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Resistance to tyrosine kinase inhibitors (TKIs) remains a clinical challenge in Ph-positive variants of chronic myeloid leukemia. We provide
mechanistic insights into a previously undisclosed MEK1/2/BCR::ABL1/BCR/ABL1-driven signaling loop that may determine the efficacy of
arsenic trioxide (ATO) in TKI-resistant leukemic patients. We find that activated MEK1/2 assemble into a pentameric complex with
BCR::ABL1, BCR and ABL1 to induce phosphorylation of BCR and BCR::ABL1 at Tyr360 and Tyr177, and ABL1, at Thr735 and Tyr412 residues
thus provoking loss of BCR’s tumor-suppression functions, enhanced oncogenic activity of BCR::ABL1, cytoplasmic retention of ABL1 and
consequently drug resistance. Coherently, pharmacological blockade of MEK1/2 induces dissociation of the pentameric MEK1/2/BCR::ABL1/
BCR/ABL1 complex and causes a concurrent BCRY360/Y177, BCR::ABL1Y360/Y177 and cytoplasmic ABL1Y412/T735 dephosphorylation thereby
provoking the rescue of the BCR’s anti-oncogenic activities, nuclear accumulation of ABL1 with tumor-suppressive functions and
consequently, growth inhibition of the leukemic cells and an ATO sensitization via BCR-MYC and ABL1-p73 signaling axes activation.
Additionally, the allosteric activation of nuclear ABL1 was consistently found to enhance the anti-leukemic effects of the MEK1/2 inhibitor
Mirdametinib, which when combined with ATO, significantly prolonged the survival of mice bearing BCR::ABL1-T315I-induced leukemia.
These findings highlight the therapeutic potential of MEK1/2-inhibitors/ATO combination for the treatment of TKI-resistant leukemia.
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INTRODUCTION
Despite the clinical success of BCR::ABL1 tyrosine kinase inhibitors
(TKIs) therapy for treatment of chronic myeloid leukemia (CML), a
substantial number of patients will experience resistance to this
pharmacological approach and relapse due to BCR::ABL1-depen-
dent or independent mechanisms [1]. The use of the first-
generation TKI drug, Imatinib, and the introduction of more
potent the second-generation agents, Dasatinib, Nilotinib and
Bosutinib TKIs [1], have improved the 10-year survival of patients
newly diagnosed with CML, however none of these agents are
active on patients harboring the BCR::ABL1T315I mutation [2].
The third-generation TKI Ponatinib, administered as monotherapy

[3] or in combination with other agents [4], remains the only

clinically available drug to overcome the oncogenic effect of the
T315I gatekeeper mutation and most of the compound mutations of
the oncogenic fusion protein. However, its clinical use is hampered
by the serious adverse effects that have been documented [5].
More recently, Asciminib, an allosteric BCR::ABL1 antagonist

specifically targeting the ABL1 Myristoyl Pocket (STAMP), has been
demonstrated to have superior efficacy compared to Bosutinib
and an improved safety profile in patients with CML-CP after at
least 2 prior TKIs [6, 7]. Moreover combinations of Asciminib and
ATP-competitive TKIs are under clinical investigation [4, 8, 9].
In addition, clinical responses to TKI drugs are short lived in

advanced phases of the disease or in Philadelphia positive (Ph+)
acute lymphoblastic leukemia (ALL) [10], and therefore new
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treatment strategies are needed for the subset of patients who fail
to respond or develop resistance to treatments with these
targeted agents.
Arsenic trioxide (ATO), an FDA-approved drug for treatment of

acute promyelocytic leukemia [11], also shows a great potential
for treatment of other hematologic cancers and solid tumors
either as a single agent or in combination therapies [12].
We have previously demonstrated both in vitro and in vivo that

the pharmacological blockade of MEK synergistically potentiates
the antitumor effects of ATO in acute myeloid leukemia (AML),
CML and multiple myeloma (MM) via activation of multiple
apoptotic pathways [13–16].
Based on these our previous findings, we have expanded our

investigations on the biological and mechanistic activities of the
combination MEK1/2 inhibitors (MEKi) plus ATO in TKIs-resistant
Ph+ leukemic cells, particularly focusing on the interplay between
MEK1/2 and BCR::ABL1, normal ABL1 and normal breakpoint
cluster region protein (BCR) kinases.
Notably, leukemia cells expressing BCR::ABL1 oncogenic tyr-

osine kinase generally also contain the non-translocated abl and
bcr alleles encoding normal ABL1 and BCR kinases that can have
tumor suppressive functions, and therefore, play important roles
in the pathogenesis of disease and/or in response to therapeutic
treatments [17–19].
Our findings reveal a novel oncogenic functional interplay between

MEK1/2, ABL1 and BCR signaling kinases, which if pharmacologically
disabled by antagonizing MEK1/2 actions renders leukemia cells more
responsive to the antitumor agent ATO with consequent implications
for the treatment TKI-resistant Ph+ leukemias.

MATERIALS AND METHODS
Reagents
Highly specific MEK1/2 inhibitor (MEKi) Mirdametinib (PD0325901; Pfizer
Global Research & Development, Ann Arbor, MI). Solid ultrapure arsenic
trioxide (As2O3; ATO) and the ABL1 allosteric activator 5-[3-(4-fluorophe-
nyl)-1-phenylpyrazol-4-yl] imidazolidine-2,4-dione (DPH) from Sigma-Merck
Saint-Louis, MO, USA.

Cell cultures
Imatinib-sensitive Ba/F3p210 wild-type (Ba/F3p210WT) and -resistant Ba/
F3p210 mutant lines Ba/F3p210Y253F and Ba/F3p210T315I established from

murine Ba/F3 cells were generated as previously reported [20] and kindly
provided by Dr. Michael W. Deininger. Human Ph+ Imatinib-resistant cell
lines K562-R, LAMA84-R, AR230-R and KCL22-R kindly provided by Dr. Junia V.
Melo were generated by exposing parental cell lines to gradually increasing
doses of Imatinib and then maintained in 1 μM Imatinib [21]. The
experiments on these cell lines were performed in fresh media after Imatinib
washout. CML cell lines (105 cells/ml) were seeded in fresh RPMI 1640 (Sigma-
Merck) supplemented with 10% fetal bovine serum (FBS) (Sigma-Merck),
2mM L-glutamine and penicillin G (100 U/ml)/streptomycin (100mg/ml)
(Sigma-Merck) in the presence of DMSO (vehicle) or PD325901 (0.5 μM) for
3 h and then were incubated with ATO at 2 μM or DPH at 10 μM. Human Ph+
ALL acute lymphoblastic leukemia cell line SUP-B15 [22] kindly provided by
IZSLER biobank was from ATCC, maintained in IMDM medium (Sigma-Merck)
supplemented with 20% fetal bovine serum (FBS), 2mM L-glutamine and
penicillin G (100U/ml)/streptomycin (100mg/ml) and treated as described
for CML cells.
Supplementary Table 1 shows the IC50 values for Imatinib in the Imatinib-

