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Abstract: Background: Glioma is the most common and deadliest malignant primary intracranial brain tumor in 
adults. It remains unclear whether the pre-treatment peripheral blood test parameters might serve as biomarkers 
for treatment outcome. The purpose of the current study was to investigate the predictive and prognostic value of 
pre-treatment peripheral blood test parameters in glioma. Methods: In total, 288 glioma patients with complete 
results of pre-operation peripheral blood test, clinical information and tumor transcriptome data from Chinese 
Glioma Genome Atlas (CGGA project) were enrolled in our study. Receiver operating characteristic (ROC) curve, 
Kaplan-Meier analysis and Cox proportional hazards models were performed to evaluate the diagnostic and prog-
nostic value of pre-treatment peripheral blood test parameters in glioma patients. Results: The white blood cells 
(WBC) and neutrophils (NEU) counts and neutrophil to lymphocyte ratio (NLR) were positively correlated with tumor 
grade. IDH mutation and 1p/19q codeletion occurred frequently in patients with higher NEU counts and NLR. We 
also found that glioma patients with higher NEU or NLR were more likely to have a significantly decreased overall 
survival. Meanwhile, NEU count was a prognostic marker for TMZ standard treatment GBM patients or IDH wild-type 
GBM patients. Further biological and functional analysis revealed that NEU count was positively associated with cell 
cycle and DNA duplication. Conclusion: Our study was first to highlight the clinical significance of NEU count in GBM 
clinical treatment, which should be fully valued for clinical prediction and precise management.
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Introduction

Glioma accounts for the most common malig-
nant brain tumor in adults with an increased 
prevalence and incidence in the world [1]. Re- 
cent researches of genome-wide molecular 
profiles revealed the clinical and genetic land-
scape of gliomas comprehensively [2]. And the 
2016 CNS World Healthy Organizations (WHO) 
classification system was updated by incorpo-
rating IDH 1/2 mutation, 1p/19q codeletion 
and histone H3-K27M mutation. Patients were 
benefited from the objective and precisely CNS 
classification system [3]. However, Glioblasto- 
ma (GBM) remains a highly lethal and aggres-
sive tumor with a median survival of only 14.6 

months [4]. Effective treatment and improve-
ment of quality of life in glioma patients re- 
mains one of the biggest challenges in the 
world [5]. 

For decades, scientists found that various com-
ponent of immune system played crucial roles 
in blocking cancer cells progression [6]. With 
numerous painstaking efforts and clinical fail-
ures, cancer immunotherapy, has recently re- 
ceived a significant breakthrough in treatment 
of solid tumors, such as melanoma and lung 
cancer [7, 8]. However, several clinical trials  
of immune checkpoint inhibitors that looked 
highly promising approved by FDA for glioblas-
toma were failed [9]. Researchers considered 
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that the “cold” immune property of GBM was 
one of the main reasons that limited the ef- 
fectiveness of immunotherapies. “Cold” tumor 
means very few T-cell infiltrated in the tumor 
micro-environment and very low tumor muta-
tion burden (TMB) in tumor cell [10]. Meanwhile, 
the physical blood-brain barrier (BBB) jointly, 
isolating CNS from immune system, was anoth-
er reason for immune therapy failure [11]. 

Accumulated evidence indicated that the im- 
mune microenvironment of CNS was also inter-
active with peripheral immune system by over-
expression of some chemokines, such as TGFβ 
and IL-10 [12]. Peripheral blood index, a str- 
aightforward reflection of human immune sys-
tem, which always including white blood cells 
(WBC), neutrophils (NEU), lymphocyte (LYM), 
platelets (PLT) and red blood cells (RBC), play- 
ed a crucial role in the diagnosis and manage-
ment of patients in hospital [13]. Previous stud-
ies have shown that neutrophil-to-lymphocyte 
ratio (NLR) was positively correlated with the 
grade of glioma and associated with shorter 
overall survival of glioma patients [14-17]. How- 
ever, the relationships between other peripher-
al immune cells and the clinicopathological 
characteristics of glioma are important clinical 
issues that to be elucidated.

In the present study, we investigated the diag-
nostic and prognostic value of pre-operation 
peripheral blood test parameters in a large 
cohort of glioma patients. Our results indica- 
ted that absolute neutrophil count was upre- 
gulated in GBM, IDH wild-type and 1p/19q 
intact glioma patients. Pre-operation neutro-
phil count was an unfavorable biomarker for 
standard TMZ treated or IDH wild-type GBM 
patients. Pre-treatment neutrophil counts were 
significantly positively correlated with cell-cycle 
proliferation features of gliomas. Meanwhile, 
we generated an effective prognostic nomo-
gram module which integrated clinicopathologi-
cal factors and neutrophil count. This integrat-
ed investigation into neutrophil may provide 
novel insights in robust glioma classification 
and prediction systems.

Materials and methods

Patients

We retrospectively reviewed patients diagnos- 
ed as cerebral diffuse glioma and reclassified 
those samples according to the 2016 WHO 

CNS classification, between January 2006 to 
December 2009 from Department of Neuro- 
surgery, Beijing Tiantan Hospital in China. All 
patients included in this study had to meet the 
following criteria: 1) Gross total glioma resec-
tion. 2) No inflammation-related conditions like 
bacterial or viral infections or receiving drug 
treatments. 3) Radiotherapy plus concomitant 
and adjuvant temozolomide followed the Stupp 
regimen [18] for GBM patients. This study was 
approved by the Beijing Tiantan Hospital, and 
written informed consent was obtained from all 
patients. Ultimately, RNA sequencing data of 
288 samples with clinicopathologic character-
istics were included in this study. Complete 
demographic, clinical and pathological informa-
tion were available for those patients (Table 1). 
The latest pre-operation full peripheral blood 
count test results of patients were collected 
from consulting hospital case document. Neu- 
trophil-to-Lymphocyte ratio (NLR) and Platelet-
to-Lymphocyte ratio (PLR) were calculated as 
neutrophil count and platelet count divided by 
lymphocyte count using standard unit. RNA 
sequencing data, molecular pathological and 
clinical information were downloaded from the 
Chinese Glioma Genome Atlas (CGGA) data-
base (http://www.cgga.org.cn). 

