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Abstract: This study aimed to identify the prognostic subgroups of stage 4 high-risk neuroblastoma
based on metastatic burden and explore their distinct clinical and genomic features. Patients
aged >18 months with stage 4 and metaiodobenzylguanidine-avid neuroblastoma were enrolled.
One hundred and thirty eligible patients were treated under the tandem high-dose chemotherapy
scheme. Prognostic significance of metastatic burden measured by the modified Curie score
was analyzed using a competing risk approach, and the optimal cut-point was determined.
Metastasis-specific subgroups (cut-point: 26) were compared using clinicopathological variables,
and differential gene expression analysis and gene set variation analysis (GSVA) were performed
using RNA sequencing (RNA-seq). Metastatic burden at diagnosis showed a progressive association
with relapse/progression. After applying the cut-point, patients with high metastatic burden showed
>3-fold higher risk of relapse/progression than those with low metastatic burden. Moreover, patients
with high metastatic burden showed smaller primary tumors and higher biochemical marker levels
than those with low metastaticburden. In the genomic analysis, 51 genes were found to be differentially
expressed based on the set criteria. GSVA revealed 55 gene sets, which significantly distinguished
patients with high metastatic burden from those with low metastatic burden at a false discovery
rate <0.25. The results indicated the prognostic significance of metastatic burden in stage 4 high-risk
neuroblastoma, and we identified the distinct clinicopathological and genomic features based on
metastatic burden. This study may aid in the better understanding and risk-stratification of stage 4
high-risk neuroblastoma patients.

Keywords: high-risk neuroblastoma; metastasis; prognosis; tandem transplant

1. Introduction

Few tumors have been recognized to show as many diverse clinical presentations and biological
features as neuroblastoma (NB) [1]. NB is characterized by heterogenous clinical behaviors, ranging
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from spontaneous regression to inexorable progression [2]. Thus, considerable efforts have been made
to develop risk-stratification based on the known prognostic factors, and the results of these efforts
have guided physicians in therapeutic decision-making and prognostication [3]. However, >50% of
the children classified as high-risk show disease progression or relapse, despite intensive multimodal
therapy. Therefore, there is an urgent need to define the subgroups of high-risk NB with inferior
outcomes [4].

Previous studies have suggested that the extent of metastasis affects the prognosis of high-risk
NB patients [5-8]. An increasing number of metastatic compartments are related to poor outcome [6],
and the extent of metaiodobenzylguanidine (mIBG)-avid disease is prognostic [5,8,9]. However,
whether metastatic burden at diagnosis has prognostic significance is controversial, and whether its
prognostic impact persists in the context of tandem high-dose chemotherapy and autologous stem cell
transplantation (HDCT/auto-SCT) remains unclear. Moreover, the clinical behavior and underlying
biology driving these prognostic differences must be elucidated.

In this comprehensive evaluation of high-risk NB, we investigated the prognostic significance
of metastatic burden at diagnosis of high-risk stage 4 NB patients uniformly treated according to the
protocols where tandem HDCT/auto-SCT was the essence [10-12]. Furthermore, we analyzed the
differences in clinical characteristics and gene expression profiling, arising from metastatic burden of
varying degrees, thus providing insights into NB.

2. Methods

2.1. Patient Cohort and Data Collection

High-risk NB patients were enrolled if they met the following inclusion criteria: stage 4 NB
diagnosed based on the International Neuroblastoma Staging System criteria [13]; age at diagnosis
>18 months; diagnosed between January 2004 and August 2019; and mIBG-avid disease. We excluded
patients who underwent delayed (>30 days after diagnosis) or no initial mIBG scan to avoid effects
of chemotherapy. The Institutional Review Board at the Samsung Medical Center (SMC) approved
this study (NO. SMC 2015-11-053 and SMC 2020-04-200). Tissue samples for genomic analyses,
along with written informed consent obtained from the parents or legal guardians of the patient,
were collected during the diagnostic procedure. The data for clinical variables, including age, primary
site, tumor volume, histological classification, MYCN amplification (MNA), chromosomal aberration,
and biochemical markers, such as 24 h urine vanillylmandelic acid (VMA), were collected through
review of medical records. The equation, volume = (71/6) X depth x width X height, was used for tumor
volume measurement [14].

2.2. Treatment

The treatment, according to the SMC NB-2004, -2009, and -2014 protocols, included nine cycles of
induction chemotherapy, followed by tandem HDCT/auto-SCT, local radiation therapy, and subsequent
13-cis-retinoic acid treatment with or without subcutaneous interleukin-2 treatment, as described in
Supplemental Table S1 [10,11]. Surgical resection of the primary tumor was recommended during
induction chemotherapy, and was usually performed after six cycles of induction chemotherapy. Patients
without progression subsequently underwent tandem HDCT/auto-SCT with carboplatin, etoposide,
and cyclophosphamide (CEC), followed by thiotepa and melphalan, after completion of induction
therapy. While total-body irradiation (TBI) was incorporated into the second HDCT/auto-SCT regimen
before 2009, high-dose '3!I-mIBG treatment replaced TBI in the second HDCT/auto-SCT regimen from
2009 onwards. Based on the tumor response, CEC dose adjustment and '3!I-mIBG treatment were
attempted according to the SMC NB-2014 protocol. None of the patients received anti-ganglioside
(GD)-2 antibody which is an advanced immunotherapeutic modality as first-line therapy.
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2.3. Assessment of Metastasis

1831-mIBG (from 2009) or 3'T-mIBG (before 2009) scintigraphy was performed to assess the extent
of metastasis at initial evaluation, following the recommended guidelines [15]. After intravenous
injection of 3'I-mIBG or 2I-mIBG (dose was adjusted by weight), planer images were obtained.
Each scan was assessed for mIBG avidity at nine skeletal sites (head, chest, T-spine, L-spine, pelvis,
upper arms, lower arms, femurs, and lower legs) and additional extraosseous lesions. All the scans
were scored by two nuclear physicians using the modified Curie score. Computed tomography (CT)
and/or magnetic resonance imaging, *F-fluoro-deoxy-D-glucose positron emission tomography/CT,
bilateral bone marrow aspiration and biopsy, lumbar puncture, and **Tc bone scan were also used to
examine the involvement of NB in individual metastatic compartments.

