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ABSTRACT
Background:  Glioblastoma (GBM) is an aggressive primary brain tumor with a high recurrence 
rate and poor prognosis. Necroptosis, a pathological hallmark of GBM, is poorly understood in 
terms of its role in prognosis, tumor microenvironment (tMe) alteration, and immunotherapy.
Methods & Results:  We assessed the expression of 55 necroptosis-related genes in GBM and 
normal brain tissues. We identified necroptosis-stratified clusters using Uni-cox and least absolute 
shrinkage and selection Operator (lassO) regression to establish the 10-gene Glioblastoma 
Necroptosis index (GNi). GNi demonstrated significant prognostic efficacy in the tcGa dataset 
(n = 160) and internal validation dataset (n = 345) and in external validation cohorts (n = 591). the 
GNi-high subgroup displayed a mesenchymal phenotype, lacking the iDh1 mutation, and MGMt 
methylation. this subgroup was characterized by significant enrichment in inflammatory and 
humoral immune pathways with prominent cell adhesion molecules (cD44 and icaM1), 
inflammatory cytokines (tGFB1, il1B, and il10), and chemokines (cX3cl1, cXcl9, and ccl5). the 
tMe in this subgroup showed elevated infiltration of M0 macrophages, neutrophils, mast cells, 
and regulatory t cells. GNi-related genes appeared to limit macrophage polarization, as confirmed 
by immunohistochemistry and flow cytometry. the top 30% high-risk score subset exhibited 
increased cD8 t cell infiltration and enhanced cytolytic activity. GNi showed promise in predicting 
responses to immunotherapy and targeted treatment.
Conclusions:  Our study highlights the role of necroptosis-related genes in glioblastoma (GBM) 
and their effects on the tumor microenvironment and patient prognosis. theGNi demonstrates 
potential as a prognostic marker and provides insights into immune characteristics and treatment 
responsiveness.

1.  Introduction

Glioblastoma (GBM), classified as a grade iV astrocy-
toma, is a highly aggressive and frequently recurring 
brain tumor with a grim prognosis [1]. GBM is the 
most common primary malignant brain tumor, with a 
prevalence of 54% among gliomas and 16% among all 
primary brain tumors [2]. Primary GBM, which accounts 
for approximately 80% of GBM cases, refers to de novo 
development of glioblastoma. in contrast, the transfor-
mation from a lower to high-grade iV astrocytoma is 

characterized as secondary GBM [3]. the current main-
stay of treatment involves feasible surgical resection 
with subsequent radiotherapy combined with concom-
itant and adjuvant temozolomide (tMZ) chemotherapy 
[4]. Untreated GBM patients typically experience a 
median survival of only 3 months, whereas those 
undergoing conventional treatment may survive for 
12–15 months [5,6]. Overall, only 5% of diagnosed 
patients are expected to survive for five years  
or more [6].
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the tumor microenvironment (tMe) plays a crucial 
role in cancer development, therapeutic response, and 
prognosis [7]. in glioblastoma (GBM), an immunosup-
pressive microenvironment is evident both within the 
tumor and in peripheral blood, contributing to rapid 
disease progression and poor outcomes [8]. Various 
strategies such as immune checkpoint inhibitors, vac-
cine therapies, oncolytic viruses, and gene therapy are 
being explored to disrupt the immunosuppressive tMe 
and enhance treatment specificity [9]. however, 
immunosuppressive stromal factors, majorly the tumor- 
associated macrophages (taMs), have shown to restrict 
tumor penetration affecting the efficiency of icBs and 
oncolytic viruses [10,11]. hence, further research into 
factors that modulate the GBM tMe is needed to 
enhance the efficacy of current treatments or inde-
pendently improve patient outcomes.

there is an increasing interest in the investigations 
of the role of programmed cell death, such as ferro-
ptosis, pyroptosis, and necroptosis, in the modulation 
of tMe and therapeutic response [12,13]. the process 
of cell death plays a crucial role in the development 
and homeostasis of the body, and the ability to resist 
cell death has been identified as a key factor in the 
formation of tumors and resistance to treatment [14]. 
apoptosis, a form of programmed cell death, is defec-
tive in GBM; however, numerous intratumoral necrosis 
foci have been identified [15,16]. Necrosis, a form of 
non-programmed cell death, is considered a patholog-
ical and radiological hallmark of GBM [17,18]. 
historically, necrosis has been viewed as an uninten-
tional, unregulated, passive mechanism of cell death. 
Nevertheless, contemporary findings have uncovered a 
controlled variant of necrosis known as necroptosis 
[19–26]. in contrast to apoptosis, which is character-
ized by nuclear compaction, preserved organelle integ-
rity, cytoplasmic reduction, and membrane retention, 
necroptosis is characterized by the rupture of the cell 
membrane, leading to the efflux of cellular constitu-
ents [20]. the initiation of necroptosis can be prompted 
by the activation of diverse death receptors, primarily 
tumor necrosis factor (tNF) receptors, such as tNFR1 
and Fas, and toll-like receptors, such as tlR3 and tlR4 
[27–30]. ligation of tNFR1 results in the formation of 
death-inducing signaling complex (Disc), a cytosolic 
complex that includes RiPK1 (receptor-interacting ser-
ine/threonine protein kinase 1), Fas-associated death 
domain (FaDD), RiPK3, and caspase-8. if caspase-8 is 
inactivated, the interactions between RiPK1 and RiPK3 
lead to the formation of the necrosome and oligomer-
ization of mixed lineage kinase domain-like (MlKl) 
[27,28,31]. activation of tlR4 by lipopolysaccharide 
(lPs) or damage-associated molecular patterns (DaMPs) 

and tlR3 by intra-endosomal double-stranded RNa 
(dsRNa) results in RiPK3 activation via RhiM (RiP 
homotypic interaction motif ) engagement of tRiF 
(tiR-domain-containing adapter-inducing interferon-β) 
[29,30]. Moreover, in specific cell types, such as macro-
phages, necroptosis can be initiated by iFNaR1 (inter-
feron alpha receptor 1) and iFNGR1 (interferon gamma 
receptor 1), primarily resulting from the prolonged 
activation of transcription factors, including signal 
transducer and activator of transcription 1 and 2 
(stat1 and stat2), as well as interferon regulatory fac-
tor 9 (iRF9) [32–34]. ZBP1 (Z-DNa binding protein 1), 
an exogenous DNa sensor in the cytosol that stimu-
lates the synthesis of type-i interferon and triggers 
nuclear factor kappa B (NF-κB), can independently 
activate RiPK3 by physically interacting with it through 
RhiM , irrespective of RiPK1 [35]. Membrane pores are 
formed by oligomerized MlKl after translocation to 
the cytoplasm, resulting in the release of intracellular 
contents, a characteristic shared by both necrosis and 
necroptosis, with consequences for the tumor micro-
environment [20–26].

the objective of this study was to investigate the 
role of necroptosis in glioblastoma (GBM) by under-
standing how necroptosis impacts GBM prognosis and 
contributes to tMe remodeling. We sought to identify 
and analyze key necroptosis-related genes and their 
 functional implications in GBM, and to evaluate the 
potential of these biomarkers for predicting treatment 
responses and guiding therapeutic strategies. to 
achieve these objectives, we conducted a comprehen-
sive literature review to identify relevant necroptosis- 
related genes and employed machine learning models 
on GBM transcriptional data to elucidate their roles in 
disease progression and treatment response. an over-
view of the workflow is shown in Figure s1.

2.  Materials and methods

2.1.  Public databases and retrieved datasets

For the training set, transcriptome sequencing data 
(human genome reference: GRch38 [hg38]; alignment: 
illumina hiseq 2000/2500; quantification: RNa-seq 
FPKM values) and clinical information for glioblastoma 
(GBM) samples (n = 170) and normal adjacent tissue 
samples (n = 5) were obtained from the tcGa Data 
Portal (https://portal.gdc.cancer.gov/). For the internal 
validation cohort, datasets for GBM patients (n = 358) 
were sourced from two RNa-seq FPKM value datasets 
(mRNaseq_325 and mRNaseq_693; alignment: illumina 
hiseq 2,000/2,500/4,000; human genome reference: 
GRch37 [hg19]) available on the chinese Glioma 
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Genome atlas (cGGa) website (http://www.cgga.org.
cn/). Detailed participant characteristics of both cohorts 
are summarized in supplementary table s1.

to compare tumor samples to normal brain tis-
sues, mRNa sequencing data from 1152 normal brain 
tissue samples and tcGa GBM tumor samples, acces-
sible through the University of california, santa cruz 
(Ucsc) Xena website (https://xenabrowser.net/), were 
used. in this instance, the initial log-transformation 
was reversed for both the datasets. the tcGa GBM 
samples were log2-transformed with an offset of 1, 
whereas the Gtex normal brain samples were 
log2-transformed with an offset of 0.001. this reversal 
was accomplished using the following codes: 2^data 
and log2(data-0.001 + 1).

Furthermore, we included seven additional GBM 
microarray datasets for external validation: cGGa array_301 
(n = 124), Gse108474 (ReMBRaNDt; n = 210), Gse122586 
(n = 88), Gse83300 (n = 50), Gse43378 (n = 32), Gse13041 
(n = 27), and Gse74187 (n = 60) (https://www.ncbi.nlm.nih.
gov/geo/). the datasets Gse108474, Gse43378, and 
Gse13041 utilized the affymetrix Genechip human 
Genome U133 Plus 2.0 array platform, known as GPl570. 
On the other hand, the cGGa array_301, Gse122586, 
Gse83300, and Gse74187 datasets are based on the 
agilent-014850 Whole human Genome Microarray 4 × 44 K 
G4112F platform, labeled as GPl6480.

cNV (copy number variations) data was retrieved 
from the Xena browser (https://xenabrowser.net/) in 
order to evaluate the location and frequency of aber-
rations in NRGs.

additionally, we acquired the stemness score for 
tcGa GBM dataset from the Xena browser (https://
xenabrowser.net/). the oncoplot illustrating the GBM 
variant classification and mutation frequency in 
necroptosis-related genes (NRGs) was obtained from 
the Gene set cancer analysis database (http://bioinfo.
life.hust.edu.cn/Gsca/) using the mutation module. 
stRiNG (search tool for the Retrieval of interacting 
Genes), version 11.0 (https://string-db.org/), a protein- 
protein interaction (PPi) network was constructed to 
investigate the interaction patterns among differen-
tially expressed genes (DeGs).

