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Abstract 

Nowadays medulloblastoma (MB) tumors can be treated with risk-stratified approaches with up to 80% success rate. 
However, disease relapses occur in approximately 30% of patients and successful salvage treatment strategies at 
relapse remain scarce. Acquired copy number changes or TP53 mutations are known to occur frequently in relapses, 
while methylation profiles usually remain highly similar to those of the matching primary tumors, indicating that in 
general molecular subgrouping does not change during the course of the disease. In the current study, we have used 
RNA sequencing data to analyze the transcriptome profiles of 43 primary-relapse MB pairs in order to identify specific 
molecular features of relapses within various tumor groups. Gene variance analysis between primary and relapse 
samples demonstrated the impact of age in SHH-MB: the changes in gene expression relapse profiles were more 
pronounced in the younger patients (< 10 years old), which were also associated with increased DNA aberrations and 
somatic mutations at relapse probably driving this effect. For Group 3/4 MB transcriptome data analysis uncovered 
clear sets of genes either active or decreased at relapse that are significantly associated with survival, thus could be 
potential predictive markers. In addition, deconvolution analysis of bulk transcriptome data identified progression-
associated differences in cell type enrichment. The proportion of undifferentiated progenitors increased in SHH-MB 
relapses with a concomitant decrease of differentiated neuron-like cells, while in Group 3/4 MB relapses cell cycle 
activity increases and differentiated neuron-like cells proportion decreases as well. Thus, our findings uncovered sig-
nificant transcriptome changes in the molecular signatures of relapsed MB and could be potentially useful for further 
clinical purposes.
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Introduction
During the past decades, progress in the treatment of 
medulloblastoma (MB) has resulted in an increased 
5-years overall survival of up to 80% for standard-risk 
patients [17]. Unfortunately, in 30% of MB patients 
tumors may re-occur with limited options for cura-
tive treatments and survival rates after relapse being 
low, but varying between patients’ groups. Some infants 
with SHH-MB typically have longer post-relapse sur-
vival, while treatment of older children has a low success 
rate despite the integration of multi-modal treatment 
approaches [11, 12]. The location of relapse tumors has 
specific patterns: in approximately 30% of the cases, 
relapses are located in the same region as the original 
tumors, while in another 50% of the cases relapses occur 
distantly and tumors can metastasize to different cen-
tral nervous system regions. In around 20% of the cases, 
tumors relapse both locally and distantly [18, 26]. In gen-
eral, recurrent tumors remain resistant to existing thera-
pies and no optimal established treatment strategies for 
MB relapses exist so far [6, 10].

Since 2016, the WHO has included a classification of 
MB based on molecular profiles. Initially, four consensus 
MB molecular groups were outlined: WNT-MB, SHH-
MB, Group 3 MB and Group 4 MB [25]. In 2021, in the 
5th WHO edition of the classification of CNS tumors, a 
refined molecular classification has been adopted; this 
update includes a split of SHH-MB into four subgroups 
[7] and Group 3/4  MB (also termed as non-SHH/non-
WNT) into eight subgroups, each with distinct genetic 
and clinical characteristics [23]. This molecular classifi-
cation of MB has improved diagnostics risk stratification 
and becomes more integrated as a standard procedure 
for patient inclusion in clinical trials as well as other deci-
sions on treatments [3]. However, an important research 
question remains how various molecular properties of 
the tumors may change upon relapse in order to adjust 
the optimal treatment strategy.

Since understanding such molecular differences of 
relapse tumors is critical in order to develop more effec-
tive therapies, several studies have comparatively inves-
tigated primary and recurrent MB tumors [14, 19]. In 
particular, it has been shown that the main variance in 
genomic changes are the unique additional driver muta-
tions (covering around 41% of relapses) and acquired 
somatic DNA alterations (approximately 53% of relapses) 
occurring in the recurrent MB [16, 27]. At the same time, 
methylation profiles used to distinguish different molecu-
lar MB variants largely remained stable between primary 
and relapse tumors across all MB groups [14, 17, 18, 28].

In this study, we have investigated the transcrip-
tional differences between primary and relapsed MB 

to find progression-associated molecular alterations. 
For this purpose, we analyzed a cohort of primary-
relapse MB sample pairs (n = 43), covering SHH-MB, 
Group 3  MB and 4  MB molecular groups performing 
RNA-sequencing on all of them. Apart from describing 
transcriptional changes between primaries and relapses 
and analyzing differentially expressed genes for each 
of the molecular groups, we have also performed de-
convolution analyses of the RNA sequencing profiles 
using published MB single-cell transcriptome data as a 
reference to see what happens with different cell popu-
lations within a tumor during the course of the disease.

Methods
Patient cohort and tumor molecular characteristics
In this study, 43 primary-relapse pairs of tumors with 
initial diagnosis medulloblastoma (MB), which relapsed 
following upfront therapy were selected from the inter-
national tumor set molecularly analyzed at the German 
Cancer Research Centre (DKFZ, n = 643). The study 
was conducted under the auspices of the local Ethics 
Committees, in compliance with German rules of the 
Health Insurance Portability. Pathological MB diag-
nosis and histological tumor variants were assigned 
according to 2021 WHO criteria [3] and metastatic sta-
tus at diagnosis was determined according to Chang’s 
system. Treatment details and follow-up data were 
available for all patients who were operated on and 
received combined treatments with HIT-based proto-
cols as described [6, 13]. Institutional imaging reports 
were collated and locally reviewed by an experienced 
panel of neuro-oncologists to assess patterns of relapse.