2.4. Response Criteria

International criteria were used to assess the response to NB treatment [13]. A complete response
(CR) was defined as the absence of residual tumor with normal catecholamine levels. A very good partial
response (VGPR) was defined as >90% reduction in the primary tumor with normal catecholamine
levels. A partial response (PR) and a mixed response (MR) were defined based on the comparison
of the reduction in the primary and metastatic tumors as >50% reduction in both the primary and
metastatic lesions and >50% reduction only in the primary lesions, respectively. Stable disease (SD)
was defined as no new lesion with <25% increase in any existing lesion. Progressive disease (PD) was
defined as any new lesion or >25% increase in any measurable lesion.

2.5. RNA Isolation

Fresh frozen tissues of 28 patients were used for RNA isolation using the RNeasy Mini Kit (Qiagen,
Valencia, CA, USA), according to the manufacturer’s instructions. RNA was quantified using the
NanoDrop 8000 UV-Vis Spectrophotometer (NanoDrop Technologies Inc., Wilmington, DE, US) and
the Qubit® 3.0 Fluorometer (Life Technologies Inc., Carlsbad, CA, USA). Additionally, RNA quality
was assessed using the 4200 TapeStation (Agilent Technologies Inc., Santa Clara, CA, USA). RNA of
sufficient quantity and quality was obtained from 25 patients.

2.6. RNA Sequencing (RNA-Seq) and Data Analysis

RNA-Seq libraries were prepared according to the TruSeq RNA Sample Prep Kit v2 (Illumina
Technologies Inc., San Diego, CA, USA), assayed for quality and quantity, pooled, and then sequenced
on the HiSeq 2500 (Illumina Technologies Inc., San Diego, CA, USA) using the 100 bp paired-end
mode of the TruSeq Rapid PE Cluster Kit and the TruSeq Rapid SBS Kit v2. The quality control of
the FASTQ files which are text files contain the sequencing data and their alignment with the hg19
human reference genome and the reference-guided assembly of transcripts were performed using
TopHat version 2.0.6 [16] and Culfflinks version 2.1.1 [17], respectively. The aligned sequence files were
re-formatted using SAMtools version 0.1.19 [18]. The gene transcripts in 25 patients were quantified
using the count-based method with RSEM software package [19]. A total of 20,180 protein-coding
genes were identified, and of these, 15,714 genes that were expressed in at least three patients were
used for further analysis. The trimmed mean of M values method was performed for normalization in
edgeR [20,21], and voom application from limma [22] was used to transform the normalized counts to
log2-counts per million.

2.7. Gene Set Variation Analysis (GSVA)

To evaluate the relative activation status of pathways based on metastatic burden, we implemented
the GSVA algorithm [23] in our RNA-Seq data. A total of 17,810 annotated gene sets in the Gene
Ontology (GO) and Canonical pathways were downloaded from the Molecular Signatures Database
(MSigDB v7.0, https://www.gsea-msigdb.org/gsea/msigdb/index.jsp) [24]. Further, we performed
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GSVA to estimate variation in the pathway activity to identify significantly enriched gene sets of
the GO and Canonical pathways. The limma method was performed to identify the differentially
expressed pathways.

2.8. Statistical Methods

All statistical analyses were performed using the R software version 3.4.2, R (Core Team, Vienna,
Austria). The maximally selected log-rank statistics [25] were tested to determine the best possible
Curie score cut-point values, which separated patients into good and poor prognostic subgroups in
terms of relapse/progression. Clinical characteristics were compared between the two groups using
Pearson’s x test or Fisher’s exact test for categorical variables and Student’s t-test or Wilcoxon rank
sum test for continuous variables. The association between Curie score and relapse/progression was
evaluated using the non-parametric tests for differences in cumulative incidence, and competing risk
regression was evaluated using the Fine and Gray method with death designated as the competing risk.
Spearman’s correlation coefficients were calculated for correlation analysis. These tests were analyzed
at a significance threshold of p < 0.05. The unpaired ¢-test was performed to analyze the differentially
expressed genes (DEGs) and GSVA, and a gene/gene set pair was considered differentially expressed at
p < 0.01. We also calculated the false discovery rate (FDR) to account for multiple testing.

3. Results

3.1. Characteristics and Outcomes of the Study Population

One hundred and thirty patients with high-risk and metastatic NB (mean (Std) age: 4.5 (2.9) years;
53 (41%) females) were included in the present analysis (Figure 1). The baseline characteristics at
diagnosis are summarized in Table 1. Most of the patients (90%) showed an abdominal primary tumor;
22% of the patients had MNA tumors, while 72% had tumors with unfavorable histology according
to the International Neuroblastoma Pathology Classification (INPC). At diagnosis, the median Curie
score was 12.5 (range, 1-30). The most common site for metastasis was the bone (89%), followed by the
bone marrow (71%), and distant lymph nodes (49%). In terms of therapy, 122 (94%) patients received
scheduled treatment as per the protocol. Additionally, second HDCT/auto-SCT was suspended for
7 (5%) patients due to treatment-related morbidity, and one patient withdrew from the treatment during
induction chemotherapy. Following induction treatment, 51 (39%) patients achieved CR; 29 (22%)
patients, VGPR; 41 (32%) patients, PR; two (2%) patients, MR; four (3%) patients, SD; and three (2%)
patients, PD. At the time of analysis, 85 patients completed active treatment and underwent assessment
for response without experiencing an event or loss to follow-up. Tumor status at the end of the
treatment was CR in 45 (53%) patients, VGPR in 17 (20%), PR in 13 (15%), SD in two (2%), and PD
in eight (9%). The 5-year event-free survival and the 5-year overall survival for 130 patients were
55.1 + 5.1% and 69.7 + 4.7%, respectively.

Table 1. Characteristics of the eligible high-risk neuroblastoma patients.

Characteristics Number (%) 2
Sex
Male 77 (59)
Female 53 (41)
Age at diagnosis, mean + Std 45+29
Primary tumor site
Abdomen/Pelvis 117 (90)
Thorax/Cervix 12 (9)
Unknown 1(1)

Primary tumor volume b (emd) 345 (67-510)
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Table 1. Cont.

