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Abstract 

Background mTORC2 is a critical regulator of cytoskeleton organization, cell proliferation, and cancer cell survival. 
Activated mTORC2 induces maximal activation of Akt by phosphorylation of Ser‑473, but regulation of Akt activity 
and signaling crosstalk upon growth factor stimulation are still unclear.

Results We identified that NUAK1 regulates growth factor‑dependent activation of Akt by two mechanisms. NUAK1 
interacts with mTORC2 components and regulates mTORC2‑dependent activation of Akt by controlling lysosome 
positioning and mTOR association with this organelle. A second mechanism involves NUAK1 directly phosphorylating 
Akt at Ser‑473. The effect of NUAK1 correlated with a growth factor‑dependent activation of specific Akt substrates. 
NUAK1 induced the Akt‑dependent phosphorylation of FOXO1/3a (Thr‑24/Thr‑32) but not of TSC2 (Thr‑1462). Accord‑
ing to a subcellular compartmentalization that could explain NUAK1’s differential effect on the Akt substrates, we 
found that NUAK1 is associated with early endosomes but not with plasma membrane, late endosomes, or lysosomes. 
NUAK1 was required for the Akt/FOXO1/3a axis, regulating p21CIP1, p27KIP1, and FoxM1 expression and cancer cell 
survival upon EGFR stimulation. Pharmacological inhibition of NUAK1 potentiated the cell death effect induced by Akt 
or mTOR pharmacological blockage. Analysis of human tissue data revealed that NUAK1 expression positively cor‑
relates with EGFR expression and Akt Ser‑473 phosphorylation in several human cancers.

Conclusions Our results showed that NUAK1 kinase controls mTOR subcellular localization and induces Akt phos‑
phorylation, demonstrating that NUAK1 regulates the growth factor‑dependent activation of Akt signaling. Therefore, 
targeting NUAK1, or co‑targeting it with Akt or mTOR inhibitors, may be effective in cancers with hyperactivated Akt 
signaling.
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Background
The mechanistic target of rapamycin (mTOR) is an evo-
lutionarily conserved Ser/Thr kinase that belongs to the 
phosphatidylinositol-3-kinase-related kinase (PIKK) fam-
ily [1]. The mTOR functions are dictated by its associa-
tion with different proteins, resulting in the formation of 
two distinct complexes: mTORC1 (mTOR complex 1) 
and mTORC2 (mTOR complex 2). Both complexes con-
tain mTOR kinase, mLST8, DEPTOR, and the Tti1/Tel2 
complex. Additionally, mTORC1 contains Regulatory-
Associated Protein of Mammalian Target of Rapamycin 
(Raptor) and PRAS40. Instead, mTORC2 has Rapamycin-
Insensitive Companion of mTOR (Rictor), mSIN1, and 
Protor ½ [2]. mTORC1 is considered a master regulator of 
cellular metabolism, mRNA translation, cell growth/pro-
liferation, and migration. On the other hand, mTORC2 
functions are associated with the regulation of cytoskele-
tal organization, cell proliferation, and cell survival. Many 
of these functions are in coordination with the Akt sign-
aling [1]. Upstream mTORC1 signaling modulators have 
been well defined, including TSC1/2, PRAS40, Rheb, 
and Rag [2], but upstream mTORC2 modulators remain 
largely elusive. Recently, regulation of mTORC2 activ-
ity by lysosome positioning [3] and mTORC2 complexes 
with other proteins [4] emerged as new potential mecha-
nisms that coordinate mTORC2/Akt signaling.

The phosphatidylinositol 3 kinase (PI3K)/Akt pathway 
is essential in tumor initiation and progression [5]. Acti-
vated PI3K phosphorylates PI(4,5)P2 to form PI(3,4,5)
P3, which induces plasma membrane recruitment of Akt 
through its N-terminal Pleckstrin homology domain (PH 
domain) [5, 6]. The membrane recruited Akt is phospho-
rylated in two crucial residues: threonine-308 (Thr-308) 
and serine-473 (Ser-473). PDK1 and mTORC2 are the 
main upstream kinases that phosphorylate Akt at Thr-
308 and Ser-473, respectively [6]. Full activation of Akt 
requires both phosphorylation and mediates the phos-
phorylation of members of the forkhead box O (FOXO) 
family, glycogen synthase kinase 3 (GSK3), tuberous scle-
rosis complex 2 (TSC2), and many other substrates regu-
lating a wide repertoire of signaling pathways [6]. Thus, 
the PI3K/Akt signaling activation and the Akt-substrate 
specificity are critical for tissue homeostasis. The hyper-
activation of PI3K/Akt signaling or its deregulation leads 
to several pathological outcomes, such as neurological 
disorders, cancer, and drug resistance [5, 7–9]. Therefore, 
an active cancer research field investigates the underly-
ing molecular mechanisms mediating Akt-activation and 
-substrate specificity.

NUAK1 (aka ARK5) is a Ser/Thr kinase member of the 
AMPK-related family, composed of 12 kinases related 
by sequence homology with the catalytic domain of the 
AMPK-α subunit [10]. Collectively, these kinases regulate 

cell adhesion, polarity, metabolism, and the response to 
different stresses, including energetic, osmotic, and oxi-
dative stress [11]. The main post-translational modifica-
tions mediating NUAK1 activation are phosphorylation 
led by Liver Kinase B1 (LKB1) at the threonine 211 (Thr-
211) [10] and by Akt at the serine 600 (Ser-600) [12]. Like 
Akt, NUAK1 promotes tumor initiation and progression 
through regulation of cell proliferation [13, 14], induction 
of cancer cell survival [12], cell migration [15], changes 
in cellular metabolism [16, 17], and oxidative stress reg-
ulation [18]. However, there is insufficient evidence for 
NUAK1 regulation and function under growth factor 
signaling or vice versa. Indeed, its regulation and targets 
remain still scarce.

Here, we report a new role of NUAK1 in cancer sign-
aling. NUAK1 acts as a novel regulator of mTORC2 and 
its downstream target Akt. Our results indicated that 
NUAK1 coordinates mTORC2/Akt activity by control-
ling lysosome positioning and mTOR association with 
this organelle. In addition, NUAK1 is a novel kinase 
that directly phosphorylates Akt at Ser-473, inducing an 
early Akt-activation and -substrate specificity according 
to its subcellular location at early endosomes. Through 
these mechanisms, NUAK1 supports cancer cell survival; 
thus, inhibiting NUAK1, or combined inhibition with 
Akt or mTOR inhibitors, may be considered in cancer 
treatments.

Results
NUAK1 interacts with components of mTORC2
Recently, new evidence suggested a critical role of 
NUAK1 in cancer cell signaling [19, 20]. We performed 
mass spectrometry analyses to identify molecular 
mechanisms associated with NUAK1 function. By Mul-
tidimensional Protein Identification Technology (Mud-
PIT) of immunoprecipitated FLAG-Tagged murine 
NUAK1 WT and FLAG-Tagged murine NUAK1 
KR44/71AA (cytoplasmic mutant) from immortalized 
Mouse Embryonic Fibroblast (iMEFs) [21], we identi-
fied Rictor and Raptor as novel potential cytoplasmic 
NUAK1 binding partners (Fig. 1A). The mass spectrom-
etry data was validated by co-immunoprecipitation 
experiments in HEK293T cells, using the overexpres-
sion of exogenous FLAG-Tagged human  NUAK1 WT 
and Myc-Tagged Raptor or Myc-Tagged Rictor (Fig. 1B 
and C). Nevertheless, we found that FLAG-Tagged 
NUAK1 interacts with endogenous mTOR and Rictor 
in MDA-MB-231 cells but not with Raptor (Fig.  1D). 
MYPT1, a known NUAK1 binding partner [22], was 
used as a positive control. Because both mTOR com-
plexes coordinate growth factor signaling, we explored 
whether NUAK1 interacts with mTOR, Raptor, or Ric-
tor after growth factor stimulation. FLAG-Tagged 
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NUAK1 immunoprecipitation in MDA-MB-231 or 
U87 cells confirmed that NUAK1 interacts with mTOR 
and Rictor but not with Raptor upon EGF stimulation 
(Fig.  1E, F). Immunoprecipitation of endogenous Ric-
tor and Proximity Ligation Assay (PLA) of NUAK1 with 
Rictor or mTOR confirmed the association between 
NUAK1 and mTORC2 (Fig.  1G, H). Altogether, our 

results suggested a functional association between 
NUAK1 and mTORC2.

NUAK1 regulates mTOR accumulation at the lysosome 
and lysosome positioning
The role of mTORC2 signaling upon growth factor 
stimulation has been well-described, but upstream 

Fig. 1 NUAK1 interacts with mTOR and Rictor but not with Raptor upon EGF stimulation. A Table shows total peptide count (P), the distributed 
spectra count (dS), and distributed normalized spectral abundance (dNSAF), observed for each identified protein in murine FLAG‑NUAK1 WT 
and FLAG‑NUAK1 KR44/71AA purifications (n = 3). NE, nuclear extract; CE, cytoplasmic extract. B Immunoblot (IB) of the Immunoprecipitation (IP) 
of human FLAG‑NUAK1 WT and CoIP of endogenous mTOR, MYPT1 and exogenous Myc‑Raptor in HEK293T cells. C IB of the IP of FLAG‑NUAK1 WT 
and CoIP of endogenous mTOR, MYPT1 and exogenous Myc‑Rictor in HEK293T cells. D IB of the IP of FLAG‑NUAK1 WT and CoIP of endogenous 
mTOR, Rictor, Raptor and MYPT1 in MDA‑MB‑231 cells. E, F IB of the IP of FLAG‑NUAK1 WT and CoIP of endogenous mTOR, Rictor, Raptor and MYPT1 
from MDA‑MB‑231 (E) and U87 (F) cells serum‑starved overnight before stimulation with EGF by 10 min. G IB of the IP of endogenous Rictor 
and CoIP of endogenous mTOR, and NUAK1 in MDA‑MB‑231 cells serum‑starved overnight before stimulation with EGF by 10 min. H Proximity 
ligation assay (PLA) in MDA‑MB‑231 cells expressing HA‑tagged NUAK1, FLAG‑tagged NUAK1 or Empty vector (EV) (used as a negative control). Cells 
were serum‑starved overnight and stimulated with EGF by 10 min (n = 3). Red dots indicate proximity of HA‑NUAK1 with MYPT1 (Positive control), 
HA‑NUAK1 with Rictor or FLAG‑NUAK1 with mTOR. DAPI was used as a nuclear counterstain
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modulators and signaling crosstalk under these condi-
tions still need to be better understood [23]. Thus, we 
investigated whether NUAK1 impacts the mTORC2 
function by affecting the association between mTOR and 
Rictor. HTH-01-015, a specific well-validated NUAK1 
inhibitor [22], did not affect mTOR/Rictor association 
after 5 or 60  min of EGF stimulation in MDA-MB-231 
and U87 cells (Additional file  1: Fig. S1A–C). Recently, 
mTORC2 has been localized to different organelles, driv-
ing its activity and inducing Akt signaling activation [24]. 
In addition, lysosome biogenesis and positioning are 
critical regulators of its function and homeostasis [25]. 
Indeed, peripheral lysosomes induce a faster reactivation 
of mTORC2/Akt signaling upon growth factor stimula-
tion [3]. Interestingly, the NUAK1 inhibitor induced a 
substantial accumulation of mTOR in MDA-MB-231 
cells, significantly increasing the number and intensity of 
mTOR aggregates, opposite to the control cells showing 
homogeneous mTOR subcellular distribution (Fig.  2A–
C). We then investigated whether the effect of NUAK1 
inhibition was due to changes in mTOR association with 
the lysosomes. Using different endogenous mTOR anti-
bodies and overexpression of Lamp1-RFP or an antibody 
against endogenous Lamp1 (lysosomal marker), we found 
that NUAK1 inhibition (Fig.  2D–F) and NUAK1-silenc-
ing by inducible NUAK1 small hairpin RNA (ishNUAK1, 
Additional file  1: Fig. S2A) induce mTOR accumulation 
at the lysosomes that increases after EGF stimulation. 
In addition, NUAK1 inhibition reduced mTOR/Rab5+ 
early-endosome association (Additional file  1: Fig. S2B, 
C). Interestingly, HTH-01-015 or WZ4003 (NUAK1/2 
inhibitor) also affected the subcellular distribution of the 
lysosomes, inducing peripheral lysosomal positioning in 
MDA-MB-231 (Fig. 3A–E) and U87 cells (Fig. 3F–I), but 
did not affect the subcellular distribution of Rab5+ early-
endosomes (Additional file 1: Fig. S3). In MDA-MB-231 
cells, NUAK1 affected lysosomal positioning in non-
stimulated or EGF-stimulated cells (Fig. 3A–E). Like the 
mTOR accumulation shown in Fig. 2E, F, the EGF stimu-
lation also increased the peripheral lysosomal positioning 
(Fig. 3A, B). In U87 cells, NUAK1 inhibition was enough 
to promote changes in lysosomal distribution, inducing 
their peripheral location (Fig.  3F–I). In contrast, after 
EGF stimulation, NUAK1 overexpression maintained the 
lysosome at the perinuclear region (Fig. 3J). To confirm 
the effect of NUAK1 on the lysosomal positioning, we 
analyzed cathepsin D maturation (m-CatD). The peri-
nuclear lysosomes are more acidic than the peripheral 
ones [26]. Thus, the maturation of Cathepsin D is higher 
in more acidic perinuclear lysosomes [27]. NUAK1 inhi-
bition with HTH-01-015 caused a reduction of Cathep-
sin D maturation (m-CTSD) in U87 cells (Fig.  3K), and 
ishNUAK1 induced the accumulation of pro-Cathepsin 

D (pro-CatD) in MDA-MB-231 cells (Fig.  3L), confirm-
ing the role of NUAK1 in inducing peripheral lysosome 
distribution. Therefore, NUAK1 regulates the functional 
lysosome positioning and the mTOR subcellular dis-
tribution, suggesting a fine-tuned regulation of mTOR 
function.