2.2.  Normalization, batch effect removal, and 
visualization

Normalization was conducted using the limma R pack-
age, while batch effects were addressed using the 
combat function from the sva package. to visualize 
the effects of batch correction, Principal component 
analysis (Pca) was performed. the prcomp function 
from the stats package was utilized to compute Pca, 

and scatter plots were generated using the ggscatter 
function from the ggpubr package.

2.3.  Identification of necroptosis-related genes

a literature review was conducted to identify genes 
related to necroptosis utilizing databases such as 
PubMed, scopus, and Web of science to find relevant 
publications up to september 2023. the search strat-
egy included keywords like ‘necroptosis’, ‘necroptosis- 
related genes’, ‘necroptosis pathway’, ‘RiPK1’, ‘RiPK3’, 
‘MlKl’, and ‘necroptotic cell death’. each publication 
was independently reviewed by two researchers (M.K. 
and X.h.) to ensure objectivity and minimize bias. 
Duplicate entries were identified and removed using 
reference management software (endNote), followed 
by a manual check for accuracy and originality. Genes 
with direct role in necroptosis were identified in three 
categories as initiators, key mediators, and regulators. 
in cases of conflicting results or discrepancies between 
reviewers, a third senior researcher (J.l.) was consulted. 
Discussions were held until a consensus was reached 
among all authors. cross-validation was performed by 
referring to well-known literature reviews on necropto-
sis and the Molecular signatures Database (MsigDB), 
which revealed a total of 55 genes associated with 
necroptosis (referred to as necroptosis-related genes or 
NRGs) (supplementary table s2) [19–70].

2.4.  Consensus clustering

consensus clustering analysis, a precise unsupervised 
clustering technique, was employed to classify the 
patients according to the expression profiles of NRGs. 
this involved systematic exploration of the cluster 
matrices across a range of clustering variable values (k) 
from k = 2 to k = 11. the goal was to determine the 
optimal cluster number (k) and assess consensus sta-
bility by analyzing cumulative distribution function 
(cDF) plots. to perform consensus clustering, we lever-
aged the R package ‘consensuclusterPlus’ with 1000 
repetitions [71]. to assess survival disparities among 
the identified clusters, Kaplan-Meier survival analysis 
was performed utilizing the R package ‘survival’.

2.5.  Identification of necroptosis-related 
prognostic signature

to identify differentially expressed genes (DeGs) 
between clusters, we utilized the ‘limma’ package with 
criteria set at a log2 fold change (log2Fc) ≥ 1 and a 
false discovery rate (FDR) < 0.01. the resulting DeGs 
were then extracted from the training dataset (tcGa) 
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and the validation dataset (cGGa) after intersection for 
common genes expression that involved normalization 
and batch correction using the ‘limma’ and ‘sva’ pack-
ages. Following this, we conducted univariate cox 
regression analysis in tcGa GBM samples to identify 
DeGs with prognostic significance (p < 0.05). For further 
refinement and construction of the prognostic signa-
ture, we employed lassO (least absolute shrinkage 
and selection Operator) regression analysis through 
the R package ‘glmnet’ with tcGa GBM as training set 
and cGGa as validation set. this approach facilitates 
effective reduction of candidate genes [72]. the indi-
vidual risk scores for each patient were computed by 
considering their specific gene expression levels and 
the corresponding coefficients using the following for-

mula: Risk score = exp i i
i

n

×
=∑ β
1

 (exp = gene expres-

sion, β = coefficient).

2.6.  Risk model assessment

GBM samples were categorized into high- and 
low-glioblastoma necroptosis index (GNi) groups using 
the median risk score. to explore the spatial distribution 
and integration of risk within these groups, we utilized 
Principal component analysis (Pca) by employing the 
‘prcomp’ function from the ‘stats’ R package. the prog-
nostic and predictive significance of the risk groups were 
evaluated through KM (Kaplan-Meier) and Receiver 
Operating characteristic (ROc) curves. these assessments 
used R packages, including ‘survival’, ‘survminer’, and 
‘time-ROc’. Moreover, we assessed the predictive perfor-
mance of the GNi  by estimating the concordance index 
through the ‘concordance.index’ R package [73,74]. to 
ascertain the independent prognostic significance of the 
risk subgroups, we performed both uni- and multi-variate 
cox-regression analyses. this process was repeated for 
validation of the cGGa cohort. subsequently, a nomo-
gram was developed involving the GNi  and common 
clinicopathological characteristics identified through 
regression analysis to predict the GBM survival probabil-
ity. calibration curves were generated to assess the effec-
tiveness of the nomogram. additionally, we employed 
Decision curve analysis (Dca), a statistical approach that 
accounts for clinical implications, to evaluate the diag-
nostic and prognostic efficacy of the nomogram. this 
analysis was performed using the ‘ggDca’ package [75].

2.7.  Functional enrichment analysis

Differential expression analysis was conducted to iden-
tify DeGs between risk subgroups (logFc = 1 and fdr 
< 0.05). the resulting DeGs were then subjected to 

Gene Ontology (GO) enrichment analysis using the 
‘clusterProfiler’ package. Gene set enrichment analysis 
(Gsea) was performed using hallmark gene sets (h.all.
v2022.1) to detect signaling pathways operating within 
each subgroup (http://gsea-msigdb.org/gsea/msigdb/). 
the ‘gsva’ package of R was utilized to estimate the 
activity of the KeGG pathways in the clusters as 
described by hänzelmann et  al. [76].

2.8.  Annotation of the tumor immune 
microenvironment (TIME)

infiltration of stromal (stromal score) and immune cells 
(immune score), collectively termed the estiMate 
score, and tumor purity were evaluated by running the 
estiMate algorithm (https://sourceforge.net/projects/
estimateproject/) [77]. the enrichment of immune cells 
and immune-related pathways was estimated via 
single-sample Gsea (ssGsea) using the ‘gsva’ R pack-
age. the ciBeRsORt algorithm was employed to assess 
the proportion of immune cells, including diverse sub-
types, resulting in 22 categories (https://cibersortx.
stanford.edu/) [78]. seven types of immune checkpoint 
molecules and signaling pathways were classified 
based on previously published studies [79,80]. We 
employed the tracking tumor immunophenotype (tiP) 
website to assess the seven-step antitumor response 
(http://biocc.hrbmu.edu.cn/tiP/) [81]. this evaluation 
was based on enrichment of a carefully curated set of 
178 genes using ssGsea.

2.9.  Immune response prediction and validation

the total mutation burden (tMB) data were retrieved 
from the Xena website (https://xenabrowser.net/) to 
assess the mutational load. the tiDe, which rep-
resents tumor immune Dysfunction and exclusion, 
was used to estimate the anti-tumor and immune- 
evasive abilities of the risk subgroups [82]. 
immunophenoscore (iPs) and icB (immune check-
point blockade (icB) responses were obtained from 
the tcia (https://tcia.at/home) [83]. Finally, the 
response to anti-PD1 and anti-ctla4 blockade ther-
apy was assessed using the submap algorithm [84]. 
Response to immunotherapy was validated by inves-
tigating GNi activity in iMvigor210 (urothelial carci-
noma; n = 348; ici = anti-PD-l1), Gse176307 (metastatic 
urothelial carcinoma; n = 88; anti-PD-1/PD-l1), Gse91061 
(melanoma; n = 51), Gse78220 (metastatic melanoma; 
n = 27; ici = anti-PD-1), and e-MtaB-3218 (array express) 
(clear cell renal cell carcinoma [ccRcc]; n = 58). the 
e-MtaB-3218 dataset utilized the GPl13070 platform, 
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featuring the affymetrix human Genome U219 array. 
in contrast, the RNa-sequencing datasets employed 
four distinct platforms: GPl24014 (ion torrent s5 Xl; 
human genome reference: GRch37 [hg19]; tPM val-
ues) for Gse176307, GPl11154 (illumina hiseq 2000; 
human genome reference: GRch37 [hg19]; FPKM val-
ues) for Gse78220, GPl9052 (illumina Genome 
analyzer; human genome reference: GRch37 [hg19]; 
FPKM values) for Gse91061, and GPl11154 (illumina 
hiseq 2500; human genome reference: GRch38 
[hg38]; tPM values) for iMvigor210. the ‘oncoPredict’ 
R package was utilized for predicting drug sensitivi-
ties [85].

2.10.  Single cell data analysis

the single-cell expression matrix of the GBM dataset 
(Gse148842) along with the meta-information files were 
downloaded from the tisch database (http://tisch.
comp-genomics.org/) [86]. the count matrices from 
each dataset were preprocessed following the standard 
pipeline in MaestRO [87]. the RunUMaP ‘RunUMaP’ 
function of the ‘seurat’ R package was used for dimen-
sionality reduction, and the results were visualized using 
umap (uniform manifold approximation and projection) 
plots. Furthermore, the ‘addModulescore’ function was 
employed to depict the average expression of various 
genes (including Necroptosis mediators such as RiPK1, 
RiPK3, and MlKl, as well as GNi genes) within each 
cell type.

