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Bortezomib inhibits growth and sensitizes 
glioma to temozolomide (TMZ) 
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Abstract 

Background: High‑grade glioma (HGG) is a fatal human cancer. Bortezomib, a proteasome inhibitor, has been 
approved for the treatment of multiple myeloma but its use in glioma awaits further investigation. This study aimed to 
explore the chemotherapeutic effect and the underlying mechanism of bortezomib on gliomas.

Methods: U251 and U87 cell viability and proliferation were detected by 3‑(4,5‑dimethyl‑2‑thiazolyl)‑2,5‑diphe‑
nyl‑2‑H‑tetrazolium bromide (MTT) assay, tumor cell spheroid growth, and colony formation assay. Cell apoptosis and 
cell cycle were detected by flow cytometry. Temozolomide (TMZ)‑insensitive cell lines were induced by long‑term 
TMZ treatment, and cells with stem cell characteristics were enriched with stem cell culture medium. The mRNA levels 
of interested genes were measured via reverse transcription‑quantitative polymerase chain reaction, and protein 
levels were determined via Western blotting/immunofluorescent staining in cell lines and immunohistochemical 
staining in paraffin‑embedded sections. Via inoculating U87 cells subcutaneously, glioma xenograft models in nude 
mice were established for drug experiments. Patient survival data were analyzed using the Kaplan–Meier method.

Results: Bortezomib inhibited the viability and proliferation of U251 and U87 cells in a dose‑ and time‑dependent 
manner by inducing apoptosis and cell cycle arrest. Bortezomib also significantly inhibited the spheroid growth, 
colony formation, and stem‑like cell proliferation of U251 and U87 cells. When administrated in combination, bort‑
ezomib showed synergistic effect with TMZ in vitro and sensitized glioma to TMZ treatment both in vitro and in vivo. 
Bortezomib reduced both the mRNA and protein levels of Forkhead Box M1 (FOXM1) and its target gene Survivin. The 
FOXM1–Survivin axis was markedly up‑regulated in established TMZ‑insensitive glioma cell lines and HGG patients. 
Expression levels of FOXM1 and Survivin were positively correlated with each other and both related to poor progno‑
sis in glioma patients.

Conclusions: Bortezomib was found to inhibit glioma growth and improved TMZ chemotherapy efficacy, probably 
via down‑regulating the FOXM1–Survivin axis. Bortezomib might be a promising agent for treating malignant glioma, 
alone or in combination with TMZ.
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Background
High-grade glioma (HGG) is one of the leading causes of 
cancer mortality in adults and impose a great challenge 
on its treatment [1, 2]. Owing to the introduction of the 
alkylating agent temozolomide (TMZ) and the adoption 
of radiotherapy with concomitant and adjuvant TMZ 
treatment, the median survival of patients with glioblas-
toma multiforme (GBM) has been prolonged from 12.1 
to 14.6  months [3]. However, the overall clinical effect 
of this regimen is still disappointing, mostly due to the 
inherent or induced resistance to TMZ therapy [4]. Thus, 
more comprehensive understanding of the progression 
and resistance mechanisms and novel therapeutic targets 
are urgently needed for the clinical management of this 
fatal tumor [5].

The ubiquitin–proteasome system plays an important 
role in the regulation of cell growth and survival, and the 
26S proteasome is an essential component for degrad-
ing 80–90% of dysfunctional proteins and preventing 
their intracellular accumulation [6, 7]. Tumor cells are 
characterized by uncontrolled proliferation and rapidly 
accumulation of abnormal proteins, and timely degrada-
tion of these substrates is essential for cancer cell growth 
and survival. In accordance, aberrant activation of the 
proteasome has been widely observed in various types of 
cancers and implicated in the development and progres-
sion of carcinogenesis [8]. However, this highly depend-
ence upon proteasome activity makes tumorigenic cells 
more sensitive to proteasomal inhibition than normal 
cells, contributing to specific targeting of tumor cells by 
proteasome inhibitors (PIs) [9, 10]. Bortezomib (PS-341/
Velcade) was the first US Food and Drug Administra-
tion (FDA) approved PI used in the treatment of newly 
diagnosed multiple myeloma, relapsed/refractory multi-
ple myeloma, and mantle cell lymphoma [11]. The FDA 
approval of bortezomib for the treatment of multiple 
myeloma provided a “proof of concept” that targeting 
the ubiquitin–proteasome pathway was a viable route for 
cancer treatment. Accumulating studies have shown that 
bortezomib was an active antitumor agent in a variety of 
solid malignancy models, both in  vitro and in  vivo [12, 
13].

Aberrant high proteasomal activity was also found in 
glioma cells, especially in the group resembling glioma 
stem cells (GSCs), suggesting that bortezomib could be 
a potential chemotherapeutic agent for malignant glio-
mas [14]. Although few previous studies have indicated 
the killing effect of bortezomib on glioma cells [14, 15], 
more comprehensive investigations on the chemothera-
peutic role of bortezomib in glioma treatment as well as 
the related molecular mechanism are still in urgent need. 
As such, in this study, we initially treated U251 and U87 
cell lines with different concentrations of bortezomib 

and determined the consequent alterations in cell via-
bility, proliferation, apoptosis, cell cycle distribution, 
colony formation, and stem cell characteristics. We 
then explored the effects of bortezomib on the efficacy 
of TMZ chemotherapy by testing bortezomib and TMZ 
combined treatment in both cell lines and glioma xeno-
graft models. In our study, the “FOXM1–Survivin” axis 
was supposed to be an important target of bortezomib. 
So, we investigated the regulatory role of bortezomib 
on the FOXM1–Survivin axis with in vitro cell lines and 
in vivo xenograft models. In addition, we also measured 
the expression level of the FOXM1–Survivin axis in clini-
cal glioma samples and analyzed its relation with patient 
prognosis. We expect that our findings would help, to a 
certain extent, to clarify the chemotherapeutic effect 
and underlying mechanism of bortezomib treatment on 
gliomas.

Materials and methods
Cell lines and cell culture
Human glioblastoma-derived U87, U251, LN229, A172, 
SF295, and astrocytoma-derived SF268 cell lines were 
obtained from the American Type Culture Collection 
(ATCC, Manassas, VA, USA, passages 5-15), verified 
for purity using the ATCC cell line authentication ser-
vice, and routinely tested for mycoplasma. All cell lines 
were cultured in Dulbecco’s modified Eagle’s medium 
(DMEM, Gibco, Grand Island, NY, USA) supplemented 
with 10% fetal bovine serum (Gibco) and 1% penicillin/
streptomycin (Invitrogen, Carlsbad, CA, USA). All cells 
were cultured under 37  °C in a humidified atmosphere 
with 5%  CO2.

Clinical glioma samples
This study was reviewed and approved by the Ethics 
Committee of the Third Military Medical University, 
Chongqing, China. Informed consents were obtained 
from all patients or his/her guardians. Clinical specimens 
[10 para-tumor brain tissues, 10 World Health Organiza-
tion (WHO) grade I–II gliomas, 10 WHO grade III glio-
mas and 10 WHO grade IV GBM] were obtained from 
glioma patients who underwent surgery at the Depart-
ment of Neurosurgery, Xinqiao Hospital between Feb-
ruary 2014, and August 2019. All tumor samples were 
histologically confirmed as brain glioma by at least two 
experienced pathologists. All involved patients were 
18 to 75 years old, had detailed clinical history and fol-
low-up information, and had no prior radiotherapy to 
the brain and no intracranial abscess within 6  months 
before surgery. The baseline clinical information of gli-
oma patients are summarized in Table  1. Online data 
of glioma patients were downloaded from The Cancer 
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Genome Atlas (TCGA) Research Network (https ://www.
cance r.gov/tcga) [16].

MTT assay
Exponentially growing cell lines were digested and 
seeded into 96-well plates with 4 × 103  cells/well. 
After treatment with different concentrations of bort-
ezomib (Selleck Chemicals, Houston, TX, USA), TMZ 
(Selleck Chemicals), or their combination, cell viabil-
ity was detected. After adding 20  µL MTT reagent 
(5  mg/mL) in each well and another 4  h normal cul-
ture, the medium was carefully removed, and 100  µL 
formazan solution was added in each well. The optical 
density (OD) was measured at 570  nm using an Ultra 
Multi-functional Microplate Reader (Tecan, Dur-
ham, NC, USA). Cell proliferation inhibition rates 
and survival rates were used to represent the inhibit-
ing effect of different treatments on cell viability, and 
they were calculated using the following formulae: 
cell proliferation inhibition rate = 100% × [mean OD 
value of control group − mean OD value of treatment 

group]/mean OD value of control group; cell survival 
rate = 100% × [mean OD value of treatment group/
mean OD value of control group]. The 50% inhibitory 
concentration  (IC50) of drug used was calculated with 
the method of “log(inhibitor) vs. normalized response-
Variable slope” using GraphPad Prism 7.0 (GraphPad 
Software, San Diego, CA, USA). Quantitative analysis 
of dose–effect relationships and calculation of combi-
nation index were performed by CompuSyn (Combo-
Syn, Inc., Paramus, NJ, USA).

Colony formation assay
Glioma cells were seeded into 6-well culture plate with 
200  cells/well and cultured for 10  days. Colonies were 
washed with cold phosphate buffer saline (PBS) and 
fixed with 4% paraformaldehyde. Images were taken on 
a digital microscope (OLYMPUS, Ishikawa, Japan). Those 
colonies composed of more than 15 cells were counted 
manually. The number of colonies was represented by the 
average number from five random fields.

