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ARTICLE INFO ABSTRACT

Keywords: Lower grade gliomas (LGGs) exhibit invasiveness and heterogeneity as distinguishing features.

L?w grade glioma The outcome of patients with LGG differs greatly. Recently, more and more studies have sug-

Risk model gested that infiltrating inflammation cells and inflammation-related genes (IRGs) play an essen-

Inflammation . . . . . .
R tial role in tumorigenesis, prognosis, and treatment responses. Nevertheless, the role of IRGs in

Immune infiltration )

Prognosis LGG remains unclear. In The Cancer Genome Atlas (TCGA) cohort, we conducted a thorough

examination of the predictive significance of IRGs and identified 245 IRGs that correlated with
the clinical prognosis of individuals diagnosed with LGG. Based on unsupervised cluster analysis,
we identified two inflammation-associated molecular clusters, which presented different tumor
immune microenvironments, tumorigenesis scores, and tumor stemness indices. Furthermore, a
prognostic risk model including ten prognostic IRGs (ADRB2, CD274, CXCL12, IL12B, NFE2L2,
PRF1, SFTPC, TBX21, TNFRSF11B, and TTR) was constructed. The survival analysis indicated that
the IRGs risk model independently predicted the prognosis of patients with LGG, which was
validated in an independent LGG cohort. Moreover, the risk model significantly correlated with
the infiltrative level of immune cells, tumor mutation burden, expression of HLA and immune
checkpoint genes, tumorigenesis scores, and tumor stemness indices in LGG. Additionally, we
found that our risk model could predict the chemotherapy response of some drugs in patients with
LGG. This study may enhance the advancement of personalized therapy and improve outcomes of
LGG.

Molecular subtyping

1. Introduction

Lower grade gliomas (LGG), with invasive and heterogeneous characteristics, are comprised of World Health Organization (WHO)
grade I-III gliomas [1]. The majority of patients diagnosed with LGG experience a more gradual progression and comparatively more
favorable outcome in comparison to those with (GBM). Currently, treatment for LGG includes clinical observation, neurosurgical
resection followed by chemotherapy, and/or radiotherapy. However, LGG remains incurable and cannot be completely resected, and
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the residual tumor will reoccur or progress to GBM in most cases [2,3]. Because of the considerable heterogeneity of LGG, the outcome
of patients with LGG varies greatly. Studies have increasingly demonstrated that patients with LGG with similar histology and grade
differ wildly in terms of prognosis [4]. Although WHO has established several molecular markers, such as IDH1 mutation, 1p/19q
codeletion, and H3K27 M mutation, for LGG classification, none of them can comprehensively explain the heterogeneity of LGG.
Moreover, individually planning an optimal treatment strategy for LGG remains a challenge, and there has been little progress in
enhancing the outcome for patients with LGG in the past decades [5,6]. Therefore, the identification of a novel classification system
and molecular targets to develop effective therapeutic strategies and to predict the treatment response for LGG is urgently required.

The tumor microenvironment (TME) is an important component of tumor tissues. The components of TME are complex and include
various non-tumor cells, such as tumor-associated macrophages, tumor-infiltrating lymphocytes, natural killer cells, dendritic cells,
and extracellular matrix. Recently, many studies have demonstrated that TME participates in multiple processes of cancers, such as
initiation and progression of tumors, cell proliferation and differentiation, therapeutic resistance, and immune escape [7,8]. TME is
highly plastic and inflammation greatly influences the makeup of TME [9]. The initial inflammatory reaction serves as the primary
defense mechanism against external infections and facilitates both innate and adaptive immune responses. Nevertheless, in the event
that the prompt resolution of the acute inflammatory reaction does not occur, it could progress into persistent inflammation, resulting
in the abundance of immune-suppressive cells (M2 macrophages, Treg cells, MDSC, etc.) and immune-suppressive microenvironment
[10-12]. These changes can promote the activation of oncogenes, affect various tumor-related pathways, and facilitate tumor
occurrence and growth. In addition, lactic acid in the chronically inflamed microenvironment can promote immune evasion by
impacting immune cells such as cytotoxic T cells [13]. Chronic inflammation often accompanies the recruitment of cancer-associated
fibroblasts, which are accountable for depositing collagen proteins and diverse components of the extracellular matrix. It has been
shown that these fibroblasts can promote cancer cell proliferation and angiogenesis [14,15]. Therefore, chronic inflammation is also a
hallmark of cancer, accounting for approximately 25 % of carcinogenic factors [9]. While chronic inflammation has the potential to
cause tumor development, it is widely recognized that the majority of inflammatory cells possess the ability to eliminate pathogens and
impede the growth of tumors [16]. Cancer immune surveillance, a vital process in preventing cancer, involves the identification and
elimination of recently developed tumor cells by the immune system [10]. Numerous studies have shown that certain categories of
immune cells, molecules that carry out a specific function, and pathways can occasionally collaborate as natural tumor inhibitors [17].
For example, inflammatory dendritic cells are a subset of dendritic cells that only respond to inflammatory stimuli and are crucial for
anti-tumor immune responses [18]. Overall, inflammation is an attractive target for cancer prevention and therapy because the
genome of cells that regulate inflammation is relatively stable and these cells do not rapidly develop drug resistance [12]. Nevertheless,
the role of inflammation in LGG is still unclear. Therefore, it is particularly important to comprehensively understand inflammation
and highlight its underlying mechanism in LGG, which finally is helpful in finding novel markers for LGG and enhance the prognosis of
LGG. The use of inflammation-related genes (IRGs) to construct the clinical risk prediction model could also be promising in LGG.