2.11.  Cell lines and cell culture

human glioblastoma multiforme (GBM) cellular mod-
els (U251 and lN229) were obtained from the 
chinese academy of sciences committee of type 
culture collection in shanghai, china. these cells 
were cultivated in a culture medium comprising 
DMeM supplemented with 10% fetal bovine serum 
(FBs) and 100 U/ml each of penicillin and streptomy-
cin. the cells were cultured in a humidified incuba-
tor at 37 °c in a 5% cO2 atmosphere. We regularly 
performed authentication checks on all cell lines uti-
lized in this investigation by assessing their mor-
phology and conducted tests to ensure the absence 
of Mycoplasma contamination.

2.12.  Necroptosis induction

to induce necroptosis, cells were exposed to a mixture 
of recombinant human tNF-α (tumor necrosis 
factor-alpha; 10 ng/ml) (obtained from Peprotech, New 
Jersey, Usa), a second mitochondrial-derived activator 

of caspases (sMac) mimetic BV6 (1 nM) (sourced from 
selleck chemicals, houston, Usa), and a pan-caspase 
inhibitor known as zVaD-FMK (40 mM) (acquired from 
eNZO life science, New York, Usa). Necrostatin-1 (pro-
cured from enzo) was introduced one hour prior to 
administration of the aforementioned agents to sup-
press necroptosis. Before collecting the culture media, 
the cells were rinsed twice with phosphate buffered 
saline (PBs), and fresh media were replaced following 
a 3-hour treatment with the aforementioned agents. 
subsequently, cells were incubated for an additional 
12 h at 37 °c. the culture media were collected and fil-
tered using a syringe filter (22-mm) from Merck 
(Darmstadt, Germany). after centrifugation at 1500 rpm 
for 5 min, the supernatants were collected and stored 
at 4 °c.

2.13.  Quantitative real-time PCR

trizol Reagent (takara, Otsu, Japan) was used to iso-
late and purify the complete RNa. complementary 
DNa (cDNa) libraries were generated by reverse tran-
scription of purified RNa. sYBR Green PcR Kit (takara) 
was used for quantitative real-time polymerase chain 
reaction (qRt-PcR). mRNa expression levels were nor-
malized against beta activity (internal control), and the 
relative mRNa levels were compared between the 
treated and control groups. the primer sequences are 
listed in supplementary table s3.

2.14.  Immunohistochemistry

sections of formalin-fixed, paraffin-embedded tumor 
tissues, each measuring 4 mm in thickness, were depa-
raffinized through sequential treatment with xylene 
and ethanol. antigen retrieval was performed by 
microwave boiling in citrate buffer (ph 6.0), and hydro-
gen peroxide (0.3%) was subsequently used to block 
the endogenous activity of horseradish peroxidase. 
the sections were then washed with 10% 
phosphate-buffered saline (PBs) and blocked with 
bovine serum albumin (5%). the sections were then 
incubated with primary antibodies targeting specific 
proteins: MlKl (Proteintech, #21066-1-aP, rabbit, 1:50), 
stanniocalcin-1 (stc1) (Proteintech, #20621-1-aP, rab-
bit, 1:200), lysyl oxidase homolog 1(lOXl1) (affinity, 
#DF14089, rabbit, 1:35), cOl22a1 (affinity, #DF14266, 
rabbit, 1:50), cD68 (abcam, #ab955, rabbit, 1:1000), 
and cD163 (cell signaling technology, #25121, Rabbit, 
1:100). incubation was carried out overnight at 4 °c. 
the sections were then 20-minute incubation with 
biotinylated secondary antibody (goat anti-rabbit igG) 
at room temperature. Visualization was achieved using 
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a 3,5-diaminobenzidine (DaB) substrate Kit and the 
sections were counterstained with hematoxylin. staining 
intensity was assessed using a semiquantitative scale: 0, 
negative; 1, weak; 2, moderate; and 3, strong. the pres-
ence of positive cells was categorized as follows: 0, < 
5%; 1 5–25%, 2 26–50%, 3 51–75%, and 4, > 75%. the 
immunohistochemistry (ihc) scores were obtained by 
multiplying the staining intensity by the frequency of 
positive cells. in cases of heterogeneous tissue staining, 
each distinct area was individually scored and these 
scores were aggregated to determine the final result. 
Prior to conducting the study, informed consent was 
obtained from the patients, and approval was granted 
by the internal review and ethics boards of the affiliated 
cancer hospital and the institute of Guangzhou Medical 
University.

2.15.  Construction of overexpressed glioma  
cell lines

Overexpression vectors (pcDNa3.1-stc1-3xFlag-c, plvx-cMV- 
lOXl1(human)-eGFP-Puro, pcDh-cMV-cOl22a1(human)
(repeat-opt)-3 × FlaG-copGFP-Puro, pcDNa3.1-eGFP-P2a- 
hMlKl-3xflag) and negative control vectors ( pcDNa3.1- 
3xflag, plVX-cMV-Puro, pcDh-cMV-mcs-3 × FlaG-cop 
GFP-Puro, PcDNa3.1(+)-eGFP) were obtained from hanyi 
Biosciences (china). then these vectors were transfected 
into lN229 and U251 cells with liposome 3000 transfec-
tion reagent (thermofisher, Usa), and 48 h later, qPcR 
was performed three times, and western blot analysis 
was performed to detect the upregulation of stc1, 
lOXl1, cOl22a1 and MlKl.

2.16.  Coculture assay

thP-1 monocytes were induced in RPMi-1640 medium 
containing 10% fetal bovine serum (FBs). M0 macro-
phages were differentiated from 100 ng/ml PMa 
(Phorbol 12-myristate 13-acetate, sigma, cat# P1585) 
for 24 h. Once differentiated (M0 macrophages), they 
were incubated respectively with cell supernatant of 
glioblastoma cell lines (lN229 or U251) transfected 
with over-expressive vectors (MlKl-Oe, stc1-Oe, lOXl1- 
Oe, cOl22a1-Oe) for 48 h.

2.17.  Flow cytometry

the expression of cD206 in macrophages was detected 
by flow cytometry. cells were isolated with trypsin, 
washed and blocked with PBs + 1% Bsa solution, and 
then incubated with cD206 (321105, Biolegend, california, 
Usa). then the cells were analyzed with BD FacscantotM 
ii flow cytometry analyzer and FlowJo software.

2.18.  Western blot analysis

cells were first washed twice with PBs and then lysed 
using RiPa buffer (cst, Usa) containing protease and 
phosphatase inhibitors (cWBiO, china). the lysate was 
centrifuged at 12,000 × g for 15 min at 4 °c. Protein con-
centration was measured using the Bca Protein assay Kit 
(cWBiO, china). an aliquot of 30 µg of total protein was 
separated by sDs-PaGe and transferred to a polyvi-
nylidene fluoride (PVDF) membrane (Bio-Rad, Minneapolis, 
MN). the membrane was blocked with 5% Bsa in 
tris-buffered saline with tween-20 (tBst) and incubated 
with primary antibodies overnight at 4 °c. Following this, 
the membrane was washed with tBst and incubated 
with the appropriate hRP-conjugated secondary antibody 
for 1 h at room temperature. Protein bands were visual-
ized using an enhanced chemiluminescence method 
(Pierce Biotechnology). the primary antibodies include: 
anti-MlKl (Proteintech, #21066-1-aP, rabbit, 1:3000), 
anti-stc1 (Proteintech, #20621-1-aP, rabbit, 1:1000), 
anti-lOXl1 (affinity, #DF14089, rabbit, 1:1000), and 
anti-cOl22a1 (affinity, #DF14266, rabbit, 1:1000)

2.19.  Statistical analysis

Non-parametric Wilcoxon Rank-sum test (Mann-Whitney 
U test) was used to compare gene expression/enrich-
ment scores between the groups. Non-parametric 
Kruskal-Wallis test was used to compare three groups. 
qPcR results were compared using two-tailed unpaired 
t-test. categorical variables were compared using the 
chi-squared test. correlations were estimated using the 
spearman/Pearson’s correlation test. the Kaplan-Meier 
method was used to estimate survival differences. 
statistical significance was determined using the 
log-rank test. cox regression hazard models were used 
to perform the univariate and multivariate factor anal-
yses. statistical analysis was performed using the sta-
tistical software R v4.0.3 (http://www.r-project.org).

3.  Results

3.1.  Genomic aberrations & differential expression 
of necroptosis-related genes (NRGs)

a comprehensive review of existing studies identified 
55 necroptosis-related genes (NRGs) [19–70]. Pathway 
enrichment and protein-protein interaction analyses 
demonstrated their participation in the necroptosis 
pathway and their association with a shared regulatory 
mechanism (Figure 2a and B and supplementary table 
s4). the chromosomal locations and copy number vari-
ations (cNVs) of these NRGs are depicted in Figure 
s2a, with cNV frequencies remaining low, peaking at 

http://www.r-project.org
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
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4% (Figure s2B). Mutation frequencies (sNVs) in the 
tcGa GBM cohort were similarly low (Figure s2c), with 
eZh2, cYlD, aXl, DiaBlO, itPK1, and tYRO3 showing 
consistent mutation rates of 7%, primarily featuring 
missense mutations. RiPK3, a key necroptosis mediator, 
exhibited a deletion frequency of 6%. Notably, certain 
negative regulators of necroptosis, including MiB2 
(11%), PRKN (10%), and NDRG2 (6%), displayed higher 
deletion frequencies. however, genetic alterations did 
not significantly impact prognosis (Figure s2D), sug-
gesting infrequent genetic aberrations in NRGs among 
GBM patients.