Tumor cell spheroid assay, enrichment of cells with GSC 
characteristics, and induction of TMZ‑insensitive cell lines
Exponentially growing cells were digested and added 
into a U-bottom 96-well plate at a concentration of 
1 × 103 cells/well in 100 μL medium. After centrifuging at 
1000×g for 5–10 min, the cells were cultured for another 
24  h. The top half medium was carefully replaced with 
fresh medium containing drug at day 1, and with nor-
mal medium at days 4 and 8. Images of spheroids were 
taken every 2 days. The surface (superficial) area of sphe-
roids on planar images was used to represent the size of 
real spheroids and was measured using the Image-pro 
Plus 6.0 (Media Cybernetics, Rockville, MD, USA). The 
medium for stem cell culture was composed of 20  ng/
mL epidermal growth factor, 20  ng/mL basic fibroblast 
growth factor, 1% N-2 supplement (500×), 1% Glutamax, 
0.2% heparin, and 1% penicillin/streptomycin in DMEM/
F12ham. After culturing for 24  h with normal medium 
with or without bortezomib, the cells were digested and 
seeded into 6-well plates with 2 × 103 cells/well in 1 mL 
stem cell culture medium. 500  μL fresh stem cell cul-
ture medium was added every 3 days. Images were taken 
every 2 days. To induce TMZ-insensitive U251 and U87 
cell lines, U251 and U87 cells were cultured in 10-cm 
dishes under a 10-day insensitivity-inducing process with 
normal medium at days 1, 2, 6, and 7, and with medium 
containing 200 or 500 μmol/L TMZ at days 3, 4, 5, 8, 9, 
and 10. The process was conducted for at least 3 cycles. 
Digestion and splitting were conducted when tumors 
cells reached 100% confluence in one dish.

Table 1 Baseline clinical information of  the  investigated 
glioma patients

WHO World Health Organization

Variable Number 
of cases

Gender

 Male 14

 Female 16

WHO grade

 I–II 10

 III 10

 IV 10

Age (years)

 < 40 7

 40–49 10

 50–59 9

 60–69 2

 ≥ 70 2

Resection type

 Total 24

 Partial 6

 Survival status

 Alive 17

 Dead 13

Pathologic diagnosis

 Astrocytoma 7

 Oligodendroglioma/oligoastrocytoma 3

 Anaplastic astrocytoma 5

 Anaplastic oligodendroglioma/mixed 5

 Glioblastoma 10

https://www.cancer.gov/tcga
https://www.cancer.gov/tcga
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Flow cytometry detecting cell apoptosis and cell cycle
Cell apoptosis and cell cycle were detected with the 
Annexin V-FITC Apoptosis Detection Kit (C1062S, 
Beyotime Biotechnology, Shanghai, China) and the Cell 
Cycle and Apoptosis Analysis Kit (C1052, Beyotime Bio-
technology), performed according to the manufacturer’s 
instructions [17]. Cell apoptosis and cell cycle were meas-
ured and analyzed by a flow cytometry machine (FACS 
Calibur™, BD Biosciences, San Jose, CA, USA).

Lentivirus packaging
The culture medium of 85% confluent 293T cells was 
replaced with Opti-MEM 2  h before plasmid transfec-
tion. Using Lipofectamine 2000, we initially transfected 
293T cells with a Lenti-easy packaging mix and FOXM1 
overexpression (OE) plasmid (GV270-FOXM1) or con-
trol empty vector (EV) (GeneChem, Shanghai, China). 
After transfection for 8 h, the cell medium was replaced 
with normal medium and cultured for another 48  h. 
Lentivirus particles were collected from cell medium by 
centrifuging (1500 rpm for 5 min) and filtering (0.22 μm) 
processes.

Stable overexpression and transient knockdown of FOXM1
For overexpressing FOXM1, 50% confluent U251 and U87 
cells in 6-well plates were cultured in 1 mL medium with 
lentivirus particles and 5 μg/mL polybrene (GeneChem). 
12 h later, the cell medium was replaced with 2 mL fresh 
normal medium and cultured for another 48 h. Medium 
with 2  μg/mL puromycin was used for selecting stably 
transfected cells, and this puromycin-containing medium 
was refreshed every 3 days for at least a 9-day selection 
process. For FOXM1 transient knockdown, 50% conflu-
ent U251, U87, and LN229 cells were transfected with 
FOXM1-short interfering RNA (siRNA) oligonucleo-
tide (CUC UUC UCC CUC AGAU AUAdTdT) or control 
siRNA (RiboBio, Guangzhou, Guangdong, China). After 
transfection for 12  h, fresh normal medium was added, 
and cells were cultured for another 48 h before perform-
ing the following experiments.

Reverse transcription‑quantitative polymerase chain 
reaction (RT‑qPCR)
Total RNA from cultured cells or frozen glioma tissues 
was extracted using the Trizol reagent (Invitrogen). First-
strand complementary DNA (cDNA) was reversely tran-
scribed from 1  μg total RNA using the Prime Script™ 
RT Master Mix (Code No. RR047A, Takara Bio, Shiga, 
Japan). Target gene mRNA was amplified with  SYBR® 
Premix Ex Taq™ II kit (Code No. RR820A, Takara Bio) 
and measured by CFX96™ Real-time System (Bio-Rad, 
Irvine, CA, USA). Each single reaction system (15  µL) 

consisted of 7.50  µL 2× KAPA SYBR Fast qPCR Mas-
ter Mix Universal, 0.15 µL forward primer (10 µmol/L), 
0.15  µL reverse primer (10  µmol/L), 1.00  µL (50.00  ng) 
cDNA template and 6.20 µL PCR grade water. Glyceral-
dehyde-3-phosphate dehydrogenase (GAPDH) was used 
as an internal control and genes’ specific primers are pre-
sented in Table 2.

Western blotting
Total protein was extracted with RIPA buffer, and 
35–50  μg samples were loaded after measuring their 
concentration using a Pierce BCA kit (Thermo Fisher 
Scientific, Waltham, MA, USA) and separated by 7.5% 
or 10% sodium dodecyl sulfate–polyacrylamide gel elec-
trophoresis. Polyvinylidene difluoride membranes were 
blocked with 5% fat-free milk for 1 h at room tempera-
ture and incubated in primary antibodies (Additional 
file  1: Table  S1) at 4  °C overnight. After washing with 
tris buffered saline with Tween 200, the membranes 
were incubated in horseradish peroxidase (HRP)-con-
jugated anti-mouse or anti-rabbit secondary antibodies 
(Additional file 1: Table S1) for 1 h at room temperature. 
Protein bands were detected using the enhanced chemi-
luminescence system (Thermo Fisher Scientific).

Cellular immunofluorescent staining
Cells cultured in 24-well dishes were washed with cold 
PBS, fixed with 4% paraformaldehyde and permeabilized 
with 0.2% Triton X-100 (Sigma-Aldrich, St. Louis., MO, 
USA) for 10 min at room temperature. After blocking with 
10% goat or donkey serum and washing, the cells were 
incubated with primary rabbit monoclonal antibodies to 
human FOXM1 and Survivin (Additional file 1: Table S1) 

Table 2 Genes’ specific primers used for RT-qPCR

RT-qPCR, reverse transcription-quantitative polymerase chain; GADPH, 
glyceraldehyde-3-phosphate dehydrogenase; FOXM1, Forkhead Box M1; 
Survivin, BIRC5, baculoviral IAP repeat containing 5; SOX2, SRY-box transcription 
factor 2; Oct4, POU5F1, POU class 5 homeobox 1

Gene Primer sequence

GADPH F 5′‑ GAC CCC TTC ATT GAC CTC AAC‑3′

R 5′‑TGG ACT GTG GTC ATG AGT CC‑3′

FOXM1 F 5′‑CGT CGG CCA CTG ATT CTC AAA‑3′

R 5′‑GGC AGG GGA TCT CTT AGG TTC‑3′

Survivin F 5′‑AGG ACC ACC GCA TCT CTA CAT‑3′

R 5′‑AAG TCT GGC TCG TTC TCA GTG‑3′

Nestin F 5′‑CAC CTG TGC CAG CCT TTC TTA‑3′

R 5′‑TTT CCT CCC ACC CTG TGT CT‑3′

SOX2 F 5′‑CAA GAT GCA CAA CTC GGA GA‑3′

R 5′‑GCT TAG CCT CGT CGA TGA AC‑3′

Oct4 F 5′‑CTG GAG AAG GAG AAG CTG GA‑3′

R 5′‑CAA ATT GCT CGA GTT CTT TCTG‑3′
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at 4  °C overnight. The cells were incubated with Alexa 
Fluor488-conjugated secondary antibody (Additional 
file 1: Table S1) for 1 h at room temperature in the dark. 
Nuclei were counterstained with 4′,6-diamidino-2-phe-
nylindole (DAPI) for 1  min. Fluorescence was visualized 
on a fluorescence microscope (FV-1000, OLYMPUS).