Through extensive analysis in the current study, we identified prognostic IRGs and inflammation-associated molecular subtypes in
LGG, and developed a risk model for prognostic prediction through big data mining (Supplementary Fig. S1). In addition, we analyzed
the survival stratification, somatic mutations, infiltration level of immune cells, and prediction of chemotherapy response based on the
risk characteristics.

2. Material and methods
2.1. Obtaining data

The data, including RNA sequence expression, phenotype, and gene mutation data, of the TCGA-LGG dataset was downloaded from
the UCSC Xena (https://xenabrowser.net/). The mRNA expression and clinical data of GSE16011 were downloaded from the Gene
Expression Omnibus (GEO, https://www.ncbi.nlm.nih.gov/gds). The TCGA-LGG cohort was used as the training set and the GSE16011
LGG cohort was used as the validation set. The clinical information of all LGG samples included in this study is summarized in
Supplementary Table S1. Single-cell RNA sequencing (scRNA-seq) data (GSE102130) was downloaded from GEO database [19]. Then
R package “Seurat” and “ggplot2” was used for the data normalization and visualization [20-24]. In total, 4058 cells were extracted
from the original dataset for the downstream analysis. After standardized normalization procedures in Seurat, t-distributed stochastic
neighbor embedding (t-SNE) was performed to find cell clusters with distinct transcriptomic expression patterns. CD14, CX3CR1, and
AIF1 were applied as the markers for the annotation of immune cells, while MAG, MBP, and PLP1 were for oligodendrocytes. The
remaining clusters which can be primarily grouped by tumor’s origin were regarded as malignant cells [19]. The expression of related
genes was visualized by “DotPlot” and “FeaturePlot” using “Seurat” and “ggplot2”.

2.2. Identification of prognostic IRGs in LGG

We gained the IRGs from the GeneCards database (https://www.genecards.org) and filtered them by the following criteria: protein
coding gene and relevance scores >5. We screened out 394 IRGs, and 372 of these IRGs were matched in the TCGA dataset (Sup-
plementary Table S2). To identify prognostic IRGs in LGG, the analysis of univariate Cox was conducted.

2.3. Identification of potential molecular clusters

The 245 prognostic IRGs were used to identify potential inflammation-related molecular subtypes in LGG. We utilized the
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“ConsensusClusterPlus” R package to conduct the cluster analysis, with the parameters set according to our previous description [25].
2.4. Development and validation of the prognostic signature

