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Abstract
The enhancer of zeste homologue 2 (EZH2) is a histone H3 lysine 27 methyltrans-
ferase that promotes tumorigenesis in a variety of human malignancies by altering 
the expression of tumour suppressor genes. To evaluate the prognostic value of 
EZH2 in glioma, we analysed gene expression data and corresponding clinicopatho-
logical information from the Chinese Glioma Genome Atlas, the Cancer Genome 
Atlas and GTEx. Increased expression of EZH2 was significantly associated with 
clinicopathologic characteristics and overall survival as evaluated by univariate and 
multivariate Cox regression. Gene Set Enrichment Analysis revealed an association of 
EZH2 expression with the cell cycle, DNA replication, mismatch repair, p53 signalling 
and pyrimidine metabolism. We constructed a nomogram for prognosis prediction 
with EZH2, clinicopathologic variables and significantly correlated genes. EZH2 was 
demonstrated to be significantly associated with several immune checkpoints and 
tumour-infiltrating lymphocytes. Furthermore, the ESTIMATE and Timer Database 
scores indicated correlation of EZH2 expression with a more immunosuppressive 
microenvironment for glioblastoma than for low grade glioma. Overall, our study 
demonstrates that expression of EZH2 is a potential prognostic molecular marker of 
poor survival in glioma and identifies signalling pathways and immune checkpoints 
regulated by EHZ2, suggesting a direction for future application of immune therapy 
in glioma.
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1  | INTRODUC TION

Gliomas are the most common and malignant type of primary intra-
cranial tumour, representing about 28% of all primary tumours and ap-
proximately 80% of malignant tumours in the brain.1 The World Health 
Organization categorizes gliomas as histological grades I-IV, which 
correspond to their degrees of malignancy.2 The most aggressive and 
common form, glioblastoma (GBM; about 45% of gliomas), has a 5-year 
survival rate of only about 5%.3 Widespread infiltration of healthy 
brain tissue by glioma cells is largely responsible for poor prognosis 
and makes it difficult to find curative therapies.4 Combined surgery 
with focal fractionated radiotherapy and the adjuvant temozolomide 
has become the standard first line treatment for newly diagnosed 
GBM5; however, the median survival of GBM patients remains less 
than 15 months.6 Therefore, there is an urgent need to clarify potential 
mechanisms underlying the development of glioma in order to identify 
novel diagnostic biomarkers and potential therapeutic targets.

Immune checkpoints have been shown to play important roles in 
glioma immune escape. Immune therapies with immuno-checkpoint 
blocking monoclonal antibodies, cell therapy, DNA vaccine or small 
molecule inhibitors have shown clinical efficacy in a number of tu-
mour types, including glioma, melanoma, non-small cell lung cancer, 
renal cancer and bladder cancer.7-11 Checkpoint inhibitors, including 
programmed death-ligand 1 and programmed cell death protein 1 
inhibitors, have emerged as potential therapeutic options for low 
grade glioma (LGG) and GBM.12 Furthermore, the tumour mutational 
burden (TMB) has been reported as an independent prognostic fac-
tor for glioma.13 Patients with a higher TMB exhibit shorter overall 
survival. Moreover, microsatellite instability (MSI) has been identi-
fied as an independent prognostic factor in several tumour types..14-

16 Microsatellites are extremely prone to DNA replication errors 
that are readily corrected by DNA mismatch repair (MMR) system.17 
Thus, increased understanding of immune checkpoint, TMB and 
MMR pathways could provide a context for understanding glioma 
disease progression.

Enhancer of zeste homologue 2 is a catalytic subunit of the 
polycomb repressive complex 2.18 It is a histone methyltransferase 
that tri-methylates histone H3 at Lys 27 (H3K27me3) in mammalian 
cells.19 Accumulated evidence suggests that EZH2 is involved in tu-
morigenesis, affecting cell proliferation and apoptosis, epithelial to 
mesenchymal transition, invasion, and drug resistance in gliomas 
and other cancers.20-23 Inhibition of EZH2 by small molecular inhib-
itors or gene knockdown results in reduced cancer cell growth and 
tumour formation.19 In addition, EZH2 expression in immune cells 
in the tumour microenvironment is reported to have a direct role 
in mediating the T cell reaction.24 In this study, we investigated the 
prognostic value of EZH2 in glioma. Moreover, we characterized sig-
nal pathways regulated by EZH2 by using gene set enrichment anal-
ysis (GSEA). To best understand the immune relevance of EZH2, we 
conducted correlation analysis of EZH2 in the tumour microenviron-
ment and immune infiltration and generated a nomogram of path-
ways associated with EZH2 expression and prognosis. Our results 
provide comprehensive understanding of the molecular mechanism 

of EZH2 in glioma, with potential relevance to prognosis and the de-
velopment of novel therapies.

2  | MATERIAL S AND METHODS

2.1 | Cell culture

Human astrocytes (HA-1800) and glioma cell lines (U87 and U251) 
were purchased from ATCC (the American Type Culture Collection). 
STR cell authentication was conducted by Cobioer Biosciences CO., 
LTD. All of the cells were cultured in high-glucose DMEM containing 
10% foetal bovine serum (FBS, Gibco) and incubated at 37°C in a 
humidified incubator with 5% CO2.

2.2 | Quantitative real-time PCR (qRT-PCR)

Total RNA from cultured cells was extracted using Trizol reagent (Life 
Technologies Corporation). The first cDNA strand was synthesized 
using a RevertAid™ First Strand cDNA Synthesis kit (Fermentas). 
qRT-PCR was performed on a Corbett RG-6000 polymerase chain 
reaction system (Qiagen), using FastStart Universal SYBR-Green 
Master Mix (Roche) to detect the expression of EZH2. β-actin (Ruibo 
Bio) was used as an endogenous control. Fold changes were calcu-
lated using the relative quantification (2−ΔΔCt) method.

