
OR I G I N A L R E S E A R C H

Inhibition of esophageal cancer growth through the

suppression of PI3K/AKT/mTOR signaling pathway
This article was published in the following Dove Press journal:

OncoTargets and Therapy

Ni Shi*

Hao Yu*

Tong Chen

Division of Medical Oncology,

Department of Internal Medicine, The

Ohio State University, Columbus, OH,

USA

*These authors contributed equally to

this work

Background: The phosphatidylinositol-3-kinase (PI3K)/protein kinase B (AKT)/mamma-

lian target of rapamycin (mTOR) pathway is implicated in several cancers. AKT allosteric

inhibitor MK2206 and dual PI3K and mTOR inhibitor BEZ235 are promising drug candi-

dates with potential anti-tumor effects.

Purpose: In this study, we aimed to detect the activation of PI3K/AKT/mTOR pathway and

assess the efficacy of MK2206 and BEZ235 in inhibiting esophageal cancer growth.

Materials and methods: Weused three different systems including carcinogen-induced animal

model, human esophageal squamous cell carcinoma (SCC) cell lines, and xenograft mouse model.

Results: Our data indicated that components of the PI3K/AKT/mTOR pathway were over-

expressed and activated in esophageal SCC. MK2206 and BEZ235 inhibited cell prolifera-

tion, enhanced apoptosis, and induced cell-cycle arrest through downstream effectors SKP2,

MCL-1, and cyclin D1 in esophageal SCC cells. MK2206 and BEZ235 also inhibited tumor

growth in xenograft mice through the inhibition of AKT phosphorylation. MK2206/BEZ235

combination showed greater anti-tumor effect than MK2206 or BEZ235 alone. The enhanced

efficacy of the combination was associated with the inhibition of phosphorylation ATK on

both Thr308 and Ser473.

Conclusion: The combination of MK2206 and BEZ235 exhibits potent antitumor effects

and may have important clinical applications for esophageal SCC treatment.
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Introduction
Esophageal squamous cell carcinoma (SCC) is a major public health concern with low

5-year survival rates worldwide.1 Most patients present with advanced metastatic

disease at the time of diagnosis, yet effective therapy for esophageal SCC remains

limited due to resistance to traditional cytotoxic chemotherapeutic agents.2 Therefore,

there is an urgent need for improved therapies in patients with esophageal SCC.

Esophageal carcinogenesis is a multistage process associated with multiple

critical genetic alterations.2–5 One of the signaling pathways that is implicated in

such alterations and frequently activated in esophageal SCC is the phosphatidyli-

nositol-3-kinase (PI3K)/protein kinase B (AKT)/mammalian target of rapamycin

(mTOR) pathway.6 In this pathway, activation of PI3K phosphorylates AKT, the

downstream effects of which can contribute to oncogenic processes by regulating

cellular proliferation, survival, motility, angiogenesis, and metabolism/glucose

homeostasis.7 Indeed, strategies targeting this signaling cascade have shown pro-

mise for cancer therapies,8–11 and thus inhibiting this PI3K/AKT/mTOR pathway

may be an effective treatment strategy in esophageal SCC.
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The highly selective AKT inhibitor MK2206 has shown

antitumor effects by promoting dephosphorylation of AKT in

breast, gastric, neuroendocrine, endometrial, and other

cancers.12–15 Additionally, a novel imidazoquinoline deriva-

tive with high selectivity for class I PI3K and mTOR known

as BEZ235 has shown antitumor effects against breast, pros-

tate, pancreatic, neuroendocrine, and other cancers.16–19 Both

MK2206 and BEZ235 have proven to be competitive candi-

dates for cancer therapy in clinical trials.8–11 MK2206, how-

ever, showed limited clinical benefits in patients when used as

a single agent in clinical trials.8 It has been shown that single-

inhibitor treatment can induce drug resistance by compensa-

tory activation of up- and down-stream molecules,20 and

therefore, inhibitors targeting more than one molecule in the

same signaling pathway may be useful to overcome this

compensatory activation. As a dual PI3K and mTORC1/2

inhibitor, BEZ235 may show greater antitumor activity

because blocking PI3K can initiate mTOR inhibition and

compensatory activation of AKT.21 Additionally, the combi-

nation of drugs targeting different mechanisms has shown

synergistic efficacy in preclinical models.22,23 The combina-

tion of MK2206 with trastuzumab, mitogen-activated protein

kinase (MEK) inhibitor AZD6244, farnesyltransferase FTI-

2153 all showed high efficacy both in vitro and in vivo.24–27

The combination of BEZ235 with chemotherapy drugs, such

as taxotere, sorafenib, enzastaurin, and perifosine, has simi-

larly shown positive effects.11,28–30 MK2206 or BEZ235 in

combination with an mTOR inhibitor, such as rapamycin and

everolimus, exerts synergistic antitumor activity in preclinical

cancer models.26,31,32 Overall, these results suggest that the

combination of MK2206 and BEZ235 might have synergistic

antitumor effects.

In this study, we hypothesized that targeting the PI3K/

AKT/mTOR pathwaymay be an effective strategy for esopha-

geal SCC treatment.We therefore examined the expression and

activation of the PI3K/AKT/mTOR pathway in esophageal

SCC cell lines and in a N-nitrosomethylbenzylamine

(NMBA)-induced esophageal SCC rat model. We also inves-

tigated the antitumor effects of MK2206 and BEZ235 alone

and in combination in esophageal SCC cell lines and xenograft

animal model.