Immunohistochemistry (IHC) analysis and scoring
Tissue samples were formalin-fixed and paraffin-
embedded. Slides were deparaffinized and rehydrated 
via successive immersion in the following solutions: 
100% xylene I (10  min), 100% xylene II (10  min), 100% 
ethanol I (5 min), 100% ethanol II (5 min), 95% ethanol 
(5 min), 85% ethanol (5 min), 80% ethanol (5 min), 75% 
ethanol (5  min), 80% ethanol (5  min), double distilled 
water I (10 min), and double-distilled water II (10 min). 
The slides were then boiled in 0.01  mol/L citrate buffer 
at 99  °C for 20  min, and endogenous peroxidase activ-
ity was blocked with 0.3%  H2O2 in methanol for 30 min. 
Goat serum (Beyotime Biotechnology) was used to 
block the antibody at room temperature for 10  min. 
After overnight incubation at 4  °C in primary antibod-
ies (Additional file 1: Table S1), the slides were exposed 
to HRP-labeled secondary antibodies (Additional file  1: 
Table  S1) for 1  h at room temperature and developed 
with 3,3′-diaminobenzidine system. Staining inten-
sity was accessed by a designated member of our group 
using the Image-pro Plus 6.0 (Media Cybernetics) and 
was represented by the mean density, using the formula 
mean density = integrated optical density/area of inter-
est. Here, the IHC intensity of each slide was determined 
by the average “mean density” of at least 3 images from it, 
and the protein expression was assessed as “weak” (IHC 
intensity was 0 to 0.15), “moderate” (IHC intensity was 
0.16 to 0.25), “strong” (IHC intensity was 0.26 to 0.35), 
and “very strong” (IHC intensity was above 0.35).

Subcutaneous glioma xenograft model
All experiments involving mice were performed under 
the ethical criteria of the Third Military Medical Univer-
sity Animal Care and Use Committee, and guidelines for 
the Care and Use of Laboratory Animals (NIH publica-
tions Nos. 80-23, revised 1996) were seriously conducted 
during the whole process. To establish xenograft model 
of glioma in mice, 5 × 106 human U87 cells suspended in 
80 μL PBS were inoculated subcutaneously into the right 
hindlimb interior root of BALB/c nude mice (4-week 
old, female, purchased from Beijing Vital River Labora-
tory Animal Technology Co., Ltd., Beijing, China). About 
5–8  days later, the mice bearing tumor around 50  mm3 
were selected and randomized into a control group, 
bortezomib group, TMZ group or bortezomib + TMZ 
group. Mice in the control group received equivalent 

drug vehicle (PBS and dimethyl sulfoxide [DMSO]), mice 
in bortezomib group received 0.25  mg/kg bortezomib 
every 3  days (intraperitoneal injection [i.p.]), mice in 
TMZ group received 5 mg/kg TMZ on a 5 days on/2 days 
off regimen (4 cycles in total, i.p.), and mice in bort-
ezomib + TMZ group received 0.25  mg/kg bortezomib 
every 3 days and also 5 mg/kg TMZ on a 5 days on/2 days 
off regimen. Tumor volume was measured every 3  days 
with a caliper and calculated using the formula tumor 
volume  (mm3) = (length × width2)/2. About 28 days after 
the first treatment, all mice were euthanized, and the 
tumor bumps were carefully removed, weighed, and pro-
cessed for IHC staining.

Statistical analysis
The SPSS software, version 13.0 (SPSS, Inc., Chicago, 
IL, USA) and GraphPad Prism 7.0 (GraphPad Software) 
were used for statistical analysis. Data are presented 
as the mean ± standard deviation. The nonparametric 
unpaired t test was utilized to calculate the P value of 
the difference between 2 independent datasets. One-way 
analysis of variance (ANOVA) was used to analyze the 
significance among three or more independent datasets, 
and the Fisher’s Least Significant Difference method was 
used for multiple comparisons when the probability for 
ANOVA was statistically significant. Methods of non-
parametric statistics such as the Mann–Whitney and 
Kruskal–Wallis tests were used when variances did not 
pass the Levene test for normality or homogeneity. For 
experiments with over 2 groups and repeated measure-
ments at different time points, their data were processed 
by the repeated measure two-way ANOVA with Bonfer-
roni post-test. Correlations of protein or mRNA expres-
sion between FOXM1 and Survivin were performed 
using the Pearson R test. The Kaplan–Meier method was 
used to estimate survival rates. P < 0.05 was considered 
statistically significant.

Results
Bortezomib inhibited cell viability and induced apoptosis 
and cell cycle arrest in glioma cells
Using the MTT assays, we observed that bortezomib 
inhibited the viability of glioma cells in a dose- and time-
dependent manner (Fig.  1a). Even at a concentration as 
low as 10  nmol/L, bortezomib significantly inhibited 
the proliferation of both U251 and U87 cells (P < 0.05). 
When concentration decreased to 5  nmol/L, bortezomib 
remained cytotoxic to U87 cells, but no obvious inhibition 
of viability was observed in U251 cells, indicating a slight 
difference in bortezomib sensitivity among the glioma cell 
lines (Fig. 1a). For both U251 and U87 cells, the  IC50 of day 
4 were higher than that of day 2 (P < 0.05), indicating the 
time-dependent effect as well as long duration of action of 



Page 6 of 16Tang et al. Cancer Commun           (2019) 39:81 

bortezomib on glioma cells (Fig. 1b). By flow cytometry, we 
further found significant increases of apoptotic U251 and 
U87 cells, especially early-stage apoptotic cells, after bort-
ezomib treatment (P < 0.05 or P < 0.01) (Fig.  1c; Table  3). 
Bortezomib also caused obvious cell cycle arrest in U25 
and U87 cells, which was characterized by increases of  G1 
phase cells and decreases of S and  G2 phase cells (P < 0.05 
or P < 0.01) (Fig. 1d; Table 4). Compared with U251 cells, 
U87 cells demonstrated more severe cell apoptosis and cell 
cycle arrest when under the same drug concentration. This 
was in accordance with the intenser cytotoxicity of bort-
ezomib in U87 as mentioned above.

Fig. 1 Effects of bortezomib on the proliferation, apoptosis, and cell cycle of glioma cells. a MTT assay measured the viability of U251 and U87 cell 
lines under 0 (Control, DMSO), 5, 10, 20, 40, 60, 80, and 100 nmol/L bortezomib treatment. The cell proliferation inhibition rate of each treatment 
group was compared with that of every other group detected on the same day. ɑP < 0.01, βP < 0.05, compared with the 5 nmol/L group; εP < 0.01, 
eP < 0.05, compared with 10 nmol/L group; #P < 0.01, πP < 0.05, compared with 20 nmol/L group; ϑP < 0.01, δP < 0.05, compared with 40 nmol/L group; 
θP < 0.01, ФP < 0.05, compared with 60 nmol/L group. b Day 2 and Day 4  IC50 of bortezomib in U251 and U87 cells were calculated with the method 
of “log(inhibitor) vs. normalized response‑Variable slope” using GraphPad Prism 7.0. c Left part, representative images of cell apoptosis detected via 
flow cytometry. U251 and U87 cells were treated with 10 and 20 nmol/L bortezomib for 48 h. Right part, percentages of early‑stage (lower right 
quadrant), late‑stage (upper right quadrant), and total apoptotic cells were compared among the three groups. *P < 0.05; **P < 0.01. d Left part, 
representative images of cell cycle detected via flow cytometry. U251 and U87 cells were treated with 10 and 20 nmol/L bortezomib for 48 h. Right 
part, percentages of cells in  G0/1 (left red sharp peak), S (middle gray flat peak), and  G2/M (right sharp peak) phases were calculated and compared 
among groups. *P < 0.05; **P < 0.01. All experiments were repeated at least three times. DMSO dimethyl sulfoxide, IC50 50% inhibitory concentration

Table 3 Cell apoptosis after bortezomib treatment

Cell line Group Cell apoptosis rate (%)

Total Early‑stage Late‑stage

U251 Control 5.78 ± 1.34 2.56 ± 0.44 3.22 ± 0.26

10 nmol/L Bor 14.01 ± 1.33 5.68 ± 1.42 8.33 ± 1.51

20 nmol/L Bor 23.07 ± 3.21 13.49 ± 1.97 9.58 ± 2.50

U87 Control 11.62 ± 2.12 6.02 ± 1.08 5.58 ± 1.86

10 nmol/L Bor 28.03 ± 31.34 21.08 ± 1.52 6.95 ± 0.21

20 nmol/L Bor 41.17 ± 2.55 31.48 ± 2.97 10.23 ± 0.93
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Bortezomib inhibited spheroid growth, colony formation, 
and stemness of glioma cells
The tumor cell spheroid model better imitates the 
in  vivo growth situation of glioma. Therefore, we 
tested the chemotherapeutic effect of bortezomib on 
the 3-dimensional (3D) spheroid models of U251 and 
U87 cells. From day 4 to day 12, fold changes of the 

surface area for spheroids were significantly lower in 
the bortezomib-treated groups than in the correspond-
ing control groups (P < 0.05 or P < 0.01) (Fig.  2a). The 
difference between bortezomib treated groups and cor-
responding control group turned out to be more signif-
icant as time went on, and the 20  nmol/L bortezomib 
group consistently showed relatively smaller spheroids 
than the 10 nmol/L bortezomib group after the 4th day 
(P < 0.05 or P < 0.01), indicating dose- and time-depend-
ent inhibitory effects of bortezomib on in vitro glioma 
cell spheroids. The colony formation experiment was 
also conducted to demonstrate the in vitro tumorigenic 
capacity of glioma cells. Fewer colonies were developed 
in U251 and U87 cells after treatment with 10 nmol/L 
or 20  nmol/L bortezomib for the first 3  days (P < 0.05 
or P < 0.01) (Fig. 2b). Experiments were also conducted 
to test whether bortezomib possesses a stemness-
inhibiting effect on glioma cells. Groups treated with 
10 or 20  nmol/L bortezomib developed much fewer 
stem-like cells (U251) or float spheroids (U87) than 