2.3 | Western blotting

Cells were seeded into 6-well plates at a density of 5 × 105 cells/
well for 48 hours. The cells were then washed in PBS and lysed in 
ice-cold lysis buffer. The protein contents of the lysates were de-
termined, and equal amounts of proteins were separated by sodium 
dodecyl sulphate-polyacrylamide gel electrophoresis and then 
transferred onto polyvinylidene difluoride membranes (Bio-Rad). 
Next, non-specific interactions were blocked by incubation with 
5% non-fat milk-tris-buffered saline with 0.1% Tween-20 at 37°C 
for 1 hour. The membranes were incubated with specific antibod-
ies against EZH2 (1:4000; Proteintech) and β-actin (1:2,000; Sigma) 
at 4°C for 12 hours to detect the corresponding proteins and then 
were washed and incubated with horseradish peroxidase-conju-
gated secondary antibody (Bioss Antibodies) for 1 hour at 37°C. To 
analyse relative protein expression levels, immunoblots were de-
tected with enhanced chemiluminescence reagents (Invitrogen Life 
Technologies) and exposed to X-ray films. Quantity One software 
(Bio-Rad) was used, with β-actin as the internal reference.

2.4 | Immunohistochemical staining

Tissue specimens from patients with different grades of gli-
oma were fixed in formalin and embedded in paraffin for EZH2 
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immunohistochemistry (IHC) staining. After deparaffinization, hy-
dration and blocking, the specimens were incubated with primary 
anti-EZH2 antibody (Abcam ab186006; diluted 1:1000) overnight 
at 4°C. The sections were assessed microscopically by comparison 
of staining between each grade. The EZH2 expression was scored 
based on the intensity of staining and the percentage of cells at that 
intensity. The staining intensity was scored as 0 (no staining), 1 (weak 
intensity), 2 (moderate intensity) and 3 (strong intensity). The final 
staining scores were evaluated by two pathologists and calculated 
from the sum of the four intensity percentage scores. The outcome 
was analysed using SPSS 22.0.

2.5 | Patient data and bioinformatics analysis

Normalized RNA-seq and clinical data of glioma patients were 
downloaded from the CGGA website (http://www.cgga.org.cn/). 
Then, we identified the gene expression profiles and clinical data 
of 681 glioma cases for further analysis. The overall survival (OS) 
was considered the primary outcome. By utilizing the R program-
ming language, we compared the standardized RNA-seq data with 
the EZH2 gene expression data. The R ‘corrplot’ package was used 
to calculate the Pearson correlation at the transcriptional level. 
Box plots were used to visualize expression differences for dis-
crete variables. We also identified the differential expression of 
EZH2 in various tissues and tumours by integrating the data sets 
from Genotype-Tissue Expression (GTEx) and the Cancer Genome 
Atlas (TCGA).

2.6 | Gene set enrichment analysis (GSEA)

Gene set enrichment analysis is a computational method used to 
identify hallmark gene sets with predicted statistically significant 
differences between two groups. In our study, we performed 
GSEA to elucidate the significant survival differences between 
groups with high and low EZH2 expression. Gene set permuta-
tions were performed 1000 times in each analysis to discover sig-
nificant critical biological pathways. Pathways were considered 
significantly enriched if they had nominal P values <.05 and FDR 
<25%.

2.7 | Independent prognostic factor evaluation

A nomogram-based model was conducted to visualize the relation-
ship between individual predictors and survival rates with the help 
of the R ‘rms’ package. We conducted univariate and multivariate 
cox regression analysis to evaluate whether our model can be used 
as an independent prognostic factor. Genes that were significantly 
correlated with EZH2 expression were also identified. The prognos-
tic ability was evaluated by ROC and AUC analysis using the package 
of ‘survival ROC’ in R.

2.8 | Immune correlation analysis

To investigate the relationship between tumour progression and im-
mune response, we profiled the immune checkpoint expression in 
patients with LGG and GBM in data sets from TCGA. Furthermore, 
the amounts of tumour-infiltrating lymphocytes (TILs) were also cal-
culated. The analytical tool called CIBERSORT was used in the study, 
which can quantify the percentage of different types of TILs accu-
rately, under the complex ‘gene signature matrix’. In the current study, 
we lustrated the immune infiltration of each sample with the preset 
signature matrix at 1000 permutations. After using the CIBERSORT 
program, the distribution of TILs was presented, along with the re-
sults of correlation coefficient, P-value and root mean squared error 
(RMSE), which can evaluate the accuracy of the results in each sample. 
The Pearson correlation coefficient was used to calculate the asso-
ciation between the TMB and EZH2 expression. The relationship of 
MSI and EZH2 was calculated by the same procedure. To explore the 
composition of the tumour microenvironment, that ESTIMATE Score 
(Estimation of Stromal and Immune cells in Malignant Tumour tissues 
using Expression data) was calculated, and the presence of infiltrating 
stromal/immune cells in LGG or GBM tissues was evaluated. Using the 
ESTIMATE algorithm, we generated three scores: (a) a stromal score 
that captures the presence of stroma in tumour tissue, (b) an immune 
score that represents the infiltration of immune cells in tumour tis-
sue and (c) an estimate score that infers tumour purity. The correlation 
between EZH2 expression and B cells, CD4 T cells, CD8 T cells, neu-
trophils, macrophages and dendritic cells was determined by using the 
TIMER database (https://cistr ome.shiny apps.io/timer/).

2.9 | Statistical analysis

All statistical data and figures were analysed by using SPSS 22.0 
(IBM), R 3.3.1 (https://www.r-proje ct.org/) and GraphPad Prism 5.0. 
Correlations between two genes were analysed by the Pearson corre-
lation method. The association between clinicopathologic characteris-
tics and EZH2 was estimated with the Wilcoxon signed rank test and 
logistic regression. Kaplan-Meier curves were generated, and log-rank 
tests were performed to estimate the survival predictive performance 
of EZH2 and the risk score (RS). Univariate and multivariate Cox regres-
sion analyses were carried out to evaluate the relationship between 
variables and overall survival. The nomogram was created using the rms 
package of R software, and prognostic ability was evaluated using the 
package of ‘survival ROC’ in R. Statistical results with P < .05 were con-
sidered statistically significant.

