETC complexes immunocaptured from bovine heart 
mitochondria. Venetoclax treatment decreased complex I activity 
to about 60% of DMSO control activity but had minimal or no effect 
on the activity of the other complexes (Fig. 3H). Although a dose 
response was observed in the subnanomolar range, the degree of in-
hibition plateaued at ~60% at concentrations above 0.5 nM (Fig. 3I). 
To further assess the effect of venetoclax on complex I activity, we 
purified the enzyme complex from detergent-solubilized bovine heart 
mitochondria in two sequential chromatography steps (42). The 
first step by ion exchange chromatography resulted in a partially 
purified preparation, which was further purified in the second step 
by gel filtration chromatography to obtain a fully purified preparation 
of complex I (fig. S4D). Nicotinamide adenine dinucleotide plus 
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hydrogen dehydrogenase (NADH) activity was measured after each 
purification step in a spectrophotometric assay (43). Consistent with 
our findings with immunocaptured complex I, venetoclax treatment 
at 5 M decreased the activity of partially purified complex I (fig. S4E). 
However, fully purified complex I was not inhibited by venetoclax 
at the same concentration (fig. S4E). This finding suggests that the 
inhibition of complex I by venetoclax relies on a protein or cofactor 
that can be removed during protein purification.

Given that ETC activity has previously been linked to the assembly 
and stability of ETC complexes (44, 45), we determined the quantity 
of assembled complexes by blue native polyacrylamide gel electro-
phoresis (BN-PAGE) analysis of mitochondrial lysates. Treatment of 
MOLM13-R2 cells with venetoclax at 400 nM for 3 days specifically 
reduced the quantity of assembled complex I but not the other com-
plexes (Fig. 3J). To confirm that the observed defect in mitochon-
drial respiration was due to reduced complex I activity, we leveraged 

Fig. 3. Venetoclax decreases mitochon-
drial respiration by inhibiting complex 
I of the ETC. (A) GSEA of RNA- seq data 
generated from MOLM13- R2 cells treated 
with DMSO (vehicle), venetoclax alone 
(500 nM), tedizolid alone (5 M), or a 
combination of the two drugs for 4 days. 
(B) Heatmap showing the relative ex-
pression of genes in the OXPHOS hall-
mark gene set in MOLM13-R2 cells 
treated with the indicated drug(s) rela-
tive to DMSO treatment. n = 2 technical 
replicates for each treatment condition. 
(C) Transmission electron microscopy 
images of MOLM13-R2 cells treated with 
DMSO (vehicle), venetoclax alone (500 nM), 
tedizolid alone (5 M), or a combination 
of the two drugs for 4 days. Scale bars, 
400 nm. (D and E) Quantification of 
mitochondrial area (D) and length (E) 
in MOLM13-R2 cells treated as in (C). 
A random selection of 30 mitochondria 
across different fields was analyzed for 
each condition. (F) Oxygen consump-
tion rates (OCRs) in MOLM13-R2 after 
treatment with DMSO (vehicle), vene-
toclax (500 nM), tedizolid (5 M), or a 
combination of the two drugs for 3 days. 
OCR was measured after successive in-
jections of oligomycin (oligo), FCCP, and 
rotenone/antimycin A (Rot/AA). n = 6 
to 10 technical replicates. (G) OCRs in 
143B cells after treatment with DMSO 
(vehicle) or venetoclax at the indicated 
concentration for 3 days. n = 6 to 10 tech-
nical replicates. (H) Enzymatic activity 
of the indicated ETC complex immuno-
captured from bovine heart mitochon-
dria in the presence of DMSO (vehicle) 
or venetoclax (500 nM for complex I and 
2 M for complex II, III, IV, and V). n = 3 
technical replicates. (I) Enzymatic activity 
of complex I immunocaptured from bo-
vine heart mitochondria in the presence 
of varying concentrations of venetoclax. 
n = 3 technical replicates. (J) BN-PAGE 
analysis of complex I, II, III, IV, and V 
expression in mitochondria isolated from 
MOLM13-R2 cells treated with DMSO (ve-
hicle) or venetoclax (500 nM) for 4 days. 
Representative data of n = 3 biological 
replicates. (K) Maximal OCRs in MOLM13- 
R2 and 143B cells transduced with an empty (EV) or NDI1-expressing lentiviral vector after treatment with DMSO (vehicle) or venetoclax (500 nM). n = 3 to 10 technical 
replicates. Data shown are means ± SEM. Statistical significance was determined by ANOVA. *P ≤ 0.05. NS, not significant.
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the ability of the single subunit yeast NADH dehydrogenase (NDI1 
protein) to complement mammalian complex I activity (46). Expression 
of NDI1 completely rescued MOLM13-R2 and 143B cells from the sup-
pressive effects of venetoclax on maximal respiratory capacity (Fig. 3K). 
Together, our results demonstrate that venetoclax has an inhibitory 
activity against complex I that is independent of its proapoptotic effects.