Targeted exome sequencing and methylation data 
were generated and analyzed as described previously 
[13]. Tumor purity was computed from methylation 
profiles using the tool ESTIMATE [29], resulting in a 
mean ~ 90% of tumor content per sample.

All tumors were molecularly classified from the 
methylation data into one of the four consensus” 
MB molecular groups (WNT-MB, SHH-MB, Group 
3 MB, and Group 4 MB) according to the “Heidelberg 
brain tumor classifier; v11b4” (www.​molec​ularn​europ​
athol​ogy.​org). Tumors were also assigned to “second-
generation; v12.5″ subgroups including subgroups 
1–4  for MB-SHH and subgroups I–VIII for Group 3 
and Group 4  MB as described. Copy number profiles 
were generated using the ‘conumee’ R package. Mul-
ticolor interphase fluorescence in  situ hybridization 
(FISH) analysis for  MYC, MYCN, GLI2, CCND2 and 
CDK6 DNA probes was performed for all primary and 
relapsed MB samples as described [14].

http://www.molecularneuropathology.org
http://www.molecularneuropathology.org
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RNA‑sequencing data generation and analysis
RNA was extracted from formalin-fixed and paraffin-
embedded (FFPE) tissue samples and RNA sequenc-
ing was performed on a NextSeq 500 (Illumina) as 
described [22]. The reads were aligned to hg19 reference 
using STAR version 2.5.2b and for each sample [4], gene 
expression was quantified by the feature counts module 
of the Subread package version 1.4.6 using Gencode ver-
sion 19 annotations with considering uniquely mapped 
reads only [15]. Afterwards, gene expression counts were 
adjusted with log2 RPKM expression normalization.

Target gene expression submatrix was derived from 
the top 500 most highly variable genes in the selected 
cohort. Euclidian distance between primary and relapse 
cases was computed either within the combined top 3 
principal components and further used as variance meas-
ure value. Statistical evidence in difference of variance 
between selected groups of primary-relapse pairs (e.g. 
local and metastasis) was measured with T-test. Differen-
tial gene expression analysis between primary and relapse 
cases was performed using limma R package (adjusted 
p-value < 0.05) with patient pair assignment for batch 
effect adjustment [21]. Gene ontology was estimated via 
ClueGO Cytoscape plugin [1].

Deconvolution analysis was performed with CIBER-
SORTx tool based on 10X protocol adjusted settings [24] 
using the raw gene expression count matrices of the bulk 
dataset and of the corresponding MB single-cell RNA-
seq dataset [20] as the reference to impute the fractions 
of the single cell populations. We applied S-mode (sin-
gle cell mode) batch correction to minimize the techni-
cal effects given by the different platforms from which 
signature (reference) and mixture (bulk) matrices have 
been generated. We set the number of permutations for 
statistical analysis to 100. Statistical evidence of a relative 
difference in cell types proportions between primary and 
relapse samples was measured with T-test.

In order to verify the deconvolution results, gene set 
variance analysis (GSVA) [9] was performed on mean 
gene expression values computed from RPKM matrices 
for primary and relapse target group sample cohorts.

Statistics
Chi-squared and Fisher’s exact tests were used to assess 
associations between clinical and molecular features 
were performed on the international MB DKFZ RNA-seq 
cohort (n = 643) and external Cavalli et al. [2] Affymetrix 
cohort (n = 377). The log-rank test was used in uni-vari-
able analyses to assess the time from relapse to death (for 
tumors with relapses), and overall survival (for the entire 
cohort), and the Kaplan–Meier method was used to visu-
alize results.

Survival analyses based on the expression of single 
genes or multiple genes were performed with special 
algorithms using a Bonferroni correction for multiple 
testing. For multivariate analysis, Cox proportional haz-
ards regression models were used and estimated hazard 
ratios are provided with 95% confidence intervals. The 
result plots were created with R2: Genomics Analysis and 
Visualization Platform.

Availability of data and materials
The dataset generated and analyzed dur-
ing the current study (normalized gene expres-
sion counts matrix) is available in the R2 
platform (http://​r2.​amc.​nl) with the name “Tumor 
Medulloblastoma—Korshunov—86—rpkm—mbffpe”.

Results
Clinical‑molecular characteristics of primary‑relapse 
medulloblastoma cohort
Forty-three primary and relapse tumor samples identified 
via DNA methylation profiling as MB were selected for 
the investigation of their paired transcriptome profiles. 
The cohort included 24 SHH-MB, 5 Group 3 MB and 14 
Group 4 MB pairs (Fig.  1a, Additional File 2: Table S1). 
WNT-MB was excluded from this study due to the low 
number of primary-relapse sample transcriptome pro-
files (n = 1) available in our DKFZ cohort.

Evaluation of the radiological images (see “Meth-
ods” Section, Additional File 2: Table S1) identified ana-
tomic patterns of relapsed MB as follows: (1) isolated 
local relapses (12/43 [28%] MB; SHH-MB/Group 3 MB/
Group 4  MB distribution 12/0/0; mean age—17  years; 
male/female ratio 57%/43%; M2-3 at diagnosis—10%; 
median PFS—64 months); (2) distant/metastatic relapses 
(15/43 [35%] MB; SHH-MB/Group 3  MB/Group 4  MB 
distribution 4/4/7; mean age—17  years; male/female 
ratio 70/30%; M2-3 at diagnosis—30%; median PFS—
30  months) and (3) combined local/distant relapses 
(16/43 [37%] MB; SHH-MB/Group 3  MB/Group 4  MB 
distribution 8/2/6; mean age—13  years; male/female 
ratio 70%/30%; M2-3 at diagnosis—40%; median PFS—
30  months). Histopathological evaluation revealed that 
32/73% MB pairs had consistent tumor histology at pri-
mary diagnosis and at relapse (among them—10 classic 
MB; 11 desmoplastic/nodular MB (DNMB), and 11 large-
cell/anaplastic MB (LCA)), while 12/27% MB primaries 
disclosed histological diversity at the relapse when 3/13 
classic MB (23%) and 9/20 DNMB (45%) were diagnosed 
as LCA at relapse. There was no preponderance of ana-
tomic relapse patterns for tumors with and without his-
tological divergence.