Characteristics Number (%) 2
MYCN status
Nonamplified 95 (73)
Amplified 29 (22)
Unknown 6 (5)
Cytogenetics
1p deletion (n = 74) 16 (22)
11q deletion (n = 79) 23 (29)
17q gain (n = 74) 22 (29)
Pathology
Undifferentiated 15 (12)
Poorly differentiated 65 (50)
Differentiating 22 (17)
Ganglioneuroblastoma 19 (15)
Unknown 9(7)
INPC
Favorable 28 (22)
Unfavorable 93 (72)
Unknown 9(7)
Curie score at diagnosis b 12.5 (3-25)
Metastatic site
Bone 116 (89)
Bone marrow 92 (71)
Distant lymph node 66 (49)
Lung 14 (11)
CNS 3(2)
Liver 17 (13)
Skin 5 (4)
Other © 47 (36)

Abbreviations: INPC, International Neuroblastoma Pathology Classification; CNS, central nervous system; Std,
standard deviation. @ Percentages were calculated for patients with data available for the given parameter. ? Values
are presented as the median (interquartile range). © Other metastatic sites include all metastatic sites except the bone
marrow, bone, liver, lung, CNS, and skin (e.g., pachymeningeal metastases without direction invasion from the
cranium, pleural lesions, and muscle).

171 Patients with stage 4 NB

26 Excluded
19 Age £ 18 months
7 mIBG non-avid disease

4

145 Eligible patients

15 Excluded
9 No initial mIBG scan
B Delayed initial mIBG scan?

v

130 Patients included in the analysis

Figure 1. Study flow chart. Abbreviations: NB, neuroblastoma; mIBG, metaiodobenzylguanidine.
@ Patients were excluded due to delayed (>30 days after diagnosis) initial mIBG scan.
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3.2. Prognostic Significance of Metastatic Burden

The importance of metastatic burden as a prognostic factor of high-risk NB was confirmed using
the competing risk analysis. The results revealed a progressive and significant association of the
Curie scores with relapse/progression (subdistribution hazards ratio (sHR), 1.05; 95% confidence
interval (CI), 1.02-1.09; p < 0.001). The prognostic significance of the involvement of individual and all
metastatic sites was also analyzed (Supplemental Table S2). A Curie score >2, as a cut-point, showed
statistical significance for predicting relapse/progression. Based on the maximally selected log-rank
statistics, a value of 26 was determined as an optimal cut-point to separate patients into low and
high metastatic burden groups (Supplemental Figure S1A). On applying this threshold, the 5-year
cumulative incidences of relapse/progression were found to be 27.0 + 5.2% and 65.4 + 9.7% for patients
with low (n = 104) and high (1 = 26) metastatic burden, respectively, as illustrated in Figure 2A.
The Fine and Gray regression model indicated >3-fold higher risk of relapse/progression in patients
with high metastatic burden (sHR, 3.06; 95% CI, 1.65-5.65; p < 0.001) than in those with low metastatic
burden. Using two cut-points to separate patients into three groups with low-I (<6, n = 54), low-II
(7-26, n = 50), and high (>26, n = 26) metastatic burden, we found that the 5-year cumulative incidences
of relapse/progression of the three groups were 12.2 + 5.3%, 42.8 + 8.5%, and 65.4 + 9.7%, respectively
(Figure 2D). The stratum-specific sHRs increased to 3.43 (95% CI, 1.36-8.63; p = 0.009) for the low-II
group and 6.32 (95% CI, 2.55-15.63; p < 0.001) for the high group, compared with the low-I group.
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Figure 2. Cumulative incidence rate of relapse/progression based on the metastatic burden, with death

as the competing risk. Cumulative incidence curves for relapse/progression based on the best cut-point
are illustrated for (A) all patients and the (B) non-MNA and (C) MNA subgroups. The high metastatic
burden group shows higher relapse/progression than the low metastatic burden group and the non-MNA

subgroup based on a Curie score cut-off value of 26 (p < 0.001). However, relapse/progression in

patients with MNA tumors is not affected by the degree of metastatic burden at diagnosis even at a

Curie score cut-point of 4. Cumulative incidence curves for relapse/progression based on two cut-points

are presented for (D) all patients and (E) the non-MNA group. Death prior to relapse/progression is

considered a competing risk. The number of patients at risk is the number of patients alive without

relapse/progression. Abbreviations: MNA, MYCN amplification.
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Further analysis for stratification based on the MNA status was also performed. The significant
association of the Curie score, as a continuous variable, with relapse/progression was observed in
the non-MNA subgroup (sHR, 1.06; 95% CI, 1.02-1.10; p = 0.001), but not in the MNA group (sHR,
1.04; 95% CI, 0.98-1.10; p = 0.220). The optimal cut-points and HRs were also found to be influenced
by the MNA status. In the non-MNA subgroup, a Curie score of 26 was re-selected (Supplemental
Figure S1B). Based on this criterion, patients with high metastatic burden showed significantly higher
rates of relapse/progression (sHR, 3.66; 95% CI, 1.83-7.32; p < 0.001; Figure 2B). Patients with low
metastatic burden were further stratified based on a Curie score of 6. The 5-year cumulative incidences
of relapse/progression were 9.2 + 6.5%, 39.4 + 9.2%, and 71.4 + 10.4% for the low-I (<6, n = 33),
low-II (7-26, n = 41), and high (>26, n = 21) metastatic burden subgroups, respectively (p < 0.001;
Figure 2E). However, the MNA subgroup showed significantly lower optimal cut-point (Curie score
of 4; Supplemental Figure S1C) and HRs (sHR, 1.93; 95% CI, 0.51-7.28; p = 0.11) than the non-MNA
subgroup (Figure 2C).

3.3. Distinct Clinical Characteristics Based on the Metastatic Burden

We investigated the differences in clinical features related to the metastatic burden. As a continuous
variable, the extent of metastasis was inversely associated with primary tumor volume (Spearman
r=-0.32, p < 0.001), and the MNA tumors showed significantly lower extent of metastasis than the
non-MNA tumors (p = 0.017; Figure 3). A comparison of clinical features between the high and low
metastatic burden groups was performed, as summarized in Table 2. Patients with high metastatic
burden showed lesser primary tumor volume than those with low metastatic burden (109 vs. 245 cm3;
p < 0.001). Although MNA tumors showed lower Curie scores, MNA and other cytogenetic statuses
were not different between the two groups. Consistent with the observed unfavorable outcomes,
patients with high metastatic burden showed higher levels of serum ferritin (400 vs. 224 ng/mL;
p = 0.025) and 24 h urine VMA (40.0 vs. 14.8 mg/day; p = 0.001) than those with low metastatic burden.
However, a significant association between early response to chemotherapy and metastatic burden
was not observed.