DNA sequencing for IDH mutation

IDH1/2 mutations, valuable diagnostic and 
prognostic biomarkers, are the most prevalent 
mutation gene in gliomas. Genomic DNA was 
isolated from frozen tumor tissues using the 
QIAamp DNA Mini Kit (QIAGEN). IDH1/2 muta-
tions were detected by pyrosequencing which 
were described in our previous study [19].   

The performance of the nomogram in the 
CGGA cohort

Then the nomogram was used by totalling the 
points identified on the top scale for each  
independent covariate. The total points were 
vertically aligned to 1-yr, 2-yr, 3-yr and 5-yr over-
all survival to estimate median survival. The 
neutrophils nomogram performance was mea-
sured quantitatively using the concordance 
index. The C-index for this nomogram was ap- 
plied to evaluate the discriminative ability of 
prognostic models in survival analysis and was 
1000 times bootstrapping resampling cross 
validation. The value of the C-index can range 
from 0.5, which indicates no discriminative abil-
ity, to 1.0, which indicates perfect ability to dis-
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diction performance. Survival analyses of peri- 
pheral blood test parameters were performed 
using Kaplan-Meier method and log-rank test. 
Univariate and multivariate analysis of survival 
of neutrophils and clinical features were calcu-
lated with the cox proportional regression mo- 
del. Nomogram was established based on all 
independent prognostic factors on multivariate 
analysis. The bootstrap method (B = 1000) was 
performed to calculate concordance index (C- 
index). The overall survival (OS) was calculated 
from the time of diagnosis and the time of 

Table 1. Clinical and molecular characteristics of 288 
glioma patients
Characteristics Value
Age in yrs 42 (12-70)
Sex
    Male 167
    Female 121
WHO Grades
    II 127
    III 61
    IV 100
Histology
    A 58
    AA 21
    O 18
    OA 52
    AO 14
    AOA 25
    GBM 100
IDH Status
    Mutant 144
    Wild-type 139
    NA 5
Chromosome 1p/19q status
    Codel 51
    Intact 218
    NA 19
Standard TMZ Chemotherapy
    Yes 143
    No 129
    NA 16
White Blood Cells (WBC) in 109/L 6.87 (3.4-21.8)
Neutrophils (NEU) in 109/L 4.75 (1.5-20.1)
Lymphocytes (LYM) in 109/L 1.92 (0.4-3.9)
Neutrophil-to-Lymphocyte (NLR) 3.19 (0.68-30.75)
Platelet (PLT) in 109/L 229.99 (72-498)
Platelet-to-Lymphocyte (PLR) 131.77 (32.86-373.33)

tinguish between the patients who experience 
disease progression or death and those who  
do not. The nomogram calibration curves were 
assessed by plotting the observed survival 
fraction against the nomogram-assessed prob-
abilities [20].

Weighted gene co-expression network analysis

We used weighted gene co-expression network 
analysis (WGCNA) to generate a co-expression 
network correlation with neutrophil counts us- 

ing the log2 transformed RNA sequencing 
data. The R package WGCNA was applied 
to construction the co-expression net-
work. Briefly, WGCNA used topological 
overlap measure (TOM) to construct net-
work modules with adjacency matrix (0.5 + 
0.5 × correlation matrix, to the power β = 
12). The TOM is a highly robust measure of 
network interconnectedness and essen-
tially provides a measure of the connec-
tion strength between two adjacent genes 
and all other genes in a network. In this 
study, the power of 10 and the threshold of 
-2.5 were chosen for network and module 
built. We summarized the gene profile for 
each module and merged the highly corre-
lated modules (absolute value of correla-
tion index more than 0.7) [21].

Gene ontology and KEGG pathway analy-
sis

Gene Ontology and KEGG pathway enrich-
ment analyses were performed using clus-
ter profiler package [22] in R and the DAVID 
online tool [23] to obtain the biological pro-
cesses (BPs). P < 0.05, the threshold level 
for all gene ontology, was considered sta-
tistically significant.

Statistical analysis

Statistical analysis and graph were per-
formed using R software (version, 3.6.2). 
Measurement analysis of continuous vari-
ables between different groups were com-
pared using Student’s test. The one-way 
analysis of variance (ANOVA) was used to 
compare the statistically significant differ-
ences for more than two groups. Receiver 
operating characteristic (ROC) curves were 
created using the peripheral blood cells as 
continuous variables to illustrate the pre-
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death. The progression-free survival (PFS) was 
defined as the period from the time of therapy 
initiation to the time of disease progression or 
death. A two-sided P < 0.05 was considered to 
indicate statistically difference.

Results

The distribution of peripheral immune cell 
counts in glioma patients

To investigate the regularity of peripheral blood 
test parameters in tumor progression, we ana-
lyzed the counts of peripheral blood tests 
parameters according to WHO tumor grades, 

IDH mutation status, chromosome 1p/19q sta-
tus and histopathological types. As shown in 
Figure 1, the proportion of WBC, NEU and NLR 
were all significantly increased in grade IV 
patients compared with grade II (P < 0.0001; P 
< 0.0001; P < 0.0001) and grade III patients (P 
= 0.0005; P = 0.0022; P = 0.0402). However, 
the differences of LYM, PLT and PLR were not 
significant among WHO tumor grades. 
Furthermore, we observed that IDH wild-type 
glioma patients (Figure S1) significantly had a 
higher level of WBC, NEU and NLR than IDH 
mutant gliomas (P = 0.0041; P = 0.0006; P < 
0.0001) while 1p/19q codeletion glioma (Figure 