NUAK1 induces early activation of Akt
According to the association of NUAK1 with mTORC2 
and NUAK1’s effect on lysosome positioning, we 
expected that NUAK1 affects the mTORC2 signaling. 
mTORC2 is the main upstream kinase for the Akt Ser-
473 phosphorylation, used as a marker of mTORC2 activ-
ity [6]. Therefore, we investigated whether NUAK1 is 
involved in the Akt signaling activation. We found that 
HTH-01-015 dose-dependently inhibited Akt activation, 
evidenced by a decrease in the Akt Ser-473 phosphoryla-
tion in EGF-stimulated MDA-MB-231 cells (Fig.  4A). 
WZ4003, a dual NUAK1/2 inhibitor, showed a similar 
result (Fig.  4B). We next analyzed the effect of NUAK1 
on the phosphorylation of Akt and its main downstream 
targets at different time points of the EGF stimula-
tion. Interestingly, we observed that NUAK1 inhibition 
affects the early activation of Akt (Fig.  4C, D), starting 
to reactivate after 30  min. The effect of NUAK1 inhibi-
tion on the Akt activation correlated with a substantial 
reduction in the phosphorylation of FOXO1/3a (Thr-24/
Thr-32) but not the phosphorylation of TSC2 (Thr-1462) 
(Fig. 4E, F). Surprisingly, NUAK1 slightly affected GSK3β 
Ser-9 phosphorylation under growth factor stimulation 
(Fig. 4E, F). However, NUAK1 inhibition reduced GSK3β 
Ser-9 phosphorylation under normal growth conditions 
and oxidative stress (Additional file  1: Fig. S4A, B). We 
also observed the early effect of NUAK1 on the Akt Ser-
473 phosphorylation in the U87 and SW480 cancer cell 
lines (Additional file 1: Fig. S4C, D). To further support 
the role of NUAK1 in the Akt signaling, we used two dif-
ferent ishNUAK1. NUAK1 depletion also reduced the 
phosphorylation of Akt, although the ishNUAK1#1 has a 
stronger effect than the ishNUAK1 #2 (Fig. 4G). Consist-
ently, ishNUAK1 #1 reduced the phosphorylation of Akt 
at Ser-473 and its main downstream targets upon growth 
factor stimulation (Fig. 4H).

Additionally, we investigated whether the NUAK1 
effect on the Akt signaling is conserved under different 
cellular conditions. We found that NUAK1 inhibition 
decreased the Akt Ser-473 phosphorylation and the Akt 
signaling under insulin stimulation (Additional file 1: Fig. 
S4E), normal growth (Fig. 4G and Additional file 1: Fig. 
S4A), and oxidative stress conditions (Additional file  1: 
Fig. S4B), suggesting that NUAK1’s role in Akt signaling 
is conserved across different cellular contexts. Altogether, 
our data identified that NUAK1 is involved in the early 
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Fig. 2 NUAK1 inhibition induces mTOR accumulation at the lysosome. A Representative confocal images of mTOR under NUAK1 inhibition. 
MDA‑MB‑231 cells were serum‑starved overnight followed by 90 min of pretreatment with DMSO or HTH‑01‑015 (10 µM) before EGF stimulation 
for 0, 10, and 30 min. Green, mTOR; Blue, nuclei. B Representative confocal images of mTOR under NUAK1 inhibition. MDA‑MB‑231 cells were 
serum‑starved overnight followed by 90 min of pretreatment with DMSO or HTH‑01‑015 (10 µM) and EGF‑stimulated for 60 min. Green, mTOR; 
Blue, nuclei. C Quantification of the number of dots (upper) and intensity (lower) from B. Each bar represents the mean ± SD, Student t test. 
D Representative confocal images of mTOR and Lamp1‑RFP after NUAK1 inhibition from non‑stimulated or EGF‑stimulated MDA‑MB‑231 cells 
for 60 min. Left, merge; Right, mTOR and Lamp1‑RFP images. Green, mTOR; Red, Lamp1‑RFP; Blue, nuclei. E Representative confocal images 
of endogenous mTOR (N‑19) and Lamp1 in MDA‑MB‑231 cells after NUAK1 inhibition from non‑stimulated or EGF‑stimulated cells for 60 min. Left, 
merge; Right, zoom in. Green, mTOR (N‑19); Red, Lamp1; Blue, nuclei. F Quantification of mTOR/Lamp1 co‑localization from E. Each bar represents 
the mean ± SD, Student t test
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and maximal activation of the Akt signaling, resulting in 
the phosphorylation of FOXO1/3a (Thr-24/Thr-32) but 
not TSC2 phosphorylation.

Signaling crosstalk between NUAK1 and mTORC2 regulates 
the EGF‑dependent activation of Akt
To understand the role and relevance of NUAK1 in the 
mTORC2/Akt signaling, we compared the effect of 
NUAK1 inhibition versus mTOR inhibition on Akt sign-
aling. We first explored whether mTORC2 is responsi-
ble for the late activation of Akt induced under NUAK1 
inhibition (60  min after EGF stimulation). By combin-
ing treatment with HTH-01-015 and Torin 1 or a spe-
cific shRNA against Rictor (shRictor), we confirmed that 
mTORC2 activity is responsible for the late activation of 
Akt (Fig.  5A, B). However, both kinases were strongly 
required for the Akt phosphorylation and activation 
after 20  min of EGF stimulation (Fig.  5C, D). We con-
firmed that HTH-01-015-dependent inhibition of Akt 
only significantly affected FOXO1/3a phosphorylation 
(Fig.  5C, D). However, Torin 1-dependent inhibition of 
Akt reduced the phosphorylation of both FOXO1/3a and 
TSC2 (Fig.  5C, D). To confirm the difference between 
NUAK1 and mTORC2 on their regulation of the Akt 
downstream targets, we inhibited mTORC2 by using 
shRictor. Rictor depletion reduced the Akt Ser-473 phos-
phorylation induced by 20 min of stimulation with EGF, 
which correlated with a reduction in TSC2 phosphoryla-
tion (lane 1 vs. lane 3, Fig.  5E). Instead, like in the ish-
NUAK1 experiments (see Fig. 4H), the inhibition of Akt 
Ser-473 phosphorylation by pharmacological inhibition 
of NUAK1 correlated with increased TSC2 phospho-
rylation that Rictor depletion blocked (lane 2 vs. lane 4, 
Fig.  5E). Thus, NUAK1’s effect on Akt signaling may be 
compartmentalized, explaining its failure to affect TSC2 
phosphorylation. In addition, because NUAK1 inhibition 
resulted in a mTORC2-dependent late activation of Akt, 
our results suggest a fine-tuned regulation of the Akt 
activity through signaling crosstalk between NUAK1 and 
mTORC2.

NUAK1 resides at the early endosomes
Restrictive Akt activity at the plasma membrane (PM) 
or endomembranes provides a model for Akt-activation 
and -substrate specificity [28]. Because NUAK1-depend-
ent regulation of Akt signaling did not affect TSC2 phos-
phorylation, we explored whether NUAK1 subcellular 
localization determines how it regulates Akt activation. 
Previously, we found that NUAK1 is localized in the 
nucleus and cytoplasm [21]. However, NUAK1’s asso-
ciation with membranes was not reported. By using cell 
fractionation, we found that NUAK1 is in the membrane 
and cytoplasmic fractions independently of EGF stimu-
lation, suggesting a pool of NUAK1 at the PM or endo-
membranes (Fig.  6A). To validate NUAK1’s association 
with membranes, we analyzed NUAK1 co-localization 
with PM or endomembrane markers by confocal micros-
copy. First, we found that NUAK1 does not co-localize 
with EGFR, a common PM marker (Fig.  6B), suggest-
ing that NUAK1 regulates Akt signaling at endomem-
branous system. Notably, NUAK1 is excluded from 
Lamp1+-labeled lysosomes from non-stimulated or 
EGF-stimulated MDA-MB-231 cells (Fig. 6C-E). The lys-
osome is the main organelle where mTORC1 signaling 
is regulated by many signals (amino acids and growth 
factors), including the Akt-dependent phosphorylation 
and inhibition of TSC2 [29]. Therefore, NUAK1 absence 
at the lysosome, mTOR accumulation at the lysosome, 
and lysosome peripheral positioning upon NUAK1 
inhibition may explain why NUAK1 is not involved in 
the Akt-dependent phosphorylation of TSC2. The early 
endosome has been recognized as a new compartment 
for Akt activation, regulating GSK3β and FOXO1/3a 
phosphorylation under growth factors [30, 31]. Like 
the lysosome exclusion, NUAK1 is excluded from the 
Rab7+-labeled late-endosomes (Fig.  6F) but co-local-
ized with the exogenous and endogenous Rab5+-labeled 
early-endosomes either during serum starvation or EGF 
stimulation (Fig.  6G, H and Additional file  1: Fig. S5). 
Altogether, our results suggest that NUAK1 subcellu-
lar localization and its regulation of mTOR association 

(See figure on next page.)
Fig. 3 NUAK1 inhibition induces peripheral lysosomal positioning. A, F Representative confocal images of lysosomes using an anti‑Lamp1 antibody 
(lysosome marker) in MDA‑MB‑231 (A) and U87 cells (F) under HTH‑01‑015 treatment. MDA‑MB‑231 and U87 cells were serum‑starved overnight 
followed by 90 min of pretreatment with DMSO or HTH‑01‑015 (10 µM) and non‑stimulated or EGF‑stimulated for 60 min. Cells borders were 
marked with a boundary. Red, Lamp1; Blue, nuclei. B, G Quantification of the distribution of  Lamp1+‑lysosomes from A and F, respectively. Each 
bar represents the mean ± SD, Student t test. C Representative z‑stack projections of  Lamp1+‑lysosomes in MDA‑MB‑231 cells. D, H Representative 
confocal images of lysosomes in MDA‑MB‑231 (D) and U87 cells (H) under WZ4003 treatment. Cells were serum‑starved overnight followed 
by 90 min of pretreatment with DMSO or WZ4003 (10 µM) before stimulation with EGF for 60 min. Green, Phalloidin (F‑actin); Red, Lamp1; Blue, 
nuclei. E, I Quantification of the distribution of  Lamp1+‑lysosomes from D and H, respectively. Each bar represents the mean ± SD, Student t 
test. J Representative confocal images of lysosomes in MDA‑MB‑231 expressing HA‑tagged NUAK1 and stimulated with EGF for 60 min. Cells 
borders were marked with a boundary. Green, HA‑NUAK1; Red, Lamp1; Blue, nuclei. K IB of Cathepsin D under NUAK1 inhibition in U87 cells. L IB 
of Cathepsin D under NUAK1 depletion in MDA‑MB‑231 cells
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with the lysosome determines Akt-activation and -sub-
strate specificity. Thus, NUAK1 at the early endosome 
may regulate Akt specificity for FOXO1/3a. On the other 

hand, NUAK1-dependent mTOR association with the 
lysosome may account for the late activation of Akt and 
the phosphorylation of TSC2.

Fig. 3 (See legend on previous page.)
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NUAK1 is a novel kinase that directly phosphorylates Akt 
at Ser‑473
The above results could explain the compartmentalized 
effect of NUAK1 on the Akt downstream substrates. 
However, we cannot discard that the effect of NUAK1 
inhibition on the mTOR subcellular localization is 
responsible for the early reduction of the growth factor-
dependent activation of Akt. In addition to mTORC2, 
new upstream kinases responsible for the phosphoryla-
tion of Akt at Ser-473 have been reported [32–34]. How-
ever, the cellular context and how those mechanisms are 
integrated with the mTORC2 signaling need to be better 
understood. Early studies showed that Akt interacts with 
NUAK1 and directly phosphorylates it at Ser-600 under 
glucose starvation [12]. We first confirmed that NUAK1 
interacts with Akt in vitro (Fig. 7A). By a Proximity Liga-
tion Assay (PLA), we validated the interaction between 
these proteins during EGF stimulation in MDA-MB-231 
cells (Fig.  7B). Bioinformatical predictions suggested 
that NUAK1 phosphorylates Akt at Ser-473 and Ser-477 
(Fig. 7C). Based on the relevance of the Akt phosphoryla-
tion at Ser-473, we initially performed molecular docking 
to explore whether the interaction between NUAK1 and 
Akt makes possible the phosphorylation of this residue. 
We used NUAK1 (O60285) and Akt1 (P31749) 3D struc-
tures from the Alpha Fold Protein Structure Database. 
Interestingly, the NUAK1 kinase domain (Red) directly 
interacts with the hydrophobic motif (HM) of Akt1 
(blue), including the Ser-473 (Black) (Fig. 7D). Therefore, 
we evaluated whether NUAK1 phosphorylates Akt by a 
radioactive in  vitro kinase assay. We used recombinant 
human GST-NUAK1 and immunoprecipitated Akt1-HA 
from cell lysates, suggesting that NUAK1 phosphorylated 
Akt1 and vice versa (Fig.  7E). Because the radioactive 
experiment could not discard that NUAK1 is inducing 
Akt autophosphorylation, we performed a non-radioac-
tive in vitro kinase assay using recombinant human His-
NUAK1, immunoprecipitated Akt1-HA and antibodies 

against phospho-Ser-473 and phospho-Thr-308 Akt, 
demonstrating that NUAK1 specifically phosphorylates 
the Ser-473, but not the Thr-308 of Akt1 (Fig.  7F, G). 
In  vitro kinase assays using recombinant NUAK1 and 
Akt1 proteins (Fig. 7H) and a kinase-dead (KD) mutant 
of human NUAK1 (hNUAK1 K84A) (Fig.  7I and Addi-
tional file  1: Fig. S6) confirmed that NUAK1 directly 
phosphorylates Akt at Ser-473. Additionally, we validated 
that Akt1 phosphorylates NUAK1 at Ser-600 in  vitro 
(Fig. 7J). However, growth factor-dependent stimulation 
of Akt does not induce the phosphorylation of NUAK1 
at Ser-600 (Fig. 7K), suggesting that the phosphorylation 
of NUAK1 by Akt or vice versa depends on the cellular 
context.