Table 4 Cell cycle alteration after bortezomib treatment

Cell line Group Percentage of cells in different cell cycle 
phases (%)

Phase  G1 Phase S Phase  G2

U251 Control 43.87 ± 2.77 38.12 ± 3.50 18.01 ± 2.23

10 nmol/L 54.44 ± 6.32 33.42 ± 3.22 12.15 ± 1.22

20 nmol/L 70.83 ± 7.54 22.42 ± 2.52 6.74 ± 2.10

U87 Control 45.97 ± 2.99 37.06 ± 2.52 16.97 ± 1.88

10 nmol/L 53.1 ± 64.3 32.41 ± 2.21 14.43 ± 1.90

20 nmol/L 76.35 ± 6.54 14.89 ± 1.50 8.76 ± 2.22
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and U87 cell spheroids treated with 0 (Control), 10, and 20 nmol/L bortezomib. Right part, the growth speed is represented by the fold changes of 
the spheroid area compared with its own area on day 1. Images of spheroids were taken every 2 days (scale bar, 200 μm). Average fold change of 
the spheroid area was compared between every two groups detected on the same day. ɑP < 0.01, βP < 0.05, compared with control group; #P < 0.01, 
πP < 0.05, compared with 10 nmol/L bortezomib group. b Bortezomib reduced glioma cell colony formation. Left part, representative images of 
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polymerase chain reaction, GAPDH glyceraldehyde‑3‑phosphate dehydrogenase
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their corresponding control cells (Fig.  2c). Compared 
with the control and 10  nmol/L bortezomib groups, 
the 20 nmol/L bortezomib group had the fewest stem-
like cells (U251) or float spheroids (U87) (P < 0.05 or 
P < 0.01) (Fig.  2c). The mRNA and protein expression 
levels of Nestin, SOX2, and Oct4 were markedly up-
regulated in these stem-like cells/spheroids (P < 0.05) 
(Fig. 2d, e), indicating their close similarity to GSCs and 
that bortezomib might inhibit the stemness of glioma 
cells in a dose-dependent manner.

Bortezomib down‑regulated FOXM1–Survivin axis 
in glioma cells
The high sensitivity of glioma cells to bortezomib indi-
cated that its targets might be critical for glioma cell 
survival. We found that bortezomib significantly down-
regulated the mRNA level (P < 0.05 or P < 0.01), protein 

level, and immunofluorescence intensity of FOXM1 
(Fig.  3a). To confirm whether FOXM1 was one of the 
principal targets of bortezomib, we established FOXM1 
overexpression and knockdown cell lines and tested their 
sensitivity to bortezomib. Compared with correspond-
ing EV-transfected cells, FOXM1-overexpressed cell lines 
had higher cell viability rates, while FOXM1 knockdown 
cell lines had lower cell viability rates after 10 nmol/L and 
20  nmol/L bortezomib treatment (P < 0.05 or P < 0.01) 
(Fig. 3b). These results showed that FOXM1 overexpres-
sion inhibited sensitivity to bortezomib, while FOXM1 
knockdown enhanced sensitivity to bortezomib. FOXM1 
down-regulation might be the main mechanism underly-
ing the efficient cytotoxicity of bortezomib.

To confirm whether Survivin was an important down-
stream effector of FOXM1, we firstly measured the 
mRNA levels of FOXM1 and Survivin in six glioma cell 
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lines: U251, U87, LN229, A172, SF295, and SF268. A close 
correlation between FOXM1 mRNA level and Survivin 
mRNA level was indicated in them (Pearson r = 0.92, 
P = 0.01) (Fig.  3c). Further, Survivin mRNA and protein 
levels were significantly up-regulated by FOXM1 overex-
pression and markedly reduced by FOXM1 knockdown 
in U251 and U87 cells (P < 0.05) (Fig. 3d). In accordance 
with FOXM1 alteration, the mRNA and protein levels, as 
well as immunofluorescent staining of Survivin were sig-
nificantly reduced after bortezomib treatment (P < 0.05 or 
P < 0.01) (Fig.  3e). In summary, bortezomib down-regu-
lated the FOXM1–Survivin axis in U251 and U87 cells, 
and this might be an important molecular mechanism 
of its chemotherapeutic effects, alone or in combination 
with other agents.

Bortezomib sensitized glioma cells to TMZ
Searching molecular inhibitors that have a synergis-
tic effect with TMZ is an important strategy to reduce 
drug resistance and improve TMZ efficacy. MTT results 
showed that the combination index of 200  μmol/L 
TMZ with different concentrations of bortezomib was 
consistently below “1”, indicating a synergistic effect 
between TMZ and bortezomib (Table 5). For instance, 
the combination of bortezomib (10 nmol/L) and TMZ 
(200  μmol/L) led to markedly lower cell survival rates 
and significantly higher proliferation inhibition rates 
than bortezomib and TMZ alone (P < 0.05 or P < 0.01) 
(Fig.  4a). This synergistic effect in inhibiting glioma 
cell viability was further confirmed by 3D tumor sphe-
roid assay. Compared with the bortezomib group 
and the TMZ group, the combination group had sig-
nificantly lower surface area fold changes since day 4 
(P < 0.05 or P < 0.01) (Fig. 4b). In line with observations 
of cell viability and spheroid growth, flow cytometry 
showed that the combination treatment caused much 

higher cell apoptosis rates than single drug treatment 
(Fig. 4c). Furthermore, in both U251 and U87 cell lines, 
cell apoptosis rates induced by the combination treat-
ment were higher than those caused by bortezomib and 
TMZ alone (P < 0.05 or P < 0.01) (Fig. 4c; Table 6). These 
results indicated that a synergistic effect might exist 
between bortezomib and TMZ for inducing tumor cell 
apoptosis. Cell cycle assay also showed that the com-
bination treatment caused more obvious alteration in 
cell cycle than bortezomib and TMZ did, although all 
caused an increase of cells in  G1 phase and reduction 
of cells in S and  G2 phases (P < 0.05 or P < 0.01) (Fig. 4d; 
Table 7).

FOXM1–Survivin axis was up‑regulated in TMZ‑insensitive 
glioma cell lines
Validating the role of the FOXM1–Survivin axis in 
TMZ resistance will further strengthen the evidence 
for combination use of bortezomib and TMZ. We 
established TMZ-insensitive U251 and U87 cell lines 
(In-U251 and In-U87) and found that they had higher 
FOXM1 and Survivin expression (in both mRNA and 
protein levels) than their corresponding control cell 
lines (P < 0.05 or P < 0.01) (Fig.  5a). The up-regulated 
protein level of FOXM1 in 500  μmol/L TMZ-induced 
insensitive cell lines was further confirmed by using 
immunofluorescent staining (Fig.  5b). In addition, the 
mRNA levels of FOXM1 and Survivin and immuno-
fluorescent staining of FOXM1 in TMZ-insensitive cell 
lines were not significantly altered after culture in nor-
mal medium for 7 days, indicating relatively stable up-
regulation of FOXM1 and Survivin in TMZ-insensitive 
cell lines (Fig. 5c, d). On the other hand, most survived 
clones might be highly dependent on the FOXM1–
Survivin axis for proliferation and survival, making 
them quite susceptible to reagents especially target-
ing FOXM1 and Survivin. In validating this hypoth-
esis, 500  μmol/L TMZ-induced insensitive U251 and 
U87 cell lines  (In500-U251 and  In500-U87) were treated 
with bortezomib, TMZ, or their combination. No sig-
nificant alteration of cell viability was caused by TMZ 
treatment, while dramatically reduced cell viability was 
detected in all combination groups, suggesting that 
synergistic inhibitory effect of bortezomib and TMZ 
still worked in highly TMZ-insensitive glioma cell lines 
(P < 0.05 or P < 0.01) (Fig. 5e).

Bortezomib inhibited glioma growth and enhanced TMZ 
efficacy in vivo
The in  vivo chemotherapeutic effect of bortezomib 
was further explored by xenograft glioma models 
in nude mice. Compared with the control group, the 

Table 5 Combination index of  the  temozolomide 
(TMZ) in  combination with  different concentrations 
of bortezomib (Bor)

TMZ was used at a constant dose of 200 μmol/L. Effect: cell viability inhibition 
rate