Next, we examined the NRGs transcriptional variation 
between GBM patients and normal brain tissues. Due to 
the limited number of normal samples in the tcGa GBM 
dataset (only five), we integrated Gtex-derived normal 
brain samples (n = 1152) with tcGa GBM primary tumor 
samples after correcting for batch effects (Figure s3a and 

B). Differential expression analysis revealed significant 
upregulation of necroptosis core mediators (RiPK1 and 
RiPK3), necroptosis-inducing receptors (tNFRsF1a, Fas, 
tlR3, tlR4), taM kinases (aXl, MeeRtK), and chemokine 
ligands (cXcl1, cXcl8) in tcGa GBM primary tumor 
samples (n = 155) compared to an equal number of ran-
domly selected Gtex normal brain samples (n = 155) 
(Figure 1c). conversely, a subset of NRGs, mainly nega-
tive regulators, showed downregulation. these findings 
were consistent when comparing tcGa tumor samples 
(n = 160) to normal tissues (n = 5) (Figure s3c), as well as 
in comparisons with five randomly selected GBM tumor 
samples, demonstrating a similar dysregulation pattern to 
that of overall tcGa GBM dataset (Figure 1D). Moreover, 
a significant interaction at mRNa level was also observed 
for the majority of the NRGs in tcGa GBM patients, as 
illustrated in Figure 1e. these outcomes suggest a poten-
tial dysregulation of the necroptosis pathway in GBM.

Figure 1. Analysis of 55 necroptosis-related genes. (A) Bar graph of enriched terms (pathway or process) across 55 nRGs, colored 
by p-values. (B) Protein-protein interaction (PPi) network (interaction score = 0.4). (c) Heatmap illustrating the expression contrast 
of nRGs between TcGA GBM tumor (n = 155) and GTex random normal brain samples (n = 155). Upregulation is represented in 
red, whereas downregulation is indicated in blue. differential expression was assessed using the Wilcoxon rank-sum test with a 
p-value threshold of 0.05. significance levels are denoted as follows: *p < 0.05, **p < 0.01, and ***p < 0.001. (d) Heatmap depicting 
the expression patterns of nRGs in TcGA GBM, comparing normal (n = 5) and randomly selected tumor samples (n = 5). Upregulation 
is indicated in red, whereas downregulation is shown in blue. Wilcoxon rank-sum test; *p < 0.05, **p < 0.01, and ***p < 0.001. (e) 
network depicting the mRnA-level correlations among nRGs in the TcGA GBM cohort. The color intensity corresponds to the 
correlation strength. Pearson’s correlation test, Pearson correlation coefficient (r) cutoff of 0.2.

https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
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https://doi.org/10.1080/07853890.2024.2405079
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3.2.  Necroptosis-stratified clusters correlate with 
immune cell migration and poor prognosis

two distinct necroptosis-related clusters, denoted as 
cluster 1 (c1) comprising 106 samples and cluster 2 
(c2) consisting of 53 samples, were identified by ana-
lyzing the expression patterns of 55 Necroptosis-Related 
Genes (NRGs) within the tcGa cohort (Figure 2a). Pca 
showed noticeably separated necroptosis-stratified 
clusters, and a lower survival probability curve was 
demonstrated for cluster 2 (p = 0.010) (Figure 2B and 
c). the core necroptosis mediators (RiPK1, RiPK3, and 
MlKl), showed elevated expression in c2, indicating a 

high necroptosis index (Figure 2D). the defined clus-
ters also showed statistically significant variation in 
clinical traits such as MGMt promoter methylation, 
methylation class, and molecular expression subtypes 
(Figure 2D). cluster 2 predominantly accounted for the 
more malignant mesenchymal subtype and lacked the 
iDh1 mutation and MGMt methylation (Figure 2D and 
supplementary table s5). Moreover, the pathways 
associated with immune response and immune cell 
migration were enriched in this necroptosis-high clus-
ter (Figure 2e and supplementary table s6). These out-
comes suggest the association of necroptosis to immune 
activity and poor prognosis.

Figure 2. necroptosis-stratified clusters. (A) consensus clustering of TcGA GBM samples based on expression of nRGs. (B) PcA 
(Principal component analysis) plots of necroptosis-stratified clusters for TcGA cohort. (c) overall survival difference between the 
clusters. (d) Heatmap illustrating association between the clusters and their clinicopathological features, and expression level of 
each nRG in the necroptosis-stratified clusters. chi-square test; *p < 0.05; **p < 0.01; ***p < 0.001. (e) Top 10 Kyoto encyclopedia of 
genes and genomes (KeGG) enriched pathways operating between the clusters.

https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
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3.3.  Generation of glioblastoma necroptosis index

Before developing the prognostic index, the tcGa train-
ing dataset and cGGa validation dataset were inter-
sected for common gene expression. this involved 
normalization and batch correction using the ‘limma’ 
and ‘sva’ packages (Figure s3D and e). this integration 
was crucial to prevent overfitting in the tcGa cohort 
and enhance the model’s generalizability. to develop 
necroptosis-related prognostic index, we first identified 

818 DeGs between the two clusters by performing dif-
ferential expression analysis in tcGa cohort (log2Fc ≥ 1; 
FDR < 0.01) (Figure 3a and supplementary table s7). Of 
the 818 DeGs, 636 were shared by both cohorts. 
Univariate cox regression analysis indicated prognostic 
relevance of 111 DeGs (p < 0.05) (supplementary table 
s8). Of the 111 survival-related genes, 102 were associ-
ated with poor prognosis, as indicated by a hazard 
Ratio (hR) greater than 1. a 10-gene prognostic risk sig-
nature, referred to as the GNi, was derived using least 

Figure 3. Analysis of Gni signature genes’ expression, distribution, and correlation with clinical characteristics. (A) Volcano plot 
depicting the differentially expressed genes (deGs) between the necroptosis-based clusters. Wilcoxon rank-sum test; deGs were 
defined according to the following criteria: log 2 fold change (log2fc) = 1, and the false discover rate (fdR) < 0.01. (B) lAsso 
regression of the 111 os-related genes identified via uni-cox regression analysis and cross-validation for tuning the parameter 
selection in the lAsso regression. (c) Bar plot depicting lasso regression coefficients. (d) Principal component analysis (PcA) plot 
of Gni in TcGA GBM cohort. (e) Risk plot, survival plot and heatmap displaying the expression of 10 Gni risk genes (upregulation 
is represented in red, while downregulation is indicated in blue) within the Gni subgroups (red: Gni-high; blue: Gni-low) and 
association with clinical and pathological characteristics. chi-square test; significance: *p < 0.05; **p < 0.01; ***p < 0.001. (f) 
HAllMARK pathways enrichment analysis. (G) Gene ontology (Go) terms enrichment analysis.

https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
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absolute shrinkage and selection operator (lassO) cox 
regression analysis (Figure 3B and c). GBM samples 
were stratified into two subgroups, namely GNi-high 
(high-risk subgroup) and GNi-low (low-risk subgroup), 
based on their respective median risk scores. Principal 
component analysis (Pca) showed spatially separated 
GNi subgroups with Pc1 capturing about 40% of the 
variation in both cohorts (Figure 3D and s3F). the dis-
tribution of patients into GNi-high and GNi-low sub-
groups was evenly represented, as illustrated by the 
plot of the risk scores (Figure 3e and s3G). Notably, 
patients in the GNi-high subgroup exhibited a higher 
frequency of deaths and shorter survival time, indicat-
ing a negative correlation compared to those in the 
GNi-low subgroup.

3.4.  Characterization of GNI subgroups

the expression patterns of the ten risk genes and their 
association with clinical attributes for both cohorts are 
illustrated in heatmaps (Figure 3e and s3G). except for 
MstN, the rest of the nine risk genes were upregulated 
in the GNi-high subgroup. individually, necroptosis medi-
ators were positively correlated with GNi in the tcGa 
cohort (Figure. s3h–J). Major differences in clinical traits 
included methylation and expression classes and iDh1 
mutations (Figure 3e and supplementary table s9). the 
GNi-low subgroup had a higher incidence of iDh1 muta-
tions. the mesenchymal subtype was the predominant 
subtype in the GNi-high subgroup. investigation of the 
cGGa cohort, which comprised a younger group (mostly 
<65 years), showed that MGMt methylation was signifi-
cantly superior in the GNi-low subgroup (Figure s3G).  
in this cohort, the frequency of iDh1 mutation, 1p19q 
co-deletion, and female participants were prevalent in 
the GNi-low subgroup. Overall, similar characteristics were 
apparent in the GNI subgroups to that of necroptosis-stratified 
clusters.

Functional enrichment analysis indicated the enrich-
ment of oncogenic and immune-related gene sets in the 
GNi-high subgroup, as illustrated in Figure 3F. the 
GNi-high subgroup is characterized by hyperactivation of 
il6_JaK_stat3 signaling, epithelial-to-mesenchymal tran-
sition (eMt), hypoxia, and angiogenesis [88,89]. immune- 
related gene sets included activation of complement, 
coagulation, acute inflammatory response, and signaling 
pathways, such as tNFa and il2_stat5. il2_stat5 signal-
ing pathway plays a dynamic role in effector and regula-
tory t cells (tregs) [90]. conversely, the GNi-low subgroup 
exhibited enrichment in gene sets associated with DNa 
repair and cell cycle, along with metabolic pathways, 
including oxidative phosphorylation and fatty acid 

metabolism. Differentially expressed genes between the 
GNi subgroups also endorsed the implication of inflam-
matory and immune-associated pathways, such as wound 
healing, acute inflammatory response, leukocyte migra-
tion, and humoral immune response (Figure 3G and 
supplementary tables s10, s11).

3.5.  Validation of GNI genes induction during 
necroptosis

subsequently, we proceeded to empirically verify the 
initiation of GNi gene activation during necroptosis 
induction in GBM cancer cell lines (U251 and lN229). 
this validation process involved utilizing the tNF-α, 
sMac mimetic, and zVaD-FMK (tsZ) combination, in 
accordance with previous recommendations [91,92]. 
the validation of necroptosis induction was substanti-
ated by the observed increase in the mRNa expression 
levels of necroptosis mediators such as RiPK1, RiPK3, 
and MlKl (Figure 4). conversely, the introduction of 
the necroptosis inhibitor, necrostatin-1, led to the sup-
pression of these genes. Furthermore, a comparable 
expression pattern was observed for all the GNi 
oncogenes.