The risk model, which was based on 245 prognosis IRGs, was constructed using the TCGA dataset. First, we combined the clinical
data with the expression matrix of 245 prognostic IRGs. Then, the least absolute shrinkage and selection operator (LASSO) regression
analysis was performed by using the R packages “glmne” and “survival” [26]. Through the LASSO regression dimensionality reduction,
we selected 25 key prognostic IRGs. Subsequently, the expression matrix and clinical data of these 25 IRGs were input into multivariate
Cox regression analysis. Finally, 10 significant IRGs were selected in the multivariate Cox regression to develop a risk model, and the
coefficients of each IRG in the risk model were also determined through multivariate Cox analysis. The IGRs signature score can be
calculated using the following formula: Risk score = —0.22604 * ADRB2 + 0.46830 * CD274-0.79819 * CXCL12 + 0.35033 * IL12B +
0.89678 * NFE2L2 - 0.28079 * PRF1 + 0.15592 * SFTPC +0.52431 * TBX21 + 0.39677 * TNFRSF11B + 0.26237 * TTR. Then, we
calculated the risk score of all samples and divided patients with LGG into two groups based on the median value of the risk score.
Subsequently, the performance of this risk model was assessed by survival analysis and time-dependent ROC curves. The GSE16011
dataset was used to validate the performance of this risk model by calculating the risk score of all samples. To further validate the
robustness of the IGRs signature, we first conducted a univariate Cox analysis to independently analyze the model. Then, we performed
multivariable Cox analysis using age, gender, staging, histological subtype, and IDH1 status as covariates to verify if the IGRs signature
is an independent risk factor. Additionally, we stratified the patients based on different ages, gender, grade, histological subtypes, and
IDH1 status to further analyze the prognosis and determine the efficacy of the risk model in different subgroups.

2.5. Enrichment analysis

To assess the pathways and biological processes enrichment of the high- and low-risk group, the Gene Set Enrichment Analysis
(GSEA) was performed by using the “clusterProfiler” package. The Gene Oncology (GO), Kyoto Encyclopedia of Genes and Genomes
(KEGG), and HALLMARK gene sets were downloaded from the MSigDB. The criteria for filtering significant terms included adjusted p-
value < 0.05, as well as absolute normalized enrichment score (NES) > 1. The ssGSEA was performed to calculate four tumorigenesis
scores of LGG samples, including mesenchymal-EMT score, angiogenic activity score, tumorigenic cytokines score, and stemness score,
by using the “GSAV” package. The gene sets of these tumorigenesis scores were obtained from a previous study [27]. In addition, the
single sample GSEA (ssGSEA) was also employed to assess the enrichment level of immune cells in LGG.

2.6. Analysis of immune cell infiltration

Three algorithms were employed to evaluate the enrichment of immune cells. The ssGSEA algorithm estimated 28 immune cells
that infiltrated the LGG samples. The TIMER was used to estimate the infiltration level of six immune cells in LGG samples.
Furthermore, the ESTIMATE algorithm was employed to compute four TME-associated metrics, namely the InmuneScore, Stromal-
Score, ESTIMATEScore, and tumor purity for every LGG sample.

2.7. Tumor mutation burden (TMB) and tumor stemness indices (TSIs) analysis

Recently, many studies have suggested that TMB and TSIs are related to the therapeutic response of immune checkpoint inhibitors
and might have the ability to predict the efficacy of immunotherapy [28]. The TMB of LGG samples in the TCGA database was
calculated by using the R package “maftools”. The TSIs were obtained from a previous study [29]. Then, the differential analysis was
conducted to assess TMB and TSIs between the subgroups.

2.8. Chemotherapy response analysis

In recent, a methodology has been described to predict the response of drugs, and an R package, called “pRRophetic” has been
developed [30]. As we described previously, we used this package to predict the response of drugs of patients and get the IC50 value of
drugs of patients based on the data of Genomics of Drug Sensitivity in the Cancer database [31]. Then, the correlation analysis was
conducted to assess the correlation between the risk score and the IC50 of drugs. When the absolute value of correlation coefficient
between the risk score and IC50 of one drug is larger than 0.5 with a P-value <0.05, we considered that the risk score may have the
ability to predict the sensitivity of this drug.

3. Results
3.1. Identification of prognostic IRGs

Firstly, we obtained 394 protein-coding IRGs with relevant scores> 5 based on the GeneCards database. Following that, a uni-
variate Cox analysis was conducted, which revealed 245 IRGs that were linked to the overall survival (OS) of patients with LGG in