Table 2. Comparison of the characteristics of low and high metastatic burden patients

Variables Low (n =104) High (n = 26) p-Value
Sex, No. (%) 0.964
Male 61 (59) 16 (62)
Female 43 (41) 10 (38)

Age at diagnosis, mean + Std, years 4.6 +3.1 39+20 0.134
Primary tumor volume (cm®) b 245 (1-2305) 109 (9-1421) 0.030
Residual tumor volume (%) 28 (2-98) 31 (10-98) 0.833

Reduction in Curie score, mean =+ Std (%) © 44 + 37 48 + 36 0.620
Response to induction treatment, No. (%)
Complete response 42 (40) 9 (35)
Very good partial response 23 (22) 6 (23)
Partial response 33(32) 8 (31)
Mixed response 1(1) 14)
Stable disease 3(3) 14)
Progressive disease 2(2) 14)
MYCN status, No. (%) 0.762
Nonamplified 74 (71) 21 (81)
Amplified 24 (23) 5(19)
Unknown 6 (6) 0
Cytogenetics, No. (%)
1p deletion (1 = 74) 14 (18) 2 (15) 0.920
11q deletion (n = 79) 18 (27) 5 (38) 0.633

17q gain (n = 79) 18 (27) 4(33) 0.912
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Table 2. Cont.

Variables Low (n = 104) High (n = 26) p-Value

INPC (n = 121) 1.000
Favorable 22 (23) 6 (25)
Unfavorable 75 (77) 18 (75)

Serum LDH (IU/L) ® 1302 (261-10000) 1479 (597-14435) 0.221

Serum ferritin (ng/mL) 224 (20-3771) 400 (74-1245) 0.025

Serum NSE (ng/mL) P 97 (11-1081) 99 (25-1815) 0.426

24 h urine VMA (mg/day) P 14.8 (0.4-588.4) 40.0 (1.7-100) 0.001

Abbreviations: INPC, International Neuroblastoma Pathology Classification; LDH, lactate dehydrogenase; NSE,
neuron-specific enolase; VMA, vanillylmandelic acid; Std, standard deviation. * Percentage of residual tumor
volume was calculated after three cycles of induction chemotherapy, and it reflects early response to chemotherapy.
b Values are presented as the median (range). © Percentage reduction in Curie score was calculated from diagnosis
to after three cycles of induction chemotherapy.
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Figure 3. Distinct clinical characteristics associated with the Curie score. Scatterplot indicating the
association between the Curie score and primary tumor volume for (A) all, (B) non-MNA, and (C) MNA
patients is shown. The solid line represents the regression line, and the concordance correlation
coefficient is marked. (D) Distribution and comparison of the Curie scores in patients with MNA
and non-MNA tumors are given. The line in the middle of each column indicates the median value.
Abbreviations: MNA, MYCN amplification.

3.4. Identification of DEGs and Gene Sets Based on the Metastatic Burden

Total RNA-Seq analysis of 25 patients was performed, and the majority of the patients (n = 23)
presented with non-MNA tumors (Supplemental Table S3). The results indicated 51 DEGs between
patients with high and low metastatic burden, based on the selection criteria of log2 fold change
(FC) >1.5 and p < 0.01 (Supplemental Table S4). Of these, five genes were found to be significantly
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upregulated and 46 to be downregulated in the high metastatic burden group, compared to the low
metastatic burden group, as illustrated using volcano plots in Figure 4A. Figure 4B shows the top
30 significant genes that were differentially expressed in individual patients. We also performed a
subgroup analysis based on the MNA status. The analysis of non-MNA tumors indicated 10 upregulated
and 40 downregulated DEGs in patients with high metastatic burden, compared to those with low
metastatic burden (Figure 4C,D). Statistically pronounced results were achieved in the non-MNA
subgroup when compared to all patients (Supplemental Table S5). EDIL3 and DDX43 were the most
significantly upregulated genes in patients with high metastatic burden, whereas the cancer-testis
(CT) antigens, such as MAGEA1, were found to show reduced expression in these patients. However,
we did not find any significant association between the DEG expression levels and relapse/progression.
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Figure 4. Differential gene expression analysis of patients with high metastatic burden versus that
of those with low metastatic burden. Differentially expressed genes between patients with low and
high metastatic burden are indicated using volcano plots and heatmaps. Volcano plots show the
distribution of the fold change (FC) in gene expression for (A) all samples and (C) the non-MNA
subgroup. Genes with absolute FC > 1.5 and p < 0.01 are indicated in blue (higher expression in patients
with high metastatic burden than in those with low metastatic burden) and orange (lower expression in
patients with high metastatic burden than in those with low metastatic burden). Genes that failed to meet
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our criteria are represented in gray. Student’s t-test was used for the analyses. The heatmap illustrates
the top 30 significant genes that were differentially expressed in (B) all patients and (D) the non-MNA
subgroup. Abbreviations: MNA, MYCN amplification.

Further, we performed GSVA to identify the relevant biological processes represented by DEGs.
The analysis indicated 55 significant gene sets in patients with high metastatic burden, and these
distinguished them from patients with low metastatic burden based on the nominal p < 0.01, absolute
log2 FC > 0.4, and FDR < 0.25 criteria (Supplemental Table 56). The majority of the pathways with
strong indication thresholds were found to be related to signaling of various G protein-coupled
receptors, protein sorting, ribosomal processes, and amino-acid metabolism. Additional gene sets
were differentially expressed according to the metastatic burden in the non-MNA subgroup. A total
of 124 gene sets showed statistical significance, and 19 gene sets with FDR < 0.1 were identified
(Supplemental Table S7).

