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Abstract: Meningioma recurrence after complete removal remains one of the most relevant problems of menin-
gioma treatment. DNA microarray technologies allow the screening of several thousands genes simultaneously. This 
gene expression profiling approach has been successfully applied in many researches associated with tumor classi-
fication. We analyzed genome wide expression profiles of 68 meningioma samples. The differential gene expression 
analysis was conducted to identify meningioma recurrence gene expression signature. The gene set enrichment 
analysis and Cox proportion hazards methods were used to characterize the gene signature. A total of 99 genes (65 
up and 34 down) were identified as significantly regulated in recurrent meningioma tumors. These genes mainly 
enriched in the biological process of cell cycle. Among them, seven genes were significantly associated with menin-
gioma patients’ overall survival. The cell cycle genes may play a vital role in the meningioma progression. However, 
further research is required to validate our findings and discover novel treatment and prognosis potentialities.
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Introduction 

Meningioma recurrence after complete remov-
al remains one of the most relevant problems 
of meningioma treatment [1, 2]. In fact, the 
recurrence rate has been estimated to be 
9-15% [3, 4] within 10 years for benign tumors 
and 38% [5] at 5 years for atypical tumors. 
Many radiological [6, 7] and surgical [8] fea-
tures have been proposed to be associated 
with this aggressive behavior, there are little 
agreements among these factors. The mecha-
nisms of meningioma recurrence are still not 
clear. 

DNA microarray technologies allow the screen-
ing of several thousands genes simultaneously. 
This gene expression profiling approach has 
been successfully applied in many researches 
associated with tumor classification [9-11]. In 
DNA microarray analysis, the oncologists prefer 
to focus on the expression signature of small 
subsets of genes that distinguish the out-
comes, such as tumor recurrence, before con-
ducting in-depth study. 

Our aim in this study was to examine molecular 
profiles of recurrent and non-recurrent menin-
gioma tumors to determine meningioma recur-
rence associated gene signatures. To meet this 
end, the DNA microarray technology was used 
to measure genome wide expression profiles in 
68 meningioma tumors. With use of these data, 
gene expression comparison analysis was per-
formed and the gene set enrichment analysis 
was conducted to characterize the gene signa-
ture. Of importance, the identified gene signa-
ture was also analyzed for the relationship with 
overall survival. The results presented here are 
of great help in understanding the mechanisms 
of meningioma recurrences.

Methods

Patients and tissue samples

In the present study, a total of 68 patients (25 
males and 43 females with a median age 64; 
range 32 to 89 years) were considered. 10 out 
of these meningioma patients progressed 
recurrence. As summarized in Table 1, accord-
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ing to WHO criteria, 43 patients (63.24%) were 
diagnosed as grade I. 19 and 6 patients were 
diagnosed as grade II and grade III respec- 
tively. 

DNA microarray experiment

As reported previously [12], RNA was extracted 
from 20-50 mg tumor pieces using QiagenTM 
(Valencia, CA) RNA easy mini kits per manufac-
turer’s protocols. The extracted total RNA was 
assessed for integrity using the 2100 
Bioanalyzer by Agilent TechnologiesTM (Santa 
Clara, CA). 1 g of total RNA was used for single-
round biotinylated probe synthesis using the 
Affymetrix Array Station device made by Caliper 
Life Sciences (Hopkinton, MA) by manufactur-
er’s protocols. Labeled and sheared cRNA was 
manually applied to Affymetrix Human Genome 
U133 Plus 2.0 Arrays (Santa Clara, CA). All 
microarrays were scanned using the Affymetrix 
GeneChip 3000 scanner. All images were man-
ually examined to confirm that none had sur-
face defects and exhibited proper grid 
alignment.

DNA microarray data procession

The DNA microarray raw fluorescence intensity 
datasets were retrieved from NCBI GEO data-
base with accession number GSE16581. The R 
software (http://www.r-project.org/) with pack-
ages through Bioconductor (http://bioconduc-
tor.org/) was used to pre-process the DNA 
microarray datasets. The gcrma [13] algorithm 
was implemented to perform background cor-
rection and data normalization, during which 

optical noise and non-specific binding were 
considered to adjust the background intensi-
ties in Affymetrix array data. The resulted log 2 
gene expression values were then processed 
with the Bioconductor limma [14] function to 
calculate differential gene expression between 
recurrent and non-recurrent meningioma sam-
ples. The limma function introduces a moder-
ated t statistic and calculates a false discovery 
rate (FDR) among groups [14]. The meningioma 
recurrence gene expression signature was 
defined as genes showed differential expres-
sion in meningioma recurrence samples 
(|LogFC| ≥1 and LogOdds >4.6). A log-odds 
value greater than 4.6 indicates 99% probabili-
ties that gene is differentially expressed 
between the conditions being compared.