Bor U251 U87

Dose (nmol/L) Effect Combination 
index

Effect Combination 
index

2 0.24 0.74 0.33 0.67

5 0.32 0.64 0.42 0.61

8 0.38 0.60 0.58 0.44

10 0.47 0.50 0.61 0.44

15 0.71 0.29 0.71 0.38

20 0.85 0.19 0.85 0.23
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bortezomib and TMZ groups had much smaller tumor 
sizes since day 6 (after treatment initiation), and this 
difference became more obvious with time. Average 
tumor volume of the combination group was strikingly 
smaller than both the bortezomib and TMZ groups 

since day 9 (P < 0.05 or P < 0.01) (Fig.  6a). In fact, the 
combination treatment even achieved complete tumor 
regression in some mice. Similar to the alteration in 
tumor volume, the mean tumor weights (at the end of 
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Fig. 4 Bortezomib sensitized glioma cells to TMZ. U251 and U87 cells were treated with bortezomib (10 nmol/L), TMZ (200 μmol/L) or a 
combination of the two drugs. a Left part, viability of U251 and U87 cells was measured by MTT assay. Cell survival rates were compared among 
groups. Right part, on day 4 and day 2, cell proliferation inhibition rates were calculated. ɑP < 0.01, βP < 0.05, compared with 10 nmol/L bortezomib 
group; θP < 0.01, ФP < 0.05, compared with 200 μmol/L TMZ group; *P < 0.05; **P < 0.01. b Left part, representative images of U251 and U87 
spheroids taken every 2 days (scale bar, 200 μm). Right part, growth speed represented by the fold change of surface area compared with the 
surface area on day 1. Fold changes (in average) from the same day were compared among the three groups. ɑP < 0.01, βP < 0.05, compared with 
10 nmol/L bortezomib group; θP < 0.01, ФP < 0.05, compared with 200 μmol/L TMZ group. c Left part, representative images of cell apoptosis after 
48‑h treatment detected via flow cytometry. Right part, percentages of early‑stage (lower right quadrant) and late‑stage (upper right quadrant) 
apoptotic cells and their sum were compared among the three groups. d Left part, representative images of cell cycle detected via flow cytometry 
after 48‑h treatment. Right part, percentages of cells in  G0/1 (left red sharp peak), S (middle gray flat peak), and  G2/M (right sharp peak) phase were 
calculated and compared among groups. *P < 0.05; **P < 0.01. All experiments were repeated at least three times. MTT 3‑(4,5‑dimethyl‑2‑thiazolyl)‑2,
5‑diphenyl‑2‑H‑tetrazolium bromide, DMSO dimethyl sulfoxide, Bor bortezomib, TMZ temozolomide

Table 6 Cell apoptosis after  treatment with  bortezomib 
(Bor) and temozolomide (TMZ)

Cell line Group Cell apoptosis rate (%)

Total Early‑stage Late‑stage

U251 20 nmol/L Bor 11.23 ± 2.22 4.75 ± 0.92 6.48 ± 0.51

200 μmol/L TMZ 11.06 ± 2.63 7.26 ± 1.52 3.80 ± 0.76

Bor + TMZ 40.96 ± 3.88 11.68 ± 0.97 29.28 ± 2.56

U87 20 nmol/L Bor 8.84 ± 1.99 4.06 ± 0.54 4.78 ± 0.88

200 μmol/L TMZ 14.52 ± 1.36 6.68 ± 0.25 7.84 ± 1.92

Bor + TMZ 51.52 ± 3.59 20.33 ± 2.58 31.22 ± 2.18

Table 7 Cell cycle alteration after  treatment 
with bortezomib (Bor) and temozolomide (TMZ)

Cell line Group Percentage of cells in different cell cycle 
phases (%)

G1 S G2

U251 20 nmol/L Bor 52.5 ± 3.99 35.98 ± 2.96 11.52 ± 1.66

200 μmol/L TMZ 54.45 ± 4.88 32.77 ± 3.25 12.78 ± 1.42

Bor + TMZ 78.31 ± 5.54 13.83 ± 1.58 7.86 ± 1.26

U87 20 nmol/L Bor 45.67 ± 2.99 30.73 ± 2.53 23.63 ± 1.88

200 μmol/L TMZ 66.44 ± 4.33 26.19 ± 2.20 7.37 ± 1.94

Bor + TMZ 81.40 ± 6.51 12.22 ± 1.54 6.42 ± 2.25
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treatment) in the bortezomib and TMZ groups were 
much smaller than that of the control group and sig-
nificantly larger than that of the combination group 
(P < 0.05 or P < 0.01) (Fig.  6b). These results demon-
strated that a low concentration of bortezomib could 
efficiently inhibit the in vivo growth of U87 cells, and 
the combination of bortezomib and TMZ exerted a 
much stronger growth-inhibitory effect on U87 xen-
ograft models. Comparing with those in the corre-
sponding control group, the IHC intensities of both 
FOXM1 and Survivin were markedly increased in the 
TMZ group and substantially decreased in the bort-
ezomib group and the combination group (P < 0.05 or 
P < 0.01) (Fig. 6c), indicating the possible in vivo down-
regulating effect of bortezomib on the FOXM1–Sur-
vivin axis.

The FOXM1–Survivin axis was up‑regulated in glioma 
and related to poor prognosis
The up-regulation of the FOXM1–Survivin axis in clini-
cal samples can, at least partially, confirm our results 

and indicated the potentiality of bortezomib in glioma 
chemotherapy. Initially, we measured the mRNA lev-
els of FOXM1 and Survivin in clinical samples of differ-
ent WHO grades. Compared with those in para-tumor 
brain tissues, both FOXM1 and Survivin mRNA levels 
were up-regulated in gliomas, with increasing levels in 
higher WHO grade gliomas (P < 0.05 or P < 0.01). The 
mRNA levels of FOXM1 and Survivin were positively 
correlated with each other (r = 0.73, P < 0.01) (Fig. 7a). In 
accordance with our results in clinical samples, TCGA 
data also demonstrated much higher FOXM1 and Sur-
vivin mRNA levels in GBM and low-grade glioma (LGG) 
than in normal brain tissues (P < 0.05 or P < 0.01), and the 
correlation between them was positive and significant in 
both LGG and GBM (r = 0.70, P < 0.01) (Fig. 7b). TCGA 
data also showed shorter overall survival (OS) in patients 
with higher FOXM1/Survivin mRNA levels (P < 0.01) 
(Fig.  7c). To further confirm the FOXM1 up-regulation 
in protein level, FOXM1 and Survivin protein levels were 
detected by IHC in all our gliomas and PT brain tis-
sues. Compared with those in para-tumor brain tissues, 
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Fig. 5 FOXM1–Survivin axis was up‑regulated in TMZ‑insensitive glioma cells. a RT‑qPCR (mRNA level, upper part) and Western blotting (protein 
level, lower part) measuring the expression of FOXM1 and Survivin in TMZ‑insensitive U251 and U87 cells induced by 200 μmol/L and 500 μmol/L 
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100 μm). c RT‑qPCR detecting mRNA levels of FOXM1 and Survivin in  In500‑U251/U87 cells after cultivating in medium with 500 μmol/L TMZ or 
equivalent DMSO for 7 days. d Immunofluorescent staining of FOXM1 protein in  In500‑U251/U87 cells after cultivating in medium with 500 μmol/L 
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FOXM1 and Survivin IHC staining intensities were 
markedly increased in tumor tissues, especially in GBMs 
(P < 0.05 or P < 0.01). In line with the positive correlation 
in mRNA level, IHC staining intensity of Survivin was 
also positively correlated with that of FOXM1 (r = 0.64, 
P = 0.01) (Fig.  7d). Furthermore, we found that patients 
with higher FOXM1/Survivin intensity had a shorter OS 
(P = 0.01/P < 0.01), indicating the possible use of FOXM1, 
Survivin, or both together as prognostic molecular mark-
ers (Fig. 7e).

Discussion
Bortezomib, a novel boronic acid dipeptide that inhib-
its the 26S proteasome activity, has already shown some 
chemotherapeutic effects against gliomas in  vitro and 
in vivo [18–20]. Consistent with the findings by Yin et al. 
[21], our study demonstrated a significant decrease in 
cell survival and an increase in cell apoptosis in GBM cell 
lines treated with bortezomib at a concentration as low 
as 10 nmol/L (Fig. 1a, c). We also found that a low con-
centration of bortezomib significantly inhibited spheroid 

growth, colony formation, and stem-like cell proliferation 
of U251 and U87 cells (Fig.  2a–c). GSCs are defined as 
a highly tumorigenic cell subset responsible for tumor 
progression and drug resistance and is expected to be a 
critical therapeutic target in various malignancies [22, 
23]. Interestingly, recent studies have shown that GSCs 
were more sensitive to PIs than non-stem differentiated 
controls or neural stem/precursor cells [24, 25]. Thus, 
the chemotherapeutic effect of bortezomib on HGG cell 
lines might result from the specific deletion of GSCs, or 
at least the GSC sub-population was preferentially inhib-
ited/killed by bortezomib.

In regard to the molecular mechanism underlying 
the chemotherapeutic effect of bortezomib on glioma 
cells, generally, it is assumed that the pharmacologi-
cal inhibition of the proteasome led to toxic accumula-
tion of misfolded and abnormal proteins in cells [26]. 
For instance, several studies have reported reduced 
activation of nuclear factor-kappa B after inhibiting IκB 
degradation by PIs [27]. P53 has been also widely stud-
ied in exploring the molecular mechanism of PI-induced 

Fig. 6 Bortezomib inhibited glioma growth and sensitized glioma to TMZ in vivo. a Left part, representative images of subcutaneously 
xeno‑transplanted glioma models in nude mice. About 1 week after subcutaneous injection of U87 cells, the mice were selected and randomized 
into four groups and were initiated treatment with bortezomib, TMZ, TMZ + bortezomib, or drug vehicle (DMSO). Right part, in vivo tumors volume 
was measured every 3 days with a vernier caliper, and same day collected data were compared among groups. ɑP < 0.01, βP < 0.05, compared with 
DMSO group; θP < 0.01, compared with bortezomib group; ϑP < 0.01, compared with TMZ group. b Left part, representative images of glioma lesions 
taken from the mice of each group. After treatment for 28 days, the nude mice were euthanized, and glioma lesions were taken off in intact. Right 
part, the weight of fresh glioma lesions. c Top part, representative images of IHC staining of FOXM1 and Survivin in glioma tissues from mice (scale 
bar, 100 μm). Bottom part, the IHC staining intensity of FOXM1 and Survivin were further quantified via Image‑pro Plus 6.0. *P < 0.05; **P < 0.01. Bor 
bortezomib, TMZ temozolomide, DMSO dimethyl sulfoxide, IHC immunohistochemistry
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tumor apoptosis [28]. Many studies have demonstrated 
that proteasome inhibition led to growth suppression 
and apoptosis of tumor cells via inducing overwhelm-
ing endoplasmic reticulum stress [29]. Some other pos-
sible mechanisms have also been proposed, but the exact 
mechanism by which PIs exert anti-tumor activity is still 
poorly understood, especially in glioma. In the present 
study, we found that bortezomib treatment led to a sig-
nificant reduction in both mRNA and protein expression 
of FOXM1 (Fig.  3a), which is very important for tumor 
malignant behaviors [30]. In support of our findings, 
similar results were also reported by Andrei L. Gartel 
and colleagues. They initially found two novel PIs (Sio-
mycin A and thiostrepton), then a serial of conventional 
PIs that could down-regulate not only the transcriptional 
activity but also the protein and mRNA levels of FOXM1 
[31–33]. The FOXM1 auto-regulation loop, whereby 
FOXM1 binds to its own promoter and induces its own 

transcription [34], seems to be a feasible mechanism for 
PI-induced alteration in both protein and mRNA lev-
els. In our present study, another oncogene, the anti-
apoptotic factor Survivin, was found to be regulated by 
FOXM1 in glioma cells (Fig.  3d, e). FOXM1 has been 
found to directly regulate the transcription of Survivin 
and the X-linked inhibitor of apoptosis protein in breast 
cancer cells, providing good support to our findings [35].