4. Discussion

This study suggested that patients with extensive NB with distinct clinical and biological features
are prone to relapse/progression. The analysis indicated that patients with high metastatic burden
showed a substantially elevated risk of relapse/progression when compared to those with low metastatic
burden. Moreover, significant differences in clinical characteristics, such as primary tumor volume
and biochemical marker levels, were observed between the two groups. Furthermore, using RNA-Seq
data, we identified unique gene profiles in the subgroups defined based on the metastatic burden.
Fifty-one DEGs and fifty-five gene sets were found to be differentially expressed with modest statistical
significance. Additionally, the prognostic effects of metastatic burden were only prominent in patients
with non-MNA disease, and genomic differences were affected by the MNA status.

The association of outcomes with the burden of metastatic spread has been examined in
previous studies. A study that analyzed the results of the Children’s Oncology Group A3973 protocol,
which incorporated single HDCT/auto-SCT as a consolidation treatment, reported that prognosis
was not affected by the initial Curie score [5]. The analyses of the International Neuroblastoma
Risk Group (INRG) database indicated that the clinical outcomes of patients who underwent
HDCT/auto-SCT were not affected by the metastatic burden at diagnosis; however, more than one
metastatic system/compartment at diagnosis was associated with prognosis in the pre-HDCT/auto-SCT
era[6]. However, conflicting results of the prognostic effects of metastatic burden at diagnosis on patients
who received single HDCT/auto-SCT have been reported [8,26]. Furthermore, whether treatment
intensification with tandem HDCT/auto-SCT can affect the significance of metastatic burden at diagnosis
remains to be evaluated. Most of the patients received tandem HDCT/auto-SCT; therefore, our study
provided important clinical implications. Moreover, we observed several cut-points of the Curie score,
showing significant statistics for elevated risk of relapse/progression. This suggested that the Curie
score at diagnosis could assist in further detailed risk-stratification of high-risk NB patients.

Tumor size has traditionally been considered one of the determinants of prognosis in most
malignancies, and hence it has been included in staging systems [27,28]. However, low primary tumor
volume was found to be a peculiar characteristic of NB with high metastatic burden in the present
study. It is possible that some subtypes of NB can show aggressive behavior despite small primary
tumor volume. However, MNA tumors often appeared as large and advanced primary tumors in our
prior study [29]. Taken together, these findings suggest that disseminated metastatic NB with small
primary tumor volume might be a unique disease entity with enhanced metastatic potential not driven
by MNA.

The DEGs with associated genomic pathways identified in this study could partially explain
the distinct clinical behaviors. When the analyses were restricted to patients with non-MNA tumors,
50 DEGs were obtained based on the metastatic burden, thereby avoiding the confounding effect of
MNA, which is a master transcription factor. Among these genes, EDIL3, DDX43, and various CT
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antigens showed the highest FC. The protein encoded by EDIL3 is known to be involved in the regulation
of cellular migration, and it is over-expressed in several malignancies [30,31]. Moreover, DDX43,
which encodes the helicase antigen, promotes cellular proliferation, and it is often correlated with
poor prognosis [32,33]. In contrast, several groups have reported that aggressive NB downregulates
CT antigen expression to preclude recognition by the antigen-specific T-cells [34,35]. These reports
provided potential reasoning to our transcriptomic results. However, the corrected p-values exceeded
0.05 for most of the DEGs in multiple testing. These values might indicate heterogenous gene expression
within each group and analogous gene expression among all groups. Therefore, DEG analysis should
be carefully interpreted to avoid undue weightage to these genes as common metastatic driver
genes. Additionally, GSVA revealed that most of the proteins encoded by the DEGs were associated
with protein sorting, amino acid metabolism, and ribosomal processes. The dysregulation of these
processes has been considered a hallmark of cancers with potential to increase cell proliferation and
invasion [36,37]. Thus, our findings suggest that inhibition of some of these processes could provide
new therapeutic options for NB with disseminated metastasis.

There are several limitations in our study. First, this study was not a controlled prospective
study, but instead a retrospective analysis of clinical data. Second, we focused only on patients aged
>18 months and with mIBG-avid tumors; thus, our patient cohort did not represent the entire high-risk
NB patient population. Third, there were a relatively small number of patients with MNA tumors [38],
since more patients with MNA tumors were excluded from the analysis when compared to those
with non-MNA tumors, based on the eligibility criteria. Fourth, the follow-up duration for some of
the patients was relatively short to enable detection of relapse/progression or death, and this might
explain the lower relapse/progression rates in this study. Moreover, we did not include GD-2-directed
immunotherapy in post-consolidation treatment, and our findings might not be applicable to other
study cohorts treated according to the more recent protocols, which include anti-GD-2 immunotherapy.
Finally, since the study was not designed to evaluate the comparative RNA-Seq analysis results directly,
the RNA samples were readily available in only 20% of the enrolled patients. Due to the small sample
size and the high value of the calculated FDR, the genomic differences with metastatic burden could
not be generalized to the genomic signature of metastasis in stage 4 high-risk NB. Thus, future studies
with a larger sample size should be conducted to determine genomic differences and identify possible
therapeutic targets according to the metastatic burden.

In summary, the results of this study indicate that the extent of metastatic burden defined
prognostic subgroups of high-risk NB with distinct clinical and genomic features. Metastatic burden at
diagnosis exerted prognostic effects in the tandem HDCT/auto-SCT era. Therefore, whether therapeutic
escalation is required for patients with high metastatic burden to improve outcomes must be considered.
Moreover, the data presented here indicated that the tumors of patients with different extents of
metastatic burden were clinically and biologically distinct. Insufficient sample size might limit the
identification and analysis of the molecular signature to explain these differences. However, we believe
that our findings will contribute to the better understanding of NB behavior and offer insights into
additional risk-stratification. Future research with a larger sample size is needed to address the
processes governing different extents of metastatic spread.

Supplementary Materials: The following are available online at http://www.mdpi.com/2077-0383/9/9/2730/s1,
Figure S1: Optimal cut-point values of the Curie score obtained from maximally selected log-rank statistics.
Table S1: Treatment regimens. Table S2: Prognostic significance of individual and different combinations of
metastatic sites. Table S3: Characteristics of patients for RNA-Seq analysis. Table S4: Differentially expressed genes
between patients with low and high metastatic burden. Table S5: Differentially expressed genes between patients
with low and high metastatic burden in the non-MYCN amplification (MNA) subgroup. Table S6: Significant gene
sets between patients with low and high metastatic burden. Table S7: Significant gene sets between patients with
low and high metastatic burden in the non-MNA subgroup.