3.6.  GNI effectively predicts GBM prognosis

GNi could effectively identify GBM patients with the 
worst prognosis in both cohorts, as depicted in Figure 
5a and B. the predictive performance of the prognos-
tic model was assessed using time-dependent receiver 
operating characteristic (ROc) analysis. in tcGa cohort, 
the area under the curve (aUcs) was 0.750, 0.811, and 
0.945 at 1, 3, and 5 years, respectively. similarly, in the 
cGGa cohort, the aUcs were 0.564, 0.604, and 0.634 at 
1, 3, and 5 years, respectively (Figure 5c and D). the 
concordance index identified GNi as the best-ranked 
model of survival in tcGa cohort (Figure 5e). in the 
cGGa cohort, recurrence was the best, followed by the 
GNi, as the cGGa cohort included patients with recur-
rent glioblastoma (Figure 5F). GNi could also effectively 
predicted the progression-free and disease-specific 
survival in of tcGa GBM patients (Figure s3K and l). 
We separately evaluated the GNi efficiency in the pri-
mary and recurrent GBM samples from the cGGa 
cohort, which also indicated that GNi could predict 
prognosis regardless of recurrence status (Figure 5G). 
Moreover, the ability of GNi to stratify GBM patient 
survival probabilities was also demonstrated in seven 
external datasets comprising 591 GBM patients (Figure 
5G). Overall, a significant prognostic value of the GNI was 
evident in diverse GBM patients.

https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
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3.7.  Construction of a GNI-based prognostic 
nomogram

Further exploration of the prognostic and predictive 
efficiency of GNi was conducted using uni- and 
multi-variate cox regression. GNi was identified as a 
hazardous factor in tcGa cohort at both uni- and mul-
tivariate levels (Figure 6a). however, in the cGGa 
cohort, recurrence was more hazardous than GNi, as 
previously mentioned (Figure 6B). a nomogram was 
developed involving the common prognostic factors 
between the two datasets, including age, gender, 
MGMt methylation, iDh1 status, type of primary dis-
ease (primary or recurrent), and GNi (Figure 6c). there 
was a good correspondence between the predicted 
probabilities based on the nomogram and the actual 
1-, 3-, and 5-year Os rates of GBM patients (Figure 6D). 

effective discrimination in the survival probabilities of 
subgroups stratified by the nomogram was demon-
strated by the Kaplan-Meier survival curve (p < 0.0001) 
(Figure 6e). the Dca and ROc graphs illustrate the dis-
criminative capability of the nomogram in the com-
bined cohort and each cohort separately (Figure 6F–h).

3.8.  GNI-driven immune landscape and its effects 
on macrophage polarization in GBM

consistent with pathway enrichment analysis, the 
GNi-high subgroup exhibited a significantly higher 
immune score compared to the GNi-low subgroup 
(Figure 7a). in the tcGa cohort, various immune cells, 
including myeloid cells and lymphocytes, were more 
abundant in the GNi-high subgroup. this included 

Figure 4. A) The relative mRnA level of necroptosis core mediators (RiPK1, RiPK3, MlKl) and Gni genes (loXl1, col22A1, MsTn, 
PoM121l9P, sTeAP2, GZMB, osMR, sTeAP3, iGfBP6 and sTc1) in glioblastoma cells (U251 and ln229) following treatment  with 
Tnf-a, sMAc mimetic, and zVAd-fMK (TsZ) to induce necroptosis or the addition of the necroptosis inhibitor (necrostatin-1) to 
inhibit necroptosis. The data represent the mean ± seM (standard error of mean) of n = 3 independent experiments (independent 
biological replicas) for each condition. Two-tailed unpaired T-test; *p < 0.05; **p < 0.01; ***p < 0.001; ****p < 0.0001; ns, not 
significant.
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macrophages, neutrophils, regulatory t cells (tregs), den-
dritic cells (Dcs), activated dendritic cells (aDcs), and t 
helper cells such as th1 and th2 cells (Figure 7a). Notably, 

all 13 immune-related pathways were enriched in the 
GNi-high subgroup, except for the Mhc class i and type 
i interferon pathways (Figure 7a). histopathological 

Figure 5. Gni Predict survival probability. (A) overall survival difference between risk subgroups in the TcGA cohort and B) cGGA 
cohort. (c) Receiver operating characteristic (Roc) curves and corresponding area under the curve (AUc) analyses over time, illus-
trating the predictive efficacy of the risk score in the TcGA cohort and d) cGGA cohort. (e) concordance index (c-index) analyses 
depicting the Gni model performance in TcGA cohort and f) cGGA cohort. (G) Gni-stratified subgroups discriminating survival 
probabilities in the GBM cohorts.
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examination of tcGa GBM samples further supported 
the higher presence of lymphocytes in the GNi-high sub-
group compared to the GNi-low subgroup (Figure 7B and 
c). since, cancer stemness was negatively correlated with 
immune cell infiltration, we evaluated the relationship 

between GNi and the tcGa GBM stemness score [93]. as 
expected, there was a negative correlation between GNi 
and both RNass and DNass stemness scores (Figure 7D). 
Overall, these results suggest that a high necroptosis 
index indicate an elevated immune activity.

Figure 6. A) Uni- and multi-variate regression demonstrating prognostic significance of Gni and other factors in TcGA and B) 
cGGA cohorts. (c) a nomogram integrating Gni, clinical, genetic, pathological variables and overall survival probability of the 
combined cohort (TcGA + cGGA). (d) correlation of actual and predicted overall survival rates in combined cohort (TcGA + cGGA). 
(e) survival probability of the nomogram-stratified clusters in combined cohort (TcGA + cGGA). (f) dcA (decision curve analysis) 
and Roc curve plot of evaluating the nomogram in combined (TcGA + cGGA), G) TcGA, and H) cGGA cohorts.
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Given the crucial role of macrophages in the immu-
nosuppressive microenvironment of GBM, we investi-
gated the phenotype of macrophages in the GNi-high 
risk subgroup [94]. ciBeRsORt algorithm results con-
firmed the infiltration of various immune cells in the 
GNi-high subgroup, including neutrophils, activated 
mast cells, monocytes, M0 macrophages, memory B 
cells, regulatory t cells, and activated cD4 memory t 

cells (Figure 7e and F). the M0 macrophage pheno-
type was predominant in the GNi-high risk subgroup, 
while the M1 and M2 phenotypes were reduced, sug-
gesting that GNi may restrict macrophage polarization 
in the GBM microenvironment. additionally, these infil-
trated cells were associated with worse prognosis in 
the tcGa dataset (Figure s4a and supplementary 
table s12).

Figure 7. TMe landscape in Gni-stratified GBM subgroups. (A) differences in tumor microenvironment (TMe) and the enrichment 
(ssGseA) of immune cells (16 types) and immune-related pathways (13 types) in the TcGA GBM samples between Gni subgroups 
(Wilcoxon rank-sum test; *p < 0.05; **p < 0.01; ***p < 0.001). (B) Pathological He staining (TcGA database) showing the lymphocyte 
infiltration between the Gni-high and Gni-low subgroups. (c) Violin plot depicting the difference in the Gni of TcGA GBM samples 
characterized as lymphocyte-enriched (yes) and lymphocyte-deficient (no). (d) spearman’s correlation between Gni and TcGA GBM 
stemness score. (e) enrichment of immune cells in Gni subgroups as assessed by ciBeRsoRT algorithm (Wilcoxon rank-sum test; 
*p < 0.05; **p < 0.01; ***p < 0.001; ns, not significant). (f) correlation between abundance of immune cells and Gni. spearman’s 
correlation test; red indicates significance p < 0.05.

https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
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3.9.  Validating GNI-Mediated modulation of 
macrophage polarization in GBM

to validate this association of GNi and macrophage 
polarization, we first evaluated the specific GNi com-
ponents related to macrophage dynamics in tcGa 
GBM cells. Within this framework, a cluster of GNi 
genes comprising cOl22a1, lOXl1, OsMR, POM121l9P, 
and stc1 displayed a positive relationship with M0 
macrophages and exhibited a negative correlation 
with M1 and M2 types, suggesting their potential role 
in preventing polarization (Figure 8a). consequently, 
we opted to validate three of these genes, cOl22a1, 
lOXl1, and stc1 using clinical samples from patients 
with glioblastoma. immunohistochemical analysis of 
GBM tissues (n = 5) revealed a positive correlation 
among MlKl (a necroptosis marker), the three GNi 
genes, and the expression of the M0 macrophage 
marker (cD68) (Figure 8B–D). conversely, the expres-
sion of cD163, a polarization marker associated with 
the M1/M2 macrophage phenotype, remained mini-
mal. to further investigate the role of GNi genes (MlKl, 
stc1, lOXl1, and cOl22a1) in modulating macro-
phage polarization, we conducted an indirect 
co-culture experiment. Glioma cell lines (lN229 and 
U251) transfected with overexpression vectors for the 
GNi genes were co-cultured with M0-like macrophages 
differentiated from thP-1 cells by PMa (Phorbol 
12-myristate 13-acetate) (Figure 8e and F). Flow cytom-
etry analysis revealed a considerable decrease in the 
proportion of cD206+ cells in the presence of GNi 
gene overexpression compared to the wild type (nor-
mal control), indicating that the overexpression of GNi 
genes reduce macrophage polarization (Figure 
8G and h).