Characterization of gene expression signature

After the gene expression signature was identi-
fied, the DAVID (The Database for Annotation, 
Visualization and Integrated Discovery) tools 
[15, 16] were used to analyze the Gene Ontology 
[17] and Kyoto Encyclopedia of Genes and 
Genomes (KEGG) pathways. To investigate the 
prognostic prediction potential of the gene  
signature, the Cox proportional hazards meth-
od was implemented to perform univariate 
analysis.

Results 

A total of 68 meningioma tumors were mea-
sured using Affymetrix Human Genome U133 
Plus 2.0 Arrays (Santa Clara, CA). The DNA 
microarray raw fluorescence intensity datasets 
were retrieved from NCBI GEO database and a 
bioinformatics pipeline was implemented for 
data pre-procession. Then the differential gene 
expression was examined to determine menin-
gioma recurrence associated gene signature. 

As shown in Figure 1, a total of 65 genes were 
significantly up regulated in recurrent meningio-
ma tumors, while 34 genes were identified as 
down regulated. The online bioinformatics tool, 
DAVID, was used to look for enrichment of 
genes annotated in Gene Ontology entities or 
KEGG pathways. Top ten biological processes 
significantly enriched among up-regulated 
genes in recurrent meningioma tumors includ-
ed M phase (GO:0000279), cell cycle phase 
(GO:0022403), cell division (GO:0051301),  

Table 1. Clinical characteristics of patients 
with meningioma tumors
Demographics Training Dataset, n = 68
Median age, years (range) 64 (32-89)
Gender
    Male 25
    Female 43
Recurrence
    Yes 10
    No 58
Grade
    I 43
    II 19
    III 6
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meningioma recurrence gene expression signa-
ture. With the use of DNA microarray data, a 
total of 99 genes were identified significantly 
regulated in recurrent meningioma tumors. 
Gene Ontology and KEGG pathway based gene 
set enrichment analysis revealed that the 
meningioma recurrence gene expression signa-
ture mainly enriched in the biological process 
of cell cycle. The progression of cell cycle is 
accomplished through a reproducible sequence 
of events, including DNA replication and mito-
sis. Mitosis (M phase) is separated temporally 
by G1 and G2 phases. The cell cycle control is 
considered to be central processes in the biol-

cell cycle (GO:0007049), mitotic cell cycle 
(GO:0000278), cell cycle process (GO:00- 
22402), mitosis (GO:0007067), nuclear divi-
sion (GO:0000280), M phase of mitotic cell 
cycle (GO:0000087) and organelle fission (GO: 
0048285). The down-regulated genes were sig-
nificantly enriched in cell projection morpho-
genesis (GO:0048858), cell part morphogene-
sis (GO:0032990), rhythmic process (GO: 
0048511), cell morphogenesis (GO:0000902), 
cell projection organization (GO:0030030), cel-
lular component morphogenesis (GO:00329- 
89), neuron differentiation (GO:0030182) and 
positive regulation of cell-substrate adhesion 

(GO:0010811). The gene set 
enrichment analysis revealed 
that the up-regulated genes 
were significantly enriched in 
three KEGG pathways: Cell 
cycle (hsa04110, P = 8.10E-
07), Oocyte meiosis (hsa- 
04114, P = 1.34E-03) and 
p53 signaling pathway (hsa- 
04115, P = 3.72E-02).

Among regulated genes in 
recurrent meningioma tu- 
mors, seven genes including 
KLHDC1, TSPAN7, ZNF516, 
NOV, CLU, WHSC1 and TRIM- 
59 were significantly associ-
ated with meningioma pa- 
tients’ overall survival with 
Logrank test P-value < 0.05 
(Table 2). From Table 2, it is 
evident that the up-regulated 
genes were associated with 
poor prognosis, while the 
down-regulated genes were 
associated with good progno-
sis. Since these genes could 
successfully distinguish poor-
er prognosis group from 
meningioma patients, they 
may serve as prognostic bio-
markers or drug targets in the 
clinical treatment of meningi-
oma tumors. 