Figure 1. Comparison of six peripheral blood test parameters according to WHO grades. A. The count of WBC was 
significantly increased in WHO IV glioma (IV vs. III, P < 0.001; IV vs. II, P < 0.0001). B. The count of NEU was signifi-
cantly increased in WHO IV glioma (IV vs. III, P < 0.01; IV vs. II, P < 0.0001). C. The count of LYM in WHO III glioma 
was increased than WHO II glioma (P < 0.05). D. The NLR was significantly increased in WHO IV glioma (IV vs. III, P 
< 0.05; IV vs. II, P < 0.0001). E. The count of PLT in WHO III glioma was increased than WHO II glioma (P < 0.05). F. 
The PLR was not statistical significantly difference among WHO grades. *, **, ***, and ****indicate P < 0.05, P < 
0.01, P < 0.001 and P < 0.0001, respectively.
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S2) harbored a higher level of NEU and NLR 
than 1p/19q intact gliomas (P = 0.0034; P < 
0.0001). In addition, we also found that GBM 
patients had the highest level of WBC, NEU and 
NLR than patients in other histological sub-
types (P < 0.0001) (Figure S3). These results 
indicated a potential link between peripheral 
immunity and glioma, even with the obstruction 
of blood-brain barrier. The variation of WBC and 
NEU were the main manifestation of glioma 
patients in the peripheral immune environ- 
ment.

The efficacy of peripheral blood parameters in 
predicting clinicopathological marker in glio-
mas

In order to investigate the diagnostic value of 
peripheral blood test parameters in glioma 
patients, we used those parameters as contin-
uous variable to predict GBM, IDH mutant and 
1p/19q codeletion by generating ROC curves. 
The ROC curves of WBC (AUC = 0.676, 95% CI = 
0.61-0.741, P < 0.0001), NEU (AUC = 0.726, 
95% CI = 0.663-0.789, P < 0.0001) and NLR 
(AUC = 0.707, 95% CI = 0.641-0.772, P < 
0.0001) exhibited a better accuracy for GBM 
prediction (Figure 2A). Meanwhile, the value of 
NEU (AUC = 0.626, 95% CI = 0.561-0.692, P = 
0.0002) and NLR (AUC = 0.647, 95% CI = 
0.583-0.712, P < 0.0001) could be used to 
estimate IDH mutant to some extent (Figure 
2B). And the value of NEU (AUC = 0.626, 95% CI 
= 0.561-0.692, P = 0.0002) and NLR (AUC = 
0.637, 95% CI = 0.558-0.717, P < 0.0001) 
could be used to predict 1p/19q codeletion 
preliminarily (Figure 2C). Those results indicat-
ed that WBC, NEU and NLR were closely related 
to GBM, IDH mutant and 1p/19q codeletion.

The prognostic value of peripheral blood pa-
rameters in glioma patients

To explore the influence of peripheral blood 
parameters on overall survival in glioma pa- 
tients, we depicted the survival curves accord-
ing to the optimal cutoff points (mean value) 
with dichotomized variables (Figure 3). The in- 
fluence of WBC, NEU and NLR were similar to 
each other. Higher value of WBC (P = 0.00086), 
NEU (P < 0.0001) and NLR (P < 0.0001) were 
significantly associated with shorter overall sur-
vival in glioma patients. In contrast, patients 
with higher value of LYM (P = 0.16) and PLT (P = 
0.23) had a longer survival, although not statis-
tically significant. Meanwhile, PLR at diagnosis 

was not associated with OS. Then we investi-
gated the prognostic value of WBC, NEU and 
NLR in GBM patients. As shown in Figure S4, 
the role of NEU (P = 0.0058) and NLR (P = 
0.018) in GBM were similar to those in glioma. 
These results demonstrated that NEU and NLR 
were unfavorable prognosticator for GBM pati- 
ents and there was probably a tight connection 
between peripheral NEU and NLR and the 
tumor microenvironment in central nervous 
system.

The development of the neutrophil prognostic 
nomogram model

Then we developed a nomogram model for pre-
dicting 1-yr, 2-yr, 3-yr and 5-yr overall survival  
of glioma patients. Seven clinicopathological 
variables, including gender, age, tumor grade, 
IDH mutation status, 1p/19q status, NEU and 
NLR, were included in our study. Firstly, the Cox 
regression assumption helped us to remove 
three characteristics (gender, IDH mutation 
status, NLR) before modules construction, and 
the nomogram model was built with four vari-
ables (age, NEU, grade, 1p/19q status) (Figure 
4A). The concordance index for this nomogram 
was 0.792. And the calibrate plot of the pro-
posed nomogram model showed that the pre-
dicted 1-yr, 2-yr, 3-yr and 5-yr OS corresponded 
closely to the actual survival time observed by 
Kaplan-Meier (Figure 4B). These results indi-
cated that the predictions based on the neutro-
phils prognostic nomogram model showed a 
good agreement with the observed OS.

The association of neutrophil count with PFS 
and OS in GBM

Glioblastoma is the most prevalent malignant 
brain tumor in adults with the median survival 
of 14.6 months. It is difficult to predict the prob-
ability of tumor recurrence and overall survival 
time after resection of GBM patients [24]. The 
nomogram module proved that NEU played a 
critical role in predicting the clinical outcome 
for patients with glioma. Next, we investigated 
the prognostic role of NEU in GBM patients with 
different clinical stages and disease courses. 
The detailed information of GBM patients in our 
study was described in Table 2, and the median 
OS was 19.6 months and median PFS was 13.9 
months. As shown in Figure 5, the NEU-high 
group (NEUHG) of GBM patients who received 
standard TMZ treatment showed a significant 
poor PFS (P = 0.0023) and OS (P = 0.0028) 
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Figure 2. Receiver operating characteristic (ROC) curves exhibited the diagnostic efficacy of six peripheral blood test parameters in predicting GBM, IDH mutant and 
1p/19q codeletion. A. WBC, NEU and NLR showed higher accuracy than LYM, PLT and PLR in predicting GBM. The area under the curve (AUC) was 0.676, 0.726 
and 0.707, respectively. B. NEU and NLR showed higher accuracy in predicting IDH mutant. The AUC was 0.626 and 0.647, respectively. C. NEU and NLR showed 
higher accuracy in predicting 1p/19q codeletion. The AUC was 0.63 and 0.638, respectively.
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Figure 3. Survival analysis of six peripheral blood test parameters in glioma. A, B, D. Kaplan-Meier survival analysis revealed that WBC (P = 0.00086), NEU (P < 
0.0001), NLR (P < 0.0001) were unfavorable prognosis factors in glioma. C, E, F. Meanwhile, LYM (P = 0.16), PLT (P = 0.23) and PLR (P = 0.25) were not prognostic 
indicators. 
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than those in NEU-low group patients (NEULG). 
However, the difference was not statistically 
significant for GBM patients in non-TMZ treat-