Medulloblastoma molecular groups and subgroups 
were conserved at relapse in 41 (95%) cases and only two 

http://r2.amc.nl
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Group 4  MB primary tumors demonstrated a switch to 
Group 3  MB at relapse, confirming a rarity of progres-
sion-associated MB group change that was observed 
previously in ~ 5% of Group 3/4 MB recurrences [14]. In 
these two samples, second-generation subgroups also 
switched from VII to V in one pair and from VIII to V in 
another one, respectively.

Somatic changes were identified in MB relapses with 
targeted exome sequencing and DNA methylation profil-
ing (see “Methods” Section; Additional File 2: Table S1). 
Thus, 3 relapsed MB (7%) demonstrated variance in 
driver mutations whereas 20 cases (43%) disclosed dif-
ferences in copy number changes. For example, TP53 
somatic mutations were identified as relapse-specific in 
two infant SHH TP53-wt tumors (both harboring PTCH1 
germline mutations). Relapse-specific amplification of 
MYCN was identified from methylation and FISH data 
(see Methods) in one SHH-MB and one Group 4  MB, 
similarly one SHH-MB case demonstrated GLI2 ampli-
fication only at relapse. Additional chromosomal gains 

and losses were identified specifically at relapse in 13/24 
SHH-MB (55%), 1/5 Group 3 MB (20%) and 8/14 Group 
4  MB (55%). Notably, prototypic chromosomal events 
such as 9q loss in SHH-MB and isochromosome 17q in 
Group 3 and Group 4 MB were conserved between diag-
nosis of primary and relapse in all affected cases.

After the concordance between primary and relapse 
RNA-sequencing profiles was verified based on the fin-
gerprint SNV match (Additional File 1: Fig. S1a), we 
focused on the transcriptome variance analysis between 
primary and relapsed tumors. The gene expression data 
clearly demonstrated group specificity from unsuper-
vised Principal Component (PC) analysis (Fig.  1b). The 
variance between primary and relapse cases was meas-
ured as Euclidian distance between top PC components 
(Fig.  1c), which revealed that this effect is quite strong, 
especially in Groups 3 and 4 MB. Notably, the PC vari-
ance in methylation data appeared to be much lower 
in these MB groups in comparison to gene expression 

Fig. 1  a Annotation onco-plot describing patient histological and molecular characteristics for target primary-relapse tumor pairs with available 
RNA sequencing data (n = 43). The following abbreviations were used: SHH_INF—infant SHH, CH_AD—child–adult SHH, DNMB—desmoplastic/
nodular, LCA—large cell/anaplastic, PFS—progression-free survival, CNV—copy number variants. b Principal component analysis of full MB gene 
expression primary-relapse dataset based on the top 500 most highly variable genes. Tumor profiles from the same patient connected via dot lines, 
target component variance percentage (VP) is shown in axis labels. c Boxplot demonstrating the transcriptome variance between primary and 
relapse tumors among MB groups (SHH-MB—24, Group 3 MB—5, Group 4 MB—14 cases)
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(Additional File 1: Fig. S1b, c), probably driven by strong 
stability of this epigenetic effect [5].

SHH‑MB tumors demonstrate strong changes in relapse 
transcriptome profiles at young age
As a next step, we focused on a more precise investiga-
tion of molecular groups starting from SHH-MB. The 
variance remained quite stable from the PC inspection 

within the SHH-MB cohort confirming its’ group-spec-
ificity (Fig.  2a). Interestingly, an evident negative cor-
relation (p-value = 0.044) was identified between the 
variance of expression profiles and the age of patients 
(Fig.  2b). From further detailed inspection, we found 
that the transcriptome variances were also significantly 
higher for tumors with new CNVs (n = 11) as compared 
to those without them (n = 13) (Fig.  2c). Notably, CNV 

Fig. 2  a Principal component analysis of SHH-MB gene expression primary-relapse dataset based on the top 500 most highly variable genes. 
Primary and relapse tumor profiles from the same patient connected via dot lines, target component variance percentage (VP) is shown in 
axis labels. b Association of transcriptome variance between primary and relapse SHH-MB with age of the patients. c Boxplot demonstrating 
the transcriptome variance between primary and relapse tumors among SHH-MB with (n = 11) and without (n = 13) novel CNVs. d Copy 
number profiles derived from methylation data of primary (top) and relapse (bottom) tumors from the same SHH-MB infant patient. e Boxplot 
demonstrating the transcriptome variance between primary and relapse MB SHH among relapse types (local: 12, metastatic: 4, combined: 8 cases)
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profiles occurring in relapsed SHH-MB in younger than 
10 years (n = 8) demonstrate clear differences from their 
predominantly balanced primaries (Additional File 1: Fig. 
S2a) with frequent involvement of the TP53 locus at 17p 
(Fig.  2d). In contrast, in SHH-MB older than 10  years 
(n = 16), CNV profiles typically remain stable at relapse 
(Additional File 1: Fig. S2b). We also identified that 
primary-relapse expression variance was significantly 
higher for combined relapses (n = 8) as compared to local 
(n = 12) and distant (n = 4) relapses of SHH-MB (Fig. 2e).