Author Contributions: Conceptualization, E.S.S., ]JW.L., and K.W.S.; methodology, E.5j.L., JW.L., and KW.S,;
validation, B.L. and H.YJ.; formal analysis, E.S.S., E.-j.L., and ].W.L.; resources, ] W.L. and K.W.S,; data curation,
M., Y.-S.C.,, ] K.-H., and HW.C.; writing—original draft preparation, E.S.S., E.5.L., and K.H.Y.; writing-review
and editing, E.S.S., JW.L.,, KW.S., KH.Y,, and H.H K,; visualization, E.S.S. and E.-j.L.; supervision, ] W.L.,, KW.S.,


http://www.mdpi.com/2077-0383/9/9/2730/s1

J. Clin. Med. 2020, 9, 2730 12 of 14

and H.H.K,; project administration, E.S.S., JW.L., and KW.S. All authors have read and agreed to the published
version of the manuscript.

Funding: This study was supported by a grant from the National R&D Program for Cancer Control, Ministry
of Health and Welfare, Republic of Korea (No. 1520210) and the National Research Foundation of Korea (NRF)
funded by the Korean government (NRF-2017R1A2B4008178).

Conflicts of Interest: The authors declare no conflict of interest.

References

1 Maris, ].M.; Hogarty, M.D.; Bagatell, R.; Cohn, S.L. Neuroblastoma. Lancet 2007, 369, 2106-2120. [CrossRef]
2. Maris, .M. Recent advances in neuroblastoma. N. Engl. ]. Med. 2010, 362, 2202-2211. [CrossRef] [PubMed]
3.  Pinto, N.R;; Applebaum, M.A.; Volchenboum, S.L.; Matthay, K.K.; London, W.B.; Ambros, P.F; Nakagawara, A.;

10.

11.

12.

13.

14.

Berthold, F.; Schleiermacher, G.; Park, J.R.; et al. Advances in Risk Classification and Treatment Strategies for
Neuroblastoma. J. Clin. Oncol. 2015, 33, 3008-3017. [CrossRef] [PubMed]

Morgenstern, D.A.; Bagatell, R.; Cohn, S.L.; Hogarty, M.D.; Maris, ].M.; Moreno, L.; Park, ].R.; Pearson, A.D.;
Schleiermacher, G.; Valteau-Couanet, D.; et al. The challenge of defining “ultra-high-risk” neuroblastoma.
Pediatr. Blood Cancer 2019, 66, €27556. [CrossRef] [PubMed]

Yanik, G.A.; Parisi, M.T.; Shulkin, B.L.; Naranjo, A.; Kreissman, S.G.; London, W.B.; Villablanca, J.G.;
Maris, ].M.; Park, J.R.; Cohn, S.L.; et al. Semiquantitative mIBG scoring as a prognostic indicator in patients
with stage 4 neuroblastoma: A report from the Children’s oncology group. J. Nucl. Med. 2013, 54, 541-548.
[CrossRef]

Morgenstern, D.A.; London, W.B.; Stephens, D.; Volchenboum, S.L.; Simon, T.; Nakagawara, A.; Shimada, H.;
Schleiermacher, G.; Matthay, K K.; Cohn, S.L.; et al. Prognostic significance of pattern and burden of metastatic
disease in patients with stage 4 neuroblastoma: A study from the International Neuroblastoma Risk Group
database. Eur. . Cancer 2016, 65, 1-10. [CrossRef]

Matthay, K.K.; Edeline, V.; Lumbroso, J.; Tanguy, M.L.; Asselain, B.; Zucker, ].M.; Valteau-Couanet, D.;
Hartmann, O.; Michon, J. Correlation of early metastatic response by 123I-metaiodobenzylguanidine
scintigraphy with overall response and event-free survival in stage IV neuroblastoma. J. Clin. Oncol. 2003,
21,2486-2491. [CrossRef]

Decarolis, B.; Schneider, C.; Hero, B.; Simon, T.; Volland, R.; Roels, F.; Dietlein, M.; Berthold, F.; Schmidt, M.
Iodine-123 metaiodobenzylguanidine scintigraphy scoring allows prediction of outcome in patients with
stage 4 neuroblastoma: Results of the Cologne interscore comparison study. J. Clin. Oncol. 2013, 31, 944-951.
[CrossRef]

Riaz, S.; Bashir, H.; Khan, S.J.; Qazi, A. I-131 mIBG Scintigraphy Curie Versus SIOPEN Scoring: Prognostic
Value in Stage 4 Neuroblastoma. Mol. Imaging Radionucl. Ther. 2018, 27, 121-125. [CrossRef]

Lee, JW,; Lee, S.; Cho, HW.; Ma, Y.; Yoo, KH.; Sung, KW.; Koo, HH.; Cho, EJ.; Lee, SK,; Lim, D.H.
Incorporation of high-dose (131)I-metaiodobenzylguanidine treatment into tandem high-dose chemotherapy
and autologous stem cell transplantation for high-risk neuroblastoma: Results of the SMC NB-2009 study.
J. Hematol. Oncol. 2017, 10, 108. [CrossRef]

Sung, K.W.; Son, M.H.; Lee, S.H.; Yoo, K.H.; Koo, H.H.; Kim, ].Y.; Cho, EJ.; Lee, S.K,; Choi, Y.S.; Lim, D.H.; et al.
Tandem high-dose chemotherapy and autologous stem cell transplantation in patients with high-risk
neuroblastoma: Results of SMC NB-2004 study. Bone Marrow Transpl. 2013, 48, 68-73. [CrossRef] [PubMed]
Sung, KW.; Lee, S.H.; Yoo, KH.; Jung, H.L.; Cho, E.J.; Koo, H.H.; Lee, S.K,; Kim, J.; Lim, D.H.; Suh, Y.L.; et al.
Tandem high-dose chemotherapy and autologous stem cell rescue in patients over 1 year of age with stage 4
neuroblastoma. Bone Marrow Transpl. 2007, 40, 37-45. [CrossRef] [PubMed]