Materials and methods
Cell lines
Esophageal SCC cell lines KYSE 70, KYSE 150, KYSE

270 and KYSE 410 were obtained from DSMZ - German

Collection of Microorganisms and Cell Cultures. A normal

esophageal epithelial cell line HET-1A was obtained from

the American Type Culture Collection. KYSE 70, KYSE

150, KYSE 270, and KYSE 410 were cultured in RPIM-

1640 or Ham’s F12 supplemented with 5% FBS and HET-

1A cells were cultured in serum-free LHC-9 medium.

NMBA-induced esophageal SCC in rats
The current study is part of a large-scale investigation on

carcinogenesis of esophageal SCC performed in the Ohio

State University (OSU).5 This animal study protocol was

reviewed and approved by the OSU Institutional Animal

Care and Use Committee (IACUC; Protocol No.:

2009A0054-R2). We strictly followed the guidelines set by

the National Institutes of Health (NIH) on the Animal Health

and Care Protocols and university IACUC. The euthanasia

procedure was executed in compliance with the American

Veterinary Medical Association (AVMA) guidelines for the

Euthanasia of Animals. Male F344 rats were treated with

NMBA (0.30 mg/kg b.w.) or a solution of 20% dimethyl

sulfoxide (DMSO) in water (the solvent for NMBA) 3 times

per week for 5weeks. At 29 weeks, all rats were euthanized by

CO2 asphyxiation and subjected to gross necropsy. The eso-

phagus of each rat was excised and opened longitudinally.

Tumors larger than 0.5 mm in a single dimension were

counted, mapped, and the esophageal tissues were collected

as previously described.3,4

Western blot
Proteins were extracted from cultured cells or frozen esopha-

geal epithelium. Protein concentration was measured using a

DC Protein Assay Kit (Bio-Rad, Hercules, CA) according to

the manufacturer’s recommendations. Protein samples with

NuPAGE LDS Sample Buffer and NuPAGE sample reducing

agent (Invitrogen, Carlsbad, CA) were heated at 100°C for 10

mins. After cooling at room temperature for 5 mins, proteins

were fractioned by 4–12% NuPAGE Novex Tris-acetate gel

electrophoresis (Invitrogen, Carlsbad, CA). Proteins were then

transferred to an Invitrolon polyvinylidene difluoride (PVDF)

membrane. The PVDF membrane was blocked with 10% (w/

v) dry milk in TBS for 1hr and then incubated with first

antibodies overnight at 4°C. Specific first antibodies: phos-

pho-mTORSer2481, phospho-FOX03aSer253, phospho-S6 ribo-

somal proteinSer235/236, phospho-p70S6 ribosomal

proteinThr389, phospho-ERKThr202/204, S6 ribosomal protein,

phospho-AKTSer473, phospho-AKTThr308, AKT, p110α
p110β, PI3K(p85), mTOR, ERK, FOX03a, 4EBP1, S6,

p70S6, CDK2, SKP2, cyclin D1, cleaved-caspase3, full

length-caspase3, MCL-1, GAPDH and secondary antibodies:
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horseradish peroxidase (HRP)-linked anti-mouse/rabbit anti-

body was bought from Cell Signaling Technology (Danvers,

MA, USA). The immunoreactive bands were detected with an

Immun-starTM WesterCTm Kit (Bio-Rad Laboratories) using

Molecular Imager ChemiDoc XRS (Bio-Rad Laboratories)

and analyzed by Image Lab Software (version 2.0, Bio-Rad

Laboratories). The experiments were repeated three times.

Cell proliferation assay
The proliferation of cells was assessed using the WST-1

kit (Cayman, Ann Arbor, Michigan). KYSE cells were

seeded in a 96-well plate at a density of 2000 cells/well

in 100 μL medium. The next day, cells were treated with

MK2206 or BEZ235. Forty-eight hours after the treatment,

10 μL WST-1 reagent were added directly to the cell

culture medium and incubator for 2 hrs. Cell viability

was then detected by plate reading at 550 nm using

Omega Microplate Reader (BMC Labtech., Offenburg,

Germany). The experiments were repeated three times.

Cell flow cytometry
Apoptosis was quantified by Annexin VI–APC staining (BD)

as previously described, and the cell cycle was assessed using

DNA staining with PI (BD). Detailed cycle analysis of eso-

phageal cells was performed by quantifying G0-G1, S, and

G2-M phases by propidium iodide staining using CycleTEST

PLUS kit (Becton Dickinson) according to the manufacturer’s

recommendations. For the quantification of G0 and M phases,

106 cells were permeabilized with 1 mL of ice-cold ethanol (2

hrs, −20°C). Following twowashes with PBS, 1% fetal bovine

serum, and 0.25% Triton X-100 (PFT), the cells were stained

in 200 μL PFT for 30 mins at room temperature in the dark,

either with 1 μg of propidium iodide (BD) and 5 μL of FITC–

conjugated anti-human Ki67 mAb (BD), respectively. The

experiments were repeated three times.

Xenograft animal model
Animal care and experiments were approved by OSU

IACUC (Protocol No.: 2013A00000143-R1). In total,

1×106 cells in 100 μL PBS mixed with equal volume of

Matrigel (BD Bioscience, San Jose, CA) were injected into

male NCr nu/nu nude mice (Taconic Farm, NY). The

treatment was initiated 1 week after the inoculation.