Further, we analyzed if there were evident differentially 
expressed genes (DEGs) between primary and relapse in 
SHH-MB. The batch-effect adjusted analysis resulted in 
484 genes whose expression was highly active in relapses 
and 184 genes whose expression was significantly lower 
in relapses (Additional File 2: Table  S2). Gene ontology 
(GO) analysis demonstrated that genes over-expressed 
in relapsed SHH-MB were associated with molecular 
processes such as N-Glycan biosynthesis, ECM-receptor 
interaction, and ribosome biogenesis pathways, while 
genes under-represented in relapses were connected to 
MAPK, HIF1 and neurotrophin signaling (Additional File 
2: Table S3).

Next, we analyzed the clinical relevance for top DEGs 
overexpressed in primary (top 20) and relapsed tumors 
(top 20) within two extended cohorts of primary SHH-
MB included in international tumor sets (see Methods): 
relapsed (n = 98) and entire (n = 188) (Additional File 1: 
Fig. S2c). However, univariate survival analysis disclosed 
no associations of expression of any of these DEGs with 
clinical outcomes for both these SHH-MB cohorts. We 
also inspected if there are any effects associated with 
the age by separately calling DEGs for infant and older 
patient groups, but no associations to clinical outcomes 
were found.

Novel potential gene markers identified for relapse 
of group 3/4
We further performed a similar analysis of primary and 
relapse transcriptome profile differences for Groups 3 
and 4 MB, merged as non-SHH/non-WNT MB, termed 
further as Group 3/4 MB cohort (Fig. 3a). In contrast to 
SHH-MB, these tumor variants disclosed no clear tran-
scriptome variances associated with the patients’ age 
(Fig. 3b) or tumor relapse patterns of metastatic (n = 11) 
versus combined (n = 8) (Fig. 3c).

Even though some acquired CNV changes were 
observed in metastatic Group 3/4 MB relapses, the DNA 
profiles remained mostly stable for primary-relapse pairs 
(Additional File 1: Fig. S3a, b). In addition, the variance 
between primary and relapse transcriptome profiles 
remained quite stable in this context too, and was not 
associated with novel CNVs (Additional File 1: Fig. S3c).

Afterwards, we focused on the differences between 
primary and relapse profiles by identification of DEGs 
(Additional File 2: Table S4). The total amount of Group 
3/4 MB DEGs (n = 585 higher expressed, n = 1526 lower 
expressed at relapse) was approximately three times 
higher in comparison to SHH-MB and more possi-
ble GO associations were identified for these gene sets 
(Additional File 2: Table  S5). The genes overexpressed 
in relapsed Group 3/4 MB were found to be involved in 
several molecular pathways, including cell cycle activa-
tion, phagosome biogenesis, focal adhesion, and others. 
In contrast, genes low expressed in relapsed tumors were 
contributing to protein digestion, retinol metabolism, 
and chemical carcinogenesis.

Next, we analyzed the clinical relevance for top DEG 
overexpressed in primary (top 20) and relapsed (top 20) 
tumors within two extended cohorts of primary Group 
3/4 MB included in international tumor sets (see Meth-
ods): relapsed (n = 196) and entire (n = 435) (Fig.  3d). 
The univariate survival analysis showed that high levels 
of several top evident genes overexpressed in relapsed 
tumors such as PDIA6 (Figs. 3e, 4a, b), MRPL32 (Addi-
tional File 1: Fig. S4c, d) or FKBP9 (Additional File 1: Fig. 
S4c, d) were associated with unfavorable PFS and OS 
in both relapsed and the entire Group 3/4  MB cohorts. 
In contrast, high expression of top genes down-regu-
lated in relapsed Group 3/4  MB such as SNORD115-23 
(Figs. 3f, 4c, d), TMEM261P1 (Additional File 1: Fig. S4e, 
f ) or RIT2 (Additional File 1: Fig. S4g, h) were associated 
closely with favorable outcomes for two these cohorts of 
Group 3/4 MB. Moreover, these results were confirmed 
from analysis of the external MB transcriptome data-
set [2], where the same survival patterns were observed 
in the entire Group 3/4 MB cohort (n = 377) for PDIA6 
(Additional File 1: Fig. S5a), FKBP9 (Additional File 1: 
Fig. S5b), SNORD115-23 (Additional File 1: Fig. S5c) and 
RIT2 (Additional File 1: Fig. S5d) genes.

In addition, performing differential gene expression 
analysis on Group 3  MB and Group 4  MB primary-
relapse cohorts separately verified the marked genes 
independently, even though less statistical evidence was 
observed for Group 3 MB, probably due lower number of 
primary-relapse pairs in this cohort (n = 5).

Finally, we performed multigene survival analysis in 
relapsed Group 3/4  MB cohort (see Methods) focusing 
on top 20 genes differentially expressed between primary 
and relapsed tumors respectively (Fig. 3d). Thus, we iden-
tified that 9 genes overexpressed in relapses were signifi-
cantly associated with unfavorable OS in relapsed cohort 
whereas 10 genes specific for primary Group 3/4  MB 
were associated with favorable outcomes. We combined 
these clinically relevant genes in two metagene cohorts—
unfavorable and favorable respectively which, in turn, 
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were correlated closely with OS of relapsed Group 
3/4 MB (Additional File 1: Fig. S5 e, f ).