resistant cell lines used. Human bone marrow-derived stromal cell line HS-5 was
from ATCC (Manassas, VA, USA), murine stromal cell line MS-5 and NB4 acute
leukemia cell line were from DSMZ (Braunschweig, Germany).
Freshly isolated or cryopreserved bone marrow or peripheral blood cells

from 10 CML and 3 ALL Ph+ patients at relapse were taken in accordance
with the Declaration of Helsinki. The study was approved by local Ethical
Authority (012/2009/U/Tess, Bologna; n. 145/2014, Parma; n. 1828/2010,
Verona; n. 943/2006, Milano). Primary Leukemia blasts were separated on a
Ficoll-Hypaque density gradient. Patient characteristics are reported in
Table 1. For samples with percentage of blasts less than 90%, leukemia
blasts were enriched to >90% by immunomagnetic sorting using anti-
CD34 beads (Miltenyi Biotec) before the treatments as we previously
described [23].
Freshly isolated or cryopreserved/thawed CD34+ leukemia blasts

(2.5 × 105 cells/ml) were seeded in complete IMDM medium and treated
as described for cell lines.

Apoptosis assays, siRNA and plasmid transfections, molecular,
immunocytochemistry and statistical analysis
These methods have been previously published [13–16] and are described
in the Online Supplementary Methods.

Animal studies
Protocols for animal experimentation were approved by the University of
Parma Ethics Committee and by the Italian Ministry of Health. Animal
Treatment Protocols, histological and immunohistochemical procedures
are described in detail in the Online Supplementary Methods.

Table 1. Clinical characteristics of Ph+ patients.

Age at
relapse

Disease
state

% BM
blasts

Received therapy BCR::ABL1
mutational
status

Sokal at
diagnosis

BCR::ABL1
transcript
type

% BCR::ABL1
at relapse
(%IS)

CML#1 ND Relapse 95 Imatinib No mutation ND ND ND

CML#2 46 Relapse 70 Dasatinib No mutation 0.7 b2a2 0.13

CML#3 30 Relapse >90 Imatinib T315I ND b2a2 ND

CML#4 63 Relapse >60 Dasatinib V299L 1.24 e14a2 118.3

CML#5 55 Relapse 80 Imatinib No mutation 1.35 b2a2 46.5

CML#6 45 Relapse 76 Bosutinib T315I ND b3a2/b2a2 ND

CML#7 45 Relapse 44 Imatinib F317L 0.66 ND 75.6

CML#8 55 Relapse 35 Ponatinib No mutation 0.86 ND ND

CML#9 26 Relapse 23 Dasatinib No mutation ND b2a2 53.9

CML#10 25 Relapse 12 Bosutinib No mutation ND b2a2 90.42

ALL#1 Ph+ 75 Relapse >90 Dasatinib T315I ND e1a2 69.72

ALL#2 Ph+ 50 Relapse >90 Chemotherapy/
Bosutinib

T315A ND e1a2 36.45

ALL#3 Ph+ 55 Relapse 90 Dasatinib+ Steroids/
allo-SCT

T315I ND e1a2 ND
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RESULTS
MEK1/2 inhibition synergizes with ATO to induce cytotoxicity
in TKIs-resistant Ph+ leukemic cells
We first analyzed the pharmacologic interactions between the
MEKi Mirdametinib (PD0325901; indicated as PD) and ATO using a

fixed-ratio experimental design on Ph+ leukemia cell lines
displaying different degrees of resistance to the first, second,
and third generation of BCR::ABL1 TKIs [20, 21].
Combined treatment of cells with PD plus ATO resulted in the

synergistic induction of apoptosis in all the tested cell lines,
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regardless of their sensitivity to TKIs (Fig. 1A and Supplementary
Fig. 1A).
Attachment of leukemia cells to the stroma-derived cell lines

HS-5 (human) or MS-5 (murine) conferred a significant protection
against ATO-induced cell death in three out of the six tested cell
lines (LAMA84-R, AR230-R and SUP-B15), but this protective effect
was abrogated by the pharmacological inhibition of MEK1/2
(Fig. 1B).
Consistent with observations on leukemic cell lines, PD

significantly increased ATO-induced cell death in TKI-resistant
primary blasts derived from patients with CML or ALL harboring
native or mutated BCR::ABL1 (p < 0.001; n= 13), when treated
either in the presence or absence of the stromal HS-5 cell line
(Fig. 1C, Supplementary Fig. 1B and Table 1).
These findings highlighted a clear connection between loss-of-

function of MEK1/2 and ATO sensitivity that may be independent
of the microenvironment.
Finally, combination of PD and ATO significantly reduced the

clonogenic potential of TKIs-resistant Ph+ cell lines and primary
CML CD34+ cells, as compared to either agent alone (Fig. 1D, E
and Supplementary Fig. 2).

MEK1/2 regulate the activity and subcellular localization of
ABL1 in Ph+ leukemic cells
Previous studies have shown that ATO activates ERK1/2 and their
associated pathways in leukemic cells [14, 15, 24]. We therefore
tested if this was also the case for the TKIs-resistant Ph+ leukemic
cells. ATO enhanced ERK1/2 activity in four out of the six tested cell
lines (BaF3p210T315I, K562-R, KCL22-R and SUP-B15) and in four out of
the five primary-derived leukemic samples (except for ALL#1), while
PD treatment of the cells reduced the basal phosphorylation status
of ERK1/2 and blunted the further activation of these kinases in
response to ATO in all the analyzed samples (Fig. 2A).
Then, in order to investigate the molecular mechanisms by

which PD enhanced the cell death-inducing potential of ATO in
the TKIs-resistant Ph+ leukemic cells we first evaluated whether
PD and/or ATO treatments affected the expression and activity of
the BCR::ABL1 oncoprotein and its downstream direct substrate
CrkL, an adapter protein commonly used as read-out for the
BCR::ABL1 and ABL1/2 activities [18, 25]. Interestingly, although
either treatment failed to substantially affect the expression and
activity of BCR::ABL1 in the majority of the leukemia cell lines and
patient-derived leukemic blasts, we observed that treatment with
PD reduced to a different extents the basal tyrosine phosphoryla-
tion levels of ABL1 (Y412) and CrkL (Y207) (Fig. 2A and
Supplementary Fig. 3), and/or blunted the phosphorylation of
these proteins in response to ATO in most of tested samples; this
was true with the exception of the KCL22-R and SUP-B15 cell lines
in which MEK1/2 inhibition did not negatively modulate ABL1Y412