MK2206 was dissolved in 30% captisol and BEZ235

was dissolved in 1:9 (v/v) NMP:PGE300. Animals were

divided into 4 groups randomly and treated with different

drugs 3 times a week (Monday, Wednesday and Friday) by

oral gavage for 2 weeks. Group 1 was treated with a

vehicle control; Group 2 was treated with 90 mg/kg

MK2206; Group 3 was treated with 15 mg/kg BEZ235;

Group 4 was treated with 30 mg/kg MK2206 combined

with 5 mg/kg BEZ235. Tumor volumes were evaluated

twice every week after initial detection. The tumor sizes

were measured by a digital caliper. The tumor volume in

mm3 was calculated by the formula: Volume = (width)2 x

length x π/6.

Statistical analysis
Data were expressed as mean values and SD. Statistical

significance of differences observed between experimental

groups was determined using one-way analysis of variance

andTukey’smultiple comparison test. Resultswere described

using significance values *, **/##, and ***/### indicating

P<0.05, P<0.01, and P<0.001, respectively.

Results
High expression of PI3K, AKT, and mTOR

is detected in both human esophageal SCC

cell lines and rat esophageal tissues using an

NMBA- induced esophageal SCC model
To verify the role of the PI3K/AKT/mTOR pathway in

esophageal SCC, we compared the expression of PI3K,

AKT, and mTOR in: 1) the normal esophageal epithelial

cell line HEA-1A with esophageal SCC cell lines (Figure

1A) and 2) the normal rat esophageal epithelium with

NMBA-induced rat precancerous esophageal tissue

(Figure 1B). Results showed that compared to the HET-

1A normal esophageal cell line, the esophageal SCC cell

lines (KYSE 70, KYSE 150, KYWE 270, KYSE 410)

exhibited elevated expression of p-AKTT308, p-

mTORS2448, p100α PI3K, p110β PI3K, and p85 PI3K

(Figure 1A). Furthermore, the expression of these mole-

cules was elevated in the NMBA-induced precancerous

esophageal tissue compared with normal esophageal

epithelium (Figure 1B). These results underscore high

expression of key components of the PI3K/AKT/mTOR

pathway in esophageal SCC in both human cell lines and

carcinogen-induced animal model of esophageal SCC.

MK2206 and BEZ235 inhibit esophageal

cancer cell proliferation
Next, we examined the inhibitory effects of MK2206 or

BEZ235 on proliferation of esophageal SCC cell lines.

Results highlighted that MK2206 and BEZ235 significantly
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inhibited cell proliferation in KYSE150 (Figure 2A and B).

Specifically, both p-AKTT308 and p-AKTS473 were signifi-

cantly decreased after MK2206 treatment, but p-AKTS473

was less decreased than p-AKTT308. In accordance with

these results, the p-S6 was decreased by MK2206. p-

mTOR was only reduced at high doses of MK2206

treatment (Figure 2C). p-AKTT308, p-AKTS473, p-mTOR,

and p-P70S6K were all significantly decreased after

BEZ235 treatment (Figure 2D). Moreover, compared with

MK2206, p-AKTS473, p-mTOR, and p-P70S6K decreased

more after BEZ235 treatment. Similar results were found in

KYSE 70, KYSE 270, and KYSE 410 cell lines (data not

shown).

MK2206 and BEZ235 increase cell apoptosis
We next determined whether MK2206 or BEZ235 increased

apoptosis in esophageal cancer cells. Cell apoptosis rates were

measured after treatment with three different doses of

MK2206 (3, 10, or 20 μM) and BEZ235 (10, 100, or 1000

nM) for 24 hrs. Results showed that both MK2206 and

BEZ235 induced cell apoptosis dose-dependently. The 3 μM

dose of MK2206 and the 10 nM dose of BEZ235 both inde-

pendently induced significant apoptosis in KYSE150 cells

(Figure 3A and B). We then performed Western blot analyses

to examine the changes in expression of apoptosis-related

proteins MCL-1 and caspase-3 cleavage. The decreased

MCL-1 and increased cleaved-caspase-3 were in line with

increased apoptosis after MK2206 or BEZ235 treatment

(Figure 3C and D). Similar results were found in KYSE 70,

KYSE 270, and KYSE 410 cell lines (data not shown).

MK2206 and BEZ235 induce cell cycle

arrest
Cells were examined using the same doses in the apoptosis

assay. As indicated in Figure 4A and B, MK2206 or

BEZ235 treatment resulted in the accumulation of

KYSE150 in the G2/M phase. Western blot analyses

showed that cell cycle checkpoint proteins SKP2, CDK2

and cyclin D1 were decreased after MK2206 or BEZ235

treatment (Figure 4C and D). Similar results were found in

KYSE 70, KYSE 270 and KYSE 410 cell lines (data not

shown).

HET-1
A

p-AKTT308 p-AKTT308

AKT AKT

Control

A B NMBA-Induced
Precancerous lesions

60 kd 60 kd

15 kd 15 kd

15 kd 15 kd

37 kd 37 kd

60 kd 60 kd

110 kd 110 kd

110 kd 110 kd
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289 kd 289 kd

289 kd 289 kd

PI3K p110α PI3K p110α

PI3K p110β PI3K p110β
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4EBP1 4EBP1
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p-mTORS2481 p-mTORS2481
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Figure 1 Activation of AKT, PI3K, and mTOR in human esophageal cancer cell lines and NMBA-induced rat esophageal SCC. (A) Phosphorylation of AKT, PI3K, and mTOR

in normal esophageal epithelial cell line HET-1A and esophageal SCC cell lines KYSE 70, KYSE 150, KYSE 270, and KYSE 410; (B) phosphorylation of AKT, PI3K, and mTOR

in rats treated with NMBA.
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MK2206/BEZ235 combination enhances

inhibition of cell proliferation
Given that the combination of inhibitors targeted more

than one molecule in a signaling pathway, we exam-

ined the efficiency of the combination of MK2206/

BEZ235 in esophageal cancer cells. We compared the

cell proliferation among four treatment regimens: 1) 3

μM MK2206+100 nM BEZ235; 2) 20 μM MK2206; 3)