ISR activation overcomes venetoclax resistance
Mammalian cells respond to mitochondrial stressors including ETC 
and mitochondrial translation inhibitors by activating an evolution-
arily conserved homeostatic program known as the integrated stress 
response (ISR) (47). A key regulator of ISR signaling is the -subunit 
of eukaryotic translation initiation factor 2 (eIF2) (48). Phosphorylation 
of eIF2 at serine-51 by direct upstream kinases, including protein 
kinase R (PKR)–like endoplasmic reticulum kinase (PERK) general 
control nonderepressible 2, heme-regulated inhibitor, and PKR, causes 
global inhibition of protein synthesis but concurrently up-regulates 
the translation of specific mRNA transcripts of stress response genes 
including activating transcription factor 4 (ATF4). ATF4 is a tran-
scription factor that promotes the expression of other stress response 
genes such as C/EBP homologous protein (CHOP). This coordinated 
response attempts to restore cellular homeostasis, but excessive and/or 
prolonged ISR activation eventually causes cell death through a variety 
of mechanisms (48).

On the basis of our findings demonstrating a negative impact of 
venetoclax and tedizolid on mitochondrial function, we hypothesized 
that venetoclax and tedizolid can individually trigger a sublethal ISR, 
and the combination would activate a more intense ISR that ultimately 
results in cell death. To test this hypothesis, we first monitored the 
effects of venetoclax and tedizolid on ISR activation in MOLM13-R2 
cells. In line with our hypothesis, single-agent treatment with vene-
toclax or tedizolid increased the phosphorylation of eIF2 at S51, 
which was further increased by combination treatment (Fig. 4A). 
We also tested rotenone, a prototypic complex I inhibitor, in place of 
venetoclax and observed a similar pattern of up-regulation in eIF2 
phosphorylation (fig. S5A).

To assess the effects on downstream ISR signaling, we generated 
an ATF4 reporter cell line that constitutively expressed a chimeric 
transcript composed of the 5′ end of ATF4 fused in frame to the 
coding sequence of GFP (49). The intensity of GFP fluorescence thus 
served as a monitor of translation efficiency of the ATF4 transcript. 
Similar to our findings with eIF2 phosphorylation, each drug alone 
induced modest expression of the reporter transcript, but the com-
bination resulted in the highest intensity (Fig. 4B). These results were 
confirmed by intracellular flow cytometry analysis of endogenous 
ATF4 protein expression (fig. S5B). To determine whether down-
stream ISR transcriptional programs were affected, we generated a 
second reporter cell line that expressed GFP under control of the 
CHOP promoter, which is transcriptionally activated by ATF4 (50). 
Expression of the GFP reporter was again highest with combination 
treatment compared to treatment with single agents (Fig. 4C).

To determine whether ISR activation is necessary for overcoming 
resistance, we used a chemical inhibitor of ISR, known as ISRIB, to 
block the downstream effects of eIF2 phosphorylation (51, 52). Ex-
posure to ISRIB effectively suppressed the increase in GFP expression 
after drug treatment in the ATF4 and CHOP reporter cell lines (Fig. 4, 
D and E), confirming its ability to block downstream ISR signaling in 
our system. Treatment with ISRIB rescued the viability of MOLM13-R2 
cells treated with tedizolid and venetoclax (Fig. 4F), demonstrating 

a requirement for ISR activation in mediating this effect. ISRIB also 
rescued the viability of two primary human AML samples treated 
with venetoclax and doxycycline in vitro (fig. S5, C and D).

Next, we queried whether direct ISR activation is sufficient to 
resensitize resistant AML cells to venetoclax. To address this issue, 
we used three small-molecule compounds that activate ISR signaling 
in different ways: CCT020312, which selectively and potently activates 
PERK independently of endoplasmic reticulum (ER) stress (53); 
DHBDC [3-(2,3-dihydrobenzo[b][1,4]dioxin-6-yl)-5,7-dihydroxy-
4H-chromen-4-one], which is a specific dual activator of PKR and 
PERK (54); and salubrinal, which prevents the dephosphorylation 
of eIF2 by selectively inhibiting its phosphatases including growth 
arrest and DNA damage–inducible 34 (GADD34) (55). Treatment 
with each compound was sufficient to restore venetoclax sensitivity 
in MOLM13-R2 cells (Fig. 4G and fig. S5, E and F). The addition of 
ISRIB to cells treated with CCT020312 and venetoclax suppressed 
ISR activation as monitored by ATF4 reporter expression and res-
cued the cells from death, ruling out the possibility of an off-target 
effect of CCT020312 (Fig. 4G and fig. S5G). Overall, these findings 
demonstrate that venetoclax and protein synthesis inhibitor antibiotics 
cooperate to activate a heightened ISR that in turn causes cell death.

Combination treatment does not affect BCL-2  
family members
Combination treatment with tedizolid and venetoclax activated the 
intrinsic apoptotic pathway as evidenced by cytochrome C release 
(fig. S6A), caspase 3/7 activation (fig. S6B), and annexin V binding 
to phosphatidylserine on the surface of apoptotic cells (Fig. 2C). A 
possible explanation for the induction of intrinsic apoptosis after 
ISR activation is a shift in the balance between antiapoptotic and 
proapoptotic proteins in the BCL-2 family. Previous studies have 
shown that ISR signaling can up-regulate the expression of pro-
apoptotic proteins such as BIM (56) and reduce the expression of 
antiapoptotic proteins such as MCL-1 (57), thereby priming cells to 
undergo apoptosis. To test this hypothesis, we measured the expression 
of a panel of antiapoptotic and proapoptotic proteins in MOLM13-R2 
cells after treatment with venetoclax alone, tedizolid alone, or the 
combination for 3 days, before the onset of extensive cell death on 
day 4. Treatment with tedizolid alone or the combination did not 
substantially increase the expression of proapoptotic proteins, in-
cluding BIM, P53 up-regulated modulator of apoptosis, BAX, and 
BAK, or decrease the expression of antiapoptotic proteins, including 
BCL-2, MCL-1, and BCL-XL, compared with vehicle (fig. S6C). 
Blockade of ISR signaling with the addition of ISRIB failed to alter 
the expression of BCL-2, MCL-1, and BIM (fig. S6D). Tedizolid 
treatment also did not interfere with the binding between MCL-1 
and BIM (fig. S6E). To further assess the role of BIM, we generated 
BIM knockout MOLM13-R2 cells using CRISPR-Cas9 (fig. S6F) and 
found that the knockout cells remained sensitive to the combination 
of tedizolid and venetoclax (fig. S6G). On the basis of these results, 
we postulated that other mechanisms independent of changes in the 
expression or function of BCL-2 family members are involved.