3.10.  Mapping necroptosis mediators and GNI 
genes in GBM microenvironment at single-cell 
resolution

consequently, we investigated the expression patterns 
of necroptosis mediators and GNi genes at the single-cell 
level. We accessed a preprocessed single-cell GBM data-
set (Gse148842) containing normalized counts and 
metadata from the tisch database [86]. this dataset 
encompassed seven GBM samples, totaling 111,397 sin-
gle cells, following initial quality control and data stan-
dardization. a comprehensive set of 28 cell population 
clusters was identified, corresponding to seven distinct 
cell types involving both immune and cancer cells 
(Figure 9a and B). Utilizing the ‘seurat’ R package, we 
generated UMaP visualizations of both core necroptosis 
regulators and GNi genes. the prevailing expression 

pattern of necroptosis mediators was most noticeable 
within immune cells (including monocytes and M2 mac-
rophages), and to a certain extent, it was also observed 
in malignant cells (Figure 9c). in contrast, GNi genes 
were primarily expressed in the malignant cells (Figure 
9D). individually, RiPK1 was ubiquitously expressed 
across all cell types, whereas RiPK3 and MlKl exhibited 
more pronounced expression within monocytes and M2 
macrophages (Figure 9e). the spectrum of GNi gene 
expression spanned all cell types, although discernible 
variations in expression patterns emerged within indi-
vidual cell types. For instance, cOl22a1 and stc1 were 
expressed in separate clusters of malignant cells, in con-
trast to OsMR, lOXl1, and iGFBP6, indicating potential 
diversity in their oncogenic roles (Figure 9F–J). single-cell 
analysis indicated that necroptosis could potentially 
take place in myeloid cells, accompanied by the activa-
tion of GNi genes in malignant cells; conversely, the 
activation of GNi genes could lead to necroptosis in 
myeloid cells.

3.11.  Immunomodulators in GNI-defined GBM 
subgroups and anti-tumor immune activity in GBM

immunomodulators (iMs) are central to the immune 
evasion strategy of cancer cells and are critical for can-
cer immunotherapy. the iMs associated with cell adhe-
sion and migration, such as cD44, icaM1, selP, and 
itGB2, were elevated (Figure 10a). in addition, several 
chemokines (cX3cl1, cXcl9, and ccl5) and cytokines 
(tGFB1, il1B, and il10) were upregulated in the 
GNi-high subgroup and positively correlated with 
monocytes, macrophages, and neutrophils, among 
others (Figure 10B). these cytokines are central to the 
immunosuppressive roles of cD4 + t cells (th1, th2, 
and treg) and myeloid-derived suppressor cells [95,96]. 
Mhc signaling was elevated in the GNi-high subgroup. 
Mhc-i molecules were positively associated with the 
majority of immune cells and were associated with 
better prognosis, for example, hla-a, hla-c, and MicB 
(Figure 10B, s4B, and supplementary table s13). Mhc-ii 
molecules were also upregulated in the GNi-high sub-
group and were mainly correlated with plasma cells, 
M2 macrophages, monocytes, activated cD4 memory t 
cells, and neutrophils (Figure 10a and B). Mhc-ii sig-
naling was associated with the worst prognosis (Figure 
s4B). the costimulatory molecule cD27 (also a marker 
of memory B cells) and its ligand cD70 were upregu-
lated and showed a positive correlation with naïve and 
memory B cells (Figure 10a and B). additionally, 
cD27-cD70 signaling also plays a critical role in the 
regulation of t-cell responses [97]. Other tNFRs, such 
as tNFRsF4 (OX40, cD134), tNFRsF9 (4-1BB, cD137), 

https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
https://doi.org/10.1080/07853890.2024.2405079
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Figure 8. Gni Genes modulates macrophage polarization. (A) correlation between infiltration of immune cells and individual Gni 
genes (n = 10) in TcGA GBM cohort. (spearman’s correlation test; statistical significance is indicated as follows: *p < 0.05; **p < 0.01; 
***p < 0.001). (B) iHc quantification of expression level of MlKl, sTc1, loXl1, col22A1, cd68 and cd163 in the clinical samples 
of glioblastoma. (c) Pearson’s correlation of expression level of MlKl, sTc1, loXl1, col22A1, cd68 and cd163 in the clinical 
samples of glioblastoma. (d) Representative images of expression (brown, cell cytoplasmic/nucleus stain) of MlKl, sTc1, loXl1, 
col22A1, cd68 and cd163 in the clinical samples of glioblastoma. (e) PcR analysis for measuring the relative mRnA expression 
of MlKl, sTc1, loXl1, col22A1 in ln229 and U251 GBM over-expressive (oe) cells and normal control (nc). The data represent 
the mean ± seM (standard error of mean) of n = 3 independent experiments (independent biological replicas) for each condition. 
Two-tailed unpaired T-test; *p < 0.05; **p < 0.01; ***p < 0.001; ****p < 0.0001; ns, not significant. (f) Western blot analysis of protein 
expression of MlKl, sTc1, loXl1, col22A1 in ln229 and U251 GBM over-expressive (oe) cells and normal control. (G) flow 
cytometry plots demonstrating the difference in cd206 expression on THP-1 differentiated macrophages after coculture with 
ln229 and U251 GBM over-expressive (oe) cells and normal control.
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Figure 9. single-cell transcriptomic analysis of necroptosis mediators and Gni genes in glioblastoma. A, B) UMAP plots displaying 
main clusters and cell-types in single-cell gastric cancer dataset (Gse148842), colored by cluster (A) and (B) cell type. c, d) UMAP 
plots depicting the expression scores of (c) necroptosis mediators (RiPK1, RiPK3, MlKl) and (d) Gni genes, colored by expression 
level. (e) The bubble plot depicting the expression levels of necroptosis mediators (RiPK1, RiPK3, MlKl) and Gni genes across cell 
types. f-i) UMAP plot exhibiting expression of selected Gni genes in single cell GBM dataset.
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Figure 10. immunomodulators (iMs) And anti-cancer immune response in Gni subgroups. (A) differential upregulation of iMs in 
Gni subgroups. (Wilcoxon rank-sum test; *p < 0.05; **p < 0.01; ***p < 0.001; ns, not significant). (B) Heatmap of correlation between 
immune cells and iMs. *p < 0.05; **p < 0.01; ***p < 0.001. (c) Heatmap of the seven-step anti-cancer immune response signature 
gene expression (178 genes) between top 15% Gni-high (n = 25) and Gni-low (n = 25). Purple and cyan represent upregulation & 
downregulation respectively. (d) Principal component analysis (PcA) plots of Gni subgroups for TcGA cohort (top 30%) based on 
overall activity. (e) Boxplot of overall activity difference between Gni subgroups. Wilcoxon rank-sum test. (f) Pearson’s correlation 
between Gni and overall activity. (G) difference in the individual seven-step activity performance and overall activity between the 
Gni subgroups. Wilcoxon rank-sum test; p < 0.05 was considered significant.
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tNFRsF8 (cD30), tNFRsF14 (hVeM), and tNFRsF18 
(GitR), were also elevated in the GNi-high subgroup, 
which is expressed by t cells and influences t cell 
responses directly or indirectly by inducing inflamma-
tion or activating aPcs [98,99]. the GNi-high subgroup 
showed upregulation of several immune inhibitors, 
such as PD-1, PD-l1, ctla-4, cD274, cD200R1, tiGit, 
VeGFa, and iDO, indicating t-cell exhaustion (Figure 
10a) [100–107].

the trafficking of immune cells and the activity of 
immunomodulators have been incorporated to esti-
mate the tumor immunophenotype, which is charac-
terized by a seven-step process and indicates the 
status of anti-cancer immune response [81]. the 
seven-step response was significantly higher in the top 
15% of GNi-high subgroup compared to top 15% of 
low-GNi subgroup, as illustrated in Figure 10c–G. 
significant trafficking of cD8 t cells, killing of the can-
cer cells, and overall anti-cancer immune response 
activity in the GNi-high subgroup was revealed (Figure 
10c–G). These outcomes further endorse the earlier 
observations of GNI association immune activity in GBM.

3.12.  GNI’s potential to predict ICI response

immune response prediction based on biomarkers has 
been mainly evaluated in melanoma, lung cancer, and 
bladder cancer, which have shown a good response to 
immunotherapy in the form of immune checkpoint 
blockade (icB) such as ctla-4 and PD-1/PD-l1 block-
ade [108]. tumor mutation burden has been proven to 
be a valuable biomarker at different cutoff values for 
predicting response to icB [109]. We estimated the 
tMB level, which indicated an inverse relationship with 
the GNi (Figure 11a). interestingly, high tMB was asso-
ciated with improved survival, as shown in Figure 11a. 
tumor immune Dysfunction and exclusion (tiDe) is a 
computational framework that models immune eva-
sion strategies by cancers in terms of t-cell dysfunc-
tion (high ctl infiltration) or exclusion (low ctl 
infiltration), and predicts the tumor response to ici 
therapy [82]. the GNi-high subgroup had a high t cell 
dysfunction score, as indicators such as cD276, iFN, 
and Merck were higher in this subgroup (Figure 11B). 
however, the exclusion score showed no difference 
even though the taM2 and MDscs scores were high in 
the GNi-low subgroup, indicating that the immune 
evasion strategy operating in the GNi-high subgroup 
was via t cell dysfunction. according to the tiDe score, 
ici response was better in the GNi-low subgroup. 
Nonetheless, t-cell dysfunction was the main immune 
evasion mechanism employed by the GNi-high sub-
group. We further evaluated the prediction efficiency 

of another ici response indicator, immunophenoscore 
(iPs), which is based on the activity of four factors: 
Mhc signaling, tumor suppressor cells (MsDc and 
taM2), effector cells (t cells), and immunomodulators 
(immune checkpoints) [83]. the GNi-low subgroup 
achieved a low score, indicating a better response to 
ici therapy (Figure 11c). When limiting the iPs to 
ctla-4 and PD-1 scores, a response difference was 
observed when both cttla-4 and PD-1 were negative 
or ctla-4 positive plus PD-1 negative, favoring the 
GNi-low subgroup (Figure 11D). there was no differ-
ence in the iPs score when PD-1 was positive, regard-
less of the status of ctla-4 (Figure 11D). in accordance 
with the tiDe outcome, the iPs also indicated a posi-
tive correlation between GNi and Mhc and effector 
cells (Figure 11e). however, immune checkpoint mole-
cules are positively associated with suppressor cells 
rather than effector cells, which corresponds to the 
unique microenvironment in GBM. Finally, we employed 
the submap algorithm to infer the response to ici 
checkpoint inhibitors (anti-ctla-4 and PD-1) based on 
response data from a melanoma cohort treated with 
ici immunotherapy [110]. interestingly, the outcome 
indicated that the GNi-high subgroup would respond 
to anti-ctla-4 blockade and also showed a trend 
toward a better response to anti-PD-1 blockade 
(Figure 11F).

