
Acute myeloid leukemia stem cell function is 
preserved in the absence of autophagy

Autophagy is a complex cellular process that regulates
the processing and degradation of intracellular proteins
and organelles.1 Within the hematopoietic system,
autophagy has diverse roles and is required for
hematopoietic stem cell (HSC) function,2 differentiation
into erythroid3 or T-lymphoid lineages,4,5 and response to
extracellular cytokine signaling.6 In blood cancers such as
acute myeloid leukemia (AML), modulating autophagy

has been proposed as a novel therapy.1,7,8 Leukemia stem
cell (LSC) populations initiate and maintain leukemia in
vivo. We  investigated autophagy in AML and demon-
strate that autophagic flux is activated in the transforma-
tion from HSCs to LSCs. The essential autophagy effec-
tor Atg7 is required for the efficient initiation of AML.
However, upon transformation, LSCs adapt to overcome
this requirement and autophagy is not required for LSC
function in vivo. 
Acute myeloid leukemia is an aggressive and rapidly
lethal blood cancer, characterized by the accumulation of
immature leukemic blasts in the bone marrow and blood,
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Figure 1. Autophagy is activated during leukemic transformation. Loss of autophagic flux causes a reduction in clonality and delays leukemia onset
VavCre;Atg7fl/fl MLL-AF9.  (A) Western blot comparison of Atg7 and LC3-I and LC3-II expression levels in primary bone marrow (BM) cells isolated from MLL-AF9
and wild-type (WT) mice (n=4). (B) Colony forming assay of WT and VavCre;Atg7fl/fl models of MLL-AF9 represented as number of colonies per input of cells (%)
represented as median (n=7-8). (C) Representative flow cytometry plots from in vitro cells using Annexin V and Sytox. (D) Early and (E) late stage apoptosis (n=3-
4) of WT, LysmCre:Atg7fl/fl and VavCre; Atg7fl/fl models of MLL-AF9.  (F) Kaplan-Meier survival curve of recipient mice injected with MLL-AF9-GFP transduced BM
(input 8x105 cells/ mouse, n=8-9 recipients). (G) Leukemia burden of transplanted mice represented as the number of GFP+ white blood cells in the peripheral
blood 6 or 8 weeks after transplantation (n=7-10). (H) The spleen weight harvested from primary recipients at acute myeloid leukemia (AML) onset (n=3-8). (I)
Protein expression levels of Atg7, LC3-I and LC3-II isolated from MLL-AF9 spleen cells after in vivo transplantation in mice (n=4). (J) Quantification of the per-
centage of γH2AX+ cells in the G0/G1 stage of the cell cycle via flow cytometry (n=5-6). (K) Analysis of the percentage of LSCs in each stage of the cell cycle
using flow cytometry (n=5-6). All data are mean plus individual dots represent biological replicates. Statistical significance calculated using non-parametric
Kruskal Wallis one-way analysis of variance with Dunn’s correction for multiple testing corrections (Prism v.7.0, Graphpad).  
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leading to organ infiltration and failure of normal
hematopoietic function. AML is maintained by a discrete
stem cell population, known as LSCs that initiate, main-
tain and serially propagate leukemia, while retaining the
ability to partially differentiate into more committed
progeny.9Moreover, these cells may remain dormant dur-
ing chemotherapy treatment, providing a resistant pool
of self-renewing cells that give rise to patient relapse.9

LSCs are highly enriched within the immunophenotypic
granulocyte-macrophage progenitor (GMP) compart-
ment,10 although this may vary between models. There
has been a concerted effort to develop therapeutic agents

that target LSC populations to reduce relapse and
improve survival after treatment for AML.
Recent publications have highlighted the key role of
autophagic signaling in cancer biology and treatment.1