The present study demonstrated that down-regulating 
the FOXM1–Survivin axis could be an important molec-
ular mechanism for using bortezomib in treating gliomas. 
However, more details involving bortezomib and FOXM1 
interaction await clarification. Bortezomib and other PIs 
may change the activity of FOXM1 directly or indirectly. 
In regard to direct action, bortezomib or its metabolic 
derivatives could attach to the substructure of FOXM1 
protein and attenuate or abrogate its function, or inter-
vene in the DNA-binding activity of the FOXM1 domain 

Fig. 7 The FOXM1–Survivin axis was up‑regulated in gliomas and related to poor prognosis. a RT‑qPCR measuring mRNA levels of FOXM1 and 
Survivin in para‑tumor brain tissues (n = 10), WHO grade I–II gliomas (n = 10), WHO grade III gliomas (n = 10), and WHO grade IV gliomas (GBMs, 
n = 10). The correlation between FOXM1 and Survivin mRNA levels was analyzed via GraphPad Prism 7.0 using Pearson R test. b TCGA data of 
FOXM1/Survivin mRNA expression (mRNA Expression z‑Scores, RNA SeqV2 RSEM) in LGGs (n = 530), GBMs (n = 166), and normal brain tissues 
(n = 10). The correlation between FOXM1 and Survivin mRNA levels (696 samples in total) was analyzed using GraphPad Prism 7.0 and Pearson R test. 
c Kaplan–Meier survival analysis of the prognostic role of FOXM1/Survivin using TCGA data (692 samples in total). The samples were divided into a 
high and low FOXM1/Survivin expression group using their relative median mRNA level. d Left part, representative images of IHC staining of FOXM1 
and Survivin in para‑tumor brain tissues and gliomas (scale bar, 100 μm). Right part, IHC intensity was measured and processed by Image‑pro Plus 
6.0. The correlation between FOXM1 and Survivin IHC intensity was analyzed using GraphPad Prism 7.0 and Pearson R test. e Kaplan–Meier survival 
analysis of the prognostic role of FOXM1 and Survivin. The samples were divided into high and low FOXM1/Survivin expression groups by the 
median IHC intensity. *P < 0.05; **P < 0.01. RT-qPCR reverse transcription‑quantitative polymerase chain reaction, PT para‑tumor brain tissue, WHO 
World Health Organization, LGG low‑grade glioma, GBM glioblastoma multiforme, TCGA  The Cancer Genome Atlas, RSEM RNA‑seq by expectation 
maximization, IHC immunohistochemistry
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[10]. As to indirect action, even more possibilities exist. 
As the activity of FOXM1 protein is strictly regulated by 
post-translation modification, certain kinds of modifi-
cation may make the protein lost its initial function and 
be a “disturber” of normal protein activity. The principle 
biological function of PIs is repressing the function of the 
proteasome system [36]. Bortezomib might cause accu-
mulation of this “disturbing” FOXM1 and subsequently 
attenuated DNA-binding and transcriptional activity of 
normal FOXM1 [37]. In agreement to this “inhibiting” 
hypothesis, Andrei L. Gartel [38] proposed the “negative 
regulator of FOXM1 (NRFM)” theory: the expression of 
a putative NRFM is accumulated after treatment with 
PIs then, this NRFM binds to FOXM1 and inhibits its 
transcriptional activity on the promoter of target genes, 
including FOXM1. Although several tumor suppressors, 
such as heat shock protein 70 and sterile alpha motif-
pointed domain-containing E26 transformation-specific 
transcription factor, were found to suppress FOXM1 
auto-regulation by inhibiting the activity of FOXM1 bind-
ing to its own gene promoter [39, 40], “NRFM” remains 
to be verified. Contrary to the above discussed “accumu-
lation” effects by inhibiting proteasome activity, bort-
ezomib may also accelerate the “reduction” of proteins 
by inducing autophagy/lysosomal degradation, which 
was reported in various tumor cells, including glioma cell 
lines [41–44]. Interestingly, the degradation of FOXM1 
partially depends on lysosome under normal conditions 
[45]. Thus, bortezomib might reduce FOXM1 by enhanc-
ing lysosomal degradation of its protein. Another less 
possible mechanism is the down-regulation of “positive 
regulator of FOXM1”, such as transcription factors for 
FOXM1. Again, not much has been revealed about this 
hypothesis.

As summarized in a review by Hanahan et  al. [46], 
FOXM1 is implicated in most hallmarks of cancer. In 
regard to glioma, FOXM1, as an oncogenic transcription 
factor, also plays important roles in glioma progression 
and maintenance of GSC characteristics [47–49]. Stud-
ies have also reported that FOXM1 promoted glioma 
resistance to TMZ chemotherapy via regulating DNA 
damage repair gene Rad51 and replication factor C5 [50, 
51]. As one of the classic anti-apoptotic proteins, Sur-
vivin plays important role in glioma progression, recur-
rence, and chemoradiotherapy resistance [52–54]. In our 
TMZ-insensitive U251 and U87 glioma cell lines, the 
expression levels of FOXM1 and Survivin were markedly 
up-regulated (Fig. 5a, b). This might have resulted from 
the enrichment of clones with high levels of FOXM1 and 
Survivin, while clones with lower FOXM1 and Survivin 
expression were deleted by continuous TMZ screening. 
Thus, a highly activated FOXM1–Survivin axis could 
greatly promote glioma cell proliferation and malignant 

transformation, and enhance resistance and survival of 
glioma cells under stress.

However, the high dependence on the FOXM1–Sur-
vivin axis may make glioma cells very susceptible to 
agents specifically targeted to this oncogenic axis, such 
as bortezomib. As such, bortezomib can significantly 
enhance the sensitivity of glioma cells to TMZ treatment 
both in  vitro (Fig.  4a–d) and in  vivo (Fig.  6a–c). Inter-
estingly, via analyzing clinical samples from our depart-
ment and public datasets from TCGA [16], we found 
that FOXM1 and Survivin were widely overexpressed in 
glioma patients (Fig. 7a, b, d). On one hand, extensive up-
regulation of the FOXM1–Survivin axis in HGG patients 
might be the basis of possible clinical use of bortezomib 
in the future; on the other hand, the activation level of the 
FOXM1–Survivin axis in certain patients could be a good 
predictor for their sensitivity to bortezomib, alone or in 
combination with TMZ. However, several problems have 
to be tackled before the use of bortezomib and other PIs 
in glioma patients, such as the drug ability to penetrate 
the blood–brain barrier, unspecific targeting, and dose 
limited toxicity of drug [55, 56]. Further investigation is 
needed to further enhance the clinical use of bortezomib 
and to develop next-generation PIs with more satisfying 
clinical efficacy with advanced sensitivity, specificity, and 
safety [57, 58].

Conclusions
In summary, our findings showed that PI bortezomib had 
a sensitive chemotherapeutic effect on glioma cells. Low 
concentrations of bortezomib significantly inhibited the 
proliferation, spheroid growth, colony formation, and 
stem cell characteristics of glioma cells by inducing apop-
tosis and cell cycle arrest. Bortezomib also demonstrated 
a synergistic effect with TMZ and sensitized glioma to 
TMZ treatment in vitro and in vivo. Mechanistically, bort-
ezomib down-regulated the FOXM1–Survivin axis, which 
was also found to be up-regulated in glioma patients and 
was related to poor prognosis. Our findings provide an 
important research basis for instigating further investiga-
tion on bortezomib or other PIs in glioma therapy.

Supplementary information
Supplementary information accompanies this paper at https ://doi.
org/10.1186/s4088 0‑019‑0424‑2.

Additional file 1: Table S1. Antibodies for immunofluorescent, Western 
blotting, and immunohistochemical staining.