Cox regression analysis combining clinical and 
molecular variables in Group 3/4 MB revealed an inde-
pendent prognostic significance of outlined unfavorable 

metagene set together with advanced M stages and 
MYC amplification (Additional File 2: Table S6). Inter-
estingly, molecular MB groups did not reach an inde-
pendent level in this multivariate model.

Fig. 3  a Principal component analysis of Group 3/4 MB gene expression primary-relapse dataset based on top 500 most highly variable genes, 
target component variance percentage (VP) is shown in axis labels. Primary and relapse tumor profiles from the same patient are connected via 
dot lines. b Association of transcriptome variance between primary and relapse Group 3/4 MB with age of the patients. c Boxplot demonstrating 
the transcriptome variance between primary and relapse Group 3/4 MB among relapse patterns (metastases: 11, combined: 9 cases). d Heatmap 
of top most confident genes differentially expressed between primary and relapse Group 3/4 MB, either down-regulated (first block, n = 20) 
or up-regulated (second block, n = 20) in relapses respectively. e, f Boxplots of differentially expressed genes either up-regulated (e, PDIA6) or 
down-regulated (f, SNORD115-23) in Group 3/4 MB relapses vs primaries
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Fig. 4  a, b Kaplan–Meyer overall survival probability curves for cases from DKFZ RNA-seq dataset with high and low expression of PDIA6 in entire 
(a) and relapsed (b) Group 3/4 MB cohorts disclosed unfavorable OS for tumors with elevated gene expression (log rank; p < 0.01). c, d Kaplan–
Meyer survival probability curves for cases with high and low expression of SNORD115-23 in entire (c) and relapsed (d) Group 3/4 MB cohorts 
disclosed unfavorable OS for tumors with low levels of gene expression (log rank; p < 0.01). For relapsed cohort (b,d) survival time was calculated 
from re-operation to the last event
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Deconvolution of bulk profiles uncovers functional 
structure variances between primary and relapse tumors
Single-cell sequencing techniques allow to understand 
the tumor cell composition and available single-cell pro-
files can serve as a reference control for analysis of bulk 
transcriptome profiles with deconvolution. To inte-
grate this technique, we used as the reference a recently 
published single-cell profile dataset from MB [20] with 
detailed annotation of cell composition within them. In 
particular, the MB tumor cell types were distinguished 
into three main groups with each of them split into two 
subtypes: (A1; A2) cell cycle activity enriched, (B1; B2) 
undifferentiated progenitors and (C1; C2) differentiated 
neuronal-like cells. Application of the CIBERSORTx 
deconvolution software tool (see “Methods” section) to 
bulk primary and relapse transcriptome profiles demon-
strated the enrichment of each cell group and subtype in 
a tumor at diagnosis and relapse respectively (Fig.  5a). 
We then analyzed group-specific differences in these 
compositions between primary and relapse cases. Groups 
3 and 4  MB were processed separately since the refer-
ence single-cell gene profiles were provided in this format 
[20]. SHH-MB did not show any evident differences in 

cell cycle subtypes between primary and relapse samples 
(Additional File 1: Fig. S6a). However, the proportion of 
the undifferentiating progenitors appeared to be clearly 
increased (Fig.  5b; T-test p-value: 0.01), while formed 
differentiated neuron-like population decreased (Fig. 5c; 
T-test p-value: 0.004) in SHH-MB relapses. Notably, 
this effect was more evident in adult SHH-MB relapses 
(Additional File 1: Fig. S6b; T-test p-values: 0.01 in adults, 
0.17 in infants).

The increased proportion of activated progenitors 
in SHH-MB relapses was in concordance with the GO 
enrichment of N-Glycan biosynthesis and ribosomal bio-
genesis processes, that were identified in relapse-associ-
ated DEG sets (Additional File 2: Table S3). Moreover, the 
effect was also inspected using gene set variance analysis 
(GSVA) procedure: the enrichment patterns of the cor-
responding MB SHH cell types in primary-relapse bulk 
profiles fully reflected the deconvolution results (Addi-
tional File 1: Fig. S5c).

In MB Group 4 the deconvolution was showing 
approximately a 1.5 times increase in cell cycle activity 
proportion subtype in relapses (Fig.  5d; T-test p-value 
0.05), as was also confirmed by GO analysis (Additional 

Fig. 5  a Barplot demonstrating predicted relative proportions of MB cell types in bulk primary and relapse tumor gene expression profiles. 
Thick black lines delimitated each primary-relapse pair. b, c Boxplots of difference between MB SHH primary and relapse tumors in proportions 
of undifferentiated progenitors B1 (b) and differentiated neuron-like cells C1 (c). d, e Boxplots of difference between MB G4 primary and relapse 
tumors in proportions of cell cycle enriched A1 (d) and differentiated neuron-like cells C1 (e)
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File 2: Table  S5). Respectively, the proportion of differ-
entiated neuronal-like cells in the relapses vise-a-verse 
decreased (Fig.  5d; T-test p-value: 0.01), while undiffer-
entiating progenitors did not demonstrate any evident 
changes between primary and relapse tumors (Additional 
File 1: Fig. S6d; T-test p-value: 0.34). In Group 3 MB the 
increase of cell cycle and loss of differentiated neuronal 
cell proportions were reflecting patterns similar to Group 
4  MB (Additional File 1: Fig. S6e–g), however, the sta-
tistical evidence of the difference between primary and 
relapse proportion results did not pass filtering limits 
(p-value < 0.05), most likely due to low amount of input 
sample pairs (n = 5). Nevertheless, the results were also 
verified via GSVA applied for Group 4 cell type markers 
in primary-relapse bulk profiles (Additional File 1: Fig. 
S5h).