100 nM BEZ235; and 4) 1000 nM BEZ235. Our results

showed that the combination of MK2206 and BEZ235

significantly inhibited cell proliferation compared with

the high dose of MK2206 or BEZ235 alone in KYSE

150 (Figure 5A). Western blot analyses further showed

that expression of p-AKTT308, p-AKTS473, and p-

mTOR decreased more by MK2206 plus BEZ235 com-

pared to MK2206 or BEZ235 alone (Figure 5B).

Similar results were found in KYSE 70, KYSE 270,

and KYSE 410 cell lines (data not shown).

MK2206/BEZ235 combination increases

apoptosis and cell cycle arrest relative to

individual agent
We next determined whether the combination of MK2206

and BEZ235 induces apoptosis and cell cycle arrest.

Results showed that 20 μM MK2206, 1000 nM BEZ235,

and the combination of 3 μM MK2206 plus 100 nM

BEZ235 induced cell apoptosis by 22.5%, 30.8%, and

42.3% in KYSE 150, respectively (Figure 5C).

In cells treated with MK2206 or BEZ235 alone, we

showed an increased number of cells in G2/M phase

(Figure 5D). We compared the cells in G2/M phase

after the combination treatment to the single drug
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Figure 2 MK2206 and BEZ235 inhibit cell proliferation and phosphorylation of AKT, PI3K, and mTOR in KYSE 150. (A) MK2206 inhibits cell proliferation in a dose-

dependent manner; (B) BEZ235 inhibits cell proliferation in a dose-dependent manner; (C) MK2206 inhibits phosphorylation of AKT, PI3K, and mTOR; and (D) BEZ2356

inhibits phosphorylation of AKT, PI3K, and mTOR. The values are expressed as mean; bars, ±SE.
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treatments. Our data showed that 20 μM MK2206, 1000

nM BEZ235, and 3 μM MK2206+100 nM BEZ235 led

to 5.2%, 28.7%, and 33.5% of the cells accumulated in

the G2/M phase, respectively. Similar results were found

in KYSE 70, KYSE 270, and KYSE 410 cell lines (data

not shown).
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MK2206/BEZ235 combination effectively

suppresses in vivo xenograft growth

relative to individual agent
We also examined whether the MK2206/BEZ235 combi-

nation had better antitumor effects than the single inhibitor

in a KYSE 150 xenograft mouse model in vivo. As shown

in Figure 6, MK2206 or BEZ235 alone only showed a

slight inhibition of tumor growth, which was not signifi-

cant compared to the control animals. The combination of

MK2206 and BEZ235 at lower dose, however, signifi-

cantly inhibited tumor growth compared to the control

animals. Combined with the in vitro study, these results

verify the efficacy of the combination of MK2206 and

BEZ235 on apoptosis and tumor inhibition in esopha-

geal SCC.

Discussion
This study evaluated the roles of two small molecular

inhibitors, MK2206 and BEZ235, which target the PI3K/

AKT/mTOR pathway, in esophageal SCC. Results high-

light that there is high expression and activation of key

components in the PI3K/AKT/mTOR pathway in both

human esophageal SCC cell lines and NMBA-induced

rat esophageal SCC model. Furthermore, results show
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that MK2206 and BEZ235 inhibit proliferation, increase

apoptosis, and induce cell cycle arrest in esophageal SCC.

More importantly, the combination of MK2206 and

BEZ235 exhibits enhanced antitumor effects as compared

to MK2206 or BEZ235 alone. The results are consistent in

both in vivo and in vitro analyses.

Previous studies have identified that the PI3K/AKT/

mTOR pathway is critical in carcinogenesis.7

Phosphorylations at Thr308 and at Ser473 are both neces-

sary for fully AKT activation.33,34 Activated AKT can

phosphorylate multiple substrates to regulate cellular pro-

cesses, including proliferation, survival, motility, angio-

genesis, and metabolism/glucose homeostasis.7 Our

results show that both MK2206 and BEZ235 inhibit eso-

phageal SCC cell proliferation, increase apoptosis and that

is associated with G2/M cell cycle accumulation. MK2206

and BEZ235 may inhibit AKT phosphorylations at Thr308

and Ser473. To explore the molecular mechanism asso-

ciated with these findings, we detected several ATK down-

stream effectors related to cell cycle and apoptosis.

Specifically, the expression levels of SKP2, MCL-1, and

cyclin D1 are suppressed by MK2206 or BEZ235 treat-

ment. SKP2 is overexpressed in oral cancer, breast cancer,

gastric cancer, and prostate cancer. It displays M-phase-

promoting function and regulates the degradation of p21

and p27, which is required for the activation of cyclin-

dependent kinase 1 (CDK1).35,36 MCL-1 inhibits apoptotic

cell death through ligation of the proapoptotic Bcl-2

family member Bak.37 MCL can lead to constitutive tran-

scription of cyclin D1, one of the cell cycle regulatory

switches in actively proliferating cells.38 Apoptosis and

cell proliferation are linked by cell-cycle regulators such

as cyclins and CDKs. Our data indicate that MK2206 and

BEZ235 impact cell cycle and apoptosis, at least in part,

through modulating cell-cycle regulators.