ISR activation triggers cell death through suppression 
of glycolytic capacity
An important clue to the mechanism surfaced when we determined 
the impact of ISRIB on the glycolytic and mitochondrial respiratory 
capacity of drug-treated cells by measuring their extracellular acid-
ification rate (ECAR) and OCR, respectively. As presented above, 
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treatment with tedizolid + venetoclax substantially suppressed 
mitochondrial respiration (Fig. 3F). Despite their low OXPHOS 
activity, cells treated with CCT020312 or tedizolid in combination 
with venetoclax had less glycolytic capacity than cells treated with 
vehicle or single agents (Fig. 5, A and B). ISRIB was able to restore 
the glycolytic capacity of combination-treated cells to that of cells 
treated with single agents. This effect was specific for glycolytic 
activity because ISRIB was unable to rescue the defect in mitochon-
drial respiration in cells treated with tedizolid + venetoclax (fig. S7A). 
The inability to maintain glycolysis during OXPHOS inhibition would 
be predicted to result in an energetic crisis that causes cell death. 
The intracellular ATP concentration of cells treated with venetoclax + 
tedizolid for 3 days (only before the onset of extensive cell death) 
was only ~20% of that in untreated cells and lower than the concen-
trations in cells treated with individual drugs (Fig. 5C). ISRIB treat-
ment increased the ATP concentration in combination-treated cells 
to that of cells treated with tedizolid alone, likely due to increased 
ATP generation from glycolysis (Fig. 5C). To show that the rescue 
by ISRIB was dependent on glycolysis, we switched the carbon source 
in the culture medium from glucose to galactose. Cells grown in 
galactose-containing medium are forced to rely on OXPHOS for ATP 
production because glycolytic metabolism of galactose alone yields 
no net ATP. In line with our hypothesis, ISRIB treatment failed to 

rescue cells treated with venetoclax in combination with CCT020312 
or tedizolid in galactose-containing medium (Fig. 5D and fig. S7B). 
Overall, these findings indicate that the heightened ISR activation 
induced by combination treatment compromises the capacity of cells 
to use glycolysis to maintain ATP concentration during OXPHOS 
inhibition, which, in turn, causes an energetic crisis and eventual 
cell death through induction of apoptosis (58).

Combination of tedizolid and venetoclax demonstrates 
antileukemic activity in vivo
As an initial investigation into the efficacy of tedizolid and veneto-
clax in vivo, we transplanted 1 × 105 MOLM13-R2 cells by tail vein 
injection into nonobese diabetic (NOD)/severe combined immuno-
deficient (SCID)/Il2rg−/− (NSG) mice without conditioning. Five days 
after transplantation, the mice were randomized to receive treatment 
with vehicle, venetoclax alone (100 mg/kg per day by oral adminis-
tration), tedizolid alone (30 mg/kg per day by oral administration), 
or a combination of the two drugs for 17 consecutive days. The 
drugs were administered at clinically relevant doses on the basis 
of the results of prior studies in mice and humans (5, 9, 30, 59, 60). 
At the end of the treatment period, cells from the BM and spleen 
were collected and analyzed for leukemic burden by flow cytometry. 
Leukemic burden was lowest in the cohort of mice treated with 

Fig. 4. Venetoclax and tedizolid cooperate to activate a heightened ISR, which is required for the induction of cell death. (A) Phosphorylation of eIF2 at serine-51 
as determined by intracellular flow cytometry in MOLM13-R2 cells after treatment with DMSO (vehicle), tedizolid (5 M), venetoclax (500 nM), or a combination of the two 
drugs for 2 days. n = 3 technical replicates. MFI denotes mean fluorescent intensity. (B and C) Relative intensity of GFP expression in MOLM13-R2 cells engineered to ex-
press an ATF4 (B) or CHOP (C) reporter construct after treatment with DMSO (vehicle), tedizolid (5 M), venetoclax (500 nM), or a combination of the two drugs for 2 days. 
n = 3 technical replicates. (D and E) Relative intensity of GFP fluorescence in MOLM13-R2 cells engineered to express an ATF4 (D) or CHOP (E) reporter construct after 
treatment with DMSO (vehicle), tedizolid (5 M), venetoclax (500 nM), or a combination of the two drugs for 2 days in the absence or presence of ISRIB (1 M). n = 3 technical 
replicates. (F) Viability of MOLM13-R2 cells after treatment with DMSO (vehicle), venetoclax (500 nM), tedizolid (5 M), or a combination of the two drugs in the absence 
or presence of ISRIB (1 M) over the course of 5 days. n = 3 technical replicates. (G) Viability of MOLM13-R2 cells after treatment with DMSO (vehicle), venetoclax (500 nM), 
CCT020312 (CCT, 2 M), or a combination of the two drugs in the absence or presence of ISRIB (1 M) over the course of 4 days. n = 3 technical replicates. Data shown are 
means ± SEM. Statistical significance was determined by ANOVA. *P ≤ 0.05. NS, not significant.
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venetoclax + tedizolid compared with treatment with vehicle or single 
agents (Fig. 6A).