to validate whether GNi could predict the response 
to ici immunotherapy, we investigated its activity in 
ici-treated cohorts, including iMvigor210 (urothelial car-
cinoma, n = 348; ici, anti-PD-l1), Gse176307 (metastatic 
urothelial carcinoma, n = 88; anti-PD-1/PD-l1), e-MtaB- 
3218 (array express) (ccRcc, n = 58), Gse91061 (mela-
noma, n = 51), and Gse78220 (metastatic melanoma, 
n = 27; ici = anti-PD-1). surprisingly, the integration of 
these patients into high- and low-risk subgroups based 
on GNi demonstrated promise for ici responses (Figure 
12). in the iMvigor210 cohort comprising urothelial car-
cinoma patients treated with pembrolizumab, there was 
no survival advantage for either GNi subgroup, and the 
overall response tended to favor the GNi-low subgroup 
(Figure 12a). Nonetheless, stable disease was signifi-
cantly higher than disease progression (p = 0.054), and 
GNi was significantly progressively correlated with the 
immune microenvironment from desert to inflamed 
(Figure 12B). Moreover, a significantly better prognosis 
was demonstrated in patients with metastatic urothelial 
carcinoma receiving pembrolizumab and/or atezoli-
zumab (Figure 12c). in this cohort, initial treatment with 
an anti-PD-l1 agent (atezolizumab) resulted in slightly 
better survival compared to pembrolizumab (Figure 
12D). clear cell renal cell carcinoma (ccRcc) cohort 
receiving anti-ctla-4 and anti-PD-1agents also showed 
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Figure 11. immunotherapy response prediction. (A) correlation between Gni and tumor mutational burden (TMB) and prognostic 
impact of TMB in GBM and Gni subgroups. (B) comparison of Tide (tumor immune dysfunction and exclusion) algorithm results 
(including markers: cTl, cd8, cd276, ifnG, MeRcK18, Mdscs, cAfs, TAM2; and scores: T cell dysfunction score, T cell exclusion 
score and Tide score) between the Gni subgroups. Wilcoxon rank-sum test; *p < 0.05; **p < 0.01; ***p < 0.001; ns, not significant. 
(c) immunophenoscore (iPs) difference between Gni subgroups predicting immunotherapy response. Wilcoxon rank-sum test (d) 
iPs difference between Gni subgroups predicting anti-cTlA-4 and/or anti-Pd-1 immunotherapy response. Wilcoxon rank-sum test. 
(e) correlation between Gni and iPs and its components of iPs including MHc, effector cells (ec), suppressor cells (sc), checkpoint 
protein (cP) and sum of weighted averaged Z scores of the four components (AZ). (f) probability of immunotherapy (anti-cTlA-4 
and/or anti-Pd-1) response of Gni subgroups estimated by submap algorithm.
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a promising response (cR/PR vs sD/PD: p = 0.07; cR vs 
sD: p = 0.041; cR vs PD: p = 0.042) (Figure 12e). integration 
of risk subgroup based on post-therapy RNa sequenc-
ing showed a positive correlation with progression (PD 
vs. sD: p = 0.043), indicating a change in the activity of 
GNi after immunotherapy initiation (Figure 12F). the 

GNi-based subgrouping of melanoma patients also 
showed a trend toward better survival (p = 0.078) (Figure 
12G). a rather significant improvement was demon-
strated in ipilimumab-naïve patients receiving anti-PD-1 
therapy compared to patients receiving anti-PD-1 ther-
apy after progression on ctla-4 blockade (Figure 12h). 

Figure 12. Validation of immunotherapy response. (A) The Kaplan-Meier curves of difference in survival probability between the 
Gni-stratified subgroups and boxplots of Gni variation in responsiveness to immune checkpoint blockade of iMvigor210, (c) 
Gse176307, (e) e-MTAB-3218, (G) Gse91061, and (J) Gse78220 cohorts. The scattered dots represent the Gni of the two subgroups. 
(B) Kruskal–wallis test measures the difference in the Gni among TMe immunophenotypes. (d) The Kaplan-Meier curves of differ-
ence in survival probability between the Gni-stratified subgroups of Gse176307 cohort based on type of immune checkpoint 
blockade (anti-Pd1/anti-Pd-ll1). (f) the Kaplan-Meier curve of difference in survival probability between the Gni-stratified sub-
groups and boxplots of Gni variation in responsiveness to immune checkpoint blockade of e-MTAB-3218 cohort based on 
post-therapy RnA sequencing data. (H) The Kaplan-Meier curves of difference in survival probability between the Gni-stratified 
subgroups of Gse91061 cohort based on treatment type (ipilimumab-naïve or ipilimumab-progressed. (i) The Kaplan-Meier curve 
of difference in survival probability between the Gni-stratified subgroups and boxplots of Gni variation in responsiveness to 
immune checkpoint blockade of Gse91061 cohort based on on-therapy RnA sequencing data. (K) drug sensitivity analysis of Gni 
subgroups. Wilcoxon rank-sum test.
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On-therapy RNa sequencing failed to show such a 
response (Figure 12i). GNi failed to show any difference 
in response in the cohort of patients with metastatic 
melanoma (Figure 12J). Finally, drug sensitivity analysis 
indicated that the GNi-high subgroup was only sensitive 
to three targeted drugs (out of 198 drugs), suggesting 
a strong resistance profile (Figure 12K). In conclusion, 
these analyses indicate that GNI-high is resistant to the 
majority of molecular targeted drugs but may respond to 
immune checkpoint blockade.

4.  Discussion

Necroptosis, a recently identified form of programmed 
cell death, plays a dual role in cancer and is involved 
in both tumor suppression and progression [111]. in 
various cancer types, downregulation of necroptosis 
mediators (such as RiPK1, RiPK3, and MlKl) is linked to 
tumor grade and prognosis [111–119]. intriguingly, 
two-thirds of the 60 cancer cell lines exhibited RiPK3 
absence, which could be restored by treatment with 
the hypomethylating agent, decitabine [119]. 
collectively, these investigations suggest the potential 
anti-cancer effects of necroptosis. however, there are 
also pro-cancer effects associated with necroptosis, 

including the participation of necroptosis-related 
inflammation in stimulating processes such as angio-
genesis, cancer cell proliferation, metastasis, and t cell 
death [113,114]. in agreement with our study findings, 
necroptosis mediators were found to be overexpressed 
in glioblastoma (GBM), correlating with prognosis and 
hinting at a carcinogenic effect. the subgroup with 
high GNi gene expression displayed enrichment of 
processes and signaling pathways conducive to cancer 
progression, such as hypoxia, angiogenesis, epithelial- 
mesenchymal transition (eMt), and the il6_JaK_stat3 
pathway.

the tMe framework displayed similarities reminis-
cent of the pattern observed in chronic inflammation, 
including the presence of infiltrating inflammatory 
cells, such as macrophages, neutrophils, and mast cells 
[120]. M0 macrophages were the predominant pheno-
type of infiltrating macrophages in the GNi-high GBM 
tMe. the reduced presence of M1 macrophages, and 
to a lesser extent M2 macrophages, within the GNi-high 
subgroup may underscore their reported susceptibility 
to necroptosis compared to the M0 phenotype [121]. 
Notably, GNi genes, such as stc1, cOl22a1, and 
lOXl1, also appear to impede the polarization of M0 
macrophages to the M1 and M2 phenotypes. Moreover, 

Figure 13. exploration of 55 necroptosis-related genes in diverse GBM populations revealed a high-risk subgroup with an immu-
nosuppressive immunophenotype and poor prognosis, which was best described by a 10-gene signature termed the glioblastoma 
necroptosis index (Gni). The Gni signature predicts the immune response to immune checkpoint inhibition therapy in several 
cancers.
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inflammation triggered by necroptosis was associated 
with the activation of anti-cancer immune responses, 
fostering dendritic cells (Dcs) via antigen presentation 
and stimulating t cells, which was also observed in 
our study [118,122,123]. the inflammation-driven 
immune response was associated with the subsequent 
development of an immunosuppressive tMe, as indi-
cated by the enrichment of inflammatory/immune 
pathways, abundance of immune cells, and upregula-
tion of immune checkpoint molecules, as highlighted 
in Figure 13.

individual characterization of GNi oncogenes could 
reflect how each member contributes to the GNi pheno-
type. lysyl oxidase-like 1 (lOXl1) belongs to the lOX 
family of copper-dependent ε-amine lysine oxidases, 
which are involved in elastic fiber synthesis and homeo-
stasis, and are implicated in fibrous disease and cancer 
[124]. in cancer, their role has been identified in the con-
struction of the tumor microenvironment by covalently 
cross-linking collagen and elastin in the extracellular 
matrix (ecM), which was also reflected in our study by its 
positive correlation with the stromal score [125]. lOXl1 
was initially identified as a tumor suppressor [126–128]; 
however, it has been increasingly associated with cancer 
progression, angiogenesis, and therapy resistance [129–
131]. similarly, the interaction between OsMR (expressed 
in fibroblasts) and its cognate ligand, OsM, which is usu-
ally expressed by macrophages, is reported to drive the 
inflammatory environment and tumor growth [132]. the 
outcomes of our study indicate that OsM-OsMR signal-
ing may also operate in the GNi-high subgroup, as OsMR 
was significantly correlated with both stromal and 
immune scores. iGFBP6 has also been reported to play a 
role in fibrosis and chemoresistance in glioblastoma 
through paracrine iGF2/iGF-1R signaling [133,134]. 
stanniocalcin-1 (stc1) has recently been identified as a 
tumor oncogene that is induced by oxidative stress, 
resulting in poor prognosis by downregulating eRK1/2 
signaling [135]. hypoxia-induced stc1 also promotes 
tumor growth and metastasis in ccRcc and breast cancer 
[136,137]. Moreover, fibroblast-derived stc1 restricts the 
differentiation of tumor-associated macrophages in lung 
adenocarcinoma [138]. steaP2 and steaP3 are ferrire-
ductases and cupric reductases that stimulate the cellular 
uptake of both iron and copper; as such, these proteins 
may participate in ferroptosis and cuproptosis, thereby 
initiating these processes upon necroptosis induction 
[139]. alternatively, neutrophil-induced ferroptosis has 
been shown to promote tumor necrosis in glioblastoma 
[140]. hence, further exploration of individual oncogenes 
may unravel various necroptosis-initiating events and 
how necroptosis may affect the induction of other path-
ways contributing to cancer growth.