3  | RESULTS

3.1 | EZH2 is overexpressed in glioma

To examine the expression level of EZH2 in glioma cell lines, we per-
formed qRT-PCR and Western blotting. As shown in Figure 1A,B, 

http://www.cgga.org.cn/
https://cistrome.shinyapps.io/timer/
https://www.r-project.org/
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EZH2 expression is significantly up-regulated in the U87 and U251 
glioma cells compared to HA-1800 human astrocytes. IHC staining 
verified EZH2 staining in glioma tissues and showed that EZH2 ex-
pression is grade-dependent, with higher expression levels in GBM 
than in LGG (Figure 1C and Figure S1). To further evaluate EZH2 
expression patterns, we investigated the EZH2 levels in 518 LGG 

tissues, 163 GBM tissues and 207 normal tissues in the CGGA data 
set (Figure 1D). EZH2 expression was significantly increased in 
glioma tissues vs normal tissues, with more obvious difference for 
GBM tissues than for LGG tissues (Figure 1E,F). Furthermore, data 
from GTEx database verify that EZH2 expression is elevated in tu-
mour from patients with glioma (Figure 1G).

F I G U R E  1   EHZ2 is overexpressed in glioma. (A) Relative qPCR expression levels of EZH2 in U87, U251 and HA-1800 cells. (B) EZH2 
protein expression levels in U87, U251 and HA-1800 cells. (C) Representative IHC staining of EZH2 in low grade glioma (LGG) and 
glioblastoma (GBM) specimens. (D) The expression levels of EZH2 in normal tissues from the GTEx database. (E) Differential expression of 
EZH2 between LGG and normal tissues. (F) Differential expression of EZH2 between GBM and normal tissues. (G) The expression levels of 
EZH2 in various cancers from TCGA and GTEx databases. Data represent the results of three independent experiments. *P < .05 compared 
with the control [Colour figure can be viewed at wileyonlinelibrary.com]

www.wileyonlinelibrary.com
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3.2 | EZH2 expression is associated with 
clinicopathologic variables and overall survival

To verify previous results suggesting that EZH2 expression is associ-
ated with patient survival,25 we compared the overall survival (OS) of 
patients from the CGGA data set with low and high EZH2 expression 
(Figure 2A). Patients in the high-EZH2 group had a shorter overall sur-
vival time than patients in the low-EZH2 group, indicating that EZH2 
expression may be associated with the survival of glioma patients.

To further evaluate the clinical significance of elevated EZH2 ex-
pression, we performed independent samples t tests. The results sug-
gest that the expression of EZH2 correlates significantly with 1p19q 
codeletion status (P < .001; Figure 2B), Chemo status (P < .001; 
Figure 2C), grade (P < .001; Figure 2D), histology (P < .001; Figure 2E), 
PRS type (P < .001; Figure 2F) and IDH mutation status (P = .006; 
Figure 2G). Based on univariate Cox and multivariate Cox regression 
analysis, EZH2 expression was correlated with overall survival as 
an independent factor (Table S1). Univariate Cox analysis revealed 
that EZH2 expression, PRS type, Histology, Grade, Age, Chemo sta-
tus, IDH mutation and 1p19q status were all associated significantly 

with the overall survival of glioma patients (Figure 2H). Furthermore, 
multivariate Cox regression analysis showed that high EZH2 expres-
sion correlated significantly with poor overall survival (HR = 1.228; 
P < .001). Other clinicopathologic parameters correlated with worse 
overall survival consisted of PRS type, Grade, Chemo status, IDH 
mutation and 1p19q status (Figure 2I). Therefore, our results indicate 
that EZH2 expression might serve as an independent prognostic fac-
tor of overall survival when adjusted by these variables.

3.3 | Establishment of glioma prognostic 
prediction nomogram

To further evaluate the prognostic ability of EZH2 expression in glioma, 
we performed receiver operating characteristic curve (ROC) analysis. 
The 1-year survival area under the curve (AUC) of EZH2 expression 
was 0.855 (Figure 3A), the 3-year survival AUC was 0.881 (Figure 3B), 
and the 5-year survival AUC was 0.876 (Figure 3C). These findings 
suggest that EZH2 expression alone is sufficient to predict survival of 
glioma patients. Therefore, we constructed a nomogram integrating 

F I G U R E  2   Relationship between EZH2 expression, clinicopathologic characteristics and overall survival. (A) Overall survival of glioma 
patients in high and low EZH2 expression groups from the CGGA database. (B-G) Correlation of EZH2 expression with (B) 1p19q codeletion 
status, (C) Chemo status, (D) Grade, (E) Histology, (F) IDH mutation status and (G) PRS type. (H-I) Forest plot showing univariate and 
multivariate cox regression analyses of EZH2 mRNA levels and clinicopathological variables predictive of overall survival [Colour figure can 
be viewed at wileyonlinelibrary.com]

www.wileyonlinelibrary.com
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both EZH2 expression and clinicopathologic variables to provide a 
quantitative approach for predicting prognostic risk (Figure 3D). Using 
this nomogram, we predicted 1-, 3- and 5-year survival rates and as-
sessed the predictive abilities with C-index. As shown in Figure 3E-G, 
the C-index was 0.8007, indicating that our nomogram has a medium 
accuracy in survival predictability. Therefore, our results verify that 
the EZH2 expression level can be used as a prognostic indicator, and 
our nomogram can be used to evaluate prognosis by considering 
EZH2 in combination with other parameters.

3.4 | Identification of EZH2-related signalling 
pathways and genes

To determine how EZH2 contributes to glioma pathogenesis, we per-
formed Gene Set Enrichment Analysis (GSEA) of tissues with different 
EZH2 expression levels. Based on the normalized enrichment score 
(NES) and FDR q-val (FDR <0.01), we selected the most significantly 
enriched biological pathways. High expression of EZH2 was associated 
with essential signalling pathways, including cell cycle, DNA replication, 
mismatch repair, p53 signalling and pyrimidine metabolism (Figure 4 and 
Table S2). EZH2 expression was confirmed to be positively associated 
with p53 gene expression (Pearson's r = 0.642, P < .001, Figure S2).