To determine the efficacy of combination treatment in mice with 
established disease, we generated a primary AML sample with ac-
quired resistance by treating NSG mice engrafted with a sensitive 
sample (SU048) with venetoclax (100 mg/kg per day by oral admin-
istration) continuously until disease progression, which took about 
4 weeks. We collected the resulting resistant cells (SU048-R) from the 
BM and transplanted them (1 × 105 cells per mouse) by tail vein in-
jection into sublethally irradiated (2.5 gray) NSG recipients. Five weeks 
after transplantation, BM cells were collected by femoral aspiration 
and analyzed for leukemic engraftment before treatment. After con-
firmation of engraftment, the mice were randomized to receive 
treatment with vehicle, venetoclax alone (100 mg/kg per day by oral 
administration), tedizolid alone (10 mg/kg twice daily by intra-
peritoneal injection), or a combination of the two drugs for 20 days 
on a 5-days-on, 2-days-off schedule. The route of tedizolid admin-
istration was switched from oral to intraperitoneal to improve tol-
erability of combination treatment by minimizing the frequency of 
oral gavages. Leukemic burden in the BM and spleen at the end of 
treatment was lowest in the combination treatment arm compared 
with the remaining arms (Fig. 6B and fig. S8A). The treatment with 

venetoclax + tedizolid reduced leukemic burden from pretreatment 
values in the BM (Fig. 6B and fig. S8A). To determine whether LSCs 
were targeted, we collected splenocytes from these animals at the 
end of treatment and transplanted equivalent numbers (5 × 104) of 
cells by tail vein injection into sublethally irradiated secondary NSG 
recipients. Leukemic engraftment in the BM of secondary recipients 
was determined 5 weeks after transplantation. Cells collected from 
animals treated with venetoclax + tedizolid had less secondary en-
graftment potential than cells from the other treatment arms (Fig. 6C).

To further investigate the treatment efficacy of venetoclax + te-
dizolid in vivo, we transplanted 2 × 105 to 4 × 105 cells from two 
primary AML samples (120860 and 151044) into sublethally irradiated 
NSG mice. The samples were T cell–depleted before transplantation 
to enhance engraftment in NSG mice (61). Eight to 16 weeks after 
transplantation, we measured leukemic engraftment in the BM be-
fore treatment initiation. After confirmation of engraftment, the mice 
were randomized to one of the four treatment arms as described above. 
Treatments were administered on a 5-days-on, 2-days-off schedule. 
The duration of treatment was 8 days for mice engrafted with 120860 
and 29 days for 151044. At the end of treatment, leukemic burden 
in the BM and/or spleen was determined. For both patient-derived 
xenograft (PDX) models, treatment with venetoclax + tedizolid resulted 

Fig. 5. ISR activation promotes cell death through inhibition of glycolytic capacity. (A) Extracellular acidification rates (ECARs) in MOLM13-R2 cells after treatment 
with DMSO (vehicle), CCT020312 (CCT, 2 M), venetoclax (500 nM), or a combination of the two drugs in the absence or presence of ISRIB (1 M) for 2 days. ECAR was 
measured after sequential injections of glucose (Gluc), oligomycin (Oligo), and 2-deoxyglucose (2-DG). n = 6 to 8 technical replicates. (B) ECARs in MOLM13-R2 cells after 
treatment with DMSO (vehicle), tedizolid (5 M), venetoclax (500 nM), or a combination of the two drugs in the absence or presence of ISRIB (1 M) for 3 days. n = 6 to 8 
technical replicates. (C) Intracellular ATP concentrations in MOLM13-R2 cells after treatment with DMSO (vehicle), tedizolid (5 M), venetoclax (500 nM), or a combination 
of the two drugs in the absence or presence of ISRIB (1 M) for 3 days. n = 3 technical replicates. (D) Viability of MOLM13-R2 cells in glucose-free/galactose-containing 
growth medium after treatment with DMSO (vehicle), CCT020312 (CCT, 2 M), venetoclax (500 nM), or a combination of the two drugs in the absence or presence of ISRIB 
(1 M) over the course of 4 days. n = 3 technical replicates. Data shown are means ± SEM. Statistical significance was determined by ANOVA. *P ≤ 0.05. NS, not significant.
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Fig. 6. Tedizolid treatment enhances the antileukemic activity of venetoclax in vivo. (A) Leukemic burden in bone marrow (BM) and spleen of NSG mice transplanted 
with MOLM13-R2 cells after treatment with vehicle, venetoclax alone, tedizolid alone, or a combination of the two drugs for 17 consecutive days. (B) Leukemic burden in 
BM and spleen of NSG mice transplanted with a venetoclax-resistant AML sample (SU048-R) after treatment with vehicle, venetoclax alone, tedizolid alone, or a combination 
of the two drugs for 20 days on a 5-days-on, 2-days-off schedule. BM engraftment was confirmed before starting treatment. BM leukemic burden data shown are normalized 
to the pretreatment value for each animal. Values less than 1 are indicative of a reduction in burden from before treatment. (C) Leukemic engraftment in the BM of NSG 
mice at 5 weeks after secondary transplantation of spleen cells collected from animals treated in (B). (D) Leukemic burden in BM of NSG mice transplanted with a primary 
human AML sample (120860) after treatment with vehicle, venetoclax alone, tedizolid alone, or a combination of the two drugs for 8 days on a 5-days-on, 2-days-off 
schedule. BM engraftment was confirmed before starting treatment. BM leukemic burden data shown are normalized to the pretreatment value for each animal. Values 
less than 1 are indicative of a reduction in burden from before treatment. (E) Leukemic burden in BM and spleen of NSG mice transplanted with a primary AML sample 
(151044) after treatment with vehicle, venetoclax alone, tedizolid alone, or a combination of the two drugs for 29 days on a 5-days-on, 2-days-off schedule. BM engraftment 
was confirmed before starting treatment. BM leukemic burden data shown are normalized to the pretreatment value for each animal. Values less than 1 are indicative of a 
reduction in burden from before treatment. (F) Heatmap showing the viability of MOLM13-R2 cells treated with serial dilutions of azacitidine and venetoclax in the absence 
or presence of tedizolid (5 M). Combination index (CI) was determined by the CalcuSyn software. (G) Leukemic burden in the spleen of NSG mice transplanted with 
SU048-R after treatment with the indicated drugs or drug combinations for 24 days on a 5-days-on, 2-days-off schedule. BM engraftment was confirmed before starting 
treatment. Data shown are means ± SEM. Statistical significance was determined by ANOVA. *P ≤ 0.05. All individual animal data are reported in data file S5.
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in a greater reduction in leukemic burden from pretreatment values 
compared with the other treatment arms (Fig. 6, D and E, and fig. 
S8, B and C).