phosphorylation despite reducing that of CrkLY207 and CML#3 in
which MEK1/2 inhibition did not modulate neither ABL1Y412 nor
CrkLY207 phosphorylations (Fig. 2A).
Moreover, as predictable, drug treatments did not substantially

alter CrkLY207 phosphorylation in LAMA84-R and AR230-R leuke-
mia cell lines lacking abl gene expression [21] (Fig. 2A).
As ABL1 may exhibit both pro- and anti-apoptotic functions

depending on its nuclear vs. cytoplasmic localization [18, 19, 26, 27]
and its intracellular localization is regulated by phosphorylation of its
Thr735 residue which promotes cytoplasmic sequestration by the
14-3-3 protein [28], we explored whether MEK1/2 inhibition also
affected Thr735 phosphorylation and/or the subcellular localization
of ABL1 in leukemia cells.
MEK1/2 inhibition significantly decreased the basal ABL1T735

phosphorylation status and/or blunted the ATO-induced Thr735
phosphorylation of ABL1 in the four leukemic cell lines expressing
wild-type ABL1 and in patient-derived leukemic blasts but failed to
produce any effect in LAMA84-R and AR230-R (Fig. 2A).
The stronger Thr735 phosphorylation of ABL1 observed after

ATO compared to control treatment correlated well with the
accumulation of the kinase in the cytoplasm and, consequently,
with the reduction of its nucleus-to-cytosol (N/C) ratio observed in
ATO-treated vs. other treatments (Fig. 2B). Conversely, PD
treatment either alone or in combination with ATO caused a
significant translocation of ABL1 from the cytoplasm to nucleus,
thereby elevating its N/C ratio as compared to control or ATO
treatments (Fig. 2B), a result that was further confirmed by
immunocytochemistry analysis (Fig. 2Ci).
Because the different drugs treatments regulated the shuttling

between the nucleus and the cytoplasm of the ABL1 but not that
of BCR::ABL1 kinase (Fig. 2Cii), we were able to confirm that the
shuttling protein kinase that accumulates in the nucleus or in the
cytoplasm in response to the various treatments was indeed ABL1
kinase (Fig. 2Ci).
Furthermore, upon MEK1/2 inhibition the levels of the Y412

phosphorylated forms of ABL1 were drastically reduced in the
cytoplasm while being increased in the nucleus (Fig. 2B); the
opposite effects on ABL1Y412 phosphorylation caused by PD in
the two subcellular compartments can partly explain the relatively
lower fold reduction in ABL1Y412 phosphorylation observed in
whole-cell vs. cytoplasmic extracts derived from the same cancer
cell samples exposed to PD treatment (Fig. 2A, B).

Activation of normal ABL1 kinase enhances the efficacy of
MEK1/2 inhibitor PD0325901 in leukemia cells expressing
oncogenic ABL1 kinase mutants
Given that MEK1/2 inhibition caused nuclear accumulation of
endogenous phospho-ABL1Y412 we hypothesized that an increased
stimulation of nuclear ABL1 activity may potentiate the antitumor

Fig. 1 Pharmacological blockade of MEK1/2 synergistically potentiates the cytotoxic effects of ATO in TKI-resistant Ph+ leukemia.
A Imatinib-sensitive and -resistant cell lines were treated sequentially with escalating doses of PD0325901 (0.2–2 μM) for 3 h and subsequently
with ATO (0.5–5 μM) alone or in combination at the constant molar ratio of 1:2 and after 48 h cell death was measured by Annexin V-FITC/PI
labeling; Combination index Plots (fa-CI) were generated using the Chou-Talalay method and the Calcusyn software. Mean Combination Index
values (CI) ± SD was estimated from CI at ED50, ED75 and ED90 values of the combination PD+ ATO. CI values < 1 indicate synergism, CI
value= 1 indicate additive effect and CI values > 1 indicate antagonistic effect. B Relative levels of cell death were measured by Annexin V-PE/
7-AAD labeling in Imatinib-resistant cell lines and the murine Ba/F3p210T315I cells after 48 h of treatment with PD0325901 and ATO in absence
or presence of a stromal feeder layer of either human, HS-5/GFP (+HS-5), or murine origin, MS-5/GFP (+MS-5; see Supplementary Methods).
Values represent means ± SD of three independent experiments. (*p < 0.01 and #p < 0.02 vs. either treatment alone; °p < 0.05 ATO+ HS-5 vs.
ATO; Dunnett test). C Relative levels of cell death measured in primary cells from 10 CML and 3 ALL Ph+ patients grown in the presence or
absence of HS-5 cells after 24 h of treatment with PD0325901 and ATO as in (B). Median line in box plots is delimited by the 25th and 75th
percentiles; (*p < 0.001 PD+ ATO vs. either treatment alone; Dunnett test). Imatinib-resistant CML cell lines (D) and primary leukemic cells
from patients with Ph+ CML (E) (CML#4, #5, #6, #7, #9) were growing in semi-solid methylcellulose medium (103 cells/ml) in presence of
PD0325901 (0.5 μM), ATO (1 μM for CML cell lines, 0.5 μM for primary samples) or the combination PD+ ATO. Live colonies were detected after
10 days (CML cell lines) or 14 days (primary samples) of culture by MTT (1mg/ml) staining and counted using ImageJ quantification software.
Data are expressed as percent of colony numbers. The results are the means ± SD of three different measurements performed in triplicate
(*p < 0.01, Dunnet test).
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effects of PD in TKIs-resistant Ph+ leukemic cells. As may have been
expected, administration of the ABL1 allosteric activator, DPH [29], to
PD pre-treated leukemia cells significantly enhanced the cytostatic
and/or cytotoxic effects of the MEKi in leukemic cell lines containing
wild-type abl allele, but not in cells lacking this allele (Fig. 3Ai, ii). In
analogy to what was observed in leukemic cell lines, we found that
DPH significantly (p < 0.001; n= 9) increased PD-induced cell death
in primary leukemic cells from patients clinically resistant to TKIs
(Fig. 3Aiii and Supplementary Fig. 4).

Furthermore, the combined treatment of PD and DPH
significantly decreased the clonogenic potential of either TKIs
resistant CML cell lines, or primary leukemic cells, when compared
to either mono-treatment (Fig. 3Bi, ii and Supplementary Fig. 5).
Finally, we also found that in NB4 cells, a non-CML/BCR::ABL1-

negative myeloid leukemia cell line expressing wild-type ABL1,
MEK1/2 blockade induced a nuclear accumulation of ABL1 (Fig. 3C)
and that the ABL1 allosteric activator DPH significantly increased
the anti-leukemic effects of PD (Fig. 3Ai, ii).
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These observations would support the hypothesis that the
putative function of MEK1/2 as regulators of subcellular localiza-
tion and nuclear trafficking of ABL1 is common among the
different types of leukemia and is BCR::ABL1 independent.