To further evaluate mechanisms associated with EZH2 expression, 
we examined EZH2-related genes based on the CGGA data set. As 
shown in Figure 5A-E, the five most negatively relevant genes were 
AIFM3 (Pearson's r = −0.469, P < .001), LDHD (Pearson's r = −0.479, 
P < .001), LYNX1 (Pearson's r = −0.477, P < .001), SCN2B (Pearson's 
r = −0.503, P < .001) and TMEM56 (Pearson's r = −0.503, P < .001). 
By contrast, the five most positively relevant genes were GINS1 
(Pearson's r = 0.862, P < .001), KIFC1 (Pearson's r = 0.873, P < .001), 
NUF2 (Pearson's r = 0.865, P < .001), NUSAP1 (Pearson's r = 0.867, 

P < .001) and TPX2 (Pearson's r = 0.867, P < .001) (Figure 5F-J). 
Further analysis of these ten genes shows that the five positively rele-
vant genes were positively associated with each other and negatively 
associated with five negatively relevant genes (Figure S3). These re-
sults provide insight into potential underlying mechanisms of EZH2 in 
the pathogenesis of glioma.

3.5 | Relationship of immune response and glioma

Immunotherapy, including therapeutic vaccines and engineered 
T cells based on tumour-immune cell interactions and checkpoint 
blockers, has been a focus of many recent strategies for treating 
glioma and other cancers.7-11 Therefore, we assessed the expres-
sion of immune checkpoint genes and marker genes from TILs. In 
LGG, ADORA2A, CD160, CD276, NRP1 and VTCN1 were among 
the immune-related genes that were significantly overexpressed, 
while expression of HHLA2 and VSIR was decreased. However, in 
GBM, BTNL2 and VTCN1 expression was increased obviously, while 
the expression of CD86, HAVCR2, LAIR1 and VSIR was significantly 
decreased (Figure 6A). Furthermore, activated CD4 T cells, gamma 
delta T cells, memory B cells and type 2 T helper cells were posi-
tively correlated, and activated B cells, CD56dim natural killer cells, 
monocytes and type 17 T helper cells were negatively correlated in 
LGG, while in GBM, activated CD4 T cells and memory B cell type 
2 T helper cells were also positively correlated, and activated B cells, 
activated CD8 T cells, activated dendritic cells, central memory CD4 
T cells, effector memory CD8 T cells, eosinophils, immature B cells, 
immature dendritic cells, macrophages, mast cells, myeloid-derived 
suppressor cells (MDSCs), monocytes, natural killer cells, natural 
killer T cells, neutrophils, plasmacytoid dendritic cells, regulatory T 
cells, T follicular helper cells, type 1 T helper cells and type 17 T 

F I G U R E  3   Evaluation of EZH2 expression as a prognostic indicator for glioma. (A-C) ROC analysis of overall survival for EZH2 
expression in the CGGA cohort at 1 y, 3 y or 5 y, respectively. (D) Nomogram to predict the overall survival of glioma patients based on 
clinical parameters and EZH2 expression. (E-G): Nomogram-predicted probabilities of 1-, 3- and 5-y survival [Colour figure can be viewed at 
wileyonlinelibrary.com]

www.wileyonlinelibrary.com
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helper cells were all negatively correlated (Figure 6B). These results 
verify that GBM has a more immunosuppressive profile than LGG.

It has been reported that TMB and MSI are independent prog-
nostic factors for glioma and that TMB is associated with grade, age, 

subtype and mutations affecting genomic structure.13,26 Therefore, 
we evaluated the correlation between TMB, MSI and EZH2. By 
Pearson correlation analysis, we found that TMB was not signifi-
cantly correlated to EZH2 expression in either LGG (P = 1.2e-16) or 

F I G U R E  4   Enrichment of pathways and genes identified by gene set enrichment analysis (GSEA). (A-E) The KEGGs cell cycle (A), DNA 
replication (B), mismatch repair (C), p53 signalling pathway (D) and pyrimidine metabolism (E) are differentially enriched in EZH2-related 
glioma. (F) The five most highly enriched signalling pathways based on their NES. (ES, enrichment score; NES, normalized ES; and NOM P-
val, normalized P-value) [Colour figure can be viewed at wileyonlinelibrary.com]

F I G U R E  5   Correlation of EZH2 expression in glioma with the expression of other genes. (A-J) The expression of EZH2 in glioma 
samples from the CGGA dataset showed positive correlations with GINS1 (A), KIFC1 (B), NUF2 (C), NUSAP1 (D) and TPX2 (E); and negative 
correlations with AIFM3 (F), LDHD (G), LYNX1 (H), SCN2B (I) and TMEM56 (J) [Colour figure can be viewed at wileyonlinelibrary.com]

www.wileyonlinelibrary.com
www.wileyonlinelibrary.com
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GBM (P = .11) (Figure 6C). Similarly, MSI was not associated with 
EZH2 expression in LGG (P = .58) or GBM (P = .037) (Figure 6D).

3.6 | Association between EZH2 expression, 
immune infiltration and the tumour microenvironment

To further determine potential mechanisms associated with EZH2 
expression, we calculated the ESTIMATEscore, immune score and 
stromal score of LGG and GBM by using the ESTIMATE algorithm. 
The immune scores were statistically higher in GBM compared with 
LGG; and EZH2 was more relevant in GBM (P = −0.52) than LGG 
(P = −0.01) (Figure 7A-B). As added confirmation, we detected in-
filtration of immune cells with the TIMER database (Figure 7C-D). 
EZH2 expression was positively correlated with B cell and dendritic 

infiltration in LGG, while in GBM, EZH2 expression was more signifi-
cantly correlated with macrophage and dendritic infiltration.