Discussion
Even though the molecular profiles of recurrent MB 
cases were already studied precisely on the genomic and 
DNA methylation level [14, 19], the transcriptome inves-
tigations performed in this study uncovered some novel 
relapse-associated molecular events thus opening up 
new ways in our understanding of the biology of post-
treatment MB progression. We identified transcriptome 
differences between primary and relapsed MB as well as 
specific genes that were associated with clinical variables 
(Fig. 4, Additional File 1: Figs. S4, S5), therefore may be 
considered as possible diagnostic targets.

For SHH-MB, the age was the main pattern correlated 
negatively with variance between primary and relapse 
gene expression profiles, which, in turn, was associ-
ated with novel genomic changes. In particular, most of 
the younger SHH-MB in our cohort were manifested as 
early combined relapses accompanied by numerous pro-
gression-associated CNVs and maximal transcriptome 
variability between primary and recurrent tumors. Most 
of these combined relapses harbored  acquired 17p loss 
(accompanied by new TP53 mutation in a few cases) thus 
suggesting bi-allelic gene inactivation with further accu-
mulation of genomic changes.

In turn, SHH-MB from older patients (especially 
adults) manifested typically as late isolated local recur-
rences with infrequent novel CNVs and lower levels of 
transcriptome variability between primaries and relapses. 
Perhaps, variability in HIT treatment protocols applied 
for infant (intense chemotherapy [CHT] without crani-
ospinal irradiation [CSI]) and adult (CSI and mainte-
nance CHT) SHH-MB patients could have an impact on 
the progression-associated genome and transcriptome 

changes in this tumor group. However, the DEGs iden-
tified between primary and relapse SHH-MB were age-
independent and not associated with patients’ clinical 
outcomes. It could be explained by well-established age-
specific molecular properties of SHH-MB that keep it 
close to tumor development and progression [7]. Never-
theless, deconvolution of bulk RNA disclosed the tangi-
ble differences in cell composition between primary and 
relapse: the number of cell progenitors increased in the 
relapses, especially in adult SHH-MB.

In non-WNT/non-SHH MB (Group 3/4  MB) tumor 
recurrences were either distant or combined, all these 
patients were treated in the same way (CSI and main-
tenance CHT) and that could equalize posttreatment 
biological effects. Transcriptome differences were 
not associated with patients’ age, relapse pattern or 
acquired CNVs and were similar for Group 3 and 4 MB. 
However, sets of clinically relevant DEGs were identi-
fied and genes comparatively overexpressed within pri-
mary tumors were associated with favorable outcomes. 
Moreover, expression of most of these genes was sig-
nificantly higher in non-recurrent Group 3/4  MB as 
compared to relapse. Therefore, low expression levels of 
these genes detected in primary Group 3/4  MB could 
be considered predictors of possible tumor recurrence 
thus suggesting an intensification of primary therapy 
upfront. In contrast, a set of genes overexpressed in 
Group 3/4 MB relapsed samples was associated closely 
with shortened patients’ OS after re-operation. These 
genes were clearly associated with cell cycle signaling 
pathways, in line with the data of deconvolution analy-
sis, which demonstrated an increase of the “cell cycle” 
subtype in Group 3/4  MB relapses. Potentially these 
genes (or metagene sets) could be mostly used as prog-
nosticators of relapsed Group 3/4  MB outcomes and/
or as possible molecular targets for treatment-resistant 
recurrences, especially considering that the predictive 
effect was confirmed from two independent cohorts.

We could suggest that the progression-associated dif-
ferences in transcriptome profiles and cell composition 
identified between primary and relapse MB might be 
related either to dormant small cell populations in pri-
mary tumors, clonally selected during treatment, or to 
mutagenic alterations acquired due to tumor progres-
sion under the pressure of intense radio-chemotherapy, 
but it remains unclear what is the main driving event. 
Important future research direction that could help 
to answer these questions is the single cell techniques 
application on paired primary and relapse MB tumors 
or their models, as it has been already started [8, 30], 
but requires further data extensions and experimental 
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validations. Our results obtained from the analysis of 
paired MB bulk transcriptome profiles could serve as a 
useful source for the further studies focused on selec-
tion of potential prognostic markers and molecular tar-
get genes in this research area.

Supplementary Information
The online version contains supplementary material available at https://​doi.​
org/​10.​1186/​s40478-​023-​01504-1.

Additional file 1. Supplementary Figures. The Word document file 
contains supplementary figures and their legends.

Additional file 2. Supplementary Tables. Table S1: Detailed annota-
tion of target tumors cohort. Table S2: List of DEGs between primary and 
relapse cases in MB SHH filtered on min adj. p-value 0.05. Table S3: GO 
analysis of DEGs between MB SHH primary and relapse cases with a focus 
on KEGG annotation. Table S4: List of DEGs between primary and relapse 
cases in MB G3/4 filtered on min adj. p-value 0.05. Table S5: GO analysis of 
DEGs between MB G3/4 primary and relapse cases with a focus on KEGG 
annotation. Table S6: Results of multivariate analysis of OS for relapsed set 
Group 3/4 MB (n = 196).