Non-neoplastic cells constitute a substantial propor-
tion of the GBM microenvironment, including both 
tissue-resident and infiltrative cells [141]. Microglia, a 
tissue-resident cell type, and bone marrow-derived 
macrophages (BMDMs) make up to one-third of the 
tumor mass and greatly contribute to tumor progres-
sion and the immunosuppressive tMe [142,143]. BMDMs 
are recruited specifically by tumor cells regardless of 
irradiation and BBB damage, and remain a distinct pop-
ulation despite acquiring microglial features [144–146]. 
correspondingly, the GNi-high subgroup was enriched 
in M0 macrophages. Glioblastoma-associated macro-
phages (GaMs) and tumor cells play a critical role in the 
development of an immunosuppressive tMe by secret-
ing high levels of anti-inflammatory factors, such as 
il-10, il-4, il-1B, MiF, tGF-β1, and PGe2 [145–148]. 
several of these factors (tGF-β1, il-10, and il-1B) posi-
tively correlated with the fraction of various types of 
immune cells, indicating their role in the overall immu-
nosuppressive tMe. in particular, M0 macrophages, 
which showed a positive correlation with GNi, were 
positively associated with clinically relevant inhibitory 
checkpoint molecules, such as ctla-4, PD-l1, and iDO. 
PD-l1 ligand expression in tumors and GaMs is reported 
to suppress t-cell function and proliferation and may 
influence treg proliferation [105]. interestingly, M0 mac-
rophages and tregs were positively correlated, which 
might explain this effect. iDO receptors expressed by 
M0 macrophages could also induce tregs and suppress 
cD8+ t cells, which showed a strong association with 
iDO2 [100,101,149]. iDO upregulation is associated with 
the worst prognosis, and its genetic ablation in orthot-
opic and transgenic mouse glioma models has led to 
spontaneous rejection of brain tumors [150]. hence, the 
iDO blockade may serve as a potential therapeutic tar-
get in the GNi-high subgroup. cD200R1 upregulation in 
the GNi-high subgroup represents another potential 
inhibitory immune checkpoint worthy of further investi-
gation. although cD200 was significantly higher in the 
GNi-low subgroup, cD200R1 has been shown to oper-
ate regardless of cD200 expression in suppressing the 
anti-tumor response [106]. interestingly, cD200R1 was 
mainly correlated with neutrophils, activated cD4 mem-
ory t cells, and monocytes, and further investigation is 
needed to explore this connection.

several predictive biomarkers of response to 
immune checkpoint blockade have been identified in 
several cancers, including tumor mutation and neoan-
tigen burden, mismatch repair (MMR) deficiency, cD8+ 
t cell infiltration, and PD-ll expression [151]. however, 
their predictive ability for GBM is unclear because of 
the limited number of clinical studies. the tumor 
mutation load (tMl) in glioma is very low compared 
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to that in high tMl malignancies, and only a small 
fraction of GBM patients (3.5%) present with high tMl. 
high tMl in patients exhibits positively associated 
with MMR mutations and a lack of enriched influx of 
cD8+ t cells, PD-1+ t cells, or tumor-expressed PD-l1 
[152]. consistently, GNi showed a negative association 
with tMB and a positive correlation with cD8+ t cell 
density and PD-l1 expression. in contrast to other can-
cers, a higher tMB showed a trend toward better sur-
vival in GBM. all these indicators and the outcome of 
our study suggest that tMB may not be an ideal bio-
marker of icB in gliomas. Newer machine learning 
models to predict icB response have also been devel-
oped, such as tiDe and iPs, which are mainly based 
on the tMe characteristics of melanoma in terms of 
immune cells (anti-cancer and immunosuppressive 
cells) and immune checkpoints [82,83]. these predic-
tion models failed to predict the predictive ability of 
the GNi. Failure was anticipated, as these algorithms 
bank on tMe characteristics of melanoma and 
non-small cell lung cancer, which vary greatly from 
GBM. Nonetheless, the submap algorithm was vali-
dated in our study to predict the response to icB in 
GBM, which indicated a positive response to 
anti-ctla-4 and anti-PD-1 blockade therapy. a promis-
ing response to immunotherapy was observed in the 
GNi-high subgroup. Moreover, the GNi-high subgroup 
was highly resistant to molecular targeted drugs, 
except selumetinib, sch772984 (a highly selective and 
atP-competitive eRK inhibitor), and KU-55933 (atM 
kinase inhibitor). KU-55933 has been demonstrated to 
increase tMZ responsiveness of tMZ-sensitive GBM 
cells and abrogate radioresistance in glioblastoma 
stem-like cells [153,154]. this also suggests that the 
GNi-high subgroup may have demonstrated greater 
resistance to therapy and explains the lack of associa-
tion between GNi and the type of therapy, as most 
patients received both treatments. selumetinib, a 
mitogen-activated protein kinase 1 and 2 (MeK1/2) 
inhibitor, has recently been approved for the treat-
ment of tumors associated with neurofibromatosis, 
and its exploration in GBM is warranted [155]. a ratio-
nale for the use of eRK inhibition (sch772984) in GBM 
treatment has also been developed [156].

Glioblastoma (GBM) is well-known for its immunosup-
pressive tumor microenvironment (tMe) and resistance 
to immune checkpoint blockade (icB) therapies [8–10]. 
Vaccine and virus-based immunotherapies offer promis-
ing alternatives by targeting tumor-associated antigens 
(taas), which enhances specificity for cancerous tissue 
while reducing damage to normal brain tissue [157,158]. 
these therapies are crucial for transforming the ‘cold’ tMe 

into a ‘hot’ tMe, as they can induce lytic cell death in 
tumor cells [159]. Recent research has shown that com-
bining oncolytic viruses with bortezomib, a proteasome 
inhibitor, can trigger apoptosis and necroptosis, leading 
to greater therapeutic efficacy [160]. this suggests that 
necroptosis may be a key mechanism for converting a 
cold tMe into a hot one, as observed in our study. We 
found that patients in the top 30%  of the highest necro-
ptosis index exhibited increased cD8 t cell infiltration 
and enhanced cytolytic activity.

there have few previously published studies on the 
role of necroptosis in the glioma patients using bioinfor-
matic analysis. Wu et  al. identified 614 necroptosis- 
related genes using Genecards (https://www.genecards.
org/) as opposed to our study which only included NRGs 
(n = 55) reported in published medical literature for direct 
involvement in necroptosis [161]. Wan et al.’s study devel-
oped a necroptosis-related risk signature comprising 18 
genes including  the main NRGs, similar to the study of 
Wu, et  al. but our signature highlighted genes differen-
tially expressed between necroptosis-stratified clusters, 
underscoring the functional implications of necroptosis in 
glioblastoma [162]. in contrast, li et  al. extended their 
analysis to various cell death pathways beyond necropto-
sis and did not provide empirical validation [163]. thus, 
our study offers unique insights into necroptosis in GBM 
by detailing its functional implications and providing 
empirical evidence of its role in remodeling the GBM 
tumor microenvironment. Nonetheless, major portion of 
our results were also based on the transcriptomic analy-
sis, which has its own limitations. it doesn’t not account 
for post-translational modifications or protein activity, 
which can be crucial in understanding the functional role 
of genes in cancer progression and treatment response. 
Both RiPK3 and MlKl, known mediators of necroptosis, 
also exhibit necroptosis-independent functions [164,165]. 
specifically, RiPK3 has been linked to pathogen control 
and immune responses during chronic viral infections, 
potentially through dysregulated type 1 interferon signal-
ing [164]. similarly, MlKl, in association with RBM6, reg-
ulates endothelial cell adhesion molecule expression, 
thereby influencing ec-leukocyte interactions indepen-
dent of its necroptosis-executing role [165]. therefore, 
the potential impact of these necroptosis-independent 
functions on our study outcomes cannot be disregarded, 
and caution is needed when interpreting the results. 
Furthermore, our study lacks detailed mechanistic insights 
into how these GNi genes contribute to progression of 
glioblastoma and tMe remodeling. hence, further 
in-depth functional studies are necessary to clarify the 
exact mechanisms by which GNi genes influence GBM 
development and progression.

https://www.genecards.org/
https://www.genecards.org/
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5.  Conclusions

Necroptosis modulation, as evident by the variation in 
the expression of 55 necroptosis-related genes, in glio-
blastoma appears to shape its immune microenviron-
ment and prognosis. the glioblastoma-necroptosis index 
(GNi) developed in this study demonstrated high predic-
tive and prognostic efficiency in GBM and could be a 
useful biomarker. leveraging these insights could poten-
tially guide the development of targeted therapies aimed 
at manipulating the immune response and improving 
clinical outcomes for GBM patients. however, further 
investigations and translational studies are warranted to 
fully harness the potential of the GNi signature and its 
associated immunomodulation for effective GBM treat-
ment strategies.
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