NUAK1/Akt/FOXO1/3a axis regulates the expression 
of p21CIP1, p27KIP1, FoxM1, and cancer cell survival 
upon growth factor stimulation
To further investigate the functional relevance of the 
NUAK1/Akt signaling, we focused on the FOXO path-
way. The FOXO transcription factors regulate the 
expression of essential genes for cell proliferation, cell 
death, senescence, angiogenesis, cell migration, and 
metastasis [35]. Due to their functions and regulations, 
FOXO family members are tumor suppressors. Onco-
genic signals, such as the Akt pathway, phosphorylate 
FOXO1 (Thr-24, Ser-256, and Ser-319), FOXO3a (Thr-
32, Ser-253, and Ser-315), FOXO4 (Thr28, Ser-193, and 
Ser-258) and FOXO 6 (Thr-26, and Ser-184). The phos-
phorylation of FOXO1 and FOXO3a induces FOXO1/3a 
cytoplasmic sequestration, abolishing their transcrip-
tional activity [35]. Thus, we explored NUAK1’s effect 
on FOXO3a subcellular localization and the expression 
of p21CIP1 and p27KIP1, two known FOXO1/3a tran-
scriptional targets regulating the cell cycle and sur-
vival [36]. Consistent with the role of NUAK1 in the 
Akt signaling, NUAK1 inhibition induced the nuclear 
accumulation of FOXO3a (Fig.  8A, B), correlated with 

Fig. 4 NUAK1 regulates Akt signaling under growth factors stimulation. A IB of Akt signaling under NUAK1 inhibition in MDA‑MB‑231 cells 
serum‑starved overnight followed by 1‑h of pretreatment with DMSO or HTH‑01‑015 (5 µM and 10 µM) before stimulation with EGF for 20 min. B IB 
of Akt signaling under NUAK1/2 inhibitors in MDA‑MB‑231 cells serum‑starved overnight followed by 1‑h of pretreatment with DMSO, HTH‑01‑015 
(10 µM) or WZ4003 (10 µM) before stimulation with EGF for 15 and 30 min. C IB of Akt signaling under NUAK1 inhibition in MDA‑MB‑231 cells 
serum‑starved overnight followed by 1‑h of pretreatment with DMSO or HTH‑01‑015 (10 µM) before stimulation with EGF for 0, 5, 15, and 30 min. 
D Quantification of Akt phosphorylation at Ser‑473 from C. Each bar represents the mean ± SD, n = 3. Data from 3 independent were analyzed 
by one‑way ANOVA followed by Turkey’s multiple comparison test. E IB of Akt signaling under NUAK1 inhibition in MDA‑MB‑231 cells serum‑starved 
overnight followed by 1‑h of pretreatment with DMSO or HTH‑01‑015 (10 µM) before stimulation with EGF for 0, 15, 30 and 60 min. F Quantification 
of Akt phosphorylation at Ser‑473 from E. Each bar represents the mean ± SD, n = 3. Data from 3 independent experiments (two for pTSC2) were 
analyzed by one‑way ANOVA followed by Turkey’s multiple comparison test. G IB of Akt Ser‑473 phosphorylation using inducible shRNAs for NUAK1. 
MDA‑MB‑231 cells stable expressing inducible shRNA vectors for NUAK1 [#1 (left) and #2 (right)] were pretreated with doxycycline or vehicle (used 
as a negative control) by 4 days. H IB of Akt signaling using inducible shRNA for NUAK1. MDA‑MB‑231 cells stable expressing inducible shRNA vector 
for NUAK1 #1 were pretreated with doxycycline or vehicle (used as a negative control) for 3 days followed by serum starvation overnight (with 
or without doxycycline) before stimulation with EGF. α‑tubulin and/or GAPDH were used as loading controls

(See figure on next page.)
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the induction of both p21 and p27 mRNA and protein 
levels (Fig.  8C–E). In contrast, NUAK1 overexpres-
sion by a TET/ON system maintained the Akt Ser-473 

phosphorylation. It reduced the p21 and p27 protein 
levels (Fig.  8F). Similar results were observed in other 
cancer cell lines using the NUAK1 inhibitor (Fig.  8G, 

Fig. 4 (See legend on previous page.)



Page 10 of 22Palma et al. Cell & Bioscience          (2023) 13:232 

H). To confirm that NUAK1 inhibition recovers 
FOXO1/3a transcriptional activity, we also explored its 
effect on targets repressed by FOXO1/3a. We focused 
on FoxM1; a transcription factor implicated in several 
oncogenic processes [37]. NUAK1 inhibition reduced 
FoxM1 mRNA levels at 4 h of EGF stimulation (Fig. 8I). 
In summary, we determined that the NUAK1/Akt 
axis regulates FOXO1/3a subcellular localization and 
represses p21 and p27 expression but induces FoxM1 
expression.

Because of the relevance of the Akt/FOXO pathway 
in the regulation of cell cycle, senescence, and cancer 
cell survival, we investigated whether NUAK1 regulates 
these processes under growth factor stimulation. First, 
we analyzed the effect of NUAK1 on cell numbers. HTH-
01-015 treatment significantly decreased cell numbers 
under normal growth conditions (Fig. 8J) and upon EGF 
or insulin stimulation (Fig. 8K, L). Therefore, we explored 
whether NUAK1 regulates senescence or cancer cell 
survival. Interestingly, long-term inhibition of NUAK1 
dramatically induced morphological changes, including 

Fig. 5 Comparative of NUAK1 inhibition versus mTOR inhibition on Akt signaling. A IB of combined inhibition of NUAK1 and mTOR on Akt 
signaling. MDA‑MB‑231 cells were serum‑starved overnight followed by 1‑h of pretreatment with DMSO, HTH‑01‑015 (10 µM) or HTH‑01‑015 
(10 µM) plus Torin1 (100 nM) before stimulation with EGF. B IB of Akt Ser‑473 phosphorylation under NUAK1 inhibition in MDA‑MB‑231 shCtrl 
and MDA‑MB‑231 shRictor cells. Stable cells were serum‑starved overnight followed by 1‑h of pretreatment with DMSO or HTH‑01‑015 (10 µM) 
before stimulation with EGF for 60 min. C IB of NUAK1 and mTOR effect on Akt signaling. MDA‑MB‑231 cells were serum‑starved overnight followed 
by 1‑h of pretreatment with DMSO, HTH‑01‑015 (10 µM) or Torin1 (100 nM) before stimulation with EGF for 0 and 20 min. D Quantification of Akt 
signaling pathway from C. Each bar represents the mean ± SD, n = 3. Data from 3 independent experiments at 20 min of EGF stimulation were 
analyzed by student t test. E IB of Akt/TSC2 signaling under NUAK1 inhibition in MDA‑MB‑231 shCtrl and MDA‑MB‑231 shRictor cells. Stable cells 
were serum‑starved overnight followed by 1‑h pretreatment with DMSO or HTH‑01‑015 (10 µM) before stimulation with EGF for 20 min. GAPDH 
and/or α‑tubulin were used as loading controls
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an altered distribution of the α-tubulin and nuclear frag-
mentation (Additional file  1: Fig. S7). Despite morpho-
logical changes and p21 induction, NUAK1 inhibition did 
not induce senescence (Fig. 8M). Palbociclib, a CDK4/6 
inhibitor, was used as a positive control for senescence 
induction (Fig.  8M). Instead, NUAK1 inhibition sig-
nificantly reduced cell viability in monolayer cultures, 
an effect significantly stronger under EGF stimulation 
(Fig. 8N, O). Similarly, HTH-01-015 reduced cell viabil-
ity in spheroid cultures from MDA-MB-231, U87, and 
DLD-1 cells (Fig. 8P), suggesting a critical role of NUAK1 
in regulating cancer cell survival via Akt/FOXO1/3a axis 
upon growth factors stimulation and, thus, NUAK1 inhi-
bition is a potential therapeutic approach under specific 
cellular contexts.

NUAK1 inhibition potentiates pharmacological inhibition 
of Akt and mTOR
Recently, new drugs or multi-kinase inhibitors target-
ing NUAK1 plus other kinases were developed [38–40], 
suggesting that NUAK1 is an attractive target for cancer 
therapy. Nevertheless, the cellular context, molecular 
mechanisms, and valuable drug combinations are not 
well-defined. The PI3K/Akt/mTOR signaling is hyper-
activated in many cancers, inducing tumorigenesis and 
resistance to chemotherapy [8, 9]. However, a robust and 
durable response has not been observed [41, 42]. There-
fore, combined inhibition or co-targeting emerged as an 
alternative drug therapy approach. Due to the new role 
of NUAK1 in regulating the Akt signaling and mTOR, we 
asked whether a combined inhibition of NUAK1 and Akt 
or mTOR may benefit cancer therapy. HTH-01-015, in 
combination with an allosteric Akt inhibitor (MK-2206), 
potentiated the reduction of cell viability in spheroids 
from MDA-MB-231 and U87 cells in basal conditions 
at 96 h (Fig. 9A, B). A more robust and faster effect was 

observed under EGF-stimulation in MDA-MB-231 and 
U87 spheroids at 48 h (Fig. 9C–E).

NUAK1 coordinates Akt activation, and the inhibition 
of mTOR induces Akt activation-dependent resistance 
mechanisms [43, 44]. Thus, we investigated whether a 
combined inhibition of NUAK1 and mTOR may be an 
approach to avoid Akt reactivation, causing cancer cell 
death. Like the combination with the Akt inhibitor, HTH-
01-015 and Torin-1 (mTORC1/2 inhibitor) or rapamycin 
(mTORC1 inhibitor) induced a synergistic reduction in 
cell viability in spheroids (Fig. 9C–E). We confirmed the 
synergistic effect between NUAK1 and Akt inhibition 
in MDA-MB-231 cells (Fig. 9F, G) and between NUAK1 
and Akt or mTOR inhibition in U87 cells (Fig. 9H, I) via 
soft-agar colonies formation assays. All these results con-
firmed that NUAK1 impacts cancer cell survival, indi-
cating that its inhibition, either alone or combined with 
other drugs that block Akt or mTOR activity, could be a 
therapeutic strategy in cancers with hyperactivated Akt 
signaling.

NUAK1 is associated with EGFR/Akt signaling in several 
types of cancer
To validate the relevance of the identified NUAK1/
Akt axis, we investigated whether NUAK1 expres-
sion correlates with the expression of upstream mod-
ulators of Akt signaling and Akt phosphorylation in 
human cancers. Previously, high NUAK1 expression 
was associated with poor prognosis in glioma, ovarian 
cancer (OV), and non-small cell lung cancer (NSCLC) 
[45–47]. We analyzed TCGA data from triple-negative 
breast cancer (TNBC) and we found a positive correla-
tion between NUAK1 and EGFR expression (Fig. 9J). In 
other cancers, NUAK1 expression also positively corre-
lates with EGFR expression and Akt Ser-473 phospho-
rylation (Fig. 9K). Because NUAK1 inhibition synergies 

Fig. 6 NUAK1 is localized at early‑endosomes but not at the PM, lysosomes, and late‑endosomes. A IB of NUAK1 subcellular location. Subcellular 
fractionation of the membrane and cytoplasmic fractions of MDA‑MB‑231 cells after 0, 10 and 30 min of EGF stimulation. p‑Akt S473 was used 
as a positive control. RalA was used as a control for the membrane fraction. GAPDH was used as a control for the cytoplasmic fraction. 
B, C Immunofluorescence (IF) of MDA‑MB‑231 cells after 0 (−EGF) and 15 (+EGF) minutes of EGF stimulation. B Left, Representative confocal 
images for FLAG‑NUAK1 WT and EGFR‑GFP, arrows indicate the distance (µm) analyzed; Right, Histogram of the fluorescence intensity profile 
across the arrow for both red and green channels. Red, FLAG‑Tagged‑NUAK1; Green, EGFR‑GFP (PM marker); Blue, nuclei. C Representative confocal 
images for FLAG‑NUAK1 WT and Lamp1. Green, FLAG‑Tagged‑NUAK1; Red, endogenous Lamp1 (lysosome marker); Blue, nuclei. D Quantification 
of FLAG‑NUAK1/Lamp1 co‑localization from C. Each bar represents the mean ± SD, not significant (ns), Student t test. E IF of MDA‑MB‑231 cells 
after 0 (−EGF) and 30 (+EGF) minutes of EGF stimulation. Left, Representative confocal images for FLAG‑NUAK1 WT and Lamp1‑YFP, arrows 
indicate the distance (µm) analyzed; Right, Histogram of the fluorescence intensity profile across the arrow for both red and green channels. 
Red, FLAG‑Tagged‑NUAK1; Green, Lamp1‑YFP (lysosome marker); Blue, nuclei. F IF of MDA‑MB‑231 cells after 0 (−EGF) and 15 (+EGF) minutes 
of EGF stimulation. Left, Representative confocal images for FLAG‑NUAK1 WT and Rab7‑GFP, arrows indicate the distance (µm) analyzed; Right, 
Histogram of the fluorescence intensity profile across the arrow for both red and green channels. Red, FLAG‑Tagged‑NUAK1; Green, Rab7‑GFP 
(late‑endosome marker); Blue, nuclei. G IF of MDA‑MB‑231 cells after 0 (−EGF) and 30 (+EGF) minutes of EGF stimulation. Representative confocal 
images for FLAG‑NUAK1 WT and mRFP‑Rab5. Green, FLAG‑Tagged‑NUAK1; Red, mRFP‑Rab5 (early‑endosome marker); Blue, nuclei. H Quantification 
of FLAG‑NUAK1/mRFP‑Rab5 co‑localization from G. Each bar represents the mean ± SD, not significant (ns), Student t test

(See figure on next page.)
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with Akt or mTOR blockage, we investigated the can-
cers where co-targeting may be used. Survival meta-
analysis showed that NUAK1, Akt isoforms (Akt1, 
Akt2, and Akt3), mTOR, and Rictor positively correlate 
with a high hazard ratio (HR) in BRCA, COAD, GBM, 
PRAD, STAD, and OV (Fig. 9L), the same types of can-
cer where NUAK1 correlates with EGFR expression and 

Akt Ser-473 phosphorylation. Therefore, these analyses 
strongly suggest that NUAK1 is associated with the Akt 
activation downstream of the EGF-signaling in human 
cancers, supporting further studies to investigate 
whether targeting the NUAK1/Akt axis could be thera-
peutically beneficial.