MEK1/2 physically and functionally interact with normal BCR
and ABL1 protein kinases in TKIs-resistant Ph+ leukemic cells
Since phosphorylation at Y360 and Y177 residues by both ABL1
and BCR::ABL1 disables the anti-oncogenic activity of the p160
BCR normal protein [30–33] we explored whether the pharmaco-
logical blockade of MEK/ERK signal transduction pathway impact-
ing on the activity and subcellular localization of ABL1 would
secondarily affect the tyrosine phosphorylation of p160 BCR.
Compared to control, we found that MEK1/2 inhibition

significantly reduced Y360 and/or Y177 phosphorylation of p160
BCR in all the four leukemic lines encoding normal ABL1 kinase
and in patient-derived leukemic blasts (Fig. 4A).
Treatment with ATO, differentially increased the basal phos-

phorylation of Y360 BCR in Ba/F3p210T315I, K562-R and LAMA84-R
cell lines and in four out of the five primary-derived leukemic
samples and Y177 BCR in Ba/F3p210T315I cell line and CML#1 and
CML#3 patient-derived primary samples. By contrast pre-
treatment with PD prevented these increments (Fig. 4A).
Consistently with the fact that dephosphorylation of BCR at

Y360 residue is critical for its transphosphorylation kinase activity
[30–33] and that, once activated the kinase exerts its anti-
oncogenic effects by reducing c-Myc stability in BCR::ABL1-
positive cells [34], we observed that the inhibition of MEK1/2 by
PD led to a decrease in c-Myc protein expression in all but two
samples analyzed. Finally, treatment with PD, either alone or in
combination with ATO, also caused decreased Y360 phosphoryla-
tion of BCR::ABL1 in all the samples analyzed and Y177 residue in 6
out of the 11 samples analyzed (except for K562-R, LAMA84-R,
ARR230-R, SUP-B15 and ALL#2) (Fig. 4A and Supplementary Fig. 6).
To then better understand the interplays between MEK1/2,

BCR::ABL1, non-mutated ABL1 and BCR we ectopically expressed
a constitutively active form of MEK1 (ca)MEK1 (MEK1S218D/
S222D) in K562 cells displaying a close to 3-fold lower basal
MEK1/2 activity than K562-R [35] (Supplementary Fig. 7) and
assessed whether this manipulation affected the phosphorylation
pattern of the mutated oncogenic and non-mutated counter-
parts, and the leukemic cells’ responsiveness to ATO. We found
that the ectopic expression of (ca)MEK1 caused enhanced
phosphorylation of not only the MEK1/2 preferred substrates
ERK1/2 [36], but also of BCR::ABL1Y177/Y360 and ABL1Y412/T735 and
their direct substrates BCRY177/Y360 and CrkLY207 (Fig. 4B).

Conversely, siRNA knockdown of MEK1/2 in these (ca)MEK1-
overexpressing cells consistently attenuated the enhanced
phosphorylations (Fig. 4B).
In accordance with the fact that MEK1 can elicit pro-survival

signals in the leukemia cells we also found that (ca)MEK1-
overexpressing cells were less sensitive to ATO-induced cell death
as compared to vector control transfected cells and that genetic
disruption of MEK1/2 functions in these (ca)MEK1-overexpressing
cells was able to restore their responsiveness to ATO (Fig. 4Ci, Cii
and Supplementary Fig. 8).
The fact that genetic and/or pharmacological perturbation of

MEK1/2 affected ABL1 and BCR activities suggested that either
MEK1/2 or their downstream substrates could be directly
responsible for the phosphorylation events in these two kinases.
Reciprocal co-immunoprecipitation analysis showed that MEK1/2
were associated with BCR::ABL1, BCR and ABL1, and that these
associations were abrogated upon the pharmacological blockade
of MEK1/2 (Fig. 4D).
All together these findings demonstrate that MEK1/2 can

effectively enhance the oncogenic potential of BCR::ABL1 either
by directly phosphorylating the fusion oncoprotein at the Y360
and/or Y177 residues [33, 37, 38] or by phosphorylating at the
same Tyr residues, and therefore inactivating, its non-mutated
counterpart BCR exhibiting tumor-suppressive activities against
BCR::ABL1 [30–34].
Then, to rule out the possibility that the oncoprotein protein

BCR::ABL1 could act as a bridging adapter molecule for connecting
MEK1/2 to ABL1 and/or BCR kinases, we performed parallel co-
immunoprecipitation experiments using the BCR::ABL1-negative
NB4 leukemia cells. We found that, under basal conditions, MEK1/
2 form complexed with BCR and ABL1 and that such tetrameric
complexes are susceptible to pharmacological blockade of MEK1/
2 function also in the absence of BCR::ABL1 (Fig. 4Ei). Moreover,
similarly to what we observed in the BCR::ABL1-positive leukemic
cells, blockade of MEK1/2 caused BCRY360/Y177 and ABL1T735/Y412

dephosphorylation in the BCR::ABL1-negative NB4 cell line
(Fig. 4Eii). Collectively, these findings suggest that the physical
and functional interplays between MEK1/2, BCR and ABL1 kinases
ensue in a BCR::ABL1-independent manner.

MEK1/2 inhibitor PD0325901 plus ATO combination acts
through the ABL1-p73-P53AIP1 signaling axis to induce
apoptosis in TKI-resistant Ph+ leukemic cells
Since nuclear ABL1 is capable of activating and stabilizing
endogenous p73 in response to various DNA-damaging agents
including ATO [13, 15, 16, 39, 40] and our previous studies