TCGA (Supplementary Table S2). Next, the functional enrichment analysis was conducted to investigate the underlying mechanisms of
these 245 IRGs. The result of GO enrichment analysis showed that these 245 prognostic IRGs were significantly enriched in the
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Fig. 1. Identification of prognostic IRGs and functional enrichment analysis. A. The top 10 enriched terms in GO analysis belonged to BP and
KEGG analysis. B. PPI network of the DE-IRGs based on the STRING database. C. The hub genes obtained from the “cytohubba” plugin in Cytoscape
software. D. The correlations between the hub IRGs. E. The two modules obtained from the “MCODE” plugin in Cytoscape software.
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Fig. 2. Identification of Inflammation-Associated Clusters. A. Consensus clustering matrix (k = 2). B. Consensus clustering CDF diagram when k
is valued from 2 to 10. C. Relative change in the area under the CDF curve for k ranged from 2 to 10. D. K-M curve depicts the OS difference between
Cluster1 and Cluster2. E. Heatmap showed the relationship between clusters and 28 immune cells based on the TCGA-LGG cohort. Clinicopatho-
logical and molecular characteristics, including age, gender, vital status, OS time, histologic subtype, WHO grade, and IDH1 status, are shown as
annotations. F. Boxplots showed the infiltration levels of 28 immune cells between Clusterl and Cluster2 based on ssGSEA. G. Boxplots showed the
infiltration levels of six immune cells between Clusterl and Cluster2 based on TIMER. H. Boxplots showed the mRNA expression of five immune
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checkpoint inhibitors between Cluster]l and Cluster2. I. Boxplots showed the mRNA expression of HLA genes between Cluster]l and Cluster2. J.
Comparison of Immune Score, Stromal Score, ESTIMATE Score, and tumor purity between Cluster]l and Cluster2. K. Comparison of angiogenic
activity, mesenchymal-EMT, tumourigenic cytokines, and stemness scores between Clusterl and Cluster2. L. Comparison of TSI between Clusterl
and Cluster2.
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Fig. 3. Construction and validation of risk model. A. LASSO coefficient profiles of 245 prognostic IRGs. B. Ten-time cross-validation for tuning
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Fig. 4. Stratification analysis based on the risk model in the TCGA-LGG cohort. A, B. Stratified OS analysis in patients with different ages based
on the risk model. C, D. Stratified OS analysis in patients with different genders based on the risk model. E, F. Stratified OS analysis in patients with
different WHO grades based on the risk model. G, I. Stratified OS analysis in patients with different histological types based on the risk model. J, K.
gtratiﬁed OS analysis in patients with different IDH1 status based on the risk model.

inflammatory response, immune response, response to cytokine, and other tumor-related processes (Fig. 1A). The result of KEGG
pathway analysis showed that they were significantly enriched in cytokine-cytokine receptor interaction, NOD-like receptor and Toll-
like receptor signaling pathways, chemokine signaling pathway, Th17 cell differential, TNF signaling and other tumor-related path-
ways (Fig. 1A). The analysis of the PPI network was conducted using the STRING database and visualized through the utilization of the

A 15 15 15 15
sk NS skkk sk
| —| [ — | — |
10 —= 10 - 10 —— 104
£ g g 2 —
2 2 2 2
2 2 2 <
© 5 5 =51 =S
0 —— 0+ - 0 - 0 1
T T T i § T T T T
240 years <40 years Male Female Grade 111 Grade 11 Cluster 1 Cluster 2
14 37
<4 12 5
207 p<0.9001 <0.0001 1=0.33
124 sk ok P ‘e =0.
| — | —| 10 = . °®, .\..
10 15 NS 2 “afe
B o kK L 8 &
g 8- 5 [ — as) S
g 210 = 2 6-es c
% 6 % B E1 R
2 z -
2 44
47 5 ==
24 == 0 - 2 )
0_
0 T T T T T - - - 05 T T T
& & & & & Low-risk ~ High-rsik 00 05 10 15
A 8
N & & ¢ T™B
Ny & vog
Y Q\‘% W
Altered in 459 (90.71%) of 506 samples. Altered in 9 (1.78%) of 506 samples.
8958 8958
@
2 2
0 386 0 2
o No. of samples o No. of samples
ATRX % [ TNFRSF118 - o [N
cic |‘ 21% || cD274 - o [l
™ I |I % I NFE2L2 0% -
FUBP1 | ’ | 8% I BX21 0% -
piksos | [ e | R -
EGFR ‘ I 6% I ADRB2 0%
oo | L
et N I 1 S e o
. . it it Risk level
= Missense_Mutation In_Frame_Del Risk level - M’SSC‘"SG_M“?a““’" = Multi_Hit = High
= Frame_Shift_Del = Splice_Site ® High = Nonsense_Mutation u Low
= Nonsense_Mutation = Translation_Start_Site = Low
= Frame_Shift_Ins = Multi_Hit
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Cytoscape software (Fig. 1B). Ranked with the degree, 10 hub genes were identified (Fig. 1C). The correlation analysis showed that the
expression of hub genes was correlated positively (Fig. 1D). Additionally, we identified two modules formed by these genes based on
MCODE (Fig. 1E).