4  | DISCUSSION

In this study, we verified that EZH2 is significantly up-regulated in 
glioma tissues and cell lines.23 Furthermore, using a population of 
681 glioma patients from the CGGA data, we verified that EZH2 ex-
pression is related to a poor overall survival25 and demonstrated the 
predictive ability of EZH2 expression by performing ROC analysis. 
To further understand the prognostic ability of EZH2 in glioma, we 
evaluated the association of EZH2 expression with clinicopathologic 
variables and established a nomogram based on multivariate Cox re-
gression analysis of the 1-, 3- and 5-year survival of glioma patients. 

F I G U R E  6   Immune relevance of EZH2 in glioma patients. (A) Expression of EZH2-related immune checkpoint genes in different tumours; 
(B) Expression of EZH2-related TIL marker genes in different tumours; (C) EZH2 had no relevance with the tumour mutation burden (TMB); 
(D) EZH2 expression is associated with microsatellite instability (MSI) in LGG but not GBM
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F I G U R E  7   Association between EZH2 expression, immune infiltration and the tumour microenvironment. (A) and (B) Associations 
between EZH2 and the tumour microenvironment including immune cells, stromal cells, and both of them in GBM and LGG. (C) and (D) 
Associations between EZH2 and immune infiltration in LGG and GBM [Colour figure can be viewed at wileyonlinelibrary.com]

www.wileyonlinelibrary.com
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We also performed GSEA and immune profiling to elucidate poten-
tial mechanisms by which EZH2 promotes tumorigenesis. Our re-
sults support the utility of EZH2 expression as a potential predictor 
in the prognosis of glioma patients that functions through a variety 
of mechanisms to promote immune evasion and tumour progression.

As the most common and malignant primary intracranial tumour, 
glioma represents about 28% of all primary brain tumours and ap-
proximately 80% of malignant brain tumours.1 Although combined 
surgery with focal fractionated radiotherapy and the adjuvant temo-
zolomide has been developed as the standard first line treatment, 
the 5-year survival of GBM patients is only 5%.3 Therefore, it is ur-
gent to explore new reliable prognostic targets for survival predic-
tion and treatment of glioma. Our decision to evaluate the predictive 
ability of EZH2 was based on recent studies suggesting that it is an 
oncogene in glioma.27 Inhibition of EZH2 expression has been shown 
to strongly impair glioma cell self-renewal in vitro and tumour-ini-
tiating capacity in vivo, and to improve drug and radiotherapy re-
sistance.28 However, the prognostic role of EZH2 in glioma had not 
been exactly demonstrated prior to this study.

Our results verify that EZH2 displays obviously higher expression 
in glioma tissues than in adjacent normal tissues. Furthermore, low 
EZH2 expression in glioma patients from the CGGA database was 
significantly related to better pathologic stage, histological grade 
and satisfactory survival time, which supports findings from other 
studies.29-31 Although the EZH2 expression level was correlated with 
other clinical parameters, our results demonstrate that EZH2 expres-
sion also may provide an independent predictor of overall survival in 
glioma patients. We constructed a risk score that could predict the 
prognosis of glioma patients by integrating the EZH2 expression with 
five clinicopathological variables including PRS type, Grade, Chemo 
status, IDH mutation and 1p19q status. We also confirmed the per-
formance of the nomogram for predicting the 1-, 3- and 5-year sur-
vival, which had AUC’s of 0.853, 0.881 and 0.876, respectively.

To further explore how EZH2 is involved in glioma pathogenesis, 
we performed GSEA between tissues with different EZH2 expression 
levels and found that EZH2 expression was associated with essen-
tial signalling pathways, including cell cycle, DNA replication, mis-
match repair, p53 signalling and pyrimidine metabolism. Additionally, 
we investigated the relationship of EZH2 and related genes based 
on the CGGA data set and determined that the five most negatively 
relevant genes were AIFM3, LDHD, LYNX1, SCN2B and TMEM56, 
while the five most positively relevant genes were GINS1, KIFC1, 
NUF2, NUSAP1 and TPX2. Importantly, previous studies reported 
that AIFM3, LDHD, LYNX1, SCN2B or TMEM56 were all negatively 
corelated with glioma,32-36 and GINS1, KIFC1, NUF2, NUSAP1 or 
TPX2 were both positively related to glioma progression.37-41 Previous 
studies have reported that G-protein-coupled receptor B1 (BAI1/
ADGRB1) regulates the p53 signalling pathway in medulloblastoma.42 
Furthermore, H3K27me3, a marker of the silent chromatin conforma-
tion, has been detected at the ADGRB1 promoter; and inhibition of 
EZH2, the catalytic component of the Polycomb Repressive complex 
2 that methylates H3K27, switches the gene into an active chromatin 
status and reactivates BAI1 expression.43 Targeting of EZH2 promotes 

transition from H3K27me3 to H3K27ac at the promoter, recruits C/
EBPβ (CREB-binding protein; CBP) and CBP transcription factors, and 
activates ADGRB1 gene transcription.43 Therefore, further investiga-
tions need to be carried out to elucidate the mechanism of EZH2 in 
targeting the p53 signalling pathway to mediate glioma progression.

With specific anatomical and physiological features like the blood-
brain barrier, which facilitates selective entry of immune cells in the 
absence of lymphatic vessels, lymph nodes or critical immune organs 
in the periphery, the central nervous system was once considered 
immune-privileged.44 Nevertheless, recent publications demonstrate 
the existence of lymphatic systems in the brain that communicate 
glioma antigens and immune cells between the brain and other im-
mune components by alternate routes.45-47 Normally, tumour cells 
adopt different strategies to inhibit the immune system, so that 
they can ensure survival at various stages of anti-tumour immune 
response.48 Consequently, tumour immunotherapy has been devel-
oped as a treatment modality that controls and eliminates tumours 
by restarting and maintaining the tumour immune cycle, restoring 
the normal tumour immune response, and controlling and eliminat-
ing tumours.49 Tumour immunotherapy may involve immuno-check-
point-blocking monoclonal antibodies, cell therapy, DNA vaccines or 
small molecule inhibitors.50-53 To evaluate the association of EZH2 
expression within the glioma microenvironment, we evaluated the 
ImmuneScore, StromalScore or ESTIMATEScore. Our results suggest 
a moderate immune involvement in GBM but no relevance in LGG, 
indicating that the EZH2 phenotype involves immune suppression. 
We evaluated immune checkpoints that are known to be involved in 
glioma and calculated the association of these immuno-checkpoints 
with EZH2. In both LGG and GBM, several immuno-checkpoints 
correlated with EZH2 significantly, which provides novel potential 
targets for immune therapy. The TMB, defined as mutations per 
megabase, is a potential biomarker of immune checkpoint inhibitors 
in many cancer types, as neoantigens are generated by somatic tu-
mour mutations.54 Therefore, we also analysed the relationship be-
tween EZH2 expression and TMB in glioma. Our results suggest that 
EZH2 expression was not significantly associated with TMB in LGG 
and GBM, with p values of 1.2e-16 and 0.11, respectively.