To determine whether the addition of tedizolid can enhance the 
activity of venetoclax in combination with azacitidine, we performed 
experiments involving the combination of all three drugs. The addition 
of tedizolid enhanced the synergy between venetoclax and azacitidine 
in killing MOLM13-R2 cells in vitro (Fig. 6F). To evaluate the efficacy 
of the triplet combination in vivo, we transplanted SU048-R cells (1 × 
105 cells per mouse) into sublethally irradiated NSG mice and con-
firmed BM engraftment 5 weeks after transplantation. The engrafted 
animals were then randomized to receive treatment with vehicle, each 
drug alone (venetoclax, 100 mg/kg per day by oral administration; 
tedizolid, 10 mg/kg twice daily by intraperitoneal injection; azacitidine, 
0.5 mg/kg per day by intraperitoneal injection), three different doublet 
combinations, or the triplet combination for 24 days on a 5-days-on, 
2-days-off schedule. Consistent with the in vitro studies, leukemic 
burden was lowest in the triplet combination treatment arm compared 
with all the remaining arms at completion of treatment (Fig. 6G). 
There was no overt evidence of toxicity associated with triplet com-
bination therapy (fig. S9, A to C). Overall, the animal studies demon-
strate that the combination of tedizolid and venetoclax is more active 
than single-agent treatments against both venetoclax-resistant and 
sensitive AML and cooperates with azacitidine to enhance killing of 
AML cells.

DISCUSSION
Venetoclax in combination with HMAs or LDAC is approved for 
the treatment of newly diagnosed patients with AML who are not 
eligible for intensive chemotherapy. Although these combination 
regimens are anticipated to transform the treatment of patients with 
AML, about 30 to 40% of treatment-naïve patients (20, 21, 62) and 
even a higher proportion of relapsed/refractory patients are primary 
nonresponders (22). Moreover, most responders eventually experience 
disease progression (20, 21, 62). Hence, the development of alternative 
doublet combinations or triplet combinations that build upon this 
backbone is required to improve the clinical efficacy of venetoclax. 
In this study, we addressed this need by performing an unbiased 
genome-wide CRISPR knockout screen to discover genes that, upon 
inactivation, overcome venetoclax resistance. The screen led us to 
identify multiple genes that encode components of the mitochon-
drial translational machinery. This finding has immediate clinical 
relevance because a number of FDA-approved antibiotics have well- 
characterized inhibitory properties against mitochondrial translation. 
Our current study focused on doxycycline and tedizolid. Tedizolid 
is a second-generation oxazolidinone-class antibiotic that blocks 
mitochondrial protein synthesis at clinically relevant concentrations 
and with greater potency than linezolid, a first-generation oxazolidinone 
(30, 63). Tedizolid is approved for the treatment of acute bacterial 
skin and skin structure infections caused by Gram-positive bacteria 
(64). Our experiments showed that although tedizolid as a single agent 
had no or limited antileukemic activity, it effectively restored vene-
toclax sensitivity across a panel of AML cell lines with intrinsic or 
acquired resistance in vitro and enhanced the antileukemic activity 
of venetoclax in PDX models of AML.