Fig. 6 (See legend on previous page.)
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Fig. 7 NUAK1 interacts with Akt and phosphorylates it at Ser‑473. A IB of NUAK1 and Akt1 in vitro interaction. Recombinant His‑tagged NUAK1 
and immunoprecipitated HA‑tagged Akt1 were used. B Proximity ligation assay (PLA) in MDA‑MB‑231 cells expressing FLAG‑tagged NUAK1 
or Empty vector (EV) (used as a negative control) were serum‑starved overnight and stimulated with EGF by 10 min (n = 3). Red dots indicate 
proximity of FLAG‑NUAK1 and Akt. DAPI was used as a nuclear counterstain. C Table of putative phosphoresidues phosphorylated by NUAK1 
on Akt1. A consensus phosphorylation motif for NUAK1 obtained from GPS5.0 was used. D Molecular docking between NUAK1‑Akt1. NUAK1 kinase 
domain (Red), Akt hydrophobic motif (Blue), and Ser‑473 (Black) are represented. E Autoradiography of in vitro kinase assay using recombinant 
active GST‑tagged NUAK1 and purified Akt1 HA‑tagged. F IB of in vitro kinase assay using recombinant active His‑tagged NUAK1 and purified Akt1 
HA‑tagged. Akt Ser‑473 and Thr‑308 phosphorylation were determined using specific antibodies. G Quantification of Akt S473 phosphorylation 
from F. Each bar represents the mean ± SD, n = 3. Data from 3 independent experiments were analyzed by Student t test. H IB of in vitro kinase 
assays using recombinant His‑tagged NUAK1 and recombinant GST‑tagged Akt1 (left) or recombinant active GST‑tagged NUAK1 and recombinant 
GST‑tagged Akt1 (right), respectively. I IB of in vitro kinase assays using purified FLAG‑NUAK1 WT or FLAG‑NUAK1 K84A (kinase‑dead) and purified 
Akt1 HA‑tagged. J IB of in vitro kinase assay using recombinant active GST‑tagged Akt1 and recombinant His‑tagged NUAK1. NUAK1 Ser‑600 
phosphorylation was determined using a specific antibody. All kinase assays were performed at least three times, except the kinase assay in J, 
that was performed two times. K IB of Akt signaling and NUAK1 phosphorylation at Ser‑600 after insulin stimulation. GAPDH was used as loading 
control
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Discussion
Multiple receptor tyrosine kinases are expressed in 
cancer cells, mediating the activation of the PI3K/Akt 
signaling in tumor initiation, progression, and resist-
ance to therapies. Therefore, there are significant 
efforts to identify new molecular mechanisms or sign-
aling crosstalk involved in regulating and activating this 
signaling as well as new targets. Our studies identified 
NUAK1 as a novel kinase inducing Akt-activation and 
-substrate specificity downstream of the EGFR and the 
Insulin Receptor (IR) signaling. NUAK1 regulation and 
function were mainly associated with several stress 
conditions [12, 18], but it recently emerged with a criti-
cal role in growth factor signaling [19, 20]. We identi-
fied that NUAK1 interacts with Akt and induces Akt 
Ser-473 phosphorylation upon growth factor stimula-
tion. The correlation analyses using TCGA data sug-
gested that the NUAK1/Akt axis is conserved in several 
types of cancer. In a recent parallel study, KI-301670, 
a new NUAK1 inhibitor, showed an anti-tumor effect 
by directly suppressing pancreatic cancer cell growth. 
Like our results, KI-301670 reduced the PI3K/Akt 
signaling and induced p27 levels [40]. ON123300, a 
multi-kinase inhibitor with high specificity for CDK4/
CDK6 and NUAK1, showed a strong anti-tumorigenic 
effect on breast cancer, glioblastoma, lymphoma, and 
multiple myeloma and reduced Akt phosphorylation 
[48–51]. However, they did not explore how KI-301670 
or ON123300 impacts on the Akt phosphorylation. 
Together with our studies, they point to NUAK1 as a 

potential target for those cancers with deregulated 
Akt signaling. In melanomas and skin tumors, NUAK2 
expression positively correlated with the Akt Ser-473 
phosphorylation [52, 53]. Whether NUAK2 is also 
relevant for the regulation of Akt phosphorylation is 
unknown, but it would be essential to address it because 
NUAK1 and NUAK2 are differentially expressed in nor-
mal and cancer tissues.

Our studies suggest that NUAK1 and mTORC2 govern 
Akt-substrate specificity. NUAK1/Akt signaling regulates 
mainly FOXO1/3a, while mTORC2/Akt signaling regu-
lates FOXO1/3a and TSC2 phosphorylation. Recently, 
we reported that NUAK1 is located in the cytoplasm and 
the nucleus via active nuclear transport [21]. Our cur-
rent studies demonstrated that NUAK1 co-localizes with 
early endosomes independently of growth factor stimula-
tion but not with late endosomes, lysosomes, or PM. The 
association of NUAK1 with the early endosomes is novel 
and may explain why NUAK1 induces the Akt-substrate 
specificity for FOXO1/3a but not for TSC2. In zebrafish, 
Appl1 regulates Akt activation and GSK3β phosphoryla-
tion, but not TSC2, at the early endosome upon growth 
factor stimulation [30]. In addition, endosomal mTORC2 
is required for Akt-dependent FOXO1/3a and GSK3β 
phosphorylation in Glioblastoma cells [28, 31]. There-
fore, we suggest that the subcellular distribution of the 
upstream modulators of Akt, including NUAK1, is criti-
cal for coordinating Akt signaling activation.

We revealed a crosstalk between the signaling led by 
NUAK1 and mTORC2. Compared with mTORC1, the 

Fig. 8 NUAK1 regulates FOXO3a subcellular localization, the expression of  p21CIP1,  p27KIP1, FoxM1, and cancer cell survival. A Representative 
confocal images of FLAG‑tagged FOXO3a under NUAK1 inhibition. MDA‑MB‑231 cells expressing FLAG‑tagged FOXO3a were serum‑starved 
overnight followed by 1‑h of pretreatment with DMSO or HTH‑01‑015 (10 µM) before 60 min of stimulation with EGF. Red, FLAG FOXO3a; Green, 
Phalloidin (F‑actin); Blue, nuclei. B Quantification in % of FLAG‑tagged FOXO3a expression from MDA‑MB‑231 IF experiments from A. N = nuclear 
fraction. C = Cytoplasmic fraction. Each bar represents the mean ± SD, Student t test. C–E p21 and p27 expression under NUAK1 inhibition. 
MDA‑MB‑231 cells were serum‑starved overnight followed by 1‑h of pretreatment with DMSO or HTH‑01‑015 (10 µM) before stimulation 
with EGF for 4 and 6 h for mRNA levels (C, D) (each bar represents the mean ± SD. Student t test, n = 3), and 0, 4, 6 and 8 h for protein levels 
(E). F IB of p21 and p27 expression under NUAK1 overexpression. MDA‑MB‑231 cells stable for FLAG‑tagged NUAK1 inducible expression were 
pretreated with doxycycline or vehicle (used as a negative control) by 12 h followed by serum‑starved overnight (with or without doxycycline) 
before stimulation with EGF for 0, 4 and 6 h. G, H IB of p21 and p27 expression under NUAK1 inhibition in U87 (G) and SW480 (H) cells 
serum‑starved overnight followed by 1‑h of pretreatment with DMSO or HTH‑01‑015 (10 µM) before stimulation with EGF for 0, 4 and 6 h. All 
IB are representative of at least three independent experiments. GAPDH and/or α‑tubulin were used as loading controls. I FoxM1 mRNA levels 
under NUAK1 inhibition. MDA‑MB‑231 cells were serum‑starved overnight followed by 1‑h of pretreatment with DMSO or HTH‑01‑015 (10 
µM) before stimulation with EGF for 4 h. Each bar represents the mean ± SD, Student t test, n = 3. J Quantification of the crystal violet staining 
to evaluate NUAK1 effect on cell number under complete medium. MDA‑MB‑231 cells were treated with DMSO or HTH‑01‑015 (10 µM) for 24 h. 
Each bar represents the mean ± SD, Student t test, n = 3. K, L Quantification of the crystal violet staining to evaluate NUAK1 effect on cell number 
under EGF‑ or insulin‑stimulation. MDA‑MB‑231 cells were serum‑starved overnight followed by 1‑h pretreatment with DMSO or HTH‑01‑015 (5 
µM or 10 µM) before stimulation with EGF (K) or Insulin (L) for 24 h. Each bar represents the mean ± SD, one‑way ANOVA, n = 3. M NUAK1 effect 
on senescence. MDA‑MB‑231 cells were treated with DMSO, Palbociclib (1 µM) (used as a positive control) or HTH‑01‑015 (5 µM) for 4 days (n = 3). 
N, O NUAK1 effect on cell death in MDA‑MB‑231 (N) and SW480 (O) cells under normal growth conditions or EGF stimulation using Incucyte. Each 
bar represents the mean ± SD, Student t test, n = 5 or one‐way ANOVA, n = 5. P NUAK1 effect on cell viability in spheroids from MDA‑MB‑231, U87, 
and DLD‑1 cells. Spheroids were pretreated with DMSO or HTH‑01‑015 (5 µM or 10 µM) before stimulation with EGF for 96 h. Each bar represents 
the mean ± SD, one‐way ANOVA, n = 6

(See figure on next page.)
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regulation of mTORC2 and signaling crosstalk are less 
understood [23]. Distinct pools of mTORC2 at different 
subcellular locations could underlie mTORC2 signaling 
through other effectors [54]. NUAK1 inhibition resulted 
in substantial accumulation of mTOR at the lysosome and 

reduction of its association with Rab5 + early-endosomes. 
These results suggest that NUAK1 activity is neces-
sary to maintain an appropriate subcellular distribution 
and activity of mTOR. Recently, new proteins have been 
involved in regulating the mTOR association with the 

Fig. 8 (See legend on previous page.)
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lysosome, which preferentially impacts mTORC1 signal-
ing [55, 56]. However, they did not explore an effect on 
mTORC2 accumulation at the lysosome or their sign-
aling. Because NUAK1 interacts with mTORC2, we 
speculate that their interaction is mainly responsible for 
maintaining a homogeneous mTORC2 distribution and 
activation. Therefore, it is a subject of future studies to 
determine how NUAK1 interaction with mTORC2 com-
ponents coordinates mTOR subcellular distribution and, 
consequently, the compartmentalized and full activation 
of Akt.

Activation of mTORC1 by nutrients correlates with its 
association with peripheral lysosomes close to upstream 
signaling proteins [57]. Additionally, peripheral cluster-
ing of the lysosomes also induces a faster reactivation of 
the mTORC2/Akt signaling under growth factor stimu-
lation, suggesting a pool of Akt and mTORC2 sensitive 
to the lysosome positioning [3]. Therefore, the modula-
tion of the lysosome positioning is critical to determine 
lysosome functions, including its role in signaling [25]. 
NUAK1 appears as a new regulator of lysosome home-
ostasis, affecting its subcellular distribution. NUAK1 
inhibition induced peripheral positioning of the lys-
osomes without affecting the positioning of Rab5+-
early endosomes. Despite their peripheral positioning, it 
delayed the EGF-dependent Akt activation. Although this 
result was unexpected, it revealed that early Akt activa-
tion requires NUAK1 activity. The effect of NUAK1 is 

likely due to its direct phosphorylation of Akt, supported 
by the kinase assays and the PLA experiments show-
ing that NUAK1 and Akt interact within 10 min of EGF 
stimulation. Additionally, NUAK1 is located at the early 
endosomes where Akt phosphorylation drives its speci-
ficity for FOXO1/3a phosphorylation. Nevertheless, we 
cannot discard that NUAK1 additionally affects the Akt 
phosphorylation through its effect on the mTOR subcel-
lular distribution as a mTORC2-dependent mechanism. 
Because endosomal mTORC2 can phosphorylate Akt, 
the observed reduction of mTOR association with the 
endosomes upon NUAK1 inhibition could contribute to 
the decrease in Akt phosphorylation. On the other hand, 
the mTORC2-dependent late activation of Akt may relate 
to the consequent mTOR accumulation at the lysosomes 
located at the cell periphery. How NUAK1 operates to 
control lysosomal positioning is unknown. However, 
according to its effect on the Akt Ser-473 phosphoryla-
tion and the mTOR subcellular distribution, our study 
provides evidence of a fine-tuned crosstalk between 
NUAK1 and mTORC2 coordinating the Akt signaling 
activation .