3.2. Identification of two Inflammation-Associated Clusters in LGG

The 245 selected IRGs were used for cluster analysis. Patients with LGG were clustered into two groups (Fig. 2A-C). The Kaplan-
Meier (K-M) curves showed that the OS of Clusterl was better than Cluster2 (Fig. 2D). The clusters were significantly associated with
clinicopathological and molecular parameters, including age, histology, grade, and IDH1 status (Fig. 2E). Moreover, we employed
various algorithms to evaluate the levels of immune cell infiltration in these two clusters and performed a comparative analysis to
examine the disparity in immune cell infiltration patterns between the two clusters. Based on the ssGSEA algorithm, the infiltration
level of 28 immune cells in the two clusters was estimated. The differential analysis showed the infiltrative level of most immune cells
in cluster2 was notably higher than that in clusterl (Fig. 2E and F). Similarly, in the TIMER algorithm, cluster2 had higher infiltration
levels of six immune cells than clusterl (Fig. 2G). Based on the ESTIMATE algorithm, cluster2 had a remarkably higher InmuneScore,
StromalScore, and ESTIMATEScore, whereas, had lower tumor purity than clusterl (Fig. 2H). Furthermore, we performed differential
analysis and found that the expression of HLA and immune checkpoint genes in cluster2 was higher than that in clusterl (Fig. 2I and J).
In addition, we compared the tumorigenesis scores and TSIs between these two clusters and found that cluster2 exhibited notably
elevated scores in angiogenic activity, mesenchymal EMT and tumorigenic cytokines. Conversely, cluster2 displayed lower scores in
stemness and TSIs compared to clusterl (Fig. 2K-L).
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3.3. Construction and validation of the IRGs signature for LGG

To further identify some critical prognostic IRGs, the LASSO Cox analysis, and multivariable Cox regression were performed.
Finally, 10 IRGs (ADRB2, CD274, CXCL12, IL12B, NFE2L2, PRF1, SFTPC, TBX21, TNFRSF11B, and TTR) were selected to construct an
IRGs signature in TCGA-LGG cohort (Fig. 3A and B). The K-M curves showed that the 10 IRGs were associated with the OS of patients
with LGG (Supplementary Fig. S2). There were general correlations between the expression of these 10 IRGs. (Fig. 3C). The coefficients
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the mRNA expression of five immune checkpoint inhibitors between high- and low-risk groups. F. Boxplot shows the mRNA expression of HLA genes
between high- and low-risk groups.
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of these 10 genes are presented in Fig. 3D. In the TCGA-LGG dataset, we divided the patients into high- and low-risk groups. Fig. 3E
displays the distribution of risk score, OS time, survival status, and the expression pattern of the 10 IRGs among the two risk groups.
The K-M curve revealed a significant disparity in the clinical outcome between the two risk groups, with patients in the high-risk group

Heliyon 9 (2023) e22429

experiencing the shorter OS time compared to those in the low-risk group (Fig. 3F). Moreover, ROC curves indicated that the AUC for 1-

year, 3-year, and 5-year OS time were 0.927, 0.889, and 0.831 correspondingly. This implies that the IRGs signature demonstrated an
outstanding ability to forecast the patients’ prognosis in the TCGA-LGG dataset (Fig. 3G). We obtained similar results in the GSE16011
dataset (Fig. 3H and I). In addition, we sequentially performed univariate and multivariate Cox analysis, which demonstrated that the
IRGs signature was an independent risk factor in LGG (Supplementary Table S3 and Fig. 3J). Furthermore, we constructed a nomogram
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model, including age and IRGs signature (Fig. 3K). The calibration plot of the nomogram was also drawn and the results demonstrated
that the predicted times of the nomogram were highly consistent with actual 1-year, 3-year, and 5-year OS time (Fig. 3L).

Subsequently, we performed a stratification analysis of the IRGs signature in both clinical and molecular subgroups. The analysis
revealed that individuals with LGG in the high-risk group consistently experienced a shorter OS time (Fig. 4A-K).