Abbreviations
HGG: high‑grade glioma; MTT: 3‑(4,5‑dimethyl‑2‑thiazolyl)‑2,5‑diphenyl‑2‑H‑
tetrazolium bromide; TMZ: temozolomide; FOXM1: forkhead box M1; PI: 
proteasome inhibitor; GSCs: glioma stem cells; OE: overexpression; EV: 

https://doi.org/10.1186/s40880-019-0424-2
https://doi.org/10.1186/s40880-019-0424-2


Page 15 of 16Tang et al. Cancer Commun           (2019) 39:81 

empty vector; siRNA: short interfering RNA; RT‑qPCR: reverse transcription‑
quantitative polymerase chain reaction; cDNA: complementary DNA; GAPDH: 
glyceraldehyde‑3‑phosphate dehydrogenase; HRP: horseradish peroxidase; 
DAPI: 4′,6‑diamidino‑2‑phenylindole; IHC: immunohistochemistry; GBM: 
glioblastoma multiforme; FDA: Food and Drug Administration; ATCC : American 
Type Culture Collection; DMEM: Dulbecco’s modified Eagle’s medium; WHO: 
World Health Organization; TCGA : The Cancer Genome Atlas; OD: optical den‑
sity; IC50: 50% inhibitory concentration; PBS: phosphate buffer saline; DMSO: 
dimethyl sulfoxide; ANOVA: analysis of variance; 3D: 3 dimensional; LGG: low‑
grade glioma; OS: overall survival; NRFM: negative regulator of FOXM1.

Acknowledgements
We highly appreciate the help from Mrs. Rong Xin and Miss Lu Jiang (Central 
Laboratory of Xinqiao Hospital, Third Military Medical University) with paraffin‑
embedded sections and IHC staining.

Authors’ contributions
SQL, ZZ, and JXC have contributed to the conception and design of this 
research; JHT, LY, QFX, QRL, and LRZ have conducted experiments involv‑
ing in vitro cells and in vivo mice models and clinical samples; JHT, GHH, 
ZXZ, YX, and LD participated in data interpretation, statistical analysis, and 
literature research; All authors have participated in the writing and revision 
of this manuscript. All authors agreed to be accountable for all aspects of this 
research work. All authors read and approved the final manuscript.

Funding
This work was primarily supported by Grants from the National Natural Sci‑
ence Foundation of China (NSFC‑81972360).

Availability of data and materials
All data (including Table 1 but not data containing patients’ other clinical infor‑
mation) were generated or analyzed during this study are included in this pub‑
lished article and its additional files. More clinical information about patients 
are only available from the corresponding author on reasonable request.

Ethics approval and consent to participate
This study was reviewed and approved by the Ethics Committee of the Third 
Military Medical University. Informed consents were obtained from all patients 
or his/her guardians. All experiments involving mice were performed under 
the rules of Third Military Medical University Animal Care and Use Committee, 
and guidelines for the Care and Use of Laboratory Animals (NIH publications 
Nos. 80‑23, revised 1996) were seriously conducted during the whole process.

Consent for publication
Consents for publication were obtained from all patients or his/her guardians.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Department of Neurosurgery, Xinqiao Hospital, Third Military Medical 
University, Chongqing 400037, P. R. China. 2 Department of Neurosurgery, 
Changzheng Hospital and Shanghai Institute of Neurosurgery, Second Military 
Medical University, Shanghai 200003, P. R. China. 3 Institute of Pathology 
and Southwest Cancer Center, Southwest Hospital, Third Military Medical 
University, Chongqing 400038, P. R. China. 4 Department of Ultrasound, Chil‑
dren Hospital, Chongqing Medical University, Chongqing 400010, P. R. China. 
5 Department of Neurosurgery, The Second Xiangya Hospital, Central South 
University, Changsha 410008, Hunan, P. R. China. 

Received: 13 August 2019   Accepted: 13 November 2019

References
 1. Wesseling P, Capper D. WHO 2016 classification of gliomas. Neuropathol 

Appl Neurobiol. 2018;44(2):139–50.
 2. Batash R, Asna N, Schaffer P, Francis N, Schaffer M. Glioblastoma multi‑

forme, diagnosis and treatment; recent literature review. Curr Med Chem. 
2017;24:3002–9.

 3. Stupp R, Hegi ME, Mason WP, van den Bent MJ, Taphoorn MJB, Janzer RC, 
et al. Effects of radiotherapy with concomitant and adjuvant temozo‑
lomide versus radiotherapy alone on survival in glioblastoma in a ran‑
domised phase III study: 5‑year analysis of the EORTC‑NCIC trial. Lancet 
Oncol. 2009;10:459–66.

 4. Touat M, Idbaih A, Sanson M, Ligon KL. Glioblastoma targeted therapy: 
updated approaches from recent biological insights. Ann Oncol. 
2017;28:1457–72.

 5. Barth RF, Zhang Z, Liu T. A realistic appraisal of boron neutron capture 
therapy as a cancer treatment modality. Cancer Commun (Lond). 
2018;38(1):36.

 6. Sahara K, Kogleck L, Yashiroda H, Murata S. The mechanism for molecular 
assembly of the proteasome. Adv Biol Regul. 2014;54:51–8.

 7. Collins GA, Goldberg AL. The logic of the 26S proteasome. Cell. 
2017;169:792–806.

 8. Ding FB, Xiao HB, Wang MS, Xie X, Hu FQ. The role of the ubiquitin‑
proteasome pathway in cancer development and treatment. Front Biosci 
Landmrk. 2014;19:886–95.

 9. Johnson DE. The ubiquitin‑proteasome system: opportunities for thera‑
peutic intervention in solid tumors. Endocr Relat Cancer. 2015;22:T1–17.

 10. Teicher BA, Tomaszewski JE. Proteasome inhibitors. Biochem Pharmacol. 
2015;96(1):1–9.

 11. Gandolfi S, Laubach JP, Hideshima T, Chauhan D, Anderson KC, Richard‑
son PG. The proteasome and proteasome inhibitors in multiple myeloma. 
Cancer Metast Rev. 2017;36:561–84.

 12. Manasanch EE, Orlowski RZ. Proteasome inhibitors in cancer therapy. Nat 
Rev Clin Oncol. 2017;14:417–33.

 13. Roeten MSF, Cloos J, Jansen G. Positioning of proteasome inhibi‑
tors in therapy of solid malignancies. Cancer Chemother Pharmacol. 
2018;81(2):227–43.

 14. Bota DA, Alexandru D, Keir ST, Bigner D, Vredenburgh J, Friedman HS. 
Proteasome inhibition with bortezomib induces cell death in GBM stem‑
like cells and temozolomide‑resistant glioma cell lines, but stimulates 
GBM stem‑like cells’ VEGF production and angiogenesis. J Neurosurg. 
2013;119:1415–23.

 15. Zaky W, Manton C, Miller CP, Khatua S, Gopalakrishnan V, Chandra J. The 
ubiquitin‑proteasome pathway in adult and pediatric brain tumors: 
biological insights and therapeutic opportunities. Cancer Metast Rev. 
2017;36:617–33.

 16. The Cancer Genome Atlas (TCGA). The TCGA Research Network, National 
Cancer Institute at the National Institutes of Health. 2019. https ://www.
cance r.gov/tcga. Accessed 21 May 2019.

 17. Beyotime. https ://www.beyot ime.com/produ ct/C1062 S.htm; https ://
www.beyot ime.com/produ ct/C1052 .htm. Accessed 20 July 2018.

 18. McCracken DJ, Celano EC, Voloschin AD, Read WL, Olson JJ. Phase I trial 
of dose‑escalating metronomic temozolomide plus bevacizumab and 
bortezomib for patients with recurrent glioblastoma. J Neuro‑Oncol. 
2016;130:193–201.

 19. Raizer JJ, Chandler JP, Ferrarese R, Grimm SA, Levy RM, Muro K, et al. A 
phase II trial evaluating the effects and intra‑tumoral penetration of 
bortezomib in patients with recurrent malignant gliomas. J Neuro‑Oncol. 
2016;129:139–46.

 20. Kong XT, Nguyen NT, Choi YJ, Zhang G, Nguyen HN, Filka E, et al. Phase 
2 study of bortezomib combined with temozolomide and regional 
radiation therapy for upfront treatment of patients with newly diagnosed 
glioblastoma multiforme: safety and efficacy assessment. Int J Radiat 
Oncol Biol Phys. 2018;100(5):1195–203.

 21. Yin D, Zhou H, Kumagai T, Liu G, Ong JM, Black KL, et al. Proteasome 
inhibitor PS‑341 causes cell growth arrest and apoptosis in human glio‑
blastoma multiforme (GBM). Oncogene. 2005;24:344–54.

 22. Hattermann K, Fluh C, Engel D, Mehdorn HM, Synowitz M, Mentlein R, 
et al. Stem cell markers in glioma progression and recurrence. Int J Oncol. 
2016;49:1899–910.

 23. Iwadate Y. Plasticity in glioma stem cell phenotype and its therapeutic 
implication. Neurol Med Chir (Tokyo). 2018;58:61–70.

 24. Yoo YD, Lee DH, Cha‑Molstad H, Kim H, Mun SR, Ji C, et al. Glioma‑derived 
cancer stem cells are hypersensitive to proteasomal inhibition. EMBO 
Rep. 2017;18:1671.

 25. Chamberlain MC, Bota DA, Linskey ME, Schwartz PH. Neural stem/
progenitors and glioma stem‑like cells have differential sensitivity to 
chemotherapy. Neurology. 2011;77:e135.

https://www.cancer.gov/tcga
https://www.cancer.gov/tcga
https://www.beyotime.com/product/C1062S.htm
https://www.beyotime.com/product/C1052.htm
https://www.beyotime.com/product/C1052.htm


Page 16 of 16Tang et al. Cancer Commun           (2019) 39:81 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your research ?  Choose BMC and benefit from: 

 26. Vlachostergios PJ, Voutsadakis IA, Papandreou CN. Mechanisms of protea‑
some inhibitor‑induced cytotoxicity in malignant glioma. Cell Biol Toxicol. 
2013;29(4):199–211.