Downstream, NUAK1’s regulation of FOXO1/3a upon 
growth factor stimulation is novel, but a significative 
effect of NUAK1 on GSK3β S9 phosphorylation was not 
observed. Nevertheless, under normal growth condi-
tions and oxidative stress, we observed a strong effect 
of NUAK1 on GSK3β S9 phosphorylation (Additional 

(See figure on next page.)
Fig. 9 NUAK1 inhibition synergies with Akt or mTOR blockage. A, B Effect of co‑targeting NUAK1 and Akt on cell viability of spheroids (3D culture) 
from MDA‑MB‑231 (A) and U87 (B) for 96 h. Cell viability measurements were described in METHODS. Each bar represents the mean ± SD, n = 5. Data 
were analyzed by one‑way ANOVA (P < 0.0001 for A, B) followed by Tukey’s test (MK‑2206 compared to MK‑2206 plus HTH‑01‑015, P < 0.0001 for A, 
B). C, D Effect of co‑targeting NUAK1 and Akt or mTOR on cell viability of spheroids from MDA‑MB‑231 cells EGF‑stimulated for 48 h. HTH‑01‑015, 
10 µM (C) or HTH‑01‑015, 5 µM (D). Each bar represents the mean ± SD, n = 5. Data from C were analyzed by one‑way ANOVA (P < 0.0001 for Akt 
and NUAK1 Co‑targeting; P < 0.0001 for mTOR and NUAK1 Co‑targeting; P < 0.0001 for mTORC1 and NUAK1 Co‑targeting) followed by Tukey’s test 
(MK‑2206 compared to MK‑2206 plus HTH‑01‑015, P < 0.0001; Torin 1 compared to Torin 1 plus HTH‑01‑015, P < 0.0001; Rapamycin compared 
to Rapamycin plus HTH‑01‑015, P < 0.0001). Data from D were analyzed by one‑way ANOVA (P = 0.0016 for Akt and NUAK1 Co‑targeting; P < 0.0001 
for mTOR and NUAK1 Co‑targeting; P < 0.0001 for mTORC1 and NUAK1 Co‑targeting) followed by Tukey’s test (MK‑2206 compared to MK‑2206 
plus HTH‑01‑015, P = 0.0051; Torin 1 compared to Torin1 plus HTH‑01‑015, P = 0.0111; Rapamycin compared to Rapamycin plus HTH‑01‑015, 
P < 0.0001). E Effect of co‑targeting NUAK1 and Akt or mTOR on cell viability of spheroids from U87 cells EGF‑stimulated by 48 h. Each bar represents 
the mean ± SD, n = 5. Data from E were analyzed by one‑way ANOVA (P < 0.0001 for Akt and NUAK1 Co‑targeting; P < 0.0001 for mTOR and NUAK1 
Co‑targeting; P < 0.0001 for mTORC1 and NUAK1 Co‑targeting) followed by Tukey’s test (MK‑2206 compared to MK‑2206 plus HTH‑01‑015, 
P < 0.0001; Torin 1 compared to Torin 1 plus HTH‑01‑015, P < 0.0001; Rapamycin compared to Rapamycin plus HTH‑01‑015 (10 µM), P < 0.0001). 
F Soft‑agar colony formation assays in MDA‑MB‑231 cells (Zoom ×4). G Quantification of number of colonies per well from F. Each bar represents 
the mean ± SD, n = 3. Data from G were analyzed by one‑way ANOVA (P < 0.0001) followed by Tukey’s test (MK‑2206 compared to MK‑2206 
plus HTH‑01‑015, P = 0.0003). H Soft‑agar colony formation assays in U87 cells (Zoom ×4). I Quantification of number of colonies per well from H. 
Each bar represents the mean ± SD, n = 3. Data from I were analyzed by one‑way ANOVA (P = 0.0001 for Akt and NUAK1 Co‑targeting; P < 0.0001 
for mTOR and NUAK1 Co‑targeting; P = 0.0002 for mTORC1 and NUAK1 Co‑targeting) followed by Tukey’s test (MK‑2206 compared to MK‑2206 
plus HTH‑01‑015, P = 0.026; Torin 1 compared to Torin1 plus HTH‑01‑015, not significant (ns); Rapamycin compared to Rapamycin plus HTH‑01‑015, 
P = 0.0173). J Correlation between NUAK1 and EGFR expression in TNBC (Brown n = 198, MAS5.0 u133p2) from R2: Genomics Analysis 
and Visualization Platform. K Correlation between NUAK1 and EGFR expression, and NUAK1 expression and Akt Ser‑473 phosphorylation in Breast 
Invasive carcinoma (n = 874), COAD (n = 636), Prostate Adenocarcinoma (n = 498), STAD (n = 440), and Kidney Renal Clear Cell Carcinoma (n = 537) 
from c‑Bioportal. L Hazard Ratio (HR) plot for NUAK1, Akt1, Akt2, Akt3, mTOR, and Rictor in BRCA (Breast Carcinoma), COAD, GBM (Glioblastoma 
Multiforme), PRAD (Prostate Adenocarcinoma), STAD (Stomach Adenocarcinoma) and OV (Ovarian cancer) from Gepia2
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file  1: Fig. S4A, B). Previously, it was reported that 
NUAK1, through MYPT1 phosphorylation (S445), 
regulates GSK3β S9 phosphorylation under oxidative 

stress [18]. Therefore, NUAK1’s effect on GSK3β could 
depend on the cellular context, including genetic con-
text and/or cellular conditions, such as upon growth 

Fig. 9 (See legend on previous page.)
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factors stimulation or stress. Other studies showed that 
NUAK1 regulates cell proliferation, inducing the expres-
sion of proliferative genes and repressing anti-prolif-
erative genes, including p21CIP1 and p27KIP1 [13]. 
Still, they did not determine the mechanisms involved. 
As mentioned above, KI-301670 also induced p27 lev-
els [40]. Thus, our study indicates that NUAK1 through 
Akt/FOXO1-3a regulates p21, p27, and FoxM1 expres-
sion upon growth factor stimulation. Opposite to our 
results, NUAK1 induced p21 expression by phospho-
rylation and activation of the transcription factor p53 
under glucose starvation [14]. We discard this NUAK1/
p53 axis because MDA-MB-231 cells carry an inacti-
vated p53 mutant [58]. In addition, our studies identi-
fied a mechanism by which NUAK1 may promote cancer 
cell survival and proliferation. Instead, the NUAK1/p53 
studies indicated a mechanism for NUAK1 induction 
of cell cycle arrest under glucose starvation. Although 
the mechanism was unknown, previous studies demon-
strated that NUAK1 promotes cancer cell proliferation 
and survival [12, 13]. We found that NUAK1 promotes 
cell survival in a growth factor-dependent manner, likely 
via Akt/FOXO1/3a. Thus, we identified a novel NUAK1/
Akt/FOXO1-3a axis, which may be implicated in cancer 
progression and chemotherapy efficacy.

Recent evidence suggests that NUAK1 is a novel candi-
date for chemotherapy alone or combined with other targets 
[38–40, 59–61]. Based on the new mechanisms described 
and their apparent conservation in several types of cancer, 
we explored combined NUAK1 and Akt or mTOR inhibi-
tion to avoid compensatory mechanisms that result in can-
cer cell survival and resistance to chemotherapy. In the case 
of different mTOR inhibitors, the co-targeting of mTOR 
with upstream modulators of Akt signaling has emerged 
with promising results [43, 44]. Therefore, our study pro-
vides a rationale to explore the potential therapeutic out-
come of NUAK1 inhibition and additional combinations 
with Akt or mTOR inhibitors in several types of cancer.

Conclusions
Recently, studies described a critical role of NUAK1 
in growth factor signaling via the regulation of YAP 
and TGF-β/SMAD pathways [19, 20]. Here, we found 
that NUAK1, a member of the AMPKα family, is a 
novel regulator of the Akt signaling. Mechanistically, 
NUAK1 coordinates Akt signaling upon growth factor 
stimulation. NUAK1 regulates mTOR location and lys-
osome positioning and directly phosphorylates Akt at 
Ser-473, and according to its subcellular localization, 
induces the Akt/ FOXO1-3a axis.  NUAK1 promotes 
cancer cell survival through these mechanisms, and its 
inhibition potentiated Akt and mTOR pharmacological 

inhibition. Therefore, targeting NUAK1 or combined 
inhibition with Akt or mTOR inhibitors may be con-
sidered in cancer treatments.

Materials and methods
Antibodies
Anti-pS473 Akt (4060), Anti-pT308 Akt (4056), Anti-pan 
Akt (4691), Anti-NUAK1 (4458), Anti-pS2448 mTOR 
(2971), Anti-mTOR (2983), Anti-pS1462 TSC2 (3611), 
Anti-pT24/pT32 FOXO1/3a (9464), Anti-FOXO1 (L27), 
Anti-pS9 GSK3β (9336), Anti-GSK3β (D5C5Z), Anti-
Lamp1 (9091), Anti-Raptor (2280), Anti-pT389 S6K 
(9206), Anti-p70 S6 Kinase (2708), Anti-pS235/S236 
S6 (2211), Anti-S6 (2317), Anti-pT37/46 4EBP1 (9459), 
Anti-4EBP1 (9644), Anti-Myc-Tag (2276), and Anti-HA-
Tag (C29F4) from Cell Signaling (Danvers, MA, USA). 
Anti-p21 (F-5), Anti-p27 (M-197), Anti-TSC2 (C20), 
Anti-mTOR (N-19), Anti-MYPT1 (C-6), Anti-GST (B14), 
Anti-β-actin (C-2), and Anti-GAPDH (6C5) from Santa 
Cruz Biotechnology (Dallas, TX, USA). RalA (05-586) 
from Merck Millipore (Burlington, MA, USA). Anti-Rictor 
(PLA0309), Anti-α-Tubulin (DM1A), Anti-FLAG (M2), 
Anti-HA (Clone HA-7), and Anti-Rab5 (R7904) from 
Sigma-Aldrich (San Luis, MO, USA). Anti-His (31212) 
from ThermoFisher Scientific (Waltham, MA, USA). Anti-
pS445 MYPT1 (68-0043-100) from Ubiquigent (Dundee, 
Scotland, UK) was provided for Dr. Daniel Murphy.

Chemicals and recombinant proteins
HTH-01-015 (SML1446-25MG), Rapamycin (R0395), 
GST-NUAK1 (SRP5237), GST-Akt1 (SRP5001), Insu-
lin (I2643-25MG),  H2O2 30% (H1009), and 3XFlag-pep-
tide (F4799) from Sigma-Aldrich. MK-2206 (11593), 
PD0332991 (Palbociclib) (16273), and Doxycycline (14422) 
from Cayman Chemical (Ann Arbor, MI, USA). WZ4003 
(HY-15802) from MedChemExpress (Monmouth Junc-
tion, NJ, USA). His-NUAK1 (PV4127), Lipofectamine 
3000, and  Phalloidin (A12379) from ThermoFisher Sci-
entific. Puromycin (CAS58-58-2) and A/G plus agarose 
(sc-2003) from Santa Cruz Biotechnology. λ-Phosphatase 
(P0753S) from New England BioLabs (Ipswich, MA, 
USA). rhEGF (78006.1) from Stemcell Technologies (Van-
couver, Canada). Adenosine 5′-triphosphate, [γ-32P]-
(NEG035C005MC) from PerkinElmer (Waltham, MA, 
USA). Torin-1 a gift from Drs. Nathanael S. Gray (Stanford 
University) and David M. Sabatini.

Plasmids
The pCMV FLAG-hNUAK1 (DU6359) plasmid was pur-
chased at the Medical Research Council (MRC), UK. 
To generate pCW57 FLAG-hNUAK1 WT, hNUAK1 
WT was amplified from pCMV FLAG-hNUAK1 and 
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subcloned into pCW57-MCS1-2  A-MCS2 using NheI 
and AgeI restriction sites. pCMV FLAG-hNUAK1 K84A 
was generated by subcloning of FLAG-hNUAK1 K84A 
from pBABE FLAG-hNUAK1 K84A using EcoRI restric-
tion sites. pBABE FLAG-hNUAK1 K84A was previously 
generated by site direct mutagenesis using the following 
primers: hNUAK1_K84A_F: GGC CGA GTG GTT GCT 
ATA GCC TCC ATT CGT AAGG, hNUAK1_K84A_R: 
CCT TAC GAA TGG AGG CTA TAG CAA CCA CTC 
GGCC. pCMV FLAG-NUAK1 K84A mutation was con-
firmed by sequencing (Additional file 1: Fig. S6). pCW57-
MCS1-2  A-MCS2 (#71782), FLAG FOXO3a (#8360), 
pCMV dR8.2 (#8360), pCMV VSVG (#8454), pLKO 
scramble (#1864), pLKO shRictor (#1853), Lamp1-YFP 
(#2532), Lamp1-RFP (#1817), EGFR-GFP (#32751), pRK5 
Myc Rictor (#11367), pRK5 Myc Raptor (#1859), and 
mRFP-Rab5 (#14437) from Addgene. pCMV6 Myr-Akt1-
HA was kindly provided by Dr. Philip Tsichlis, The Ohio 
State University, Rab7-GFP by Dr. Julio Tapia, Universi-
dad de Chile, Chile, and pINDUCER10 shNUAK1 #1 and 
shNUAK1 #2 by Drs. Giacomo Cossa and Martin Eilers, 
University of Würzburg, Germany.