Autophagy is a complex multistep process that facilitates
the processing and recycling of cellular components such
as proteins and organelles to maintain cellular homeosta-
sis. Autophagy is induced by nutrient deprivation,
cytokine-induced cellular stress, and certain drugs (such
as rapamycin). Upon membrane isolation, the central reg-
ulatory protein Atg7 activates a heterotrimeric complex
of Atg5, Atg12 and Atg16L1 to facilitate lipidation of LC3
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Figure 2. Autophagy is not required for leukemia stem cell (LSC) function. (A) Survival of mice injected with 1x105 acute myeloid leukemia (AML) cells derived
from primary, transplanted mice (n=7-8). (B) Leukemia burden of transplanted mice represented as the number of GFP+ white blood cells in the peripheral blood
at week 2 (n=5) and (C) week 3 after transplantation (n=7-8). (D) The spleen weight and bone marrow (BM) cellularity (two femur and tibia) of mice at end point
analysis (n=7-8). (E) Survival analysis of secondary transplantation of 5x105 BCR-ABL/NUP98-HOXA9 transduced cells harvested from primary recipients (n=4-
5). (F) The percentage of GFP+ cells and white blood cells (WBC) in the peripheral blood of BCR-ABL/NUP98-HOXA9 secondary recipients. (G) The frequency of
LSCs in the BM of mice injected with primary MLL-AF9 at time of disease onset (n=7). (H) Relative expression levels of alternative autophagy genes by quanti-
tative real-time PCR (n=6-7) and (I) Western blot n=3. Data represent two independent experiments with pooled data. Each experiment produced similar results.
Statistical significance calculated using non-parametric Kruskal Wallis one-way analysis of variance with Dunn’s correction for multiple comparisons, except
where noted.
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to LC3-II and incorporation into a vesicular
autophagolysosome. The final step of autophagy
involves lysosomal fusion, resulting in the degradation
and recycling of cytoplasmic contents. Atg7 is an essen-
tial effector of canonical autophagy, and genetic deletion
of Atg7 results in loss of LC3 lipidation and paralysis of
autophagic flux.2 Similarly, loss of other critical regulators
such as Atg5 result in impaired autophagic flux.
Autophagy regulates several important processes in the
hematopoietic system including HSC maintenance,
cytokine responsiveness, and T-cell homeostasis.2,3,5,6

We first aimed to document the change in autophagic
flux on leukemic transformation of normal stem cell pop-
ulations using a well characterized retroviral model of
MLL-AF9-induced AML; this is the most common genetic
mutation found in infant AML and is associated with
poor prognosis.10,11MLL-rearranged leukemia is common-
ly associated with secondary AML, and is also associated
with poor prognosis in that context. Leukemic bone mar-
row (BM) showed stabilization of Atg7 together with
enrichment of LC3-II, indicative of activated autophagic
flux (Figure 1A). We have observed further stabilization
of LC3-II with the in vitro use of Bafilomycin A or chloro-
quine (data not shown), although these agents are not
effective in vivo.12 To determine whether autophagy was
functionally relevant in AML, we utilized VavCre:Atg7fl/fl
(deletion of autophagy in all hematopoietic cells, includ-
ing HSCs), LysMCre:Atg7fl/fl (deletion of autophagy in all
myeloid cells commencing at the GMP stage), and Cre-
negative (Cre-) Atg7fl/fl controls. All mice were back-
crossed at least 10 generations to pure B6 background.
Freshly transduced MLL-AF9 cells derived from
VavCre:Atg7fl/fl BM showed fewer leukemic colonies in
methylcellulose; however, this difference was lost with
serial passage (Figure  1B). VavCre:Atg7fl/fl cells were more
apoptotic (Figure  1C-E). In all cases, LysMCre:Atg7fl/fl
cells were similar to Cre- controls. These data suggest
that Atg7 expression within stem cells is required for effi-
cient leukemia initiation, but does not affect in vitro self-
renewal. We, therefore, performed transplantation assays
to test for a requirement of Atg7 on in vivo AML genera-
tion. Consistent with the in vitro data, VavCre:Atg7fl/fl
cells, but not LysMCre:Atg7fl/fl cells, had delayed AML
latency compared to controls (Figure 1F). In vivo, there
was reduced expansion of the leukemic clone evidenced
by lower AML cell count (Figure 1G); however, at the
time of disease onset, all groups had similar leukemia
burden (Figure 1H). Finally, we demonstrated active
autophagy in LysMCre:Atg7fl/fl AML cells together with
Atg7 protein expression (Figure 1I). Conversely, Atg7
was not expressed in VavCre:Atg7fl/fl cells and there was
complete abrogation of LC3-II generation, consistent
with absent autophagic flux in these leukemia cells. No
difference in DNA damage or cell cycle was noted in
VavCre:Atg7fl/fl versus AtgAtg7fl/fl cells, confirming the
results of Chen et al.12 (Figure 1J and K). These data are
consistent with recent publications7,8,12 and demonstrate
that Atg7 is required for the efficient generation of AML
in vivo. However, we noted that AML penetrance was
100% even in the complete absence of autophagic flux,
suggesting that full leukemic transformation may be suf-
ficient to overcome this requirement for autophagy.
Moreover, although LysM expression is active in GMPs in
normal hematopoiesis, LysMCre does not efficiently
excise Atg7 within LSC populations and should not be
used to test gene function in AML LSC models.
Most patients with AML respond to initial chemother-
apy treatment; however, clinical relapse is common and