ment group (PFS: P = 0.51; OS: P = 0.3). In addi-
tion, the PFS (P = 0.0014) and OS (P = 0.003) 
of IDH wild-type GBM patients were significant 
shorter than those in NEULG, while it was hard 
to predict the PFS (P = 0.103) and OS (P = 
0.126) for IDH mutant patients using NEU 
count (Figure 6). These results implied that 
NEU may be a reflection of tumor status in 
peripheral blood and were helpful to assess  
the treatment response and monitor the recur-
rence or progression for GBM patients, espe-
cially for patients with the standard TMZ treat-
ment or IDH wild-type tumors. 

Network analysis for neutrophil-related biologi-
cal functions

To identify the relationship between neutro-
phils and tumor progression, we performed 
weighted gene co-expression network analysis 
(WGCNA) by using RNA sequencing data to 

Figure 4. A. A nomogram module integrated neu-
trophil, age, grade and 1p/19q status. The nomo-
gram was used by totaling the points identified on 
the top scale for each independent covariate. This 
total was then identified on the total points scale 
to identify the estimated overall survival and the 
probability of 1-, 2-, 3- and 5- year survival. B. Cali-
bration curve of the nomogram module. The diago-
nal line represented an ideal evaluation, while the 
firebrick (1-yr), goldenrod (2-yr), steelblue (3-yr) and 
darkolivegreen (5-yr) lines represented the perfor-
mance of the nomogram. Closer fit of the predicting 
line to the diagonal dotted line indicated a better 
evaluation. The nomogram module was the more 
prominent in predicting the 3-yr survival for glioma.

Table 2. Clinical and molecular characteris-
tics of 100 GBM patients
Characteristics Value
Median age (range, y) 46.6 (12-70)
Sex
    Male 48
    Female 42
IDH Status
    Mutant 19
    Wild-type 80
    NA 1
Standard TMZ Chemotherapy
    Yes 60
    No 34
    NA 6
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explore the NEU-related biological functions. 
WGCNA, which was an unsupervised and unbi-
ased analysis, has been widely applied to ex- 
plore clusters of correlated transcripts. Pear- 
son correlation test was performed to find 
genes significantly correlated with NEU. A total 
of 4125 genes co-expressed with NEU counts 
(P < 0.05) were selected from the RNA sequ- 
encing dataset. The WGCNA network modules 
were established with NEU co-expressed genes 
profile. As shown in Figure 7A, 7B, four NEU-
specified modules of which Pearson |R| > 0.7 
and P < 0.0001 were selected in the following 

analysis. The blue module and turquoise mod-
ule were positively correlated with NEU count, 
while the yellow module and grey module were 
negatively correlated with NEU count. The gene 
ontology analysis was performed to investigate 
the biological features of NEU-related genes in 
positive modules and negative modules. We 
found that genes in blue module and turquoise 
module were significantly involved in DNA repli-
cation, sister chromatid segregation, cell cycle 
G1/S phase transition and so on (Figure 7C). 
And genes in yellow and grey modules were 
mainly focused on normal biological progress-

Figure 5. Survival analysis of NEU in GBM patients, with or without TMZ standard treatment. A, B. Kaplan-Meier 
survival analysis showed that TMZ standard treatment GBM patients in NEUHG had a significantly poor PFS (P = 
0.0023) and OS (P = 0.0028). C, D. NEU was not a prognostic factor for non-TMZ treatment GBM patients.



Pre-treatment neutrophils counts predict chemotherapeutic response for glioma

99 Am J Transl Res 2020;12(1):90-104

es, such as adult behavior and phospholipid 
transport (Figure 7D). These results indicated 
that NEU count might be a useful marker in 
reflecting cell-cycle regulation, cell proliferation 
and tumor progression functions of glioma 
patients and may partially interpret the reason 
that neutrophils were always accompanied by 
higher tumor grade in gliomas. 

Discussion

The viewpoint that human brain was one of 
immune-privileged organs was revised in 2015 
through observing immune responses in cervi-

cal lymph nodes by Aspelund et al. [25, 26]. 
Nonetheless, the trafficking and patrolling of 
the mediators and leukocytes were hard to 
observe between tumor microenvironment in 
CNS and peripheral immune system, especially 
in the early stages of tumor [27]. Even in non-
small-cell lung cancer and liver cancer, without 
the influence of BBB, by single-cell sequencing 
analysis, the relationship of tumor-infiltrating 
lymphocytes and peripheral lymphocytes was 
not elucidated [28, 29]. 