There is also emerging evidence suggesting that TILs play import-
ant roles in the diagnosis and treatment of patients with glioma. TILs 
can promote or regulate tumour progression and growth by means 
of different types of cells that interact.55 In this study, we evaluated 
EZH2 expression-based immune infiltration and found that most im-
mune cells were correlated negatively with the expression of EZH2, 
especially in GBM. Furthermore, we downloaded the data sets of 6 
immune-infiltrating cells from the TIMER database and analysed the 
correlation with EZH2 expression. EZH2 expression was positively 
correlated with B cell and dendritic infiltration in LGG; however, EZH2 
expression was correlated more significantly with macrophage and 
dendritic infiltration in GBM. These observations indicate that the mi-
croenvironment of glioma was in an immunosuppressive state, corrob-
orating the significance of the immune system in glioma development.

Lastly, we evaluated correlations between EZH2 expression 
and MSI. Microsatellites are short, repeated DNA sequences that 
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are extremely prone to DNA replication errors and are readily cor-
rected by the MMR system.56 DNA MMR deficiency causes genomic 
instability and results in the accumulation of numerous mutations 
in microsatellite sequences that lead to MSI. Furthermore, MSI has 
been investigated as a molecular mechanism that is indicative of 
the prognosis and treatment response in glioma.26 Here, we used 
Spearman's correlation analysis to evaluate the relationship between 
EZH2 expression and glioma MSI; however, there was no relevance 
between EZH2 expression and MSI in GBM. On the contrary, EZH2 
was related to MSI in LGG.

5  | CONCLUSIONS

Overall, our results indicate that EZH2 may serve as a favourable 
prognostic factor for glioma patients. We also discovered that the 
p53 signalling pathway may be a primary pathway regulated by 
EZH2. Importantly, our nomogram showed a satisfactory predictive 
ability for EZH2 alone or in combination with other clinical param-
eters. Furthermore, the immune response was preliminarily indicated 
to underlie glioma progression, which suggests novel approaches in 
glioma immune therapy. Further prospective experiments should 
be carried out to explore the molecular and immune mechanisms of 
EZH2 in glioma.

ACKNOWLEDG EMENTS
This work is supported by ‘the Fundamental Research Funds for 
the Central Universities', Grant/Award number: WK9110000069, 
WK9110000035 and WK9110000032; Anhui Provincial 
Natural Science Foundation: 1808085QH287; the Science and 
Technology Project grant from Anhui Province: 1508085QH184, 
201904a07020098; the National Natural Science Foundation of 
China: 81803041.

CONFLIC T OF INTERE S T
No conflict of interest exits in the submission of this manuscript.

AUTHOR CONTRIBUTIONS
Chen Yinan: Conceptualization (lead); Data curation (equal); Formal 
analysis (equal); Funding acquisition (lead); Investigation (equal); 
Project administration (equal); Writing-original draft (lead). Hou 
Shiqiang: Data curation (lead); Formal analysis (equal); Investigation 
(equal); Methodology (equal); Software (equal); Writing-original 
draft (equal). Jiang Rui: Methodology (equal); Resources (support-
ing); Software (supporting). Sun Junlong: Data curation (supporting); 
Formal analysis (supporting); Investigation (supporting); Software 
(equal). Cheng Chuandong: Conceptualization (supporting); Project 
administration (supporting); Resources (equal); Supervision (equal); 
Validation (equal); Visualization (equal); Writing-review & editing 
(supporting). Qian Zhongrun: Conceptualization (equal); Funding ac-
quisition (equal); Project administration (equal); Supervision (equal); 
Writing-review & editing (lead).

CONSENT FOR PUBLIC ATION
This manuscript has been approved by all authors for publication.

DATA AVAIL ABILIT Y S TATEMENT
Additional Supporting Information may be found online in the sup-
porting information tab for this article.

ORCID
Yi-nan Chen  https://orcid.org/0000-0001-8488-9246 

R E FE R E N C E S
 1. Ostrom QT, Gittleman H, Stetson L, Virk SM, Barnholtz-Sloan JS. 

Epidemiology of gliomas. Cancer Treat Res. 2015;163:1-14.
 2. Wesseling P, Capper DWHO. Classification of gliomas. Neuropathol 

Appl Neurobiol. 2016;2018(44):139-150.
 3. Liu G, Jiang R, Xu C, et al. [Survival analysis for high-grade glioma 

patients who received comprehensive treatment]. Zhong Nan Da 
Xue Xue Bao Yi Xue Ban. 2018;43:388-393.

 4. Alfonso JCL, Talkenberger K, Seifert M, et al. The biology and math-
ematical modelling of glioma invasion: a review. J R Soc Interface. 
2017;14:20170490.

 5. Lahmi L, Idbaih A, Rivin Del Campo E, et al. Whole brain radiother-
apy with concurrent temozolomide in multifocal and/or multicentric 
newly diagnosed glioblastoma. J Clin Neurosci. 2019;68:39-44.

 6. Ostrom QT, Bauchet L, Davis FG, et al. The epidemiology of gli-
oma in adults: a "state of the science" review. Neuro Oncol. 
2014;16:896-913.