Discussion 

In this study, molecular profil-
ing of 68 meningioma tumors 
was performed to determine 

Figure 1. Volcano plot of log-fold changes versus log-odds of differential ex-
pression. The x-axis indicates the log2 value of fold-change between the two 
conditions. The Log Odds (or B value) on the y-axis is the odds (or probability) 
that the gene is differentially expressed. The black dots located in the upper 
left and right square are genes that have a log-odds score of 4.6 or more, 
have a fold change greater than 2-fold, and are identified as significantly dif-
ferentially expressed in meningioma recurrence samples.

Table 2. List of genes significantly correlated with meningioma 
prognosis
Gene  
symbol

Regulated in recurrent  
meningioma

Logrank  
P-value

Hazard Ratio (95%  
Confident Internal)

KLHDC1 Down 7.05E-03 0.34 (0.15-0.78)
TSPAN7 Down 4.48E-02 0.72 (0.52-1.00)
ZNF516 Down 1.10E-02 0.42 (0.21-0.85)
NOV Down 3.12E-03 0.66 (0.49-0.89)
CLU Down 1.84E-03 0.46 (0.28-0.78)
WHSC1 Up 4.68E-02 2.45 (0.99-6.04)
TRIM59 Up 1.04E-03 2.05 (1.26-3.33)
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ogy of cancer [18]. Many cell cycle biomarkers 
have already been identified to be associated 
with tumor progressions [19-22]. Interestingly, 
among the meningioma recurrence gene 
expression signature, seven genes were signifi-
cantly associated with prognosis, but they were 
not annotated in cell cycle processes. We can-
not conclude that the cell cycle is not associat-
ed with meningioma prognosis, but the seven 
prognostic biomarkers are highlighted from the 
gene expression signature. Since these genes 
are involved in meningioma progression and 
clinical outcome, further research could be 
conducted to investigate their biological mech-
anisms and drug target potentiality.

Conclusion 

In summary, we conducted differential gene 
expression analysis to identify meningioma 
recurrence gene expression signature. A total 
of 99 genes were identified as significantly reg-
ulated in recurrent meningioma tumors and 
enriched in the biological process of cell cycle. 
However, further research is required to vali-
date our findings and discover novel treatment 
and prognosis potentialities.

Disclosure of conflict of interest

None.

Address correspondence to: Dr. Da-Quan Zhou, 

Department of Neurosurgery, Xiangyang Central 
Hospital, Hubei University of Arts and Science, 
Xiangyang 441021, Hubei, P. R. China. Tel: 86-0710-
3524397; E-mail: 44002058@qq.com

References

[1] Adegbite AB, Khan MI, Paine KW and Tan LK. 
The recurrence of intracranial meningiomas 
after surgical treatment. J Neurosurg 1983; 
58: 51-56.

[2] Christensen D, Laursen H and Klinken L. 
Prediction of recurrence in meningiomas after 
surgical treatment. A quantitative approach. 
Acta Neuropathol 1983; 61: 130-134.

[3] Jaaskelainen J. Seemingly complete removal 
of histologically benign intracranial meningio-
ma: late recurrence rate and factors predicting 
recurrence in 657 patients. A multivariate 
analysis. Surg Neurol 1986; 26: 461-469.

[4] Mirimanoff RO, Dosoretz DE, Linggood RM, 
Ojemann RG and Martuza RL. Meningioma: 
analysis of recurrence and progression follow-

ing neurosurgical resection. J Neurosurg 1985; 
62: 18-24.

[5] Jaaskelainen J, Haltia M and Servo A. Atypical 
and anaplastic meningiomas: radiology, sur-
gery, radiotherapy, and outcome. Surg Neurol 
1986; 25: 233-242.

[6] Wang XQ, Chen H, Zhao L, Li ST, Hu J, Mei GH 
and Jiang CC. Intracranial papillary meningio-
ma: a clinicopathologic study of 30 cases at a 
single institution. Neurosurgery 2013; 73: 
777-790; discussion 789.

[7] Buglione M, De Bari B, Trevisan F, Ghirardelli P, 
Pedretti S, Triggiani L and Magrini SM. Role of 
external beam radiotherapy in the treatment of 
relapsing meningioma. Med Oncol 2014; 31: 
866.

[8] Zaher A, Abdelbari Mattar M, Zayed DH, Ellatif 
RA and Ashamallah SA. Atypical meningioma: 
a study of prognostic factors. World Neurosurg 
2013; 80: 549-553.

[9] Golub TR, Slonim DK, Tamayo P, Huard C, 
Gaasenbeek M, Mesirov JP, Coller H, Loh ML, 
Downing JR, Caligiuri MA, Bloomfield CD and 
Lander ES. Molecular classification of cancer: 
class discovery and class prediction by gene 
expression monitoring. Science 1999; 286: 
531-537.