MK2206 binds to PH domain and it does not interact

with the ATP-binding pocket to prevent the AKT mem-

brane translocation and subsequent activation.9,39 We

found that the phosphorylation of AKT at Thr308 is sig-

nificantly reduced by MK2206. S6 is a ribosomal protein,

the downstream effector of AKT, which is inhibited by

MK2206 in esophageal cancer cells. The phosphorylation

of AKT at Ser473 was only slightly reduced by MK2206.

As we mentioned earlier, phosphorylation at Thr308 and at

Ser473 is both necessary for full AKT activation. A slight

inhibition of phosphorylation at Ser473 may explain the

less encouraging clinical benefits observed for single treat-

ment of MK2206. In the present study, the approach tar-

geting more than one molecule in the same pathway shows

enhanced efficacy. As a dual PI3K-mTOR inhibitor,

BEZ235 inhibits the activity of PI3K and mTORC1 as

well as mTORC2. P70S6K, the downstream effector of
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Figure 6 Combination of MK2206 and BEZ235 has better antitumor effects than MK2206 or BEZ235 alone in xenograft animal model. (A and B) The images of the tumors

in nude mice and (C) the tumor volume in control and treatment groups. The values are expressed as mean; bars, ±SE. *P<0.05; **P<0.01; ***P<0.001.

Shi et al Dovepress

submit your manuscript | www.dovepress.com

DovePress
OncoTargets and Therapy 2019:127644

Powered by TCPDF (www.tcpdf.org)

http://www.dovepress.com
http://www.dovepress.com


mTOR is significantly decreased by BEZ235, which indi-

cates mTOR inhibition role of BEZ235 in esophageal

SCC. Our results show that compared with MK2206,

BEZ235 inhibits AKT phosphorylation at Thr308 and

Ser473, and decreases the phosphorylation of mTOR sig-

nificantly. mTOR is a key regulator of protein translation

and cell proliferation, energy metabolism by phosphorylat-

ing its downstream markers p70S6k and 4E-binding pro-

tein (4EBP).40,41 About 25% of the esophageal SCC

patients have overexpression of p-mTOR,40,42 which has

been found to be an independent prognostic factor for poor

survival in esophageal SCC.43 PI3K/AKT and mTOR sig-

naling networks are closely related and are subject to

complex cross-talk and feedback interactions.44 The activ-

ity of mTORC1 is tightly regulated by PI3K/AKT and

MAPK signaling pathways. After being fully activated,

AKT mediates the phosphorylation of TSC2 to inhibit

the TSC1/2 complex then activates mTORC1 signaling.-
34The inhibition of mTOR could induce insulin receptor

substrate-1 expression to activate AKT.21,45 When p-

mTOR is blocked in parallel with the inhibition of AKT

phosphorylations at Thr308 and Ser473, BEZ235 at nmol

level shows better inhibition on cell proliferation, apopto-

sis, and cell cycle arrest than MK2206 at mmol level. The

xenograft mouse model analysis also shows reduced tumor

size in the BEZ235 treatment group than MK2206 treat-

ment group, although the difference did not reach statis-

tical significance.

When combined with other chemotherapy or target

therapy, MK2206 and BEZ235 have shown encouraging

efficacy in several cancers both in vitro and in vivo.24–27 In

this study, we investigated the efficacy of MK2206/

BEZ235 combination in esophageal SCC. Our study veri-

fies increased antitumor efficacy in MK2206/BEZ235

combination compared with MK2206 or BEZ235 alone

in vitro and in vivo. The combination of MK2206 and

BEZ235 shows better inhibition effects on phosphoryla-

tion of AKT at Thr308 and Ser473.

In summary, the PI3K/AKT/mTOR pathway is impli-

cated in esophageal SCC. Blocking the PI3K/AKT/mTOR

pathway by MK2206 and BEZ235 could inhibit cell pro-

liferation, induce cell apoptosis and cause cell cycle arrest

through the inhibition of AKT phosphorylation, and down-

stream effectors SKP2, MCL-1, and cyclin D1. The combi-

nation of MK2206 and BEZ235 showed better antitumor

effects than MK2206 or BEZ235 alone. The inhibition on

phosphorylation ATK on Thr308 and Ser473 is critical for

the antitumor effects in esophageal SCC. The better efficacy

of MK2206/BEZ235 combination is associated with the

inhibition of phosphorylation ATK on Thr308 and Ser473.

This study importantly has clinical application for MK2206/

BEZ235 combination treatment in esophageal SCC.

Acknowledgments
We thank The Ohio State University Comprehensive

Cancer Center Analytical Cytometry and Nucleic Acid

Shared Resources. We also would like to thank Stephanie

Fortier, MSc (The Ohio State University, Division of

Medical Oncology) for her help in editing this manuscript.

This work was supported by NIH NCI R01 CA131073-

01A1.

Disclosure
The authors report no conflicts of interest in this work.

References
1. Torre LA, Bray F, Siegel RL, Ferlay J, Lortet-Tieulent J, Jemal A.