3.4. Clinical and mutational characteristics of the IRGs signature

First, the distribution pattern of IRGs signature in these subgroups were plotted and the difference between subgroups was
compared (Fig. 5A). The risk score for patients with age >40 years, grade III, cluster2, IDH1-WT, and astrocytoma was significantly
higher than that for patients belonging to other subtypes, which suggested that IRGs signature was significantly correlated with age,
WHO grade, inflammation-molecular subtypes, histological types, and IDH1 status (Fig. 5A). Based on TCGA-LGG cohort, gene mu-
tation analysis was performed and the top 10 mutant genes, such as IDH1, TP53, and ATRX were presented (Fig. 5B). Furthermore, the
mutation of 10 IRGs in TCGA-LGG cohort was also analyzed and the 10 IRGs were barely mutated in LGG (Fig. 5C). Furthermore, we
compared the TMB of patients with LGG between two risk groups and found that TMB for high-risk patients was notably higher than
that for low-risk patients (Fig. 5D). Consistently, the correlation between risk score and TMB was positive with statistically significant
(Fig. 5D).

3.5. Molecular characteristics of the current risk model

GSEA was conducted to explore the underlying mechanism of the risk score. The results showed that high-risk patients with LGG
had enriched in pro-cancer-related pathways, such as the EMT, angiogenesis, VEGF, and P53 pathways, as well as immune-related
pathways, including the cell adhesion, chemokine signaling pathway, and inflammatory response (Fig. 6A). Subsequently, we
compared the difference of tumorigenesis scores between the two risk groups and found that patients with high risk score had
significantly higher enrichment scores in angiogenic activity, mesenchymal EMT, and tumorigenic cytokines, however, lower
enrichment score in stemness than patients with low risk score (Fig. 6B). Furthermore, Pearson’s correlation coefficients between risk
score and tumorigenesis scores were respectively calculated and the results showed that three scores, including angiogenesis (R = 0.27,
p < 0.0001), mesenchymal EMT (R = 0.17, p < 0.0001), and tumorigenic cytokine scores (R = 0.18, p < 0.0001), were positively
correlated with the IRGs signature score, whereas, stemness score (R = —0.15, p < 0.0001) was negatively correlated with the IRGs
signature score (Fig. 6C). Furthermore, we compared the TSIs between the two risk groups and found that the high-risk patients had
lower TSIs than low-risk patients (Fig. 6D).

3.6. IRGs signature correlated with the immune cell infiltration in LGG

Our previous analyses have suggested that our risk score significantly enriched immune-related pathways. Therefore, we further
investigated and compared the infiltration pattern of immune cells between patients within these two risk groups. The immune
infiltration of LGG patients in the risk groups was respectively estimated by using several algorithms, including ssGSEA, TIMER, and
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Fig. 9. The risk score predicted the chemotherapy response. A. The risk score positively correlated with the IC50 of Linstinib, SB505124_476,
CPI-613, CD532, and MetAP2 inhibitor. B. The risk score negatively correlated with the IC50 of Z-LLNle-CHO, Bortezomib, CGP-60474, TGX221,
and JNJ38877605.
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ESTIMATE algorithms. Based on the ssGSEA algorithm, 28 immune cells infiltrated in the TME of LGG in the two risk groups were
assessed. The result indicated that these two risk groups had notably different infiltration pattern of these 28 cells (Fig. 7A). For most of
these 28 cells, the infiltration levels in high-risk group were remarkably higher than the levels in low-risk group (Fig. 7B). Similarly, the
infiltration levels of dendritic cells, neutrophils, B cells, and CD8™ T cells in high-risk patients were significantly higher, however, the
difference of infiltration levels of CD4" T cell and macrophage was not statistically significant based on the TIMER algorithm (Fig. 7C).
Based on the ESTAMATE algorithm, the patients with high risk score had remarkably higher ImmuneScore, StromalScore, and ESI-
TIMATEScore, whereas, had lower tumor purity than patients with low risk score (Fig. 7D). Further, we performed differential analysis
and found that expression of HLA and immune checkpoint genes in high-risk group was higher (Fig. 7E and F).

In further scRNA-seq analyses, we annotated single cells from six glioma samples as malignant cells, oligodendrocytes, and immune
cells based on cell markers from the previous publication (Fig. 8A and B) [19]. We analyzed the expression of 10 IRGs in different cells
and found that ADRB2, CD274, IL12B, PRF1, TNFRSF11B, and TTR were highly expressed in immune cells; TBX21 was highly
expressed in malignant cells; SFTPC was highly expressed in oligodendrocytes; CXCL12 was highly expressed in both malignant and
immune cells and NFE2L2 was highly expressed in both oligodendrocytes and immune cells (Fig. 8C and D).