 27. Qureshi AA, Zuvanich EG, Khan DA, Mushtaq S, Silswal N, Qureshi N. Pro‑
teasome inhibitors modulate anticancer and anti‑proliferative properties 
via NF‑kB signaling, and ubiquitin—proteasome pathways in cancer cell 
lines of different organs. Lipids Health Dis. 2018;17:62.

 28. Concannon CG, Koehler BF, Reimertz C, Murphy BM, Bonner C, Thurow 
N, et al. Apoptosis induced by proteasome inhibition in cancer cells: pre‑
dominant role of the p53/PUMA pathway. Oncogene. 2007;26:1681–92.

 29. Ding WX, Ni HM, Gao W, Yoshimori T, Stolz DB, Ron D, et al. Linking of 
autophagy to ubiquitin‑proteasome system is important for the regula‑
tion of endoplasmic reticulum stress and cell viability. Am J Pathol. 
2007;171:513–24.

 30. Halasi M, Gartel AL. FOX(M1) news—it is cancer. Mol Cancer Therap. 
2013;12:245–54.

 31. Radhakrishnan SK, Bhat UG, Hughes DE, Wang IC, Costa RH, Gartel AL. 
Identification of a chemical inhibitor of the oncogenic transcription fac‑
tor forkhead box M1. Cancer Res. 2006;66(19):9731–5.

 32. Bhat UG, Halasi M, Gartel AL. Thiazole antibiotics target FoxM1 and 
induce apoptosis in human cancer cells. PLoS ONE. 2009;4(5):e5592.

 33. Bhat UG, Halasi M, Gartel AL. FoxM1 is a general target for proteasome 
inhibitors. PLoS ONE. 2009;4(8):e6593.

 34. Halasi M, Gartel AL. A novel mode of FoxM1 regulation: positive auto‑
regulatory loop. Cell Cycle. 2009;8(12):1966–7.

 35. Nestal de Moraes G, Delbue D, Silva KL, Robaina MC, Khongkow P, Gomes 
AR, et al. FOXM1 targets XIAP and Survivin to modulate breast cancer 
survival and chemoresistance. Cell Signal. 2015;27:2496–505.

 36. Nunes AT, Annunziata CM. Proteasome inhibitors: structure and function. 
Semin Oncol. 2017;44(6):377–80.

 37. Liao GB, Li XZ, Zeng S, Liu C, Yang SM, Yang L, et al. Regulation of the 
master regulator FOXM1 in cancer. Cell Commun Signal. 2018;16(1):57.

 38. Gartel AL. Thiazole antibiotics siomycin a and thiostrepton inhibit the 
transcriptional activity of FOXM1. Front Oncol. 2013;3:150.

 39. Halasi M, Váraljai R, Benevolenskaya E, Gartel AL. A novel function of 
molecular chaperone HSP70: suppression of oncogenic FOXM1 after 
proteotoxic stresS. J Biol Chem. 2016;291(1):142–8.

 40. Cheng XH, Black M, Ustiyan V, Le T, Fulford L, Sridharan A, et al. SPDEF 
inhibits prostate carcinogenesis by disrupting a positive feedback loop in 
regulation of the Foxm1 oncogene. PLoS Genet. 2014;10:e1004656.

 41. Larrue C, Saland E, Boutzen H, Vergez F, David M, Joffre C, et al. Protea‑
some inhibitors induce FLT3‑ITD degradation through autophagy in AML 
cells. Blood. 2016;127(7):882–92.

 42. Li X, Liang M, Jiang J, He R, Wang M, Guo X, et al. Combined inhibition of 
autophagy and Nrf2 signaling augments bortezomib‑induced apoptosis 
by increasing ROS production and ER stress in pancreatic cancer cells. Int 
J Biol Sci. 2018;14(10):1291–305.

 43. Zhang Y, Bai C, Lu D, Wu X, Gao L, Zhang W. Endoplasmic reticulum stress 
and autophagy participate in apoptosis induced by bortezomib in cervi‑
cal cancer cells. Biotechnol Lett. 2016;38(2):357–65.

 44. Zhang X, Li W, Wang C, Leng X, Lian S, Feng J, et al. Inhibition of 
autophagy enhances apoptosis induced by proteasome inhibitor bort‑
ezomib in human glioblastoma U87 and U251 cells. Mol Cell Biochem. 
2014;385(1–2):265–75.

 45. Dong GZ, Jeong JH, Lee YI, Han YE, Shin JS, Kim YJ, et al. A lignan induces 
lysosomal dependent degradation of FoxM1 protein to suppress 
β‑catenin nuclear translocation. Sci Rep. 2017;7:45951.

 46. Hanahan D, Weinberg RA. Hallmarks of cancer: the next generation. Cell. 
2011;144:646–74.

 47. Lee Y, Kim KH, Kim DG, Cho HJ, Kim Y, Rheey J, et al. FoxM1 promotes 
stemness and radio‑resistance of glioblastoma by regulating the master 
stem cell regulator Sox2. PLoS ONE. 2015;10:e0137703.

 48. Gong AH, Wei P, Zhang S, Yao J, Yuan Y, Zhou AD, et al. FoxM1 drives a 
feed‑forward STAT3‑activation signaling loop that promotes the self‑
renewal and tumorigenicity of glioblastoma stem‑like cells. Cancer Res. 
2015;75:2337–48.

 49. Kim SH, Joshi K, Ezhilarasan R, Myers TR, Siu J, Gu C, et al. EZH2 protects 
glioma stem cells from radiation‑induced cell death in a MELK/FOXM1‑
dependent manner. Stem Cell Reports. 2015;4:226–38.

 50. Zhang N, Wu X, Yang L, Xiao F, Zhang H, Zhou A, et al. FoxM1 inhibition 
sensitizes resistant glioblastoma cells to temozolomide by down‑
regulating the expression of DNA‑repair gene Rad51. Clin Cancer Res. 
2012;18:5961–71.

 51. Peng WX, Han X, Zhang CL, Ge L, Du FY, Jin J, et al. FoxM1‑mediated 
RFC5 expression promotes temozolomide resistance. Cell Biol Toxicol. 
2017;33:527–37.

 52. Sun XP, Dong X, Lin L, Jiang X, Wei Z, Zhai B, et al. Up‑regulation of 
survivin by AKT and hypoxia‑inducible factor 1a contributes to cisplatin 
resistance in gastric cancer. FEBS J. 2014;281:115–28.

 53. Zhang S, Zhang C, Song Y, Zhang J, Xu J. Prognostic role of survivin in 
patients with glioma. Medicine (Baltimore). 2018;97(17):e0571.

 54. Jane EP, Premkumar DR, Sutera PA, Cavaleri JM, Pollack IF, Esther P. Pollack 
survivin inhibitor YM155 induces mitochondrial dysfunction, autophagy, 
DNA damage, and apoptosis in Bcl‑xL silenced glioma cell lines. Mol 
Carcinogen. 2017;56:1251–65.

 55. Wang W, Cho HY, Rosenstein‑Sisson R, Marín Ramos NI, Price R, Hurth 
K, et al. Intratumoral delivery of bortezomib: impact on survival in an 
intracranial glioma tumor model. J Neurosurg. 2018;128(3):695–700.

 56. Liu YX, Liu WJ, Zhang HR, Zhang ZW. Delivery of bevacizumab by 
intracranial injection: assessment in glioma model. Oncol Targets Ther. 
2018;11:2673–83.

 57. Park JE, Miller Z, Jun Y, Lee W, Kim KB. Next‑generation proteasome inhibi‑
tors for cancer therapy. Transl Res. 2018;198:1–16.

 58. Carmony K, Lee W, Kim KB. High‑resolution snapshots of proteasome 
inhibitors in action revise inhibition paradigms and inspire next‑genera‑
tion inhibitor design. ChemBioChem. 2016;17(22):2115–7.


	Bortezomib inhibits growth and sensitizes glioma to temozolomide (TMZ) via down-regulating the FOXM1–Survivin axis
	Abstract 
	Background: 
	Methods: 
	Results: 
	Conclusions: 

	Background
	Materials and methods
	Cell lines and cell culture
	Clinical glioma samples
	MTT assay
	Colony formation assay
	Tumor cell spheroid assay, enrichment of cells with GSC characteristics, and induction of TMZ-insensitive cell lines
	Flow cytometry detecting cell apoptosis and cell cycle
	Lentivirus packaging
	Stable overexpression and transient knockdown of FOXM1
	Reverse transcription-quantitative polymerase chain reaction (RT-qPCR)
	Western blotting
	Cellular immunofluorescent staining
	Immunohistochemistry (IHC) analysis and scoring
	Subcutaneous glioma xenograft model
	Statistical analysis

	Results
	Bortezomib inhibited cell viability and induced apoptosis and cell cycle arrest in glioma cells
	Bortezomib inhibited spheroid growth, colony formation, and stemness of glioma cells
	Bortezomib down-regulated FOXM1–Survivin axis in glioma cells
	Bortezomib sensitized glioma cells to TMZ
	FOXM1–Survivin axis was up-regulated in TMZ-insensitive glioma cell lines
	Bortezomib inhibited glioma growth and enhanced TMZ efficacy in vivo
	The FOXM1–Survivin axis was up-regulated in glioma and related to poor prognosis

	Discussion
	Conclusions
	Acknowledgements
	References