Inhibition of mitochondrial translation as a strategy to enhance 
venetoclax activity has previously been described. We initially reported 
that treatment with tigecycline enhanced sensitivity to venetoclax in 

AML cells (9). More recently, Ravà et al (65). confirmed this finding 
in a preclinical model of MYC/BCL2 double-hit B cell lymphoma. 
However, neither study investigated the mechanism of synergy between 
mitochondrial translation inhibitors and venetoclax. The present study 
delineated the mechanism and, in the process, discovered that ISR 
activation plays a critical role in mediating the synergistic effect and 
that venetoclax has inhibitory activity against complex I of the ETC.

Several studies previously reported a reduction in mitochondrial 
respiration after exposure to BH3 mimetics including venetoclax. 
Lagadinou et al. showed that treatment with ABT-263 [a BH3 mimetic 
that targets BCL-2, BCL-XL, and BCL-2–like protein 2 (BCL2L2, also 
known as BCL-W)] decreased OXPHOS in primary AML cells (66). 
Subsequent reports showed that treatment with venetoclax also dis-
rupted mitochondrial respiration in other cancer cell types (67, 68). 
However, the mechanism by which venetoclax and other BH3 mi-
metics mediated this effect was unknown. In this study, we observed 
that venetoclax treatment up-regulated the expression of OXPHOS 
genes, disrupted mitochondrial ultrastructure, and reduced OXPHOS. 
Using a combination of biochemical and genetic approaches, we 
localized the defect to complex I of the ETC. Expression of the yeast 
NDI1, which serves to bypass complex I defects (46), completely 
rescued the inhibition of OXPHOS by venetoclax treatment, pro-
viding strong evidence for complex I as the main target of inhibition. 
Pollyea et al. (69) recently reported that treatment with venetoclax + 
azacitidine suppressed complex II activity, which was attributed to 
a reduction in SDHA glutathionylation. However, their study did not 
report the impact of venetoclax + azacitidine on other ETC complexes, 
including complex I. Our experiments demonstrated only a minimal 
reduction in complex II activity and no changes in total SDHA ex-
pression, although we only studied the effects of venetoclax as a single 
agent. Thus, there were substantial differences in assay methodologies 
and treatment conditions that preclude a direct comparison of the 
two studies. Nevertheless, we speculate that the abovementioned effects 
on complex I and II can occur concurrently, contributing to the dis-
ruption of energy metabolism in treated cells.

ISR is an evolutionarily conserved cytoprotective response that 
is activated by a variety of stressors including mitochondrial stress 
(47). Here, we showed that treatment with venetoclax alone activated 
ISR, consistent with its inhibitory activity on complex I. Venetoclax 
cooperated with tedizolid to achieve synergistic ISR activation, which 
was necessary for the induction of cell death. A number of pathways 
downstream of ISR have previously been shown to mediate cell death 
(48). One such mechanism is the up-regulation of BIM (56), and 
another is the reduction in MCL-1 expression (57); both can poten-
tially augment sensitivity to venetoclax. However, we detected no 
substantial changes in the expression of BIM, MCL-1, or other BCL-2 
family members. Furthermore, we did not observe a decrease in bind-
ing between MCL-1 and BIM with tedizolid treatment. The lack of 
MCL-1 suppression indicates that the mechanism by which tedizolid 
circumvents venetoclax resistance is distinct from that of other drugs 
including TIC10/ONC201 (70), MEK inhibitors (14, 15, 71), and 
MDM2 inhibitors (14), which decrease MCL-1 protein expression 
and/or activity. Given the importance of MCL-1 in maintaining 
survival of normal tissues, we speculate that tedizolid + venetoclax 
may have a more favorable therapeutic window than other combi-
nation regimens.

We found that ISR activation repressed the glycolytic capacity of 
combination-treated cells despite an almost complete inhibition of 
OXPHOS activity, rather than acting through changes in the expression 
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of BCL-2 members. This response was observed only when a strong 
ISR was activated with combination treatment; cells treated with each 
drug alone were still able to maintain glycolysis for ATP generation. 
This inability to increase or maintain glycolytic activity after inhibition 
of mitochondrial respiration is reminiscent of what Lagadinou et al. 
(66) observed in reactive oxygen species (ROS)–low LSCs after treat-
ment with ABT-263. Furthermore, van Galen et al. (72) showed that 
ISR activity is higher in LSCs due to the scarcity of eIF2. Together, 
these findings suggest that LSCs have less glycolytic capacity com-
pared with non-LSCs due to higher ISR activation. This reasoning 
provides a plausible explanation for why LSCs are more sensitive to 
OXPHOS inhibition than non-LSCs.

There are several limitations to our study that should be taken 
into consideration. First, it is not known whether tedizolid can be 
administered at doses high enough to inhibit mitochondrial trans-
lation without causing unacceptable toxicities in humans, especially 
when given in combination with azacitidine and venetoclax. Second, 
the duration of treatment for animal experiments was relatively short, 
which limits our ability to assess impact on survival, durability of 
response, and toxicity. Last, because we tested only a limited number 
of AML cell lines and primary samples, it is unclear whether the 
sensitization effect of tedizolid is broadly applicable to all AML sub-
types or restricted to only certain subtypes of AML.