Fig. 2 MEK1/2 impact on the activity and subcellular localization of ABL1 kinase in TKI-resistant Ph+ leukemia. A Western blot analysis of
endogenous phospho-ERK1/2 (Thr202/Tyr204), ERK1/2, phospho-BCR::ABL1 (Tyr412), BCR::ABL1, phospho-ABL1 (Tyr412), phospho-ABL1 (Thr735),
ABL1, phospho-CrkL (Tyr207), CrkL and Actin in Ba/F3p210T315I, Imatinib-resistant Ph+ cell lines and primary cells derived from patients with Ph+
leukemia following 24 h of treatment with PD0325901 (0.5 μM) and ATO (2 μM), alone or in combination. The horizontal arrowheads indicate the
position of the 200 kDa protein marker for Ph+ ALL cell line and primary blasts from Ph+ ALL patients. Phospho-BCR::ABL1 (Tyr412) and phospho-
ABL1 (Tyr412), BCR::ABL1 and ABL1 are from the same blot. Revealed bands were subjected to densitometric scanning and the ratio of each
protein to Actin loading control was calculated. Levels of phosphorylated proteins were normalized to total expression levels. The relative fold
change of protein levels was normalized with respect to the level of the untreated control, which was taken as 1. The histograms below represent
the mean ± SD of four independent experiments on Ph+ cell lines and of n= 5 primary samples (°p < 0.05, *p < 0.01, vs. untreated control,
Dunnett’s test). B Immunoblotting for phospho-ABL1 (Tyr412) and ABL1 using Tubulin β and Lamin A/C as loading controls, on cytoplasmic (cyto)
and nuclear (nucl) lysates of Ba/F3p210T315I, K562-R, KCL22-R and primary cells from Ph+ leukemia patients that had been sequentially treated
with PD0325901 (0.5 μM) and ATO (2 μM) alone or in combination for 24 h. Bands were subjected to densitometric scanning: cytoplasmic and
nuclear blots were normalized to total Tubulin β and Lamin A/C respectively. The relative fold change of cytoplasmic or nuclear ABL1
and phospho-ABL1 (Tyr412) level was normalized with respect to control condition, which was taken as 1. The ratio of nuclear to cytoplasmic ABL1
and phospho-ABL1 (Tyr412) protein expression (Nucl/Cyto) is shown. In histogram are shown average quantification results ± SD of three
independent blots on Ph+ cell lines and of n= 3 primary samples (°p < 0.05, *p < 0.01, Dunnett’s test). C Immunocytochemistry (i) and Western
blot (ii) analysis of K562-R cells treated with PD0325901 (0.5 μM) and/or ATO (2 μM) for 24 h. (i) Immunocytochemistry staining of ABL1 (Red) and
DAPI (blue) for nuclear staining. The microphotographs are representative of similar observation in three independent experiments. (ii) Whole-cell
lysates and nuclear extracts of PD and/or ATO-treated K562-R immunoblotted for BCR::ABL1, ABL1, Tubulin β and Lamin A/C as loading controls.
Bands from nuclear extracts were subjected to densitometric scanning and normalized to Lamin A/C expression. ABL1 protein expression under
control conditions was set as 1 for comparison and is shown below the blot.
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demonstrated the involvement of the p73 pathway in the
cytostatic and/or cytotoxic effects exerted by PD and/or ATO
treatments on AML, CML and MM cells [13, 15, 16], we sought to
determine whether p73 is a molecular target of the combined
treatment also in TKIs-resistant BCR::ABL1 leukemic cells.

The p73 protein (a paralogue of the p53 tumor suppressor),
widely known to regulate several p53 target genes including p21,
Bax, and p53-regulated apoptosis inducing protein 1 (p53AIP1), is
translated as multiple transactivation competent (TA) pro-
apoptotic and anti-proliferative COOH-terminal splicing isoforms
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(α, β, γ, δ, ε, ζ) of which the two predominant forms are p73 α and
p73β [41]. In addition, dominant-negative (ΔN) p73 variants
expressed from a second promoter, lack the amino-terminal
transactivation domain, act as trans-repressors of p53- and p73-
dependent transcription, and have anti-apoptotic and pro-
proliferative potential [41]. The balance between TA and ΔN-
p73, or their relative ratio, is important in cancer and in the
response to chemotherapy. We therefore evaluated the TA-p73α,
TA-p73β and ΔN-p73 relative expression levels in leukemia cells
and then assessed the TA/ΔN-p73 ratio.
PD mono-treatment increased the ratio of TA/ΔN-p73 by either

elevating TA-p73 and/or reducing ΔN-p73 in all but one of the
10 samples examined. ATO single treatment elevated TA/ΔN-p73
ratio in 7 out of the 10 samples analyzed. However, either of the
single treatments were less efficient in affecting the TA/ΔN-p73
ratio as compared to the PD/ATO combined treatment except for
ALL#2 (Fig. 5A). Because p73 isoforms are subjected to specific
posttranslational modifications that stabilize and induce the
transactivation function of TA-p73 [13, 39–41] we also evaluated
whether PD and/or ATO treatments modulated the Y99 phos-
phorylation and/or the K321 acetylation states of p73, the two
posttranslational modifications, induced by activated ABL1 and
acetyltransferase p300 respectively, that are known to boost the
anti-proliferative and/or pro-apoptotic transcriptional activities of
TA-p73 isoforms [39–41].
Compared to the control, treatment with PD increased the

nuclear levels of phospho-Y99 p73 in TKI-resistant cell lines
encoding normal ABL1 kinase and in all patient-derived blast
samples examined, whereas ATO either alone or in combination
with PD preferentially caused nuclear accumulation of acetylated
p73K321 (Fig. 5B). Accordingly, combined PD/ATO treatment could
be demonstrated to consistently increase the levels of phospho-
acetylated TA-p73Y99/K321.
Given that these specific posttranslational modifications events

bolster p73 apoptotic functions by potentiating the selective
recruitment of p73 onto the promoters of apoptotic target genes
vs. gene involved in cell cycle arrest and re-entry [13,
15, 16, 39–41], we examined the effects of the drug treatments
on the expression levels of p53AIP1, Bax, Bak, Puma, Noxa and
Bim, all known to be established p53/p73 pro-apoptotic target
genes [16, 41, 42].
We found that treatment with PD increased the levels of Bim,

whose stability is also post-transcriptionally regulated by ERK
[43], in all the cell samples analyzed, while it decreased the basal
levels of NOXA, except in SUP-B15 cell line. PD treatment was
also able to decrease the basal levels of Bax, Bak and/or PUMA
although to a different extent across the cell samples examined
(Fig. 5C).
ATO alone, and to a lesser extent when used in combination

with PD, increased the levels of Bax, Bak, PUMA and/or NOXA as

compared to control in all the cell samples analyzed, whereas
the combined treatment with the two agents upregulated
p53AIP1 in Ba/F3p210T315I, K562-R, KCL22-R, AR230-R and SUP-
B15 cell lines and in all the analyzed patient samples. Moreover,
the combined treatment increased the levels of Bak protein as
compared to single treatments in KCL22-R and in ALL#1
leukemic cells (Fig. 5C).
As predictable, increased levels of Bim, alongside augmented

expression of p53AIP1 and/or Bak correlated well with the
enhanced Caspase-3 and PARP cleavage observed in the leukemia
cells treated with the combination of PD and ATO (Fig. 5C). In
agreement with the biochemical findings indicating the activation
of the mitochondrial apoptotic pathway, we also found that
combined treatment with PD and ATO strikingly potentiated the
loss of Δψ m induced by ATO alone in both primary leukemia
blasts (Fig. 5D) and leukemia cells lines (Supplementary Fig. 9).
Finally, to determine the biologic relevance of the p73 pathway in
mediating PD/ATO-induced apoptosis, the endogenous TA-p73 or
ΔN-p73 transcripts were selectively knocked-down in Ba/
F3p210T315I and K562-R cells through specific siRNA probes. We
found that loss of TA-p73 significantly attenuated, whereas loss of
ΔN-p73 significantly enhanced, the cell death induced by ATO
and/or PD/ATO treatments (Fig. 5E).