 7. Everson RG, Antonios JP, Liau LM. Cell-based immunotherapy of 
gliomas. Prog Neurol Surg. 2018;32:90-100.

 8. Johnson DB, Chon J, Johnson MR, Balko JM. Biomarkers for immune 
therapy in melanoma. Semin Cutan Med Surg. 2018;37:120-126.

 9. Rafei H, El-Bahesh E, Finianos A, Nassereddine S, Tabbara I. 
Immune-based therapies for non-small cell lung cancer. Anticancer 
Res. 2017;37:377-387.

 10. Liu M, Wu H, Shangguan D, et al. Immunomodulatory therapies for 
renal cell carcinoma. Protein Pept Lett. 2018;25:534-547.

 11. Aggen DH, Drake CG. Biomarkers for immunotherapy in bladder 
cancer: a moving target. J Immunother Cancer. 2017;5:94.

 12. Wang X, Guo G, Guan H, Yu Y, Lu J, Yu J. Challenges and potential 
of PD-1/PD-L1 checkpoint blockade immunotherapy for glioblas-
toma. J Exp Clin Cancer Res. 2019;38:87.

 13. Wang L, Ge J, Lan Y, et al. Tumor mutational burden is associated 
with poor outcomes in diffuse glioma. BMC Cancer. 2020;20:213.

 14. Taieb J, Shi Q, Pederson L, et al. Prognosis of microsatellite in-
stability and/or mismatch repair deficiency stage III colon cancer 
patients after disease recurrence following adjuvant treatment: re-
sults of an ACCENT pooled analysis of seven studies. Ann Oncol. 
2019;30:1466-1471.

 15. Gupta R, Sinha S, Paul RN. The impact of microsatellite stability sta-
tus in colorectal cancer. Curr Probl Cancer. 2018;42:548-559.

 16. Chang L, Chang M, Chang HM, Chang F. Microsatellite insta-
bility: a predictive biomarker for cancer immunotherapy. Appl 
Immunohistochem Mol Morphol. 2018;26:e15-e21.

 17. Evrard C, Tachon G, Randrian V, Karayan-Tapon L, Tougeron 
D. Microsatellite instability: diagnosis, heterogeneity, discor-
dance, and clinical impact in colorectal cancer. Cancers (Basel). 
2019;11(10):1567.

 18. Cyrus S, Burkardt D, Weaver DD, Gibson WT. PRC2-complex re-
lated dysfunction in overgrowth syndromes: a review of EZH2, 
EED, and SUZ12 and their syndromic phenotypes. Am J Med Genet 
C Semin Med Genet. 2019;181:519-531.

https://orcid.org/0000-0001-8488-9246
https://orcid.org/0000-0001-8488-9246


936  |     CHEN Et al.

 19. Yamagishi M, Uchimaru K. Targeting EZH2 in cancer therapy. Curr 
Opin Oncol. 2017;29:375-381.

 20. Zhou B, Wei E, Shi H, et al. MiR-26a inhibits cell proliferation and in-
duces apoptosis in human bladder cancer through regulating EZH2 
bioactivity. Int J Clin Exp Pathol. 2017;10:11234-11241.

 21. Zhang M, Duan W, Sun W. LncRNA SNHG6 promotes the migra-
tion, invasion, and epithelial-mesenchymal transition of col-
orectal cancer cells by miR-26a/EZH2 axis. Onco Targets Ther. 
2019;12:3349-3360.

 22. Rastgoo N, Pourabdollah M, Abdi J, Reece D, Chang H. Dysregulation 
of EZH2/miR-138 axis contributes to drug resistance in multiple my-
eloma by downregulating RBPMS. Leukemia. 2018;32:2471-2482.

 23. Zhang Y, Yu X, Chen L, Zhang Z, Feng S. EZH2 overexpression is 
associated with poor prognosis in patients with glioma. Oncotarget. 
2017;8:565-573.

 24. Wang X, Brea LT, Yu J. Immune modulatory functions of EZH2 in 
the tumor microenvironment: implications in cancer immunother-
apy. Am J Clin Exp Urol. 2019;7:85-91.

 25. Karlowee V, Amatya VJ, Takayasu T, et al. Immunostaining of in-
creased expression of enhancer of zeste homolog 2 (EZH2) in dif-
fuse midline glioma H3K27M-mutant patients with poor survival. 
Pathobiology. 2019;86:152-161.

 26. Tepeoglu M, Borcek P, Ozen O, Altinors N. Microsatellite insta-
bility in glioblastoma: is it really relevant in tumor prognosis? Turk 
Neurosurg. 2019;29:778-784.

 27. Orzan F, Pellegatta S, Poliani PL, et al. Enhancer of Zeste 2 (EZH2) 
is up-regulated in malignant gliomas and in glioma stem-like cells. 
Neuropathol Appl Neurobiol. 2011;37:381-394.

 28. Mohammad F, Weissmann S, Leblanc B, et al. EZH2 is a potential 
therapeutic target for H3K27M-mutant pediatric gliomas. Nat Med. 
2017;23:483-492.

 29. Zhou X, Liu N, Zhang J, et al. Increased expression of EZH2 indi-
cates aggressive potential of urothelial carcinoma of the bladder in 
a Chinese population. Sci Rep. 2018;8:17792.

 30. Jiang T, Wang Y, Zhou F, Gao G, Ren S, Zhou C. Prognostic value of 
high EZH2 expression in patients with different types of cancer: a sys-
tematic review with meta-analysis. Oncotarget. 2016;7:4584-4597.

 31. Yalcinkaya U, Ugras N, Ozgun G, et al. Enhancer of zeste homologue 
2 (EZH2) expression in synovial sarcomas as a promising indicator of 
prognosis. Bosn J Basic Med Sci. 2017;17:302-308.

 32. Zheng A, Zhang L, Song X, Wang Y, Wei M, Jin F. Clinical implica-
tions of a novel prognostic factor AIFM3 in breast cancer patients. 
BMC Cancer. 2019;19:451.