Cell culture
MDA-MB-231, HEK293T, U87 and iMEFs cells were 
grown in Dulbecco’s modified Eagle’s medium (DMEM) 
(Hyclone, Logan, UT, USA) supplemented with 10% (v/v) 
fetal bovine serum (FBS; Hyclone), 1% glutamine (Inv-
itrogen, Waltham, MA, USA). DLD-1 and SW480 cells 
were grown in Roswell Park Memorial Institute Medium 
(RPMI) (Hyclone) supplemented with 10% FBS. The cell 
lines were regularly tested (every 4 months) for myco-
plasma using EZ-PCR Mycoplasma Test Kit (Biological 
Industries, Beit Haemek, Israel). For lentiviral infection, 
HEK293T cells were transfected with 5  µg of the len-
tiviral vectors (pINDUCER10 shNUAK1 #1/#2, pLKO 
(scramble or shRictor) or pCW57 FLAG hNUAK1 WT), 
5 µg of pCMV dR8.2 and 0.5 µg of pCMV VSVG. Cells 
were then cultured by 48  h, collecting virus-containing 
supernatant with 8 µg/mL of Polybrene (Sigma-Aldrich) 
every 24 h. For positive clone selection, we used puromy-
cin at 2 µg/mL for 6 days.

Western blots analysis
Proteins from cell lysates (30–50 µg) were fractionated by 
SDS-PAGE and transferred to PVDF membrane (Immo-
bilon; Merck Millipore). The PVDF membranes were 
blocked for 1 h at room temperature in 5% nonfat milk 
in TBS-T and incubated with primary antibody at 4  °C 
overnight. After washing, the membranes were incubated 
for 1  h at room temperature with horseradish peroxi-
dase-conjugated secondary antibodies diluted in TBS-T 

buffer. Immunolabeled proteins were visualized by ECL 
(RPN2209) from Cytiva (Marlborough, MA, USA).

Immunoprecipitation
Proteins were extracted from cultured cells using lysis 
buffer (25 mM Tris-HCl pH 7.4, 150 mM NaCl, 0.2 mM 
EDTA, 1% NP40, 5% Glycerol and 2 mM  MgCl2) with 
protease and phosphatase inhibitors followed by immu-
noprecipitation at 4  °C for 6  h, washing three times in 
IP wash buffer (10 mM HEPES (pH 7.9), 1.5 mM  MgCl2, 
300 mM NaCl, 10 mM KCl and 0.5% TritonX-100) and 
immunoblotting. For FLAG-immunoprecipitation, we 
used 1 µg of anti-FLAG M2 from Sigma. For HA-immu-
noprecipitation, we used 1  µg of anti-HA clone 7 from 
Sigma and protein A/G plus agarose from Santa Cruz 
Biotechnology.

Mass spectrometry analysis
Multidimensional protein identification technology 
(MudPIT) performed in iMEF cells expressing pBABE 
FLAG (control), pBABE FLAG-mNUAK1 WT, or pBABE 
FLAG-mNUAK1 KR44/71AA (cytoplasmic mutant) were 
previously described in Palma et al. [21].

In vitro kinase assay
For Akt1 phosphorylation assay, myr-Akt1-HA was 
expressed in HEK293T and purified via immunoprecipi-
tation with anti-HA (Clone HA-7). Purified myr-Akt1-
HA was dephosphorylated at 30  °C for 30  min. Once 
dephosphorylated, we performed the in vitro kinase radi-
oactive or non-radioactive assay using His-NUAK1 (500 
ng), GST-NUAK1 (500 ng) or FLAG-NUAK1 WT and 
FLAG-NUAK1 K84A. FLAG-NUAK1 WT and FLAG-
NUAK1 K84A (kinase-dead) were purified by immuno-
precipitation (IP) from HEK293T and then eluted from 
the resin using 3XFLAG-peptide. All the reactions were 
incubated at 30  °C for 60  min using the buffer kinase 
non-radioactive (50 mM Tris-HCl (pH 7.5), 100 mM KCl, 
50 mM  MgCl2, 1 mM  Na3VO4, 1 mM DTT, 5% glycerol, 
and 0.5 mM ATP) or buffer kinase radioactive [50 mM 
Tris-HCl (pH 7.5), 100 mM KCl, 50 mM  MgCl2, 1 mM 
 Na3VO4, 1 mM DTT, 5% glycerol, 0.25 mM ATP, and 10 
µCi [γ-32P] ATP]. For NUAK1 and Akt1 phosphorylation 
assay, GST-Akt1 (500 ng) and His-NUAK1 (500 ng) were 
combined in buffer kinase assay (non-radioactive) and 
incubated at 30  °C for 60  min. All samples were dena-
tured for 3 min at 100 °C and analyzed by Western blot or 
autoradiography.

Confocal fluorescence microscopy
Cells plated on coverslips were fixed (4% paraformalde-
hyde), permeabilized (0.1% Triton X-100) and incubated 
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with corresponding primary antibody overnight (3% BSA 
in PBS). After washing, fixed cells were incubated with 
the corresponding Alexa Fluor coupled secondary anti-
body, Hoechst 33342 and Phalloidin for 2  h. Proximity 
Ligation Assays (PLA) were carried out using the Duolink 
In  Situ Red started Kit Mouse/Rabbit (DUO92101, 
Sigma-Aldrich) according to the manufacturer’s protocol. 
Images were obtained with LMS780 spectral confocal 
system (Zeiss, Germany). Identical exposure times and 
zoom (63× for IF and 40× for PLA) were used for com-
parison and quantification.

qPCR
For gene expression analysis, total RNA was extracted 
from cells with Trizol reagent (Invitrogen; 15596026). 
Real-time PCR was performed using KAPA SYBR FAST 
qPCR Master Mix (2X) Kit (Sigma-Aldrich; KK4601) and 
the AriaMX Real-Time PCR System (Agilent) accord-
ing to the manufacturer’s instructions. The qPCR prim-
ers used are h_p21_F: GGC AGA CCA GCA TGA CAG AT, 
h_p21_R: AGA TGT AGA GCG GGC CTT TG, h_P27_F: 
GCA AGT ACG AGT GGC AAG AG, h_p27_R: CCA AAT 
GCG TGT CCT CAG AG, h_FOXM1_F: GCA GGC TGC 
ACT ATC AAC AA, h_FOXM1_R: TCG AAG GCT CCT 
CAA CCT TA. β-Actin (ACTB) amplification was used as 
reference gene.

Senescence, cell death, and soft‑agar assays
For senescence, we used Senescence β-Galactosidase 
Staining Kit (9860, Cell Signaling Technology) follow-
ing the manufacturer protocol. For cell death assays in 
2D culture, we used IncuCyte. Two thousand cells were 
seeded for each case in 96 well plates and cell death was 
monitored at each hour using SYTOX (ThermoFisher 
Scientific). For cell viability assays in 3D culture, sphe-
roids were generated in 96 Ultra-Low Attachment plates 
by 4 days. Cell viability was measured using CellTiter-
Glo® 3D Cell Viability Assay (G9683, Promega) following 
manufacturing instructions. For soft-agar assays, 2500 
MDA-MB-231 cells per 12-well plate or 1250 MDA-
MB-231 or U87 cells in 24-well plate were seeded in 1.8% 
of Bacto-agar in DMEM supplemented with 10% FBS. 
Every 4 days the cells were resupplied with fresh media. 
After 3 weeks of incubation the colonies were counted.

Bioinformatical analysis
Correlation analyses were performed at https:// hgser 
ver1. amc. nl/ and https:// www. cbiop ortal. org/. Kaplan–
Meier curves were obtained at https:// kmplot. com/ analy 
sis/ and http:// gepia2. cancer- pku. cn/. Molecular dock-
ing was performed in Hex 8.0 docking software and 

visualized in ChimeraX 1.1. Putative phosphorylation 
sites were identified using GPS 5.0 http:// gps. biocu ckoo. 
cn/ online. php.

Quantification and statistical analysis
Densitometry quantification and co-localization analyses 
were performed in ImageJ/FiJi software. The Immuno-
fluorescence quantifications were performed in ImageJ 
measuring fluorescence intensity followed by normali-
zation with their respective control. The analysis of lys-
osome distribution was performed by measuring the 
fractional distance of the lysosome from the nucleus. 
Briefly, a boundary was drawn along the periphery of 
each selected cell using a freehand selection tool. The 
Lamp1 signal from nearby cells was removed using the 
clear outside function of Fiji software. Next, a ROI was 
drawn around the nucleus (Hoechst signal), and Lamp1 
fluorescent intensity was measured (First ROI). Then, 
Lamp1 intensity was measured for each ROI incremented 
by 5 μm until the cell periphery. Finally, Lamp1 intensity 
was calculated for perinuclear (0–5  μm) by subtracting 
the intensity of the first ROI (nucleus) with the second, 
and peripheral (> 10  μm or > 15  μm) by subtracting the 
intensity of the third (> 10 μm) or fourth (> 15 μm) ROI 
with the total cell intensity. Statistical analysis and graph-
ics were performed with GraphPad Prism 9.

Abbreviations
AMPK  Adenosine 5′‑monophosphate‑activated protein kinase
EGFR  Epidermal growth factor receptor
FOXO  Forkhead box O
GSK3  Glycogen synthase kinase 3
iMEF  Immortalized Mouse Embryonic Fibroblast
IR  Insulin Receptor
ishRNA  Inducible small hairpin RNAs
LKB1  Liver Kinase B1
mTOR  Mechanistic target of rapamycin
MudPIT  Multidimensional Protein Identification Technology
NSCLC  Non‑small cell lung cancer
PI3K  Phosphatidylinositol 3 kinase
PLA  Proximity Ligation Assay
PM  Plasma membrane
Raptor  Regulatory‑Associated Protein of Mammalian Target of Rapamycin
Rictor  Rapamycin‑Insensitive Companion of mTOR
TNBC  Triple negative breast cancer
TSC2  Tuberous sclerosis complex 2

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13578‑ 023‑ 01185‑2.

Additional file 1: Figure S1. NUAK1 inhibition does not impact on 
mTOR‑Rictor association. Figure S2. NUAK1 effect on mTOR subcellular 
distribution. Figure S3. NUAK1 inhibition does not affect early endosomes 
distribution. Figure S4. NUAK1 effect on Akt signaling under different 
cellular conditions. Figure S5. NUAK1 co‑localize with endogenous Rab5. 
Figure S6. Validation of NUAK1 Kinase Dead mutant (K84A). Figure S7. 
Long‑term inhibition of NUAK1 dramatically induces morphological 
changes.

https://hgserver1.amc.nl/
https://hgserver1.amc.nl/
https://www.cbioportal.org/
https://kmplot.com/analysis/
https://kmplot.com/analysis/
http://gepia2.cancer-pku.cn/
http://gps.biocuckoo.cn/online.php
http://gps.biocuckoo.cn/online.php
https://doi.org/10.1186/s13578-023-01185-2
https://doi.org/10.1186/s13578-023-01185-2


Page 21 of 22Palma et al. Cell & Bioscience          (2023) 13:232  

Acknowledgements
Funding by Fondecyt #1201215 (AFC), Fondecyt #1191172 (RP), Fondecyt 
#1180911 (JLG). We thank to Drs. Cossa and Eilers (University of Würzburg) 
for the pINDUCER10 shNUAK1 plasmids. Dr. Daniel Murphy (University of 
Glasgow) kindly provided the p‑MYPT1 Ser‑445 antibody. Centro de Micro‑
scopía Avanzada (CMA) of Universidad de Concepción for their support in the 
capture of immunofluorescence confocal images and cell death analysis via 
Incucyte.

Author contributions
MP and AFC conceived and designed the research. MP performed most of the 
experiments with ER, AF, VC, LE, EE, and RA support. All authors were involved 
in formal analysis. JLG, RP, and AFC provided the resources, supervision, and 
funding acquisition. MP and AFC wrote the manuscript with the support of ER, 
AF, VC, LE, EE, RA, JLG, and RP. All authors approved the manuscript.

Availability of data and materials
The data and material that support the findings of this study are available 
upon request to the corresponding authors.

Declarations

Competing interests
The authors declare no competing interests.

Author details
1 Laboratorio de Transducción de Señales y Cáncer, Departamento de 
Bioquímica y Biología Molecular, Facultad Cs. Biológicas, Universidad de 
Concepción, Concepción, Chile. 2 Laboratorio de Regulación Transcripcional, 
Departamento de Bioquímica y Biología Molecular, Facultad Cs. Biológicas, 
Universidad de Concepción, Concepción, Chile. 

Received: 1 February 2023   Accepted: 12 December 2023

References
 1. Liu GY, Sabatini DM. mTOR at the nexus of nutrition, growth, ageing and 

disease. Nat Rev Mol Cell Biol. 2020;21(4):183–203. https:// doi. org/ 10. 
1038/ s41580‑ 019‑ 0199‑y.

 2. Saxton RA, Sabatini DM. mTOR signaling in growth, metabolism, and 
disease. Cell. 2017;168(6):960–76. https:// doi. org/ 10. 1016/j. cell. 2017. 02. 
004.

 3. Jia R, Bonifacino JS. Lysosome positioning influences mTORC2 and AKT 
signaling. Mol Cell. 2019;75(1):26‑38e3. https:// doi. org/ 10. 1016/j. molcel. 
2019. 05. 009.

 4. Senoo H, Murata D, Wai M, Arai K, Iwata W, Sesaki H, Iijima M. KARATE: 
PKA‑induced KRAS4B‑RHOA‑mTORC2 supercomplex phosphorylates AKT 
in insulin signaling and glucose homeostasis. Mol Cell. 2021;81(22):4622‑
4634e8. https:// doi. org/ 10. 1016/j. molcel. 2021. 09. 001.