Pharmacological blockade of MEK1/2 agonizes the anti-
leukemic effect of ATO in vivo
To assess the in vivo therapeutic efficacy of combining MEKi
Mirdametinib (PD0325901) and ATO treatments we tested the
effect of these drugs in a mouse model of TKI-resistant,
BCR::ABL1-dependent disease. We found that animal survival
was significantly improved in mice treated with the combination
PD/ATO vs. those that received monotherapies or Imatinib or
vehicle alone (p < 0.0015) (Fig. 6A). Consistently with these
results, mice treated for 20 days with vehicle, PD, ATO or
Imatinib exhibited more pronounced hepatosplenomegaly as
compared to those treated with PD/ATO combination (Fig. 6B).
Moreover, histopathological analysis consistently revealed a
massive infiltration of leukemic cells in the livers and spleens of
vehicle or Imatinib-treated mice but not in those from PD/ATO-
treated mice that displayed markedly reduced tumor cell
infiltration and retained their normal tissue architecture of
these organs (Fig. 6C).
Immunohistochemical analyses of liver and spleen sections

from PD/ATO-treated animals also revealed a significant reduction
in the frequency of Ki67-positive cells and increased frequency of
leukemic cells with activated Caspase-3, when compared to that
seen in the organs of animals treated with vehicle or Imatinib
(Fig. 6C). This observation was in agreement with the reduction in
disease burden and the improved survival rate observed in mice
treated with the PD/ATO combination therapy.

Fig. 3 Activation of native ABL1 kinase enhances the efficacy of MEK1/2 inhibitor PD0325901 in leukemia cells expressing oncogenic
ABL1 kinase mutants. A (i–ii) Imatinib-resistant Ph+ cell lines as well as murine Ba/F3p210T315I were incubated with PD0325901 (0.5 μM) and
subsequently with the ABL1 activator DPH (10 μM). After 48 h, cell proliferation was evaluated by counting the total number of viable cells and
cell death was measured by Annexin V-FITC/PI labeling. Both cytostatic (i) and cytotoxic (ii) effects of PD/DPH treatment on Ph+ leukemia cells
were compared with BCR::ABL1-negative leukemia cell line NB4. Values represent means ± SD of three independent experiments. (°p < 0.005
and *p < 0.001 vs. either treatment alone; Tukey–Kramer tests). (iii) Analogous analyses performed on primary leukemic cells from 7 CML and 2
Ph+ ALL patients treated with PD0325901 (0.5 μM) and DPH (10 μM). After 24 h cell death was measured by Annexin V-FITC/PI staining or sub-
G1 DNA content. Median line in box delimited by 25th and 75th percentiles (*p < 0.001 vs. either treatment alone; Dunnett test). B K562-R and
KCL22-R cells (i) and primary leukemic cells from patients with Ph+ CML (ii) (CML#4, #5, #6, #7, #9) were seeded in semi-solid methylcellulose
medium (103 cells/ml) in presence of PD0325901 (0.5 μM), DPH (10 μM) or the combination PD+DPH. Live colonies were detected after
10 days (CML cell lines) or 14 days (primary samples) of culture by MTT (1mg/ml) staining and counted using ImageJ quantification software.
Data are expressed as percent of colony numbers. The results are the means ± SD of three different measurements performed in triplicate
(*p < 0.01, Dunnet test). C Immunoblotting for ABL1, Tubulin β and Lamin A/C as loading controls on cytoplasmic (cyto) and nuclear (nucl)
lysates of BCR::ABL1-negative leukemia cells NB4 treated with PD0325901 (0.5 μM) for 24 h. The relative fold change of cytoplasmic or nuclear
ABL1 was normalized with respect to control condition, which was set as 1. The ratio of nuclear to cytoplasmic ABL1 protein expression (Nucl/
Cyto) is shown as average quantifications ± SD of three independent blots (°p < 0.02, *p < 0.001, vs. untreated control cells, Dunnett’s test).
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Fig. 4 MEK1/2 functionally interact with normal BCR and ABL1 in TKI-resistant Ph+ leukemia cells. A Analysis of endogenous phospho-
BCR::ABL1 (Tyr360) and (Tyr177), BCR::ABL1, phospho-BCR (Tyr360) and (Tyr177), BCR, c-Myc and Actin as loading control in murine Ba/
F3p210T315I cells, Imatinib-resistant Ph+ leukemia cell lines and primary cells from Ph+ leukemia patients following 24 h of sequential and
combined treatment with PD0325901 (0.5 μM) and ATO (2 μM). The horizontal arrowheads indicate the position of the 200 kDa protein marker
for Ph+ ALL cell line and primary blasts from Ph+ ALL patients. The graphs show the relative fold change of phospho-BCR (Tyr360) and
(Tyr177) normalized to total BCR and c-Myc normalized to Actin expression. Phospho-BCR::ABL1 (Tyr360) and phospho-BCR (Tyr360),
Phospho-BCR::ABL1 (Tyr177) and phospho-BCR (Tyr177), BCR::ABL1 and BCR are from the same blot. Phosphorylation status of BCR and c-Myc
expression under control conditions were set as 1 for comparison and are shown in the histograms (mean ± SD of three independent blots of
Ph+ cell lines and of n= 5 primary samples; °p < 0.05, *p < 0.01, **p < 0.005, vs. untreated control cells; Dunnett test). B K562 cells expressing
empty vector control (EV) or constitutive-active form of MEK1 (ca-MEK) were subjected to Western Blot analysis to monitor the expression of
phospho-MEK1/2 (Ser217/221), MEK1/2, phospho-ERK1/2 (Thr202/Tyr204), ERK1/2, phospho-BCR::ABL1 (Tyr412), phospho-BCR::ABL1 (Tyr360),
phospho-BCR::ABL1 (Tyr177), BCR::ABL1, phospho-ABL1 (Tyr412), phospho-ABL1 (Thr735), ABL1, phospho-BCR (Tyr360) and (Tyr177),
BCR, phospho-CrkL (Tyr207), CrkL and Actin. K562-(ca)MEK cells were then electroporated with control siRNA or with MEK1/2 siRNA and after
24 h total cell lysates were subjected to western blot analysis of the same panel of proteins described above in panel. C (i) Relative levels of
apoptosis revealed in stable clones of K562 cells transfected with empty vector (EV) or with plasmid expressing Activated MEK1 [(ca)MEK] after
72 h of ATO (2 and 4 μM) treatment. (ii) Relative levels of apoptotic cell death in K562-(ca)MEK cells subjected to the ATO (2 μM) treatments
following siRNA knockdown of MEK1/2 or transfection with a non-targeting control siRNA (Cont), as determined by flow cytometric analysis of
sub-G1 DNA content. D K562-R cell line was treated with PD0325901 (0.5 μM) and after 24 h of treatment subjected to immunoprecipitation
(IP) using anti-BCR antibody or anti-MEK 1/2 antibody or control antibody (IgG) and immunoblotted with anti-BCR and anti-MEK1/2
antibodies. In the same way K562-R lysates were subjected also to immunoprecipitation (IP) using anti-ABL1 antibody or anti-MEK 1/2
antibody or control antibody (IgG) and immunoblotted with anti-ABL1 and anti-MEK1/2 antibodies. For comparison, cell lysates from K562-R
cells were loaded in the same gel. E (i) NB4 acute leukemia cell line was treated with PD0325901 (0.5 μM) and after 24 h subjected to
immunoprecipitation (IP) using anti-BCR antibody or anti-ABL1 antibody, anti-MEK 1/2 antibody or control antibody (IgG) and immunoblotted
against BCR, ABL1 and MEK1/2. (ii) The same cell lysates were immunoblotted against phospho-BCR (Tyr360), phospho-BCR (Tyr177),
phospho-ABL1 (Tyr412), phospho-ABL1 (Thr735), phospho-ERK1/2 (Thr202/Tyr204) and Tubulin β as loading control. Western blot results were
subjected to densitometric scanning and normalized to Tubulin β expression. Protein expression under control conditions was set as 1 for
comparison and is shown below the blots.
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MEK1/2 inhibitor PD0325901 and ATO combination activates
normal BCR and ABL1 tumor-suppressor functions in vivo
The histopathological data shown in Fig. 6B, C were supported by
immunoblotting analysis of the lysates from livers and spleens
showing a marked expression of BCR::ABL1 in mice treated with