[10] Bittner M, Meltzer P, Chen Y, Jiang Y, Seftor E, 
Hendrix M, Radmacher M, Simon R, Yakhini Z, 
Ben-Dor A, Sampas N, Dougherty E, Wang E, 
Marincola F, Gooden C, Lueders J, Glatfelter A, 
Pollock P, Carpten J, Gillanders E, Leja D, 
Dietrich K, Beaudry C, Berens M, Alberts D and 
Sondak V. Molecular classification of cutane-
ous malignant melanoma by gene expression 
profiling. Nature 2000; 406: 536-540.

[11] van ‘t Veer LJ, Dai H, van de Vijver MJ, He YD, 
Hart AA, Mao M, Peterse HL, van der Kooy K, 
Marton MJ, Witteveen AT, Schreiber GJ, 
Kerkhoven RM, Roberts C, Linsley PS, Bernards 
R and Friend SH. Gene expression profiling 
predicts clinical outcome of breast cancer. 
Nature 2002; 415: 530-536.

[12] Lee Y, Liu J, Patel S, Cloughesy T, Lai A, Farooqi 
H, Seligson D, Dong J, Liau L, Becker D, Mischel 
P, Shams S and Nelson S. Genomic landscape 
of meningiomas. Brain Pathol 2010; 20: 751-
762.

[13] Wu Z, Irizarry RA, Gentleman R, Martinez-
Murillo F and Spencer F. A model-based back-
ground adjustment for oligonucleotide expres-
sion arrays. Journal of The American Statistical 
Association 2004; 99: 909-917.

[14] Smyth GK. Linear models and empirical bayes 
methods for assessing differential expression 
in microarray experiments. Stat Appl Genet 
Mol Biol 2004; 3: Article3.

[15] Huang da W, Sherman BT and Lempicki RA. 
Systematic and integrative analysis of large 

mailto:44002058@qq.com


Identification of meningioma recurrence gene expression signature

4172 Int J Clin Exp Med 2016;9(2):4168-4172

gene lists using DAVID bioinformatics resourc-
es. Nat Protoc 2009; 4: 44-57.

[16] Huang da W, Sherman BT and Lempicki RA. 
Bioinformatics enrichment tools: paths toward 
the comprehensive functional analysis of large 
gene lists. Nucleic Acids Res 2009; 37: 1-13.

[17] Ashburner M, Ball CA, Blake JA, Botstein D, 
Butler H, Cherry JM, Davis AP, Dolinski K, 
Dwight SS, Eppig JT, Harris MA, Hill DP, Issel-
Tarver L, Kasarskis A, Lewis S, Matese JC, 
Richardson JE, Ringwald M, Rubin GM and 
Sherlock G. Gene ontology: tool for the unifica-
tion of biology. The Gene Ontology Consortium. 
Nat Genet 2000; 25: 25-29.

[18] Hanahan D and Weinberg RA. Hallmarks of 
cancer: the next generation. Cell 2011; 144: 
646-674.

[19] Stein JP, Ginsberg DA, Grossfeld GD, Chatterjee 
SJ, Esrig D, Dickinson MG, Groshen S, Taylor 
CR, Jones PA, Skinner DG and Cote RJ. Effect 
of p21WAF1/CIP1 expression on tumor pro-
gression in bladder cancer. J Natl Cancer Inst 
1998; 90: 1072-1079.

[20] Lee CT, Capodieci P, Osman I, Fazzari M, 
Ferrara J, Scher HI and Cordon-Cardo C. 
Overexpression of the cyclin-dependent kinase 
inhibitor p16 is associated with tumor recur-
rence in human prostate cancer. Clin Cancer 
Res 1999; 5: 977-983.

[21] Witkiewicz AK, Dasgupta A, Sotgia F, Mercier I, 
Pestell RG, Sabel M, Kleer CG, Brody JR and 
Lisanti MP. An absence of stromal caveolin-1 
expression predicts early tumor recurrence 
and poor clinical outcome in human breast 
cancers. Am J Pathol 2009; 174: 2023-2034.

[22] Belt EJ, Brosens RP, Delis-van Diemen PM, Bril 
H, Tijssen M, van Essen DF, Heymans MW, 
Belien JA, Stockmann HB, Meijer S and Meijer 
GA. Cell cycle proteins predict recurrence in 
stage II and III colon cancer. Ann Surg Oncol 
2012; 19 Suppl 3: S682-692.