 5. Vanhaesebroeck B, Guillermet‑Guibert J, Graupera M, Bilanges B. The 
emerging mechanisms of isoform‑specific PI3K signalling. Nat Rev Mol 
Cell Biol. 2010;11(5):329–41. https:// doi. org/ 10. 1038/ nrm28 82.

 6. Manning BD, Toker A. AKT/PKB signaling: navigating the network. Cell. 
2017;169(3):381–405. https:// doi. org/ 10. 1016/j. cell. 2017. 04. 001.

 7. Fruman DA, Chiu H, Hopkins BD, Bagrodia S, Cantley LC, Abraham RT. The 
PI3K pathway in human disease. Cell. 2017;170(4):605–35. https:// doi. org/ 
10. 1016/j. cell. 2017. 07. 029.

 8. Hoxhaj G, Manning BD. The PI3K‑AKT network at the interface of onco‑
genic signalling and cancer metabolism. Nat Rev Cancer. 2020;20(2):74–
88. https:// doi. org/ 10. 1038/ s41568‑ 019‑ 0216‑7.

 9. Liu R, Chen Y, Liu G, Li C, Song Y, Cao Z, Li W, Hu J, Lu C, Liu Y. PI3K/AKT 
pathway as a key link modulates the multidrug resistance of cancers. Cell 
Death Dis. 2020;11(9):797. https:// doi. org/ 10. 1038/ s41419‑ 020‑ 02998‑6.

 10. Lizcano JM, Göransson O, Toth R, Deak M, Morrice NA, Boudeau J, Hawley 
SA, Udd L, Mäkelä TP, Hardie DG, Alessi DR. LKB1 is a master kinase that 
activates 13 kinases of the AMPK subfamily, including MARK/PAR‑1. EMBO 
J. 2004;23(4):833–43. https:// doi. org/ 10. 1038/ sj. emboj. 76001 10.

 11. Bright NJ, Thornton C, Carling D. The regulation and function of mamma‑
lian AMPK‑related kinases. Acta Physiol (Oxf ). 2009;196(1):15–26. https:// 
doi. org/ 10. 1111/j. 1748‑ 1716. 2009. 01971.x.

 12. Suzuki A, Kusakai G, Kishimoto A, Lu J, Ogura T, Lavin MF, Esumi H. Identi‑
fication of a novel protein kinase mediating akt survival signaling to the 
ATM protein. J Biol Chem. 2003;278(1):48–53. https:// doi. org/ 10. 1074/ jbc. 
M2060 25200.

 13. Huang X, Lv W, Zhang JH, Lu DL. miR‑96 functions as a tumor sup‑
pressor gene by targeting NUAK1 in pancreatic cancer. Int J Mol Med. 
2014;34(6):1599–605. https:// doi. org/ 10. 3892/ ijmm. 2014. 1940.

 14. Hou X, Liu JE, Liu W, Liu CY, Liu ZY, Sun ZY. A new role of NUAK1: directly 
phosphorylating p53 and regulating cell proliferation. Oncogene. 
2011;30(26):2933–42. https:// doi. org/ 10. 1038/ onc. 2011. 19.

 15. Zagórska A, Deak M, Campbell DG, Banerjee S, Hirano M, Aizawa S, 
Prescott AR, Alessi DR. New roles for the LKB1‑NUAK pathway in control‑
ling myosin phosphatase complexes and cell adhesion. Sci Signal. 
2010;3(115):ra25. https:// doi. org/ 10. 1126/ scisi gnal. 20006 16.

 16. Liu L, Ulbrich J, Müller J, Wüstefeld T, Aeberhard L, Kress TR, Muthalagu 
N, Rycak L, Rudalska R, Moll R, Kempa S, Zender L, Eilers M, Murphy DJ. 
Deregulated MYC expression induces dependence upon AMPK‑related 
kinase 5. Nature. 2012;483(7391):608–12. https:// doi. org/ 10. 1038/ natur 
e10927.

 17. Escalona E, Muñoz M, Pincheira R, Elorza ÁA, Castro AF. Cytosolic NUAK1 
enhances ATP production by maintaining proper glycolysis and mito‑
chondrial function in cancer cells. Front Oncol. 2020;10: 1123. https:// doi. 
org/ 10. 3389/ fonc. 2020. 01123.

 18. Port J, Muthalagu N, Raja M, Ceteci F, Monteverde T, Kruspig B, Hedley A, 
Kalna G, Lilla S, Neilson L, Brucoli M, Gyuraszova K, Tait‑Mulder J, Mezna 
M, Svambaryte S, Bryson A, Sumpton D, McVie A, Nixon C, Drysdale M, 
Murphy DJ. Colorectal tumors require NUAK1 for protection from oxida‑
tive stress. Cancer Discov. 2018;8(5):632–47. https:// doi. org/ 10. 1158/ 
2159‑ 8290. CD‑ 17‑ 0533.

 19. Kolliopoulos C, Raja E, Razmara M, Heldin P, Heldin CH, Moustakas 
A, van der Heide LP. Transforming growth factor β (TGFβ) induces 
NUAK kinase expression to fine‑tune its signaling output. J Biol Chem. 
2019;294(11):4119–36. https:// doi. org/ 10. 1074/ jbc. RA118. 004984.

 20. Zhang T, He X, Caldwell L, Goru SK, Ulloa Severino L, Tolosa MF, Misra PS, 
McEvoy CM, Christova T, Liu Y, Atin C, Zhang J, Hu C, Vukosa N, Chen X, 
Krizova A, Kirpalani A, Gregorieff A, Ni R, Chan K, Yuen DA. NUAK1 pro‑
motes organ fibrosis via YAP and TGF‑β/SMAD signaling. Sci Transl Med. 
2022;14(637): eaaz4028. https:// doi. org/ 10. 1126/ scitr anslm ed. aaz40 28.

 21. Palma M, Riffo EN, Suganuma T, Washburn MP, Workman JL, Pincheira R, 
Castro AF. Identification of a nuclear localization signal and importin beta 
members mediating NUAK1 nuclear import inhibited by oxidative stress. 
J Cell Biochem. 2019;120(9):16088–107. https:// doi. org/ 10. 1002/ jcb. 
28890.

 22. Banerjee S, Buhrlage SJ, Huang HT, Deng X, Zhou W, Wang J, Traynor R, 
Prescott AR, Alessi DR, Gray NS. Characterization of WZ4003 and HTH‑
01‑015 as selective inhibitors of the LKB1‑tumour‑suppressor‑activated 
NUAK kinases. Biochem J. 2014;457(1):215–25. https:// doi. org/ 10. 1042/ 
BJ201 31152.

 23. Fu W, Hall MN. Regulation of mTORC2 signaling. Genes. 2020;11(9): 1045. 
https:// doi. org/ 10. 3390/ genes 11091 045.

 24. Ebner M, Sinkovics B, Szczygieł M, Ribeiro DW, Yudushkin I. Localization of 
mTORC2 activity inside cells. J Cell Biol. 2017;216(2):343–53. https:// doi. 
org/ 10. 1083/ jcb. 20161 0060.

 25. Ballabio A, Bonifacino JS. Lysosomes as dynamic regulators of cell and 
organismal homeostasis. Nat Rev Mol Cell Biol. 2020;21(2):101–18. https:// 
doi. org/ 10. 1038/ s41580‑ 019‑ 0185‑4.

 26. Johnson DE, Ostrowski P, Jaumouillé V, Grinstein S. The position of 
lysosomes within the cell determines their luminal pH. J Cell Biol. 
2016;212(6):677–92. https:// doi. org/ 10. 1083/ jcb. 20150 7112.

 27. Gieselmann V, Hasilik A, von Figura K. Processing of human cathepsin D in 
lysosomes in vitro. J Biol Chem. 1985;260(5):3215–20.

 28. Sugiyama MG, Fairn GD, Antonescu CN. Akt‑ing up just about every‑
where: compartment‑specific akt activation and function in receptor 
tyrosine kinase signaling. Front Cell Dev Biol. 2019;7: 70. https:// doi. org/ 
10. 3389/ fcell. 2019. 00070.

 29. Menon S, Dibble CC, Talbott G, Hoxhaj G, Valvezan AJ, Takahashi H, 
Cantley LC, Manning BD. Spatial control of the TSC complex integrates 

https://doi.org/10.1038/s41580-019-0199-y
https://doi.org/10.1038/s41580-019-0199-y
https://doi.org/10.1016/j.cell.2017.02.004
https://doi.org/10.1016/j.cell.2017.02.004
https://doi.org/10.1016/j.molcel.2019.05.009
https://doi.org/10.1016/j.molcel.2019.05.009
https://doi.org/10.1016/j.molcel.2021.09.001
https://doi.org/10.1038/nrm2882
https://doi.org/10.1016/j.cell.2017.04.001
https://doi.org/10.1016/j.cell.2017.07.029
https://doi.org/10.1016/j.cell.2017.07.029
https://doi.org/10.1038/s41568-019-0216-7
https://doi.org/10.1038/s41419-020-02998-6
https://doi.org/10.1038/sj.emboj.7600110
https://doi.org/10.1111/j.1748-1716.2009.01971.x
https://doi.org/10.1111/j.1748-1716.2009.01971.x
https://doi.org/10.1074/jbc.M206025200
https://doi.org/10.1074/jbc.M206025200
https://doi.org/10.3892/ijmm.2014.1940
https://doi.org/10.1038/onc.2011.19
https://doi.org/10.1126/scisignal.2000616
https://doi.org/10.1038/nature10927
https://doi.org/10.1038/nature10927
https://doi.org/10.3389/fonc.2020.01123
https://doi.org/10.3389/fonc.2020.01123
https://doi.org/10.1158/2159-8290.CD-17-0533
https://doi.org/10.1158/2159-8290.CD-17-0533
https://doi.org/10.1074/jbc.RA118.004984
https://doi.org/10.1126/scitranslmed.aaz4028
https://doi.org/10.1002/jcb.28890
https://doi.org/10.1002/jcb.28890
https://doi.org/10.1042/BJ20131152
https://doi.org/10.1042/BJ20131152
https://doi.org/10.3390/genes11091045
https://doi.org/10.1083/jcb.201610060
https://doi.org/10.1083/jcb.201610060
https://doi.org/10.1038/s41580-019-0185-4
https://doi.org/10.1038/s41580-019-0185-4
https://doi.org/10.1083/jcb.201507112
https://doi.org/10.3389/fcell.2019.00070
https://doi.org/10.3389/fcell.2019.00070


Page 22 of 22Palma et al. Cell & Bioscience          (2023) 13:232 

insulin and nutrient regulation of mTORC1 at the lysosome. Cell. 
2014;156(4):771–85. https:// doi. org/ 10. 1016/j. cell. 2013. 11. 049.

 30. Schenck A, Goto‑Silva L, Collinet C, Rhinn M, Giner A, Habermann B, Brand 
M, Zerial M. The endosomal protein Appl1 mediates akt substrate speci‑
ficity and cell survival in vertebrate development. Cell. 2008;133(3):486–
97. https:// doi. org/ 10. 1016/j. cell. 2008. 02. 044.

 31. Kim S, Heo S, Brzostowski J, Kang D. Endosomal mTORC2 is required for 
phosphoinositide‑dependent AKT activation in platelet‑derived growth 
factor‑stimulated glioma cells. Cancers. 2021;13(10): 2405. https:// doi. org/ 
10. 3390/ cance rs131 02405.

 32. Bozulic L, Surucu B, Hynx D, Hemmings BA. PKBalpha/Akt1 acts 
downstream of DNA‑PK in the DNA double‑strand break response and 
promotes survival. Mol Cell. 2008;30(2):203–13. https:// doi. org/ 10. 1016/j. 
molcel. 2008. 02. 024.

 33. Ou YH, Torres M, Ram R, Formstecher E, Roland C, Cheng T, Brekken R, 
Wurz R, Tasker A, Polverino T, Tan SL, White MA. TBK1 directly engages 
Akt/PKB survival signaling to support oncogenic transformation. Mol Cell. 
2011;41(4):458–70. https:// doi. org/ 10. 1016/j. molcel. 2011. 01. 019.

 34. Cai Q, Zhou W, Wang W, Dong B, Han D, Shen T, Creighton CJ, Moore DD, 
Yang F. MAPK6‑AKT signaling promotes tumor growth and resistance to 
mTOR kinase blockade. Sci Adv. 2021;7(46): eabi6439. https:// doi. org/ 10. 
1126/ sciadv. abi64 39.

 35. Jiramongkol Y, Lam EW. FOXO transcription factor family in cancer and 
metastasis. Cancer Metastasis Rev. 2020;39(3):681–709. https:// doi. org/ 10. 
1007/ s10555‑ 020‑ 09883‑w.

 36. Zhang X, Tang N, Hadden TJ, Rishi AK. Akt, FoxO and regulation of apop‑
tosis. Biochim Biophys Acta. 2011;1813(11):1978–86. https:// doi. org/ 10. 
1016/j. bbamcr. 2011. 03. 010.

 37. Kalathil D, John S, Nair AS. FOXM1 and cancer: faulty cellular signaling 
derails homeostasis. Front Oncol. 2021;10: 626836. https:// doi. org/ 10. 
3389/ fonc. 2020. 626836.

 38. Chen Y, Xie X, Wang C, Hu Y, Zhang H, Zhang L, Tu S, He Y, Li Y. Dual target‑
ing of NUAK1 and ULK1 using the multitargeted inhibitor MRT68921 
exerts potent antitumor activities. Cell Death Dis. 2020;11(8):712. https:// 
doi. org/ 10. 1038/ s41419‑ 020‑ 02885‑0.