Venetoclax in combination with HMAs has emerged as a poten-
tially transformative therapy for AML. The superior efficacy of 
this combination appears to be due to its ability to disrupt energy 
metabolism through inhibition of ETC and amino acid catabolism 
(69, 73). In this study, we demonstrated that the addition of tedizolid 
to venetoclax + azacitidine resulted in further enhancement of its 
antileukemic activity against resistant AML cells in vitro and in vivo. 
This is presumably due to a greater suppression in OXPHOS and 
concurrent reduction in glycolytic capacity as a consequence of 
ISR hyperactivation. Together, we propose that the triplet combi-
nation would simultaneously target multiple pathways of energy 
metabolism, resulting in a complete energetic collapse and sub-
sequent death of resistant AML cells. Our data provide a rational 
basis for testing the safety and efficacy of this triplet combination in 
clinical trials.

MATERIALS AND METHODS
Study design
Our overall objective was to develop a strategy to overcome resistance 
to venetoclax. We performed a genome-wide CRISPR screen to identify 
genes that, upon inactivation, restored sensitivity to venetoclax in a 
resistant AML cell line. We used genetic and pharmacologic tools to 
determine the mechanisms by which inhibition of mitochondrial 
translation overcomes resistance to venetoclax. We performed in vitro 
and in vivo experiments to determine whether combination treat-
ment with tedizolid and venetoclax was more effective in killing 
human AML cells than treatment with single agents. Mice were ran-
domly assigned to the different treatment arms as indicated. Re-
searchers were not blinded to treatment assignment. The primary 
endpoint was leukemia burden in BM or spleen at the completion of 
treatment. Sample size was calculated to achieve 80% power with a 
type I error rate of 5% and an anticipated difference of ~20% in 
mean leukemia burden values between two arms. The duration of 
treatment was determined before starting each experiment unless 
the animals were euthanized because of humane reasons or died 

before the end of treatment. All available data points were included 
in the final analysis.

Ex vivo culture of primary AML cells and cord blood HSPCs
Human AML and cord blood samples were obtained with informed 
consent according to procedures approved by the University Health 
Network ethics committee. Primary human AML cells were isolated 
by differential density centrifugation and cryopreserved in liquid 
nitrogen. Freshly thawed primary AML cells were grown in X-VIVO 
10 medium (Lonza, catalog no. 04-380Q) supplemented with 20% 
BIT 9500 serum substitute (STEMCELL Technologies, catalog no. 
09500) and 2 mM Gluta-Plus, as well as IL-6 (10 ng/ml; PeproTech, 
catalog no. 200-06), IL-3 (10 ng/ml; PeproTech, catalog no. 200-03), 
stem cell factor (50 ng/ml; Peprotech, catalog no. 300-07), FLT3- 
Ligand (50 ng/ml; PeproTech, catalog no. 300-19), granulocyte colony- 
stimulating factor (10 ng/ml; PeproTech, catalog no. 300-23), and 
TPO (25 ng/ml; PeproTech, catalog no. 300-18). Genetic character-
istics of the primary AML samples used in this study are summa-
rized in table S2. Human HSPCs in cord blood samples were 
enriched by differential density centrifugation followed by positive 
enrichment of CD34+ cells using anti-CD34 microbeads (Miltenyi 
Biotec, catalog no. 130-100-453) as per the manufacturer’s protocol. 
CD34+-enriched cord blood cells were cultured in the same supple-
mented X-VIVO 10 medium as above for primary AML cells.

Flow cytometric analysis of primary AML samples and cord 
blood HPSCs in culture
For the detection of CD34 and CD38 expression, cells were pelleted, 
washed in FACS buffer [1% (v/v) fetal bovine serum in phosphate- 
buffered saline (PBS)], and stained with the following primary anti-
bodies: allophycocyanin (APC) anti-human CD34 (clone 8G12; BD 
Biosciences, catalog no. 340441) at a dilution of 1:100 and PE anti- 
human CD38 (clone HB7; Thermo Fisher Scientific, catalog no. 12-
0388-42) at a dilution of 1:100 for 30 min at 4°C. Cells were then 
washed in FACS buffer and resuspended in 1× annexin binding 
buffer (Thermo Fisher Scientific, catalog no. V13246) containing 
fluorescein isothiocyanate (FITC)–conjugated annexin V (Thermo 
Fisher Scientific, catalog no. A13199) at a dilution of 1:200. Cells 
were incubated at room temperature in the dark for 15 min before 
analysis on a BD Accuri C6 flow cytometer.

NSG xenotransplantation
All animal studies were carried out according to the regulations of 
the Canadian Council on Animal Care and with the approval of the 
University Health Network Ethics Review Board. Six- to 12-week-old 
NOD/SCID/Il2rg−/− (NSG) mice were bred in-house and used as 
hosts for xenotransplantation experiments. Both female and male 
mice were used. MOLM13-R2 and SU048-R AML cells were washed, 
resuspended in PBS, and transplanted into NSG mice by tail vein 
injection. Freshly thawed primary AML samples (151044 and 120860) 
were subjected to T cell depletion using anti-CD3 magnetic beads 
(Miltenyi Biotec, catalog no. 130-050-101) before transplantation. 
Unless otherwise indicated, NSG mice were conditioned with 2.5 gray 
of irradiation.