3.7. Risk score predicted the chemotherapy response

To explore the ability of the IRGs signature to predict the response of chemotherapy drugs, the “pRRophetic” method was used to
predict the IC50 values of chemotherapeutic agents in patients with LGG and found that there was a correlation between the IRGs
signature score and the sensitivity of 10 drugs. It was shown that the IRGs signature had a significantly positive correlation with IC50 of
Linstinib, SB505124_476, CPI-613, CD532, and MetAP2 inhibitor (Fig. 9A, R > 0.5, p < 0.05), whereas, negative correlation with Z-
LLNle-CHO, Bortezomib, CGP-60474, TGX221, and JNJ38877605 (Fig. 9B, R < — 0.5, p < 0.05). The targets of these 10 drugs are
shown in Supplementary Table S4.

4. Discussion

An inflammatory microenvironment is an essential component of TME. Many studies have demonstrated that inflammation in-
volves the initiation and progression of various cancers, including LGG [32]. Several studies have demonstrated that inflammatory
genes are frequently dysregulated in both serum and tumor specimens, play multifaceted roles in various tumors, and are potentially
novel biomarkers [33]. Therefore, it is feasible to identify biomarkers based on IRGs for LGG. This study conducted thorough ex-
aminations to assess the prognosis significance of IRGs, identify potential biomarkers, and construct a predictive risk model in LGG.

It was found that most of IRGs were associated with the prognosis of LGG patients. These 245 prognostic IRGs were significantly
enriched in the inflammatory response, immune response-related pathways, Th17 cell differential, TNF signaling, and other tumor-
related processes and pathways. Furthermore, patients with LGG could be clustered into subgroups based on these prognostic IRGs,
and the patients in the two clusters presented different survival time, immune cell infiltration, tumorigenesis scores, and TSIs. These
results indicated that inflammation was related to the prognosis and tumorigenesis of LGG. Indeed, the relationship between
inflammation and glioma has been revealed by an increasing number of studies. For instance, epidemiological studies indicated that
inflammation is associated with the occurrence of glioma [34]. Song et al. [35] have reported that inflammation is associated with
behavioral symptoms in patients with glioma. Emerging studies have suggested that inflammatory markers, such as NLR and PLR, are
correlated with the prognosis of glioma [36,37]. In the past few years, a growing body of evidence has proved that inflammatory cells
(microglia, macrophages, etc.), inflammatory factors (IL6, IL8, TNF-a, etc.), and inflammation-related pathways (NF-«B, STAT3, etc.)
are involved in the progression of glioma and correlated with prognosis [38-40]. Therefore, our work enhances comprehension of
inflammation in LGG and provides clues for identifying new biomarkers for LGG.

Furthermore, we screened 10 potential and critical prognostic IRGs for LGG, including ADRB2, CD274, CXCL12, IL12B, NFE2L2,
PRF1, SFTPC, TBX21, TNFRSF11B, and TTR. Certain IRGs have been documented to have crucial functions in glioma. CD274, also
known as PD-L1, is widely used as a candidate biomarker for predicting the response to anti-immune checkpoint immunotherapy [41].
In recent years, many studies have reported that the expression of PD-L1 is aberrantly increased in glioma, positively correlated with
grades, and associated with glioma genotypes [42,43]. Although anti-immune checkpoint immunotherapy for gliomas has not been
implemented in clinical practice, existing clinical trials have confirmed the potential survival benefits of PD-1 immunotherapy for
some glioma patients [44]. Therefore, our identified CD274 can serve not only as a prognostic biomarker but also as a possible guide
for future immunotherapy in glioma. CXCL12 is a homeostatic chemokine that binds primarily to the CXC receptor 4 (CXCR4). Many
studies have illustrated that the CXCL12/CXCR4 axis regulates various signaling pathways including the ERK pathway, to participate
in tumorigenesis [45]. Previous studies have also reported that this axis is upregulated in the TME of glioma, regulates glioma cell
proliferation, invasion, and angiogenesis, and influences the efficacy of radio-chemotherapy [46]. For example, Andlia do Carmo et al.
have reported that the CXCL12/CXCR4 axis promotes glioma cell proliferation and motility [47]. Furthermore, the CXCL12/CXCR4
axis regulates TMZ resistance in glioma, and inhibition of CXCL12/CXCR4 signaling increases the TMZ sensitivity in glioma cells [48].
Therefore, besides serving as a prognostic biomarker, further exploration of the potential of CXCL12 as a marker for chemotherapy
response is promising. Regarding IL12B, a study has suggested that the interaction between IL12B and IL12A may be related to the
susceptibility of brain tumors [49]. Erythroid 2-like 2 (NFE2L2), a nuclear factor, is a transcription factor and regulates oxidative stress
and inflammatory response. Several studies have reported that NFE2L2 is involved in the tumorigenesis of various cancers, such as
hepatocellular carcinoma, breast cancer, esophageal cancer, and endometrial cancer [50]. Recently, Luo et al. have demonstrated that
LINCO01564 increases TMZ resistance in glioma cells and inhibits ferroptosis by upregulating NFE2L2 expression, which provides a
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novel perspective on TMZ resistance in glioma [51]. Through a pan-cancer analysis, Ju et al. have reported that NFE2L2 is correlated
with immune infiltration and is a potential biomarker in LGG [52]. These studies provide a theoretical basis for NFE2L2 as a prognostic
biomarker and a marker of chemotherapy sensitivity. TNFRSF11B, full name is Tumor necrosis factor (TNF) receptor superfamily
member 11B, is a member of the TNF receptor superfamily and is involved in the tumorigenesis of several human cancers, such as
gastric and breast cancers [53,54]. A previous study showed that the inhibition of the activity of IRE1 deregulates TNF receptor su-
perfamily genes, including TNFRSF11B, to slow glioma cell growth [55]. Notably, our scRNA-seq analysis also confirmed that most of
these 10 IRGs were highly expressed in immune cells, suggesting the possibility that these IRGs act as immune regulators. Overall,
many studies have confirmed the potential of the IRGs we identified as prognostic biomarkers, markers of chemotherapy response, and
immunotherapy markers. Further study of these 10 prognostic IRGs is valuable and beneficial for guiding personalized and targeted
therapeutic interventions, especially those genes that have not been extensively investigated in gliomas.