Nowadays, several studies have reported that 
peripheral blood test parameters could serve 

Figure 6. Survival analysis of NEU in IDH mutant GBM patients and IDH wild-type GBM patients. A, B. NEU was not 
a prognostic factor for IDH mutant GBM patients. C, D. Kaplan-Meier survival analysis revealed that IDH wild-type 
GBM patients in NEUHG had a significantly shorter PFS (P = 0.0014) and OS (P = 0.003) than patients in NEULG.
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as the diagnostic and prognostic markers for 
human cancers. For instance, higher value of 
the pre-operation NLR was associated with 
poor PFS and OS in patients of different types 
of cancer, including gynecologic cancers [30], 
lung cancer [31], ovarian cancer [32], cervical 
cancer [33], endometrial cancer [34], melano-
ma [35], glioma [14] and bladder tumor [36]. 
PLR was another important marker of inflam-
mation which reported in various cancers. Re- 
searches revealed that increased PLR was a 
negative prognostic marker in patients with 
gastric cancer [37], colorectal cancer [38], he- 
patocellular carcinoma [39], ovarian cancer 
[40], non-small cell lung cancer [41] and head 
and neck cancer [42]. Nonetheless, the prob-
lem of whether the peripheral blood test pa- 
rameters could be used to detect the clinical 
characteristics, monitoring the treatment res- 
ponse, and predicting the survival prognosis of 
gliomas was still remained.

In our study, the pre-operation peripheral blood 
test information of 288 glioma patients accom-
panied with their tumor RNA sequencing data, 
the largest patient cohort to the best of our 
knowledge, were retrospectively analyzed to 
investigate the relationship between periphe- 
ral blood test parameters and clinicopathologi-
cal characteristics in glioma. In line with other 
researches [17], we found that WBC count, NEU 
count and NLR were positively associated with 
the WHO grade of glioma. However, the LYM 
count, PLT count and PLR did not show any sig-
nificant correlation with tumor malignancy. To 
date, few studies have investigated the rela-
tionship between peripheral blood test param-
eters and IDH status or 1p/19q status of glio-
ma. We provided the first evidence that both  
of NEU count and NLR were significantly higher 
in patients with IDH wild-type or 1p/19q intact 
glioma. Meanwhile, the prognostic analyses of 
pre-operation peripheral blood test parameters 
revealed that the NEU could be used to pre- 
dict GBM. However, the ROC curves confirmed 
that the sensitivity and specificity of peripheral 

blood test parameters were not strong enough 
for glioma prognostication. And those result 
implied that NEU count and NLR were more  
reliable and stable in reflecting the tumor pro-
gression. Interestingly, the positive correlation 
between NEU-related modules and cell-cycle 
and DNA replication from WCGNA and GO anal-
yses could potentially explained that phenom-
enon. The inhibition of cell-cycle in combination 
with TMZ treatment might be a useful thera-
peutic strategy for suppressing GBM. 

In the previous studies, pre-operation NLR was 
recognized as an adverse prognostic factor in 
glioma and GBM patients. Whether other peri- 
pheral blood test parameters could be used to 
predict the clinical prognosis of glioma patients 
was unknown. In our study, we demonstrated 
that glioma patients with the reduced number 
of WBC, NEU and NLR would have a favorable 
OS, and both NEU and NLR were proved to be 
negatively correlated with OS in patients with 
GBM. These results highlighted the pivotal role 
of NEU and NLR in determining prognosis and 
questioned the use of traditional risk factors 
for clinical prediction, although these markers 
needed to be validated in large, prospective 
studies. After comprehensively taking NEU, 
NLR and other robust indicators into consider-
ation, the multiple cox regression analysis help- 
ed us develop a neutrophil prognostic nomo-
gram module, which showed superior validity  
in predicting the survival time for gliomas. 
Therefore, integrating NEU into a traditional 
prognostic system may be potentially helpful 
for precision medicine.

TMZ, an oral alkylating agent, is commonly us- 
ed as first-line chemotherapy for newly diag-
nosed GBM patients [43]. Currently, tumor as- 
sociated neutrophils have been recognized to 
be associated with acquired chemoresistance 
and higher glioma grade at later stages [44, 
45]. However, the role of peripheral neutrophils 
in tumor chemoresistance was unclear. We 
found that the NEUHG GBM patients received 

Figure 7. WGCNA and GO analyses for NEU in glioma. A. Branches of the hierarchical cluster tree defined five co-
expression modules which were assigned a special color as can be seen from the color band underneath the tree. 
B. The blue (Cor = 0.95, P < 0.0001) and turquoise modules (Cor = 0.97, P < 0.0001) contained genes that were 
positively correlated with the weight of NEU. And the genes in yellow (Cor = -0.71, P < 0.0001) and grey modules 
(Cor = -0.93, P < 0.0001) were negatively correlated with the weight of NEU. C. GO analysis revealed that the func-
tions of genes in blue and turquoise modules were mainly associated with the process of DNA replication and cell 
cycle. D. And the functions of genes in yellow and grey modules were mainly associated with the process of material 
transport and cytokines regulation.
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TMZ standard treatment were more likely to 
recur and had a shorter OS. Simultaneously, 
the NEU was not a prognostic marker for GBM 
patients with non-TMZ treatment. Our study 
was first to demonstrate the association bet- 
ween NEU and the treatment response of TMZ 
in GBM.

Tumor associated neutrophils play important 
roles in tumorigenesis and cancer progression. 
The tight junctions of BBB would be impaired 
during GBM development and peripheral NEU 
was recruited at tumor site by CXCL8 to execu- 
te cell-mediated effects [12]. Our findings also 
enhanced the hypothesis that the peripheral 
NEU might be transported into tumor microen-
vironment which may induced by TGF-β and 
G-CSF stimulation [46]. Furthermore, patients 
with IDH wild-type glioma in NEUHG had a sig-
nificantly reduced PFS and OS than those in 
NEULG. This suggested that IDH mutation sta-
tus of glioma may affect the production of 
peripheral neutrophils. 

Conclusions

In summary, the main advantage of our re- 
search was using large peripheral blood test 
and RNA sequencing data matched glioma 
samples to comprehensively analyze the prog-
nostic value and potential biological functions 
of peripheral blood parameters. We demon-
strated that pre-operation NEU and NLR were 
associated with GBM, IDH mutation and 1p/ 
19q codeletion. Moreover, NEU count, which 
was significantly associated with cell cycle re- 
lated functions, could predict worse survival  
for GBM patients. Our findings highlighted the 
important role of pre-operation peripheral neu-
trophils in GBM clinical treatment and manage-
ment. Neutrophils may become a critical target 
in devising the treatment strategies for GBM 
patients in future.  