Drug treatment
With the exception of the MOLM13-R2 model, drug treatment was 
started after confirmation of AML engraftment in BM. Venetoclax 
was resuspended in 10% ethanol (Commercial Alcohols, catalog no. 
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P006EAAN), 30% polyethylene glycol 400 (Sigma, catalog no. 06855- 
1KG), and 60% PHOSAL 50 PG (Lipoid, catalog no. 368315) at a 
final concentration of 10 mg/ml. Venetoclax was administered by 
oral gavage at a dose of 100 mg/kg per day. Tedizolid was administered 
by either oral gavage or intraperitoneal injection. For oral gavage, 
tedizolid phosphate tablets (Merck) were crushed and resuspended in 
0.9% saline at a concentration of 6 mg/ml (active ingredient) before 
administration. The oral dose of tedizolid was 30 mg/kg per day. 
For intraperitoneal injection, tedizolid phosphate (Selleckchem, catalog 
no. S4641) was dissolved in DMSO at a concentration of 22.5 mg/ml 
to generate a stock solution. The stock solution was diluted in 0.9% 
saline to a final concentration of 1 mg/ml immediately before injection. 
The dose of tedizolid by intraperitoneal injection was 10 mg/kg twice 
daily. Azacitidine (Cayman Chemical, catalog no. 11164) was dissolved 
in DMSO at a concentration of 48.84 mg/ml to generate a stock 
solution. The stock solution was diluted in 0.9% saline to a final con-
centration of 50 g/ml immediately before administration. Azacitidine 
was administered by intraperitoneal injection at a dose of 0.5 mg/kg 
per day. The duration of treatment was determined before starting 
each experiment unless the animals were sacrificed due to humane 
reasons or died before the end of treatment.

Leukemic burden analysis
To confirm leukemic engraftment before drug treatment, BM cells 
were collected by aspiration of the femur using a 27-gauge needle and 
analyzed for leukemic burden. After completion of drug treatment, 
the animals were euthanized, and their BM cells and/or splenocytes 
were collected for leukemic burden analysis. Cell samples were re-
suspended in ammonium chloride solution (STEMCELL Technologies, 
catalog no. 07850) and incubated at room temperature for 5 min to 
lyse red blood cells. The cells were then washed in FACS buffer and 
stained with the following fluorophore-conjugated antibodies: PE-Cy7 
anti-mouse CD45 (Thermo Fisher Scientific, catalog no. 25-0453-82) 
at a dilution of 1:100, FITC anti-mouse TER119 (Thermo Fisher 
Scientific, catalog no. 11-5921-85) at a dilution of 1:100, and APC 
anti-human CD45 (Thermo Fisher Scientific, catalog no. 17-0459-
42) at a dilution of 1:100. The SYTOX Green Dead Cell Stain (Thermo 
Fisher Scientific, catalog no. S34859) was used to distinguish dead 
from live cells. The viable human leukemic population was identified 
as SYTOX Green−, mTER199−, mCD45−, and hCD45+.

Statistics
All data points are represented as means ± SEM. Two-tailed Student’s 
t test was used to compare mean values between two groups. One-way 
or two-way analysis of variance (ANOVA) followed by Dunnett’s 
(one-way) or Sidak (two-way) post hoc testing was used to compare 
mean values between multiple groups. Statistical analysis was per-
formed using Prism version 6.07 (GraphPad Software, La Jolla, CA). 
P values < 0.05 were considered statistically significant. For GSEA 
analysis, FDR values < 0.25 were considered statistically significant.

SUPPLEMENTARY MATERIALS
stm.sciencemag.org/cgi/content/full/11/516/eaax2863/DC1
Materials and Methods
Fig. S1. Resistant MOLM13 and MV4-11 cells have higher expression of MCL-1 or BCL-XL.
Fig. S2. Tedizolid treatment suppresses mitochondrial translation and increases sensitivity to 
pharmacologic inhibition of BCL-2 but not MCL-1 or BCL-XL.
Fig. S3. Doxycycline enhances sensitivity to venetoclax in CD34+ cells from primary AML 
samples.
Fig. S4. Venetoclax inhibits complex I activity.

Fig. S5. ISR activation is necessary and sufficient to sensitize AML cells to venetoclax.
Fig. S6. Combination treatment with tedizolid and venetoclax does not affect BCL-2 family 
members.
Fig. S7. ISRIB treatment prevents cell death by promoting glycolysis.
Fig. S8. Tedizolid treatment enhances the anti-leukemic activity of venetoclax in vivo.
Fig. S9. Combination treatment does not cause overt toxicities in PDX models.
Table S1. Engraftment potential of sorted CD34/CD38 fractions from primary AML sample 
130578.
Table S2. Genetic characteristics of the primary AML samples and cell lines used in this study.
Data file S1. Gene sets enriched in tedizolid-treated cells.
Data file S2. Gene sets enriched in venetoclax-treated cells.
Data file S3. Gene sets enriched in cells treated with tedizolid and venetoclax.
Data file S4. RNA expression of genes in the OXPHOS gene set normalized to values in DMSO 
control treated cells.
Data file S5. Individual animal data from in vivo treatment studies.

View/request a protocol for this paper from Bio-protocol.
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translational potential of these treatments.
with the addition of the epigenetic drug azacitidine, both in vitro and in mouse models of leukemia, suggesting the 
mitochondrial respiration and activating the cellular stress response. The combination was even more effective
ribosome-targeting antibiotics such as tedizolid can help overcome venetoclax resistance by suppressing 

 determined thatet al.limited by the development of resistance. Using a high-throughput screen, Sharon 
thus far. Venetoclax, a drug that promotes apoptosis, has shown some promise in this disease, but it has been 

Acute myeloid leukemia is a relatively common and aggressive cancer with few good therapeutic options
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