The outcome and how patients with LGG respond to treatment differ significantly, which cannot be precisely predicted by clini-
copathological characteristics and known genetic biomarkers [56,57]. Risk stratification plays an important role and is essential for the
management of patients with cancers and the development of individualized treatment [58]. In this study, multivariate Cox and
stratified analyses revealed that our IRGs signature is not only an independent risk factor but can also identify patients with poor
outcomes in different histological and molecular subgroups. The prognosis of LGG patients with high IRGs signature scores was always
shorter than that of patients with low IRGs signature scores. Therefore, the risk model is useful for predicting the survival in LGG and
identifying those who need aggressive treatment. In recent decades, immunotherapy has become a powerful clinical strategy for cancer
treatment. However, owing to its serious adverse effects, broad implementation of immunotherapy for cancer remains difficult [59].
Improving the response rate to immunotherapy is a key problem in immunotherapy. Increasing clinical research has confirmed that
immune cell infiltration in the TME has predictive value in prognosis and immunotherapy in cancers [60]. Previous studies have
indicated that the immunotherapy response also correlates with TMB and the expression of immune checkpoint genes [61,62]. Here,
we demonstrated that our risk score was related to the infiltration level of immune cells, especially the immunosuppressive cells.
Furthermore, the IRGs signature was closely correlated with TMB and the expression of immune checkpoint inhibitors. All of these
results suggest that IRGs signature may have the ability to predict the response of immunotherapy in LGG. Moreover, we also found a
significant correlation between risk score and IC50 value of several drugs, including linstinib, SB505124 476, CPI-613, CD532,
MetAP2 inhibitor, Z-LLNle-CHO, bortezomib, CGP-60474, TGX221, and JNJ38877605. Therefore, our risk model may have the po-
tential to guide individual treatment in patients with LGG.

However, this study still has several limitations. First, the datasets used to validate our signature are retrospective data. Second, the
results need to be further confirmed by in vivo and in vitro experiments. Third, immune cell infiltration and IC50 were estimated using
algorithms. In the future, sufficient samples of LGG should be collected to verify the value of this model and more validations should be
performed to investigate the function of the selected IRGs in LGG.

5. Conclusion

In this study, we screened 245 prognostic IRGs, identified two inflammation-associated molecular clusters, and established a
prognostic risk model based on 10 prognostic IRGs. The risk model significantly correlated with the infiltration level of immune cells,
TMB, TSIs, tumorigenesis scores, and expression of immune checkpoint inhibitors and HLA genes in LGG. Additionally, the risk model
could predict the response of several drugs in LGG. This study promoted the development of individualized treatment to enhance the
clinical outcomes of LGG.
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