Global cancer statistics, 2012. CA Cancer J Clin. 2015;65:87–108.
doi:10.3322/caac.21262

2. Rustgi AK, El-Serag HB. Esophageal carcinoma. N Engl J Med.
2014;371:2499–2509. doi:10.1056/NEJMra1314530

3. Shi N, Riedl KM, Schwartz SJ, Zhang X, Clinton SK, Chen T.
Efficacy comparison of lyophilised black raspberries and combina-
tion of celecoxib and PBIT in prevention of carcinogen-induced
oesophageal cancer in rats. J Funct Foods. 2016;27:84–94.
doi:10.1016/j.jff.2016.08.044

4. Shi N, Chen F, Zhang X, et al. Suppression of oxidative stress and
NFκB/MAPK signaling by lyophilized black raspberries for esopha-
geal cancer prevention in rats. Nutrients. 2017;9:413–726.

5. Shi N, Jin F, Zhang X, Clinton SK, Pan Z, Chen T. Overexpression of
human β-defensin 2 promotes growth and invasion during esophageal
carcinogenesis. Oncotarget. 2014;5:11333–11344. doi:10.18632/
oncotarget.2416

6. Li B, Xu WW, Lam AKY, et al. Significance of PI3K/AKT signaling
pathway in metastasis of esophageal squamous cell carcinoma and its
potential as a target for anti-metastasis therapy. Oncotarget.
2017;8:38755–38766. doi:10.18632/oncotarget.16333

7. Davies MA. Regulation, role, and targeting of Akt in cancer. J Clin
Oncol. 2011;29:4715–4717. doi:10.1200/JCO.2011.37.4751

8. Yap TA, Yan L, Patnaik A, et al. First-in-man clinical trial of the oral
pan-AKT inhibitor MK-2206 in patients with advanced solid tumors.
J Clin Oncol. 2011;29:4688–4695. doi:10.1200/JCO.2011.35.5263

9. Molife LR, Yan L, Vitfell-Rasmussen J, et al. Phase 1 trial of the oral
AKT inhibitor MK-2206 plus carboplatin/paclitaxel, docetaxel, or
erlotinib in patients with advanced solidtumors. J Hematol Oncol.
2014;7:1. doi:10.1186/1756-8722-7-1

10. Ma BB, Lui VW, Hui CW, et al. Preclinical evaluation of the mTOR-
PI3K inhibitor BEZ235 in nasopharyngeal cancer models. Cancer
Lett. 2014;343:24–32. doi:10.1016/j.canlet.2013.09.007

11. Roulin D, Waselle L, Dormond-Meuwly A, Dufour M, Demartines
N, Dormond O. Targeting renal cell carcinoma with NVP-BEZ235, a
dual PI3K/mTOR inhibitor, in combination with sorafenib. Mol
Cancer. 2011;10:90–101. doi:10.1186/1476-4598-10-90

12. Sangai T, Akcakanat A, Chen H, et al. Biomarkers of response to Akt
inhibitor MK-2206 in breast cancer. Clin Cancer Res. 2012;18:5816–
5828. doi:10.1158/1078-0432.CCR-12-1141

Dovepress Shi et al

OncoTargets and Therapy 2019:12 submit your manuscript | www.dovepress.com

DovePress
7645

Powered by TCPDF (www.tcpdf.org)

https://doi.org/10.3322/caac.21262
https://doi.org/10.1056/NEJMra1314530
https://doi.org/10.1016/j.jff.2016.08.044
https://doi.org/10.18632/oncotarget.2416
https://doi.org/10.18632/oncotarget.2416
https://doi.org/10.18632/oncotarget.16333
https://doi.org/10.1200/JCO.2011.37.4751
https://doi.org/10.1200/JCO.2011.35.5263
https://doi.org/10.1186/1756-8722-7-1
https://doi.org/10.1016/j.canlet.2013.09.007
https://doi.org/10.1186/1476-4598-10-90
https://doi.org/10.1158/1078-0432.CCR-12-1141
http://www.dovepress.com
http://www.dovepress.com


13. Burke JF, Schlosser L, Harrison AD, Kunnimalaiyaan M, Chen H.
MK-2206 causes growth suppression and reduces neuroendocrine
tumor marker production in medullary thyroid cancer through Akt
inhibition. Ann Surg Oncol. 2013;20:3862–3868. doi:10.1245/
s10434-013-3168-2

14. Almhanna K, Cubitt CL, Zhang S, et al. MK-2206, an Akt inhibitor,
enhances carboplatinum/paclitaxel efficacy in gastric cancer cell
lines. Cancer Biol Ther. 2013;14:932–936. doi:10.4161/cbt.25939

15. Hirai H, Sootome H, Nakatsuru Y, et al. MK-2206, an allosteric Akt
inhibitor, enhances antitumor efficacy by standard chemotherapeutic
agents or molecular targeted drugs in vitro and in vivo. Mol Cancer
Ther. 2010;9:1956–1967. doi:10.1158/1535-7163.MCT-09-1012

16. Brachmann SM, Hofmann I, Schnell C, et al. Specific apoptosis
induction by the dual PI3K/mTor inhibitor NVP-BEZ235 in HER2
amplified and PIK3CA mutant breast cancer cells. Proc Natl Acad Sci
U S A. 2009;106:22299–22304. doi:10.1073/pnas.0905152106

17. Hong SW, Shin JS, Moon JH, et al. NVP-BEZ235, a dual PI3K/
mTOR inhibitor, induces cell death through alternate routes in pros-
tate cancer cells depending on the PTEN genotype. Apoptosis.
2014;19:895–904. doi:10.1007/s10495-014-0973-4

18. Skoura E, Syrigos KN, Saif MW. Preclinical research in treatment of
pancreatic cancer. JOP. 2013;14:384–387. doi:10.6092/1590-8577/1643