Author contributions
KO, AF and AK initiated  the study, prepared the manuscript and figures. KO, 
AF, DS, JK and AK performed the data analysis and visualization.  PS, FS, DTWJ, 
AD, SMP and MK contributed to the study design and results interpretation. All 
authors read and approved the final manuscript.

Funding
Open Access funding enabled and organized by Projekt DEAL.

Declarations

Competing interests
The authors have no competing interests.

Author details
1 Hopp Children’s Cancer Center Heidelberg (KiTZ), Heidelberg, Germany. 
2 Division of Pediatric Neuro‑Oncology, German Cancer Research Center 
(DKFZ), German Cancer Consortium (DKTK), Heidelberg, Germany. 3 Clinical 
Cooperation Unit Neuropathology, German Cancer Research Center (DKFZ), 
German Cancer Consortium (DKTK), Heidelberg, Germany. 4 Department 
of Neuropathology, Heidelberg University Hospital, Heidelberg, Germany. 
5 Center for Experimental and Molecular Medicine, Amsterdam University 
Medical Centers, University of Amsterdam and Cancer Center Amsterdam, 
Amsterdam, The Netherlands. 6 Division of Pediatric Glioma Research, German 
Cancer Research Center (DKFZ), Heidelberg, Germany. 7 Department of Pedi-
atric Hematology and Oncology, Heidelberg University Hospital, Heidelberg, 
Germany. 8 Princess Máxima Center for Pediatric Oncology, 3584 CS Utrecht, 
The Netherlands. 

Received: 25 November 2022   Accepted: 27 December 2022

References
	1.	 Bindea G, Mlecnik B, Hackl H, Charoentong P, Tosolini M, Kirilovsky A, 

Fridman W-H, Pagès F, Trajanoski Z, Galon J (2009) ClueGO: a Cytoscape 
plug-in to decipher functionally grouped gene ontology and pathway 
annotation networks. Bioinformatics 25:1091–1093

	2.	 Cavalli FM, Remke M, Rampasek L, Peacock J, Shih DJ, Luu B, Garzia L, 
Torchia J, Nor C, Morrissy AS (2017) Intertumoral heterogeneity within 
medulloblastoma subgroups. Cancer Cell 31(737–754):e736

	3.	 Cotter JA, Hawkins C (2022) Medulloblastoma: WHO 2021 and Beyond. 
Pediatr Dev Pathol 25:23–33

	4.	 Dobin A, Gingeras TR (2016) Optimizing RNA-Seq mapping with STAR. 
Data mining techniques for the life sciences. Springer, pp 245–262

	5.	 Dor Y, Cedar H (2018) Principles of DNA methylation and their implica-
tions for biology and medicine. The Lancet 392:777–786

	6.	 Gajjar A, Mulhern RK, Heideman RL, Sanford RA, Douglass EC, Kovnar EH, 
Langston JA, Jenkins JJ, Kun LE (1994) Medulloblastoma in very young 
children: outcome of definitive craniospinal irradiation following incom-
plete response to chemotherapy. J Clin Oncol 12:1212–1216

	7.	 Garcia-Lopez J, Kumar R, Smith KS, Northcott PA (2021) Deconstructing 
sonic hedgehog medulloblastoma: molecular subtypes, drivers, and 
beyond. Trends Genet 37:235–250

	8.	 Guo D, Wang Y, Cheng Y, Liao S, Hu J, Du F, Xu G, Liu Y, Cai KQ, Cheung M 
(2021) Tumor cells generate astrocyte-like cells that contribute to SHH-
driven medulloblastoma relapse. J Exp Med 218:e20202350

	9.	 Hänzelmann S, Castelo R, Guinney J (2013) GSVA: gene set variation 
analysis for microarray and RNA-seq data. BMC Bioinform 14:1–15

	10.	 Hill RM, Plasschaert SL, Timmermann B, Dufour C, Aquilina K, Avula S, 
Donovan L, Lequin M, Pietsch T, Thomale U (2021) Relapsed medullo-
blastoma in pre-irradiated patients: current practice for diagnostics and 
treatment. Cancers 14:126

	11.	 Hill RM, Richardson S, Schwalbe EC, Hicks D, Lindsey JC, Crosier S, 
Rafiee G, Grabovska Y, Wharton SB, Jacques TS (2020) Time, pattern, and 
outcome of medulloblastoma relapse and their association with tumour 
biology at diagnosis and therapy: a multicentre cohort study. Lancet 
Child Adolescent Health 4:865–874

	12.	 Johnston DL, Keene D, Strother D, Taneva M, Lafay-Cousin L, Fryer C, 
Scheinemann K, Carret A-S, Fleming A, Afzal S (2018) Survival following 
tumor recurrence in children with medulloblastoma. J Pediatr Hematol 
Oncol 40:e159–e163

	13.	 Korshunov A, Sahm F, Okonechnikov K, Ryzhova M, Stichel D, Schrimpf D, 
Casalini B, Sievers P, Meyer J, Zheludkova O (2019) Desmoplastic/nodu-
lar medulloblastomas (DNMB) and medulloblastomas with extensive 
nodularity (MBEN) disclose similar epigenetic signatures but different 
transcriptional profiles. Acta Neuropathol 137:1003–1015

	14.	 Kumar R, Smith KS, Deng M, Terhune C, Robinson GW, Orr BA, Liu AP, Lin 
T, Billups CA, Chintagumpala M (2021) Clinical outcomes and patient-
matched molecular composition of relapsed medulloblastoma. J Clin 
Oncol 39:807

	15.	 Liao Y, Smyth GK, Shi W (2014) featureCounts: an efficient general 
purpose program for assigning sequence reads to genomic features. 
Bioinformatics 30:923–930