Imatinib or vehicle, but not in mice treated with the PD/ATO drug
combination (Fig. 7A and Supplementary Fig. 10A).
Additional molecular and immunohistochemical analyses on

spleen and/or liver lysates and sections confirmed in vivo the
decreased p-ABL1 (T735), p-CrkL (Y207), p-BCR (Y360), p-BCR
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(Y177) and c-Myc protein levels and nuclear localization of ABL1 in
PD/ATO-treated mice vs. Imatinib- or vehicle-treated mice (Fig. 7B,
C and Supplementary Fig. 10B).
Finally, we also analyzed complete white blood count at different

times of treatment and bone marrow cellularity (at the end of
treatments) in a non-transplanted mice group (n= 3 mice/group of
treatments). We did not find any significant changes in total
lymphocyte, granulocyte, and monocyte populations counts across
the various treatments (Supplementary Table 2) and only a moderate
bone marrow hypoplasia in PD/ATO vs. untreated mice (Supplemen-
tary Fig. 11 representative data) supporting the fact that the drugs
combination is well tolerated at the doses utilized in this in vivo study
and has no major side effects on normal murine hematopoiesis.

DISCUSSION
In vitro and in vivo loss- or gain-of-function approaches on model
cell lines and patient-derived leukemic samples were exploited to
unveil an unprecedented role of MEK1/2 in sustaining and
potentiating the oncogenic and pro-survival effects of BCR::ABL1.
We demonstrate that this phenomenon is exerted through the

impairment of the kinase activity of the negative regulator of
BCR::ABL1, normal BCR and a concurrent elevation of the levels of
activated cytoplasmic non-mutated ABL1.
Consistent with these notions, we demonstrated that blockade

of MEK1/2 functions reactivates the anti-oncogenic function of
normal BCR kinase as well as converts normal ABL1 kinase from a
cytoplasmic oncogenic to a nuclear tumor-suppressive effector
thus enhancing the antitumor effects of ATO via activation of BCR-
MYC and ABL1-p73 signaling pathways (Fig. 7D).
In this context the main findings of our investigation are:

(1) MEK1/2 by phosphorylating at Y360 and Y177 residues turns
off the tumor suppression functions of BCR [30–34, 44–47]
and elevates the oncogenic potential of BCR::ABL1
[33, 34, 37, 38].

(2) ABL1 cytoplasmic/nuclear ratio and cytoplasmic ABL1T735/
Y412 phosphorylation are increased and correlated well with
the MEK1/2 kinases activity in the leukemic cells, that is
consistent with findings demonstrating that cytoplasmic
retention drives ABL1 oncogenic function [26, 27].

(3) Constitutively active forms of MEK increased BCR::ABL1Y360/
Y177, BCRY360/Y177 and ABL1T735/Y412 phosphorylations and
drove resistance to ATO whereas functional disruption of
MEK1/2 produced the reversed effects.

(4) MEK1/2 form a pentameric complex with BCR::ABL1, BCR and
ABL1 and contribute to the BCR::ABL1Y360/Y177, BCRY360/Y177

and ABL1T735/Y412 phosphorylations thus enhancing the
oncogenic activity of BCR::ABL1 and abrogating the tumor
suppression functions of the non-mutated kinases; accord-
ingly, the pharmacological blockade of MEK1/2 promoted
dissociation of the pentameric complex and dephosphoryla-
tion of the mutated oncogenic and non-mutated counterparts
thus leading to the rescue of the tumor suppressive properties
of BCR and the nuclear translocation of ABL1.

Our data identify MEK1/2 as the kinases responsible for the
specific phosphorylation of ABL1 at T735 residue, which is critical
for its cytoplasmic retention [28], thereby indicating that MEK1/2
can influence not only the activity of ABL1 but also its
cytoplasmic-nuclear trafficking.
Additionally, our demonstration that the MEK1/2 protein kinases

can form a complex with and phosphorylate ABL1 and BCR kinases
also in BCR::ABL1-negative leukemic cells, indicates that the
functional interplay between these kinases can occur indepen-
dently of the BCR::ABL1 oncoprotein and are consistent with
previous findings showing a functional link between ABL kinases
and the Ras-MAPK pathway components in other cell contexts [48].
Further evidence to support this point stems from our previous

findings demonstrating that in both BCR::ABL1-positive and-
negative leukemia cell lines MEK1/2 inhibition induces the
accumulation of tyrosine-phosphorylated endogenous p73 [13],
a p53 paralogue that is stabilized and transcriptionally activated at
the nuclear level by ABL1-mediated direct phosphorylation at its
Tyr99 residue [39], thus indicating that ABL1 can play an important
tumor-suppressor role in leukemia.
These findings, taken together with previous studies demon-