19. Valentino JD, Li J, Zaytseva YY, et al. Cotargeting the PI3K and RAS
pathways for the treatment of neuroendocrine tumors. Clin Cancer
Res. 2014;20:1212–1222. doi:10.1158/1078-0432.CCR-13-1897

20. Ou DL, Lee BS, Lin LI, et al. Vertical blockade of the IGFR- PI3K/
Akt/mTOR pathway for the treatment of hepatocellular carcinoma: the
role of survivin.Mol Cancer. 2014;13:2. doi:10.1186/1476-4598-13-2

21. O’Reilly KE, Rojo F, She QB, et al. mTOR inhibition induces upstream
receptor tyrosine kinase signaling and activates Akt. Cancer Res.
2006;66:1500–1508. doi:10.1158/0008-5472.CAN-05-2925

22. Mazzoletti M, Bortolin F, Brunelli L, et al. Combination of PI3K/mTOR
inhibitors: antitumor activity and molecular correlates. Cancer Res.
2011;71:4573–4584. doi:10.1158/0008-5472.CAN-10-4322

23. Floc’h N, Kinkade CW, Kobayashi T, et al. Dual targeting of the Akt/
mTOR signaling pathway inhibits castration-resistant prostate cancer
in a genetically engineered mouse model. Cancer Res.
2012;72:4483–4493. doi:10.1158/0008-5472.CAN-12-0283

24. Hudis C, Swanton C, Janjigian YY, et al. A phase 1 study evaluating
the combination of an allosteric AKT inhibitor (MK-2206) and tras-
tuzumab in patients with HER2-positive solid tumors. Breast Cancer
Res. 2013;15:R110. doi:10.1186/bcr3577

25. Balasis ME, Forinash KD, Chen YA, et al. Combination of farnesyltrans-
ferase and Akt inhibitors is synergistic in breast cancer cells and causes
significant breast tumor regression in ErbB2 transgenicmice.Clin Cancer
Res. 2011;17:852–862. doi:10.1158/1078-0432.CCR-10-2544

26. Li Z, Yan S, Attayan N, Ramalingam S, Thiele CJ. Combination of
an allosteric Akt Inhibitor MK-2206 with etoposide or rapamycin
enhances the antitumor growth effect in neuroblastoma. Clin Cancer
Res. 2012;18:3603–3615. doi:10.1158/1078-0432.CCR-11-3321

27. Meng J, Dai B, Fang B, et al. Combination treatment with MEK and
AKT inhibitors is more effective than each drug alone in human non-
small cell lung cancer in vitro and in vivo. PLoS One. 2010;5:e14124.
doi:10.1371/journal.pone.0014124

28. Schult C, Dahlhaus M, Glass A, et al. The dual kinase inhibitor NVP-
BEZ235 in combination with cytotoxic drugs exerts anti-proliferative
activity towards acute lymphoblastic leukemia cells. Anticancer Res.
2012;32:463–474.

29. Okabe S, Tauchi T, Tanaka Y, et al. Efficacy of the dual PI3K and
mTOR inhibitor NVP-BEZ235 in combination with nilotinib against
BCR-ABL-positive leukemia cells involves the ABL kinase domain
mutation. Cancer Biol Ther. 2014;15:207–215. doi:10.4161/cbt.26725

30. Civallero M, Cosenza M, Marcheselli L, Pozzi S, Sacchi S. NVP-
BEZ235 alone and in combination in mantle cell lymphoma: an
effective therapeutic strategy. Expert Opin Investig Drugs.
2012;21:1597–1606. doi:10.1517/13543784.2012.719871

31. Ji D, Zhang Z, Cheng L, et al. The combination of RAD001 and MK-
2206 exerts synergistic cytotoxic effects against PTEN mutant gastric
cancer cells: involvement of MAPK-dependent autophagic, but not
apoptotic cell death pathway. PLoS One. 2014;9:e85116.
doi:10.1371/journal.pone.0085116

32. Xu CX, Li Y, Yue P, et al. The combination of RAD001 and NVP-
BEZ235 exerts synergistic anticancer activity against non-small cell
lung cancer in vitro and in vivo. PLoS One. 2011;6:e20899.
doi:10.1371/journal.pone.0020899

33. Hennessy BT, Smith DL, Ram PT, Lu Y, Mills GB. Exploiting the
PI3K/AKT pathway for cancer drug discovery. Nat Rev Drug Discov.
2005;4:988–1004. doi:10.1038/nrd1902

34. Sarbassov DD, Guertin DA, Ali SM, Sabatini DM. Phosphorylation
and regulation of Akt/PKB by the rictor-mTOR complex. Science.
2005;307:1098–1101. doi:10.1126/science.1106148

35. Nogueira V, Sundararajan D, Kwan JM, et al. Akt-dependent Skp2
mRNA translation is required for exiting contact inhibition, oncogen-
esis, and adipogenesis. Embo J. 2012;31:1134–1146. doi:10.1038/
emboj.2011.478

36. Liu X, Wang H, Ma J, et al. The expression and prognosis of Emi1
and Skp2 in breast carcinoma: associated with PI3K/Akt pathway and
cell proliferation. Med Oncol. 2013;30:735. doi:10.1007/s12032-013-
0735-0

37. Müller A, Zang C, Chumduri C, Dörken B, Daniel PT, Scholz CW.
Concurrent inhibition of PI3K and mTORC1/mTORC2 overcomes
resistance to rapamycin induced apoptosis by down-regulation of
Mcl-1 in mantle cell lymphoma. Int J Cancer. 2013;133:1813–
1824. doi:10.1002/ijc.28206

38. Stacey DW. Cyclin D1 serves as a cell cycle regulatory switch in
actively proliferating cells. Curr Opin Cell Biol. 2003;15:158–163.