 39. Ahwazi D, Neopane K, Markby GR, Kopietz F, Ovens AJ, Dall M, Hassing AS, 
Gräsle P, Alshuweishi Y, Treebak JT, Salt IP, Göransson O, Zeqiraj E, Scott JW, 
Sakamoto K. Investigation of the specificity and mechanism of action of 
the ULK1/AMPK inhibitor SBI‑0206965. Biochem J. 2021;478(15):2977–97. 
https:// doi. org/ 10. 1042/ BCJ20 210284.

 40. Seo MS, Jung KH, Kim K, Lee JE, Han BS, Ko S, Kim JH, Hong S, Lee SH, 
Hong SS. Discovery of a novel NUAK1 inhibitor against pancreatic cancer. 
Biomed Pharmacother. 2022;152: 113241. https:// doi. org/ 10. 1016/j. 
biopha. 2022. 113241.

 41. Shariati M, Meric‑Bernstam F. Targeting AKT for cancer therapy. Expert 
Opin Investig Drugs. 2019;28(11):977–88. https:// doi. org/ 10. 1080/ 13543 
784. 2019. 16767 26.

 42. Zou Z, Tao T, Li H, Zhu X. mTOR signaling pathway and mTOR inhibitors in 
cancer: progress and challenges. Cell Biosci. 2020;10:31. https:// doi. org/ 
10. 1186/ s13578‑ 020‑ 00396‑1.

 43. Wan X, Harkavy B, Shen N, Grohar P, Helman LJ. Rapamycin induces 
feedback activation of akt signaling through an IGF‑1R‑dependent 
mechanism. Oncogene. 2007;26(13):1932–40. https:// doi. org/ 10. 1038/ sj. 
onc. 12099 90.

 44. Yoon SO, Shin S, Karreth FA, Buel GR, Jedrychowski MP, Plas DR, Dedhar 
S, Gygi SP, Roux PP, Dephoure N, Blenis J. Focal adhesion‑ and IGF1R‑
dependent survival and migratory pathways mediate tumor resistance to 
mTORC1/2 inhibition. Mol Cell. 2017;67(3):512‑527e4. https:// doi. org/ 10. 
1016/j. molcel. 2017. 06. 033.

 45. Chen P, Li K, Liang Y, Li L, Zhu X. High NUAK1 expression correlates with 
poor prognosis and involved in NSCLC cells migration and invasion. 
Exp Lung Res. 2013;39(1):9–17. https:// doi. org/ 10. 3109/ 01902 148. 2012. 
744115.

 46. Lu S, Niu N, Guo H, Tang J, Guo W, Liu Z, Shi L, Sun T, Zhou F, Li H, Zhang J, 
Zhang B. ARK5 promotes glioma cell invasion, and its elevated expression 
is correlated with poor clinical outcome. Eur J Cancer (Oxford England: 
1990). 2013;49(3):752–63. https:// doi. org/ 10. 1016/j. ejca. 2012. 09. 018.

 47. Phippen NT, Bateman NW, Wang G, Conrads KA, Ao W, Teng PN, Litzi TA, 
Oliver J, Maxwell GL, Hamilton CA, Darcy KM, Conrads TP. NUAK1 (ARK5) 
is associated with poor prognosis in ovarian cancer. Front Oncol. 2016;6: 
213. https:// doi. org/ 10. 3389/ fonc. 2016. 00213.

 48. Reddy MV, Akula B, Cosenza SC, Athuluridivakar S, Mallireddigari MR, Pal‑
lela VR, Billa VK, Subbaiah DR, Bharathi EV, Carpio V‑D, Padgaonkar R, Baker 
ASJ, Reddy EP. Discovery of 8‑cyclopentyl‑2‑[4‑(4‑methyl‑piperazin‑1‑yl)‑
phenylamino]‑7‑oxo‑7,8‑dihydro‑pyrido[2,3‑d]pyrimidine‑6‑carbonitrile 
(7x) as a potent inhibitor of cyclin‑dependent kinase 4 (CDK4) and AMPK‑
related kinase 5 (ARK5). J Med Chem. 2014;57(3):578–99. https:// doi. org/ 
10. 1021/ jm401 073p.

 49. Zhang X, Lv H, Zhou Q, Elkholi R, Chipuk JE, Reddy MV, Reddy EP, Gallo JM. 
Preclinical pharmacological evaluation of a novel multiple kinase inhibi‑
tor, ON123300, in brain tumor models. Mol Cancer Ther. 2014;13(5):1105–
16. https:// doi. org/ 10. 1158/ 1535‑ 7163. MCT‑ 13‑ 0847.

 50. Divakar SK, Ramana Reddy MV, Cosenza SC, Baker SJ, Perumal D, Antonelli 
AC, Brody J, Akula B, Parekh S, Reddy EP. Dual inhibition of CDK4/Rb and 
PI3K/AKT/mTOR pathways by ON123300 induces synthetic lethality in 
mantle cell lymphomas. Leukemia. 2016;30(1):86–93. https:// doi. org/ 10. 
1038/ leu. 2015. 185.

 51. Perumal D, Kuo PY, Leshchenko VV, Jiang Z, Divakar SK, Cho HJ, Chari 
A, Brody J, Reddy MV, Zhang W, Reddy EP, Jagannath S, Parekh S. Dual 
targeting of CDK4 and ARK5 using a novel kinase inhibitor ON123300 
exerts potent anticancer activity against multiple myeloma. Cancer Res. 
2016;76(5):1225–36. https:// doi. org/ 10. 1158/ 0008‑ 5472. CAN‑ 15‑ 2934.

 52. Namiki T, Yaguchi T, Nakamura K, Valencia JC, Coelho SG, Yin L, Kawaguchi 
M, Vieira WD, Kaneko Y, Tanemura A, Katayama I, Yokozeki H, Kawakami 
Y, Hearing VJ. NUAK2 amplification coupled with PTEN Deficiency 
promotes melanoma development via CDK activation. Cancer Res. 
2015;75(13):2708–15. https:// doi. org/ 10. 1158/ 0008‑ 5472. CAN‑ 13‑ 3209.

 53. Al‑Busani H, Al‑Sobaihi S, Nojima K, Tanemura A, Yaguchi T, Kawakami 
Y, Matsumura H, Nishimura EK, Yokozeki H, Namiki T. NUAK2 localization 
in normal skin and its expression in a variety of skin tumors with YAP. J 
Dermatol Sci. 2020;97(2):143–51. https:// doi. org/ 10. 1016/j. jderm sci. 2020. 
01. 008.

 54. Gleason CE, Oses‑Prieto JA, Li KH, Saha B, Situ G, Burlingame AL, 
Pearce D. Phosphorylation at distinct subcellular locations underlies 
specificity in mTORC2‑mediated activation of SGK1 and Akt. J Cell Sci. 
2019;132(7):jcs224931. https:// doi. org/ 10. 1242/ jcs. 224931.

 55. Mutvei AP, Nagiec MJ, Hamann JC, Kim SG, Vincent CT, Blenis J. Rap1‑
GTPases control mTORC1 activity by coordinating lysosome organization 
with amino acid availability. Nat Commun. 2020;11(1):1416. https:// doi. 
org/ 10. 1038/ s41467‑ 020‑ 15156‑5.

 56. Meng D, Yang Q, Melick CH, Park BC, Hsieh TS, Curukovic A, Jeong MH, 
Zhang J, James NG, Jewell JL. ArfGAP1 inhibits mTORC1 lysosomal locali‑
zation and activation. EMBO J. 2021;40(12): e106412. https:// doi. org/ 10. 
15252/ embj. 20201 06412.

 57. Korolchuk VI, Saiki S, Lichtenberg M, Siddiqi FH, Roberts EA, Imarisio S, 
Jahreiss L, Sarkar S, Futter M, Menzies FM, O’Kane CJ, Deretic V, Rubinsz‑
tein DC. Lysosomal positioning coordinates cellular nutrient responses. 
Nat Cell Biol. 2011;13(4):453–60. https:// doi. org/ 10. 1038/ ncb22 04.

 58. Runnebaum IB, Nagarajan M, Bowman M, Soto D, Sukumar S. Mutations 
in p53 as potential molecular markers for human breast cancer. Proc Natl 
Acad Sci USA. 1991;88(23):10657–61. https:// doi. org/ 10. 1073/ pnas. 88. 23. 
10657.

 59. Faisal M, Kim JH, Yoo KH, Roh EJ, Hong SS, Lee SH. Development and 
therapeutic potential of NUAKs inhibitors. J Med Chem. 2021;64(1):2–25. 
https:// doi. org/ 10. 1021/ acs. jmedc hem. 0c005 33.

 60. Yang C, Zhang Y, Lin S, Liu Y, Li W. Suppressing the KIF20A/NUAK1/Nrf2/
GPX4 signaling pathway induces ferroptosis and enhances the sensitivity 
of colorectal cancer to oxaliplatin. Aging. 2021;13(10):13515–34. https:// 
doi. org/ 10. 18632/ aging. 202774.

 61. Yang H, Wang X, Wang C, Yin F, Qu L, Shi C, Zhao J, Li S, Ji L, Peng W, Luo 
H, Cheng M, Kong L. Optimization of WZ4003 as NUAK inhibitors against 
human colorectal cancer. Eur J Med Chem. 2021;210: 113080. https:// doi. 
org/ 10. 1016/j. ejmech. 2020. 113080.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

https://doi.org/10.1016/j.cell.2013.11.049
https://doi.org/10.1016/j.cell.2008.02.044
https://doi.org/10.3390/cancers13102405
https://doi.org/10.3390/cancers13102405
https://doi.org/10.1016/j.molcel.2008.02.024
https://doi.org/10.1016/j.molcel.2008.02.024
https://doi.org/10.1016/j.molcel.2011.01.019
https://doi.org/10.1126/sciadv.abi6439
https://doi.org/10.1126/sciadv.abi6439
https://doi.org/10.1007/s10555-020-09883-w
https://doi.org/10.1007/s10555-020-09883-w
https://doi.org/10.1016/j.bbamcr.2011.03.010
https://doi.org/10.1016/j.bbamcr.2011.03.010
https://doi.org/10.3389/fonc.2020.626836
https://doi.org/10.3389/fonc.2020.626836
https://doi.org/10.1038/s41419-020-02885-0
https://doi.org/10.1038/s41419-020-02885-0
https://doi.org/10.1042/BCJ20210284
https://doi.org/10.1016/j.biopha.2022.113241
https://doi.org/10.1016/j.biopha.2022.113241
https://doi.org/10.1080/13543784.2019.1676726
https://doi.org/10.1080/13543784.2019.1676726
https://doi.org/10.1186/s13578-020-00396-1
https://doi.org/10.1186/s13578-020-00396-1
https://doi.org/10.1038/sj.onc.1209990
https://doi.org/10.1038/sj.onc.1209990
https://doi.org/10.1016/j.molcel.2017.06.033
https://doi.org/10.1016/j.molcel.2017.06.033
https://doi.org/10.3109/01902148.2012.744115
https://doi.org/10.3109/01902148.2012.744115
https://doi.org/10.1016/j.ejca.2012.09.018
https://doi.org/10.3389/fonc.2016.00213
https://doi.org/10.1021/jm401073p
https://doi.org/10.1021/jm401073p
https://doi.org/10.1158/1535-7163.MCT-13-0847
https://doi.org/10.1038/leu.2015.185
https://doi.org/10.1038/leu.2015.185
https://doi.org/10.1158/0008-5472.CAN-15-2934
https://doi.org/10.1158/0008-5472.CAN-13-3209
https://doi.org/10.1016/j.jdermsci.2020.01.008
https://doi.org/10.1016/j.jdermsci.2020.01.008
https://doi.org/10.1242/jcs.224931
https://doi.org/10.1038/s41467-020-15156-5
https://doi.org/10.1038/s41467-020-15156-5
https://doi.org/10.15252/embj.2020106412
https://doi.org/10.15252/embj.2020106412
https://doi.org/10.1038/ncb2204
https://doi.org/10.1073/pnas.88.23.10657
https://doi.org/10.1073/pnas.88.23.10657
https://doi.org/10.1021/acs.jmedchem.0c00533
https://doi.org/10.18632/aging.202774
https://doi.org/10.18632/aging.202774
https://doi.org/10.1016/j.ejmech.2020.113080
https://doi.org/10.1016/j.ejmech.2020.113080

	NUAK1 coordinates growth factor-dependent activation of mTORC2 and Akt signaling
	Abstract 
	Background 
	Results 
	Conclusions 

	Background
	Results
	NUAK1 interacts with components of mTORC2
	NUAK1 regulates mTOR accumulation at the lysosome and lysosome positioning
	NUAK1 induces early activation of Akt
	Signaling crosstalk between NUAK1 and mTORC2 regulates the EGF-dependent activation of Akt
	NUAK1 resides at the early endosomes
	NUAK1 is a novel kinase that directly phosphorylates Akt at Ser-473
	NUAK1AktFOXO13a axis regulates the expression of p21CIP1, p27KIP1, FoxM1, and cancer cell survival upon growth factor stimulation
	NUAK1 inhibition potentiates pharmacological inhibition of Akt and mTOR
	NUAK1 is associated with EGFRAkt signaling in several types of cancer

	Discussion
	Conclusions
	Materials and methods
	Antibodies
	Chemicals and recombinant proteins
	Plasmids
	Cell culture
	Western blots analysis
	Immunoprecipitation
	Mass spectrometry analysis
	In vitro kinase assay
	Confocal fluorescence microscopy
	qPCR
	Senescence, cell death, and soft-agar assays
	Bioinformatical analysis
	Quantification and statistical analysis

	Anchor 33
	Acknowledgements
	References