Acknowledgements

This work was supported by the Beijing Muni- 
cipal Administration of Hospitals Clinical Medi- 
cine Development of Special Funding Support 
(ZYLX201708), National Natural Science Foun- 
dation of China (No. 81672479), National Na- 
tural Science Foundation of China (NSFC)/Re- 
search Grants Council (RGC) Joint Research 
Scheme (81761168038) and Beijing Munici- 
pal Administration of Hospitals’ Mission Plan 
(SML20180501).

Disclosure of conflict of interest

None.

Abbreviations

CGGA, Chinese Glioma Genome Atlas; ROC, re- 
ceiver operating characteristic; CNS, central 
nervous system; WHO, World Healthy Organi- 
zations; WBC, white blood cells; NEU, neutro-
phils; LYM, lymphocyte; PLT, platelets; RBC, red 
blood cells; NLR, neutrophil to lymphocyte 
ratio; PLR, platelet-to-lymphocyte ratio; BBB, 
blood-brain barrier; TMB, low tumor mutation 
burden; AUC, area under the ROC curve; ANO- 
VA, one-way analysis of variance; WGCNA, wei- 
ghted gene co-expression network analysis; 
OS, overall survival; PFS, progression free sur-
vival; NEUHG, NEU-high group; NEULG, NEU-low 
group.

Address correspondence to: Wei Zhang, Depart- 
ment of Neurosurgery, Beijing Tiantan Hospital, 
Capital Medical University, No. 119 Fanyang Road, 
Fengtai District, Beijing 100071, China. Tel: +86-
010-67098431; Fax: +86-010-67098431; E-mail: 
zhangwei_vincent@126.com; Tao Jiang, Beijing Ne- 
urosurgical Institute, Capital Medical University, 
Beijing 100071, China; Department of Neurosur- 
gery, Beijing Tiantan Hospital, Capital Medical Uni- 
versity, No. 119 Fanyang Road, Fengtai District, 
Beijing 100071, China. Tel: +86-010-67098431; 
Fax: +86-010-67098431; E-mail: taojiang1964@ 
163.com

References

[1] Ostrom QT, Gittleman H, Liao P, Vecchione-
Koval T, Wolinsky Y, Kruchko C and Barnholtz-
Sloan JS. CBTRUS statistical report: primary 
brain and other central nervous system tumors 
diagnosed in the United States in 2010-2014. 
Neuro Oncol 2017; 19: v1-v88.

[2] Brennan CW, Verhaak RG, McKenna A, Cam-
pos B, Noushmehr H, Salama SR, Zheng S, 
Chakravarty D, Sanborn JZ, Berman SH, Ber-
oukhim R, Bernard B, Wu CJ, Genovese G, 
Shmulevich I, Barnholtz-Sloan J, Zou L, Veges-
na R, Shukla SA, Ciriello G, Yung WK, Zhang W, 
Sougnez C, Mikkelsen T, Aldape K, Bigner DD, 
Van Meir EG, Prados M, Sloan A, Black KL, Es-
chbacher J, Finocchiaro G, Friedman W, An-
drews DW, Guha A, Iacocca M, O’Neill BP, Foltz 
G, Myers J, Weisenberger DJ, Penny R, Kucher-
lapati R, Perou CM, Hayes DN, Gibbs R, Marra 
M, Mills GB, Lander E, Spellman P, Wilson R, 
Sander C, Weinstein J, Meyerson M, Gabriel S, 

mailto:zhangwei_vincent@126.com
mailto:taojiang1964@163.com
mailto:taojiang1964@163.com


Pre-treatment neutrophils counts predict chemotherapeutic response for glioma

103 Am J Transl Res 2020;12(1):90-104

Laird PW, Haussler D, Getz G and Chin L; TCGA 
Research Network. The somatic genomic land-
scape of glioblastoma. Cell 2013; 155: 462-
477.

[3] Louis DN, Perry A, Reifenberger G, von Deim-
ling A, Figarella-Branger D, Cavenee WK, Oh-
gaki H, Wiestler OD, Kleihues P and Ellison 
DW. The 2016 World Health Organization clas-
sification of tumors of the central nervous sys-
tem: a summary. Acta Neuropathol 2016; 131: 
803-820.

[4] Wang Y, Fan X, Zhang C, Zhang T, Peng X, Li S, 
Wang L, Ma J and Jiang T. Anatomical specific-
ity of O6-methylguanine DNA methyltransfer-
ase protein expression in glioblastomas. J Neu-
rooncol 2014; 120: 331-337.

[5] van Westrhenen A, Senders JT, Martin E, DiRi-
sio AC and Broekman MLD. Clinical challenges 
of glioma and pregnancy: a systematic review. 
J Neurooncol 2018; 139: 1-11.

[6] Pardoll D. Cancer and the immune system: ba-
sic concepts and targets for intervention. Se-
min Oncol 2015; 42: 523-538.

[7] McNutt M. Cancer immunotherapy. Science 
2013; 342: 1417.

[8] Chen L, Douglass J, Kleinberg L, Ye X, Marcis-
cano AE, Forde PM, Brahmer J, Lipson E, Sharf-
man W, Hammers H, Naidoo J, Bettegowda C, 
Lim M and Redmond KJ. Concurrent immune 
checkpoint inhibitors and stereotactic radio-
surgery for brain metastases in non-small cell 
lung cancer, melanoma, and renal cell carci-
noma. Int J Radiat Oncol Biol Phys 2018; 100: 
916-925.

[9] Huang J, Liu F, Liu Z, Tang H, Wu H, Gong Q and 
Chen J. Immune checkpoint in glioblastoma: 
promising and challenging. Front Pharmacol 
2017; 8: 242.