this is thought to be mediated by residual LSC popula-
tions that persist during treatment.9 Serial bone marrow
transplantation of AML provides a model to test the func-
tion of these LSCs in vivo. We isolated viable AML from
VavCre:Atg7fl/fl versus controls and transplanted into sub-
lethally irradiated (5.5Gy) syngenic B6 recipients.
Recipients of VavCre:Atg7fl/fl AML cells had similar dis-
ease latency, in vivo expansion, and leukemia burden to
controls (Figure  2A-D). To examine this in an independ-
ent system, HSC from Atg5–/– chimeras6 were co-trans-
duced with BCR-ABL and NUP98-HOXA9 to model
myeloid blast crisis of chronic myeloid leukemia. No dif-
ference was noted in LSC function as defined by second-
ary leukemia transplantation (Figure  2E) or leukemia bur-
den in transplanted recipients (Figure  2F). LSC numbers
were similar in autophagy-deficient leukemias (Figure
2G). As mature myeloid cells may activate alternative
pathways of autophagy, presumably to compensate and
overcome a putative requirement for autophagy, we
examined alternative autophagic signaling in
VavCre:Atg7fl/fl recipients compared to controls.13 There
were no differences in the expression of Ulk1, Atg6 or
Vps34, effectors of alternative autophagy13 in
VavCre:Atg7fl/fl leukemias (Figure  2H and I). These data
demonstrate that autophagic flux is not required for LSC
maintenance in vivo and do not support the hypothesis
that selective pressure activates alternative pathways of
autophagy in AML.
These data demonstrate that the complete genetic loss
of Atg7, resulting in paralysis of autophagic flux, con-
tributes to induction of AML but is dispensable for LSC
function in vivo. Other factors including impaired engraft-
ment, proliferation or altered apoptosis may all con-
tribute to the delayed induction of leukemia. These
results add to, and clarify, recent publications detailing a
potential requirement of autophagy in AML.12 In particu-
lar, some important technical differences between studies
may potentially explain the apparent discrepancies.
Conditional Atg7 deletion using tamoxifen to induce Cre
expression (using the Rosa26-CreERT and compared to
saline controls) slowed the progression of MLL-ENL AML
and also had modest effects on secondary transplanta-
tion.8 This study used MLL-ENL, an oncogene that is
most frequently associated with human acute lym-
phoblastic leukemia.14 We note that tamoxifen therapy
has  previously been shown to delay progression of AML
in MLL-ENL, even in the absence of gene deletion.15 Liu et
al. also demonstrate the requirement of autophagy in
MLL-AF9 AML initiation through deletion of a different
pathway regulator, Atg5; they show that autophagy loss
did not affect LSC function (as measured by secondary
transplantation) nor did it have an effect on response to
chemotherapy.7 Furthermore, in an elegant set of experi-
ments using human primary AML samples and AML cell
lines, Piya et al. demonstrated that ATG7 was not
required for human AML maintenance; however,
autophagic flux was increased by chemotherapy and
shRNA depletion of ATG7 enhanced the effects of
chemotherapy.16 Importantly, these data support and
externally validate the recent findings of Chen et al.
demonstrating that autophagy is not essential for LSC
function in AML.12 It is not clear whether these findings
can be generalized to all molecular subtypes of AML,
however, we have observed similar findings in two inde-
pendent model systems.
Altogether, these data caution against the use of agents
targeting autophagy as a potential novel therapy to target
LSCs in AML. However, the use of such agents to poten-
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tiate the effects of chemotherapy may be efficacious in
some settings. In addition, modulation of autophagy is
likely to have several deleterious effects, such as dimin-
ishing G-CSF response,6 impairment of normal HSC func-
tion,2 and altering T-cell homeostasis.5