39. Okuzumi T, Fiedler D, Zhang C, et al. Inhibitor hijacking of Akt
activation. Nat Chem Biol. 2009;5:484–493. doi:10.1038/nchembio.
183

40. Boone J, Ten Kate FJ, Offerhaus GJ, van Diest PJ, Rinkes IH, van
Hillegersberg R. mTOR in squamous cell carcinoma of the oesopha-
gus: a potential target for molecular therapy? J Clin Pathol.
2008;61:909–913. doi:10.1136/jcp.2008.055772

41. Tee AR, Blenis J. mTOR, translational control and human disease.
Semin Cell Dev Biol. 2005;16:29–37. doi:10.1016/j.semcdb.2004.
11.005

42. Hirashima K, Baba Y, Watanabe M, et al. Phosphorylated mTOR
expression is associated with poor prognosis for patients with eso-
phageal squamous cell carcinoma. Ann Surg Oncol. 2010;17:2486–
2493. doi:10.1245/s10434-010-1040-1

43. Prins MJ, Verhage RJ, Ruurda JP, Ten Kate FJ, van Hillegersberg R.
Over-expression of phosphorylated mammalian target of rapamycin
is associated with poor survival in oesophageal adenocarcinoma: a
tissue microarray study. J Clin Pathol. 2013;66:224–228.
doi:10.1136/jclinpath-2012-201173

44. Tamburini J, Green AS, Bardet V, et al. Protein synthesis is resistant
to rapamycin and constitutes a promising therapeutic target in acute
myeloid leukemia. Blood. 2009;114:1618–1627. doi:10.1182/blood-
2008-10-184515

45. Carracedo A, Ma L, Teruya-Feldstein J, et al. Inhibition of mTORC1
leads to MAPK pathway activation through a PI3K-dependent feed-
back loop in human cancer. J Clin Invest. 2008;118:3065–3074.
doi:10.1172/JCI34739

Shi et al Dovepress

submit your manuscript | www.dovepress.com

DovePress
OncoTargets and Therapy 2019:127646

Powered by TCPDF (www.tcpdf.org)

https://doi.org/10.1245/s10434-013-3168-2
https://doi.org/10.1245/s10434-013-3168-2
https://doi.org/10.4161/cbt.25939
https://doi.org/10.1158/1535-7163.MCT-09-1012
https://doi.org/10.1073/pnas.0905152106
https://doi.org/10.1007/s10495-014-0973-4
https://doi.org/10.6092/1590-8577/1643
https://doi.org/10.1158/1078-0432.CCR-13-1897
https://doi.org/10.1186/1476-4598-13-2
https://doi.org/10.1158/0008-5472.CAN-05-2925
https://doi.org/10.1158/0008-5472.CAN-10-4322
https://doi.org/10.1158/0008-5472.CAN-12-0283
https://doi.org/10.1186/bcr3577
https://doi.org/10.1158/1078-0432.CCR-10-2544
https://doi.org/10.1158/1078-0432.CCR-11-3321
https://doi.org/10.1371/journal.pone.0014124
https://doi.org/10.4161/cbt.26725
https://doi.org/10.1517/13543784.2012.719871
https://doi.org/10.1371/journal.pone.0085116
https://doi.org/10.1371/journal.pone.0020899
https://doi.org/10.1038/nrd1902
https://doi.org/10.1126/science.1106148
https://doi.org/10.1038/emboj.2011.478
https://doi.org/10.1038/emboj.2011.478
https://doi.org/10.1007/s12032-013-0735-0
https://doi.org/10.1007/s12032-013-0735-0
https://doi.org/10.1002/ijc.28206
https://doi.org/10.1038/nchembio.183
https://doi.org/10.1038/nchembio.183
https://doi.org/10.1136/jcp.2008.055772
https://doi.org/10.1016/j.semcdb.2004.11.005
https://doi.org/10.1016/j.semcdb.2004.11.005
https://doi.org/10.1245/s10434-010-1040-1
https://doi.org/10.1136/jclinpath-2012-201173
https://doi.org/10.1182/blood-2008-10-184515
https://doi.org/10.1182/blood-2008-10-184515
https://doi.org/10.1172/JCI34739
http://www.dovepress.com
http://www.dovepress.com


OncoTargets and Therapy Dovepress
Publish your work in this journal
OncoTargets and Therapy is an international, peer-reviewed, open
access journal focusing on the pathological basis of all cancers,
potential targets for therapy and treatment protocols employed to
improve the management of cancer patients. The journal also
focuses on the impact of management programs and new therapeutic

agents and protocols on patient perspectives such as quality of life,
adherence and satisfaction. The manuscript management system is
completely online and includes a very quick and fair peer-review
system, which is all easy to use. Visit http://www.dovepress.com/
testimonials.php to read real quotes from published authors.

Submit your manuscript here: https://www.dovepress.com/oncotargets-and-therapy-journal

Dovepress Shi et al

OncoTargets and Therapy 2019:12 submit your manuscript | www.dovepress.com

DovePress
7647

Powered by TCPDF (www.tcpdf.org)

http://www.dovepress.com
http://www.dovepress.com/testimonials.php
http://www.dovepress.com/testimonials.php
http://www.dovepress.com
http://www.dovepress.com