strating that normal ABL1 kinase not only counteracts the
BCR::ABL1 oncogenic functions but also sensitizes CML cells to
TKIs [17, 49] suggest that ABL1 could be a crucial therapeutic
target to be further explored.
Indeed, by leveraging on the capability of the MEKi to promote

normal ABL1 nuclear translocation, the subcellular compartment
where it can exert its tumor suppressor functions, we could also
demonstrate here that the allosteric activation of nuclear ABL1
kinase activity by DPH significantly potentiates the anti-leukemic
effects of the MEKi Mirdametinib on model leukemic cell lines and
patient-derived leukemic blasts.
The fact that the efficacy of the PD/DPH combination was

detected only in leukemia cells expressing ABL1 supports the
concept that DPH exerted its activity by activating ABL1, but not
by displacing HSP90 from BCR::ABL1 [17, 50].
Furthermore, we have uncovered a novel role for MEK1/2 in

the regulation of the tumor suppression functions of BCR that, in

Fig. 5 Combined treatment with MEK1/2 inhibitor PD0325901 and ATO activates the p73 pathway in TKI-resistant Ph+ leukemia cells.
A Analysis of endogenous TA-p73α+ β, ΔN-p73 and Actin expression in murine Ba/F3p210T315I cells, Imatinib-resistant Ph+ cell lines and
primary cells from Ph+ leukemia patients following sequential and combined treatment with PD0325901 (0.5 μM) and ATO (2 μM) for 24 h. TA-
p73α+ β and ΔN-p73 were analyzed sequentially and images shown are from the same blot. The graphs show the relative fold change of TA-
p73α+ β, ΔN-p73 and the ratio TA/ΔN-p73 normalized with respect to control condition, which was set at 1 (mean ± SD of three independent
blots of Ph+ cell lines and of n= 4 primary samples; °p < 0.05, *p < 0.005 vs. untreated control cells, Dunnett test). B Analysis of phospho-p73
(Tyr99) and acetyl-p73 (Lys321) levels in nuclear extract of murine Ba/F3p210T315I cells, Imatinib-resistant Ph+ cell lines and primary cells from
Ph+ leukemia patients following sequential and combined treatment with PD0325901 (0.5 μM) and ATO (2 μM) for 24 h. Bands from nuclear
extracts were subjected to densitometric scanning and normalized to Lamin A/C expression. The graphs show the fold changes of phospho-
p73 (Tyr99) and acetyl-p73 (Lys321) in nuclear extracts, relative to control conditions set at 1 (mean ± SD of three independent blots of Ph+
cell lines and of n= 4 primary samples; °p < 0.05, *p < 0.01 vs. untreated control cells, Dunnett test). C Relative expression levels of endogenous
p53AIP1, Bax, Bak, PUMA, NOXA, BimEL, cleaved Caspase-3 and cleaved-PARP in cells treated as described in (A, B). Western blot results were
subjected to densitometric scanning and normalized to Actin expression. Protein expression under control conditions was set as 1 for
comparison and is shown below the blots. D Loss of mitochondrial membrane potential (ΔΨm) as determined by flow cytometry in primary
blasts from patient ALL#2 after 24 h of treatment with PD0325901 (0.5 μM) and/or ATO (2 μM) or Imatinib (1 μM). E Relative levels of cell death
in Ba/F3p210T315I cells and K562-R cells subjected to the above drug treatments following siRNA knockdown of TA-p73 or ΔN-p73 or
transfection with a non-targeting control siRNA (Control), as determined by flow cytometric analysis of Annexin V-FITC/PI staining. Values
represent means ± SD of three independent experiments (*p < 0.02, #p < 0.05 TA-p73 or ΔN-p73 siRNA condition vs. control siRNA condition,
Tukey–Kramer tests). Transfected cells were subjected to western blot analysis to monitor TA-p73α+ β or ΔN-p73 silencing.
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Fig. 6 Combined treatment with MEK1/2 inhibitor PD0325901 and ATO prolongs survival in mice bearing BCR::ABL1T315I-induced
leukemia. A Kaplan–Meier survival curves of NOD-SCID mice that had received a syngeneic implantation of Ba/F3p210T315I cells to create
BCR::ABL1315I-induced leukemia and subsequently were alternatively treated with vehicle alone (PBS), PD0325901 (10mg/kg orally), ATO
(3.75 mg/kg intraperitoneally), or Imatinib (50mg/kg, twice daily, intraperitoneally) or the combination PD+ ATO for 3 weeks (p < 0.0015, Log-
Rank test after Bonferroni correction, PD+ ATO-treated animals vs. either treatment alone; n= 7-8 per group). Table to the right shows the
median survival time and confidence interval for each group of treatment estimated from the Kaplan–Meier survival curve, as evaluated from
the first day of treatment until death or sacrifice. B Representative gross anatomy and weights of spleens and livers dissected from treated
mice compared to those of control mice that did not receive leukemic cell transplantation. (*p < 0.01, °p < 0.05 PD+ ATO-treated group vs.
either treatment groups, Tukey–Kramer’s test). C In situ tissue analysis of representative spleens and livers explanted from leukemic mice that
had received vehicle, Imatinib or PD+ ATO treatments. Explanted organs were examined by histopathology (hematoxylin-eosin staining),
in situ cell proliferation status (immunostaining for Ki-67) and caspase-dependent apoptotic cell death (detection of cleaved caspase-3).
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drug-resistant leukemia cells, has been demonstrated to be
centered on the degradation of Myc [32, 34], a convergent key
node protein for multiple resistance pathways [51–54].
In this context MEK1/2 protein kinases, key elements of

the MEK1/2/BCR::ABL1/ABL1/BCR signaling-centered feedback
loop discovered in this study, by activating ERK [55] and
inactivating BCR critically contribute to the boosting of
Myc protein stability [34] and can therefore also represent a
valuable therapeutic target for combination therapies on leukemia
patients [36].

Based on the present in vivo study and our previously reported
in vivo findings demonstrating only a moderate inhibitory effect
of PD/ATO combination on normal hematopoiesis [16] we expect
that such a combination therapy will exhibit a safety profile
compatible for its clinical use.
Some MEKi, included the one used in our study, have been

approved by the US Food and Drug Administration for clinical
applications as a monotherapy and/or as a combination therapy
with the B-Raf inhibitors in BRAF-mutated melanoma, non-small cell
lung carcinoma and neurofibromatosis [56–61]. There is therefore a
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clear rational in proposing its clinical experimentation of leukemic
patients. In fact, our data indicate that repurposing FDA-approved
MEK1/2 inhibitors in combination with ATO may represent a novel
alternative strategy for the subset of patients who fail to respond
and/or develop resistance to standard-of-care TKIs treatments.

DATA AVAILABILITY
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