[10] Reardon DA, Wucherpfennig K and Chiocca EA. 
Immunotherapy for glioblastoma: on the side-
lines or in the game? Discov Med 2017; 24: 
201-208.

[11] Klein RS and Hunter CA. Protective and patho-
logical immunity during central nervous sys-
tem infections. Immunity 2017; 46: 891-909.

[12] Massara M, Persico P, Bonavita O, Mollica Poe-
ta V, Locati M, Simonelli M and Bonecchi R. 
Neutrophils in gliomas. Front Immunol 2017; 
8: 1349.

[13] Adewoyin AS and Nwogoh B. Peripheral blood 
film - a review. Ann Ib Postgrad Med 2014; 12: 
71-79.

[14] Zhang J, Zhang S, Song Y, He M, Ren Q, Chen 
C, Liu Z, Zeng Y and Xu J. Prognostic role of 
neutrophil lymphocyte ratio in patients with 
glioma. Oncotarget 2017; 8: 59217-59224.

[15] Yersal O, Odabasi E, Ozdemir O and Kemal Y. 
Prognostic significance of pre-treatment neu-
trophil-to-lymphocyte ratio and platelet-to-lym-

phocyte ratio in patients with glioblastoma. 
Mol Clin Oncol 2018; 9: 453-458.

[16] Lopes M, Carvalho B, Vaz R and Linhares P. In-
fluence of neutrophil-lymphocyte ratio in prog-
nosis of glioblastoma multiforme. J Neuroon-
col 2018; 136: 173-180.

[17] Zheng SH, Huang JL, Chen M, Wang BL, Ou QS 
and Huang SY. Diagnostic value of preopera-
tive inflammatory markers in patients with glio-
ma: a multicenter cohort study. J Neurosurg 
2018; 129: 583-592.

[18] Stupp R, Mason WP, van den Bent MJ, Weller 
M, Fisher B, Taphoorn MJ, Belanger K, Brandes 
AA, Marosi C, Bogdahn U, Curschmann J, Jan-
zer RC, Ludwin SK, Gorlia T, Allgeier A, La-
combe D, Cairncross JG, Eisenhauer E and 
Mirimanoff RO; European Organisation for Re-
search and Treatment of Cancer Brain Tumor 
and Radiotherapy Groups; National Cancer In-
stitute of Canada Clinical Trials Group. Radio-
therapy plus concomitant and adjuvant temo-
zolomide for glioblastoma. N Engl J Med 2005; 
352: 987-996.

[19] Wang Z, Zhang C, Liu X, Wang Z, Sun L, Li G, 
Liang J, Hu H, Liu Y, Zhang W and Jiang T. Mo-
lecular and clinical characterization of PD-L1 
expression at transcriptional level via 976 
samples of brain glioma. Oncoimmunology 
2016; 5: e1196310.

[20] Gulati M, Black HR, Shaw LJ, Arnsdorf MF, 
Merz CN, Lauer MS, Marwick TH, Pandey DK, 
Wicklund RH and Thisted RA. The prognostic 
value of a nomogram for exercise capacity in 
women. N Engl J Med 2005; 353: 468-475.

[21] Langfelder P and Horvath S. WGCNA: an R 
package for weighted correlation network an- 
alysis. BMC Bioinformatics 2008; 9: 559.

[22] Yu G, Wang LG, Han Y and He QY. clusterPro- 
filer: an R package for comparing biological 
themes among gene clusters. OMICS 2012; 
16: 284-287.

[23] Huang da W, Sherman BT and Lempicki RA. 
Systematic and integrative analysis of large 
gene lists using DAVID bioinformatics resourc-
es. Nat Protoc 2009; 4: 44-57.

[24] Wang Y and Jiang T. Understanding high  
grade glioma: molecular mechanism, therapy 
and comprehensive management. Cancer Lett 
2013; 331: 139-146.

[25] Aspelund A, Antila S, Proulx ST, Karlsen TV, 
Karaman S, Detmar M, Wiig H and Alitalo K. A 
dural lymphatic vascular system that drains 
brain interstitial fluid and macromolecules. J 
Exp Med 2015; 212: 991-999.

[26] Louveau A, Harris TH and Kipnis J. Revisiting 
the mechanisms of CNS immune privilege. 
Trends Immunol 2015; 36: 569-577.

[27] Quail DF and Joyce JA. The microenvironmen-
tal landscape of brain tumors. Cancer Cell 
2017; 31: 326-341.



Pre-treatment neutrophils counts predict chemotherapeutic response for glioma

104 Am J Transl Res 2020;12(1):90-104

[28] Guo X, Zhang Y, Zheng L, Zheng C, Song J, 
Zhang Q, Kang B, Liu Z, Jin L, Xing R, Gao R, 
Zhang L, Dong M, Hu X, Ren X, Kirchhoff D, Roi-
der HG, Yan T and Zhang Z. Global character-
ization of T cells in non-small-cell lung cancer 
by single-cell sequencing. Nat Med 2018; 24: 
978-985.

[29] Zheng C, Zheng L, Yoo JK, Guo H, Zhang Y, Guo 
X, Kang B, Hu R, Huang JY, Zhang Q, Liu Z, 
Dong M, Hu X, Ouyang W, Peng J and Zhang Z. 
Landscape of infiltrating T cells in liver cancer 
revealed by single-cell sequencing. Cell 2017; 
169: 1342-1356, e1316.

[30] Ethier JL, Desautels DN, Templeton AJ, Oza A, 
Amir E and Lheureux S. Is the neutrophil-to-
lymphocyte ratio prognostic of survival out-
comes in gynecologic cancers? A systema- 
tic review and meta-analysis. Gynecol Oncol 
2017; 145: 584-594.

[31] Akinci Ozyurek B, Sahin Ozdemirel T, Buyukyay-
laci Ozden S, Erdogan Y, Kaplan B and Kaplan 
T. Prognostic value of the neutrophil to lympho-
cyte ratio (NLR) in lung cancer cases. Asian 
Pac J Cancer Prev 2017; 18: 1417-1421.