Brodeur, G.M.; Pritchard, J.; Berthold, F; Carlsen, N.L.; Castel, V.; Castelberry, R.P.; De Bernardi, B.;
Evans, A.E.; Favrot, M.; Hedborg, F; et al. Revisions of the international criteria for neuroblastoma diagnosis,
staging, and response to treatment. J. Clin. Oncol. 1993, 11, 1466-1477. [CrossRef] [PubMed]

Bagatell, R.; McHugh, K.; Naranjo, A.; Van Ryn, C.; Kirby, C.; Brock, P.; Lyons, K.A.; States, L.J.; Rojas, Y.;
Miller, A.; et al. Assessment of Primary Site Response in Children With High-Risk Neuroblastoma:
An International Multicenter Study. J. Clin. Oncol. 2016, 34, 740-746. [CrossRef]


http://dx.doi.org/10.1016/S0140-6736(07)60983-0
http://dx.doi.org/10.1056/NEJMra0804577
http://www.ncbi.nlm.nih.gov/pubmed/20558371
http://dx.doi.org/10.1200/JCO.2014.59.4648
http://www.ncbi.nlm.nih.gov/pubmed/26304901
http://dx.doi.org/10.1002/pbc.27556
http://www.ncbi.nlm.nih.gov/pubmed/30479064
http://dx.doi.org/10.2967/jnumed.112.112334
http://dx.doi.org/10.1016/j.ejca.2016.06.005
http://dx.doi.org/10.1200/JCO.2003.09.122
http://dx.doi.org/10.1200/JCO.2012.45.8794
http://dx.doi.org/10.4274/mirt.52533
http://dx.doi.org/10.1186/s13045-017-0477-0
http://dx.doi.org/10.1038/bmt.2012.86
http://www.ncbi.nlm.nih.gov/pubmed/22635247
http://dx.doi.org/10.1038/sj.bmt.1705691
http://www.ncbi.nlm.nih.gov/pubmed/17468771
http://dx.doi.org/10.1200/JCO.1993.11.8.1466
http://www.ncbi.nlm.nih.gov/pubmed/8336186
http://dx.doi.org/10.1200/JCO.2015.63.2042

J. Clin. Med. 2020, 9, 2730 13 of 14

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Matthay, K.K.; Shulkin, B.; Ladenstein, R.; Michon, J.; Giammarile, F.; Lewington, V.; Pearson, A.D.; Cohn, S.L.
Criteria for evaluation of disease extent by (123)I-metaiodobenzylguanidine scans in neuroblastoma: A report
for the International Neuroblastoma Risk Group (INRG) Task Force. Br. . Cancer 2010, 102, 1319-1326.
[CrossRef]

Kim, D.; Salzberg, S.L. TopHat-Fusion: An algorithm for discovery of novel fusion transcripts. Genome Biol.
2011, 12, R72. [CrossRef]

Trapnell, C.; Williams, B.A.; Pertea, G.; Mortazavi, A.; Kwan, G.; van Baren, M.].; Salzberg, S.L.; Wold, B.J.;
Pachter, L. Transcript assembly and quantification by RNA-Seq reveals unannotated transcripts and isoform
switching during cell differentiation. Nat. Biotechnol. 2010, 28, 511-515. [CrossRef]

Li, H.; Handsaker, B.; Wysoker, A.; Fennell, T.; Ruan, J.; Homer, N.; Marth, G.; Abecasis, G.; Durbin, R;
Genome Project Data Processing, S. The Sequence Alignment/Map format and SAMtools. Bioinformatics 2009,
25,2078-2079. [CrossRef]

Li, B.; Dewey, C.N. RSEM: Accurate transcript quantification from RNA-Seq data with or without a reference
genome. Bioinformatics 2011, 12, 323.

Robinson, M.D.; McCarthy, D.]J.; Smyth, G.K. edgeR: A Bioconductor package for differential expression
analysis of digital gene expression data. Bioinformatics 2010, 26, 139-140. [CrossRef]

Robinson, M.D.; Oshlack, A. A scaling normalization method for differential expression analysis of RNA-seq
data. Genome Biol 2010, 11, R25. [CrossRef]

Law, C.W,; Chen, Y.; Shi, W.; Smyth, G.K. voom: Precision weights unlock linear model analysis tools for
RNA-seq read counts. Genome Biol. 2014, 15, R29. [CrossRef]

Hanzelmann, S.; Castelo, R.; Guinney, ]. GSVA: Gene set variation analysis for microarray and RNA-seq data.
Bioinformatics 2013, 14, 7. [CrossRef] [PubMed]

Subramanian, A.; Tamayo, P.; Mootha, VK.; Mukherjee, S.; Ebert, B.L.; Gillette, M.A.; Paulovich, A;
Pomeroy, S.L.; Golub, T.R; Lander, E.S.; et al. Gene set enrichment analysis: A knowledge-based approach for
interpreting genome-wide expression profiles. Proc. Natl. Acad. Sci. USA 2005, 102, 15545-15550. [CrossRef]
Laska, E.; Meisner, M.; Wanderling, J. A maximally selected test of symmetry about zero. Stat. Med. 2012, 31,
3178-3191. [CrossRef] [PubMed]

Morgenstern, D.A.; Potschger, U.; Moreno, L.; Papadakis, V.; Owens, C.; Ash, S.; Pasqualini, C.; Luksch, R.;
Garaventa, A.; Canete, A ; et al. Risk stratification of high-risk metastatic neuroblastoma: A report from the
HR-NBL-1/SIOPEN study. Pediatr. Blood Cancer 2018, 65, €27363. [CrossRef]

Li, D.; Hu, B.; Zhou, Y.; Wan, T.; Si, X. Impact of tumor size on survival of patients with resected pancreatic
ductal adenocarcinoma: A systematic review and meta-analysis. BMC Cancer 2018, 18, 985. [CrossRef]
Okada, M.; Nishio, W.; Sakamoto, T.; Uchino, K.; Yuki, T.; Nakagawa, A.; Tsubota, N. Effect of tumor size on
prognosis in patients with non-small cell lung cancer: The role of segmentectomy as a type of lesser resection.
J. Thorac. Cardiovasc. Surg. 2005, 129, 87-93. [CrossRef] [PubMed]