Amy H. Porter,1 Lucie Leveque-El Mouttie,1 Therese Vu,1,2
Claudia Bruedigam,1 Joanne Sutton,1 Sebastien Jacquelin,1
Geoffrey R. Hill,1,2,3 Kelli P.A. MacDonald1 and Steven W.
Lane1,2,3
1Department of Immunology, QIMR Berghofer Medical Research
Institute, Herston Rd, Brisbane; 2School of Medicine, University of
Queensland and 3Cancer Care Services, Royal Brisbane and Women’s
Hospital, Brisbane, Australia 
Acknowledgments: Atg7fl/fl mice were kindly provided by James

Harris, Monash University. 
We gratefully acknowledge the support of the QIMR Berghofer
Animal Facility and flow cytometry facility. We thank Leesa Wockner
for expert statistical advice. SWL is a CSL Centenary Fellow. 
Funding: this work was supported by an NHMRC project grant to
KPAM and SWL (APP1011787).  
Correspondence: steven.lane@qimrberghofer.edu.au  
doi:10.3324/haematol.2017.166389
Information on authorship, contributions, and financial & other disclo-
sures was provided by the authors and is available with the online version
of this article at www.haematologica.org.

References

1. Auberger P, Puissant A. Autophagy, a key mechanism of oncogenesis
and resistance in leukemia. Blood. 2016;129(5):547-552.

2. Mortensen M, Soilleux EJ, Djordjevic G, et al. The autophagy protein
Atg7 is essential for hematopoietic stem cell maintenance. J Exp

Med. 2011;208(3):455-467.
3. Mortensen M, Ferguson DJ, Edelmann M, et al. Loss of autophagy in
erythroid cells leads to defective removal of mitochondria and severe
anemia in vivo. Proc Natl Acad Sci USA. 2010;107(2):832-837.

4. Xu X, Araki K, Li S, et al. Autophagy is essential for effector CD8(+)
T cell survival and memory formation. Nat Immunol.
2014;15(12):1152-1161.

5. Le Texier L, Lineburg KE, Cao B, et al. Autophagy-dependent regula-
tory T cells are critical for the control of graft-versus-host disease. JCI
Insight. 2016;1(15):e86850.

6. Leveque-El Mouttie L, Vu T, Lineburg KE, et al. Autophagy is
required for stem cell mobilization by G-CSF. Blood.
2015;125(19):2933-2936.

7. Liu Q, Chen L, Atkinson JM, et al. Atg5-dependent autophagy con-
tributes to the development of acute myeloid leukemia in an MLL-
AF9-driven mouse model. Cell Death Dis. 2016;7(9):e2361.

8. Sumitomo Y, Koya J, Nakazaki K, et al. Cytoprotective autophagy
maintains leukemia-initiating cells in murine myeloid leukemia.
Blood. 2016;128(12):1614-1624.

9. Lane SW, Gilliland DG. Leukemia stem cells. Semin Cancer Biol.
2010;20(2):71-76.

10. Krivtsov AV, Twomey D, Feng Z, et al. Transformation from com-
mitted progenitor to leukaemia stem cell initiated by MLL-AF9.
Nature. 2006;442(7104):818-822.

11. Bruedigam C, Bagger FO, Heidel FH, et al. Telomerase inhibition
effectively targets mouse and human AML stem cells and delays
relapse following chemotherapy. Cell Stem Cell. 2014;15(6):775-790.

12. Chen X, Clark J, Wunderlich M, et al. Autophagy is dispensable for
Kmt2a/Mll-Mllt3/Af9 AML maintenance and anti-leukemic effect of
chloroquine. Autophagy. 2017:1-12.

13. Cao Y, Zhang S, Yuan N, et al. Hierarchal autophagic divergence of
hematopoietic system. J Biol Chem. 2015;290(49):29240.

14. Krivtsov AV, Feng Z, Lemieux ME, et al. H3K79 methylation profiles
define murine and human MLL-AF4 leukemias. Cancer Cell.
2008;14(5):355-368.

15. Shields BJ, Jackson JT, Metcalf D, et al. Acute myeloid leukemia
requires Hhex to enable PRC2-mediated epigenetic repression of
Cdkn2a. Genes Dev. 2016;30(1):78-91.

16. Piya S, Andreeff M, Borthakur G. Targeting autophagy to overcome
chemoresistance in acute myleogenous leukemia. Autophagy.
2016;13(1):214-215.

haematologica 2017; 102:e347

LETTERS TO THE EDITOR