	16.	 Morrissy AS, Garzia L, Shih DJ, Zuyderduyn S, Huang X, Skowron P, Remke 
M, Cavalli FM, Ramaswamy V, Lindsay PE (2016) Divergent clonal selection 
dominates medulloblastoma at recurrence. Nature 529:351–357

	17.	 Ramaswamy V, Remke M, Bouffet E, Bailey S, Clifford SC, Doz F, Kool M, 
Dufour C, Vassal G, Milde T (2016) Risk stratification of childhood medullo-
blastoma in the molecular era: the current consensus. Acta Neuropathol 
131:821–831

	18.	 Ramaswamy V, Remke M, Bouffet E, Faria CC, Perreault S, Cho Y-J, Shih DJ, 
Luu B, Dubuc AM, Northcott PA (2013) Recurrence patterns across medul-
loblastoma subgroups: an integrated clinical and molecular analysis. 
Lancet Oncol 14:1200–1207

	19.	 Richardson S, Hill RM, Kui C, Lindsey JC, Grabovksa Y, Keeling C, Pease 
L, Bashton M, Crosier S, Vinci M (2022) Emergence and maintenance of 
actionable genetic drivers at medulloblastoma relapse. Neuro Oncol 
24:153–165

	20.	 Riemondy KA, Venkataraman S, Willard N, Nellan A, Sanford B, Griesinger 
AM, Amani V, Mitra S, Hankinson TC, Handler MH (2022) Neoplastic and 
immune single-cell transcriptomics define subgroup-specific intra-
tumoral heterogeneity of childhood medulloblastoma. Neuro Oncol 
24:273–286

	21.	 Ritchie ME, Phipson B, Wu D, Hu Y, Law CW, Shi W, Smyth GK (2015) limma 
powers differential expression analyses for RNA-sequencing and microar-
ray studies. Nucleic Acids Res 43:e47–e47

	22.	 Sahm F, Schrimpf D, Stichel D, Jones DT, Hielscher T, Schefzyk S, Okonech-
nikov K, Koelsche C, Reuss DE, Capper D (2017) DNA methylation-based 

https://doi.org/10.1186/s40478-023-01504-1
https://doi.org/10.1186/s40478-023-01504-1


Page 12 of 12Okonechnikov et al. Acta Neuropathologica Communications            (2023) 11:7 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

classification and grading system for meningioma: a multicentre, retro-
spective analysis. Lancet Oncol 18:682–694

	23.	 Sharma T, Schwalbe EC, Williamson D, Sill M, Hovestadt V, Mynarek M, 
Rutkowski S, Robinson GW, Gajjar A, Cavalli F (2019) Second-generation 
molecular subgrouping of medulloblastoma: an international meta-anal-
ysis of Group 3 and Group 4 subtypes. Acta Neuropathol 138:309–326

	24.	 Steen CB, Liu CL, Alizadeh AA, Newman AM (2020) Profiling cell type 
abundance and expression in bulk tissues with CIBERSORTx. Stem Cell 
Transcriptional Networks. Springer, City, pp 135–157

	25.	 Taylor MD, Northcott PA, Korshunov A, Remke M, Cho Y-J, Clifford SC, 
Eberhart CG, Parsons DW, Rutkowski S, Gajjar A (2012) Molecular sub-
groups of medulloblastoma: the current consensus. Acta Neuropathol 
123:465–472

	26.	 Van Ommeren R, Garzia L, Holgado BL, Ramaswamy V, Taylor MD (2020) 
The molecular biology of medulloblastoma metastasis. Brain Pathol 
30:691–702

	27.	 Wang X, Dubuc AM, Ramaswamy V, Mack S, Gendoo D, Remke M, Wu 
X, Garzia L, Luu B, Cavalli F (2015) Medulloblastoma subgroups remain 
stable across primary and metastatic compartments. Acta Neuropathol 
129:449–457

	28.	 Wu X, Northcott PA, Dubuc A, Dupuy AJ, Shih DJ, Witt H, Croul S, Bouffet 
E, Fults DW, Eberhart CG (2012) Clonal selection drives genetic diver-
gence of metastatic medulloblastoma. Nature 482:529–533

	29.	 Yoshihara K, Shahmoradgoli M, Martínez E, Vegesna R, Kim H, Torres-
Garcia W, Treviño V, Shen H, Laird PW, Levine DA (2013) Inferring tumour 
purity and stromal and immune cell admixture from expression data. Nat 
Commun 4:1–11

	30.	 Zhang L, He X, Liu X, Zhang F, Huang LF, Potter AS, Xu L, Zhou W, Zheng 
T, Luo Z (2019) Single-cell transcriptomics in medulloblastoma reveals 
tumor-initiating progenitors and oncogenic cascades during tumorigen-
esis and relapse. Cancer Cell 36(302–318):e307

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Comparison of transcriptome profiles between medulloblastoma primary and recurrent tumors uncovers novel variance effects in relapses
	Abstract 
	Introduction
	Methods
	Patient cohort and tumor molecular characteristics
	RNA-sequencing data generation and analysis
	Statistics
	Availability of data and materials

	Results
	Clinical-molecular characteristics of primary-relapse medulloblastoma cohort
	SHH-MB tumors demonstrate strong changes in relapse transcriptome profiles at young age
	Novel potential gene markers identified for relapse of group 34
	Deconvolution of bulk profiles uncovers functional structure variances between primary and relapse tumors

	Discussion
	References