Yoo, S.Y.; Kim, ].S.; Sung, K.W.; Jeon, T.Y.; Choi, ].Y.; Moon, S.H.; Son, M.H.; Lee, S.H.; Yoo, K.H.; Koo, H.H.
The degree of tumor volume reduction during the early phase of induction chemotherapy is an independent
prognostic factor in patients with high-risk neuroblastoma. Cancer 2013, 119, 656—-664. [CrossRef]

Xia, H.; Chen, J.; Shi, M.; Gao, H.; Sekar, K.; Seshachalam, V.P; Ooi, L.L.; Hui, K.M. EDIL3 is a novel regulator
of epithelial-mesenchymal transition controlling early recurrence of hepatocellular carcinoma. J. Hepatol.
2015, 63, 863-873. [CrossRef]

Beckham, C.J.; Olsen, J.; Yin, PN.; Wu, C.H.; Ting, H.].; Hagen, FK.; Scosyrev, E.; Messing, E.M.; Lee, Y.F.
Bladder cancer exosomes contain EDIL-3/Dell and facilitate cancer progression. J. Urol. 2014, 192, 583-592.
[CrossRef] [PubMed]

Mathieu, M.G.; Linley, A.].; Reeder, S.P.; Badoual, C.; Tartour, E.; Rees, R.C.; McArdle, S.E. HAGE,
a cancer/testis antigen expressed at the protein level in a variety of cancers. Cancer Immun. 2010, 10, 2.
Abdel-Fatah, T.M.; McArdle, S.E.; Johnson, C.; Moseley, PM.; Ball, G.R.; Pockley, A.G,; Ellis, .O.; Rees, R.C.;
Chan, S.Y. HAGE (DDX43) is a biomarker for poor prognosis and a predictor of chemotherapy response in
breast cancer. Br. |. Cancer 2014, 110, 2450-2461. [CrossRef] [PubMed]

Singh, N.; Kulikovskaya, I.; Barrett, D.M.; Binder-Scholl, G.; Jakobsen, B.; Martinez, D.; Pawel, B.; June, C.H.;
Kalos,M.D.; Grupp, S.A. T cells targeting NY-ESO-1 demonstrate efficacy against disseminated neuroblastoma.
Oncoimmunology 2016, 5, €1040216. [CrossRef] [PubMed]


http://dx.doi.org/10.1038/sj.bjc.6605621
http://dx.doi.org/10.1186/gb-2011-12-8-r72
http://dx.doi.org/10.1038/nbt.1621
http://dx.doi.org/10.1093/bioinformatics/btp352
http://dx.doi.org/10.1093/bioinformatics/btp616
http://dx.doi.org/10.1186/gb-2010-11-3-r25
http://dx.doi.org/10.1186/gb-2014-15-2-r29
http://dx.doi.org/10.1186/1471-2105-14-7
http://www.ncbi.nlm.nih.gov/pubmed/23323831
http://dx.doi.org/10.1073/pnas.0506580102
http://dx.doi.org/10.1002/sim.5384
http://www.ncbi.nlm.nih.gov/pubmed/22729950
http://dx.doi.org/10.1002/pbc.27363
http://dx.doi.org/10.1186/s12885-018-4901-9
http://dx.doi.org/10.1016/j.jtcvs.2004.04.030
http://www.ncbi.nlm.nih.gov/pubmed/15632829
http://dx.doi.org/10.1002/cncr.27775
http://dx.doi.org/10.1016/j.jhep.2015.05.005
http://dx.doi.org/10.1016/j.juro.2014.02.035
http://www.ncbi.nlm.nih.gov/pubmed/24530986
http://dx.doi.org/10.1038/bjc.2014.168
http://www.ncbi.nlm.nih.gov/pubmed/24755885
http://dx.doi.org/10.1080/2162402X.2015.1040216
http://www.ncbi.nlm.nih.gov/pubmed/26942053

J. Clin. Med. 2020, 9, 2730 14 of 14

35.

36.

37.

38.

Bao, L.; Dunham, K; Lucas, K. MAGE-A1, MAGE-A3, and NY-ESO-1 can be upregulated on neuroblastoma
cells to facilitate cytotoxic T lymphocyte-mediated tumor cell killing. Cancer Immunol. Immunother. 2011, 60,
1299-1307. [CrossRef] [PubMed]

Oliynyk, G.; Ruiz-Perez, M.V,; Sainero-Alcolado, L.; Dzieran, J.; Zirath, H.; Gallart-Ayala, H.; Wheelock, C.E.;
Johansson, H.J.; Nilsson, R.; Lehtio, J.; et al. MYCN-enhanced Oxidative and Glycolytic Metabolism Reveals
Vulnerabilities for Targeting Neuroblastoma. iScience 2019, 21, 188-204. [CrossRef]

Hald, O.H.; Olsen, L.; Gallo-Oller, G.; Elfman, L.HM.; Lokke, C.; Kogner, P; Sveinbjornsson, B.;
Flaegstad, T.; Johnsen, ].I.; Einvik, C. Inhibitors of ribosome biogenesis repress the growth of MYCN-amplified
neuroblastoma. Oncogene 2019, 38, 2800-2813. [CrossRef]

Lee, JJW,; Son, M.H.; Cho, HW.; Ma, Y.E.; Yoo, K.H.; Sung, K.W.; Koo, H.H. Clinical significance of MYCN
amplification in patients with high-risk neuroblastoma. Pediatr Blood Cancer 2018, 65, €27257. [CrossRef]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1007/s00262-011-1037-z
http://www.ncbi.nlm.nih.gov/pubmed/21626030
http://dx.doi.org/10.1016/j.isci.2019.10.020
http://dx.doi.org/10.1038/s41388-018-0611-7
http://dx.doi.org/10.1002/pbc.27257
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Methods 
	Patient Cohort and Data Collection 
	Treatment 
	Assessment of Metastasis 
	Response Criteria 
	RNA Isolation 
	RNA Sequencing (RNA-Seq) and Data Analysis 
	Gene Set Variation Analysis (GSVA) 
	Statistical Methods 

	Results 
	Characteristics and Outcomes of the Study Population 
	Prognostic Significance of Metastatic Burden 
	Distinct Clinical Characteristics Based on the Metastatic Burden 
	Identification of DEGs and Gene Sets Based on the Metastatic Burden 

	Discussion 
	References