 33. Wang Y, Li G, Wan F, Dai B, Ye D. Prognostic value of D-lactate de-
hydrogenase in patients with clear cell renal cell carcinoma. Oncol 
Lett. 2018;16:866-874.

 34. Bychkov M, Shenkarev Z, Shulepko M, Shlepova O, Kirpichnikov 
M, Lyukmanova E. Water-soluble variant of human Lynx1 in-
duces cell cycle arrest and apoptosis in lung cancer cells via mod-
ulation of alpha7 nicotinic acetylcholine receptors. PLoS One. 
2019;14:e0217339.

 35. Chioni AM, Brackenbury WJ, Calhoun JD, Isom LL, Djamgoz MB. A 
novel adhesion molecule in human breast cancer cells: voltage-gated 
Na+ channel beta1 subunit. Int J Biochem Cell Biol. 2009;41:1216-1227.

 36. Yang HC, Liang YJ, Chen JW, et al. Identification of IGF1, SLC4A4, 
WWOX, and SFMBT1 as hypertension susceptibility genes in Han 
Chinese with a genome-wide gene-based association study. PLoS 
One. 2012;7:e32907.

 37. Kimura T, Cui D, Kawano H, Yoshitomi-Sakamoto C, Takakura N, 
Ikeda E. Induced expression of GINS complex is an essential step 
for reactivation of quiescent stem-like tumor cells within the 
peri-necrotic niche in human glioblastoma. J Cancer Res Clin Oncol. 
2019;145:363-371.

 38. Grinberg-Rashi H, Ofek E, Perelman M, et al. The expression of 
three genes in primary non-small cell lung cancer is associated with 
metastatic spread to the brain. Clin Cancer Res. 2009;15:1755-1761.

 39. Huang SK, Qian JX, Yuan BQ, Lin YY, Ye ZX, Huang SS. SiRNA-
mediated knockdown against NUF2 suppresses tumor growth and 
induces cell apoptosis in human glioma cells. Cell Mol Biol (Noisy-le-
grand). 2014;60:30-36.

 40. Zhu T, Xie P, Gao YF, et al. Nucleolar and spindle-associated protein 
1 is a tumor grade correlated prognosis marker for glioma patients. 
CNS Neurosci Ther. 2018;24:178-186.

 41. Gu JJ, Zhang JH, Chen HJ, Wang SS. TPX2 promotes glioma cell 
proliferation and invasion via activation of the AKT signaling path-
way. Oncol Lett. 2016;12:5015-5022.

 42. Zhu D, Osuka S, Zhang Z, et al. BAI1 suppresses medulloblastoma 
formation by protecting p53 from Mdm2-mediated degradation. 
Cancer Cell. 2018;33(6):1004-1016.e5.

 43. Zhang H, Zhu D, Zhang Z, et al. EZH2 targeting reduces medullo-
blastoma growth through epigenetic reactivation of the BAI1/p53 
tumor suppressor pathway. Oncogene. 2020;39:1041-1048.

 44. Zhang X, Zhu S, Li T, Liu YJ, Chen W, Chen J. Targeting immune 
checkpoints in malignant glioma. Oncotarget. 2017;8:7157-7174.

 45. Louveau A, Smirnov I, Keyes TJ, et al. Structural and functional 
features of central nervous system lymphatic vessels. Nature. 
2015;523:337-341.

 46. Ransohoff RM, Schafer D, Vincent A, Blachere NE, Bar-Or A. 
Neuroinflammation: ways in which the immune system affects the 
brain. Neurotherapeutics. 2015;12:896-909.

 47. Thomas JL, Jacob L, Boisserand L. Lymphatic system in central ner-
vous system. Med Sci (Paris). 2019;35:55-61.

 48. Liu Y, Cao X. Immunosuppressive cells in tumor immune escape and 
metastasis. J Mol Med (Berl). 2016;94:509-522.

 49. Baxevanis CN, Perez SA, Papamichail M. Cancer immunotherapy. 
Crit Rev Clin Lab Sci. 2009;46:167-189.

 50. Assi R, Kantarjian H, Ravandi F, Daver N. Immune therapies in acute 
myeloid leukemia: a focus on monoclonal antibodies and immune 
checkpoint inhibitors. Curr Opin Hematol. 2018;25:136-145.

 51. Mizukoshi E, Kaneko S. Immune cell therapy for hepatocellular car-
cinoma. J Hematol Oncol. 2019;12:52.

 52. Yang B, Jeang J, Yang A, Wu TC, Hung CF. DNA vaccine for cancer 
immunotherapy. Hum Vaccin Immunother. 2014;10:3153-3164.

 53. Wang M, Liu Y, Cheng Y, Wei Y, Wei X. Immune checkpoint blockade 
and its combination therapy with small-molecule inhibitors for can-
cer treatment. Biochim Biophys Acta Rev Cancer. 2019;1871:199-224.

 54. Johnson A, Severson E, Gay L, et al. Comprehensive genomic pro-
filing of 282 pediatric low- and high-grade gliomas reveals genomic 
drivers, tumor mutational burden, and hypermutation signatures. 
Oncologist. 2017;22:1478-1490.

 55. Liu Z, Meng Q, Bartek J Jr, et al. Tumor-infiltrating lymphocytes (TILs) 
from patients with glioma. Oncoimmunology. 2017;6:e1252894.

 56. Latham A, Srinivasan P, Kemel Y, et al. Microsatellite instability is 
associated with the presence of Lynch syndrome pan-cancer. J Clin 
Oncol. 2019;37:286-295.

SUPPORTING INFORMATION
Additional supporting information may be found online in the 
Supporting Information section.

How to cite this article: Chen Y-N, Hou S-Q, Jiang R, Sun J-L, 
Cheng C-D, Qian Z-R. EZH2 is a potential prognostic predictor 
of glioma. J Cell Mol Med. 2021;25:925–936. https://doi.
org/10.1111/jcmm.16149

https://doi.org/10.1111/jcmm.16149
https://doi.org/10.1111/jcmm.16149