[32] Huang QT, Zhou L, Zeng WJ, Ma QQ, Wang W, 
Zhong M and Yu YH. Prognostic significance of 
neutrophil-to-lymphocyte ratio in ovarian can-
cer: a systematic review and meta-analysis of 
observational studies. Cell Physiol Biochem 
2017; 41: 2411-2418.

[33] Huang QT, Man QQ, Hu J, Yang YL, Zhang YM, 
Wang W, Zhong M and Yu YH. Prognostic sig-
nificance of neutrophil-to-lymphocyte ratio in 
cervical cancer: a systematic review and meta-
analysis of observational studies. Oncotarget 
2017; 8: 16755-16764.

[34] Haruma T, Nakamura K, Nishida T, Ogawa C, 
Kusumoto T, Seki N and Hiramatsu Y. Pre-treat-
ment neutrophil to lymphocyte ratio is a predic-
tor of prognosis in endometrial cancer. Anti-
cancer Res 2015; 35: 337-343.

[35] Ma J, Kuzman J, Ray A, Lawson BO, Khong B, 
Xuan S, Hahn AW and Khong HT. Neutrophil-to-
lymphocyte Ratio (NLR) as a predictor for re-
currence in patients with stage III melanoma. 
Sci Rep 2018; 8: 4044.

[36] Favilla V, Castelli T, Urzi D, Reale G, Privitera S, 
Salici A, Russo GI, Cimino S and Morgia G. 
Neutrophil to lymphocyte ratio, a biomarker in 
non-muscle invasive bladder cancer: a single-
institutional longitudinal study. Int Braz J Urol 
2016; 42: 685-693.

[37] Xu Z, Xu W, Cheng H, Shen W, Ying J, Cheng F 
and Xu W. The prognostic role of the platelet-
lymphocytes ratio in gastric cancer: a meta-
analysis. PLoS One 2016; 11: e0163719.

[38] Pedrazzani C, Mantovani G, Fernandes E, 
Bagante F, Luca Salvagno G, Surci N, Cam-
pagnaro T, Ruzzenente A, Danese E, Lippi G 
and Guglielmi A. Assessment of neutrophil-to-
lymphocyte ratio, platelet-to-lymphocyte ratio 
and platelet count as predictors of long-term 
outcome after R0 resection for colorectal can-
cer. Sci Rep 2017; 7: 1494.

[39] Dong L, Bai K, Cao Y, Huang Q, Lv L and Jiang 
Y. Prognostic value of pre-operative platelet to 
lymphocyte ratio in patients with resected pri-
mary hepatocellular carcinoma. Clin Lab 2016; 
62: 2191-2196.

[40] Prodromidou A, Andreakos P, Kazakos C, Vla-
chos DE, Perrea D and Pergialiotis V. The diag-
nostic efficacy of platelet-to-lymphocyte ratio 
and neutrophil-to-lymphocyte ratio in ovarian 
cancer. Inflamm Res 2017; 66: 467-475.

[41] Ding N, Pang Z, Shen H, Ni Y, Du J and Liu Q. 
The prognostic value of PLR in lung cancer, a 
meta-analysis based on results from a large 
consecutive cohort. Sci Rep 2016; 6: 34823.

[42] Tham T, Rahman L, Persaud C, Olson C and 
Costantino P. Venous thromboembolism risk  
in head and neck cancer: significance of the 
preoperative platelet-to-lymphocyte ratio. Oto-
laryngol Head Neck Surg 2018; 159: 85-91.

[43] Lee SY. Temozolomide resistance in glioblas-
toma multiforme. Genes Dis 2016; 3: 198-
210.

[44] Zhang C, Brandon NR, Koper K, Tang P, Xu Y 
and Dou H. Invasion of peripheral immune 
cells into brain parenchyma after cardiac ar-
rest and resuscitation. Aging Dis 2018; 9: 412-
425.

[45] Chen R, Alvero AB, Silasi DA and Mor G. Inflam-
mation, cancer and chemoresistance: taking 
advantage of the toll-like receptor signaling 
pathway. Am J Reprod Immunol 2007; 57: 93-
107.

[46] Prinz M and Priller J. The role of peripheral im-
mune cells in the CNS in steady state and dis-
ease. Nat Neurosci 2017; 20: 136-144.



Pre-treatment neutrophils counts predict chemotherapeutic response for glioma

1 

Figure S1. Comparison of six peripheral blood test parameters according to IDH status. B, D. NEU and NLR were 
significantly increased in IDH wild-type gliomas. A, C, E, F. WBC, LYM, PLT and PLR were not signifcantly difference 
between IDH mutant group and IDH wild-type group. *, **, ***, and ****indicate P < 0.05, P < 0.01, P < 0.001 
and P < 0.0001, respectively.
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Figure S2. Comparison of six peripheral blood test parameters according to 1p/19q status. B, D. NEU and NLR were 
significantly increased in 1p/19q intact gliomas. A, C, E, F. WBC, LYM, PLT and PLR were not signifcantly difference 
between 1p/19q codeletion group and 1p/19q intact group. *, **, ***, and ****indicate P < 0.05, P < 0.01, P < 
0.001 and P < 0.0001, respectively.
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Figure S3. Comparison of six peripheral blood test parameters according to histopathologic classifications. A, B, D. 
WBC, NEU and NLR were significantly increased in GBM. C, E, F. LYM, PLT and PLR were not significantly difference 
among histopathologic classifications. *, **, ***, and ****indicate P < 0.05, P < 0.01, P < 0.001 and P < 0.0001, 
respectively.
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Figure S4. Survival analysis of six peripheral blood test parameters in GBM. B, D. Kaplan-Meier survival analysis showed that higher level of NEU and NLR conferred 
a significantly worse prognosis in GBM. A, C, E, F. WBC, LYM, PLT and PLR were not prognostic factors for GBM patients.


